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1D One-dimensional

H Hydrogen-1 (proton)

2D Two-dimensional

13C Carbon-13
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Glossary

BALB/c

A mouse strain commonly used in laboratory disease models. The name is derived from
the name of its original breeder and reads Bagg’s albino.

Biomarker
A molecule whose concentration in a biological sample can provide information about the
physiological status of the organism.

C57/BL6

A mouse strain commonly used for laboratory disease models. The name is derived from
the ancestor of the mouse strain, female mouse number 57. The name is usually read as
black six.

Chemical Shift

The resonance frequency of a nucleus in a nuclear magnetic resonance (NMR) spectrum.
Chemical shifts are measured relative to a reference resonance signal from a standard
molecule. They are calculated as the frequency difference between the nucleus of interest
and the reference nucleus divided by the operating frequency of the spectrometer for a
given nucleus, measured in Hertz [Hz]. As the resulting value is rather small, it is usually
given in parts per million [ppm].

Energy Balance

The difference between energy from food uptake and energy needed for milk production
and basal metabolism in lactating individuals. If the energy balance is negative, the
individual uses more energy than it can take up with its nutrition. This status is somewhat
comparable to starvation.

Heteronuclear
Involving atomic nuclei of different chemical elements, for example hydrogen-1 ("H) and
carbon-13 (**C) nuclei.

Lock

Calibration of the NMR spectrometer frequency by matching it to a given reference, for
example the signal of deuterium oxide contained in the sample.

Metabolic Fingerprinting

The discriminatory analysis of samples based on comprehensive measurements. Instead
of using concentration levels of predefined compounds, whole spectra are used. Usually,
a metabolite identification step is performed after a fingerprinting analysis to identify the
discriminatory spectrum features. The exact definition of this term and the delimitation to
targeted profiling are subject to discussion (Nielsen & Jewett 2007; Lindon & Nicholson
2008).
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Metabolite

A small molecule that is part of metabolic pathways, for example amino acids and other
organic acids.

Metabolome
The entirety of all metabolites associated to an organism (Nielsen & Jewett 2007).

Metabolomics
The comprehensive study of metabolites in an organism in order to gain insight into
metabolic status or disease progression (Lindon & Nicholson 2008).

Probe Head

A device containing a sample tube, coils for sending and receiving radio frequency (RF)
signals, shim coils and gradient coils. The NMR probe head is mounted at the place of the
strongest magnetic field in the magnet.

Shim

The magnetic field homogeneity of an NMR spectrometer at the place of the sample. The
homogeneity can be raised by using coils incorporated in the probe head (shimming).
Inhomogeneous magnetic fields cause bad line shapes in NMR spectra.

Targeted Profiling

The discriminatory analysis of concentration levels of selected compounds in a sample. A
prerequisite for this method is the beforehand choice of the analyzed compounds, in
contrast to metabolic fingerprinting approaches. The exact definition of this term and the

delimitation to metabolic fingerprinting are subject to discussion (Nielsen & Jewett 2007;
Lindon & Nicholson 2008).

Tuning and Matching

The sending and receiving coil of an NMR spectrometer work as resonant circuits. The act
of changing the circuit’s resonance frequency to the resonance frequency of the observed
sample is called tuning. Tuning is necessary to get the maximum signal intensity from the
receiver coil. Matching means adjusting the impedance of the circuit to the impedance of
the respective transmission line. This is necessary to get a maximum energy transmission
from the sending coil to the sample. As tuning and matching affect each other, both have
to be performed iteratively.
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Abstract

In this thesis, metabolism profiles of different diseases were measured in body fluids and
tissues using high-resolution one-dimensional (1D) and two-dimensional (2D) proton (*H)
and carbon-13 (**C) nuclear magnetic resonance (NMR) spectroscopy at natural *C
abundance. Protocols for measuring and quantifying low-molecular weight organic
molecules in urine, milk, plasma, serum and tissue extracts were established and
validated by comparison with established analytical techniques such as gas
chromatography-mass spectrometry (GC-MS), liquid chromatography-tandem mass
spectrometry (LC-MS/MS) and routine methods from clinical chemistry. It was shown
that NMR allowed the quantification of small molecules in complex biofluids. A software
named QUANTIFY was developed to enable accurate and reliable quantification from
NMR spectra by using spectral integrals and additional information on the respective
molecules. For 2D spectra and a recording time of 55 minutes, the lower limits of
quantification (LLOQ’s) were between 78 and 350 micromole per liter [umol/L]. For 1D
spectra and a recording time of 15 minutes, LLOQ’s as low as 3 pumol/L were observed,
although 1D quantification is not applicable to all metabolites due to signal overlap.

Among others, urine specimens obtained from patients with autosomal dominant
polycystic kidney disease (ADPKD), and urine and liver samples from mice with non-
alcoholic fatty liver disease (NAFLD) and non-alcoholic steatohepatitis (NASH) were
investigated. Additionally, milk and plasma specimens from dairy cows suffering from
production diseases such as ketosis were analyzed. The focus of the latter analyses lay on
metabolic traits connected to lipid synthesis and breakdown. The analyses were
performed both in a targeted manner, with selected molecules quantified and compared
between diseased and healthy individuals, and in fingerprinting approaches, where
whole spectra were used to identify unknown biomarkers for different diseases.

Results show that NMR spectra of biofluids or tissue extracts may be used for the
diagnosis of disorders such as NASH and ADPKD, and the prognosis of ketosis in dairy
cows. Urinary compounds that distinguish NASH from NAFLD were found to be, among
others, citric acid, creatinine, leucine, phenylalanine, phosphocreatine, taurine and
trimethylamine-N-oxide (TMAO). For ADPKD, the most striking result was a raised
urinary methanol level in the ADPKD patient group. In dairy cows, a high ratio of milk
glycerophosphocholine (GPC) to phosphocholine (PC) was found to be associated with a
low incidence of ketosis. A hypothesis about the biochemical backgrounds of these
compounds in disease progression was created and validated by additional NMR
measurements of blood plasma.



Zusammenfassung

In dieser Doktorarbeit wurden eindimensionale (1D) und zweidimensionale (2D)
Protonen- (‘H) und Kohlenstoff-13 (**C)-Kernspinresonanz (NMR) verwendet, um
Stoffwechselprofile verschiedener Krankheiten in Korperfliissigkeiten und Geweben zu
erstellen. Es wurden Protokolle fiir die Messung und die Quantifizierung von kleinen
organischen Molekiilen in Urin, Milch, Plasma, Serum und Gewebeextrakten entwickelt.
Die Resultate wurden durch Vergleiche mit etablierten Analysemethoden wie
Gaschromatographie-Massenspektrometrie ~ (GC-MS),  Fliissigkeitschromatographie-
Tandemmassenspektrometrie (LC-MS/MS) und Routinemethoden der klinischen Chemie
validiert. Es wurde gezeigt, dass NMR die Quantifizierung kleiner Molekiile in
komplexen Mischungen wie Urin, Plasma, Serum, Milch und Gewebeextrakten
ermoglicht. Fiir diesen Zweck wurde eine Software namens QUANTIFY entwickelt, die
mit Hilfe spektraler Intensititen und zusitzlicher Informationen tiiber das betreffende
Molekiil eine genaue und zuverldssige Quantifizierung ermoglicht. Fiir 2D-Spektren mit
einer Aufnahmezeit von 55 Minuten wurden untere Quantifizierungsgrenzen (LLOQ’s)
zwischen 78 und 350 Mikromol pro Liter [umol/L] beobachtet. Fiir 1D-Spektren mit
Aufnahmezeiten von 15 Minuten wurden LLOQ’s bis zu 3 pumol/L beobachtet, wobei
allerdings wegen Signaliiberlagerungen eine Quantifizierung aus 1D-Spektren nicht fiir
alle Metaboliten moglich ist.

Diese neu entwickelten Methoden wurden auf verschiedene Krankheiten angewendet,
untersucht wurden unter anderem Urin von Patienten mit autosomal-dominanter
polyzystischer Nierenerkrankung (ADPKD) sowie Urin und Leberproben von Mausen
mit nichtalkoholischer  Fettlebererkrankung (NAFLD) wund nichtalkoholischer
Steatohepatitis (NASH). Zusatzlich wurden Milch und Plasma von Milchkithen mit
Produktionskrankheiten wie Ketose analysiert. Schwerpunkt dieser Untersuchungen
waren Stoffwechselprodukte aus der Synthese und dem Abbau von Lipiden.
Durchgefiihrt wurden sowohl gezielte Untersuchungen, bei denen die Konzentrationen
von ausgewahlten Stoffen bestimmt wurden, um Unterschiede zwischen gesunden und
kranken Individuen zu finden, als auch ,Fingerprinting”-Untersuchungen, bei denen
komplette Spektren genutzt wurden um bisher unbekannte Biomarker fiir verschiedene
Krankheiten zu identifizieren.

Die Ergebnisse zeigen dass mit NMR-Spektren von Korperfliissigkeiten und
Gewebeextrakten die Diagnose von Krankheiten wie NASH und NAFLD sowie die
Vorhersage von Ketose in Milchkithen moglich sind. Fiir NASH und NAFLD wurden im
Urin differenzierende Biomarker gefunden, unter anderem Zitronensaure, Creatinin,
Leucin, Phenylalanin, Phosphocreatin, Taurin und Trimethylamin-N-Oxid (TMAO). Bei
der Untersuchung von ADPKD war ein unerwartetes Resultat ein erhohter
Methanolspiegel im Urin von ADPKD-Patienten. In Milchkiithen war ein hohes Verhaltnis
der Konzentrationen von Glycerophosphocholin (GPC) zu Phosphocholin (PC) mit einem
geringen Ketoserisiko verbunden. Es wurde eine Hypothese zu den biochemischen
Mechanismen dieser beiden Stoffe bei der Krankheitsentstehung aufgestellt und durch
zusatzliche NMR-Messungen von Plasma bestatigt.
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1 Introduction

1.1 Background

Nuclear magnetic resonance (NMR) spectroscopy has become a widely used tool for
chemical and biological analyses during the last decades. Originally and mainly used for
protein structure determination, it is now increasingly applied to metabolomics.
Metabolomics aims at providing a comprehensive overview of all small organic molecules
(metabolites) of a biologic sample to gain insight into the metabolic status of an organism.
This quite new field is part of the so-called -omics research family that includes genomics
and proteomics (Pearson 2007). Starting from gene variations and gene expression, gene
transcription leads to protein synthesis, with the proteins in turn affecting metabolite
levels. The combination of these different fields shall give an almost complete insight into
the various processes of an organism.

In the following paragraph, some important metabolic processes of an organism will be
briefly described according to (Alberts et al. 2001). The energy metabolism includes the
metabolic pathways leading to the formation of the energy-carrying molecule adenosine
triphosphate (ATP). Most of the ATP is created within the mitochondria, with acetyl
coenzyme A (acetyl-CoA) as a starting point for the citric acid cycle. Acetyl-CoA may be
derived either from carbohydrates via glycolysis, from fatty acids via beta-oxidation or
from amino acids from protein breakdown. Acetyl-CoA, on the other hand, is also the
starting product for fatty acids synthesis in the cytosol. Amino acids are synthesized in
the cytosol by amination of a-keto acids stemming from glycolysis or the citric acid cycle,
for example by glutamic acid. Nucleotide synthesis is a quite complex process taking
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place in the cytosol with partial mitochondrial involvement. Here, amino acids, sugars
and organic acids are involved.

Techniques used for metabolomic analyses include many varieties of chromatography
and mass spectrometry (MS) methods. Generally, these “classical” metabolomics methods
have a high sensitivity, which means their lower limits of quantification (LLOQ’s) are
lower than those of NMR. For gas chromatography-quadrupole mass spectrometry (GC-
MS) in selected ion monitoring (SIM) mode, LLOQ’s have been found in the range of 0.3 -
30 micromole per liter (umol/L) for free amino acids (Kaspar et al. 2008). On the other
hand, derivatization and column selection narrow the nature of compounds amenable to
analysis. Unknown or unexpected biomarkers may therefore be missed. Here, NMR can
provide a more comprehensive picture as only little sample pretreatment is required and
the whole range of organic molecules is accessible within one measurement (Lindon et al.
2006; Lindon & Nicholson 2008; Wishart 2008). Additionally, it has been shown that when
analyzing the same sample set using MS and NMR, only little overlap between the
metabolites identified with both methods occurs (Wishart et al. 2008). Hence, NMR is an
important tool as it will show other aspects of a sample than other techniques (Blow 2008).
An additional advantage of NMR is that the sample is not destroyed during the
measurement, and thus can be further analyzed using other methods after the NMR
measurement.

The simple sample preparation for NMR measurements, in combination with automated
measuring and data processing routines, paves the way for high-throughput analyses,
where hundreds or even thousands of samples can be analyzed, giving a broad base for
statistical analyses.

1.2 Motivation and Specific Aims

Several questions are posed in this thesis. These are described in the following in terms of
specific aims.

The first specific aim is to elucidate whether reliable quantification can be performed
using NMR spectra of complex biofluids. Quantification in one-dimensional (1D) spectra
is hampered by the large number of signals present in a typical spectrum, leading to
overlapped signals. Intensity values from two-dimensional (2D) spectra have the
drawback that different signals show different intensities even when equal concentrations
are observed. This aim shall be pursued using a test set of urine and milk samples that
shall be measured in parallel by established methods to allow for a comparison.

The second specific aim is to identify whether the metabolic status of an individual gives
rise to a distinct change in its body fluid composition, and if this change is within the
scope of the used measurement techniques. This could be used for diagnostic purposes.
This question shall be first elucidated using mice as a model organism for non-alcoholic
steatohepatitis (NASH), and later on extended by using urine specimens obtained from
human autosomal dominant polycystic kidney disease (ADPKD) patients.
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The third specific aim is whether biofluid samples allow the prediction of diseases in
dairy cattle. To answer this question, time series of samples and complete medical records
in the follow-up after sample collection are needed. For this reason, time series of milk,
plasma and urine specimens were collected for more than 300 dairy cows.

This thesis has in parts already been published (Gronwald et al. 2008; Gronwald et al.
2011; Klein 2007; Klein et al. 2010; Klein et al. 2011a; Klein et al. 2011b; Kohl et al. 2011)
and was funded by the Bavarian Genome Network BayGene of the Bavarian State
Ministry of Sciences, Research and the Arts (Munich, Germany), the Fugato-plus MeGA-
M program of the German Federal Ministry of Education and Research (Berlin, Germany)
and the intramural ReForM program of the Regensburg School of Medicine (Regensburg,
Germany). All persons named in the thesis are with the Institute of Functional Genomics
of the University of Regensburg (Regensburg, Germany) unless stated otherwise.



2 Method Development

2.1 Basics of Nuclear Magnetic Resonance

Nuclear magnetic resonance (NMR) is a spectroscopic method able to give a
comprehensive overview of the most abundant organic compounds in a sample
employing one measurement (Nicholson & Lindon 2008). It is based on the magnetic
moment caused by the spin of atomic nuclei. A spin is a concept from quantum mechanics
that can be described using similar equations as an angular momentum. For a better
understanding, one might think of the atomic nucleus as a sphere that is rotating around
an axis that goes through its center of gravity. This rotation is called spin. Far from all
atomic nuclei possess a spin, atoms with nuclear spins include hydrogen-1 (*H),
deuterium, carbon-13 (**C), nitrogen-14, nitrogen-15 and phosphorus-31 (*'P), amongst
others.

A rotating electrically charged particle creates a magnetic field along its rotation axis, and
the particle gets a magnetic dipole moment p. In an outer magnetic field B, the particle

then has the energy

—

E=—ji-B,

To reach their lowest energy, all particles should align along the outer field, comparable
to a compass needle that aligns with the earth’s magnetic field.

When coming to particles on atomic scales, one observes a different picture. In an outer
magnetic field, measuring the spin orientation along the magnetic field lines will show
that all particles are aligned either parallel or anti-parallel along the magnetic field, as
seen in Figure 1 (Klein 2007).
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The reason for this behavior is called energy quantization. This idea from quantum
mechanics assumes that not all energy states are possible, rather that only a few defined
energy states are allowed.

All elementary particles have a property called spin (s) that can take the values 0, 5, 1, 3/2,
2, 5/2 and so on. Depending on its spin, a particle can have different spin quantum
numbers s,. Possible values for s, are -s, -s+1, ..., s-1, s. A particle with spin s =%, such as a
proton, can therefore be only in one of two states: Either s, = -%2 or s, = %. This property

can be visualized as a clockwise or an anti-clockwise rotation, as shown in Figure 1 (Klein
2007). The two possible states of a spin explain the alighment pattern observed in an outer
magnetic field. The two states are usually called spin down and spin up.
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Figure 1. Atomic nuclei with spin % in an outer magnetic field B, (blue lines).

A: Clockwise rotation is called spin down; B: Anti-clockwise rotation is called spin up.
Shown is the projection to the axis of the outer magnetic field. Adapted from (Klein 2007).

Without an outer magnetic field, the two spin states have the same energy, this is called
degeneration. As the states have the same energy, none of them will be preferred, so the
two states will be observed equally often. When placed in a magnetic field, the two spin
orientations will have different energies, as seen in Figure 2 (Klein 2007).

H AE

/
I

BO=O Bo>0

Figure 2. An energy difference occurs between the two spin states when placed in an outer
magnetic field B,. Abbreviation: E: Energy, AE: Energy difference.

Adapted from (Klein 2007).
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In this case, the state with lower energy is preferred, and under ideal conditions all
particles will be in the lower energy state. In reality, both states are populated due to
thermodynamic effects as described by the Boltzmann equation:

i3

where n,, is the number of particles in the higher state, n, is the number of particles in the
lower state, AE is the energy difference, T is the temperature and kg is the Boltzmann

constant. The energy provided by thermal motion may be sufficient to raise particles into
their higher state, depending on the temperature and the energy difference. For atomic
nuclei, the energy difference between the different states is very low compared to the
thermal energy. Therefore the occupation number of the two states is almost identical
under equilibrium conditions. Depending on the magnitude of the outer magnetic field
B,, temperature and energy difference, the number of particles in the two states differ only
by a ratio of approximately 10 for protons at room temperature. Therefore, NMR
experiments always have a problem of relatively low sensitivity compared to other
spectroscopic methods, as only this small fraction of all nuclei can be detected. The excess
of protons in the lower spin state results in a bulk magnetic field in the sample parallel to
the outer magnetic field. The bulk magnetic field is called magnetization.

To raise a particle into the other spin state, one has to transfer the matching amount of
energy; this can be done using electromagnetic waves (Purcell et al. 1946). This effect is
called absorption and is shown in Figure 3A (Klein 2007).

»
>

A B C
Figure 3. Possible state transitions in a two-state spin system.
A: Absorption; B: Induced emission; C: Spontaneous emission. Abbreviation: E: Energy
Adapted from (Klein 2007).
The energy difference between the states of a proton can be described as

AE =\ gB,

where AE is the energy difference, | is the nuclear magneton, g is the Landé factor of the

proton and B, is the magnitude of the outer magnetic field.
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The matching frequency of the electromagnetic wave and the energy difference are
connected in the equation

AE = hf

where AE is the energy difference, f is the frequency of the electromagnetic wave and h is
the Planck constant.

Pulse Fourier Transformation NMR

To measure the spectra, NMR instruments use the so-called pulse Fourier transformation
technique. A short, high-power radio frequency (RF) pulse containing many frequencies is
applied. The magnetic field of the RF pulse is called the B, field. The B, field causes the
spins to rotate by a certain angle (Figure 4B). For maximal effect a rotation by 90 ° is
preferable. After the RF pulse, the bulk magnetization is no longer aligned with the outer
magnetic field B, and the magnetization vector starts a precession movement around the
magnetic field direction (Figure 4C).
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Figure 4. Scheme of a pulsed NMR experiment.
A: Bulk magnetization of all spins in the sample in thermal equilibrium is parallel to the outer
magnetic field B, along the z-axis.

B: An on-resonance RF pulse rotates the magnetization vector around the y-axis.
C: The magnetization vector precesses around the outer magnetic field vector B, along the z-axis.

The magnetization precession movement induces a voltage in the receiver coil of the
spectrometer (Bloch 1946). This time-dependent signal called free induction decay (FID) is
recorded and turned into a frequency-dependent spectrum by a Fourier transformation.

Simultaneously with the precession movement, the spins want to return into the
equilibrium state described by the Boltzmann equation above, and start moving toward
the z-axis. This process is called relaxation and is usually catalyzed by interactions with
other electromagnetic fields in the surrounding. Different mechanisms may lead to
relaxation. One mechanism is called T, relaxation and is caused by interactions between

the spin and the surrounding lattice. T, relaxation causes the magnetization vector to
grow in the z-axis. The second important relaxation process is called T, relaxation and is

caused by interactions between neighboring spins. T, relaxation causes the magnetization
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vector to diminish in the x-y-plane. In the end, the vector is completely aligned along the
z-axis. As only a precession around the z-axis can induce measurable voltages in the
receiving coil, this effect reduces the NMR signal drastically. Usually the T, relaxation is
faster than the T, relaxation. A third relaxation mechanism is relaxation due to magnetic

field inhomogeneities (T,* relaxation).

During the return to the equilibrium magnetization, radiation may be emitted in two
different ways. The first way is spontaneous emission (Figure 3C). This is a stochastic
process and can be described with a half-life period. Spontaneous emission, however, is
an unlikely process concerning the energy differences present in NMR. The far more
common way of emitting radiation is induced emission (Figure 3B). This is triggered by
the irradiation with waves matching the energy difference. The fluctuating magnetic field
of the matrix, e.g. caused by water molecules, is a common source for induced emission.
When a radio signal is applied to a sample, spins will get raised into the upper energy
state by absorption. As the number of spins in the upper state rises, more and more
induced emission will occur, moving the spins to the lower energy state. Using long
irradiation times, at some point equilibrium between absorption and induced emission is
reached, this is called saturation. In saturation, no signal from the spins can be measured.

Please note that although the explanations for NMR effects given above are widely
adopted and seem reasonable at first sight, they fail to explain all effects observed in NMR
experiments. Instead of thinking of absorption and emission of real photons, NMR effects
have been shown to be consistent with effects of zero energy virtual photons in the near
field of the sample (Hoult & Ginsberg 2001). This concept goes too far into quantum
electro dynamics to be presented in the scope of this thesis, though.

Chemical Shift

The energy difference between two spin states is proportional to the magnetic field at the
nucleus. Therefore, local changes of the outer field cause shifts in the resonance frequency
of the nucleus. These local magnetic field aberrations can be caused by nearby electrons
and are thus specific for the molecule in which the nucleus is located. This effect is shown
in Figure 5 for a one-dimensional (1D) spectrum. The resulting resonance frequency of a
nucleus is called chemical shift.

D f

Figure 5. Shifting of the signal due to local magnetic field distortions.
Abbreviations: f: Frequency; I: Intensity
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Coupling

When a nucleus with a spin is located near another nucleus carrying a spin, it may
interact or couple with this spin. One important way of coupling is the indirect dipole-
dipole coupling, also called J-coupling. J-coupling is mediated by the electron bonds
connecting the two nuclei.

Consider two spins, spin A and spin B, who are neighbors in a molecule. When measuring
the resonance frequency of spin A, spin B can be either in state spin up or in state spin
down. Spin B has a small magnetic field due to its electric charge. This small field adds to
the (stronger) outer magnetic field. Depending on the direction of spin B, the magnetic
field at the location of spin A is either strengthened or weakened. The resonance
frequency of spin A is proportional to the strength of the outer magnetic field. Therefore
spin A may either have an increased or a decreased resonance frequency, depending on
the direction of spin B. In a real sample, the considered molecule will be present many
times, in each of which spin B will have either direction, on average at almost the same
rate. Therefore, both the increased and the decreased resonance frequency of spin A will
show up in the NMR spectrum. This results in a splitting of the signal of spin A into two
signals, each having a lower intensity than the original signal (Figure 6). The same
considerations are true for spin B, so the signal of spin B will be split in the same manner.

F‘
L

D f

Figure 6. Splitting of a signal due to coupling to spins in the nuclear surrounding of the particle.
Abbreviations: f: Frequency; I: Intensity

J-coupling is scalar, which means it is not dependent on the spatial orientation of the two
neighboring spins. The coupling constant ] is the distance between the two signals
measured in Hertz (Hz).

The second important coupling mechanism is dipolar coupling that couples two spins
directly without mediating electrons. Dipolar coupling depends on the orientation of the
vector connecting the two nuclei. In freely moving molecules, the dipolar coupling is
averaged out as every orientation has the same likelihood. Dipolar coupling is not visible
in the NMR spectrum in this case, but still acts as a relaxation mechanism. In case where
the movement or rotation of the molecules is restricted, the dipolar coupling may be
visible in the spectrum.

Signal splitting due to coupling may occur simultaneously and repeatedly for each
nucleus. Coupling mechanisms may lead to different coupling patterns. A signal that is
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not coupled will show a single, sharp line called singlet, a signal showing a two-peak
pattern is called a doublet, a signal with three peaks is called a triplet and so on. Signals
with a large number of peaks are called multiplets.

Most organic molecules will have several protons, each of which will undergo shifting
and coupling. This creates a characteristic NMR spectrum for each molecule. This fact
renders NMR a valuable tool for analytic purposes and for molecular structure
determination. Please note that NMR signals of an acid and its salt usually cannot be
distinguished.

Multidimensional Experiments

The use of RF pulses allows the combination of several pulses in one experiment. Usually,
a program of several pulses is repeated several times with different increments of the
delay time between two of the pulses. This yields a matrix of data points in the time
domain. These are transformed to the frequency domain by a double Fourier
transformation (one for each dimension axis).

Magnetization can be transferred from one nucleus to a neighboring nucleus. This can be
used for measuring nuclei with a low sensitivity indirectly by measuring the
magnetization transferred to a more sensitive nucleus. An example for this sensitivity
gain is the indirect measurement of “C spectra using more sensitive 'H spectra.
Magnetization transfer also allows the elucidation of molecule structure, as the intra-
molecular distance between different nuclei can be estimated. Two-dimensional (2D)
NMR spectra are usually displayed in a map-like style, where lines mark areas of equal
intensity. As in a geographic map, narrow lines indicate steep signal increases, whereas
large distances between the lines indicate only low intensity changes. In the following
paragraphs, some standard multidimensional experiments are briefly explained.

NOESY

The nuclear Overhauser enhancement spectroscopy (NOESY) experiment, which is
measured mostly in a multidimensional fashion, is based on the nuclear Overhauser effect
(NOE). It is caused by dipolar couplings. These are interactions between neighboring
spins that are mediated through space, and not through electron bonds. The NOE
describes the fact that spins are raised into the upper energy state through cross-
relaxation when a neighboring spin is saturated (Overhauser 1953). This may be utilized
to enhance the sensitivity of the measurement of one proton by saturating the neighboring
proton. Another application of NOESY makes use of the through-space nature of the NOE
to gain information about the spatial conformation of a molecule (Berger & Braun 1998).
In addition, the first increment of a 2D NOESY sequence is often used for the
measurement of 1D spectra, because it offers enhanced suppression of unwanted
resonances such as the strong water signal (Nicholson et al. 1995).

CPMG

The Carr-Purcell-Meiboom-Gill (CPMG) experiment is used to measure 1D spectra
without disturbing signals from macromolecules such as proteins. The experiment is
named after its developers. CPMG experiments utilize the fact that large molecules have
faster spin relaxation than small molecules due to the higher number of neighboring spins
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enabling spin-spin interactions. To reduce the contribution of macromolecules to the
recorded FID, the start of the recording is delayed by a filtering period. After the filtering
period, the RF signals from macromolecules have decayed, while signals from small
molecules are still present at noteworthy intensities, leaving a spectrum of small
molecules. The length of the filtering period is defined by the number of waiting loops.

HSQC

In a heteronuclear single quantum coherence (HSQC) experiment, magnetization is
transferred from the excited nucleus to a neighboring nucleus of another chemical
element that is connected by an electron bond. This nucleus is called the indirect nucleus.
After a waiting period, the magnetization is transferred back to the original (direct)
nucleus. Variations in the time before the retransfer are used to create a second dimension
axis. In these spectra, the frequency of the directly excited nucleus is connected to the
frequency of the indirect nucleus by a cross peak (Berger & Braun 1998).

HMBC

The heteronuclear multiple bond correlation (HMBC) experiment is quite similar to the
HSQC experiment, apart from the magnetization being transferred to the indirect nucleus
over more than one electron bond. In a HMBC spectrum, the frequency of the direct
nucleus is connected to the frequency of the indirect nuclei that have a distance of two or
more electron bonds (Berger & Braun 1998). This fact can be used as complementary
information for molecule structure elucidation.
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The Used Spectrometer

The instrument used in this thesis is an Avance III spectrometer (Bruker BioSpin,
Rheinstetten, Germany) and is shown in Figure 7. The spectrometer has an operating
frequency for protons of 600 megahertz (MHz), corresponding to a magnetic field
strength of 14.1 Tesla.

Figure 7. The 600 MHz Avance III cryo probe spectrometer with a cooled automatic sample
changer was used for all NMR measurements in this thesis.

The magnetic field is created by a superconducting magnet cooled by liquid helium, the
helium Dewar in itself is cooled by liquid nitrogen to reduce helium evaporation loss. The
magnet is surrounded by a magnet of inverse polarization to reduce (shield) the magnetic
field outside of the instrument. The probe head is a so-called triple-resonance head and
contains emitter/receiver coils for the frequencies of three different nuclei: 'H, *C and 3P.
These coils are cryogenic, this means they are superconducting and are cooled by a flow
of cooled helium gas. The use of superconducting coils can lower electronic noise
tremendously and enables faster measurements at the same signal-to-noise (S/N) ratio.
Additionally, the probe head has a coil for the deuterium resonance frequency for
frequency calibration (so-called locking) purposes. A coil to produce magnet field
gradients along the z-axis is implemented. It can be used for de-phasing and, thus,
reducing the disturbing solvent signal. The probe head has a bore for 5-millimeter
diameter glass tubes that are held at 298 Kelvin (25 degrees Celsius (°C)) by a flow of
heated compressed air. The spectrometer is equipped with a sample changer for around
500 sample tubes to enable automated measurements of large sample quantities. The
samples are cooled to 4 °C as long as they are in the sample changer to minimize sample
degradation.
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2.2 Alternative Methods

To confirm the results obtained by NMR, selected samples were measured by other
common metabolomics techniques for comparison reasons. These techniques are briefly
described in the following paragraphs.

Mass Spectrometry

Mass spectrometry (MS) uses the fact that charged particles change their velocity and/or
direction when they are placed in an electric field. The magnitude of this effect depends
on the charge and the mass of particle and can thus be used to calculate the mass-to-
charge ratio (m/Q) of this particle. Technically, the particles are vaporized and ionized
and then led into an electric field. Many organic molecules have identical m/Q values,
though. Therefore, in metabolomics, MS spectrometers are usually coupled to some sort
of separation apparatus like liquid chromatography (LC) or gas chromatography (GC) to
reduce the number of simultaneously analyzed substances (Grob & Barry 2004).

Tandem Mass Spectrometry

In tandem mass spectrometry, two mass spectrometry measurements are combined in one
experiment. This can be done using two separate yet coupled mass spectrometers or using
one mass spectrometer to perform two measurements that are separated in time. Usually,
the first MS run separates the molecules based on their m/Q ratios, then the molecules are
fragmented by chemical or physical means, and then the fragments are separated in the
second MS run. As fragmentation follows specific chemical rules, the fragments can give
more detailed information about the molecule they originate from (Grob & Barry 2004).
Also tandem mass spectrometry may be combined with additional separation methods.

Liquid Chromatography

LC is a commonly used separation method. It is based on the fact that different molecules
will travel through a substrate at different speeds, depending on adhesion effects of the
substrate. The analyzed liquid is therefore led through a column that has an inner coating
or a packing with the desired adhesion properties. At the end of the column, the different
molecules of the mixture will elute at different time points, this can be used for
identification of the molecules (Cammann 2000). A tandem mass spectrometry system
may be coupled to the end of the column to further analyze the eluting molecules. This is
called liquid chromatography-tandem mass spectrometry (LC-MS/MS).

Gas Chromatography

GC is a separation method that has much in common with LC. It does not operate with
molecules in the liquid or aqueous phase though, but needs to evaporate the molecules to
the gas phase. This is done by heating the sample using a predefined temperature
program, commonly including periods of rising temperature and periods of constant
temperature. The evaporated molecules are transported through a column with an
adhesive inner coating by a carrier gas, usually helium. Commonly used column lengths
are around 15 meters, with diameters of 0.25 millimeters (Kaspar et al. 2008). As not all
molecules can be evaporated, a derivatization step is performed before the analysis. In
this step the molecules are adapted in a way to enable evaporation (Grob & Barry 2004).
To allow further separation, for example of enantiomers, two columns with different
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properties can be coupled (Waldhier et al. 2011). GC may also be used in connection with
MS analyses of the eluting fractions, this technique is called gas chromatography-mass
spectrometry (GC-MS). GC-MS allows hundreds of metabolites to be identified and
quantified in a single run (Almstetter et al. 2009).
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2.3 Data Analysis

Technical Errors
To assess the measurement precision, NMR experiments were performed in duplicate and
the technical errors (TE’s) were calculated according to the following equation:

n
2
Z(xi,l —Xis )
i=1
2n

TE =

where n is the number of samples that were measured in duplicate, and x;, and x;, are the

first and second measurement of a specific sample, respectively.

Bland-Altman Plots

A Bland-Altman plot (Bland & Altman 1986) is a graphical model, also known as Tukey
mean difference plot that is used to analyze the agreement between two experimental
methods. The difference y, between the value x, obtained by method #1 and the value y,

obtained by method #2
Yu =Xo= Yo
is plotted for each sample against the average x, of the two methods
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to allow a visual inspection of the differences between the methods.

P-Values, T-Tests and ANOVA

To assess whether two or more groups of individuals differ in their properties, different
analysis methods may be used. If concentration values are known for the compounds of
interest in a targeted profiling approach, or bin integral values are known in a
fingerprinting approach, one of the most common approaches is calculating p-values. A
p-value is a probability value that measures how likely it is that the observed groups have
the same properties on average. The hypothesis that the groups have the same properties
is called the null hypothesis. Groups stemming from the same overall distribution will
have slightly different properties due to statistical fluctuations, and due to the limited
number of observed group members. A p-value may take all values between zero and
one. Low p-values indicate that it is unlikely that the groups share the same medium
properties. This means that the null hypothesis may be rejected.

To decide whether a calculated p-value indicates differences between the observed
groups, significance levels may be defined. This can be based on arbitrarily chosen levels,
such as the commonly used levels p <0.05 (so-called significant differences) and p <0.001
(so-called highly significant differences).
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P-values may be calculated by different approaches having different prerequisites
concerning the kind of distributions observed (Gaussian or non-Gaussian), means,
standard deviations, number of observed groups, and so on. The choice of the approach
depends on the observed problem.

The most common way to compare two groups is Student’s t-test. This test compares
means and standard deviations of the groups. The test has as prerequisites that only two
groups may be compared and that the observed variable is normally distributed. The test
was calculated as a two-sided test, which means that it was tested both whether group
one has a higher or a lower mean than group two. Unequal standard deviations for the
two groups were assumed.

In case more than two groups shall be compared, an analysis of variance (ANOVA) test
may be used. ANOVA tests whether all groups share the same mean and variance, or
whether one or more groups differ from the others. Anyway, ANOVA does not tell which
group or groups differ from the rest. Thus, a significant ANOVA result has to be further
analyzed to identify the group or groups differing from the other groups. This might be
done by pairwise comparing all groups using Student’s t-tests. In this thesis, single factor
or one-way ANOVA was used. In this test, the groups may be described by a single factor
or variable, for example one individual may either be in group #1, #2 or #3, resulting in
the value of the variable being one, two or three. In this setting, an individual can never
be in group #1 and group #3 at the same time. An example for this case would be an
individual suffering from two distinct diseases at the same time.

False Discovery Rate

Low p-values do not guarantee actual differences between groups, as they can also result
from random fluctuations. This is a cause of error especially when p-values are calculated
for many different variables of the same data set. This is called the problem of multiple
testing. Although these “false” significances cannot be avoided, it is possible to estimate
the number of “true” and “false” significant results. One way to do this is the false
discovery rate (FDR) according to (Benjamini & Hochberg 1995).

This method is based on the distribution of p-values calculated from one data set. In case
of randomly chosen groups, p-values should be equally spread over the whole range from
zero to one. In case real differences exist between the groups, more p-values will be
observed in the low range than in the mid and high range. This is used to estimate the
number of erroneously classified significant differences within a selected range of p-
values. For example, when using all p-values below 0.05, this may correspond to an FDR
of 13 %, depending on the data set, indicating that 13 % of the variables with p-values
below 0.05 are not significantly different in fact. Another possibility is to set the FDR to a
desired value, for example 5 %, and to calculate the p-value below which this FDR is
fulfilled.

Odds Ratios

Odds ratios can be used to investigate whether two groups of individuals differ in their
rates of developing certain diseases (Cornfield 1951). The odds ratio takes values between
0 and infinity. Values larger than one indicate that the first group has a higher disease
risk, values smaller than one indicate a lower disease risk for the first group and a value
of one indicates equal disease risks. The odds ratio was calculated as
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. on,-n
Odds ratio = —2
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where n; is the number of diseased individuals in the first group, n, is the number of
diseased individuals in the second group, n; is the number of healthy individuals in the

first group and n, is the number of healthy individuals in the second group.

Normal Distributions

To test whether a distribution is a normal (Gaussian) distribution, the Lilliefors-
Kolmogorov-Smirnov-test may be used (Lilliefors 1967). This test has as a result the p-
value for the null hypothesis that the underlying distribution is Gaussian. Gaussian

distributions were fitted to distributions of real data using the mathematical software
Origin (OriginLab, Northampton, MA, USA).

Correlation Coefficients

To gain information which metabolites are connected with each other in their synthesis or
degradation, correlation analyses can give important information. A compound is said to
be correlated with another compound, if their concentrations both show high respective
low concentrations in the same samples. A common measure of correlations is the
correlation coefficient (R). A correlation coefficient is a value in the range between -1 and
1, with values close to -1 or 1 indicating a high correlation.

The most common correlation coefficient is Pearson’s R (Kohler et al. 2002). It compares
the covariance of the measured values of a variable. Although commonly used, it is prone
to outliers as it uses the measured values directly. It is only able to detect linear
correlations. The squared Pearson correlation coefficient R? is often used to describe the
proportionality of a set of paired variables.

A more robust measure is Spearman’s R, named after its developer Charles Spearman
(Spearman 1904). It is calculated as Pearson’s R with the exception that it uses the ranks
instead of the absolute values. This makes it robust against outliers and enables to detect
not only linear correlations, but also other monotonous dependencies, such as exponential
correlations.

Pearson and Spearman correlation coefficients were calculated using Excel 2007
(Microsoft, Redmond, WA, USA). For each correlation coefficient, a matching p-value can
be calculated based on the number of samples used. For large sample numbers, even
small correlation coefficients may be significant, whereas in low sample numbers even
very large correlation coefficients may not be a sign for a significant correlation.

Partial Correlation Coefficients

To check that high correlations are really due to direct correlations, and not due to a third
variable that is correlated to both variables, partial correlation coefficients were calculated
in an approach similar to that suggested by (de la Fuente et al. 2004). Partial correlation
coefficients were calculated using the statistical programming language R and the
function pcor.test available at http://www.yilab.gatech.edu/pcor.html.
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For all pairs of significantly correlated variables, common variables showing significant
correlations to both variables were searched. For each of these a first-order partial
correlation coefficient and the corresponding p-value were calculated. If the p-value of a
first-order partial correlation was above the significance level, this pair of variables was
removed from the list of significantly correlated pairs. For all pairs of variables that were
still marked as significant after all first-order-calculations, second-order calculations were
performed for all possible pairs of common significant variables. If the p-value of a
second-order partial correlation was above the significance threshold, this pair of
variables was removed from the list of significantly correlated pairs. By using this
approach, many high correlation coefficients were marked as non-significant. It shall be
noted that this approach is rather conservative and will exclude many “true” correlations
in order to reduce the number of false positive correlations. The R code for the calculation
of partial correlations can be found in Appendix II.

Metabolic Networks

Correlations between metabolites are created when two metabolites are closely
neighboring in the underlying metabolic network. Partial correlation coefficients are a
first step into the deduction of the structure of the underlying metabolic networks,
although to gain a real insight into the network, measurements of the undisturbed status
are not sufficient, but an interventional step is necessary, for example the administration
of labeled substances, to be able to analyze the induced change propagating through the
metabolic network (Fan et al. 2009).

Hierarchical Clustering and Heatmaps

Hierarchical clustering is a method to divide samples into clusters in which the samples
have similar properties. The clusters are created in a pairwise manner and then each of
them is subdivided into a new pair of clusters and so on, until the “lowest” clusters
contain one sample each. Hierarchical clustering is a so-called unsupervised algorithm.
An unsupervised algorithm has no knowledge about the underlying groups, e.g. whether
a sample comes from the healthy or the diseased group. If an unsupervised algorithm
identifies the underlying groups within the sample set, this is an indication that strong
differences exist between the groups.

Heatmaps are a visualization method for complex data and may be integrally combined
with hierarchical clustering methods. Heatmaps show the observed data in a matrix style,
with samples as rows and features or metabolites as columns. The intensities or
concentrations are represented by a color-code to enable a quick manual inspection.
Usually the color coding uses a three-color scheme, with colors for low, medium and high
values. This allows for a good visualization of binary distributions.

Heatmaps with hierarchical clustering were generated using the R-package compdiagTools.
All bin intensities were centered and scaled to unit variance for a better visualization in
the heatmap. All R code used for this thesis is attached in Appendix II.

Principal Component Analysis
Principal component analysis (PCA) is another commonly used unsupervised algorithm
(Pearson 1901). A PCA defines new axes in the subspace spanned by the measured
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variables (metabolite concentrations). The axes are chosen in a way that the first axis lies
along the maximal variance observed in the data. The next axis is added orthogonally to
the first axis in a way to lie along the highest remaining variance (Abdi & Williams 2010).
This process is usually repeated until a convergence criterion is reached, e.g. until 95 % of
the variance present in the data are explained by the new axes. As the amount of variance
gets lower and lower for each added axis, usually the first few axes are sufficient to
explain the structures underlying the data set. The result of a PCA is a set of vectors that
define the axes of the calculated principal components. Each vector contains a set of
weight factors called loadings. For each spectral bin an individual loading is obtained,
which is a measure of the contribution of a specific bin to a given principal component.
Plotting the new found axes, group separations may be observed between the groups
present in the data set. In this case, identifying the compounds having high loadings will
reveal the chemical basis of differences between the observed groups.

Since many compounds have several distinct peaks in an NMR spectrum, they will show
up in more than one bin. In turn, a single NMR peak can contain signals from several
compounds, which may impede the unambiguous identification of discriminatory
compounds.

Independent Component Analysis

Independent component analysis (ICA) is a method similar to PCA. As in PCA, new axes
are defined for the subspace spanned by the measured variables. These axes are chosen in
way that the variance of the new-defined axes is maximized. Additionally, the
independence of the axes is optimized to gain components that are independent of each
other. The data have to fulfill some prerequisites, one of these is that the data has to be
non-normally distributed. However, the actual distribution does not have to be known.
The new axes do not need to be orthogonal to each other as in PCA (Hyvérinen & Oja
2000). Analyses of ICA results are similar to the analysis of PCA results explained above.

It has been shown (Scholz et al. 2004) that ICA often gives more meaningful results than
PCA in biological data sets. Anyway, ICA has some drawbacks such as the lack of
determining the variance explained by single independent components (IC’s), as it is
possible in PCA (Hyvarinen & Oja 2000). ICA was performed using the JADE (Joint
Approximate Diagonalization of Eigen-matrices) algorithm (Cardoso & Souloumiac 1993)
available at http://cran.r-project.org/.

Support Vector Machines

A support vector machine (SVM) is a so-called supervised algorithm. Supervised
algorithms use knowledge about the group membership of the analyzed samples to
identify significant differences between groups. As these algorithms always will find
group differences, even between randomly chosen groups, cross-validation of the results
with an independent set of samples is highly recommended.

An SVM defines a plane that separates the given groups in the multidimensional space
spanned by the values of the observed bins, with each bin equaling one dimension. This
separating plane is optimized in a manner that it lies in the middle between the nearest
points of each group, i.e. that the distances to the nearest point of each group are equal.
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The plane’s parameters are calculated on a training set of samples. Afterward,
unclassified samples can be classified according to their location left or right of the plane.
To assess the accuracy of the classification, the original data set is divided into a training
set and the remaining samples are used as test samples. The test samples are classified
and the amount of correctly and incorrectly classified test samples is saved. This method
may be repeated with different combinations of training and test samples, thus allowing
the calculation of a mean accuracy.
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2.4 Quantitative Measurements

As a first step in the analysis of biofluids, protocols for sample preparation and
measurements had to be established. Milk is quite complex in its composition, being an
emulsion of aqueous and lipophilic parts and containing microscopic structures such as
lipid droplets and casein micelles (Topel 2004). As a more straight-forward way of getting
started, protocols were set-up for easier-to-handle urine samples. The suitability of NMR
for the analysis of urine has been demonstrated previously (Waters et al. 2002). Parts of
this chapter have already been published (Gronwald et al. 2008).

Issues in Quantifying from NMR Spectra

Biofluids may be very complex in composition containing hundreds to thousands of
different compounds even in healthy individuals (Holmes et al. 1997). This in turn leads
to an even larger number of signals in the corresponding NMR spectra that results in
considerable signal overlap especially when only 1D 'H spectra are acquired. As a
consequence, the high signal number hampers accurate metabolite identification and
quantification considerably. A mathematical solution to this problem is to fit overlapped
experimental signals to signals modeled from pure compound spectra (Weljie et al. 2006).
Experimentally, spreading the signals over two or more dimensions will also reduce
overlap. The advantages of multidimensional NMR have been recognized in several
metabolomic studies (Holmes et al. 1997; Adosraku et al. 1994; Tang et al. 2004; Zheng
et al. 2007). However, in most instances, multidimensional spectra have been acquired
solely for metabolite identification and not for quantification. Only recently, the superior
resolution of 2D spectra has been utilized for the quantification of metabolites (Hu et al.
2007; Lewis et al. 2007; Shanaiah et al. 2007). The long acquisition times required in the
past for 2D spectra had rendered them impractical for high-throughput metabolomic
studies. Further, 2D cross-peak intensities depend on a larger number of different factors,
such as structure-dependent coupling values and relaxation times, mixing times,
evolution times, and uneven excitation profiles, which must be taken into account when
they are used for quantification.

2D 'H-BC HSQC spectra offer the advantage of large signal dispersion in the indirect *C
dimension. Quantification results for standard metabolite mixtures obtained from 2D 'H-
13C HSQC spectra were found to be quite accurate, while using 1D spectra underestimated
the actual metabolite concentrations (Lewis et al. 2007). The large signal dispersion can be
used to reduce signal overlap, as seen in Figure 8.

In a 1D spectrum, a single peak may contain one or more metabolite signals (Figure 8A).
In case several signals are present in one peak, reliable quantification is impossible. In a
2D spectrum, these peaks may be separated in the additional frequency axis (Figure 8B).
This should allow a more reliable compound identification.

NMR Measurements

For each sample, the probe was automatically locked, tuned, matched and shimmed using
Topspin (Bruker BioSpin, Rheinstetten, Germany). For shimming, the topshim command
was used. After a three-dimensional shim run on a urine sample and investigation of the
observed line shapes, a shim file containing the obtained shim values was saved. This
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standard shim file was used as a starting point for the automated shimming procedure of
all other samples. To take magnet field variations that occur due to aging effects of the
magnet, this shim file was replaced by an up-to-date file periodically. Each sample was
allowed to equilibrate for 300 seconds in the magnet before measurement. The
temperature unit was calibrated using a deuterated methanol sample. 1D 'H and 2D 'H-
13C HSQC spectra of each sample were automatically collected using the automated
acquisition suite ICON-NMR (Bruker BioSpin, Rheinstetten, Germany). All spectra were
acquired without spinning.
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Figure 8. Overlap reduction by using multidimensional spectroscopy.
A: A single peak in a 1D spectrum may contain one or more metabolite signals.
B: In a 2D spectrum overlapping peaks can be separated due to their different f1 frequencies.
Abbreviations: f: Frequency; I: Intensity; {1, f2: Frequency 1, 2

For each sample, a 1D 'H NOESY experiment was recorded. For the 1D spectra, a total of
128 scans was collected into 65536 data points using the pulse program noesygpprld
(Bruker BioSpin, Rheinstetten, Germany) with presaturation during relaxation and mixing
time for water suppression and additional spoil gradients. A relaxation delay of four
seconds, an acquisition time of 2.66 seconds and a mixing time of 0.01 seconds were used.
The spectral width was set to 20 parts per million (ppm) for each 1D spectrum and four
dummy scans were applied prior to each measurement. These scans were discarded to
avoid using data measured before the sample had reached equilibrium conditions.
Spectra were automatically Fourier transformed and phase corrected, applying a line
broadening of 0.3 Hz and zero filling to 131072 points. A flat baseline was obtained by
using the baseopt option of Topspin, which performs a correction of the first points of the
FID.

It has been shown that metabolite signals are far more separated in the 3C frequency than
in the 'H frequency and, thus, using an experiment that employs *C-frequencies allows
more reliable metabolite identification (Xia et al. 2008). Therefore, a 2D 'H-*C HSQC
spectrum was recorded for each sample. For the HSQC spectra, 2048x128 data points were
collected with the pulse program r_hsqcetgppr (Bruker BioSpin, Rheinstetten, Germany)
using eight scans per increment, a relaxation delay of three seconds, an acquisition time of
0.14 seconds and 16 dummy scans. This resulted in a total acquisition time of 56 minutes
per spectrum. The spectral widths were set to 12 and 165 ppm in the proton and carbon
dimensions, respectively. Water suppression was achieved using presaturation during the
relaxation delay.
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For all sample types, additional high-resolution 2D 'H-*C HSQC and HMBC spectra were
recorded for representative control samples. The HSQC spectra were collected with
2048x512 data points and 64 scans per increment. For the HMBC spectra, 2048x512 data
points and 72 scans were acquired. The total acquisition times for these HSQC and HMBC
spectra, which were recorded only once for each sample type, were 15 hours and 25
minutes and 17 hours and 42 minutes, respectively.

Frequency Adjustment for Water Suppression

For effective water signal suppression it is necessary to adjust the presaturation RF signal,
the so-called O1I frequency, to exactly match the resonance frequency of water at around
4.8 ppm. As the change of O1 also causes spectrum baseline distortions, these had to be
compensated by adjusting the sixth-order shim coil, the so-called z¢ shim. As the z° shim
also affects the water resonance signal, these adjustments had to be performed iteratively.
For this, first O1 was adjusted to match the maximum position of the water signal of a
urine sample. Then, the symmetry of the residual water signal was checked. Depending
on the kind of deviation (higher signals left or right of the O1 frequency), the z° shim had
to be raised or lowered. After this, O1 had to be readjusted. This procedure was repeated
until a symmetric residual water signal was observed. While the O1 frequency is part of
the acquisition parameters and is stored in the experiment files, the z° is stored in the shim
file. The O1 frequency had to be readjusted due to magnetic field changes in the magnet
on average once a year.

Spectrum Processing

To transform the time-dependent FID into a frequency-dependent spectrum, Fourier
transformation was performed using Topspin. In Fourier transformation, the intensities
and phases of the corresponding frequencies are calculated. Due to reasons such as the
delay between the RF pulse and the start of the measurement, the phase usually cannot be
calculated in the right way and has to be corrected. For 1D spectra, Topspin offers
automated phase correction algorithms. These spectra were inspected by eye for correct
phase correction. In a few cases with strongly diluted samples, the automatic routine had
problems with phase correction, possibly due to the fact that negative artifacts of the
suppressed water signal dominated these spectra. Usually, a phase error of 180 ° was
observed in these cases. These samples were phase corrected manually. Software scripts
were developed in the programming language Python to facilitate additional processing of
the raw data. These scripts can be found in Appendix II. All 1D samples were baseline
corrected using a third-order polynomial. 2D spectra were semiautomatically processed
employing a 90 ° shifted squared sine-bell window function in both dimensions. For
increased resolution in the indirect carbon dimension, the number of data points was
doubled prior to Fourier transform using complex forward linear prediction. Due to
difficulties in peak picking, caused by residual J-couplings that lead to signal splits, the
resolution of the 'H-frequency was reduced to 50 %, yielding 1024 data points, in the
processing parameters. All 1D and 2D spectra were chemical shift referenced relative to
the reference substance signal. As Topspin failed to set the *C-frequency of the reference
signal to zero in many cases, the *C-frequency was corrected using the 'H-frequency of
the reference signal to calculate the matching *C-frequency. All 2D spectra were manually
phase corrected in both dimensions and a fifth-order polynomial baseline correction was
applied excluding the region around the water artifact.
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2.5 Measurement of Urine Specimens

Sample Preparation

100 milliliter (mL) of 0.1 mole per liter (mol/L) potassium phosphate buffer (pH 7.4) was
prepared by adding 8.02mL of 1mol/L of aqueous potassium hydrogen phosphate
solution to 1.98 mL of 1 mol/L of aqueous potassium dihydrogen phosphate solution and
filling up to 100 mL with pure water. Finally, 30 milligram (mg) of boric acid was added
to prevent bacterial growth.

400 microliter (uL) of urine were mixed with 200 uL of potassium phosphate buffer. As
urine is more acidic, this yielded final pH values of around 7.0. To allow spectrometer
frequency locking, 50 pL of deuterium oxide containing 29.02 millimole per liter (mmol/L)
3-trimethylsilyl-2,2,3,3-tetradeuteropropionate (TSP) as internal standard were added
(Beckonert et al. 2007).

Identification of Urine Compounds

For initial assignment of the metabolites, the high-resolution 2D "H-3C HSQC and HMBC
spectra of a representative urine specimen were used. First, a manual metabolite
assignment was performed on the high-resolution 2D "H-3C HSQC spectrum aided by the
corresponding 1D 'H spectra. Amix 3.8.1 (Bruker BioSpin, Rheinstetten, Germany) was
used starting with manual picking of peaks in the high-resolution HSQC spectrum. An
NMR peak search was performed using the Biological Magnetic Resonance Data Bank
(available at http://www.bmrb.wisc.edu/) (Seavey etal. 1991), and the Human
Metabolome Database (available at http://www.hmdb.ca/). To assign the signals, the
spectrum was manually overlaid with reference spectra of pure compounds. The
reference spectra were taken from the commercially available reference compound
database Bbiorefcode 2-0-3 (Bruker BioSpin, Rheinstetten, Germany) that contains
reference 1D 'H, 2D 'H-C HSQC and 'H-®C HMBC spectra of metabolite standards
measured under a variety of different experimental conditions (e.g. pH values and
solvents). As an example, a creatinine reference spectrum was overlaid with a 1D urine
spectrum in Figure 9.
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Figure 9. Overlay of a urine spectrum (blue) and the reference spectrum of creatinine (red). The
two peaks of creatinine fit quite well considering frequency and intensity ratios, but a closer
inspection seen in the inset shows frequency shifts.
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In the figure, the two creatinine peaks at 3.05 ppm and 4.07 ppm agree quite well with the
peaks observed in the urine spectrum considering frequency and intensity ratios. Taking a
closer look, frequency differences are visible, though. These might be due to differences in
experimental conditions, such as pH value, between the reference spectrum and the urine
spectrum. To assure that the peaks in question really stem from the supposed metabolite,
the pure metabolite was purchased, solved in pure water and measured under the same
conditions as the urine sample to validate the exact peak positions. Additionally, spike-in
experiments can be used to assure a peak assignment. In these experiments, a small
amount of the pure substance is added to the sample. Comparing the spectra recorded
before and after spiking, the peaks belonging to this substance can be identified.

Initial assignments were further validated by long-range proton-carbon couplings
obtained from the high-resolution 2D 'H-*C HMBC spectrum. HSQC spectra show a peak
at the 'H and *C frequencies of nuclei connected with one electron bond. HMBC spectra
show peaks at the 'H and *C frequencies of nuclei connected with two electron bonds.

This can be used to validate that several peaks stem from the same molecule. Consider
having identified two peaks (peak a and peak b) in a HSQC spectrum that supposedly
arise from the same molecule. In case the two *C atoms of peak a and peak b are directly
connected by one electron bond in the molecule, the HMBC spectrum should show a peak
c at the 1°C frequency of peak a and the 'H frequency of peak b. In case no peak is visible at
this position, peak a and peak b most probably do not stem from the same molecule, or are
not directly neighboring in this molecule. This is exemplarily shown for the creatinine
signals of a urine sample in Figure 10.
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Figure 10. Validation of peak assignments using high-resolution HSQC (A) and HMBC (B) spectra.
Peaks a and b in the HSQC spectrum are supposedly from the same molecule. The existence of a

peak c at the intersection of the corresponding 'H and 3C frequencies in the HMBC spectrum
supports this idea. The peaks stem from creatinine in this example.
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Additionally, literature research provided hints about highly abundant urinary
metabolites that are expected to be visible in the spectra. A summary of the identified
urinary compounds including chemical shift data is provided in Tables1 and 2 in
Appendix I. A high-resolution 2D urine spectrum where typical urinary compounds have
been marked is shown in Figure 11.
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Figure 11. 2D 'H-13C HSQC spectrum and 1D 'H spectrum (left upper corner inset) of a healthy
control urine specimen. Adapted from (Gronwald et al. 2011).

Abbreviations: 1-Met-His: 1-methylhistidine; 3-Met-His: 3-methylhistidine; Ala: Alanine; Arg: Arginine;
GIn: Glutamine; Gly: Glycine; His: Histidine; Leu: Leucine; Lys: Lysine; MeOH: Methanol; Phe: Phenylalanine;
Thr: Threonine; TMAO: Trimethylamine-N-oxide; TSP: 3-Trimethylsilyl-2,2,3,3-tetradeuteropropionate;
Trp: Tryptophan; Tyr: Tyrosine; Val: Valine

Automated Integration of Metabolite Signals

The obtained chemical shift information of each identified metabolite signal was used for
automated integration of the spectral peaks using the Analytical Profiler module of Amix
3.9.3 (Bruker BioSpin, Rheinstetten, Germany).

Amix Analytical Profiler stores the chemical shift information and other data in a text file
called knowledge base. To define the regions where the individual metabolite signals in a
series of measured spectra are expected, individual chemical shift ranges were specified
for each metabolite signal by manually analyzing inter-spectra chemical shift variations in
a subset of the measured spectra. Depending on the analyzed type of spectrum,
individually optimized chemical shift ranges were determined. In crowded regions of 2D
spectra, it is especially important to choose very narrow search ranges to avoid
integration of neighboring signals. It is not required that the whole peak is in the search
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range - it is sufficient when just the peak maximum is in the search range. In addition to
the search range, the knowledge base describes the individual signals of a compound in
terms of multiplet patterns, couplings, relative intensities and masses. Coupling values
with appropriate error bounds were obtained by analyzing the pure reference compound
spectra together with the experimentally measured spectra of real samples. Note that
multiplet patterns caused by J-couplings are in most cases only observable in the 1D
spectra. In addition, the knowledge base allows the exclusion of overlapping signals
located in crowded regions of the real urine spectra from the following quantification
process. Overlapping signals were determined by manually analyzing a subset of the
measured spectra. In Table2 (see AppendixI), the metabolite signals used for
quantification are listed.

The next step of the analysis was the integration of the signals identified in the previous
step. Integration was performed with the Analytical Profiler module of Amix 3.9.3. The
1D 'H and 2D 'H-3C HSQC spectra corresponding to the series of measured urine
samples were automatically peak-picked using an automated noise level calculation. For
this purpose, regions that contained no signals in all spectra were manually defined.
Using the information stored in the knowledge base, metabolite signals were identified
and integrated. For 1D spectra, multiplet information stored in the knowledge base was
used in the integration process to ensure that only the desired signals within the specified
chemical shift ranges were integrated. For 2D spectra, multiplet information was not
applicable. Here, information from the reference compound spectra database, such as the
expected number of signals in a specific region, was used instead.

Next, relative integrals with respect to the reference TSP signal were calculated for the
individual metabolite signals. In this process, the number of atoms contributing to a signal
was taken into account, i.e. each integral was divided by the number of protons giving
rise to it. The use of relative integrals automatically corrects for machine-dependent
sensitivity variations between experiments and has the additional advantage that
calibration curves have to be determined only once.

Dilution Series of Pure Compounds
For the identified compounds, dilution series of the pure compound were prepared in
order to calculate calibration curves and calibration factors for the different metabolites.

For 1D 'H spectra, calibration curves for all compounds and their respective signals
should be very similar provided that a sufficiently long relaxation delay had been
applied. To verify this expectation, calibration curves were generated for all non-
overlapping signals of all quantified metabolites at multiple concentration values.

A 10 millimole per liter (mmol/L) standard stock solution of each compound was serially
diluted to yield final concentrations of 10000, 5000, 2500, 1250, 625, 312.5, 156.2, 78.1, 39
and 19.5 micromole per liter (umol/L), respectively, and the corresponding spectra were
acquired. For creatinine, the concentration range was extended to 15 mmol/L. For lowly
abundant metabolites quantified from 1D spectra, serial dilution was continued for the
concentration values of 9.8, 4.9, 2.5 and 1.2 umol/L. Table 2 (see Appendix I) shows the
signals that were used for compound quantification. Due to overlap of signals even in the
2D spectra, only a subset of all signals could be used for quantification.
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For the lowest concentration values of the dilution series, poor water suppression was
observed. When only very low concentrations of solved compounds are present, the water
signal shifts slightly. The water presaturation frequency then does no longer match the
exact water resonance frequency, resulting in a larger residual water signal. This may
cause receiver overflows, leading to decreased spectral quality. One solution for this
problem is lowering the receiver gain for these samples, the other solution is adding other
compounds to the dilution series in constant amounts. Therefore, 40 uL of 10 mmol/L
compound mix were added to 360 uL of the dilution series sample, resulting in
concentrations of 1 mmol/L of a standard compound mix present in each sample. This
prevented the above described problems.

A typical example for a calibration curve obtained from 1D 'H spectra is shown for
creatinine in Figure 12A. The peak integrals (relative to the TSP integral) were plotted
against the weighed-out concentrations. The curves were measured for the two signals
corresponding to the creatinine methylene (H2A/H2B) and methyl group
(H6A/H6B/H6C), respectively. As can be seen, both curves are almost identical and show
a linear behavior with R? values of 0.999 when fitted to a straight line.
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Figure 12. 1D (A) and 2D (B) calibration curves for creatinine generated from the signals H2A/H2B
and H6A/H6B/H6C, respectively. The used atom numbering scheme for creatinine is shown as an
inset (A). On the x-axis, the concentration values employed are shown [pumol/L] and on the y-axis

the corresponding relative integrals are given with respect to the TSP signal.
Adapted from (Gronwald et al. 2008).

In the case of 2D spectra, multidimensional peak intensities are influenced by a number of
factors such as non uniform relaxation, different transfer efficiencies of the insensitive
nuclei enhanced by polarization transfer (INEPT) steps of the HSQC spectra and uneven
excitation profiles. This results in calibration curves of markedly different slopes for the
two signals of creatinine (Figure 12B). Linear regression lines were added. The R? values
near 1 show that signal volumes scale linearly with concentration also for the 2D spectra,
but with different slopes for each peak.

Similar results were obtained for most other metabolites. Consequently, if 2D spectra are
used for quantification, it is necessary to calibrate each signal individually to obtain a
reliable and accurate quantification of a compound. The slope of the regression line can be
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used as a calibration factor: Dividing a peak integral by this value will result in the
absolute compound concentration.

For calculating the lower limits of detection (LLOQ’s), the lowest three points of each
calibration curve were measured in triplicate and the corresponding relative standard
deviations (RSD’s) were determined. Following the recommendation of the Food and
Drug Administration (FDA, White Oak, MD, USA) guide for Bioanalytical Method
Validation (FDA 2001), the LLOQ was defined as the lowest concentration value that
could be determined with an RSD < 20 %. The LLOQ values are shown in Table 2 (see
Appendix I). The lowest values of LLOQ were obtained again for compounds with
multiple methyl groups, the protons of which give rise in most instances to one sharp
singlet signal. The LLOQ’s obtained are a function of the NMR acquisition time.
Therefore, lower values may be obtained by increasing the acquisition time.

Analysis of Citric Acid

In contrast to NMR spectra of a citric acid standard, two sets of signals for citric acid were
present in some urine spectra. It was confirmed that both signal sets belonged to citric
acid by addition of exogenous citric acid that resulted in corresponding increases in signal
intensities for both sets of signals. The two signal sets of citric acid were separated by
1.61 ppm in the carbon dimension, while only a minor split was observed in the proton
dimension. A full description of the measured chemical shift can be found in Table 2 (see
Appendix I). For the urine specimens with this “double” citric acid signal, a wide
variation of relative intensities was observed between the two forms. There was no clear
concentration dependent trend for the intensity ratios obtained. The observed signal
splitting agrees with an earlier NMR observation that urinary citric acid is involved in
complexation reactions with calcium ions (Ca*) and magnesium ions (Mg?") (Neild et al.
1997). As expected, addition of ethylenediaminetetraacetic acid (EDTA) resulted in the
presence of a single citric acid state. The possibility of complexation reactions is further
supported by the average Ca? and Mg? concentrations of 4.37 and 3.97 mmol/L,
respectively, found in the human urine (Ciba-Geigy 1983). Another possible explanation
for the observed signal duplication is the use of boric acid as a preservative at the time of
urine collection. High concentrations of boric acid lead to citric acid-borate complex
formation with distinctive signal duplication (Smith et al. 2009). To elucidate whether
addition of EDTA also would render single citrate signals in a citric acid-borate complex,
3 mmol/L boric acid were added to a solution of 1 mmol/L citric acid. This yielded the
expected duplication of the citric acid signal. Addition of EDTA in concentrations up to
19 mmol/L yielded no change in the duplication of the citric acid signal. This is another
hint that the observed signal duplication is due to Ca* and Mg?* ions rather than borate.
Consequently, volume integrals for the corresponding citric acid signals were summed for
the determination of urinary levels of citric acid in case signal splitting was observed.

Mouse and Rat Urine

Mouse and rat urine are highly concentrated. Their measurement according to the above
protocol led to several spectral distortions. Firstly, the high salt concentration led to a high
absorption of the RF signal, making very long RF pulses necessary. This may be harmful
to the spectrometer due to overstressing of the sensible sending coils and causing
extensive heating of the sample. Secondly, the added buffer could no longer achieve a full
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pH adjustment, leading to uncontrolled signal shifts. Therefore, mouse and rat urine of
30-100 uL was diluted to 400 uL with pure water, and then prepared as described for
urine above. In these diluted samples, the buffer was able to adjust the pH value
sufficiently.

It was tested whether an exact pH adjustment gives superior results compared to just
adding potassium phosphate buffer. 18 mouse urine samples were pH adjusted by adding
small amounts in the low pL range of hydrochloric acid or sodium hydroxide. Although
the group clustering result of a subsequent ICA was somewhat improved, this difference
was not large. Taking into account the time and work needed for adjustment of larger
sample numbers, the protocol using simple buffer addition was chosen for all analyses.
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2.6 QUANTIFY: A Tool for Accurate Quantification

In the study on urine, strong signal overlap was observed for many metabolites. As urine
may vary strongly in its composition, signals from unexpected molecules may overlap
with signals used for quantification of expected metabolites. This may lead to strong over-
quantification if not corrected. One possible way to reduce this problem is manual
inspection of each peak. An automatic routine would be a more convenient way, as it
would not be dependent on the skill and experience of the researcher inspecting the
spectra. Additionally, an automated routine would save time especially when quantifying
large sample sets. Therefore, an automatic approach using several peaks for each
compound was developed.

A software named QUANTIFY was developed using Matlab 2007b (The Mathworks,
Natick, MA, USA) to automate these analyses. The manual for QUANTIFY 1.0 is shown in
Appendix III. Matlab code and executable files of QUANTIFY 1.0 are attached in
Appendix II. The current version can be found in the software section of the Internet page
of the Institute of Functional Genomics of the University of Regensburg (Regensburg,
Germany): http://genomics.uni-regensburg.de/.

A screenshot of the main screen of QUANTIFY is shown in Figure 13.
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Figure 13. Main screen of QUANTIFY. For a detailed description of all items see the manual in
Appendix IIL
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Originally, QUANTIFY was intended only for the analysis of 2D HSQC data, but has
proven to provide reliable results also for 1D spectra. It may also easily be used for data
from other one- or multidimensional NMR experiments.

To visualize the inputs and outputs of QUANTIFY, a data flow diagram was created. The
diagram is shown in Figure 14.
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Figure 14. Data flow diagram of QUANTIFY. Functions are shown as circles, user inputs as boxes,
data storage files as two horizontal lines and data flows as arrows with the transferred data shown
on top of the arrows (DeMarco 1979). Optional parameters and files are marked in green.

The program takes as input a file containing the peak integrals of the investigated
spectrum. This might either be an Amix Analytic Profiler output file, an Excel file or a text
file. The latter two file types were implemented to be able to use QUANTIFY
independently of the employed spectrometer software.

In addition to the signal intensities, information about the individual peaks of a
metabolite such as calibration factors and number of protons may be provided as an Excel
or text file. LLOQ'’s for each metabolite may be provided in an Excel or text file.

In case individual calibration factors are provided, each peak integral is multiplied by its

individual calibration factor, as shown to be necessary for 2D spectra in Section 2.5. As
this may not be needed in all cases this function is optional.
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Outlier Detection

The main benefit of QUANTIFY is its ability to identify and to exclude overlapped peaks
and outliers. For this, several algorithms were developed. These algorithms raise the
reliability of the results of NMR quantification, especially in complex biofluids.

When inspecting several peaks belonging to one compound, single peaks may be
overlapped with disturbing signals. Still, it is unlikely that all peaks of one compound are
overlapped in the same manner. If single peaks deviate strongly from the other signals,
they are therefore assumed to be overlapped. Peaks are excluded as outliers if their
integrals differ by more than a chosen outlier threshold from the median of all peaks
obtained for this compound. In practice, an outlier threshold of 40 % has proven
meaningful. If only one peak is left after outlier removal, heavy overlap is assumed, and
the median value of all peaks of this compound is chosen. For some metabolites, only two
peaks may be available. In case these peaks show a deviation above the outlier threshold,
the peak with the smaller concentration value is chosen, as peak overlap usually results in
raised concentrations.

For low-abundant compounds with many peaks, many or all of these peaks may not be
visible above the noise level. At the same time, each of these peaks may be overlapped,
thus giving rise to potentially false quantification results. To make the results for low-
abundance metabolites more reliable, only metabolites are quantified where the ratio of
peaks left after outlier removal in comparison to all expected peaks is equal or higher than
a so-called peak threshold. For the peak threshold, a value of 66 % has proven appropriate
for the analysis of urine and milk. In case that fewer peaks are found, the quantification
results are doubtful. In this case, a reliability check is performed based on the number of
protons contributing to these peaks. This reliability check is based on the assumption that
in case of low compound concentrations, peaks with more protons should be visible,
while peaks with fewer protons will remain below the noise level. For all peaks left after
outlier removal, the number of protons contributing to the peak is checked, and the
largest number of protons is saved. For all peaks that were not found in this spectrum, the
same procedure is applied. If the maximum number of protons of the found peaks is
larger than the maximum number of protons of the peaks not found, the peak is
considered to be reliable. Otherwise, the compound is marked as not detected. The peak
reliability check of QUANTIFY is, to the best of my knowledge, a completely novel
feature in NMR quantification.

Single peaks of one compound may be marked as obligatory in QUANTIFY. In case this
peak is not observed in the data set, all other peak integrals of this compound are
discarded, and the compound is marked as not detected. This is useful for molecules with
strong peaks that are often overlapped by other signals. By marking a weaker peak (with
fewer protons) of the molecule as obligatory, this compound will only be quantified if the
weaker peak is present. This will reduce the number of incorrect results. A similar routine
using obligatory peaks has been previously implemented, yet only for compound
identification and not for quantification (Xia et al. 2008).
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Additional Features
After these procedures, outliers and doubtful peaks have been removed, and the mean of
the remaining peaks is calculated to yield the final concentration value. Optionally, the

resulting value may be compared with the individual LLOQ of this compound. Values
below the LLOQ will be discarded.

For replicate samples, means and TE’s are calculated automatically. The tool optionally
performs a concentration correction for diluted samples. Also, a correction for different
reference substance concentrations may be performed. Concentrations may be normalized
to a chosen compound, e.g. creatinine in urine samples.

All parameters such as peak threshold and outlier threshold may be freely chosen. Finally,
the calculated concentrations are saved to an output file. The values of identified outliers
are stored in a separate spreadsheet for manual inspection.

Documentation

A change log listing all changes made between different versions of QUANTIFY can be
found in the beginning of the source code file quantify.m that can be found in the
attachment in Appendix II. Additionally, all previously released versions of QUANTIFY
are available in the software section of the Internet page of the Institute of Functional
Genomics of the University of Regensburg (Regensburg, Germany): http://genomics.uni-
regensburg.de/.

For every QUANTIFY run, all parameters, file names, program versions, the user name
and the computer name are automatically stored in a configuration spreadsheet in the
results file. These data represent an accurate documentation of the quantification
procedure. In combination with the change log and the archive of previous versions, the
configuration data allow the exact reproduction of quantification procedures in case
questions on the results arise at a later time point. Additionally, these configuration
spreadsheets may serve as an information archive to facilitate performing similar
experiments in the future and shall enable constantly reproducible results.

All NMR quantifications in this thesis were performed using QUANTIFY.
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2.7 Urine Test Samples

In order to check the precision of the 2D NMR methods developed in the previous
chapters, replicates of real biological samples were measured and quantified. To assess
the accuracy of the methods, 2D NMR quantification results were compared to
quantification results from 1D NMR and other established methods. Fifty human urine
samples served as a test set. The values obtained by NMR were validated by
measurements of the same samples using other commonly used quantification techniques.
Bland-Altman analyses were performed by Wolfram Gronwald. This section has been
published in part (Gronwald et al. 2008).

Collection of Urine Samples

Two sets of human urine samples were analyzed. Control urine was collected from 33
volunteers. A set of 51 samples was prepared out of these 33 specimens, comprising six
triplicates (18 samples), five duplicates (10 samples) and 22 single samples. In addition,
one blank was included. Urine from patients with inborn errors of metabolism were
provided by the Zentrum fiir Stoffwechseldiagnostik Reutlingen (Reutlingen, Germany).
For the analysis of standard mixtures of known concentration, a certified mixture of
amino acids was purchased from the National Institute of Standards and Technology
(NIST, Gaithersburg, MD, USA). For the NMR measurements, 400 puL of the undiluted, 1:5
and 1:10 dilutions of the NIST standard with water were prepared as the urine samples.
The dilution was necessary as the samples were too acidic to be compensated by the used
buffer and thus resulted in NMR signal shifts.

Comparison of 1D and 2D NMR Urine Measurements

Quantitative results from 1D and 2D NMR urinary spectra were compared to assess the
degree of accordance. For a few highly abundant metabolites, such as creatinine, a very
good agreement was found between 1D and 2D 'H-3C HSQC spectra with an R? value of
0.99 and a slope of 0.95 of the regression line (Figure 15A).
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Figure 15. Linear regression of the concentration [pumol/L] obtained for creatinine (A) and alanine
(B) in 50 urine samples by 2D 'H-3C HSQC and 1D 'H NMR. The insets show Bland-Altman plots.
The centerline in the plots corresponds to the mean difference between 1D and 2D NMR, while the

outer lines correspond to 1.96 standard deviations (SD’s). Adapted from (Gronwald et al. 2008).
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However, for urinary metabolites, such as alanine, which are physiologically present at
low umol/L concentrations, 1D spectra gave higher concentrations as indicated by the
slope of the regression curve of 1.13 and an offset of 135 umol/L (Figure 15B). This is also
demonstrated by the Bland-Altman plots (Bland & Altman 1986) shown as insets in
Figure 15.

For alanine, the obtained mean difference between 2D and 1D NMR measurements that is
marked by the thick line in the corresponding Bland-Altman plot amounts to -161 umol/L.
The magnitude of this value is close to the 135 pumol/L offset of the regression analysis.
When compared to the measurement range for alanine of 86 - 465 umol/L, this mean
difference amounts to a considerable relative error. A detailed investigation of the
analyzed regions in the 1D spectra showed the presence of a high number of overlapping
background signals, which stem most likely from urinary peptides and small proteins and
cause an overestimation of concentration values. It should be noted that this is true for the
alanine signals of the methine as well as the methyl group. It was also verified that the
observed over-quantification could not be attributed to poor baseline correction or
integral limits set too wide. As mentioned in Section 2.5, expected multiplet information
was used in the integration process ensuring that only the desired signals present in the
specified chemical shift ranges were integrated. However, this procedure will not correct
for completely overlapping signals, as is the case here. In contrast, for the highly
abundant creatinine, similar absolute differences in the urinary levels determined by 1D
and 2D NMR spectra were observed in the regression analysis (285 umol/L) and Bland-
Altman plot (71 pmol/L). However, when compared to the corresponding measurement
range of 3069 - 13593 umol/L, the relative error becomes quite small for creatinine. In
general, correlation coefficients between results from 1D and 2D spectra also decrease
with decreasing abundance of urinary metabolites. These data suggest that when
analyzing complex biological matrixes, such as human urine, 1D NMR spectra are only
suitable for the quantification of metabolites that are highly abundant or that possess
signals in isolated areas of the spectra. Otherwise it is advantageous to use 2D spectra to
reduce the amount of overlapping background signals.

Reproducibility of 2D NMR Urine Measurements

The six different triplicates included in the urine study were used for determining the
reproducibility of the 2D NMR results. The observed data, which are summarized in
Table 3 (see AppendixI), give the joint reproducibility of the sample preparation, NMR
acquisition and data analysis. The calculated RSD’s vary between 2 and 21 % with an
average of 11 %. RSD’s are typically inversely correlated with the abundances of urinary
metabolites.

Accuracy of NMR Urine and Standard Mixture Measurements

For spike-in experiments, 0, 625, 1250 and 2500 pumol/L alanine, creatinine, ethanolamine,
glutamine, glycine, hippurate and taurine, respectively, were added to a urine sample.
Analysis of the 2D 'H-*C HSQC spectra recorded showed that on average 106 +2 % of the
expected metabolite concentrations were recovered, as exemplified for creatinine,
hippurate and glycine in Figure 16. One explanation for the slight over-quantification may
be that the internal TSP standard interacts with urinary compounds. This interaction leads
to a reduced TSP signal and, consequently, to increased relative integrals and
concentration values for the urinary metabolites analyzed. As a consequence, all
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concentration values measured in urine were multiplied with a global correction factor
calculated as 100/106. Note that for the analysis of a certified standard solution no such
correction was necessary, indicating that the observed over-quantification of urinary
metabolites is indeed an effect of the biological matrix.

Creatinine, Hippurate, Glycine Spike-In
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Figure 16. Accuracy of quantification. Metabolites of known concentration were spiked into a urine
sample. For creatinine, hippuric acid and glycine the correlations between added and observed
concentrations [pimol/L] are given. The axis intercepts represent the metabolite concentrations

present in the native urine sample. Adapted from (Gronwald et al. 2008).

A certified amino acid standard obtained from NIST (Gaithersburg, MD, USA) was
investigated by means of 2D NMR, to check the accuracy of the method. This standard
reference material (SRM) is an aqueous mixture of 17 amino acids in 0.1 mol/L
hydrochloric acid. Samples were prepared and analyzed as the urine samples. Of the 17
amino acids, alanine, glycine, histidine, lysine and arginine were investigated, as they
were part of the target set of urinary compounds. Table 4 (see AppendixI) shows the
concentration values and standard deviations obtained by 2D NMR.

Due to the low pH of the SRM, major chemical shift changes compared to the previously
defined knowledge base values were observed in the undiluted sample for most amino
acid signals. Therefore, Table 4 (see Appendix I) shows the 2D NMR values obtained for
the 1:5 diluted samples with the exception of histidine, for which even at a dilution of 1:5
significant chemical shift changes were observed. Hence, recovery of histidine was
determined for the 1:10 diluted standard. Note that a pH correction of the NIST standard
was not performed since this would lead to additional errors caused by the addition of
small amounts of extra solvent. For comparison, the means and standard deviations were
multiplied with the appropriate dilution factors. The NIST certified concentrations and
their estimated uncertainties are based on in-house analysis at NIST and a round robin
study that was conducted in cooperation with the Association of Biomolecular Research
Facilities (Bethesda, MD, USA). The certified value is the equally weighted mean of the
NIST average and the round robin average. Additionally, gravimetric values given by
NIST are shown. The gravimetric value is based on the weighed amount of each amino
acid used to prepare the solution. The last column of Table 4 (see Appendix I) shows the
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recovery of the 2D NMR data in comparison with the NIST certified concentrations. As
can be seen, the results obtained by 2D NMR agree well with the NIST certified
concentrations. In all cases, the NIST certified concentrations are within the NMR error
ranges. The best agreement between NMR data and NIST certified concentrations is
observed for glycine with an absolute deviation of zero, while the largest deviation of
0.31 mmol/L is observed for histidine. When analyzing the percentage of recovery given
in the last column of Table 4 (see Appendix I), a range between 97 and 111 %, with an
average of 102 %, is observed for the different amino acids. These data clearly indicate
that 2D NMR allows the accurate determination of metabolite concentrations. It was also
analyzed whether concentration-dependent effects can be observed. For that purpose,
undiluted, 1:5 and 1:10 diluted SRM was used. As mentioned above, especially for the
undiluted standard, major chemical shift changes were observed and a considerable
number of the signals had to be reassigned and manually integrated. Additionally, for
some amino acids such as arginine, the lowest concentration point was slightly below the
LLOQ value of 312 umol/L. Therefore, these data should be treated with some care. For
three metabolites, namely, alanine, arginine and histidine, a linear regression analysis
with the corresponding NIST certified concentrations plotted on the y-axis, was
performed. Slopes of 1.06, 0.98 and 0.91 were observed for alanine, arginine and histidine,
respectively, with corresponding y-axis intercepts in that order of -0.03, 0.02 and -0.06
mmol/L. These data suggest the absence of pronounced concentration-dependent effects
for 2D NMR based quantifications. In summary, one can say that 2D NMR allows the
accurate quantification of metabolites in standard samples.

Comparison of NMR and Colorimetric and Enzymatic Urine

Measurements

The creatinine content of the above set of 50 urine samples was also analyzed
enzymatically with the enzymatic PAP method and the Jaffe alkaline picrate colorimetric
method by Thomas Bertsch and Christine Aschenneller of the Institute of Clinical
Chemistry, Laboratory Medicine and Transfusion Medicine of the Klinikum Niirnberg
(Niirnberg, Germany). The comparison to 2D NMR values is shown in Figure 17.

As can be seen in Figure 17, 2D NMR results for creatinine correlated well (R? > 0.99) with
those obtained for both the PAP method (Figure 17A) and the Jaffe method (Figure 17B).
Further analysis showed that the colorimetric and enzymatic methods yielded on average
somewhat higher concentrations as indicated by the positive axis intercepts of 273 and
245 umol/L, respectively. This is also demonstrated by the Bland-Altman plots shown as
insets in Figure 17, showing a systematic concentration dependence of the obtained
deviations between 2D NMR and both the Biomed PAP and the Olympus Jaffe method.
Overall, the best agreement was obtained between 2D NMR and the Biomed PAP method.
Note that the 2D NMR data were additionally validated by spike-in experiments
(Figure 16). For serum samples, it is known from the literature (Peake & Whiting 2006)
that interference effects with the biological matrix can lead to an overestimation of
creatinine values by both enzymatic and colorimetric methods. It is likely that similar
effects in urine account, at least in part, for the observed differences between 2D NMR
and the other two methods.
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Figure 17. Linear regression and Bland-Altman plot of 2D NMR versus enzymatic (A) and
colorimetric (B) concentrations [pimol/L] for creatinine in 50 urine samples.
Adapted from (Gronwald et al. 2008).

Comparison of NMR and GC-MS and LC-MS/MS Urine Measurements
The set of 50 urine samples was also analyzed by means of GC-MS by Hannelore Kaspar
as described in (Kaspar et al. 2008) and by means of LC-MS/MS by Stephan Fagerer as
described in (Gronwald et al. 2008). The results are shown in Table 5 in Appendix I. One
important urinary metabolite amenable to both NMR and GC-MS is hippuric acid
(Holmes et al. 2008). Figure 18 shows the comparison of the corresponding NMR and GC-
MS results. As indicated by the high R? value of 0.99, both methods allowed the precise
determination of hippuric acid and showed a linear correlation over the entire observed
concentration range of 372 - 5392 umol/L. The slope of the linear regression curve of 0.94
and the positive y-axis intercept of 115 umol/L confirmed good concordance between
NMR and GC-MS data. The Bland-Altman plot in Figure 18A reveals an even smaller
mean difference of 22 umol/L between the 2D NMR and GC-MS measurements. The
diagram also demonstrates that in the lower concentration range 2D NMR yielded slightly
lower values than GC-MS, while for the higher concentration range somewhat larger
values were measured with 2D-NMR. However, this was a minor trend only and in
summary both methods agreed well.
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Hippurate Method Comparison
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Figure 18. Linear regression and Bland-Altman plot of 2D NMR (x-axis) versus GC-MS (y-axis)
concentrations [pumol/L] for hippurate in 50 urine samples. 2D NMR values were obtained by
averaging the volume integrals of three separate signals for hippurate that had been calculated
using either (A) independent calibration curves for each signal or (B) a single calibration for all
three signals. The used atom numbering scheme for hippurate is shown as an inset in B.
Adapted from (Gronwald et al. 2008).

Figure 18 also illustrates the importance of generating separate calibration curves for each
signal of a compound used for quantification in 2D NMR. As evidenced by the slope of
the regression line, a considerable decrease from 0.94 (Figure 18A) to 0.81 (Figure 18B)
was observed, when instead of three independent only one calibration curve generated
for the CH group in para position of the aromatic ring (C8/H8) was used to calculate the
peak volume integrals of the three non-overlapping signals recorded for hippurate. In this
case, the use of a single calibration curve led to a significant overestimation of the urinary
level of hippuric acid by 2D NMR with the mean difference of measurements between
NMR and GC-MS increasing from 22 umol/L, when using separate calibration curves for
the three signals, to 404 umol/L. The degree of overestimation was the more pronounced
the greater the concentration of urinary hippuric acid as indicated in the Bland-Altman
plot, which is also reflected by the increase in standard deviation of the mean difference
from 156 to 347 umol/L. Similar observations were made for other metabolites such as
lysine, for which multiple signals were available for quantification.
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An important group of urinary metabolites are free amino acids, which are well-known
markers for inborn errors of metabolism (Constantinou et al. 2005). Figure 19 shows linear
regression and Bland-Altman plots for the comparative analysis of urinary glycine values
obtained by means of 2D NMR, GC-MS and LC-MS/MS, respectively.
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Figure 19. Linear regression and Bland-Altman plots of 2D NMR (x-axis) versus GC-MS (A) and
LC-MS/MS (B) concentrations [umol/L] for glycine in 50 urine samples.
Adapted from (Gronwald et al. 2008).

Over the observed concentration range of 355 - 1976 umol/L, GC-MS and NMR correlated
well with an R? value of 0.98 (Figure 19A). As described for hippurate, NMR yielded in
general slightly higher concentrations. When comparing NMR and LC-MS/MS data for
glycine (Figure 19B), a similar correlation with an R? value of 0.97 was obtained. As
reflected by the slopes of the regression curves of 0.87 for GC-MS and 0.90 for LC-MS/MS,
both methods obtained slightly lower values for glycine in the higher concentration range
than 2D NMR. This is further supported by the Bland-Altman plots, which revealed mean
differences between 2D NMR and GC-MS and 2D NMR and LC-MS/MS, respectively, of
48 and -13 pmol/L. In general, good agreement was observed between 2D NMR, on the
one hand, and GC-MS and LC-MS/MS data, on the other hand, as evidenced in Table 5
(see Appendix I).
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However, one can also observe that the degree of correlation decreases when the 2D NMR
concentrations of a metabolite are close to its LLOQ in all urine samples (Table 2 in
Appendix I). For 3-aminoisobutyrate, in many cases heavy signal overlap of the methyl
group was observed in the 2D spectra, and therefore, these measurements were excluded
from further analysis. As a consequence, the comparisons with other methods are based
on relatively few data points and should be treated with care. Also, the possibility of
using the non-overlapped but much weaker signal of the CH group alone for
quantification was investigated. However, in this case, an increase of the LLOQ from 312
to 1250 umol/L was observed, which rendered this approach impractical. Note that for the
corresponding GC-MS measurements no isotope labeled internal standard was available,
which somewhat compromised the reliability of the GC-MS data.
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Analysis of Urine from Patients with Inborn Errors of Metabolism

2D NMR was applied to the analysis of urine samples collected from patients with inborn
errors of metabolism provided by Dr. Herbert Korall from the Zentrum fiir
Stoffwechseldiagnostik Reutlingen (Reutlingen, Germany). A striking example, namely
the 2D 'H-BC HSQC spectrum of a urine sample from a patient suffering from
aminoaciduria (Malakauskas etal. 2007), is shown in Figure 20. Aminoaciduria is a
condition characterized by high urinary amino acid excretion that might occur in
disorders such as Hartnup disease, Dent’s disease and Fanconi syndrome. As expected,
the spectrum showed considerably increased amino acid levels. This sample and other
samples from patients with inborn errors of metabolism were analyzed by Wolfram
Gronwald, a discussion of these samples can be found in (Gronwald et al. 2008).
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Figure 20. 2D 'H-13C HSQC spectrum of a urine sample from an aminoaciduria patient.
Adapted from (Gronwald et al. 2008). Abbreviations: (3-AIB: Beta-aminoisobutyate;
TSP: 3-Trimethylsilyl-2,2,3,3-tetradeuteropropionate
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2.8 Measurement of Bovine Milk

After the successful application of NMR to the analysis of urine, a protocol for the
analysis of bovine milk was established. Cow’s milk has a complex composition,
including large amounts of lipids and proteins. These macromolecules give rise to
unspecific, broad signals in NMR spectra and thus hamper identification and
quantification of small molecules. In addition, complex formation between the used NMR
reference compound and proteins was observed, which resulted in a considerably
diminished reference signal. To remove the macromolecules, different sample
pretreatments were compared. This chapter has in parts already been published (Klein
et al. 2010).

A commonly used method for protein removal is ethanol precipitation. A large amount of
ethanol is added, leading to reduced solubility and denaturation of the proteins. Here,
3.6 mL of ethanol were added to 400 uL of milk and incubated for three hours at -20 °C.
After centrifugation for 30 minutes at 4000 gravitational accelerations (g) at 4 °C, the
liquid phase was removed from the pellet. The pellet was washed with ethanol and the
liquid phase removed. The liquid phases were pooled, dried in an evaporator and
redissolved in 400 puL pure water.

A second method for protein removal is ultrafiltration. The solution is placed in a tube
with a membrane consisting of regenerated cellulose. The solution is then forced through
the membrane using centrifugation, leaving macromolecules behind. Millipore Amicon
Ultra-4 (Millipore, Billerica, MA, USA) filter devices with a molecular weight cutoff of
5 kilodalton (kDa) were used. The filter was rinsed with water to remove filter-preserving
substances of the filter such as glycerol and triethylene glycol (TEG). Three mL of water
were transferred into the filter device and centrifuged at 4000 g at ambient temperature
for 60 minutes. The contaminated filtered water was removed and 1mL of milk was
transferred into the device. The samples were centrifuged at 4000 g at ambient
temperature for 60 minutes.

After both protein removal methods, 400 pL of sample were prepared and measured as
described in Sections 2.4 and 2.5 for urine, with the exception of a reduced receiver gain
due to the strong lactose signals. 2D HSQC spectra for untreated milk, precipitated milk
and filtered milk are shown in Figure 21. In precipitated milk several prominent signals
including citric acid are missing. In the filtered milk sample, these signals are clearly
visible, indicating less changing of the sample.

As the filters with 5 kDa cutoff had been discontinued meanwhile, Millipore Amicon
ultrafiltration devices with molecular weight cutoffs of 3 and 10 kDa were tested for best
metabolite recoveries. The filter with 3 kDa cutoff showed a lower recovery for some
metabolites. This indicates that the filter is clotted by the macromolecules. In the 10 kDa
filters, this effect was not observed. 10 kDa filters were chosen for all further analyses. The
peak areas of the preserving substances contained in the filters, glycerol and TEG, were
excluded from further analyses. To ensure that no other pollutants were present in the
filters, spectra of the rinsing water were recorded, showing that only glycerol and TEG
were present at noteworthy concentrations.
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Figure 21. 2D 'H-*C HSQC NMR spectra of raw (A), ethanol precipitated (B) and
ultrafiltrated cow’s milk (C), respectively. Prominent signals are marked.
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Milk metabolite identification and quantification was performed as described for urine in
Section 2.5. A summary of the obtained chemical shift data is provided in Table 6 (see
Appendix I)

Overlapping signals located in crowded regions of the milk spectra were excluded from
the quantification process. Especially in the region close to the intensive lactose signals,
considerable overlap was present in both 1D and 2D spectra. To gain individual
calibration curves, standard stock solutions were serially diluted to yield final
concentrations of 9000, 4500, 2250, 1125, 562.5, 281.3, 140.6, 70.3, 35.2, 17.6 and 8.8 umol/L,
and the corresponding spectra were acquired. The concentration range was extended to
166 mmol/L for lactose. Signal volumes scale linearly over the whole range of
concentrations, i.e. over five orders of magnitude.

The number of signals that were used for compound identification is presented in Table 6
(see Appendix I) and equals the number of measured calibration curves.

LLOQ’s and TE’s

LLOQ’s for the 2D 'H-BC HSQC and 1D 'H spectra were calculated from calibration
standards. The LLOQ values for the individual compounds are given in Table 6 (see
Appendix I). The lowest LLOQ values were obtained for compounds with multiple
methyl groups such as betaine, where the protons of the methyl group(s) gave rise to a
single signal in the corresponding 2D NMR spectra, or for compounds that were
identified from 1D spectra. The LLOQ values obtained for 2D spectra of pure compounds
were generally higher than those obtained for 1D spectra. 1D spectra were used for
quantification of low-abundant compounds such as acetone and beta-hydroxybutyric acid
(BHBA); hence, considerably lower LLOQ’s were obtained. From the calibration curves, it
was obvious that measurements remained linear up to concentrations as high as
166 mmol/L for lactose without readjusting the receiver gain.

Sixty milk specimens were measured as technical replicates to check the precision in
terms of TE of measurement. For metabolites with simple peak shapes TE’s of around 3 %
for alanine were obtained in the 1D spectra, whereas complex multiplet peaks resulted in
higher TE’s of up to 8 % as seen for glutamic acid. This may be due to imperfections of the
used peak fitting methods and increased noise contributions due to the presence of very
broad multiplets. In 2D spectra TE’s were observed in the range from 0.7 % for lactose up
to 14.7 % for galactose-1-phosphate. Obviously, the TE was the lower the higher the
observed metabolite concentration was. On average, the TE for 2D measurements was
7.0 %.

Freezing and Thawing

During the analyses it became clear that freezing and thawing is a crucial point in the
preparation of milk samples. Freezing and thawing may unmix the sample (Mai 1912).
This leads to drastically increased or decreased concentration values, depending on the
pipette tip position in the sample tube. This is especially obvious for lactose
concentrations, as these are strongly physiologically regulated and show only little
variation. Therefore, it is indispensable not only to vortex the sample after thawing, but to
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turn the sample upside down three to four times to achieve a complete mixing of the
content.

Dependence of the Citric Acid Signals on pH Value

The position of citric acid signals is sensitive to changes in pH and salt concentration. It
has been reported for mouse and rat urine samples that the citric acid shift is linearly
correlated to sample pH (Miyataka et al. 2007). Therefore, it was assessed whether this
was true for milk samples as well. An equation describing the correlation of pH and citric
acid shift was derived from (Miyataka et al. 2007):

pH ~ SC *(~59.48) +163.42

SC is the shift of the citric acid signal in ppm. This equation was derived from data
between pH 6.0 and pH 9.0. The shift was calculated as the mean signal position of the
four citric acid signals at around 2.61 ppm.

Next, milk samples showing large citric acid shifts were chosen. For these, pH was
measured using a thin pH electrode (Mettler Toledo, Greifensee, Switzerland) both for the
filtered milk samples and the filtered and buffered milk samples. Assessment of pH
values in whole milk was not possible using the pH electrode to avoid membrane
contamination with milk fat. A pH test was performed using pH test strips (Macherey-
Nagel, Diiren, Germany) for the pH range of 6.0 to 7.7, but the narrow range of pH values
in milk rendered the test being too rough for this purpose.

Measured pH values for the filtered milk were pH 6.80 +0.11 (mean + SD) and ranged
between pH 6.61 and pH 7.00. After buffering, the pH was 7.10 + 0.05 and ranged between
pH 7.02 and pH 7.18, indicating that the buffer effectively reduces pH variations. Only a
weak correlation between the measured pH and the pH calculated from the citric acid
shift could be observed, though. This could either depend on the more narrow range of
pH values detected in milk, or on the fact that other factors such as salt concentration
dominated the citric acid signal shifting in milk.

Long Term Stability

The stability of filtered milk was investigated. Three milk specimens were filtered and
split into five aliquots each. Each aliquot was prepared as described above and then either
stored for time periods of one, three, seven and 14 days, respectively, or measured
directly after preparation. This experiment was performed both at room temperature and
at 4 °C, the temperature of the sample changer.

Over the two-week period, only few metabolites, including galactose-1-phosphate,
glycerophosphocholine (GPC) and phosphocholine (PC), showed minor changes in
concentration when stored at room temperature, while most compounds studied were
subject to strong and fast changes in concentration. Lactate, acetone, alanine and glutamic
acid stayed constant for one day, but decreased rapidly thereafter. Methanol and acetic
acid increased, beginning at three days of storage. Some compounds like creatinine, N-
acetyl-carbohydrates and phosphocreatine stayed almost constant for three to seven days
and increased slightly thereafter. Acetoacetic acid decreased slowly, starting at day seven.
Citric acid concentrations decreased almost exponentially during the observed period
with an average decay constant of -0.0546 + 0.0131 per day (n=3), representing a half-
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value period of 12.7+3.06 days. Additionally, citric acid peaks shifted during the
observed period. A closer examination showed that not only a signal shift had occurred
during storage, but also the inter-peak distanced had changed, indicating changes in pH
and in the overall salt concentration in the sample. As seen above, the correlation between
citric acid signal shift and pH is not strong in milk. Anyway, the data indicated a slight
drop in pH value of about 0.1 during storage.

The lactose signal showed an unexpected behavior during storage: An increase in
concentration was observed, showing the shape of a saturation curve, with saturation
reached around day 14. Lactose increased by 9.7 + 1.2 mmol/L during the first seven days.
The values for a- and p-lactose behaved in the same way. This behavior could in part be
explained by a solution effect due to the more and more acidic conditions during storage.
Taking a closer look at the samples, a small residue of undissolved substances could be
found in the NMR tubes. This residue falls out from the filtered milk when the buffer is
added. When the conditions of the samples become more acidic during storage, more
substances from the residue can be dissolved, thus raising the observed concentrations. To
prove this assumption, the residue was carefully separated from the liquid of the sample
and redissolved in water. While most concentrations were in the expected range, lactose
showed raised levels in the residue on the first day of room temperature storage and
dropped to normal values until storage day three.

In the samples stored at 4 °C, only few changes were observed during the first week of
storage. Two exceptions were acetic acid, whose levels increased by 10.7 + 7.8 %, and citric
acid, whose levels on average decreased by 10.3+1.0 % during the first three days of
storage, respectively. After 14 days, stronger changes in milk composition became visible.
These changes were similar to the changes seen in the samples stored at room
temperature.

These results show that even filtered milk is relatively unstable at room temperature and
that the use of a cooled sample changer is indispensable for measurements of large
sample numbers.

Comparison of NMR and GC-MS Milk Measurements

Alanine, BHBA, glycine, and lactic acid were quantified in a set of 106 milk samples (for
details on the milk samples see Section 3.2). These metabolites were additionally analyzed
by GC-MS by Martin Almstetter as described in (Klein et al. 2010). A comparison of the
corresponding NMR and GC-MS data for glycine is shown in Figure 22.

The high R?-value of 0.92 indicates that both methods allowed the precise determination
of glycine over the entire concentration range of 0.033 to 1.109 mmol/L. The slope of the
linear regression curve of 0.93 and the positive y-axis intercept of 0.018 mmol/L confirmed
good concordance between NMR and GC-MS data. The Bland-Altman plot shown as an
insert in Figure 22 reveals an even smaller mean difference of 0.04 mmol/L between the
2D NMR and the GC-MS measurements. Similar results were obtained for alanine
(slope =0.84, intercept=0.22, R?=0.65), BHBA (slope =0.79, intercept=0.017, R>=0.86)
and lactic acid (slope = 0.91, intercept = 0.021, R?=0.96). In summary, NMR quantification
results on milk showed high concordance with GC-MS data on the same metabolites.
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Glycine Method Comparison
y =0.930x+0.018
R?=0.917
1.40

1.20

om | AT
PRV

1.00 1+ 2 010

015 -
000 020 040 060 080 100 120 140

0.80 Mean

O

.
0.60

0.40

GC-MS concentration [mmol/L]

0.20 p<

0.00
0.00 0.20 0.40 0.60 0.80 1.00 1.20 1.40

2D NMR concentration [mmol/L]

Figure 22. Linear regression and Bland-Altman plot of concentrations [mmol/L] of glycine in milk
specimens measured by 2D NMR and GC-MS. Adapted from (Klein et al. 2010).
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2.9 Measurement of Tissue Extracts

Tissues and cell culture samples cannot be easily analyzed as they are, because the
complex structure induces strong magnetic field distortions that severely hamper
spectrum inspection. Due to the hindered mobility of molecules in intact tissue, dipolar
couplings and contributions from chemical shift anisotropy do not average out, leading to
very broad lines. Additionally, molecules in the rigid cell parts lead to fast signal
relaxation, resulting in very broad background signals. Two often applied means to
circumvent these issues are magic angle spinning where the sample is rotated at a high
rate to average out anisotropic effects and the other is to use liquid tissue extracts. Here,
tissue extraction was chosen for NMR analysis. The suitability of NMR for the analysis of
liver extracts has been demonstrated previously (Waters et al. 2002). For analyses of these
samples, several approaches are possible.

A methanol/chloroform extraction was chosen as it has the advantage that both
hydrophilic and lipophilic compounds are accessible for separate measurements. Samples
of about 50 mg were cut into pieces and placed in 600 pL methanol at 0 °C for 15 minutes.
After this, the samples were sonicated for 10 seconds using an ultrasound lance (Sonopuls
Homogenisator HD2070, Bandelin Electronic, Berlin, Germany), and 600 uL pure water
and 600 pL chloroform were added. After four hours at -20 °C, samples were centrifuged
at 20000 g for 30 minutes at 4 °C to separate the hydrophilic from the lipophilic phase.
Following evaporation, the aqueous phase was dissolved in 400 uL of pure water and
treated as described for urine samples in Section 2.5. The chloroform phase was dissolved
in 650 L of deuterated chloroform containing tetramethylsilane (TMS, Merck, Darmstadlt,
Germany) or octamethylcyclotetrasiloxane (OMS, Sigma-Aldrich, Taufkirchen, Germany)
as internal standard (Oostendorp et al. 2006).

Lipid Analyses

As lipids give rise to broad and quite unspecific signals, area integration of 1D spectra
was chosen to assess the lipid concentrations. Signal areas for typical lipid functional
groups were determined using measurements of standard samples of saturated fatty
acids, unsaturated fatty acids, triacylglycerides, phosphatidylcholine (PtC), cholesterol
and cholesterol ester. The identified functional groups and the respective signal
frequencies and molecular masses are shown in Table 7 (see AppendixI). The signals
were integrated either relative to the signal of the chloroform fraction contained in
deuterated chloroform, or relative to the OMS signal.

The molar concentration of unsaturated fatty acid bonds was measured using the signal of
methylene groups not adjacent to double bonds. The concentration of polyunsaturated
bonds was assessed using the signal of methylene groups adjacent to two double bonds
(diallylic group). The molar lipid content was assessed by integrating the glycerol signal
present in lipids such as triacylglycerides and phospholipids. The total lipid concentration
in terms of weight percentage was estimated by summing up all lipid signals including
the glycerol resonance and multiplying each by the molar mass of the associated
functional group.
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To assess the composition of lipids, several indices were derived from the lipid signals. A
saturation index (SI), a polyunsaturation index (PUI) and a ratio of polyunsaturated fatty
acids to monounsaturated fatty acids (PUFA/MUFA) were defined as:

[allylic + [diallylic

SI=1-
Iallylic + [diallylic + Imethylene + Imethyl
I, . .
diallylic
PUI = -
[allylic' + Idiullylic + [methylene + [methyl

Lo
PUFA/ MUFA = -

methene

where the I's are the integrals of the corresponding lipid signals (Serkova et al. 2006;
Johnson et al. 2008; Cobbold et al. 2009). For details on the used signals see Table 7 in
Appendix L.

Looking closely at the spectra, it became obvious that the methylene-to-carboxyl signals of
free fatty acids differ slightly from those of fatty acids that are part of triacylglycerides
and phospholipids. This difference is due to the glycerol that is attached to the carboxyl
group in the latter lipid classes.

Some lipophilic metabolites could be quantified exactly using sharp, specific signals,
namely PtC, cholesterol and cholesterol ester. These were integrated as described for
urine metabolites. The corresponding frequency values can be found in Table 7 (see
Appendix I).

It was striking that the signals stemming from the choline group of PtC had much lower
calibration factors than those of fatty acids, for details see the peak information file of
QUANTIFY attached in Appendix II. This means that at the same concentration, the
choline group will show a much lower signal than e.g. the methyl group of a fatty acid.
This may be due to the rapid spin relaxation present in long-chain fatty acids, leading to
strong signals in the beginning of the FID, with the choline group showing a slower
decay. The slower-decaying but weaker choline signals get additionally weakened by the
window function used to avoid FID truncations by reducing signals from the later parts of
the FID.

OMS as Internal Standard

TMS is the commonly used frequency reference substance for NMR measurements of
organic solvents such as chloroform. When using TMS as a concentration reference in
chloroform liver extracts, high variance of replicate samples was observed. This is
probably due to the volatility of TMS with a boiling point of 26 °C, causing strong
concentration differences due to minimal differences in sample handling times. A
common procedure to avoid these variances is to use the signal of residual protonated
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chloroform in the deuterated chloroform as a concentration reference. This has two
drawbacks: chloroform is volatile, too, and may therefore be present in different
concentrations in different samples due to differences in pipetting. Secondly, the residual
chloroform concentration is varying between different charges of deuterated chloroform.
Therefore, OMS was tested as a substitute. The boiling point of OMS is 175 °C.

To assess the precision of technical replicates, a mouse liver sample was extracted by
Caridad Louis and the chloroform extract prepared with OMS as internal standard. The
extract was measured 14 times on different days and stored at -20 °C between the
measurements. The OMS integral was used as a concentration standard. RSD’s were
calculated for all lipid signals. On average, the RSD was 2.3 +2.1 %. For comparison
reasons, integrals were recalculated relative to the signal of residual protonated
chloroform. Here, higher RSD’s of 3.5 + 1.5 % were observed (mean over the RSD’s of all
lipid signals + SD). On average, using OMS reduced the RSD’s by 43.6 %.

For analysis of the precision of extraction replicates, mouse liver was extracted repeatedly
by Caridad Louis. Lipid signals were quantified as above. With chloroform as
concentration reference, relative standard deviations of 10.0 + 4.8 % were observed. When
using OMS, the corresponding values dropped to 7.4 + 0.5 %. This means that using OMS
as concentration standard leads to lower variances in quantification results as compared
to using chloroform as concentration standard. Additionally, these variances are of the
same range for all signals analyzed, whereas different signals quantified relative to
chloroform also have very different variances.

These results show that using OMS as a concentration reference, reproducible
quantification results can be achieved. Additionally, OMS can serve as a frequency
calibration standard with its resonance frequency at 0.094 ppm for '"H and 0.7 ppm in the
13C dimension.
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2.10 Measurement of Blood Serum and Blood Plasma

Blood is a very complex matrix, with solid, emulsified and solved contents. In plasma and
serum, the solid compounds have been mostly removed. Still, a large amount of protein
remains, which induces broad and unspecific NMR signals. There are several approaches
to measure such samples.

Ultrafiltration
This approach is identical to the protocol for milk ultrafiltration described in Section 2.8.

Pure Samples

A simple approach is to mix 300 uL of plasma or serum with an equal amount of buffer.
The buffer was prepared as follows: 0.4g TSP, 10.05g disodium phosphoric acid
heptahydrate and 5 mL sodium azide (4 %) were dissolved in 380 mL water. The pH was
adjusted to 7.4 with small amounts of 1 mol/L sodium hydroxide or hydrochloric acid.
Water was added to reach a volume of 400 mL. After this, 100 mL deuterated water were
added to yield a final volume of 500 mL of buffer. To remove the signals of
macromolecules, a CPMG experiment was employed. The cpmgprld (Bruker BioSpin,
Rheinstetten, Germany) pulse program was used to collect 65536 data points in 128 scans,
an acquisition time of 3.07 seconds and a relaxation delay of 4.0 seconds. Four dummy
scans were discarded at the beginning of each measurement. This resulted in a total
acquisition time per spectrum of 15 minutes and 47 seconds. The number of loops was set
to 128, resulting in a filtering delay of 76.8 milliseconds before the start of the FID
acquisition.

As the macromolecules bind to TSP, the reference signal is observed with a large line
width and shifted from its original position. Additionally, its intensity is lowered
dramatically, leading to a large concentration overestimation of the other metabolites. As
a result, neither frequency calibration nor absolute quantification is possible in this way.
Instead, frequencies were calibrated using the alanine doublet at 1.48 ppm.

2D HSQC spectra were recorded in the same way as described in Section 2.4 for urine,
showing only little disturbance caused by protein content, apart from reduced intensity
and shifting of the TSP signal.

As a first step, a relative quantification was performed, where the integrals were divided
by the TSP integral. The calibration factors for pure compounds were divided by a factor
of 1.56 to correct for the lowered intensity values caused by the filtering of the CPMG
pulse program. This value was determined as the ratio of the alanine signal of a standard
sample measured with the CPMG program divided by the alanine integral obtained using
a 1D NOESY spectrum of the same sample. For absolute quantification, a solution of
standard metabolites was prepared in the same way as the blood samples. This standard
sample was measured before and after each batch of blood samples. For each sample,
absolute TSP integrals were calculated. The previously obtained relative quantification
results were corrected for each sample as follows:
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1

TSP, sample

ccurrected = cariginal ’ [

TSP ,standard ;mean

where the ¢’s are the metabolite concentrations and the I's represent the TSP integral of
the sample or the mean of the TSP integrals of the standard samples, respectively.

To develop a suitable protocol for measuring plasma and serum samples, different pulse
programs and sample preparations were tested. The analyzed samples included mouse
serum and cow plasma.

Validation of Quantification Results

To test the quantification results, a spike-in experiment was performed on three cow
plasma samples. Different amounts of a solution containing common metabolites were
added to the samples, resulting in concentration levels raised by 0.91, 0.45 or 0.23 mmol/L,
respectively. These spiked plasma samples were then prepared both as pure samples with
buffer addition as well as with ultrafiltration in order to compare the different preparation
methods. When the quantification results were plotted against the expected
concentrations, for all used preparation protocols and pulse programs linear responses
were obtained with R? values near one. Except for the CPMG spectra of unfiltered plasma,
the slope of the observed dose-response-curves was close to one, indicating correct
quantification results. The only exception was citric acid, where lower mean slopes of 0.79
(unfiltered samples) and 0.69 (filtered samples) were obtained, indicating consistently too
low quantification values.

In the CPMG spectra of unfiltered plasma, too low slope values were observed for all
metabolites, usually in the range of 0.45. As the slope for HSQC spectra of unfiltered
plasma were close to one, the effect observed in the CPMG spectra cannot be explained by
binding of metabolites to proteins.

Fourteen serum samples from dairy cows were provided by Stefanie Klinger of the
Tierarztliche Hochschule Hannover (Hannover, Germany). Samples were prepared by
ultrafiltration by Caridad Louis, and measured and quantified using 2D spectra. Glucose
and BHBA were quantified photometrically by the staff of the Tierdrztliche Hochschule
Hannover (Hannover, Germany) using the Glucose Hexokinase Fluid 5+1 kit (mti
diagnostics, Idstein, Germany) and the Ranbut kit (Randox Laboratories, Crumlin, Co.
Antrim, UK), respectively. The comparison to 2D NMR quantification results is shown in
Figure 23.

As can be seen, the methods agree well with each other, with R? values of 0.86 and 0.85 for
glucose and BHBA, respectively. NMR showed slightly higher values, resulting in slopes
of 1.10 for glucose and 1.04 for BHBA. This was possibly due to TSP binding to remaining
low-molecular weight proteins.

Long Term Stability

Ten mouse serum specimens were provided by Claus Hellerbrand at the University Clinic
of Regensburg (Regensburg, Germany). The samples were prepared and measured
without filtering as described above. When the samples were measured again two weeks
later after storage at -20 °C, strong differences were visible. Signals appeared or grew
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strongly, for example at 3.6382, 3.6281, 3.6086, 3.2319, 3.2057 and 0.1664 ppm. On the other
hand, signals at 2.2370, 1.9233, 1.3390 and 1.3279 ppm decreased in intensity. After storing
these samples for two days in the cooled sample changer at 4 °C, these changes had
increased again, thus meaning that the changes were not only due to freezing and
thawing, but also occur at cooled storage. This means that untreated serum samples are
subject to strong concentration changes, possibly due to residual enzyme activity.
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Figure 23. Comparison of serum quantification results by 2D NMR and photometric methods for
glucose (A) and BHBA (B).

Stability was assessed for unfiltered lithium heparin cow plasma. Two samples were
stored for one week at -20 °C and 4 °C, respectively. As for serum, strong changes were
visible, although to a smaller extent. Signals at 3.2043 ppm and 0.1634 ppm had increased
both at -20°C and 4 °C. Citric acid had decreased and shifted in position for both
temperatures. A signal at 7.7969 ppm had shifted to 7.8005 ppm during sample storage at
4 °C. During storage at -20 °C, no shifting was observed for this signal.

A second experiment was performed on cow plasma samples that were ultrafiltrated by
Caridad Louis. The samples were stored at 4 °C for one week. Interestingly, these samples
showed much less time-dependent changes than the unfiltered samples mentioned above.
No shifting was observed for the citric acid signal. Intensities stayed within a 20 %-margin
after one week, indicating only slow changes, the most prominent increase was observed
for signals a 3.2043 ppm and 0.1634 ppm. A slight frequency shift was observed for the
signal at 7.8586 ppm that shifted to 7.8563 ppm after four days.

These observations show that plasma is overall more stable than serum and that
ultrafiltration seems to be a more convenient preparation method than measuring
untreated samples. It has been shown recently that ultrafiltration also enables measuring
low-intensity signals that are not visible in pure samples at all (Stolzenburg et al. 2011).

Methanol/Chloroform Extraction

For lipid measurements, plasma was extracted using the following protocol: 100 puL of
plasma were added to 500 uL 2:1 chloroform/methanol mixture and vortexed. 100 uL of
0.2 mol/L potassium chloride solution was added, and after vortexing the sample was
centrifuged at ambient temperature at 5700 g for 10 minutes. The lower phase was

55



2 Method Development 2.10 Measurement of Blood Serum and Blood Plasma

removed. Two washing steps were performed by adding chloroform/methanol mixture
and repeating the above procedure. After each washing step, the lower phase was
collected. The collected phases were pooled and dried under a stream of nitrogen. The
residue was dissolved in 650 pL of deuterated chloroform with OMS as internal standard.
Quantification was performed as described in Section 2.9. For PtC, results were validated
by spike-in experiments. Known amounts of an aqueous PtC emulsion were added to the
plasma sample prior to extraction. In comparison to the unspiked sample, the PtC
concentration increased in the expected manner.
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2.11 Data Preprocessing for Machine Learning Algorithms

Due to the complex nature of NMR spectra, they are not easily interpreted by machine
learning algorithms such as PCA, ICA and SVM. This renders preprocessing steps
necessary.

Spectral Binning

One of the most common methods is spectral binning. Here, the spectrum is split into
small areas called bins or buckets. For each bin, the contained signals are integrated. The
bin is then assigned the integral value. Thereby, a less complex spectrum is created. This
method compensates for small signal shifts caused by differences in pH and salt
concentration. The signal that exhibits the highest inter-sample shifts is citric acid. The bin
size should be at least the average peak width. Larger bins can correct larger signal shifts,
but will result in loss of information as signals of different metabolites are summed up.
Figure 24 shows an example for a binned spectrum.

'H Frequency

Figure 24. Exemplary binning shown for a section of a urinary 1D NMR spectrum. The spectrum
(green line) is split into evenly spaced bins (black dotted line). For each bin the spectrum within the
bin is integrated.

Binning replaces a complex spectrum with a vector of integral values that can be more
easily handled by computer algorithms. 1D spectra were evenly split into bins of
0.01 ppm width using Amix 3.92 (Bruker BioSpin, Rheinstetten, Germany). For 2D HSQC
spectra, a bin size of 1.50 ppm and 0.05 ppm was used in the C and the 'H direction,
respectively. Bins were created in the regions between 150.00 - 5.00 ppm (*C direction)
and 9.00 - 0.50 ppm (*H direction). The solvent area was excluded from the binning, for
details see Table 8 in Appendix I. Urea caused a very broad peak due to proton exchange
with the presaturated water protons. Therefore, the urea peak was excluded from binning
as well. As methanol impurities were inconsistently present in different buffer batches,
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the methanol signal was excluded from binning in case more than one buffer batch was
used for the preparation of the analyzed sample set.

In a PCA analysis on 2D spectra of milk samples, signals in the lactose region caused a
group separation that seemed to have no biological background. This clustering is due to
the fact that the lactose signal is higher by a factor of 10* compared to the smallest
observed concentrations, and even small technical variances will lead to enormous
differences. A typical technically caused SD of 3 % would yield a concentration difference
of more than 4 mmol/L, this is still by a factor of 20 more than the smallest observed
concentrations. Additionally, the large lactose signals cause large baseline fluctuations in
their surroundings due to wiggles caused by technical imperfections in the FID’s. This is
especially true for 2D spectra. The lactose region was therefore excluded from further
analyses. In the filter used for milk ultrafiltration glycerol and TEG were present even
after rinsing the filters with water. Therefore, the corresponding spectral regions were
excluded from binning. All excluded areas can be found in Table 8 (see Appendix I).

Scaling and Normalizing
After binning, different scaling and normalization methods may be used (Kohl et al. 2011).
These methods aim at removing disturbing technical or biological variances.

One of the most basic methods is normalization to the sum of all bins of one spectrum.
This shall correct for dilution effects such as in urine and for differences in signal
intensities due to technical reasons. Each bin value is divided through the sum of all bin
values.

Another method commonly used for urine samples is normalization to creatinine content.
As urine may be diluted in different specimens depending on the amount of water
consumption of the individual, a compound is needed that is excreted in constant
amounts throughout the day. Creatinine is usually chosen for this aim. In creatinine
normalization, all bin intensities are divided by the intensity of one of the bin of the
creatinine signals.

Beside these very basic transformations, a plethora of other scaling and normalization
methods is available. The most common transformations have been tested and compared
recently by Stefanie Kohl (Kohl et al. 2011). For this publication, a Latin Square design
was set up. A Latin Square design is a sample set that shall allow the assessment of the
quality of data analysis methods. In this design, several compounds are spiked into
aliquots of a reference sample in different concentrations. The difference to a dilution
series is that all compounds added to one aliquot have different concentrations. In total,
the sum of concentrations of added compounds is identical for each aliquot. This is done
to avoid confusing effects that might occur when the aliquots have very differing overall
concentrations in the end. Eight metabolites present in urine were chosen as spike-in
compounds in a manner that their signals showed no overlapping regions. Aliquots of a
reference urine sample were spiked with the chosen eight compounds by Nadine
Niirnberger. Two Latin Square sets with different concentration ranges were prepared in
this way. For the two sets, 1D 'H and 2D "H-'3C HSQC spectra were recorded.
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3.1 Autosomal Dominant Polycystic Kidney Disease

In Chapter 2 it was shown that quantification results from 1D and 2D NMR spectra have a
high accuracy and precision and that the spectra are well suited for disease analysis.
Therefore, other meaningful applications of the technique were looked for. Autosomal
dominant polycystic kidney disease (ADPKD) is an inherited kidney disease that leads to
the formation of cysts in the kidney. These cysts are growing slowly, yet continuously,
resulting in reduced kidney function and, eventually, kidney failure (Gabow 1993). As
ADPKD is manifested in the kidney, changes in the urinary profile are to be expected.
Therefore, ADPKD was chosen as an aim for an NMR-aided disease diagnosis approach.

Urine specimens from 64 ADPKD patients, 46 healthy volunteers and 68 patients with
other kidney diseases were provided by the University of Erlangen-Niirnberg (Niirnberg,
Germany) and the University Clinic of Regensburg (Regensburg, Germany). Samples
were prepared and measured as described in Sections 2.4 and 2.5. The spectra were
evaluated using a support vector machine (SVM) by Wolfram Gronwald (Gronwald et al.
2011). The SVM could distinguish between ADPKD patients and healthy controls as well
as other kidney diseases with an accuracy of more than 85 %. Unknown discriminating
compounds were identified jointly together with Wolfram Gronwald. Among the
significantly different metabolites, methanol was the most unexpected one. To ensure that
the observed signal really stems from methanol, several spike-in experiments were
performed. Additionally, methanol was quantified by Liane Paul and Thomas Gilg at the
Institute of Forensic Medicine, Ludwigs-Maximilians-University (Munich, Germany)
using headspace-gas chromatography. These measurements confirmed the assumption
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that raised methanol levels were observed for ADPKD patients. Other discriminating bins
contained signals at typical protein signal positions. To confirm the identification as
protein signals, CPMG spectra were recorded to remove the protein signals. In addition,
an acid hydrolysis of the urine was performed by Caridad Louis to remove proteins. After
hydrolysis, the samples were evaporated and redissolved in pure water. After pH
adjustment, the samples were measured again. The concerning signals had disappeared,
while amino acid signals had risen. By this result, the discriminating signals could be
positively identified as protein signals.
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3.2 Metabolic Differences Between Dairy Cow Breeds

In the previous sections, NMR was successfully employed for metabolite quantification in
urine samples and for discrimination of samples from human disease patients from
healthy control samples. Besides projects considering human diseases, one of the main
topics of this thesis is related to animal health issues, especially those of dairy cows. In the
following sections, analyses performed on biofluid specimens collected from dairy cows
are presented. The chemical analyses in this section were performed jointly with Martin
Almstetter. They have in parts already been published (Klein et al. 2010) and are also part
of the Ph.D. thesis of Martin Almstetter.

Over the last few decades milk production in dairy cows has dramatically increased.
However, this has been accompanied by a substantially raised rate of health and fertility
problems (Pryce et al. 1997). The enhanced energy requirements during early lactation
due to selection of high-yielding cows result in an increased allocation of available energy
resources to milk synthesis and less to functions relevant to fertility and fitness
(Hittmann et al. 2009). If energy requirements exceed energy availability from daily food
intake, body fat is mobilized (Banos et al. 2005), which is a physiological mammalian
process. However, excessive mobilization is thought to play a major role in the increased
occurrence of so-called production diseases. In addition, the presence of health problems
has been related to the extent and duration of the energy deficit in early lactation (Collard
et al. 2000).

Production diseases are the main health issues in dairy cows, including ketosis, mastitis
and ruminal acidosis, which lead to animal suffering, reduced longevity and economic
loss (Ingvartsen et al. 2003). Ketosis is a condition where large amounts of ketone bodies
(acetone, beta-hydroxybutyric acid (BHBA) and acetoacetic acid) are released into the
blood stream (Geishauser et al. 2000). These ketones are formed in the liver from acetyl-
CoA from fatty acid breakdown and serve as energy sources in the body. Ruminal
acidosis is the lowering of the pH value in the rumen below physiological levels caused
by an imbalance between production and use of lactic acid. Ruminal acidosis is often
caused by digestion of non-fiber carbohydrates from high grain diets (Huber 1976).
Mastitis is an inflammation of the udder. The economic costs of production diseases
amount for hundreds of millions of euro per year for France and the UK alone (Bishop
et al. 2009).

Measurement of selected milk constituents to monitor the udder health or the metabolic
status of cows has attracted much attention in dairy research and is widely used on dairy
farms. Milk somatic cell count (SCC) and N-acetyl-B-D-glucosaminidase activity are well-
known indicators of intramammary infections (Pyordla 2003). Furthermore, the
biochemical milk profile has been related to the health status of the cow and, in particular,
to imbalances during early lactation (Duffield et al. 2009). Acetone, acetoacetic acid and
BHBA in milk are biomarkers for subclinical ketosis. BHBA milk concentrations
>0.10 millimole per liter (mmol/L) indicate subclinical ketosis yielding a sensitivity,
specificity and a positive and negative predictive value of 69, 95, 75 and 93 %,
respectively. In another study, thresholds of 0.16 mmol/L for milk acetone and
0.07 mmol/L for milk BHBA have been proposed (Enjalbert et al. 2001). On the basis of the
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close interaction between blood circulation and milk secretion, changes in additional milk
metabolites that have yet to be defined can be assumed to reflect the metabolic and health
conditions of the cow and the mammary gland. Previously, both NMR (Belloque & Ramos
2002; Hu et al. 2007) and gas chromatography-mass spectrometry (GC-MS) (Toso et al.
2002; Boudonck et al. 2009) have been applied successfully to the analysis of compounds
in commercially available milk samples. Here, NMR and GC-MS were applied to the
determination of a total of 44 milk compounds in milk specimens obtained from
individual dairy cows of two different breeds during early and late lactation, with an
emphasis on metabolites related to energy metabolism. The ultimate aim of the study was
to identify compounds that are highly correlated to the metabolic status of the individual
animals.

Collection of Milk Samples

Morning milk specimens were collected by Steffi Wiedemann and Gregor Schlamberger
from the Department of Physiology of the Technical University Munich (Freising,
Germany) at two research farms from cow breeds representing different milk production
levels. At the research farm Veitshof (Freising, Germany; farm #1), milk samples were
collected from highly productive Brown Swiss cows with an average 305-day milk yield
of 9200 kilogram (kg). Samples were collected for three groups of animals: 27 samples in
early lactation (42.8+25.3 days in milk (DIM)), seven samples in mid lactation
(143.4 +21.5 DIM) and 24 samples in late lactation (345.7 + 159.2 DIM). At the Bavarian
State Research Center for Agriculture (Grub, Germany; farm #2), milk samples of
Simmental Fleckvieh cows with an average 305-day milk yield of 8300 kg were collected.
Twenty-eight samples were collected in early lactation (25.0 +12.3 DIM) and 20 samples
were collected in late lactation (261.8 +41.3 DIM). All cows were offered ad libitum a
partial total mixed ration (TMR) based on corn and grass silage. Concentrates were
offered according to milk yield.

One aliquot of the collected milk samples was analyzed by MPR Bayern (Wolnzach,
Germany) for milk protein, fat, lactose, urea and pH by MilkoScan FT 6000 and for SCC
by Fossomatic-FC. The second aliquot was defatted by centrifugation for 15 minutes at
3000 gravitational accelerations (g) at a temperature of four degrees Celsius (°C), and skim
milk was immediately stored at -20 °C until analysis.

Twenty-three metabolites were quantified in the milk samples using one-dimensional
(1D) and two-dimensional (2D) NMR. These metabolites were amenable to NMR analysis
due to their high abundance respectively a high number of chemically equivalent protons
giving rise to a single signal. Concentrations of amino acids, BHBA, glucose and citric acid
were determined by means of GC-MS by Martin Almstetter (Klein et al. 2010). Analysis of
the results was performed jointly with Martin Almstetter. Bland-Altman analyses were
performed by Wolfram Gronwald.

Analysis of Milk Metabolites

The observed concentration range for each of the milk metabolites analyzed exclusively
by NMR is given in Table 9 (see Appendix I). The ranges were calculated over all milk
samples from both farms, and, because for some metabolites concentration values above
their lower limit of quantification (LLOQ) were not available for all samples, no average
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values and standard deviations are given. As expected from the literature, concentrations
of lactose in milk fell within a relatively narrow concentration range of 118 to 160 mmol/L
(Roginski & Fuquay 2004). In contrast, metabolites such as phosphocholine (PC) showed
an almost 10-fold difference between the lowest (0.143 mmol/L) and the highest
(1.355 mmol/L) concentration measured.

Pearson correlation coefficients between the quantified metabolites were calculated and
are shown in Table 10 (AppendixI). Significant correlations were marked, using
conservative global limits for the correlation coefficient R above 0.5 and below -0.5. At the
5 % level, statistical significance is generally reached with these R values for a sample size
less than 20. For some metabolites up to 106 measurements above the individual LLOQ
were available, while the number was considerably smaller for others. Therefore, these
global limits for R ensured that only significant correlations were marked as such.

Investigation of Metabolic Status During Early Lactation

An important objective of this thesis was the measurement of metabolites that might serve
as indicators of a metabolic imbalance during early lactation. In the following, metabolites
quantified by NMR are reported and discussed. For analytes measured by GC-MS see
(Klein et al. 2010) and the Ph.D. thesis of Martin Almstetter.

Figure 25A shows the correlation between lactation day and observed acetone
concentration for farm #1. Some cows yielded significantly increased acetone values above
the threshold concentration for detection of subclinical ketosis of 0.16 mmol/L during the
first days of lactation (Enjalbert et al. 2001). Drastically lower acetone values of about
0.04 mmol/L were found for other cows at a similar lactation stage. Generally, acetone
values decreased during the first 70 days of lactation and remained fairly constant
thereafter. Figure 25B shows the correlation between acetone concentration and lactation
day for farm #2. Here, only slightly increased acetone concentrations of up to
0.088 mmol/L were observed for a few cows during the first 70 days of lactation.

Milk Acetone Dependence on Lactation Day
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Figure 25. Correlation between lactation day and acetone concentration [mmol/L] for milk
specimens from farm #1 (A) and farm #2 (B). To clarify the general trend of the data, potential
regression lines were added. Adapted from (Klein et al. 2010).
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Generally, the observed acetone concentrations were lower for cows from farm #2. During
late lactation, average values of 0.024 mmol/L were observed for cows from farm #2, while
the corresponding values for farm #1 were about 0.030 mmol/L. Similar but less
pronounced effects were observed for BHBA (Figure 26).

Milk BHBA Dependence on Lactation Day
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Figure 26. Correlation between lactation day and BHBA concentration [mmol/L] for milk
specimens from farm #1 (A) and farm #2 (B). To clarify the general trend of the data, a potential
regression line was added. Adapted from (Klein et al. 2010).

In the early lactation period, increased values above the threshold concentration of
70 umol/L for the detection of subclinical ketosis (Enjalbert et al. 2001) were found in 29
cows from farm #1. Note that for one cow increased BHBA values were obtained during
late lactation, indicating a possible health problem. In contrast to farm #1, cows from farm
#2 showed constant BHBA concentrations over the entire lactation period. Acetone and
BHBA showed a good correlation over all cows, with a Pearson correlation coefficient of
R =0.69 (Table 10, Appendix I).

This is in agreement with a published correlation of milk acetone to BHBA of R=0.68
(Enjalbert et al. 2001). Citric acid has been suggested as a marker of energy status in the
dairy cow, being correlated with ketones in milk and de novo fatty acid synthesis (Baticz
et al. 2002). This suggestion is supported by the data with an observed Pearson correlation
coefficient of R=0.45 between citric acid and acetone in milk and a corresponding
correlation coefficient of R=0.39 between citric acid and BHBA. Milk citric acid
concentration has been found to vary widely throughout lactation (Garnsworthy et al.
2006) depending on nutrition and season (Holt & Muir 1979). Generally, it is higher in
early lactation and decreases gradually as lactation progresses (Konar et al. 1971). In the
study reported here, citric acid remained fairly constant throughout lactation
(6.270 £1.311 mmol/L), but concentrations that were determined by GC-MS were higher
than those obtained by NMR in commercial milk in a previous study (Hu et al. 2007). In
this context, it should be noted that citric acid was also determined by 2D NMR.
However, spike-in experiments where known amounts of citric acid were added to milk
showed that, for this metabolite, the GC-MS measurements were more accurate. One
likely explanation for the observed discrepancies to the NMR measurements is that milk
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citric acid is located in part in the colloidal phase of milk and, therefore, could not be
determined by NMR. The analysis of specific metabolites throughout lactation showed
increased PC concentrations for all cows in early lactation (Figure 27), with a maximum of
1.355 and 0.991 mmol/L for cows from farm #1 and farm #2, respectively.

Milk PC Dependence on Lactation Day
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Figure 27. Correlation between lactation day and PC concentration [mmol/L] for milk specimens
from farm #1 (A) and farm #2 (B) as measured by 2D NMR. To clarify the general trend of the data,
a potential regression line was added. Adapted from (Klein et al. 2010).

Around day 70 of lactation, PC concentrations had decreased to approximately
0.25 mmol/L at both farms and remained relatively constant thereafter. Note that in the
last lactation third, PC concentrations had decreased below the LLOQ in some cows. PC is
a precursor of choline and serves as its storage form within the cytosol. It showed a
slightly negative correlation with DIM (R =-0.42). Choline values in early lactation were
found to be somewhat lower than values from the last lactation third (R =0.38). These
findings agree only partly with those in human milk, where a distinct decrease during
lactation in the concentrations of PC and free choline was found, but only for the first 90
days and three weeks, respectively, after delivery (Holmes et al. 2000). Choline in milk
can be derived by active uptake from maternal circulation (Chao et al. 1988) and from de
novo synthesis within the mammary gland. Higher needs of dairy cows for the limiting
amino acid methionine for transmethylation reactions and milk protein synthesis lead to
altered methyl group metabolism (Pinotti et al. 2002). Choline plays an important role in
the metabolic pathways of methyl groups via the tetrahydrofolate system, which might
explain the correlation between milk protein content and free choline in milk (R =0.50).
Furthermore, it has been demonstrated previously that abomasal infusion of choline and
administration or feeding of rumen-protected choline increases milk protein content
(Sharma & Erdman 1989; Erdman & Sharma 1991). The quantification of N-acetyl-
carbohydrates (N-acetyl-lactosamine and N-acetyl-glucosamine) by NMR was described
previously and values were in a similar range as those presented here (Hu et al. 2007).
Acetyllactosamine is found in many glycoproteins and glycolipids. That might explain the
correlation between N-acetylcarbohydrates and protein content in milk (R=0.57) and
between other membrane-associated analytes such as PC (R =0.57) and betaine (R =0.74).
As seen in Figures 25, 26 and 27, metabolite concentrations differ between the two
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analyzed breeds both in metabolites connected to energy metabolism such as acetone and
in metabolites connected to other areas of the metabolism. To analyze these differences,
metabolites were selected for which a sufficient number of measurements were available
for the last lactation third. The median concentrations of most metabolites were higher in
milk samples from Brown Swiss cows than from Simmental Fleckvieh cows. A metabolite
that should remain almost constant is lactose and, as expected, almost no difference was
observed between the two breeds. The metabolic differences observed between the herds
are most likely associated with differences in breed and feed management.

Correlations Between Milk and Plasma Metabolites

Plasma samples from the animals analyzed above were provided from the Department of
Physiology of the Technical University Munich (Freising, Germany). Plasma metabolites
were quantified by means of GC-MS by Martin Almstetter. Martin Almstetter compared
the plasma metabolite levels to the milk metabolite levels quantified by NMR and GC-MS.
This work is currently being prepared for submission by Martin Almstetter. To assess the
correlation between milk and plasma metabolites, an algorithm for correction of
correlation coefficients according to partial correlations was developed as described in
Section 2.3. The algorithm uses partial correlation coefficients to find significant “real”
correlations, in the meaning that these correlations do not depend on correlations to a
third metabolite that both metabolite in question share. The R code can be found in
Appendix II. Results showed that metabolites connected to energy metabolism such as
acetone and BHBA were highly correlated between plasma and milk, whereas most other
metabolites do not show strong correlations.
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3.3 Metabolic Predictors for Dairy Cow Health Status

In the previous chapter, milk samples from two different herds were analyzed. However,
for each animal, only one sample was available. As the results revealed partly
pronounced changes in milk composition throughout lactation, a second study was
performed on a large herd of highly productive Holstein-Friesian (HF) cows. For each
animal, a time course of milk samples was measured to specifically search for metabolites
that show prognostic potential with regard to animal health. This section has been
published in part (Klein et al. 2011a).

Of the production diseases, ketosis is one of the most common ailments. In milk, elevated
levels of the ketone bodies BHBA, acetoacetate and acetone are accepted biomarkers for
ketotic conditions (Geishauser et al. 2000; Enjalbert et al. 2001). However, currently no
biomarkers are available that show long-term prognostic potential, i.e. which predict a
cow’s susceptibility to ketosis during lactation prior to a rise in the milk levels of the
ketone bodies. Such biomarkers are of great interest for an early treatment of susceptible
animals and for the selection of metabolically stable animals for breeding purposes.
Therefore, the detection of prognostic metabolic biomarkers was the aim of this study.

Since milk can be collected on a routine and non-invasive basis, it is well suited for
metabolic analyses in dairy cows (Klein et al. 2010). In this study, individual time series
analyses of milk constituents were performed for animals from a herd of HF cows,
reflecting levels and changes of milk metabolites during early and mid lactation. For all
animals a complete description of health issues that had occurred during the study period
was available.

Collection of Milk and Plasma Samples

Milk samples from HF cows were collected by the staff of the Karkendamm research farm
(Bimohlen, Germany) and provided by Nina Buttchereit from the Christian-Albrechts-
University (Kiel, Germany). Preselected high yielding cows with an average energy
corrected milk yield of 32.8 + 4.7 kg per day were investigated. The animals were offered a
TMR ad libitum. To all cows in the first lactation fixed amounts of concentrates were
offered until DIM 180 (average 2.3+0.5 kg). Composition of TMR varied over the
observation period. Crude protein, bypass protein and the net energy content for lactation
(NEL) of TMR were kept relatively constant. NEL of TMR ranged between 6.9 and 7.2
megajoule per kilogram (M]/kg) of dry matter. A detailed overview of the feeding practice
is given in a previous publication (Buttchereit et al. 2010a).

From each cow weekly evening milk samples were collected during the first five weeks of
lactation and an additional milk sample in month six postpartum (mid lactation). At this
time point, performance data collected so far was evaluated by the research farm staff
according to a bull dam test for a subset of cows in their first lactation. Under-performing
cows were sent off the farm. For the remaining (heavily selected) animals, another milk
sample was collected around day 305, prior to the cows being dried off. In total, 1587 milk
samples were collected from 308 animals between October 2008 and June 2010. At the
research farm in Karkendamm mostly cows in the first lactation are kept, resulting in a
smaller number of animals from higher lactations. Note that due to various reasons (e.g.
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serious health issues), a complete time series could not be obtained for all cows. Milk
yield was recorded on a daily basis and milk composition was analyzed weekly based on
samples from two consecutive milkings by the staff of the research farm. Animals were
held with permission of the Christian-Albrechts-University (Kiel, Germany), and were
treated in conformance with commonly practiced ethical standards. Breeding values for
energy balance (EB) and fat-to-protein ratio (FPR) were estimated by Nina Buttchereit
from the Christian-Albrechts-University (Kiel, Germany).

Blood was drawn from the vena caudalis mediana into lithium heparin coated tubes at
varying time points during the first five weeks of lactation. Plasma was prepared by
immediately centrifuging the collection tube at 2800 g and 15 °C for 20 minutes. Plasma
was stored at -80 °C until analysis. Milk samples were prepared and measured jointly
with Sebastian Miemczyk, Ann-Kathrin Immervoll, Caridad Louis and Nadine
Niirnberger.

Choice of Milk Samples

The selection step described above, the so-called bull dam test, changes the group
composition drastically after lactation month six. Therefore, the milk samples from day
305 were excluded from further analyses to avoid misleading correlation patterns
resulting from group inhomogeneities (Kohler et al. 2002). 1267 milk specimens from 264
animals in the first lactation and 232 milk specimens from 57 animals in lactation two to
seven were chosen for further analysis. For the analysis of blood plasma metabolites, 88
plasma specimens from different cows were analyzed. Of these, 66 samples were obtained
for the investigation of hydrophilic metabolites. Lipophilic plasma metabolites were
analyzed from the remaining 22 plasma samples collected in the second week of lactation.

Observed Diseases

Metadata for the cows were collected based on the data received from Nina Buttchereit.
Considering only the animals from the first lactation, 51 out of 264 animals suffered from
ruminal acidosis during the lactation. Fourteen out of 264 animals suffered from ketosis.
Apart from these metabolic diseases, 90 of the 264 animals enrolled in the study suffered
from mastitis at least once during the lactation. 57 of the total 308 animals had stayed
healthy throughout the whole observed period. Animals diagnosed with mastitis were
treated as acutely ill for five days, as the milk of diseased cows had to be discarded for
five days on average. For the other diseases analyzed in this study, a time of eight days
was used before an animal was classed as healthy again (Buttchereit 2011). All metabolic
health issues diagnosed for animals in their first lactation are shown in Table 11 (see
Appendix I).

As animals were treated as soon as a diagnosis had been made, the samples marked as
acutely ill may contain drug traces or may show other alterations due to treatment-related
metabolic changes. Therefore, these samples were not a good base for searching
biomarkers and were not used for discriminatory analyses. Instead, all samples from
animals that suffered from a certain disease at least once during lactation were assigned to
a diseased during lactation group.
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Pre-Investigations

An initial principal component analysis (PCA) analyses performed on samples from
lactation month six showed a slight group separation mainly driven by the citric acid
signal. The signal intensities showed no significant differences between the groups, but
the citric acid signal showed shifts in position. pH values of 16 samples with extreme
shifts of the citric acid signal were measured, but no significant differences between the
groups observed in PCA were found. Possibly, the group separation depended more on
other factors such as salt concentration. The groups observed showed no correlation to
disease status.

Main Investigations

Milk metabolites were quantified as described in Section 2.8. In Table 12 (Appendix I),
milk metabolite concentrations of cows in the first lactation are shown. Metabolites that
could only be quantified with concentration values above the individual LLOQ in less
than 20 % of the samples were excluded from further analyses. As can be seen, many
compounds are subject to strong concentration changes during the first weeks of lactation.

Time Series

For ketone bodies, time series were analyzed. The animals that were not diagnosed as
diseased at any time were used as a healthy control group. Most milk samples taken
within one month before an acute ketosis showed raised levels of acetone and BHBA. For
acetoacetic acid no clear trend was visible in this direction. At the time of an acute disease,
acetone and BHBA levels had dropped strongly in all cases and were mostly in the
normal range. As animals diagnosed with ketosis received either glucose infusions or
orally administered glucoplastic substances, the drop in ketone bodies is most probably
treatment-related. After acute disease, the ketone levels were in the range of the healthy
control group. Two striking findings became obvious: Not all animals diagnosed with
ketosis showed raised levels of acetone or BHBA before or during the disease. Ketosis had
been diagnosed mostly based on the experience of the farm staff, not on laboratory tests.
This raised the possibility of false positive diagnoses. The second finding was that even in
the healthy control group more than 10 animals showed ketone levels above the threshold
for subclinical ketosis. All of these animals had normal levels at mid-lactation. This might
be due to undiagnosed ketosis, or due to the fact that this group of animals can cope
better with negative energy balance and raised ketone levels. Ketone levels were generally
higher in milk from HF cows than in milk from the Brown Swiss and Simmental Fleckvieh
cows analyzed in Section 3.2. This fits with the finding that HF cows have the highest milk
yield of these three breeds (Zobel et al. 2011). A high milk yield leads to high energy
requirements and, thus, may lead to stronger negative energy balance, causing more body
fat mobilization and ketosis.

Searching for Genetic Subgroups

The main aim of this study was the identification of metabolic factors indicating an
inheritable long-time metabolic stability. In Section 3.2 it was shown that different animals
of the same breed kept under identical conditions on the same farm coped quite
differently with the metabolic stress of early lactation. Therefore, the presence of
genetically different subgroups in the population analyzed here was suspected. It can be
expected that within these subgroups metabolites connected directly or indirectly to the
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respective genes are affected and that for some metabolites in each subgroup a distinct
distribution of concentrations is observed. In turn, this will lead to non-normally
distributed data when considering the whole population, with a distinct two-peak
distribution in case of two subgroups. To test for this, milk samples from lactation month
six were chosen, as the strong concentration fluctuations of milk constituents in the first
lactation third had diminished which led to almost stable levels by then.

All quantified milk compounds were tested for agreement with a normal distribution. For
most compounds, normal distributions were found. In contrast, for GPC, fumarate and
oxaloacetate, two-peak distributions were found with significant deviations from normal
distributions with p-values of 0.014, 0.0025 and 5.8*10°, respectively.

In Figure 28, N-acetyl-carbohydrate (NAC) and GPC concentrations are shown as
examples for normally and non-normally distributed compounds. A Gaussian
distribution and a sum of two Gaussian distributions were used to approximate the
observed data, respectively.

Normally and Non-Normally Distributed Metabolites

NAC in Lactation Month Six GPC in Lactation Month Six
- 12 - o
15 o
“IN 10 A
7 \
7 8 - - -
10 — / \ L
> > | I
2 B X5 I iR
2 / (2
[ o N l \
/ o Va ainnne
5 T \
/ 2 L
/|
#
B al L
AF N
0 0
T T T T T T T T T T T T T
1.2 14 1.6 1.8 2.0 2.2 24 0.4 0.6 0.8 1.0 1.2 14
Concentration [mmol/L] Concentration [mmol/L]

A B

Figure 28. Histograms of normally and non-normally distributed metabolite concentrations
[mmol/L], exemplarily shown in (A) for NAC and in (B) for GPC in lactation month six of the first
lactation. One respectively two Gaussian functions were fitted to illustrate the different
distributions. The frequency values indicate the number of animals contributing to one bar of the
shown histograms. Adapted from (Klein et al. 2011a).

For each of the three non-normally distributed compounds, the population was divided
into two subgroups with high respective low values. The threshold was calculated as the
inter-peak minimum of the fitted sum of Gaussians.

To assess the validity of the mentioned group classification, milk samples from other time
points were analyzed. Only for GPC the difference in concentration levels was conserved

70



3 Biomedical Application 3.3 Metabolic Predictors for Dairy Cow Health Status

throughout the whole lactation, i.e. animals with high (respectively low) GPC values in
mid lactation also had high (respectively low) GPC values in early and late lactation. This
indicates that GPC is a robust measure for the underlying, metabolically differing,
subgroups.

Therefore, the subsequent analyses concentrated on the differences in GPC. For GPC, the
calculated threshold was 0.87 mmol/L.

Next, it was analyzed whether correlations between the GPC value and disease status
were present. Animals were grouped for each disease into one of two groups: Group #1
contained all animals that were diagnosed at least once considering the whole lactation
period with a certain disease, e.g. ketosis, while group #2 contained all other animals. The
subgroup with ketosis had significantly lower GPC values compared to the non-ketotic
subgroup, with a p-value of 0.036. For the other metabolic diseases shown in Table 11 (see
Appendix I), no significant correlations to GPC were found. The distributions of GPC for
ketotic and non-ketotic animals are shown as a density plot in Figure 29.
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Figure 29. Distribution of GPC concentrations [mmol/L] for ketotic and non-ketotic cows in month
six of the first lactation. The group of ketotic animals contained all animals that were diagnosed at
least once with ketosis during the entire lactation period, while the non-ketotic animals stayed
healthy throughout lactation. Both curves were normalized to a total area of one and were
smoothed using a Gaussian kernel density estimator. Adapted from (Klein et al. 2011a).

The figure shows that the concentration distributions differ both in range and maximum
position between ketotic and non-ketotic animals . The shoulders left of the maximum of
the non-ketotic group and right of the maximum of the ketotic group are striking. The
first shoulder might be caused by animals with an undiagnosed, subclinical ketosis. The
second shoulder might then be due to healthy animals that were erroneously diagnosed
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with ketosis. It is obvious that the maxima of the ketotic and the non-ketotic population
correspond to the two peaks of the overall distribution seen in Figure 28.

In the group of animals with above-threshold GPC levels, significantly lower PC
concentrations were observed during the first four lactation weeks, with p-values of 0.013,
2.5*10%, 9.8*10° and 2.6*10*, for week one, two, three and four, respectively.

Due to the observed interdependence of GPC and PC, the ratio GPC/PC was calculated
from the respective molar concentrations. For the GPC/PC ratio, density plots were
calculated for ketotic and non-ketotic animals according to the definitions given above. As
an example, the density plots for lactation week three are shown in Figure 30.

GPC/PC in Lactation Week Three

0.8

0.6

1 ! Non-Ketotic Cows

Ketotic Cows

0.2

0.0 -

Molar Concentration Ratios

Figure 30. GPC/PC ratios for ketotic and non-ketotic cows at week three of the first lactation. The
group of ketotic animals contained all animals that were diagnosed at least once with ketosis
during the entire lactation period, while the non-ketotic animals stayed healthy throughout
lactation. Both curves were normalized to a total area of one and were smoothed using a Gaussian
kernel density estimator. Adapted from (Klein et al. 2011a).

The distributions of GPC/PC ratios for ketotic and non-ketotic animals are very similar
concerning maximum and width, but differ in the right-hand tail for healthy animals.
Obviously, animals with high GPC/PC ratios are less prone to ketosis. This effect can be
seen in the first four weeks of lactation but vanishes later on. This is due to the fact that
GPC and PC levels decrease almost exponentially during the first weeks of lactation, but
as PC continues to drop, GPC levels start rising again around week five, approaching the
starting concentration by mid lactation (Table 12 in Appendix I).

The observations made so far clearly show that it is possible to define a threshold for the
GPC/PC ratio above which healthy animals are safely detected. A ratio of 2.5 for GPC/PC
was manually selected to identify healthy animals within the population. Using this
threshold, the samples from the first four lactation weeks were classified. Most of the
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animals that were above threshold dropped below threshold at least once during the first
four lactation weeks. To take this into account, the GPC/PC ratio was determined several
times during the first four weeks of lactation, and all animals showing ratios above
threshold at least once were selected. This resulted in 41 out of 260 animals (16 %) with at
least one milk sample above the threshold.

No animal in this subgroup suffered from ketosis at any time during the entire lactation
period, compared to an incidence of 6.4 % in the subgroup below threshold. This means
that during the first few weeks of lactation a safe prognosis for animals that will not
develop ketosis later on is possible based on the GPC/PC ratio. Correspondingly, acetone
and BHBA values were lower in the high GPC/PC group during the first four lactation
weeks, indicating lower incidence of acute subclinical ketosis in this group. The difference
in acetone was significant in weeks one, three and four, with p-values of 4.6*10, 2.1¥10
and 4.1%1073, respectively. The difference in BHBA was significant in weeks three and four,
with p-values of 4.3*10 and 1.0*10, respectively.

A low ketosis risk in the first lactation is expected to be predictive for the health during
the next lactations, as high correlations have been observed between ketosis incidences in
different lactations (Erb & Grohn 1988). In the analyzed data set, disease data from the
second lactation was only available for four of the 41 animals above GPC/PC threshold in
the first lactation period. None of these four had developed ketosis during the next
lactation. Although this number is very low, it supports the idea that the GPC/PC ratio
has predictive abilities for following lactations.

Milk parameters were compared between the groups above and below GPC/PC threshold.
Milk yield, fat and protein content of each animal were averaged over all measurements
for week one to five and for month six. For milk yield and protein content no significant
differences were observed between the groups at any time point. For fat content, the
group above threshold showed lower values at all six time points. This difference was
significant at all six time points with p-values of 1.4*10°, 3.2*10, 1.0*10?, 7.4*10+, 4.2*10
and 7.110°, respectively. On average, the milk of animals above the threshold contained
0.4 % less fat than milk from animals below threshold. The concentration values are
shown in Table 13 (see Appendix I).

As an alternative for using the GPC/PC ratio, in cases where no values from the first
weeks of lactation are available, GPC concentrations from mid lactation were evaluated
for their ketosis predictive power. From Figure 29 it is obvious that at high GPC values
only healthy individuals are present. As a threshold, a value of equal or greater than
1.2 mmol/L was chosen: 9.3 % of the samples lay above this threshold and no animal in
this group had developed ketosis, compared to 7.5 % incidence in the group below
threshold. Only one animal above the GPC/PC threshold was available from the second
lactation. This animal had not developed ketosis during the second lactation, neither,
again hinting at the predictive power of the measurement. Further comparison of Figures
29 and 30 shows that by using the GPC/PC ratio substantially more animals can be
detected than by GPC values alone.

Correlations Between Milk Metabolites and EB and FPR Breeding Values

EB and FPR are genetically determined (with low and moderate heritability, respectively)
and have been shown to be associated with liability to metabolic disorders, with high EB
and low FPR values being favorable (Buttchereit et al. 2010b; Buttchereit 2011). Breeding
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values provide estimates whether the progeny of an animal will have desired or
undesired values considering a certain feature, for example disease liability or milk yield.
Breeding values for EB and FPR were estimated for the animals in this study by Nina
Buttchereit from the Christian-Albrechts-University (Kiel, Germany) as described in
(Klein et al. 2011a). Breeding values for FPR were multiplied by (-1) as a low FPR is
considered to be preferable. Milk GPC, PC and GPC/PC values determined in this study
were analyzed for correlations with EB and FPR breeding values.

For EB breeding values, only GPC showed a significant positive correlation (p = 4.1*10).
For FPR breeding values, all correlations were significant, with p-values of 1.8*103, 1.0*10-
8 and 5.5*10% for PC, GPC and GPC/PC, respectively. High GPC values and low PC values
were connected to high FPR values. Please note that high FPR breeding values indicate
low fat-to-protein ratios due to the definition of FPR breeding values. FPR can serve as an
indicator whether cows can or cannot adapt to the challenge of early lactation (Buttchereit
etal. 2010b). This fits with the finding of GPC and PC values being indicators for
susceptibility to ketosis.

Plasma Analyses

Next, hydrophilic metabolites in 66 plasma specimens collected within the first five weeks
of lactation were analyzed. No PC values could be obtained above the LLOQ. For GPC,
values of 5.3+1.9 umol/L (mean +standard deviation (SD), n=23) were observed.
However, no significant correlation between blood and milk GPC was observed. As GPC
is formed in the breakdown of phosphatidylcholine (PtC), PtC concentrations were
estimated for 22 plasma samples obtained in the second week of lactation. For this, the
choline content of lipophilic plasma extracts was quantified (Cheung & Olson 1990). The
observed concentrations ranged between 59.4 and 970 umol/L. Obtained values were
validated by spike-in experiments and extraction of aqueous PtC emulsions. Blood PtC
was positively correlated to milk PC and negatively correlated to milk GPC and milk
GPC/PC ratios with Spearman correlation coefficients of R=0.35 -0.37 and -0.38,
respectively. However, these correlations were not significant at the 5% level with p-
values of 0.12, 0.10 and 0.092, respectively. Free fatty acids were quantified in plasma, but
no significant differences could be observed. The corresponding signals were close to the
noise level and thus not very reliable, though.

Validation of the Results

In the following, the results obtained so far were validated on additional groups of
animals. As the threshold of 2.5 for the GPC/PC ratio was based only on samples from the
HF herd that were collected during the first lactation, milk samples from higher lactations
(lactation two to seven) of the same herd were analyzed as well. Although this group
contained only samples from 57 animals, a similar distribution with a tail of healthy
animals at high GPC/PC ratios was observed. However, one of the samples with a
GPC/PC ratio above threshold came from a diseased animal, leading to 5.0 % ketotic
animals in the group above threshold, compared to 11 % ketosis incidence in the group
below threshold. Odds ratios were calculated as described in Section 2.3. An odds ratio of
2.38 was found, indicating a more than double ketosis risk in the group below the
threshold. The acetone and BHBA values were generally lower in the high GPC/PC
group, indicating a lower incidence of acute ketosis, although this difference was not
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significant. When looking at GPC concentrations at mid lactation, 5.3 % of the animals
were above the threshold of 1.2 mmol/L. None of these animals developed ketosis during
the lactation, compared to 11 % incidence in the group below threshold. These findings
indicate that the suggested thresholds generally hold true even for higher lactations of the
observed breed.

In a second step, the animal collective presented in Section 3.2 was re-evaluated. For the
herd of 31 Brown Swiss cows, 22 % of the animals were above the GPC/PC threshold
during the first four weeks of lactation. For this herd only severe diseases had been
recorded. One of the observed animals was downed (unable to stand) due to ketosis. This
animal was in the group below threshold, consistent with the assumption of low ketosis
risk in the group above threshold. The subgroup above threshold had significantly lower
acetone and BHBA levels with p-values of 0.030 and 0.012, respectively. This indicates a
lower incidence of acute subclinical ketosis in the subgroup above the threshold.

In the 39 Simmental Fleckvieh cows from the same study, 73 % of the animals were above
the GPC/PC threshold in the first weeks of lactation. This high number of animals above
threshold fits with the finding that this breed has drastically lower acetone and BHBA
values in early lactation compared to Brown Swiss and HF cows, implying considerably
lower ketosis susceptibility in this breed. Ketosis values were not available for this herd,
but animals downed due to metabolic diseases were recorded. The number of animals
downed at least once during this lactation was 20 % for the subgroup below threshold
and 14 % in the group above threshold, corresponding to an odds ratio of 1.5. This means
that high GPC/PC values are favorable even concerning overall metabolic health.

In the Brown Swiss herd, the GPC values at mid and late lactation were above the
threshold for 86 % of the samples, and in the Simmental Fleckvieh herd 90 % were above
the GPC threshold in late lactation. These numbers are much higher than those obtained
for the corresponding GPC/PC ratios. It seems that the absolute GPC value is varying
greatly between different breeds, depending on different milk yields and breed-specific
differences in milk composition, and that using the GPC/PC ratio corrects for the
differences in absolute concentration levels.

Cortisol Values

Cortisol values were measured in a subset of the milk samples by Heike Kliem from the
Department of Physiology of the Technical University Munich (Freising, Germany).
Cortisol values from the first half of the first lactation were analyzed for correlations using
Spearman rank correlation coefficients and a Benjamini-Hochberg false discovery rate
(FDR) of 5% as a significance threshold. Significant correlations were found for the
energy markers acetone (Spearman R=0.19, p = 5.5°10#), BHBA (Spearman R=0.23, p =
7.7*10%) and acetoacetic acid (Spearman R=0.20, p = 1.1¥10?). This means that cortisol
values may be markers for energy disbalance, with raised values in acute ketosis. Other
significant correlations were observed for lactose content (Spearman R =-0.16, p = 4.9%10-
%), glycine (Spearman R =0.27, p = 8.2*10-°) and galactose-1-phosphate (Spearman R = 0.15,
p = 1.5*10?). Cortisol has been described to prevent lactose leakage from the mammary
epithelium into the blood plasma (Stelwagen et al. 1998). This might explain the positive
correlation between cortisol and milk lactose content. An increase in plasma glycine of
lactating cows has been shown upon administration of adrenocorticotrophic hormone to
increase plasma cortisol values (Ndibualonji et al. 1995).
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Discussion

GPC is an osmolyte that is accumulated in renal medulla cells to protect the cells against
high interstitial salt and urea concentrations present in the kidney (Gallazzini & Burg
2009). GPC is formed in the breakdown of PtC, the connected synthesis and catabolism
pathway is shown in Figure 31 (Gallazzini & Burg 2009; Iorio et al. 2005). This pathway is
active in many body tissues, including mammary tissue (Holmes-McNary et al. 1996). The
mammary gland has been shown to break down blood PtC to GPC and free fatty acids to
gain fatty acids for the synthesis of milk triacylglycerides and phospholipids (Easter et al.
1970). Therefore, the measured milk GPC probably stems from mammary gland
breakdown of blood PtC. This assumption is supported by the negative correlation of
blood PtC to milk GPC values. As no correlation was found between milk GPC and
plasma GPC, the GPC found in milk is probably not GPC absorbed from the blood
stream. In comparison to blood GPC values reported for humans (Ilcol etal. 2005),
considerably lower values were observed in the bovine plasma. The same is true for PtC,
where the bovine plasma values of this study are distinctively lower than those
previously published on other animals (Easter et al. 1970; Kuksis et al. 1983). As expected
from literature values reported for human specimens (Ilcol et al. 2005) no bovine plasma
PC values were observed above the LLOQ.
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Figure 31. The main parts of the GPC pathway. Adapted from (Klein et al. 2011a).
Abbreviations: CDP: Cytidine diphosphate; Cho: Choline; ck: Choline kinase; ct: Cytidylyltransferase;
Ipl: Lysophospholipase; nte: Neuropathy target esterase; pct: Phosphocholine transferase;
pla: Phospholipase A2 and Al; plb/c/d: Phospholipase B/C/D; pd: Glycerophosphocholine phosphodiesterase

Changes concerning GPC and PC levels have been reported in a wide range of research.
Hypoxia, which is present in many cancers, is known to cause raised PC levels, whereas
GPC levels are not affected (Glunde et al. 2008). A change of the GPC/PC ratio has been
noticed for cancer and immortalized cell lines of humans. There, in comparison to healthy
cells, a decrease in the GPC/PC ratio has been observed (Iorio et al. 2005; Podo 1999;
Aboagye & Bhujwalla 1999). In tumors, PtC degradation via phospholipase C (plc),
respectively phospholipase D (pld) and subsequent choline kinase (ck) are the main
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causes of changed PC levels (lorio et al. 2010). An increase of GPC and a decrease in PC
was observed in mouse cell lines under a slow acidosis, i.e. lowering the pH from 7.3 to 6.5
for around 12 hours (Galons et al. 1995). They suggested as an explanation for this so-
called GPC to PC switch the activation of phospholipid breakdown as an alternative
energy source for the cells, as glycolysis was hampered due to the low pH. The
breakdown of PtC via phospholipase A2 and Al (pla) and lysophospholipase (lpl)
respectively phospholipase B (plb) subsequently leads to GPC accumulation. Recently it
has been shown that plb is identical to neuropathy target esterase (nte) (Gallazzini et al.
2008). In renal medulla, the pathway via plb/nte has been shown to be the dominant way
of PtC breakdown for GPC production (Gallazzini & Burg 2009). Regarding the
differences observed in milk between ketotic and non-ketotic animals, these most closely
resemble the changes observed in the slow acidosis experiment by (Galons et al. 1995).
However, no hints for acidic conditions were observed in the investigated bovine plasma
samples.

The differences observed in this study between healthy animals and animals suffering
from ketosis can be summarized as follows: Healthy animals have higher levels of milk
GPC and lower levels of milk PC. The animals were divided into two groups according to
their GPC/PC ratio. The subgroup with high GPC/PC ratios showed lower plasma PtC
levels and lower milk fat levels.

Based on these observations, a possible explanation for the positive effect of high GPC
values might be as follows. High GPC/PC ratios and GPC concentrations, respectively, are
caused by a high rate of blood PtC breakdown, possibly due to higher enzyme
concentrations or activities of pla and lpl, respectively plb/nte. These animals can,
therefore, use more blood PtC as a fatty acid source for milk lipids. It has been previously
shown that fatty acids derived from blood PtC may be utilized by the mammary gland for
milk triacylglyceride synthesis (Easter et al. 1970).

An alternative source for fatty acids for milk lipid synthesis are free blood fatty acids. Free
blood fatty acids are produced by the mobilization of body fat, with excessive body fat
mobilization being suspected to decrease the food intake of cows (Ingvartsen & Andersen
2000). In addition, body fat mobilization leads to the formation of ketone bodies such as
acetone and BHBA in the liver. Using more PtC for milk lipid synthesis, and thus saving
free blood fatty acids, may, therefore, lower the body fat mobilization. Animals with
lower fat mobilization will suffer less from the negative side effects such as the decrease in
food intake. This, in turn, has positive effects on the energy balance and thus prevents
metabolic diseases. Additionally, in animals with high GPC/PC ratios a decreased milk fat
content was observed. These two effects together, namely high blood PtC breakdown as
evidenced by high GPC/PC ratios together with lower milk fat content, will lead to a
decreased mobilization of body fat. Animals with lower PtC breakdown rates will
develop a more negative energy balance and a higher body fat mobilization during the
tirst weeks of lactation, leading to a higher risk of metabolic disorders. The assumption of
a constantly higher PtC breakdown in the high GPC/PC group is backed by the fact that
GPC shows high levels not only during the negative energy balance of the first lactation
weeks, but throughout the whole lactation period.

Selecting animals with high GPC/PC or GPC values should yield animals that can cope
better with the negative energy balance of the first lactation weeks and, therefore, are less
prone to ketosis. The significant correlations between FPR based breeding values and PC,
GPC and GPC/PC levels indicate that the observed metabolic differences are directly

77



3 Biomedical Application 3.3 Metabolic Predictors for Dairy Cow Health Status

connected to genetic discrepancies and, therefore, a heritability of these effects can be
expected.

Conclusions

Taking all results obtained so far into account, the ratio of GPC to PC during the first four
weeks of lactation and the concentration of GPC at mid lactation may serve as markers to
identify cows that cope well with metabolic stress. These data suggest that the GPC/PC
threshold for determining ketosis risk could be universally applicable, being independent
of lactation number, breed or feeding conditions. The chosen GPC threshold seems to be
applicable only for HF cows, and will need to be individually recalculated for other
breeds. To the best of my knowledge, this is the first report of GPC and PC values
indicating the ketosis risk in dairy cows. The measurement of GPC and PC is superior to
using just thresholds for acetone and BHBA, as these values can only identify acute
ketosis (Enjalbert etal. 2001). In contrast, the method proposed here allows the early
identification of metabolically stable animals that are not prone to ketosis for breeding
purposes.

Reconsidering the milk samples analyzed in this thesis, it could be shown that NMR is a
versatile tool for the investigation of the health status of dairy cows. In three different
breeds metabolites representative for the health status of the cows were analyzed. Based
on the analysis of metabolites of energy metabolism it could be shown that animals of the
same breed cope quite differently with the metabolic stress of early lactation. Most
interestingly it was possible to predict the risk for developing ketosis based on GPC/PC
values, with odds ratios between 1.5 and 2.38, although these ratios are based on a very
low number of animals and may therefore be imprecise. Taken together these findings
should help in selecting metabolically stable animals for breeding purposes.
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3.4 Nonalcoholic Fatty Liver Disease and Steatohepatitis

In the previous chapters it was discussed that during the first lactation days dairy cows
needed more energy than food intake could deliver (Collins & Reid 1980). To compensate
for this negative balance, first glycogen and then lipids are mobilized as energy source.
This puts great pressure on the organism, especially on the liver metabolism. Mobilized
lipids are transported to the liver for subsequent metabolization. When the amount of
mobilized lipids is too high or insufficient energy supplies for the metabolization are
available, the lipids accumulate in the liver and lead to steatosis (Kalaitzakis et al. 2010).
Steatosis has a quite benign prognosis but may develop into a steatohepatitis, where
inflammation and accumulation of fibers are observed in the liver. To distinguish this
ailment from steatohepatitis caused by alcohol abuse, it is usually referred to as non-
alcoholic steatohepatitis (NASH). NASH has a malign prognosis and may develop further
to liver cirrhosis. The causes of NASH are still mostly unknown. To gain more insight into
the pathophysiology of NASH, samples from a murine NASH model were analyzed and
compared to a mouse model for steatosis and a healthy mouse control group. This chapter
has in part already been published (Klein et al. 2011b).

Nonalcoholic fatty liver disease (NAFLD) is the most common cause of hepatic
dysfunction affecting about one third of the population in western countries. The
spectrum of NAFLD ranges from simple fatty liver to NASH, in which fibrosis may
progress to cirrhosis, resulting in significant morbidity and mortality (Brunt 2010).

Sonography is commonly used to assess hepatic steatosis (Saverymuttu etal. 1986).
However, it does not allow a distinction between simple steatosis and NASH. Therefore,
assessment of the degree of inflammation and hepatic fibrosis, which are hallmarks of
NASH, still requires the histopathological examination of liver biopsies (Adams & Lindor
2007).

The aim of this study was the detection of metabolic changes associated with NAFLD and
NASH in mouse livers and urine by NMR measurements. Urine measurements are a
noninvasive tool and liver analyses may also be performed noninvasively using in vivo
NMR spectroscopy. In this study, however, liver extracts were used for liver analysis. The
NMR measurements were combined with subsequent independent component analysis
(ICA). To that end, three groups of BALB/c mice were studied: A healthy control group, a
group suffering from NAFLD without significant inflammation and a group diseased
with NASH.

Collection of Mouse Urine and Liver Samples

Christoph Dorn at the University Clinic Regensburg (Regensburg, Germany) provided
liver and urine specimens from male BALB/c mice. Three equal groups of six animals each
were fed for 12 weeks either a control diet, a high-fat diet (HFD) containing 30 weight
percent (wt%) lard or a so-called Paigen diet containing in addition to 30 wt% lard
1.25 wt% cholesterol and 0.5 wt% sodium cholate (ssniff Spezialdidten GmbH, Soest,
Germany). As shown recently (Dorn et al. 2010a; Dorn et al. 2010b), both HFD’s induce
significant steatosis, while hepatic inflammation is only observed in the Paigen group.
Liver tissue and urine specimens were stored at -80 °C. All animals received human care
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and the study protocols complied with guidelines of the central animal facility at the
University of Regensburg (Regensburg, Germany).

Urine specimens of 30 microliter (uL) to 100 uL were prepared jointly with Ann-Kathrin
Immervoll as described in Section 2.5. Liver specimens of approximately 30 milligram
were extracted by Ann-Kathrin Immervoll as described in Section 2.9. Urine, lipophilic
and hydrophilic liver extracts were measured by 1D and 2D NMR. Spectra were binned
and normalized to a total sum of one. No further scaling was performed on the data.

NMR Analysis of Lipophilic Liver Extracts

To gain deeper insight in the data, ICA was performed for each sample type. Figure 32
shows the ICA of 1D NMR fingerprints of the chloroform liver extracts of six mice each
fed a standard chow or diets inducing simple steatosis and NASH, respectively.

oo ©
oo
(o]
e
v
o
|
N o
Q o 7] ]
|
| |
wn
S - |
1 |
A
<
< A A A
A
A
T I I I T T
-1.5 -1.0 -0.5 0.0 0.5 1.0

IC1

Figure 32. ICA of 1D NMR spectra of lipophilic liver extracts
Circles: Standard chow; Squares: Steatosis-inducing diet; Triangles: NASH-inducing diet.
Abbreviations: IC 1: First independent component; IC 2: Second independent component.
Adapted from (Klein et al. 2011b).

A complete group separation was achieved. In Figure 33, a typical 1D spectrum of a
lipophilic liver extract from a NASH mouse (Figure 33A) is compared to a spectrum-like
visualization of the loading factors obtained for the first two independent components
(IC’s). Positive areas in Figures 33B and 33C indicate correlated signals, while negative
areas are anti-correlated.

An ICA of the 2D spectra of the chloroform extracts also yielded a complete group
separation (Figure 34). The IC’s of the 2D spectra were used to identify the compounds
distinguishing the groups. To that end, the 25 highest rated bins of each of the two shown
IC’s were further analyzed (for loadings see Tables 14 and 15 in Appendix I).
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To verify that these bins contained indeed the group separating information, all but the 25
highest ranked bins of each IC were set to 0 and multiplied by the so-called un-mixing
matrix of the original ICA. The resulting group separation was almost identical to that
obtained with the original data (Figure 35).
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Figure 33. 1D NMR spectrum of a lipophilic liver extract and derived IC loadings.
A: Exemplary NMR spectrum of a lipophilic liver extract of a mouse NASH model in the
0.75 - 5.3 ppm region; Loadings of IC 1 (B) and IC 2 (C). Adapted from (Klein et al. 2011b).
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Figure 34. ICA of 2D NMR spectra of lipophilic liver extracts.
Circles: Standard chow; Squares: Steatosis-inducing diet; Triangles: NASH-inducing diet.
Abbreviations: IC 1: First independent component; IC 2: Second independent component.
Adapted from (Klein et al. 2011b).
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The separation of the steatosis model from the other two groups in IC 1 depended mostly
on an elevated signal at 1.26 ppm, which was attributed to the fatty acyl protons of the
methylene groups of both free and esterified fatty acids. Several signals, belonging to free
cholesterol, cholesterol ester and lipids, accounted for the group separation in the second
dimension. The lipid signals resulted again mostly from the lipid methylene resonance,
but some of the signals also originated from monounsaturated and polyunsaturated fatty
acids. Of the highest rated bins, these compounds explained all but one unknown peak at
1.135 ppm.
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Figure 35. ICA reconstructions based only on the 25 best 1D bins of the two used IC’s.
A: Lipophilic liver extracts; B: Hydrophilic liver extracts; C: Urine.

Circles: Standard chow; Squares: Steatosis-inducing diet; Triangles: NASH-inducing diet.
Abbreviations: IC 1: First independent component; IC 2: Second independent component; IC 4:
Fourth independent component; IC 5: Fifth independent component.

Adapted from (Klein et al. 2011b).

The concentrations of the substances identified as discriminatory by the ICA were
measured and are shown in Table 16 (see AppendixI). Due to technical reasons, three
spectra were excluded from quantification. Cholesterol ester showed a more than 20-fold
increase in NASH mice compared to the control group. Free cholesterol was also
significantly increased in the NASH group. No significant differences for free cholesterol
and cholesterol ester were found between controls and the steatosis group.

For the lipid signals, the trend is not clear. While some signals are positively correlated to
the cholesterol signal, others show a negative correlation. This indicates not only a change
in the overall concentration, but also in the composition of lipids. The estimated total lipid
content (Table 16, Appendix I) was increased in both HFD groups, albeit not significantly,
with the highest values in the NASH group. The molar concentration of the glycerol
group contained in lipids such as triacylglycerides and phospholipids was also increased,
albeit not significantly, with the highest values observed in the steatosis model.

Next, the saturation index (SI), the polyunsaturation index (PUI) and the ratio of poly-
unsaturated fatty acids to monounsaturated fatty acids (PUFA/MUFA) were estimated
from the lipid signals (Table 16 in Appendix I). The SI was significantly elevated in both
the steatosis and the NASH group. The PUI was significantly decreased in the steatosis
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group and lowest in the NASH group. A significant decrease of the PUFA/MUFA score
was observed in both NAFLD groups, as the composition of lipids shifted from
polyunsaturated to monounsaturated fatty acids. Significant reductions of 38 % (p =
3.0%10®%) and 51 % (p=>5.3*10+), respectively, were observed for the concentrations of
polyunsaturated bonds in the steatosis and NASH groups. The value determined for
unsaturated bonds includes both lipids with mono- and polyunsaturated bonds. Since the
amount of polyunsaturated bonds can be determined from the diallylic signal, the amount
of lipids with monounsaturated bonds can be estimated indirectly. As the total amount of
unsaturated bindings showed no significant difference it can be assumed that the decrease
in polyunsaturated bonds in the NAFLD groups was connected with a simultaneous
increase in MUFA concentrations.

For the highest ranked bins, a heatmap was generated (Figure 36). The values of the bins
were represented by a color code, where high, median and low values were depicted as
yellow, black and blue, respectively. A hierarchical clustering seen at the top of the figure
sorted the samples into their correct groups, once again showing a clear group separation.
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Figure 36. Heatmap of the highest ranked 1D bins of the lipophilic liver extracts.
Blue: Low values; Black: Medium values; Yellow: High values. Adapted from (Klein et al. 2011b).
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Hydrophilic Liver Extracts

Next, the 1D NMR spectra of the aqueous liver extracts were analyzed by ICA (Figure 37).
A clear clustering of the three groups, albeit not as complete as for the chloroform
extracts, was observed. In IC 1, a partial separation is apparent between all three groups.
IC 2 further discriminated the steatosis group from the other two groups. The use of 2D
spectra did not improve the group separation.
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Figure 37. ICA of 1D NMR spectra of hydrophilic liver extracts.
Circles: Standard chow; Squares: Steatosis-inducing diet; Triangles: NASH-inducing diet.

Abbreviations: IC 1: First independent component; IC 2: Second independent component.
Adapted from (Klein et al. 2011b).

In Figure 38A, a spectrum of an aqueous NASH liver extract is shown together with the
separating IC’s (Figures 38B and 38C). The 25 highest loadings for each of these IC’s are
shown in the Tables 17 and 18 in Appendix I. Betaine, glucose and taurine could be
identified as discriminatory metabolites. Other peaks contributing to group separation
were tentatively identified as isoleucine, lactate, leucine and valine. Amongst the highest
rated bins of both IC’s, 19 bins could be assigned to specific compounds.

Betaine, lactate and taurine showed high loadings in both dimensions. Isoleucine, leucine
and valine were found in IC 1, thus separating all three groups. Glucose showed high
values only in IC 2 and separated the steatosis group from the other two groups.
Quantitative data for the metabolites identified, except for betaine that could not be
measured above the LLOQ, and the p-values for the analysis of variance (ANOVA) tests
and all t-statistics are given in Table 19 (see AppendixI). For taurine significantly
increased values were found in the steatosis group compared to both the control and the
NASH group.
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Figure 38. 1D NMR spectrum of a hydrophilic liver extract and derived IC loadings.
A: Exemplary NMR spectrum of a hydrophilic liver extract of a NASH model mouse in the
1.0 - 8.5 ppm region; Loadings of IC 1 (B) and IC 2 (C). Abbreviations: Leu: Leucine; Ile: Isoleucine;
Val: Valine. Adapted from (Klein et al. 2011b).

Urine Samples

Next, nine urine specimens from the control group, four from the steatosis model and five
from the NASH model were analyzed. The difference in the number of samples analyzed
per group was due to the inability to obtain sufficient amounts of urine from all animals
studied and the inclusion of additional controls held under identical conditions,
respectively. An ICA of the urinary NMR spectra is shown in Figure 39.

Samples from the second cohort were marked as empty circles in Figure 39 as it has been
shown previously that different cohorts of the same strain of animals can differ in
differential analyses (Schnackenberg et al. 2007; Jahns et al. 2009). A complete separation
of the three groups was achieved by a single IC (IC 5), with IC 4 adding to the separation
of the steatosis group. Note, IC’s 1 to 3 reflect inter-sample variance not related to
steatosis and NASH.

An exemplary NASH urine spectrum is shown in Figure 40A, together with the loadings
of IC 4 and IC 5 (Figures 40B and 40C). In Tables 20 and 21 (see Appendix I), the highest
loading factors are shown. Ascorbic acid, citric acid, creatinine, leucine, phenylalanine,
phosphocreatine, taurine, trimethylamine (TMA) and trimethylamine-N-oxide (TMAO)
showed up in both ICA’s performed on 1D and 2D NMR data and, therefore, were
considered as unambiguously identified. Signals with high loadings only in the ICA
performed on 1D NMR data were tentatively identified as ethanolamine and isoleucine.
These metabolites represented 40 of the highest ranked bins.

While most metabolites showed high loadings in both dimensions, ethanolamine,
phenylalanine and phosphocreatine were found only in IC 5; they facilitated the
separation of all three groups seen in Figure 39. Leucine showed high loadings only in IC
4 and separated the steatosis group from the other two groups. In Table 22 in Appendix I,
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quantitative results and p-values of the ANOVA tests and all t-statistics for these
compounds are shown.
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Figure 39. ICA of urinary 1D NMR spectra.
Circles: Standard chow; Squares: Steatosis-inducing diet; Triangles: NASH-inducing diet.
Abbreviations: IC 4: Fourth independent component; IC 5: Fifth independent component.
The filled and empty circles represent the first and second cohort of the control group, respectively.
Adapted from (Klein et al. 2011b).
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Figure 40. 1D NMR spectrum of urine and derived IC loadings.

A: Exemplary NMR spectrum of urine recorded for a NASH model mouse in the 1.0 - 8.7 ppm
region; Loadings of IC 4 (B) and IC 5 (C). Adapted from (Klein et al. 2011b).
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Discussion of the NASH Analyses

Analysis of Liver Tissue

Free cholesterol and cholesterol ester were significantly increased in the lipophilic liver
extracts of NASH mice over controls and mice with simple steatosis. A similar increase in
free cholesterol has been reported for chloroform/methanol extracts of human NASH liver
biopsies (Puri etal. 2007). The latter study, however, failed to detect the significant
increase in cholesterol ester observed in the present study. Another striking difference
between human NAFLD and the BALB/c mouse model studied here concerns the absence
of a significant increase in di- and triacylglycerol, which is generally considered a
hallmark of human NAFLD (Puri et al. 2007). Both studies observed a decreased ratio of
PUFA to MUFA in NAFLD. But in contrast to the human situation, there was a systematic
decrease in the concentration of PUFA, both in this and a previously reported mouse
model (Cobbold et al. 2009). A reduced PUFA/MUFA ratio is considered a marker of lipid
peroxidation in association with oxidative stress (Serkova et al. 2006).

The behavior of the saturation and polyunsaturation indices (Table 16 in Appendix I)
agrees with the finding that SI and PUI are correlated and anti-correlated, respectively,
with the fibrosis grade in hepatitis C patients (Cobbold et al. 2010). It is noteworthy that a
similar trend was observed in both humans and mice. The significant increase in the lipid
methylene resonance observed in animals fed a HFD (Table 14 in AppendixI) is in
concordance with the previously reported increased expression levels of fatty acid
synthase in an identical mouse model of simple steatosis (Dorn et al. 2010b).

ICA of the aqueous liver extracts showed increased levels of betaine, an intermediate of
the methionine cycle, in the NASH model, probably reflecting an impaired conversion of
homocysteine to methionine (Abdelmalek etal. 2009). In contrast, lactic acid
concentrations were significantly (p =2.05*102) decreased in the NASH model compared
to the mice with simple steatosis, indicating that adaptive glycolysis was upregulated in
the latter model. In a study of obese Zucker rats, increased lactic acid levels were
observed in both blood and liver tissues compared to lean controls (Serkova et al. 2006),
while an in vitro study on hepatocytes isolated from obese and lean Zucker rats showed
the opposite effect (Seoane et al. 1999). These findings together with the data of this study
indicate that regulation of glycolysis depends on a variety of factors and might change as
the disease progresses.

Taurine is of interest, because its administration in rats and children has proven effective
in treating fatty liver (Chen et al. 2006; Obinata et al. 1996). In the present study, taurine
was significantly elevated in the hydrophilic liver extracts of the steatosis group as
compared to the other two groups (Table 19, Appendix I), probably in response to the
oxidative stress associated with HFD intake. The comparatively lower levels of taurine in
the NASH model, on the other hand, may be either a consequence of increased
tauroconjugation in response to an increased dietary intake of sodium cholate (Hardison
& Proffitt 1977), or a sign of increased microbial degradation of taurine due to obesity-
associated changes in gut flora composition (Turnbaugh et al. 2006; Backus et al. 1994).

Analysis of Urine

Literature search indicates that this may be the first report on the successful
discrimination of simple steatosis from NASH based on changes in the composition of
urine. Previous studies had reported only the successful discrimination of NAFLD from
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healthy controls in mice using NMR metabolite fingerprinting (Dumas etal. 2006),
respectively of human NASH patients from controls on the basis of elevated urinary
levels of neopterin (Yaman et al. 2005), an indicator of activated immune cells, and 8-
isoprostane (Kojima etal. 2007), a marker of oxidative stress due to increased lipid
peroxidation.

Among the discriminating urinary metabolites found here was ascorbic acid. In contrast
to humans, mice can synthesize ascorbic acid. Urinary levels of ascorbic acid were
increased slightly, albeit significantly with a p-value of 3.33*102 in the NAFLD group
(Table 22 in Appendix I). This agrees with the finding of increased ascorbic acid synthesis
in mice suffering from health problems (Martensson & Meister 1992). In humans, liver
disease is typically associated with decreased urinary levels of ascorbic acid (Dubey et al.
1987).

Urinary levels of citric acid were significantly decreased in both steatosis and NASH, with
respective p-values of 2.53*10° and 3.33*10%. In a recent study on mice, an elevated
expression of hepatic ATP-citrate lyase was linked to a derangement of the lipid
metabolism (Wang et al. 2009). Urinary levels of leucine were also significantly decreased,
as a result of either a reduced dietary intake of leucine, as 30 % of the standard chow had
been replaced with lard, or an increased demand of leucine for processes such as the
synthesis of alanine and glutamine and the maintenance of glucose homeostasis. For
phenylalanine, a somewhat different picture was observed; its urinary concentration was
decreased significantly only in the steatosis model, but did not differ between the control
and the NASH group.

For phosphocreatine, reduced urinary values were seen in both steatosis and NASH mice.
Phosphocreatine acts as a store and transporter of high-energy phosphate. The reduced
urinary levels seen here may be due to dietary reasons: About half of the daily
requirement of creatine comes from dietary intake, while the remainder is synthesized
from glycine, arginine and methionine, the content of all being reduced in the HFD.
Urinary levels of taurine were significantly reduced in both steatosis and NASH mice,
with respective p-values of 54810 and 2.39*10*. Taurine forms conjugates with cholic
acid and chenodeoxycholic acid, thereby ensuring that they are negatively charged at the
pH found in the intestinal tract and, thus, improving their surfactant properties. As the
amount of tauroconjugated bile acids will rise with increasing dietary fat intake, levels of
free taurine will decrease (Hardison & Proffitt 1977). The reduced renal excretion of
taurine may also be caused by its increased microbial degradation in the intestine as a
result of obesity-associated changes in gut microflora composition (Turnbaugh et al. 2006;
Backus et al. 1994).

For TMA decreased levels were observed for both HFD groups. TMA is a product of the
metabolism of dietary choline by intestinal bacteria (Zeisel etal. 1989). Both HFD’s
contained reduced amounts of choline. As a consequence, the observed differences in
TMA levels were most probably due to dietary effects. However, urinary levels of
microbiota-derived methylamines may vary significantly depending on the mouse strain
used to study the pathophysiological effects of fat feeding (Dumas et al. 2006).
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3.5 Analysis of Early Liver Disease Progression

A second mouse model of NASH was analyzed. Here, female C57/BL6 mice were fed
either a NASH-inducing Paigen diet or a control diet. The aim of this study was the
assessment of early disease progression. Animals were sacrificed at day two, four, six, 10,
14, 20, 30 and 40, and liver samples were collected. Samples were provided by Anja
Thomas, sample extraction was performed jointly with Anja Thomas, Ann-Kathrin
Immervoll and Caridad Louis as described in Section 2.9. For lipophilic liver extracts, 1D
spectra were recorded, while for hydrophilic extracts both 1D and 2D spectra were
acquired. The differences observed between the NASH group and the control group were
similar to those observed for BALB/c mice described in Section 3.4. One interesting
observation was that already after two days of feeding, a significantly higher hepatic
triacylglyceride content was observed for the NASH group, as evidenced by the glycerol
content of lipophilic extracts. In the BALB/c mice, no significant difference in glycerol was
observed even after 12 weeks of Paigen diet. This fits with the finding that C57/BL6 mice
show much stronger HFD-induced metabolic changes than BALB/c mice (Olson et al.
2010). Additionally, a stronger difference in liver taurine levels was observed in the
C57/BL6 mice as compared to BALB/c mice, with taurine being significantly decreased in
the NASH group. The importance of taurine in liver diseases has been pointed out in
Section 3.4. Other findings of the studies performed by Anja Thomas showed that while
signs of hepatic steatosis are visible very fast, inflammatory and fibrotic conditions were
not seen before day 40 (data to be published). This fits with the finding from the study on
BALB/c mice, where taurine was significantly decreased in the steatosis group, but not in
the NASH group.
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Three specific aims were pursued in this thesis. The first aim was to elucidate whether
reliable quantification can be performed using nuclear magnetic resonance (NMR) spectra
of complex biofluids. Novel quantification methods were developed using two-
dimensional (2D) proton-carbon-13 ("H-'°C) heteronuclear single quantum coherence
(HSQC) spectra acquired at natural “C-abundance by means of a cryo-probe. It was
shown that these 2D spectra allow the reliable quantification of metabolites present in
native urine samples at micromole per liter (umol/L) levels over a concentration range
spanning three orders of magnitude. As shown by the results presented for the analysis of
urinary metabolites, one-dimensional (1D) NMR is often not as quantitatively accurate as
2D NMR. However, the price for this gain in accuracy is a longer NMR acquisition time.
Precision and accuracy of 2D NMR measurements increase with the number of well-
resolved signals integrated per analyte provided that separate calibration curves are
generated for the different signals. A software tool named QUANTIFY was developed to
overcome some of the pitfalls of NMR quantification from biofluids, such as unforeseen
signal overlap due to metabolites inconsistently present in the samples. Lower limits of
quantification (LLOQ’s) were found to be the lowest for metabolites containing multiple
methyl groups such as trimethylamine-N-oxide. Including quantification results from 1D
spectra, the range of reliably measured concentrations spanned five orders of magnitude.
Limits of detection may be further lowered by moving to higher field strengths or by
using considerably longer measurement times. NMR quantification results were found to
agree well with those obtained by mass spectrometry (MS) and other methods commonly
used in clinical chemistry. NMR measurements are less prone to errors due to interfering
compounds or matrix effects including ion suppression, which are common occurrences
in the mass spectrometric analysis of complex biological matrixes. Further, while
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hyphenated MS methods are more sensitive than NMR, their application is typically
limited to compounds sharing similar physicochemical properties. In contrast, NMR is a
more universal detector as exemplified by the different metabolites that could be detected
in this thesis. The comparison of NMR results obtained for urine and milk spectra with
both gas chromatography-mass spectrometry (GC-MS) and liquid chromatography-
tandem mass spectrometry (LC-MS/MS) measurements showed a good agreement
between the methods.

The second specific aim was to identify whether the health status of an individual gives
rise to a distinct change in its body fluid composition, and if this change is within the
scope of the used measurement techniques. One main topic of this thesis was related to
the health status of dairy cows. In this context two extensive sets of milk samples derived
from three different breeds of dairy cows were investigated. With regard to human
diseases, non-alcoholic steatohepatitis (NASH) was investigated in samples derived from
a mouse model. In addition, human urinary samples were measured for the analysis of
autosomal dominant polycystic kidney disease. However, data analysis of the latter
samples was beyond the scope of this thesis.

With regard to the project on NASH, male BALB/c mice were fed for 12 weeks either a
control or two different high-fat diets leading to hepatic steatosis and NASH, respectively.
Metabolic differences were determined by independent component analysis (ICA) of
NMR spectra of lipophilic and hydrophilic liver extracts and urine specimens. The results
from ICA clearly discriminated the three investigated groups. Discriminatory biomarkers
in the lipophilic liver extracts were free cholesterol, cholesterol ester and lipid methylene.
Discrimination of the hydrophilic liver extracts was mainly mediated by betaine, glucose
and lactate, whereas in urine taurine, trimethylamine-N-oxide and trimethylamine were
the most discriminatory biomarkers. In summary, a clear discrimination between the
three investigated groups of mice was obtained. Especially, NMR metabolite
fingerprinting of spot urine samples allowed the noninvasive distinction of NASH and
steatosis. This is of special interest, as this might pave the way for a non-invasive
diagnosis of NASH. At the moment, a definitive diagnosis of NASH still requires a liver
biopsy. Whether these results from mouse strains will hold true for humans will require
further studies.

In the set of milk samples from Brown Swiss and Simmental Fleckvieh cows, the
abundance of numerous milk metabolites in early and late lactation was systematically
investigated, with an emphasis on metabolites related to energy metabolism. The aim of
the study was the identification and correlation of milk constituents to the metabolic
status of the cows. To investigate the influence of lactation stage on physiological and
metabolic variables, two breeds of different productivity were selected. Forty-four
different milk metabolites could be reliably quantified. Large differences in concentrations
of known biomarkers of energy metabolism such as acetone and beta-hydroxybutyric acid
were observed during early lactation, indicating that individual animals cope very
differently with the metabolic stress in this period. This was particularly true for high-
producing animals that yielded highly discrepant values for these markers. These two
sample sets demonstrate the ability of NMR to identify profiles of different metabolic
states of an organism, and that the distinguishing molecules may be deduced from these
profiles.
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The third specific aim concerned the prediction of so-called production diseases in
lactating dairy cows on the basis of metabolic fingerprints of milk and other physiological
fluids.. Results from a herd of Holstein-Friesian cows showed a high predictive potential
for two milk compounds, namely glycerophosphocholine (GPC) and phosphocholine (PC)
that are well-known milk constituents. GPC and PC are part of the phosphatidylcholine
(PtC) breakdown pathway (Holmes-McNary et al. 1996). High PtC breakdown seems to
be beneficial concerning the ketosis risk, possibly due to a reduced need for fatty acids
from body fat mobilization. Although GPC and PC levels have been previously assessed
using a variety of methods, including high pressure liquid chromatography and GC-MS
(Pomfret et al. 1989), NMR (Govindaraju et al. 2000) and enzymatic assays (Chap et al.
1988; Murray et al. 1990) their relation to production diseases such as ketosis was not
known so far. Results were validated on samples obtained from two other breeds, namely
Brown Swiss and Simmental Fleckvieh, indicating the general applicability of the
findings. This shows that NMR analyses are not only able to identify metabolites with
prognostic value, but that new hypotheses for (patho-)physiological mechanisms may be
deduced using NMR results.

92



5 References

Abdelmalek, M. F., Sanderson, S.O., Angulo, P., Soldevila-Pico, C., Liu, C., Peter, J.,
Keach, J., Cave, M., Chen, T., McClain, C.J.,, & Lindor, K.D. (2009). Betaine for
nonalcoholic fatty liver disease: results of a randomized placebo-controlled trial.
Hepatology, 50, 1818-1826.

Abdi, H. & Williams, L.]. (2010). Principal component analysis. Wiley Interdisciplinary
Reviews: Computational Statistics, 2, 433—459.

Aboagye, E. O. & Bhujwalla, Z. M. (1999). Malignant transformation alters membrane
choline phospholipid metabolism of human mammary epithelial cells. Cancer Res, 59, 80—
84.

Adams, L. A. & Lindor, K. D. (2007). Nonalcoholic fatty liver disease. Ann Epidemiol, 17,
863-869.

Adosraku, R. K., Choi, G.T., Constantinou-Kokotos, V., Anderson, M. M., & Gibbons,
W. A. (1994). NMR lipid profiles of cells, tissues, and body fluids: proton NMR analysis of
human erythrocyte lipids. | Lipid Res, 35, 1925-1931.

Alberts, B., Bray, D., Johnson, A., Lewis, J., Raff, M., Roberts, M., & Walter, P. (2001).
Lehrbuch der Molekularen Zellbiologie. Wiley-Vch, Weinheim, Germany.

Almstetter, M. F., Appel, I.]., Gruber, M. A., Lottaz, C., Timischl, B., Spang, R., Dettmer,
K., & Oefner, P.J. (2009). Integrative Normalization and Comparative Analysis for
Metabolic Fingerprinting by Comprehensive Two-Dimensional Gas Chromatography-
Time-of-Flight Mass Spectrometry. Anal Chem, 81, 5731-5739. PMID: 19522528.

Backus, R. C., Rogers, Q. R., & Morris, J. G. (1994). Microbial degradation of taurine in
fecal cultures from cats given commercial and purified diets. ] Nutr, 124, 25405-2545S.

Banos, G., Coffey, M., & Brotherstone, S. (2005). Modeling Daily Energy Balance of Dairy
Cows in the First Three Lactations. | Dairy Sci, 88, 2226 — 2237.

Baticz, O., Tomoskozi, S., Vida, L., & Gaal, T. (2002). Relationship between concentration
of citrate and ketone bodies in cow’s milk. Acta Vet Hung, 50, 253-261.

Beckonert, O., Keun, H. C., Ebbels, T. M. D., Bundy, J.,, Holmes, E., Lindon, J.C., &
Nicholson, J. K. (2007). Metabolic profiling, metabolomic and metabonomic procedures
for NMR spectroscopy of urine, plasma, serum and tissue extracts. Nat Protoc, 2, 2692—
2703.

Belloque, J. & Ramos, M. (2002). Determination of the casein content in bovine milk by
31P-NMR. | Dairy Res, 69, 411-418.

Benjamini, Y. & Hochberg, Y. (1995). Controlling the False Discovery Rate: A Practical and
Powerful Approach to Multiple Testing. Journal of the Royal Statistical Society Series B
(Methodological), 57, pp. 289-300.

93



5 References

Berger, S. & Braun, S. (1998). 200 and More NMR Experiments. Wiley-Vch, Weinheim,
Germany.

Bishop, S. C., Axford, R. F. E., Nicholas, F. W., & Owen, J. B., editors (2009). Breeding for
Disease Resistance in Farm Animals. CABI, Wallingford, UK.

Bland, J. M. & Altman, D. G. (1986). Statistical methods for assessing agreement between
two methods of clinical measurement. Lancet, 1, 307-310.

Bloch, F. (1946). Nuclear Induction. Phys Rev, 70, 460-474.
Blow, N. (2008). Metabolomics: Biochemistry’s new look. Nature, 455, 697-700.

Boudonck, K., Mitchell, M., Wulff, ]J.,, & Ryals, J. (2009). Characterization of the
biochemical variability of bovine milk using metabolomics. Metabolomics, 5, 375-386.
10.1007/s11306-009-0160-8.

Brunt, E. M. (2010). Pathology of nonalcoholic fatty liver disease. Nat Rev Gastroenterol
Hepatol, 7, 195-203.

Buttchereit, N. (2011). Model evaluation and estimation of genetic parameters for energy balance
and related traits in dairy cows. Ph.D. thesis, Christian-Albrechts-University, Kiel, Germany.

Buttchereit, N., Stamer, E., Junge, W., & Thaller, G. (2010). Evaluation of five lactation
curve models fitted for fat:protein ratio of milk and daily energy balance. | Dairy Sci, 93,
1702-1712.

Buttchereit, N., Stamer, E., Junge, W., & Thaller, G. (2010). Relationship of energy balance
and fat protein ratio of milk to disease liability in dairy cattle. Proc WCGALP, 9, 315.

Buttchereit, N., Stamer, E., Junge, W., & Thaller, G. (2011). Short communication: Genetic
relationships among daily energy balance, feed intake, body condition score, and fat to
protein ratio of milk in dairy cows. | Dairy Sci, 94, 1586 — 1591.

Cammann, K., editor (2000). Instrumentelle Analytische Chemie. Spektrum Akademischer
Verlag, Heidelberg, Germany.

Cardoso, J.-F. & Souloumiac, A. (1993). Blind Beamforming for Non Gaussian Signals. I[EE
Proceedings-F, 140, 362-370.

Chao, C. K., Pomfret, E. A., & Zeisel, S. H. (1988). Uptake of choline by rat mammary-
gland epithelial cells. Biochem |, 254, 33-38.

Chap, H.J., Moatti, J. P., Mieusset, R., Nieto, M., Laneelle, G., Bennet, P.]., Mansat, A.,
Pontonnier, F., & Douste-Blazy, L. (1988). Simple, rapid enzymatic determination of
glycerophosphocholine in human seminal plasma. Clin Chem, 34, 106-109.

Chen, S.-W., Chen, Y.-X., Shi, J., Lin, Y., & Xie, W.-E. (2006). The restorative effect of
taurine on experimental nonalcoholic steatohepatitis. Dig Dis Sci, 51, 2225-2234.

94



5 References

Cheung, A.P. & Olson, L.L. (1990). 1TH-NMR assay of phosphatidylcholine and
phosphatidylethanolamine in AL721. | Pharmaceut Biomed, 8, 729 — 734. Papers from the
Second International Symposium on Pharmaceutical and Biomedical Analysis, April 1990.

Ciba-Geigy (1983). Wissenschaftliche Tabellen Geigy. CIBA-GEIGY, Basel, Switzerland.

Cobbold, J. E. L., Anstee, Q. M., Goldin, R. D., Williams, H. R. T., Matthews, H. C., North,
B. V., Absalom, N., Thomas, H. C., Thursz, M. R., Cox, R. D., Taylor-Robinson, S.D., &
Cox, L. J. (2009). Phenotyping murine models of non-alcoholic fatty liver disease through
metabolic profiling of intact liver tissue. Clin Sci (Lond), 116, 403—413.

Cobbold, J. F. L., Patel, J. H., Goldin, R. D., North, B. V., Crossey, M. M. E., Fitzpatrick, ]J.,
Wylezinska, M., Thomas, H. C., Cox, I.]., & Taylor-Robinson, S. D. (2010). Hepatic lipid
profiling in chronic hepatitis C: an in vitro and in vivo proton magnetic resonance
spectroscopy study. | Hepatol, 52, 16-24.

Collard, B., Boettcher, P., Dekkers, J., Petitclerc, D., & Schaeffer, L. (2000). Relationships
Between Energy Balance and Health Traits of Dairy Cattle in Early Lactation. | Dairy Sci,
83, 2683 —2690.

Collins, R. A. & Reid, I. M. (1980). A correlated biochemical and stereological study of
periparturient fatty liver in the dairy cow. Res Vet Sci, 28, 373-376.

Constantinou, M. A., Papakonstantinou, E., Spraul, M., Sevastiadou, S., Costalos, C.,
Koupparis, M. A., Shulpis, K., Tsantili-Kakoulidou, A., & Mikros, E. (2005). 1H NMR-
based metabonomics for the diagnosis of inborn errors of metabolism in urine. Anal Chim
Acta, 542,169 — 177.

Cornfield, J. (1951). A method of estimating comparative rates from clinical data;
applications to cancer of the lung, breast, and cervix. | Natl Cancer Inst, 11, 1269-1275.

de la Fuente, A., Bing, N., Hoeschele, I., & Mendes, P. (2004). Discovery of meaningful
associations in genomic data using partial correlation coefficients. Bioinformatics, 20, 3565—
3574.

DeMarco, T. (1979). Structured Analysis and System Specification. Prentice Hall, Upper
Saddle River, NJ, USA.

Dorn, C., Kraus, B., Motyl, M., Weiss, T.S., Gehrig, M., Scholmerich, J., Heilmann, J., &
Hellerbrand, C. (2010). Xanthohumol, a chalcon derived from hops, inhibits hepatic
inflammation and fibrosis. Mol Nutr Food Res, Epub ahead of print.

Dorn, C., Riener, M.-O., Kirovski, G., Saugspier, M., Steib, K., Weiss, T., Gabele, E.,
Kristiansen, G., Hartmann, A., & Hellerbrand, C. (2010). Expression of fatty acid synthase
in nonalcoholic fatty liver disease. Int | Clin Exp Pathol, 3, 505-514.

Dubey, S. S., Palodhi, G. R., & Jain, A. K. (1987). Ascorbic acid, dehydroascorbic acid and
glutathione in liver disease. Indian | Physiol Pharmacol, 31, 279-283.

95



5 References

Duffield, T.F. Lissemore, K.D. McBride, B.W., & Leslie, K. E. (2009). Impact of
hyperketonemia in early lactation dairy cows on health and production. | Dairy Sci, 92,
571-580.

Dumas, M.-E., Barton, R. H., Toye, A., Cloarec, O., Blancher, C., Rothwell, A., Fearnside,
J., Tatoud, R., Blanc, V., Lindon, J. C., Mitchell, S. C., Holmes, E., McCarthy, M. I, Scott, .,
Gauguier, D., & Nicholson, J. K. (2006). Metabolic profiling reveals a contribution of gut
microbiota to fatty liver phenotype in insulin-resistant mice. Proc Natl Acad Sci U S A, 103,
12511-12516.

Easter, D.]J.,, Patton, S, & McCarthy, R.D. (1970). Metabolism of Phospholipid in
Mammary Gland: I. The Supply of Phospholipid for Milk Synthesis in the Rat and Goat.
Lipids, 6, 844-849.

Enjalbert, F., Nicot, M. C., Bayourthe, C., & Moncoulon, R. (2001). Ketone bodies in milk
and blood of dairy cows: relationship between concentrations and utilization for detection
of subclinical ketosis. | Dairy Sci, 84, 583-589.

Erb, H. & Grohn, Y. (1988). Epidemiology of Metabolic Disorders in the Periparturient
Dairy Cow. | Dairy Sci, 71, 2557 — 2571.

Erdman, R. A. & Sharma, B.K. (1991). Effect of dietary rumen-protected choline in
lactating dairy cows. | Dairy Sci, 74, 1641-1647.

Fan, T. W. M., Lane, A. N., Higashi, R. M., Farag, M. A., Gao, H., Bousamra, M., & Miller,
D. M. (2009). Altered regulation of metabolic pathways in human lung cancer discerned
by (13)C stable isotope-resolved metabolomics (SIRM). Mol Cancer, 8, 41.

FDA (2001). Guidance for Industry: Bioanalytical Method Validation.

Gabow, P. A. (1993). Autosomal dominant polycystic kidney disease. Am | Kidney Dis, 22,
511-512.

Gallazzini, M. & Burg, M.B. (2009). What's New About Osmotic Regulation of
Glycerophosphocholine. Physiology, 24, 245-249.

Gallazzini, M., Ferraris, J. D., Kunin, M., Morris, R. G., & Burg, M. B. (2008). Neuropathy
target esterase catalyzes osmoprotective renal synthesis of glycerophosphocholine in
response to high NaCl. Proc Natl Acad Sci USA, 105, 11026-11031.

Galons, J. P., Job, C., & Gillies, R. J. (1995). Increase of GPC levels in cultured mammalian
cells during acidosis. A 31P MR spectroscopy study using a continuous bioreactor system.
Magn Reson Med, 33, 422-426.

Garnsworthy, P., Masson, L., Lock, A., & Mottram, T. (2006). Variation of Milk Citrate
with Stage of Lactation and De Novo Fatty Acid Synthesis in Dairy Cows. | Dairy Sci, 89,
1604 - 1612.

96



5 References

Geishauser, T., Leslie, K., Tenhag, J., & Bashiri, A. (2000). Evaluation of eight cow-side
ketone tests in milk for detection of subclinical ketosis in dairy cows. | Dairy Sci, 83, 296
299,

Glunde, K., Shah, T., Winnard, P. T., Raman, V., Takagi, T., Vesuna, F., Artemov, D., &
Bhujwalla, Z. M. (2008). Hypoxia regulates choline kinase expression through hypoxia-
inducible factor-1 alpha signaling in a human prostate cancer model. Cancer Res, 68, 172—
180.

Govindaraju, V., Young, K., & Maudsley, A. A. (2000). Proton NMR chemical shifts and
coupling constants for brain metabolites. NMR Biomed, 13, 129-153.

Grob, R. L. & Barry, E. F., editors (2004). Modern Practice of Gas Chromatography. John Wiley
& Sons, Hoboken, NJ, USA.

Gronwald, W., Klein, M. S., Kaspar, H., Fagerer, S. R, Niirnberger, N., Dettmer, K,
Bertsch, T., & Oefner, P.]. (2008). Urinary metabolite quantification employing 2D NMR
spectroscopy. Anal Chem, 80, 9288-9297.

Gronwald, W, Klein, M. S., Zeltner, R., Schulze, B.-D., Reinhold, S. W., Deutschmann, M.,
Immervoll, A.-K., Boger, C. A., Banas, B., Eckardt, K.-U., & Oefner, P. ]. (2011). Detection

of autosomal dominant polycystic kidney disease by NMR spectroscopic fingerprinting of
urine. Kidney Int, 79, 1244-1253.

Hardison, W. G. & Proffitt, J. H. (1977). Influence of hepatic taurine concentration on bile
acid conjugation with taurine. Am | Physiol, 232, E75-E79.

Holmes, E., Foxall, P. J., Spraul, M., Farrant, R. D., Nicholson, J. K., & Lindon, J. C. (1997).
750 MHz 1H NMR spectroscopy characterisation of the complex metabolic pattern of
urine from patients with inborn errors of metabolism: 2-hydroxyglutaric aciduria and
maple syrup urine disease. | Pharm Biomed Anal, 15, 1647-1659.

Holmes, E., Loo, R. L., Stamler, J., Bictash, M., Yap, I. K. S., Chan, Q., Ebbels, T., Iorio,
M. D., Brown, L. ]., Veselkov, K. A., Daviglus, M. L., Kesteloot, H., Ueshima, H., Zhao, L.,
Nicholson, J. K., & Elliott, P. (2008). Human metabolic phenotype diversity and its
association with diet and blood pressure. Nature, 453, 396—400.

Holmes, H. C., Snodgrass, G.]J., & Iles, R. A. (2000). Changes in the choline content of
human breast milk in the first 3 weeks after birth. Eur | Pediatr, 159, 198-204.

Holmes-McNary, M. Q., Cheng, W.L., Mar, M. H., Fussell, S., & Zeisel, S. H. (1996).
Choline and choline esters in human and rat milk and in infant formulas. Am | Clin Nutr,
64, 572-576.

Holt, C. & Muir, D. D. (1979). Inorganic constituents of milk: I. Correlation of soluble
calcium with citrate in bovine milk. | Dairy Res, 46, 433-439.

Hoult, D. I. & Ginsberg, N. S. (2001). The Quantum Origins of the Free Induction Decay
Signal and Spin Noise. ] Magn Reson, 148, 182 — 199.

97



5 References

Hiittmann, H., Stamer, E., Junge, W., Thaller, G., & Kalm, E. (2009). Analysis of feed
intake and energy balance of high-yielding first lactating Holstein cows with fixed and
random regression models. Anim, 3, 181-188.

Hu, F., Furihata, K., Kato, Y., & Tanokura, M. (2007). Nondestructive quantification of
organic compounds in whole milk without pretreatment by two-dimensional NMR
spectroscopy. | Agric Food Chem, 55, 4307-4311.

Huber, T. L. (1976). Physiological effects of acidosis on feed lot cattle. | Anim Sci, 43, 902—
909.

Hyvarinen, A. & Oja, E. (2000). Independent component analysis: algorithms and
applications. Neural Netw, 13, 411-430.

Ilcol, Y. O., Ozbek, R., Hamurtekin, E., & Ulus, I. H. (2005). Choline status in newborns,
infants, children, breast-feeding women, breast-fed infants and human breast milk. ] Nutr
Biochem, 16, 489—-499.

Ingvartsen, K. & Andersen, J. (2000). Integration of Metabolism and Intake Regulation: A
Review Focusing on Periparturient Animals. | Dairy Sci, 83, 1573 — 1597.

Ingvartsen, K., Dewhurst, R., & Friggens, N. (2003). On the relationship between
lactational performance and health: is it yield or metabolic imbalance that cause
production diseases in dairy cattle? A position paper. Livest Prod Sci, 83, 277 — 308.

Iorio, E., Mezzanzanica, D., Alberti, P., Spadaro, F., Ramoni, C., D’Ascenzo, S., Millimaggi,
D., Pavan, A., Dolo, V. Canevari, S., & Podo, F. (2005). Alterations of choline
phospholipid metabolism in ovarian tumor progression. Cancer Res, 65, 9369-9376.

Iorio, E., Ricci, A., Bagnoli, M., Pisanu, M. E., Castellano, G., Vito, M. D., Venturini, E.,
Glunde, K., Bhujwalla, Z. M., Mezzanzanica, D., Canevari, S., & Podo, F. (2010).
Activation of phosphatidylcholine cycle enzymes in human epithelial ovarian cancer cells.
Cancer Res, 70, 2126-2135.

Jahns, G. L., Kent, M. N., Burgoon, L. D., DelRaso, N., Zacharewski, T.R., & Reo, N. V.
(2009). Development of analytical methods for NMR spectra and application to a 13C
toxicology study. Metabolomics, 5, 253-262.

Johnson, N. A., Walton, D. W., Sachinwalla, T., Thompson, C. H., Smith, K., Ruell, P. A,,
Stannard, S. R., & George, J. (2008). Noninvasive assessment of hepatic lipid composition:
Advancing understanding and management of fatty liver disorders. Hepatology, 47, 1513—
1523.

Kalaitzakis, E., Panousis, N., Roubies, N., Giadinis, N., Kaldrymidou, E., Georgiadis, M.,
& Karatzias, H. (2010). Clinicopathological evaluation of downer dairy cows with fatty
liver. Can Vet |, 51, 615-622.

Kaspar, H., Dettmer, K., Gronwald, W., & Oefner, P. J. (2008). Automated GC-MS analysis
of free amino acids in biological fluids. ] Chromatogr B Analyt Technol Biomed Life Sci, 870,
222-232.

98



5 References

Kohler, W., Schachtel, G., & Voleske, P. (2002). Biostatistik. Springer, Berlin, Germany.

Klein, M. S. (2007). ESR-Untersuchungen zu strahleninduzierten Radikalen in Fingernigeln.
Diploma thesis, University of Regensburg, Germany.

Klein, M. S., Almstetter, M. F., Schlamberger, G., Niirnberger, N., Dettmer, K., Oefner,
P.J., Meyer, H. H.D., Wiedemann, S., & Gronwald, W. (2010). Nuclear magnetic
resonance and mass spectrometry-based milk metabolomics in dairy cows during early
and late lactation. | Dairy Sci, 93, 1539-1550.

Klein, M. S., Buttchereit, N., Miemczyk, S., Immervoll, A.-K., Louis, C., Wiedemann, S,
Junge, W., Thaller, G., Oefner, P. ]., & Gronwald, W. (2011). NMR Metabolomic Analysis
of Dairy Cows Reveals Milk Glycerophosphocholine to Phosphocholine Ratio as
Prognostic Biomarker for Risk of Ketosis. ] Prot Res.

Klein, M. S., Dorn, C., Saugspier, M., Hellerbrand, C., Oefner, P.]., & Gronwald, W.
(2011). Discrimination of steatosis and NASH in mice using nuclear magnetic resonance
spectroscopy. Metabolomics, 7, 237-246. 10.1007/s11306-010-0243-6.

Kohl, S., Klein, M. S., Hochrein, J., Oefner, P.]., Spang, R., & Gronwald, W. (2011). State-
of-the art data normalization methods improve NMR-based metabolomic analysis.
Metabolomics, 1-15. 10.1007/s11306-011-0350-z.

Kojima, H., Sakurai, S., Uemura, M., Fukui, H., Morimoto, H., & Tamagawa, Y. (2007).
Mitochondrial abnormality and oxidative stress in nonalcoholic steatohepatitis. Alcohol
Clin Exp Res, 31, S61-566.

Konar, A., Thomas, P.C., & Rook, J. A.F. (1971). The concentrations of some water-
soluble constituents in the milks of cows, sows, ewes and goats. | Dairy Res, 38, 333-341.

Kuksis, A., Roberts, A. Thompson, J., Myher, ], & Geher, K. (1983). Plasma
phosphatidylcholine/free cholesterol ratio as an indicator for atherosclerosis.
Arteriosclerosis, 4, 389-397.

Lewis, I. A., Schommer, S. C., Hodis, B., Robb, K. A., Tonelli, M., Westler, W. M., Sussman,
M.R., & Markley, J.L. (2007). Method for determining molar concentrations of
metabolites in complex solutions from two-dimensional 1H-13C NMR spectra. Anal Chem,
79, 9385-9390.

Lilliefors, H. W. (1967). On the Kolmogorov-Smirnov Test for Normality with Mean and
Variance Unknown. | A S A, 62, 399-402.

Lindon, J.C., Holmes, E., & Nicholson, J. K. (2006). Metabonomics techniques and
applications to pharmaceutical research & development. Pharm Res, 23, 1075-1088.

Lindon, J. C. & Nicholson, J. K. (2008). Spectroscopic and Statistical Techniques for
Information Recovery in Metabonomics and Metabolomics. Annu Rev Anal Chem, 1, 45-69.

Mai, C. (1912). Der Einfluss des Gefrierens auf die Zusammensetzung der Milch.
Zeitschrift fiir Lebensmitteluntersuchung und -Forschung A, 23, 250-254.

99



5 References

Malakauskas, S. M., Quan, H., Fields, T. A., McCall, S.]., Yu, M.-].,, Kourany, W. M., Frey,
C. W, & Le, T. H. (2007). Aminoaciduria and altered renal expression of luminal amino
acid transporters in mice lacking novel gene collectrin. Am | Physiol Renal Physiol, 292,
F533-F544.

Miyataka, H., Ozaki, T., & Himeno, S. (2007). Effect of pH on 1H-NMR spectroscopy of
mouse urine. Biol Pharm Bull, 30, 667-670.

Martensson, J. & Meister, A. (1992). Glutathione deficiency increases hepatic ascorbic acid
synthesis in adult mice. Proc Natl Acad Sci U S A, 89, 11566-11568.

Murray, J.J., Dinh, T. T., Truett, A.P., & Kennerly, D. A. (1990). Isolation and enzymic
assay of choline and phosphocholine present in cell extracts with picomole sensitivity.
Biochem |, 270, 63-68.

Ndibualonji, B. B., Dehareng, D., Eenaeme, C. V., & Godeau, J. M. (1995). Response of
milk yield, plasma cortisol, amino acids, urea and glucose to a single low-dose
administration of adrenocorticotrophic hormone in lactating cows. Vet Res, 26, 32—-42.

Neild, G. H., Foxall, P.J., Lindon, J. C., Holmes, E. C., & Nicholson, J. K. (1997). Uroscopy
in the 21st century: high-field NMR spectroscopy. Nephrol Dial Transplant, 12, 404-417.

Nicholson, J. K., Foxall, P. J. D., Spraul, M., Farrant, R. D., & Lindon, J. C. (1995). 750 MHz
1H and 1H-13C NMR Spectroscopy of Human Blood Plasma. Anal Chem, 67, 793-811.

Nicholson, J. K. & Lindon, J. C. (2008). Systems biology: Metabonomics. Nature, 455, 1054—
1056.

Nielsen, J. & Jewett, M. C., editors (2007). Metabolomics. Springer, Berlin, Germany.

Obinata, K., Maruyama, T., Hayashi, M., Watanabe, T., & Nittono, H. (1996). Effect of
taurine on the fatty liver of children with simple obesity. Adv Exp Med Biol, 403, 607-613.

Olson, L.K., Tan, Y., Zhao, Y., Aupperlee, M. D., & Haslam, S.Z. (2010). Pubertal
exposure to high fat diet causes mouse strain-dependent alterations in mammary gland
development and estrogen responsiveness. Int | Obes (Lond), 34, 1415-1426.

Oostendorp, M., Engelke, U.F., Willemsen, M. A., & Wevers, R. A. (2006). Diagnosing
Inborn Errors of Lipid Metabolism with Proton Nuclear Magnetic Resonance
Spectroscopy. Clin Chem, 52, 1395-1405.

Overhauser, A. W. (1953). Polarization of Nuclei in Metals. Phys Rev, 92, 411-415.

Peake, M. & Whiting, M. (2006). Measurement of serum creatinine—current status and
future goals. Clin Biochem Rev, 27, 173-184.

Pearson, H. (2007). Meet the human metabolome. Nature, 446, 8.

Pearson, K. (1901). On Lines and Planes of Closest Fit to Systems of Points in Space.
Philosophical Magazine, 2, 559-572.

100



5 References

Pinotti, L., Baldi, A., & Dell’Orto, V. (2002). Comparative mammalian choline metabolism
with emphasis on the high-yielding dairy cow. Nutr Res Rev, 15, 315-332.

Podo, F. (1999). Tumour phospholipid metabolism. NMR Biomed, 12, 413-439.

Pomfret, E. A., daCosta, K. A., Schurman, L. L., & Zeisel, S. H. (1989). Measurement of
choline and choline metabolite concentrations using high-pressure liquid chromatography
and gas chromatography-mass spectrometry. Anal Biochem, 180, 85-90.

Pryce, J. E., Veerkamp, R.F., Thompson, R., Hill, W.G., & Simm, G. (1997). Genetic
aspects of common health disorders and measures of fertility in Holstein Friesian dairy
cattle. Anim Sci, 65, 353-360.

Purcell, E. M., Torrey, H. C., & Pound, R. V. (1946). Resonance absorption by nuclear
magnetic moments in a solid. Phys Rev, 69, 37:38.

Puri, P., Baillie, R. A., Wiest, M. M., Mirshahi, F., Choudhury, J., Cheung, O., Sargeant, C,,
Contos, M.]., & Sanyal, A.]. (2007). A lipidomic analysis of nonalcoholic fatty liver
disease. Hepatology, 46, 1081-1090.

Pyorala, S. (2003). Indicators of inflammation in the diagnosis of mastitis. Vet Res, 34, 565—
578.

Roginski, H. & Fuquay, J. W. (2004). Encyclopedia of Dairy Sciences. Academic Press,
London, UK.

Saverymuttu, S. H., Joseph, A.E., & Maxwell, J. D. (1986). Ultrasound scanning in the
detection of hepatic fibrosis and steatosis. Br Med | (Clin Res Ed), 292, 13-15.

Schnackenberg, L. K., Dragan, Y. P., Reily, M. D., Robertson, D. G., & Beger, R. D. (2007).
Evaluation of NMR spectral data of urine in conjunction with measured clinical chemistry
and histopathology parameters to assess the effects of liver and kidney toxicants.
Metabolomics, 3, 87-100.

Scholz, M., Gatzek, S., Sterling, A., Fiehn, O., & Selbig, J. (2004). Metabolite fingerprinting;:
detecting biological features by independent component analysis. Bioinformatics, 20, 2447—
2454.

Seavey, B. R,, Farr, E. A., Westler, W. M., & Markley, J. L. (1991). A relational database for
sequence-specific protein NMR data. | Biomol NMR, 1, 217-236.

Seoane, J., Barbera, A., Télémaque-Potts, S., Newgard, C.B., & Guinovart, J.]. (1999).
Glucokinase overexpression restores glucose utilization and storage in cultured
hepatocytes from male Zucker diabetic fatty rats. | Biol Chem, 274, 31833-31838.

Serkova, N.J., Jackman, M., Brown, J. L., Liu, T., Hirose, R., Roberts, J. P., Maher, J.]., &
Niemann, C. U. (2006). Metabolic profiling of livers and blood from obese Zucker rats. |
Hepatol, 44, 956-962.

101



5 References

Shanaiah, N., Desilva, M. A., Gowda, G. A. N., Raftery, M. A., Hainline, B. E., & Raftery,
D. (2007). Class selection of amino acid metabolites in body fluids using chemical
derivatization and their enhanced 13C NMR. Proc Natl Acad Sci U S A, 104, 11540-11544.

Sharma, B. K. & Erdman, R. A. (1989). Effects of dietary and abomasally infused choline
on milk production responses of lactating dairy cows. | Nutr, 119, 248-254.

Smith, L. M., Maher, A. D., Want, E. J., Elliott, P., Stamler, J., Hawkes, G. E., Holmes, E.,
Lindon, J. C., & Nicholson, J. K. (2009). Large-Scale Human Metabolic Phenotyping and
Molecular Epidemiological Studies via 1TH NMR Spectroscopy of Urine: Investigation of
Borate Preservation. Anal Chem, 81, 4847-4856.

Spearman, C. (1904). The proof and measurement of association between two things. Am |
Psychol, 15, 72-101.

Stelwagen, K., van Espen, D. C., Verkerk, G. A., McFadden, H. A., & Farr, V. C. (1998).
Elevated plasma cortisol reduces permeability of mammary tight junctions in the lactating
bovine mammary epithelium. | Endocrinol, 159, 173-178.

Stolzenburg, S., Lauridsen, M., Toft, H., Zalloua, P., & Baunsgaard, D. (2011). Improved
quality of &lt;sup&gt;1&lt;/sup&gt;H NMR spectroscopic data for enhanced metabolic
profiling of low molecular weight metabolites in human serum. Metabolomics, 7, 270-277.

Tang, H., Wang, Y., Nicholson, J. K., & Lindon, J. C. (2004). Use of relaxation-edited one-
dimensional and two dimensional nuclear magnetic resonance spectroscopy to improve
detection of small metabolites in blood plasma. Anal Biochem, 325, 260-272.

Toso, B., Procida, G., & Stefanon, B. (2002). Determination of volatile compounds in cows’
milk using headspace GC-MS. | Dairy Res, 69, 569-577.

Topel, A. (2004). Chemie und Physik der Milch. Behr’s Verlag, Hamburg, Germany.

Turnbaugh, P.]., Ley, R. E.,, Mahowald, M. A., Magrini, V., Mardis, E. R., & Gordon, J. L.
(2006). An obesity-associated gut microbiome with increased capacity for energy harvest.
Nature, 444, 1027-1031.

Waldhier, M. C., Almstetter, M. F., Niirnberger, N., Gruber, M. A., Dettmer, K., & Oefner,
P.J. (2011). Improved enantiomer resolution and quantification of free d-amino acids in
serum and urine by comprehensive two-dimensional gas chromatography-time-of-flight
mass spectrometry. | Chromatogr A, 1218, 4537 — 4544.

Wang, Q., Jiang, L., Wang, J., Li, S., Yu, Y., You, J., Zeng, R., Gao, X., Rui, L., Li, W., & Liu,
Y. (2009). Abrogation of hepatic ATP-citrate lyase protects against fatty liver and
ameliorates hyperglycemia in leptin receptor-deficient mice. Hepatology, 49, 1166-1175.

Waters, N. J., Holmes, E., Waterfield, C.]., Farrant, R. D., & Nicholson, J. K. (2002). NMR
and pattern recognition studies on liver extracts and intact livers from rats treated with
alpha-naphthylisothiocyanate. Biochem Pharmacol, 64, 67-77.

102



5 References

Weljie, A. M., Newton, J., Mercier, P., Carlson, E., & Slupsky, C. M. (2006). Targeted
profiling: quantitative analysis of 1H NMR metabolomics data. Anal Chem, 78, 4430-4442.

Wishart, D. S. (2008). Quantitative metabolomics using NMR. TrAC Trends in Analytical
Chemistry, 27, 228 — 237. Metabolomics.

Wishart, D. S., Lewis, M. J., Morrissey, J. A., Flegel, M. D., Jeroncic, K., Xiong, Y., Cheng,
D., Eisner, R., Gautam, B., Tzur, D., Sawhney, S., Bamforth, F., Greiner, R., & Li, L. (2008).

The human cerebrospinal fluid metabolome. | Chromatogr B Analyt Technol Biomed Life Sci,
871, 164-173.

Xia, J., Bjorndahl, T., Tang, P., & Wishart, D. (2008). MetaboMiner - semi-automated
identification of metabolites from 2D NMR spectra of complex biofluids. BMC
Bioinformatics, 9, 507.

Yaman, H., Caklr, E., Ozcan, O., Yesilova, Z., Ozcan, A., Akgul, E. O., Erbil, M. K., Bagci,
S., Bilgi, C., & Dagalp, K. (2005). Elevated urine neopterin levels in nonalcoholic
steatohepatitis. Clin Biochem, 38, 187 — 190.

Zeisel, S. H., daCosta, K. A., Youssef, M., & Hensey, S. (1989). Conversion of dietary
choline to trimethylamine and dimethylamine in rats: dose-response relationship. | Nutr,
119, 800-804.

Zheng, M., Lu, P, Liu, Y., Pease, J., Usuka, J., Liao, G., & Peltz, G. (2007). 2D NMR
metabonomic analysis: a novel method for automated peak alignment. Bioinformatics, 23,
2926-2933.

Zobel, R., Tkalcic, S., Buic, V., Pipal, I., Geres, D., & Samardzija, M. (2011). Repeat breeder
syndrome in dairy cows: influence of breed and age on its prevalence and the success of a
hormone therapy. Turk | Vet Anim Sci, 35.

103



6 About the Author

104



6 About the Author

6.1 Curriculum Vitae

6.1 Curriculum Vitae

Name
Date of birth
Place of birth

Nationalities

Education

Mar 2008 - present

Oct 2006 - Nov 2007

Apr 2002 - Nov 2007

Sep 1991 - June 2000

Matthias Stefan Klein
July 14, 1980
Bad Reichenhall, Germany

German, Swedish

Ph.D. thesis at the University of Regensburg, Regensburg,
Germany

Diploma thesis in Biophysics (Advisor: Prof. Dr. Elmar Lang)
Topic: ESR Analyses on Radiation-Induced Radicals in
Fingernails

Physics studies at the University of Regensburg,
Regensburg, Germany

High school (Karlsgymnasium, Bad Reichenhall, Germany)

105



6 About the Author 6.2 Publications

6.2 Publications

Klein, M. S. (2007). ESR-Untersuchungen zu strahleninduzierten Radikalen in Fingernigeln.
Diploma thesis, University of Regensburg, Germany.

Gronwald, W., Klein, M. S., Kaspar, H., Fagerer, S. R., Niirnberger, N., Dettmer, K,
Bertsch, T., & Oefner, P. J. (2008). Urinary metabolite quantification employing 2D NMR
spectroscopy. Anal Chem, 80, 9288-9297.

Klein, M. S., Almstetter, M. F., Schlamberger, G., Niirnberger, N., Dettmer, K., Oefner, P.
J., Meyer, H. H. D., Wiedemann, S., & Gronwald, W. (2010). Nuclear magnetic resonance
and mass spectrometry-based milk metabolomics in dairy cows during early and late
lactation. | Dairy Sci, 93, 1539-1550.

Klein, M. S., Dorn, C., Saugspier, M., Hellerbrand, C., Oefner, P. J., & Gronwald, W.
(2011). Discrimination of steatosis and NASH in mice using nuclear magnetic resonance
spectroscopy. Metabolomics, 7, 237-246.

Gronwald, W, Klein, M. S., Zeltner, R., Schulze, B.-D., Reinhold, S. W., Deutschmann, M.,
Immervoll, A.-K., Boger, C. A., Banas, B., Eckardt, K.-U., & Oefner, P. J. (2011). Detection
of autosomal dominant polycystic kidney disease by NMR spectroscopic fingerprinting of
urine. Kidney International, 79, 1244-1253.

Kohl, S., Klein, M. S., Hochrein, ]J., Oefner, P. J., Spang, R., & Gronwald, W. (2011). State-
of-the art data normalization methods improve NMR-based metabolomic analysis.
Metabolomics.

Klein, M. S., Buttchereit, N., Miemczyk, S., Immervoll, A.-K., Louis, C., Wiedemann, S.,
Junge, W., Thaller, G., Oefner, P. J., & Gronwald, W. (2011). NMR Metabolomic Analysis
of Dairy Cows Reveals Milk Glycerophosphocholine to Phosphocholine Ratio as
Prognostic Biomarker for Risk of Ketosis. | Prot Res. DOI: 10.1021/pr201017n

In Preparation

Almstetter, M. F., Niirnberger, N., Schlamberger, G., Gronwald, W., Klein, M. S,,
Wiedemann, S., Meyer, H. H., Oefner, P. J., & Dettmer, K. (2011). Mass Spectrometry
Based Plasma Metabolomics in Dairy Cows during Early and Late Lactation. In
preparation.

Hochrein, J., Klein, M. S., Spang, R., Oefner, P. J., & Gronwald, W. (2011). Optimized
Classification of Metabolomic Data. In preparation.

Klein, M. S., Oefner, P. J., & Gronwald, W. (2011). OMS as NMR Quantification Standard
in Lipophilic Samples. In preparation.

Klein, M. S., Oefner, P. J., & Gronwald, W. (2011). QUANTIFY - A Tool for Quantification
from 1D and 2D NMR Spectra. In preparation.

106



6 About the Author 6.3 Poster Presentations

Thomas, A., Reinders, J., Stevens, A. P., Klein, M. S., Hellerbrand, C., Dettmer-Wilde, K.,
Gronwald, W., & Oefner, P. J. (2011). Analysis of early changes in the liver soluble
proteome from mice fed a non-alcoholic steatohepatitis inducing diet. In preparation.

6.3 Poster Presentations

September 22 - 25, 2008: Urinary Metabolite Quantification Employing 2D NMR Spectroscopy
at the annual discussion meeting of the Magnetic Resonance Spectroscopy Division of the
German Chemical Society (GDCh) in Regensburg, Germany

September 21 - 24, 2009: NMR and Mass Spectrometry Based Milk Metabolomics in Dairy Cows
During Early and Late Lactation at the annual discussion meeting of the Magnetic
Resonance Spectroscopy Division of the German Chemical Society (GDCh) in Dresden,
Germany

January 28 - 29, 2011: Discrimination of Steatosis and NASH in Mice Using Nuclear Magnetic
Resonance Spectroscopy at the annual meeting of the German Association for the Study of
the Liver (GASL) in Regensburg, Germany

August 21 - 25, 2011: NMR Analyses of Milk Metabolites Allow Disease Prediction for Dairy
Cows at the annual meeting of the European Magnetic Resonance Community
(EUROMAR) in Frankfurt/Main, Germany

6.4 Conference Talks

September 21, 2010: Discrimination of Steatosis and NASH in Mice Using NMR at the annual
discussion meeting of the Magnetic Resonance Spectroscopy Division of the German
Chemical Society (GDCh) in Miinster, Germany

April 14, 2011: Urinary NMR Fingerprinting in the Differential Diagnosis of Autosomal

Dominant Polycystic Kidney Disease at the associate seminar of the Bavarian Genome
Research Network (BayGene) in Grosshadern/Martinsried, Germany

107



Appendix

Appendix I: Tables

108



Appendix Appendix I: Tables

Table 1. Analysis of Human Urinary Metabolites: Chemical Shift Values of Urinary
Metabolites for the High-Resolution 2D 'H-3C HSQC Spectrum of a Healthy Control
Urine Specimen (Figure 11). Adapted from (Gronwald et al. 2011).

13C Frequency 'H Frequency Compound
[ppm] [ppm]
36.74 3.74
30.62 3.23
30.62 3.20 1-methylhistidine
30.62 3.15
30.62 3.12
123.12 7.10 1-methylhistidine/anserine
51.43 4.48 1-methylnicotinamide
118.28 7.01 2,5-furandicarboxylic acid
24.14 1.63
32.94 1.86 2-aminoadipic acid
57.68 3.74
3627 228 2-hydroxyglutaric acid
36.33 2.25
29.65 1.36 2-hydroxyisobutyric acid
46.25 3.78
2-methylbutyrylglycine
1402 0.89 yoryeye
46.25 3.81 2-methylbutyrylglycine/ tiglyglycine
24.32 0.93 2-oxo-isocaproic acid
32.15 3.38 3,7-dimethyluric acid
31.10 3.43
545 311 3-aminoisobutyric acid
45.28 3.04
18.05 1.19 3-aminoisobutyric acid/ methylmalonic acid
29.01 1.32
51.40 2.46 3-hydroxy-3-methylglutaric acid
51.41 2.43
52.37 2.37 3-hydroxyisovaleric acid
30.94 1.27 3-hydroxyisovaleric acid/ caprylic acid
42.86 2.44
3-hydroxypropionic acid
6189 3.80 yaroxypropionicaa
27.56 338 3-methylhistidine
27.56 3.28
35.45 3.79 3-methylhistidine/anserine
56.73 3.93 3-methylhistidine/ phosphocreatine/creatine
32.23 3.52 3-methylxanthine
27.71 1.82
37.08 2.25 4-guanidinobutyric acid
43.68 3.20
46.73 3.94
118.44 6.97 4-hydroxyhippuric acid
132.31 7.75
46.27 3.45 4-hydroxyphenylacetic acid
118.2; .87
1324? gfé 4-hydroxyphenylacetic acid/N-acetyltyrosine
29.33 1.68 . L
5-aminopentanonic acid
25.30 1.64
39.64 2.24 5-aminopentanonic acid/2-aminoadipic acid
26.11 1.92 acetic acid
33.06 2.23 acetone
23.43 2.15 -
acetyl-L-carnitine
43.35 2.55
56.73 3.20 acetyl-L-carnitine/choline/isobutyrylcarnitine
43.35 2.72 acetyl-L-carnitine/ guanidinosuccinic acid
69.60 5.60
70.91 3.88 acetyl-L-carnitine/ isobutyrylcarnitine
71.07 3.61
53.50 3.79 .
alanine
19.02 1.48
66.24 5.40 allantoin
138.48 8.27 anserine
73.47 3.59 arabitol
73.32 3.94
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65.75 3.84
43.51 3.24 .
arginine
26.75 1.65
26.62 1.72 arginine/ethylmalonic acid
30.46 1.92 arginine/ornithine/N-acetyl-L-glutamine
37.55 2.88
37.54 2.94 asparagine
54.32 4.01
36.59 2.58 .
{-alanine
39.68 3.19
68.97 3.90 .
betaine
56.24 3.26
36.27 3.92 .
caffeine
146.76 7.89
33.08 342 caffeine/1,3-dimethyluric acid
30.54 3.29
72.84 3.43
45.77 2.44 .
carnitine
56.91 3.23
66.98 4.57
70.42 3.52 choline
58.34 4.06
46.41 3.14 . e
cis-aconitic acid
128.43 5.81
49.47 2.65 . S
citramalic acid
28.04 1.34
47.86 2.71
47.86 2.68 e
citric acid
47.86 2.56
47.86 2.54
39.81 3.04 creatine/phosphocreatine/N-acetyltyrosine
59.14 4.06 A,
creatinine
33.04 3.04
56.24 4.13
40.29 3.16
40.63 3.41 cystine
40.67 3.38
40.64 3.20
74.29 3.97
74.48 4.28 D-galactonic acid
72.68 3.66
32.24 2.68 dihydrouracil
37.58 2.73 dimethylamine
72.20 380 D-mannitol
66.23 3.88
73.83 3.77 D-mannitol/arabitol
66.07 3.68 D-mannitol/galactitol/threonic acid/arabitol/D-galactonic acid
76.39 3.95
77.08 414 D-saccharic acid
76.55 4.10
74.77 4.08
99.59 4.58
95.25 5.20
68.01 3.32
77.03 3.23 D-xylose
72.35 3.62
75.74 3.65
78.75 3.42
65.59 3.77 .
erythritol
65.59 3.79
19.18 1.15 ethanol/2-methylbutyryl-glycine
60.59 3.83 .
ethanolamine
44.32 3.16
14.80 0.88 ethylmalonic acid
72.36 3.69 galactitol
73.00 3.98 galactitol/D-galactonic acid
104.31 5.46 glucosan
67.90 4.10
68.02 3.76
73.01 3.54
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73.75 3.68
79.11 4.63
74.94 3.69 glucosan/erythritol
75.58 3.73
74.45 3.84
72.52 3.41
63.66 3.91
63.66 3.89
63.66 3.72

glucose
63.49 3.85
63.33 3.79
95.10 5.25
98.95 4.64
77.05 3.25
78.73 3.48
74.42 3.54 glucose/D-xylose
33.68 2.45 .

glutamine

29.17 2.14
57.21 3.78 glutamine/lysine/arginine/glutamic acid/ornithine
44.48 3.57 glycine
64.14 3.95 glycolic acid
27.24 1.64
25.14 0.93 glycyl-L-leucine
23.54 0.89
47.52 3.80 guanidinoacetate
4335 274 guanidinosuccinic acid
57.70 4.24
43.35 2.53 guanidinosuccinic acid/ isobutyrylcarnitine
135.04 7.64
13166 75 hippuric acid
130.05 7.82
46.73 3.97
120.22 7.19
57.37 4.01
2998 322 histidine
30.13 3.31
29.98 3.28
29.98 3.23
70.39 4.38 hydroxyacetone
27.89 2.15
119.08 7.35
115.08 7.50 indoxyl sulfate
120.27 7.69
59.78 3.96 isethionic acid
20.79 L14 isobutyrylcarnitine
43.04 2.62
21.43 1.12 isobutyrylglycine
51.64 3.00
40.35 2.53 isocitric acid
40.33 2.48
22.96 133 lactic acid
71.83 4.11
24.82 0.97
23.69 0.96 .

leucine
26.98 1.73
26.97 1.70
61.24 4.18
32.55 2.40 L
28.20 251 L-pyroglutamic acid
28.20 2.04
32.88 1.92
32.71 1.91
29.33 1.73
29.17 1.75
24.33 1.47 .

lysine

24.33 1.41
24.17 1.53
24.17 1.51
24.17 1.44
24.17 1.49
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42.22 3.03 lysine/4-hydroxyphenylacetic acid/5-aminopentanoic acid
13166 736 mandelic acid
130.21 7.41
52.00 3.37 methanol
27.72 2.61 methylamine
30.17 2.83 methylguanidine
18.18 1.24 methylmalonic acid
55.76 3.16 methylmalonic acid/ isethionic acid
75.10 4.07
74.77 3.61 L
myo-inositol
73.85 3.54
77.04 3.29
6285 372 N,N-dimethylglycine
46.41 2.93
1.7 320 N8-acetylspermidine
24.82 1.99
26.75 2.09 N8-acetylspermidine/2-oxoisocaproic acid
24.82 2.03
57.69 4.18 N-acetyl-L-glutamine
34.48 2.27
30.47 2.12
59:30 243 N-acetyltyrosine
24.66 1.94
28.85 2.92 N-methylnicotinamide
138.29 8.16 N-methylnicotinamide/ histidine
71.39 3.52
23.37 0.93
21.92 0.89 pantothenic acid
71.39 341
78.65 3.99
45.12 3.67 phenylacetylglycine
46.25 3.75 phenylacetylglycine/2-methylbutyrylglycine/l-isobutyrylglycine
131.82 7.42 phenylacetylglycine/ phenylalanine/mandelic acid/tropic acid/ phenylethylamine
132.14 7.36 phenylacetylglycine/ phenylalanine/ phenylethylamine
130.21 7.36 phenylacetylglycine/ phenylalanine/tropic acid/phenylethylamine
39.16 327 phenylalanine
58.85 4.04
43.09 3.29 .
502 301 phenylethylamine
24.32 1.67
25.16 1.78 piperidine
47.54 3.17
73.81 4.15
76.22 4.29
144.55 7.66
8622 202 pseudouridine
81.87 4.69
64.46 3.86
64.46 3.84
64.46 3.73
18.37 2.48 pyridoxine
29.33 2.38 pyruvic acid
76.55 3.35 scyllo-inositol
63.17 4.01
63.17 3.98
63.17 3.96 serine
63.17 3.94
59.30 3.85
31.26 1.30 suberic acid/sebacic acid/azelaic acid/caprylic acid
40.29 2.19 suberic acid/sebacic acid/valeric acid/azelaic acid
28.52 1.55 suberic acid/sebaic acid/azelaic acid
36.78 2.41 succinic acid
32.39 2.80 succinimide
75.58 3.77 sucrose
72.20 3.48
65.43 3.82
64.30 3.68
63.01 3.82
95.00 5.42
84.11 3.87
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79.37 4.22
76.86 4.06
75.26 3.84
73.97 3.56
76.86 4.34 tartaric acid
50.44 3.27 taurine
38.35 3.43 taurine/dihydrouracil
146.82 7.91
36.27 3.93 theobromine
31.86 3.48
45.78 3.49 thiodiacetic acid/thioglycolic acid
75.74 3.98 threonic acid
75.26 4.02 threonic acid/2-hydroxyglutaric acid/
65.59 3.64 threonic acid/erythritol
68.97 4.27 .
threonine
22.24 1.33
63.49 3.60 threonine/valine
14.33 1.85 tiglyglycine
136.17 6.49
40.15 3.46 trans-aconitic acid
o112 244 trigonelline
130.54 8.08
62.37 3.27 trimethylamine-N-oxide
66.23 3.87 L
tropic acid
131.02 7.36
114.91 7.54
121.37 7.72 tryptophan
128.13 7.32
29.34 3.47
125.21 7.27 .
122.80 720 tryptophan/indoxyl sulfate
118.77 6.89
38.19 3.05 tyrosine
58.79 3.93
133.43 7.16 tyrosine/4-hydroxyphenyl-acetic acid/N-acetyltyrosine
24.66 1.31 valeric acid
16.12 087 valeric acid/caprylic acid
24.73 1.29
20.79 1.04
19.50 0.98 valine
31.99 228

In case that more than one compound contributed to a signal all corresponding names are given.
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Table 2. Analysis of Human Urinary Metabolites: Chemical Shift Values and LLOQ’s of
Urinary Metabolites Quantified in this Thesis. Adapted from (Gronwald et al. 2008).

Quantified
Compound Numberof | HErequeney | Clrequeney | 0G| i oran
Spectra
Acetic acid 3 1.92 25.8 78 2D
1 4.02 72.4
Ascorbic acid 1 4.52 81.2 312 2D
2 3.74 65.2
Alanine 3 1.48 18.9 78 2D
3-Aminoisobutyrate 1 2.62 42.0 312 2D
Arginine 2 1.74/1.66 26.6 312 oD
2 3.20 434
Betaine 2 3:90 68.7 78 2D
3 3.26 56.0
Citric acid 1 2.67 9.2 312 2D
1 2.55 49.2
Citric acid_2 1 2.70 47.6 312 2D
1 2.54 47.6
Creatinine 2 4.06 9.0 78 2D
3 3.05 32.8
Ethanolamine 2 383 60.3 312 2D
2 3.15 44.0
1 34 72.2
1 3.46 78.2
1 3.82 63.5
Glucose 1 3.5 744 563 2D
1 3.25 76.9
1 4.65 98.7
1 3.84 74.3
1 5.24 94.8
Glutamine 2 214 28.9 312 2D
2 2.45 33.6
Glycine 2 3.57 442 156 2D
1 7.55 131.2
Hippurate 1 7.64 134.8 312 2D
1 7.84 129.6
Histidine 1 7.12 119.6 156 2D
Lactate 3 1.332 - 3.25 1D
6 0.96 23.9
Leucine L L73 26.8 156 2D
2 1.73 42.6
1 3.74 56.2
2 1.908 32.6
Lysine 2 1.45/1.48 24.1 312 oD
2 1.73 29.2
2 3.03 42.0
3 3.71 36.1
1-Methylhistidine 1 7.03 122.4 312 2D
1 7.75 140.7
2 3.30/2.25 27.5
3-Methylhistidine 3 3.74 34.7 78 2D
1 7.14 125.7
1 3.28 39.0
1 3.98 58.5
Phenylalanine 1 312 39.0 141 2D
2 7.42 131.7
2 7.33 131.7
1 7.38 130.3
Phosphocreatine S 3.03 3.1 141 2D
2 3.93 56.1
Taurine 2 343 38.2 312 2D
2 3.27 50.2
TMA 9 5.16 47.4 39 2D
TMAO 9 3.27 62.1 39 2D
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Table 3. Reproducibility of 2D NMR-Based Quantification: Average Concentrations and
Ranges for Selected Urinary Metabolites. Adapted from (Gronwald et al. 2008).

Concentration
Compound Mean = SD R(i]): [60;0] [}i;r;%/eu
[umol/L]
Acetic acid 367 +284 9.6 88 - 931
Alanine 194 + 84 20.6 86 - 465
3-Aminoisobutyrate 1505 + 437 6.9 898 - 2037
Arginine ND ND ND
Betaine 176 + 105 19.6 37 - 637
Citrate 1421 + 593 14.8 152 - 2673
Creatinine 7069 + 2748 2.0 3069 - 13593
Ethanolamine 363 +47 14.8 176 - 496
Glutamine 431+ 121 19.4 314 - 666
Glycine 953 + 472 4.8 355-1976
Hippurate 2140 + 1434 4.6 372 -5392
Histidine 626 + 264 10.4 165 - 1297
Lysine 544 + 159 134 90 - 832
1-Methylhistidine 215+ 109 14.0 78 - 569
3-Methylhistidine 450 + 393 13.1 80 - 1640
Taurine 868 + 502 3.7 224 - 2571
Trlmﬁ};ﬁi‘?m&w 650 + 745 34 61 - 2419

Table 4. Accuracy of 2D NMR Quantification: Concentrations of Amino Acids in a
Certified Standard in Comparison to Reference Values. Adapted from (Gronwald et al.
2008).

2D NMR NIST NIST
. . . . Analyte
Compound Concentration Certified Gravimetric Recove
P [mmol/L] | Concentration Value [%] Yy

(n=3) [mmol/L] [mmol/L] ?

Alanine 2.44 +0.08 2.51 +£0.09 2.50 97
Arginine 3.09+0.40 294 +0.14 2.83 105
Glycine 2.45+0.13 2.45+0.08 2.51 100
Histidine 3.14 +0.55 2.83+0.11 2.49 111
Lysine 2.45+0.25 2.47 +0.10 2.51 99

Recovery of amino acids for 2D NMR is based on the NIST certified concentrations.
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Table 5. Quantitative Comparison of NMR and Alternative Methods: Analysis of Human
Urine. Adapted from (Gronwald et al. 2008).

Linear Regression Bland-Altman
Method Compound Y-Intercept Slope | R? Difference 1.96 SD
[pmol/L] [pmol/L]
PAP Creatinine 273 1.09 [0.99 -924 719
Jaffe Creatinine 245 1.16 |0.99 -1401 1082
Alanine 28 0.96 |0.83 -19 73
3-Aminoisobutyrate 314 1.06 [0.80 -407 461
Glutamine 28 0.86 [0.86 32 91
GC-MS Glycine 72 0.87 [0.98 48 169
Hippurate 115 0.94 [0.99 22 313
Histidine 47 0.84 [0.88 53 183
Lysine -93 0.91 [0.87 141 116
Alanine 49 0.93 10.79 -36 81
3-Aminoisobutyrate 370 0.82 [0.91 -101 279
Glutamine 25 0.99 [0.82 -22 110
LC-MS/MS Glly.ch}e 107 0.90 [0.97 -13 170
Histidine 91 0.84 10.85 8 202
Lysine -174 1.11 |0.81 115 176
3-Methylhistidine 2 1.10 |0.97 46 179
Taurine 73 1.05 |0.97 -117 174

For each comparison the y-intercept, slope and R? value of the linear regression are given. Additionally,
Bland-Altman analyses were conducted. Given are the mean difference and 1.96 times the standard deviation
(+ 1.96 SD) of the differences. For normally distributed differences, it can be expected that 95 % of all

differences lie within the limits of agreement defined as + 1.96 SD.
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Table 6. Chemical Shift Values for Bovine Milk Metabolites. Adapted from (Klein et al.

2010).
Quantified
Compound Numberof | HErequency | tChequenyy | UOQ | g orzn
Spectra
2-oxoglutaric acid 2 3.009 - 3.25 1D
Acetate 3 1.923 - 3.25 1D
Acetoacetate 3 3.447 - 2.5 1D
Acetone 6 2.236 - 1.76 1D
Alanine 3 1.482 - 3.25 1D
Betaine 2 3.90 67.7 450 2D
BHBA 3 1.203 - 1.62 1D
Carnitine 2 244 44.8 281 2D
Choline 2 3.51 69.9 141 2D
Cis-aconitate 1 5.725 - 3.25 1D
Citrate 1 270 46.7 312 2D
1 2.54 46.7
Creatinine 3 3.05 31.3 78 2D
Ethanolamine 2 383 60.3 312 2D
2 3.15 44.0
Fumarate 2 6.522 - 3.25 1D
Galactose a 1 4.07 72.8 1125 2D
Galactose 1 4.57 8.8 1125 2D
1 3.49 744
1 4.18 73.3
1 4.00 71.6
Galactose-1-Phosphate 1 391 71.7 281 2D
1 5.46 95.9
1 3.78 71.3
Glutamate 2 2.358 - 3.25 1D
GPC 2 4.32 62.1 141 2D
2 3.87 69.4
Glycine 2 3.57 42.9 156 2D
Lactate 3 1.332 - 3.25 1D
1 4.45 105.0
Lactose (total) 1 3.73 77.6 453 2D
1 3.94 71.0
Lactose a 1 5.23 94.2 1813 2D
2 3.88 62.3
1 4.67 98.2
Lactose B L 3.29 762 1813 2D
1 3.96 62.4
1 3.60 77.3
2 3.30/2.25 27.5
3-Methylhistidine 3 3.74 34.7 78 2D
1 7.14 125.7
N-acetyl-carbohydrates 3 2.05 23.8 141 2D
Orotate 1 6.19 104.0 156 2D
Oxaloacetate 2 2.376 - 3.25 1D
Phosphocholine 2 4.16 606 141 2D
2 3.58 69.0
Phosphocreatine + Creatine 3 3.03 9.1 141 2D
2 3.93 56.1
Taurine 2 343 38.2 312 2D
2 3.27 50.2
Trimethylamine-N-oxide 3 3.27 62.1 39 2D
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Table 7. Investigation of Lipophilic Tissue Extracts: Chemical Shifts of Quantified
Compounds. Adapted from (Klein et al. 2011b).

Extract Compound Explanation *H Frequency Number Molecular Mass
Type [ppm] of Protons
Lipid methene* -CH=CH- 5.45-5.20 2 26.0 (2H +2C)
Lipid diallylic* =CH-CH>-CH= 2.90-2.74 2 140 2H+C)
Lipid allylic* -CH>-CH=CH- 2.14-1.93 2 140 2H+C)
Lipid methylene* -CHo- 1.41-1.20 2 140 2H +C)
Lipid methyl* -CHs 0.94 - 0.80 3 15.0 BH+C)
Lipid ccmethylene to | 0 g, cp,- | 23306 - 2.250 2 58.0 (2H + 2C + 20)
carboxyl*
Lipophilic Free fatty acid a-
methylene to COO-CH2-CH2- | 2.3773 -2.3326 2 58.0 2H +2C +20)
carboxyl*
Lipid glycerol* 4.325 - 4.260 2 41.0 (5H + 3C)
4.175-4.110 2
Cholesterol 1.009 3 not used
Cholesterol ester 1.019 3 not used
Phosphatidylcholine 3.233 9 not used
Hydrophilic GPC 3.231 9 not used
PC 3.222 9 not used

*Signals used for the estimation of the total lipid content.
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Table 8. Preprocessing for Statistical Data Analysis: Areas Excluded from Spectral
Binning. Adapted from (Klein et al. 2011b).

Sample Type Spectrum Type | "H Area [ppm] | ©C Area [ppm] Compound
Urine 1D 6.2-4.7 - Water, urea
2D 6.2-4.0 150 -5 Water, urea
49-47 - Water
3.371 - 3.359 - Methanol
3.815 - 3.755 - Glycerol
3.681 - 3.626 - Glycerol, TEG
3.592-3.3 - Glycerol
3.77 - 3.705 - TEG
4.7 - 4.655 - Lactose
1D 4.484 - 4.429 - Lactose
4.0-3.52 - Lactose
3.33-3.258 - Lactose
3.24 -3.208 - GPC, PC
Milk 3.714 - 3.57 - GPC, PC
3.986 - 3.854 - GPC, PC
4.212-4.12 - GPC, PC
4.37 -4.29 - GPC, PC
5.6-4.0 150 - -5 Water, Lactose
3.85-3.7 76.3-73.0 Glycerol
3.7-35 66.33 - 64.12 Glycerol
3.41-3.29 52.74 - 50.56 Methanol
2D 3.85-3.6 78.4 -59.0 TEG
4.1-3.61 65.4 - 60.8 Lactose
4.08-3.8 754 - 69.0 Lactose
3.86-3.39 82.8-71.6 Lactose
3.45-3.12 78.3-74.6 Lactose
Other aqueous 1D 49-47 - Water
samples 2D 5.6-4.0 150 -5 Water
. . 1D 7.6-69 - Chloroform
Lipophilic extracts
2D 7.6-69 85-75 Chloroform
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Table 9. Brown Swiss and Simmental Fleckvieh Cows: Milk Metabolites Quantified by
NMR. Adapted from (Klein et al. 2010).

TE Number of Milk Concentration

Metabolite (n=2) [Values Above Range [mmol/L]

[mmol/L] LLOQ!

Acetic acid 0.090 25 0.108 - 0.7013
Acetone 0.002 106 0.012 - 0.661¢
Betaine 0.564 24 0.459 - 1.410°

Carnitine 0.084 1 0.346%°
Choline 0.112 56 0.150 - 0.9973
Creatinine 0.034 73 0.080 - 0.1673
Ethanolamine 0.026 1 0.32323
a-Galactose 0.468 5 1.200 - 1.760°
Glycerophosphocholine | 0.095 106 0.284 - 1.460°
Lactose (total) 2.131 106 118.186 - 160.1213
a-Lactose 1.768 106 45.792 - 61.2433
B-Lactose 2.179 106 75.067 - 99.360°
3-Methylhistidine 0.168 2 0.103 - 0.1513
N-Acetyl-carbohydrates | 0.086 106 1.135 - 4.240°
Phosphocholine 0.082 56 0.143 - 1.355°
Phosphocreatine 0.179 106 0.585 - 2.5673
Taurine 0.076 3 0.327 - 0.6213
Trimethylamine-N-oxide ND 2 0.043 - 0.046°

1 The number of values above LLOQ varies from metabolite to metabolite because individual LLOQ were
determined for each metabolite; also the abundance of the various metabolites greatly varies. In total, 106 milk

samples were analyzed, which results in a maximum number of 106 values that could be obtained for a single
metabolite.
2 Only one value detected.
3 Concentrations obtained from 'H-3C 2D HSQC spectra.
4 Concentrations obtained from 'H 1D NMR spectra.
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Table 10. Brown Swiss and Simmental Fleckvieh Cows: Pearson Correlation Matrix of Milk Features. Adapted from (Klein et al. 2010).

£ g ”
z 3 &
t |z s ] 2 g
5 |3 2 2 3 -3 . e
3 g 5 H < £ ° £ =
= s g 3 2 2 2 3 H
s |8 |3 ° 2 £ o 2 2 e 5 |5 |5 o o H
5 |- [T e e . |8 © 5 H £ (8 |E @ ? g |5 N o o = |12 [z |2 |2 . g B s |2 2
= g |5 | |f £ £ 5 £ (g |5 5 H $ s 3 : |8 3 £ g g g |z > |z |z |2 s |5 g g |z
£ |5 |2 |5 | s |15 13 |2 2 |1E |2 1 12 12 12 12 13 18 |8 [8 [28 [ [ [ [ [8 [8 |8 [§ [§ |2 |¢ |&
= u o -1 < < o -4 O O O o o 1T} Qo 1T} = = = =1 1 = Z (e} o o o a o 171 = = =
Days in Milk 04 020 | 009 | -037 | -037 004 | 05 | 001 | 003 038 | 031 | 041 | 007 | -020 | 044 013 | 019 | 006 | -042 [ 047 | -0.11 003
9 010 | 0.14 04 | nd 004 | 006 | 003 | 0.02 013 | 024 | 020 | 02 | 008 | -0.05 003 | -0.02 | 00 4 | 040 0.20
Fat [%] 06 0.13 -0.44 0.17 0.3 .27 .19
Protein [%] . . -0.11 0.37 -0.17 0.18 0.0 -0.07 | -0.10
Somatic Cell Count 0.0i -0.0: -0.2¢ 0.19 0.37 0.07 .05 0.21 0.2( 0.18 -0.13 0.11 0.11 0.40 0.06 -0.27 0.08 0.2! 5 .16 0.21
i icaci 031 | 020 | 000 | 008 | 042 | 021 | 014 | 047 X - 017 | 007 | 039 | 004 | 021 | 007 | 014 | 044 | 047 | 029 - 015
[Acetate 014 | nd. | 026 | 039 [ 043 | 045 | 005 | 009 007 | 008 |WOBAN| 001 | 003 | 038 | 001 | 015 | 049 | -0.04 | 0. 010 | 014 | 043 | 025 | 022
Acetone 0.13 H -0.15 0.03 .4 -0.12 0.22 -0.30 .25 -0.13 .02 0.08 -0.0 0.24 0.02 -0.20 0.1 0.. .16 .03 -0.11 .03 -0.09
Alanine . .| 0.41 -0.34 0.22 0.35 -0.2! .42 .| 0.39 .29 -0.10 .05 0.27 -0.0: -0.14 0.36 0.03 0.3 0. .30 .44 -0.1 .05 0.24
[Aspartate . X ¥ . ¥ ¥ ¥ 0.01 | -023 | -017
Betaine . d. . 0.06
[B-Hydroxybutyrate (NMR) X ) X - ) 0.06
Choline -0.04
Cholinecompounds . -
Citrate . . . . . . 5 . -0.34
Creatinine 0.39
Fumarate . - - 032
Glutamate . . . . . . 5 . . -0.14
Glucose
Glycine
Glycerophosphocholine
Isoleucine
22
0.11 0.05
0.42 0.10

023 | 008

nd. | 0.39
0.09 | _0.18_| 0.04

0.37 n.d.
0.24 -0.16

Positive correlation coefficients above 0.5 and below -0.5 are marked in green and red, respectively. Only metabolites for which a sufficient number of measurements was
available (N > 10) were included. For the number of available measurements see Table 9. Individual pairs of metabolites, for which only few corresponding pairs of
measurements were available, are indicated by n.d. These are all correlations between milk yield, acetic acid, betaine, and tyrosine. Note that correlation coefficients for
tyrosine with other metabolites should be treated with care, because only 20 measurements were available for tyrosine. Note the entry “choline compounds” summarizes all
compounds that contain a quaternary ammonium ion. The somatic cell count is given in 1000 cells/mL.
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Appendix Appendix I: Tables

Table 11. Analysis of Holstein-Friesian Cows: Diagnosed Metabolic Disorders. Adapted
from (Klein et al. 2011a).

Week 1! Week2! Week3! Week4! Week 5! Month 6! Whole Lactation?

Ruminal acidosis 3.9 % 3.0 % 22 % 1.8 % 19.3 %
Ketosis 1.3 % 0.4 % 5.3 %
Milk fever 0.0 %
Fever 1.1 %
Healthy 93.5 % 95.7 % 97.0 % 74.3 %
Number of animals 230 232 223 264

Low incidence High incidence

! Listed is the health status diagnosed within the same week in which the corresponding milk sample was
collected. This is also true for the penultimate column corresponding to lactation month six.
2 Listed is the health status diagnosed at any time point over the whole lactation period irrespectively of time
points of milk collection.
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Table 12. Analysis of Holstein-Friesian Cows: Milk Metabolite Concentration Ranges
Throughout Lactation. Adapted from (Klein et al. 2011a).

max
2-oxoglutarate? .
min
max
Acetate! .
min
max
Acetoacetate?! .
min
max
Acetone! .
min
. max
Alanine? .
min
. max
Betaine? .
min
BHBA! max
min
. max
Choline? .
min
. . max
Cis-aconitate! .
min
. max
Citrate? .
min
.. max
Creatinine? .
min
max
Fumarate?! .
min
max
Glutamate? .
min
. max
Glycine? .
min
max
GP2
min
GPC: max
min
max
Lactate?! .
min
max
Lactose? .
min
NAC? max
min
max
Orotate? .
min
max
Oxaloacetate! .
min
. max
Phosphocholine? .
min
. . max
Phosphocreatine+Creatine? .
min

Week 1

Week 2

Week 3 Week 4 Week5  Month 6

88 96 101
45 50

6921
3768

141
79 82

6368 6395

703
316
346

1422

148278
130102

150414 151672 150268
133692 135328 135185

2560
1794

2147 2155
1567 1537

498
251

533
253

24
8

22
7

Low concentrations

High concentrations

Concentrations in umol/L. Min and max refer to the 10 and 90 % concentration quantiles, respectively. The
color code was individually determined for each metabolite with the highest and lowest observed

concentrations of a given metabolite corresponding to dark red and dark blue, respectively.

! Concentrations determined by 1D NMR.

2 Concentrations determined by 2D NMR
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Table 13. Analysis of Holstein-Friesian Cows: Milk Fat Content of Animals Above and

Below GPC/PC Threshold!. Adapted from (Klein et al. 2011a).

Mean Concentration Number of Animals
Time Point - - P-Value

A];:;:: i:s A:::‘?els Below Above

Threshold Threshold Threshold | Threshold

Week 1 5.93 % 5.21 % 97 24 1.4*103
Week 2 5.02 % 4.60 % 198 33 3.2*103
Week 3 4.38 % 4.06 % 204 42 1.0*102
Week 4 4.16 % 3.86 % 203 38 7.4*104
Week 5 3.98 % 3.62 % 205 41 4.2*10°
Month 6 3.58 % 3.26 % 202 36 7.1*10°5

1 A GPC/PC ratio equal or larger than 2.5 was chosen to select animals not prone to ketosis.
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Table 14. Investigation of Non-Alcoholic Steatohepatitis: Loadings of IC 1 of Lipophilic
Liver Extracts. Adapted from (Klein et al. 2011b).

H P-Value P-Value P-Value
Factor Frequency Compound Control / Control / NAFLD /

[ppm] NAFLD NASH NASH

-1.51*102 1.255 (CH2)n 4.25*10° 2.73*10+ 1.80*107
-4.12*103 1.265 (CH2)n 8.86%10-° 2.51*107 9.28*102
-2.66%10-3 1.275 (CH2)n 4.86*10+ 9.46*108 7.68*101
2.38%103 0.675 Cholesterol (total) 1.18*10-2 4.18*10° 4.15*10°
-2.20*103 1.245 (CH2)n 9.76*103 1.11*10! 3.69*10+
-2.06*103 1.285 (CH2)n 5.60*103 2.21*103 7.62*102
2.03*103 1.015 Cholesterol ester 2.21*107? 7.65*10-° 6.57*10°
1.70*10-3 0.865 CHs 1.34*10+ 6.60*10-° 5.53*10°
1.54*1073 0.855 CHs 4.11*10"1 4.16*105 1.21*10°
1.25%10-3 0.905 CHs 9.26*10 1 5.14*1072 4.53*105
1.18*10-3 0.915 CHs 7.20*10-° 5.59*10 3.06%10°
-1.13*103 0.885 CHs 3.95*102 5.10*101 2.46*102
9.18*10+ 1.025 Cholesterol ester 1.86*10! 1.96*10° 1.23*10°
8.90*10 1.345 (CH2)n 1.09*10-° 3.34*10° 3.18%1072
8.24*10* 1.305 (CH2)n 1.85%10-2 4.29*10+ 7.95*101
8.07*10+ 2.265 (CH2COO0) 8.04*102 5.53*10- 1.54*105
7.85*10+ 1.355 (CH2)n 8.00*10° 9.61*10® 3.13*10!
7.48*10* 1.135 ? 2.88%10" 3.19*10° 2.18*10°
-7.46*10+4 2.005 CHC=C 1.84*10¢ 9.87*10~ 5.04*102
6.90*10+ 0.925 CHs 1.52*102 1.83*10° 5.45*10¢
6.82*10* 1.335 (CH2)n 7.66*102 1.31*102 1.65*102
-6.72*10+ 2.015 CHC=C 7.28*108 2.87*10° 1.02*10-2
-6.51*10* 1.295 (CH2)n 3.69*10! 3.46*102 8.55*10
6.23%10+ 1.845 (CH:CH=CH) 1.24*10! 3.14*105 2.48*10°
6.10*10* 0.875 CHs 3.58%10" 3.83*105 2.21*10°3
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Table 15. Investigation of Non-Alcoholic Steatohepatitis: Loadings of IC 2 of Lipophilic
Liver Extracts. Adapted from (Klein et al. 2011b).

H P-Value P-Value P-Value
Factor | Frequency Compound Control / Control / NAFLD /
[ppm] NAFLD NASH NASH

-6.19%10-3 1.265 (CH2)n 8.86*105 2.51*107 9.28*1072
-5.81*103 1.275 (CH2)n 4.86*10+ 9.46*108 7.68%101
4.74*103 1.255 (CH2)n 4.25*105 2.73*10+ 1.80*107
-3.70*10-3 0.865 CHs 1.34*10+ 6.60*10° 5.53*10°
3.58*10° 2.055 CHC=C 7.16*103 6.93*1010 1.02*101
-3.55%10°3 2.015 CH2C=C 7.28%108 2.87*10° 1.02%10-2
-3.55*10-3 2.005 CHC=C 1.84*10- 9.87*10° 5.04*1072
3.44*10°3 2.045 CHC=C 1.08*10-2 2.72*10° 1.00*101
-2.72*10°3 0.675 Cholesterol (total) 1.18%102 4.18*105 4.15*105
-2.36*10° 1.015 Cholesterol ester 2.21*1072 7.65*105 6.57*105
2.21*10°3 1.355 (CH2)n 8.00*10~ 9.61*108 3.13*10"
2.10*103 1.305 (CH2)n 1.85*102 4.29*10+ 7.95*101
-2.02*10 1.995 CH2C=C 6.10*10° 1.09*107 5.59*10
-1.73*10-3 0.855 CHs 4.11*10"! 4.16*10° 1.21*10°
-1.70*10-3 1.285 (CH2)n 5.60*10-3 2.21*10°3 7.62*102
1.69*103 2.065 CH2C=C 1.86*101 2.76*10° 1.60*10!
1.69*103 2.765 =CH-CH>-CH= 2.86*10 1.07*10° 6.00*102
-1.67%10-3 1.295 (CH2)n 3.69*10" 3.46*1072 8.55*101
1.58%103 0.895 CHs 3.83*10+ 1.37%107 2.67*103
1.57*103 5.375 CH=CH 3.41*10 7.49*10¢ 6.03*102
1.54*10-3 2.775 =CH-CH»-CH= 2.77*105 5.62*10° 1.98*10-2
1.46*10-° 2.035 CHC=C 3.53*10" 1.44*108 1.73*101
1.41%103 1.345 (CH2)n 1.09*10-¢ 3.34*10 3.18*102
1.38%10-3 1.365 (CH2)n 1.50%10-1 1.21*101 4.54*10!
1.36*10-3 5.365 CH=CH 1.87*10- 5.73*10° 7.16*102
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Table 16. Investigation of Non-Alcoholic Steatohepatitis: Compounds and Indices in
Lipophilic Liver Extracts. Adapted from (Klein et al. 2011b).

Control Steatosis NASH ANOVA P-Value P-Value P-Vahfe
Compound (n=6) (n=4) (n=5) P-Value Control / | Control/ | Steatosis /
Steatosis | NASH | NASH
Free cholesterol! | 0.57+0.15 0.60+0.13 103012 | 2.8104* | 7.6*100 | 3.84104* | 2.1¥10°*
Cholesterol ester' | 0.46 +0.16 034+0.12 13.0+2.8 32¢108% | 2.3*101 | 55*104% | 53%104*
Glycerol 110+25 129+ 14 115+ 19 39*101 | 1.67101 | 67*101 | 2.7*101
containing lipids!
Total Lipids? | 0.092+0.019 | 0105+0010 | 0113+0015 | 1.1*101 | 1.6*101 | 62*102 | 3.7%107
Unsaturated 610+ 120 624 + 56 694 + 96 384101 | 807101 | 23*100 | 2.2*101
bonds!
Polyunsaturated 317+ 57 197 +10 156 + 18 424105% | 3.0*109* | 5.3*104* | 4.5%103*
bonds!
sp 0.7986 + 0.0065 | 0.8365 +0.0017 | 0.8213+0.0030 | 7.1%10** | 9.3*106* | 9.6*105** | 4.5+105**
PUI 0.0698 + 0.0045 | 0.0361 +0.0028 | 0.0271+0.0020 [2.3*1070%* | 494107 * | 1.1*107** | 2.6*103*
PUFA/MUFA? | 0599+0029 | 0363+0.031 | 0259+0.022 |3.6*1070% | 1.64105* | 4.3*109* | 2.2*103*

Given are mean values and standard deviations in nanomole per milligram?!, weight percent? or molar ratios®.
The number of values n is given in parentheses. For the t-statistics only p-values are marked as significant
where the corresponding ANOVA p-values are significant.
* p<0.05, ** p<0.001
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Table 17. Investigation of Non-Alcoholic Steatohepatitis: Loadings of IC 1 of Hydrophilic
Liver Extracts. Adapted from (Klein et al. 2011b).

H P-Value P-Value P-Value

Factor Frequency | Compound Control / Control / NAFLD /
[ppm] NAFLD NASH NASH

2.29*107 3.265 Betaine* 2.04*103 7.25*10+ 4.32%103
-9.27*103 1.285 ? 3.45*102 5.07*102 5.58*101
5.17*103 3.905 Betaine* 2.11*107? 2.58*103 4.44*103
-5.11*10°3 1.305 ? 7.86*102 2.06*10" 2.69*10
-4.82*103 1.315 ? 5.85*102 1.93*101 2.09*101
-4.36*10 1.295 ? 3.53*10" 5.89*101 5.05*10!
-3.68%10-3 1.275 ? 4.81%102 4.21*10? 9.91*10"
-2.18*10°3 0.895 ? 3.42%107 1.66*10 1.18*101
-2.03*103 1.325 Lactate 3.34*10! 4.68*10! 6.40*101
-1.52*103 1.345 Lactate 5.94*1072 2.26*10" 1.72*101
-1.51*10-3 0.885 ? 2.79*1072 1.69*101 3.79*102
-1.46*103 1.355 ? 3.66*102 1.50%10! 1.37*10!
-1.44*103 2.245 ? 2.79*102 7.14*102 1.96*10!
-1.41%10°3 5.315 ? 2.53*1072 7.08*102 1.44*101
-1.40%10-3 2.055 ? 2.96*103 5.13*10-3 5.37*102
1.40%*10-3 3.275 Taurine* 1.31%*102 3.52*101 1.93*102
-1.26*103 5.325 ? 3.64*102 1.25%101 2.44*10"1
-1.19*10-3 2.045 ? 4.48%103 1.47*102 1.69*10-2
-1.17*¥103 1.365 ? 2.54*102 8.91*102 1.63*10!
-1.11*103 1.335 Lactate 5.46*10! 6.83*101 7.83*101
-1.09*10-3 2.255 ? 4.02%102 7.98*102 3.73*101
-1.09*10-3 5.335 ? 3.03*1072 4.47*10? 7.22*101
Isoleucine,
-1.08*10-3 0.905 leucine, 7.34*102 3.70*10" 1.51*101
valine
-1.03*10°3 1.585 ? 3.09*102 1.10%10! 1.46*10!
-9.51*10+ 5.305 ? 3.04*1072 4.15*10? 5.90*10"
* Confirmed by 2D ICA
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Table 18. Investigation of Non-Alcoholic Steatohepatitis: Loadings of IC 2 of Hydrophilic
Liver Extracts. Adapted from (Klein et al. 2011b).

Table 19. Investigation of Non-Alcoholic Steatohepatitis:

Liver Extracts. Adapted from (Klein et al. 2011b).

H P-Value P-Value P-Value
Factor |Frequency | Compound Control / Control / NASH NAFLD /
[ppm] NAFLD NASH
1.04*102 3.265 Betaine* 2.04*10° 7.25*10+ 4.32*10°
-9.09%10° 3.425 Taurine* 2.71*10° 7.04*10"! 2.92*10°
5.54*10° 1.285 ? 3.45*102 5.07*102 5.58*10"!
-5.49*103 3.415 Taurine* 2.47*10° 7.08*10! 2.82*10°
4.34*10° 1.305 ? 7.86%*102 2.06*10! 2.69*10!
4.20%10° 1.315 ? 5.85*10 1.93*10 2.09*10!
-4.10*10° 3.435 Taurine* 2.83*10° 7.85*10! 3.67%10°
-3.98*10° 3.255 Betaine* 1.70*10-3 9.98*10-! 5.45*10
3.98*10° 1.295 ? 3.53*10! 5.89*10! 5.05*10!
3.59*10° 3.905 Betaine* 2.11*102 2.58*10° 4.44*10°
-3.28*10° 3.245 Betaine* 5.42*10° 3.39*10! 2.05*10°
-3.10*10° 3.275 Taurine* 1.31*102 3.52*10! 1.93*1072
2.16*10° 1.325 Lactate 3.34*10! 4.68*10! 6.40*10"
2.00*10° 0.895 ? 3.42*102 1.66*10! 1.18*10"
1.88*10-3 1.275 ? 4.81*10 4.21*102 9.91*10"!
-1.66*10° 3.405 Glucose* 2.98*102 8.82*102 5.49*10°
1.54*1073 1.345 Lactate 5.94*102 2.26*10! 1.72*10
1.45*1073 0.885 ? 2.79*102 1.69*10! 3.79*102
-1.45*10° 3.835 Glucose* 1.87*102 4.04*10! 7.02¥103
1.42*1073 1.335 Lactate 5.46*10! 6.83*10" 7.83*10!
-1.40*10° 3.475 Glucose* 2.92¥102 7.29*102 5.64*10°
-1.37*103 3.495 Glucose* 3.46*102 5.48*102 5.92*10
-1.36*10° 3.845 Glucose* 1.65*102 6.25*10" 9.10*10°
-1.36*10° 3.715 ? 2.12*10? 1.66*10! 6.14*10°
1.34*1073 1.355 ? 3.66*102 1.50*10! 1.37*10"
* Confirmed by 2D ICA

Compounds in Hydrophilic

ANOVA P-Value | P-Value | P-Value
Compound Control Steatosis NASH P-Value Control/ | Control/ | Steatosis /
Steatosis NASH NASH
Betaine ND ND 85+29(4) ND ND ND ND
Glucose | 13.7+3.8(5) | 144+3.7(6) | 103+2.7(3) | 2.9*101 | 7.7*101 | 1.9%101 | 1.1*10"
Lactate | 5.8+22(6) | 6.12+0.86(6) | 486 +0.71(6) | 3.0*101 | 7.5*101 | 3.5*101 | 2.1*102
Taurine 11.8+25(6) | 21.7+25(6) | 10.3+52(5) | 1.4*104** | 4.5%105** 6.0*101 5.2%103 *

Given are mean concentrations and standard deviations in nanomole per milligram. The number of values n is

given in parentheses. For the t-statistics only p-values are marked as significant where the corresponding

ANOVA p-values are significant.

* p<0.05, ** p<0.001.
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Table 20. Investigation of Non-Alcoholic Steatohepatitis: Loadings of IC5 for Urine.
Adapted from (Klein et al. 2011b).

H P-Value P-Value P-Value
Factor | Frequency Compound Control / Control / NAFLD /
[ppm] NAFLD NASH NASH
5.60*10-3 3.435 Taurine* 1.25%10-2 3.39*10+ 9.94*103
5.25*103 3.265 TMAO* 6.43%103 2.59*103 3.11*102
4.05*103 3.275 TMAO* 8.76*1073 2.87*103 3.14*102
3.34*10°3 3.425 Taurine* 9.51*10+ 4.03*105 1.16*10-2
2.61*103 3.445 Taurine* 1.77*1072 8.25*104 1.24*1072
2.41*103 3.255 Taurine* 2.90*103 4.84*105 1.90%1072
2.35*103 2.895 TMA* 9.02*103 2.29*1072 1.10*101
-1.01*10-3 4.055 Creatinine* 6.62*102 3.32*1072 4.15*10"
9.08*10+ 3.935 Phosphocreatine* 1.29%*10! 2.20*101 3.11*102
-9.07*10+ 3.045 Creatinine* 1.81*101 1.65*10- 3.21*107
-7.78%10+ 3.735 Ascorbic acid* 1.36*102 9.33*108 7.20*101
-7.31*10 3.685 ? 8.73*10 5.25*10+ 3.26*10°
-7.19*10+ 4.515 Ascorbic acid* 4.32*103 6.16*10° 7.38%101
-7.07*10+ 3.745 Ascorbic acid* 9.03*103 2.67*105 4.79*10"
7.03*10+ 3.035 Phosphocreatine* 2.03*10" 1.91*101 5.91%102
7.03*10+ 2.695 Citrate* 3.92*102 1.33*102 4.12*10"1
-6.98*10 4.025 Ascorbic acid* 1.06%102 5.84*10 9.35*10"
-6.96*10+ 1.245 ? 3.56*10° 7.38*10° 4.06%1072
5.95*104 3.145 Ethanolamine 2.66*101 3.49*101 4.88*10!
-5.89*10+ 3.675 ? 6.74*101 6.89*104 2.07*102
-5.85*10+ 1.235 ? 3.96*105 1.68*10+ 2.51%1072
5.62*10+ 2.555 Citrate* 2.67*1072 5.23*1072 3.01*10"
-5.60*10+ 3.775 Ascorbic acid* 1.61*10+ 1.61*10+ 4.70*102
-5.56*10+ 7.365 Phenylalanine* 6.78%101 4.71*103 1.79%*1072
-5.25*10+ 3.755 Ascorbic acid* 7.02*103 1.76*102 2.31*10"
* Confirmed by 2D ICA
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Table 21. Investigation of Non-Alcoholic Steatohepatitis: Loadings of IC 4 for Urine.
Adapted from (Klein et al. 2011b).

H P-Value P-Value P-Value
Factor |Frequency| Compound Control / Control / NAFLD /
[ppm] NAFLD NASH NASH
-8.88%10-3 2.895 TMA* 9.02*103 2.29*1072 1.10*101
-4.04*103 2.885 TMA* 1.95*10! 2.13*10"1 1.57*102
-4.04*10-3 3.265 TMAO* 6.43*103 2.59*103 3.11*1072
1.81*10-3 3.755 Ascorbic acid* 7.02*103 1.76*102 2.31*10"
-1.67*103 3.415 Taurine* 3.01*102 3.12*102 9.53*101
1.61%*103 3.045 Creatinine® 1.81*10! 1.65*103 3.21*102
-1.52*103 2.575 Citrate* 1.49*10-2 2.65*1072 6.09*1072
-1.44%10°3 3.425 Taurine* 9.51*10+ 4.03*105 1.16*102
-1.44*103 2.685 Citrate* 4.39*102 1.09*101 1.46*102
-1.43*10-3 3.275 Taurine* 8.76*1073 2.87*1073 3.14*1072
1.29*10-3 3.765 Ascorbic acid* 5.72*103 2.21*1072 8.07*1072
-1.19%*103 2.715 Citrate* 1.21*10! 1.40%10! 8.09*101
-1.13*10°3 3.435 Taurine* 1.25%1072 3.39*104 9.94*103
-9.99*10+ 3.255 Taurine* 2.90%103 4.84*105 1.90*10-2
9.69*10+ 1.245 ? 3.56*10 7.38*10° 4.06*1072
-8.89%*10+ 2.545 Citrate* 5.08*102 6.81*102 1.02%101
-8.59*10+ 3.445 Taurine* 1.77*1072 8.25*104 1.24*102
8.51*10* 1.235 ? 3.96*10° 1.68*10+ 2.51*1072
7.70*10* 0.925 Leucine* 4.33*102 8.07*101 3.23*10°3
7.42%10* 3.775 Ascorbic acid* 1.61*10+ 1.61*10+ 4.70*1072
6.85*10* 2.295 ? 6.32*102 5.85*10 2.07*10+
6.67*10* 4.065 Creatinine* 2.84*101 1.82*102 2.26*10"
6.51%10+ 1.875 ? 2.53*102 9.66*101 1.91%103
6.50*10* 2.305 ? 2.98*102 1.59*10 4.50*107
-6.41*10+ 2.725 ? 7.66*1073 1.69*101 2.52*1072
* Confirmed by 2D ICA
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Appendix

Appendix I: Tables

Table 22. Investigation of Non-Alcoholic Steatohepatitis: Compounds in Urine. Adapted
from (Klein et al. 2011b).

ANOVA P-Value P-Value P-Value
Compound Control Steatosis NASH P-Value Control / Control / | Steatosis /
Steatosis NASH NASH
Ascorbic acid 0.93+033(9) | 1.38+0.26(4) | 1.09+0.22(5) | 6.6*102 3.3*102 3.1*101 1.3*10
Citrate 25+1.6(9) 0.173 £ 0.082 (4) 0'278(;0'066 1.4%103* | 2.5%103* 3.3*103* 8.5*102
- 1.4*105
Creatinine! 55+2.0(09) 10.9+1.54) 11.2+0.51 (5) x 6.0*104** 1.6*10-5 ** 7.9*101
*10-4
Leucine 046 +0.11 (9) | 0.271+0.062 (4) 0'235(;:)0’041 4'7*30 1.6*103 * 1.8%104 ** 3.1*10-
Phenylalanine 0725 (;)0'095 0.51+0.12(4) | 0.75+0.22 (5) | 44*102* | 2.7*102* 8.5*10 8.0*102
Phosphocreatine | 2.98 +0.82 (8) 0.97 £0.67 (4) 1.91+£0.37 (5) | 2.6*103* | 2.3*103* 8.9*103 * 5.9*102
*10-4
Taurine 6.8+2.9(9) 1.52 +0.48 (4) 0-684 (2)0’070 4’4*30 5.5%104* | 2.4%104* 3.7*102*
T™A 13+15(9) |[0.114+0.060 (4) 0'166(;;)0’039 1.0%10 4.1*102 4.9*102 2.0*10!
TMAO 1.2+1.7(9) 0.051 £ 0.021 (4) 0.070+0.013 3.1*10! 7.5*%102 8.0*102 1.7%101

(@)

Given are mean concentrations and standard deviations of molar ratios relative to the creatinine content.
ICreatinine concentrations are given in mmol/L. The number of values n is given in parentheses. For the t-
statistics only p-values are marked as significant where the corresponding ANOVA p-values are significant.
* p<0.05, ** p<0.001
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FAppendix II: Attached Files

In the printed version of this thesis, you will find a CD containing the attached files on the
last page of the thesis.

In the electronic .pdf version of this thesis, you will find the attached files on this page.
Depending on your .pdf viewer, the files should show up as pin icons in the left upper
corner of this page. To save the files to your computer, right-click on the pin icon and
select the corresponding menu entry. The files come as zipped folders, in order to unzip
the folders, the file extension .removethis has to be removed. For example, the file
QUANTIFY .zip.removethis has to be renamed to QUANTIFY .zip. After this, the files may be
unzipped. This procedure is necessary due to safety settings of the Adobe Reader.

List of attached files:
- R code

- Python code
- QUANTIFY 1.0
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QUANTIFY/Examples/Output files/Results_urine_control.xls

Original values


			mmol/L			tmsp			alanine			creatinine			hippuricacid			taurine			citricacid


			M02a			6.011060351			0			5.1115112691			0			0.5425397969			0.6672607044


			M03a			6.011060351			0.313337635			11.311026758			4.528189793			0			1.3760012222


			M05a			6.011060351			0.3881294632			11.9302792886			0.8849432783			0.5664746883			1.0782641107


			M06a			6.011060351			0			4.8324769077			5.6322101972			0			0.3017846498


			M07a			6.011060351			0.6446412143			8.9694897718			0.5319011227			0.3295971727			1.1864478089


			W01a			6.011060351			0.5326522903			4.7541471311			1.2322541458			0			2.1372903957


			W02a			6.011060351			0.1038554483			4.4200413084			0.9193523816			0.0983138931			1.6044622783


			W03a			6.011060351			0.2622232585			17.0044898601			4.1000179341			0			2.1641506293


			W05a			6.011060351			0.3237846328			13.0993454431			17.0690313797			0.6103767351			4.5692152585


			W06a			6.011060351			0			6.1064144385			1.7020588608			0.7923695701			0.8722008732








Outliers


			Sample			Compound			Value1			Value2			Value3			Value4			Value5			Value6			Value7			Value8			Value9			Value10			Value11			Value12			Value13			Value14			Value15			Value16			Value17			Value18			Value19			Value20			Value21			Value22			Value23			Value24			Value25			Value26			Value27			Value28			Value29			Value30


			W02a			hippuricacid			0.9256587311			0.9130460321			0.4796084166			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0


			W02a			taurine			0.0983138931			0.2780805627			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0			0








Normalized to creatinine


						tmsp			alanine			creatinine			hippuricacid			taurine			citricacid


			M02a			1.1759849552						1						0.1061407807			0.1305407871


			M03a			0.5314336602			0.0277019621			1			0.4003341067						0.12165131


			M05a			0.503849089			0.0325331414			1			0.0741762415			0.0474820978			0.0903804584


			M06a			1.2438880652						1			1.1654913835


			M07a			0.6701674793			0.0718704442			1			0.0593011572			0.0367464796			0.1322759532


			W01a			1.2643824823			0.1120395048			1			0.2591956269						0.4495633679


			W02a			1.3599556954			0.0234964882			1			0.2079963325						0.362997123


			W03a			0.3534984231			0.0154208248			1			0.2411138451						0.1272693652


			W05a			0.4588824974			0.0247176192			1			1.3030446028			0.0465959721			0.3488124867


			W06a			0.9843846027						1			0.2787329419			0.1297602018			0.1428335535








Used peaks


			mmol/L			tmsp			tmsp			alanine			alanine			creatinine			creatinine			hippuricacid			hippuricacid			taurine			taurine			citricacid			citricacid


			M02a			6.011060351			(1/1)			0			(0/1)			5.1115112691			(2/2)			0			(0/3)			0.5425397969			(2/2)			0.6672607044			(2/2)


			M03a			6.011060351			(1/1)			0.313337635			(1/1)			11.311026758			(2/2)			4.528189793			(3/3)			0			(0/2)			1.3760012222			(2/2)


			M05a			6.011060351			(1/1)			0.3881294632			(1/1)			11.9302792886			(2/2)			0.8849432783			(2/3)			0.5664746883			(2/2)			1.0782641107			(2/2)


			M06a			6.011060351			(1/1)			0			(0/1)			4.8324769077			(2/2)			5.6322101972			(3/3)			0			(0/2)			0			(2/2)


			M07a			6.011060351			(1/1)			0.6446412143			(1/1)			8.9694897718			(2/2)			0.5319011227			(2/3)			0.3295971727			(2/2)			1.1864478089			(2/2)


			W01a			6.011060351			(1/1)			0.5326522903			(1/1)			4.7541471311			(2/2)			1.2322541458			(3/3)			0			(0/2)			2.1372903957			(2/2)


			W02a			6.011060351			(1/1)			0.1038554483			(1/1)			4.4200413084			(2/2)			0.9193523816			(2/3)			0			(2/2)			1.6044622783			(2/2)


			W03a			6.011060351			(1/1)			0.2622232585			(1/1)			17.0044898601			(2/2)			4.1000179341			(3/3)			0			(0/2)			2.1641506293			(2/2)


			W05a			6.011060351			(1/1)			0.3237846328			(1/1)			13.0993454431			(2/2)			17.0690313797			(3/3)			0.6103767351			(2/2)			4.5692152585			(2/2)


			W06a			6.011060351			(1/1)			0			(0/1)			6.1064144385			(2/2)			1.7020588608			(3/3)			0.7923695701			(2/2)			0.8722008732			(2/2)








Configuration


			User information:


			Date and time			11/18/11 9:59


			User name			Administrator


			Computer name			PC


			Operating system			Windows_NT


			Matlab version			7.5.0.342 (R2007b)


			Configuration:


			QUANTIFY version			1.0


			Peak integral file name			C:\QUANTIFY\Examples\Peak integral files\urine_control_AMIX_mprofile.txt


			Peak integral file type			AMIX text


			Peak integral file Excel spreadsheet			Not used


			Peak integral file Excel range			Not used


			Peak information file name			C:\QUANTIFY\Examples\Peak information and LLOQ files\urine_peakinfo+LLOQs.xls


			Peak information file type			Excel


			Peak information Excel spreadsheet			Factors


			Peak information file Excel range			A2:D5000


			LLOQ file name			C:\QUANTIFY\Examples\Peak information and LLOQ files\urine_peakinfo+LLOQs.xls


			LLOQ file type			Excel


			LLOQ file Excel spreadsheet			LLOQs


			LLOQ file Excel range			A2:B5000


			Correction factor			1_


			Dilution factor			1_


			Outlier threshold			0.4_


			Peak threshold			0.66_


			Scale to			Not used


			Reference concentration			Not used


			Normalize to			creatinine


			Dilution correction			Yes


			Calculate means for replicates			Yes


			Output file			C:\QUANTIFY\Examples\Output files\Results_urine_control.xls


			Output file type			Excel


			Results:


			Values below LLOQ			2


			Outliers			2


			Missing obligatory peaks			0


			Too few peaks			2


			Accepted after probability check			0


			Warnings			None








Results


			mmol/L			tmsp			alanine			creatinine			hippuricacid			taurine			citricacid


			M02a			6.011060351						5.1115112691						0.5425397969			0.6672607044


			M03a			6.011060351			0.313337635			11.311026758			4.528189793						1.3760012222


			M05a			6.011060351			0.3881294632			11.9302792886			0.8849432783			0.5664746883			1.0782641107


			M06a			6.011060351						4.8324769077			5.6322101972


			M07a			6.011060351			0.6446412143			8.9694897718			0.5319011227			0.3295971727			1.1864478089


			W01a			6.011060351			0.5326522903			4.7541471311			1.2322541458						2.1372903957


			W02a			6.011060351			0.1038554483			4.4200413084			0.9193523816						1.6044622783


			W03a			6.011060351			0.2622232585			17.0044898601			4.1000179341						2.1641506293


			W05a			6.011060351			0.3237846328			13.0993454431			17.0690313797			0.6103767351			4.5692152585


			W06a			6.011060351						6.1064144385			1.7020588608			0.7923695701			0.8722008732


			z1 Mean			6.011060351			0.3669462775			8.7539222176			4.0666621215			0.5682715926			1.7394770313


			z2 Standard deviation			9.3622225828712E-16			0.1779242335			4.3977769565			5.2186601893			0.1655472587			1.1801072437


			z3 Minimum			6.011060351			0.1038554483			4.4200413084			0.5319011227			0.3295971727			0.6672607044


			z4 Maximum			6.011060351			0.6446412143			17.0044898601			17.0690313797			0.7923695701			4.5692152585


			z5 Number of values			10			7			10			9			5			9












QUANTIFY/Examples/Output files/Results_urine_control_configuration.txt

User information:	

Date and time	18-Nov-2011 10:39:39

User name	Administrator

Computer name	PC

Operating system	Windows_NT

Matlab version	7.5.0.342 (R2007b)

Configuration:	

QUANTIFY version	1.0

Peak integral file name	C:\QUANTIFY\Examples\Peak integral files\urine_control_AMIX_mprofile.txt

Peak integral file type	AMIX text

Peak integral file Excel spreadsheet	Not used

Peak integral file Excel range	Not used

Peak information file name	C:\QUANTIFY\Examples\Peak information and LLOQ files\urine_peakinfo+LLOQs.xls

Peak information file type	Excel

Peak information Excel spreadsheet	Factors

Peak information file Excel range	A2:D5000

LLOQ file name	C:\QUANTIFY\Peak information and LLOQ files\urine_peakinfo+LLOQs.xls

LLOQ file type	Excel

LLOQ file Excel spreadsheet	LLOQs

LLOQ file Excel range	A2:B5000

Correction factor	1_

Dilution factor	1_

Outlier threshold	0.4_

Peak threshold	0.66_

Scale to	Not used

Reference concentration	Not used

Normalize to	creatinine

Dilution correction	Yes

Calculate means for replicates	Yes

Output file	C:\QUANTIFY\Examples\Output files\Results_urine_control.txt

Output file type	Text

Results:	

Values below LLOQ	2

Outliers	2

Missing obligatory peaks	0

Too few peaks	2

Accepted after probability check	0

Warnings	None








QUANTIFY/Examples/Output files/Results_urine_control_normalized.txt

						tmsp			alanine			creatinine			hippuricacid			taurine			citricacid			


			M02a			1.176			NaN			1			NaN			0.10614			0.13054			


			M03a			0.53143			0.027702			1			0.40033			NaN			0.12165			


			M05a			0.50385			0.032533			1			0.074176			0.047482			0.09038			


			M06a			1.2439			NaN			1			1.1655			NaN			NaN			


			M07a			0.67017			0.07187			1			0.059301			0.036746			0.13228			


			W01a			1.2644			0.11204			1			0.2592			NaN			0.44956			


			W02a			1.36			0.023496			1			0.208			NaN			0.363			


			W03a			0.3535			0.015421			1			0.24111			NaN			0.12727			


			W05a			0.45888			0.024718			1			1.303			0.046596			0.34881			


			W06a			0.98438			NaN			1			0.27873			0.12976			0.14283			









QUANTIFY/Examples/Output files/Results_urine_control_original.txt

			mmol/L			tmsp			alanine			creatinine			hippuricacid			taurine			citricacid			


			M02a			6.0111			0			5.1115			0			0.54254			0.66726			


			M03a			6.0111			0.31334			11.311			4.5282			0			1.376			


			M05a			6.0111			0.38813			11.9303			0.88494			0.56647			1.0783			


			M06a			6.0111			0			4.8325			5.6322			0			0.30178			


			M07a			6.0111			0.64464			8.9695			0.5319			0.3296			1.1864			


			W01a			6.0111			0.53265			4.7541			1.2323			0			2.1373			


			W02a			6.0111			0.10386			4.42			0.91935			0.098314			1.6045			


			W03a			6.0111			0.26222			17.0045			4.1			0			2.1642			


			W05a			6.0111			0.32378			13.0993			17.069			0.61038			4.5692			


			W06a			6.0111			0			6.1064			1.7021			0.79237			0.8722			









QUANTIFY/Examples/Output files/Results_urine_control_outliers.txt

Sample	Compound	Value1	Value2	Value3	Value4	Value5	Value6	Value7	Value8	Value9	Value10	Value11	Value12	Value13	Value14	Value15	Value16	Value17	Value18	Value19	Value20	Value21	Value22	Value23	Value24	Value25	Value26	Value27	Value28	Value29	Value30	

W02a	hippuricacid	9.256587e-001	9.130460e-001	4.796084e-001		2.121996e-314		5.295114e-315		5.304909e-315		8.722009e-001				1.744402e+000												9.256587e-001		9.130460e-001				1.424203e-306						5.304909e-315		5.294790e-315		5.295114e-315		7.565597e-307		7.565591e-307						2.121996e-314		2.121996e-314		9.094028e-307	

W02a	taurine	9.831389e-002	2.780806e-001		2.121996e-314				5.304909e-315		8.086960e-277				NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN		NaN	








QUANTIFY/Examples/Output files/Results_urine_control_results.txt

			mmol/L			tmsp			alanine			creatinine			hippuricacid			taurine			citricacid			


			M02a			6.0111			0			5.1115			0			0.54254			0.66726			


			M03a			6.0111			0.31334			11.311			4.5282			0			1.376			


			M05a			6.0111			0.38813			11.9303			0.88494			0.56647			1.0783			


			M06a			6.0111			0			4.8325			5.6322			0			0			


			M07a			6.0111			0.64464			8.9695			0.5319			0.3296			1.1864			


			W01a			6.0111			0.53265			4.7541			1.2323			0			2.1373			


			W02a			6.0111			0.10386			4.42			0.91935			0			1.6045			


			W03a			6.0111			0.26222			17.0045			4.1			0			2.1642			


			W05a			6.0111			0.32378			13.0993			17.069			0.61038			4.5692			


			W06a			6.0111			0			6.1064			1.7021			0.79237			0.8722			


			z1 Mean			6.0111			0.36695			8.7539			4.0667			0.56827			1.7395			


			z2 Standard deviation			9.3622e-016			0.17792			4.3978			5.2187			0.16555			1.1801			


			z3 Minimum			6.0111			0.10386			4.42			0.5319			0.3296			0.66726			


			z4 Maximum			6.0111			0.64464			17.0045			17.069			0.79237			4.5692			


			z5 Number of values			10			7			10			9			5			9			









QUANTIFY/Examples/Output files/Results_urine_control_used_peaks.txt

			mmol/L			tmsp			tmsp			alanine			alanine			creatinine			creatinine			hippuricacid			hippuricacid			taurine			taurine			citricacid			citricacid			


			M02a			6.0111			(1/1)			0			(0/1)			5.1115			(2/2)			0			(0/3)			0.54254			(2/2)			0.66726			(2/2)			


			M03a			6.0111			(1/1)			0.31334			(1/1)			11.311			(2/2)			4.5282			(3/3)			0			(0/2)			1.376			(2/2)			


			M05a			6.0111			(1/1)			0.38813			(1/1)			11.9303			(2/2)			0.88494			(2/3)			0.56647			(2/2)			1.0783			(2/2)			


			M06a			6.0111			(1/1)			0			(0/1)			4.8325			(2/2)			5.6322			(3/3)			0			(0/2)			0			(2/2)			


			M07a			6.0111			(1/1)			0.64464			(1/1)			8.9695			(2/2)			0.5319			(2/3)			0.3296			(2/2)			1.1864			(2/2)			


			W01a			6.0111			(1/1)			0.53265			(1/1)			4.7541			(2/2)			1.2323			(3/3)			0			(0/2)			2.1373			(2/2)			


			W02a			6.0111			(1/1)			0.10386			(1/1)			4.42			(2/2)			0.91935			(2/3)			0			(2/2)			1.6045			(2/2)			


			W03a			6.0111			(1/1)			0.26222			(1/1)			17.0045			(2/2)			4.1			(3/3)			0			(0/2)			2.1642			(2/2)			


			W05a			6.0111			(1/1)			0.32378			(1/1)			13.0993			(2/2)			17.069			(3/3)			0.61038			(2/2)			4.5692			(2/2)			


			W06a			6.0111			(1/1)			0			(0/1)			6.1064			(2/2)			1.7021			(3/3)			0.79237			(2/2)			0.8722			(2/2)			









QUANTIFY/Examples/Peak information and LLOQ files/urine_LLOQs.txt

compound:	LLOQ

alanine	0.078

creatinine	0.078

hippuricacid	0.312

taurine	0.312

citricacid	0.312

tmsp	0.078








QUANTIFY/Examples/Peak information and LLOQ files/urine_peakinfo+LLOQs.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors


			tmsp


			methyl			0			9			16.636


			alanine


			C3 H3A/H3B/H3C			0			3			27.66345


			C2 H2			0			1			-1


			creatinine


			C5 H6A/H6B/H6C			0			3			22.96735


			C2 H2A/H2B			0			2			26.984226


			hippuricacid


			C2 H2A/H2B			0			2			-1


			C6/C10 H6/H10			0			2			26.239692


			C7/C9 H7/H9			0			2			24.073266


			C8 H8			0			1			19.876632


			taurine


			C1 H1A/H1B			0			2			27.5546


			C2 H2A/H2B			0			2			25.474632


			citricacid


			C2/C4 H2B/H4B			0			2			30.121594


			C2/C4 H2A/H4A			0			2			30.115996








LLOQs


			compound:			LLOQ


			alanine			0.078


			creatinine			0.078


			hippuricacid			0.312


			taurine			0.312


			citricacid			0.312


			tmsp			0.078












QUANTIFY/Examples/Peak information and LLOQ files/urine_peakinfo.txt

compound 	obligatory peak?	Intensity	Calibration factors

tmsp			

methyl	0	9	16.636

alanine			

C3 H3A/H3B/H3C	0	3	27.66345

C2 H2	0	1	-1

creatinine			

C5 H6A/H6B/H6C	0	3	22.96735

C2 H2A/H2B	0	2	26.984226

hippuricacid			

C2 H2A/H2B	0	2	-1

C6/C10 H6/H10 	0	2	26.239692

C7/C9 H7/H9	0	2	24.073266

C8 H8	0	1	19.876632

taurine			

C1 H1A/H1B	0	2	27.5546

C2 H2A/H2B	0	2	25.474632

citricacid			

C2/C4 H2B/H4B	0	2	30.121594

C2/C4 H2A/H4A	0	2	30.115996






QUANTIFY/Examples/Peak integral files/urine_control.txt

title: M02a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	0

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	113.39

C2 H2A/H2B       	142.639

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	0

C7/C9 H7/H9      	0

C8 H8            	0

	

taurine          	          

C1 H1A/H1B       	14.983

C2 H2A/H2B       	13.79

	

citricacid     	          

C2/C4 H2B/H4B    	19.148

C2/C4 H2A/H4A    	21.046

	

title: M03a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	8.668

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	254.619

C2 H2A/H2B       	311.288

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	116.633

C7/C9 H7/H9      	104.879

C8 H8            	95.07

	

taurine          	          

C1 H1A/H1B       	0

C2 H2A/H2B       	10.282

	

citricacid     	          

C2/C4 H2B/H4B    	41.461

C2/C4 H2A/H4A    	41.426

	

title: M05a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	10.737

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	266.764

C2 H2A/H2B       	330.439

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	24.273

C7/C9 H7/H9      	20.338

C8 H8            	0

	

taurine          	          

C1 H1A/H1B       	15.467

C2 H2A/H2B       	14.562

	

citricacid     	          

C2/C4 H2B/H4B    	32.31

C2/C4 H2A/H4A    	32.642

	

title: M06a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	0

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	107.935

C2 H2A/H2B       	133.989

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	148.415

C7/C9 H7/H9      	135.444

C8 H8            	111.591

	

taurine          	          

C1 H1A/H1B       	4.302

C2 H2A/H2B       	0

	

citricacid     	          

C2/C4 H2B/H4B    	10.274

C2/C4 H2A/H4A    	7.905

	

title: M07a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	17.833

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	203.176

C2 H2A/H2B       	245.359

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	12.8

C7/C9 H7/H9      	13.866

C8 H8            	0

	

taurine          	          

C1 H1A/H1B       	9.873

C2 H2A/H2B       	7.665

	

citricacid     	          

C2/C4 H2B/H4B    	37.047

C2/C4 H2A/H4A    	34.422

	

title: W01a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	14.735

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	106.618

C2 H2A/H2B       	131.309

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	30.177

C7/C9 H7/H9      	29.496

C8 H8            	26.266

	

taurine          	          

C1 H1A/H1B       	0

C2 H2A/H2B       	0

	

citricacid     	          

C2/C4 H2B/H4B    	63.181

C2/C4 H2A/H4A    	65.564

	

title: W02a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	2.873

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	99.224

C2 H2A/H2B       	121.965

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	24.289

C7/C9 H7/H9      	21.98

C8 H8            	9.533

	

taurine          	          

C1 H1A/H1B       	2.709

C2 H2A/H2B       	7.084

	

citricacid     	          

C2/C4 H2B/H4B    	48.647

C2/C4 H2A/H4A    	48.002

	

title: W03a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	7.254

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	369.776

C2 H2A/H2B       	483.258

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	106.361

C7/C9 H7/H9      	98.889

C8 H8            	82.265

	

taurine          	          

C1 H1A/H1B       	0

C2 H2A/H2B       	0

	

citricacid     	          

C2/C4 H2B/H4B    	64.013

C2/C4 H2A/H4A    	66.35

	

title: W05a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	8.957

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	293.058

C2 H2A/H2B       	362.639

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	437.623

C7/C9 H7/H9      	408.191

C8 H8            	349.292

	

taurine          	          

C1 H1A/H1B       	17.987

C2 H2A/H2B       	14.469

	

citricacid     	          

C2/C4 H2B/H4B    	134.859

C2/C4 H2A/H4A    	140.379

	

title: W06a	

	

tmsp             	          

methyl           	100

	

alanine          	          

C3 H3A/H3B/H3C   	0

C2 H2            	not used  

	

creatinine       	          

C5 H6A/H6B/H6C   	118.784

C2 H2A/H2B       	189.995

	

hippuricacid     	          

C2 H2A/H2B       	not used  

C6/C10 H6/H10    	47.272

C7/C9 H7/H9      	42.845

C8 H8            	30.309

	

taurine          	          

C1 H1A/H1B       	20.406

C2 H2A/H2B       	21.505

	

citricacid     	          

C2/C4 H2B/H4B    	24.773

C2/C4 H2A/H4A    	27.766






QUANTIFY/Examples/Peak integral files/urine_control.xls

Integrals


			


			title: M02a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			0


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			113.39


			C2 H2A/H2B			142.639


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			0


			C7/C9 H7/H9			0


			C8 H8			0


			taurine


			C1 H1A/H1B			14.983


			C2 H2A/H2B			13.79


			citricacid


			C2/C4 H2B/H4B			19.148


			C2/C4 H2A/H4A			21.046


			title: M03a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			8.668


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			254.619


			C2 H2A/H2B			311.288


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			116.633


			C7/C9 H7/H9			104.879


			C8 H8			95.07


			taurine


			C1 H1A/H1B			0


			C2 H2A/H2B			10.282


			citricacid


			C2/C4 H2B/H4B			41.461


			C2/C4 H2A/H4A			41.426


			title: M05a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			10.737


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			266.764


			C2 H2A/H2B			330.439


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			24.273


			C7/C9 H7/H9			20.338


			C8 H8			0


			taurine


			C1 H1A/H1B			15.467


			C2 H2A/H2B			14.562


			citricacid


			C2/C4 H2B/H4B			32.31


			C2/C4 H2A/H4A			32.642


			title: M06a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			0


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			107.935


			C2 H2A/H2B			133.989


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			148.415


			C7/C9 H7/H9			135.444


			C8 H8			111.591


			taurine


			C1 H1A/H1B			4.302


			C2 H2A/H2B			0


			citricacid


			C2/C4 H2B/H4B			10.274


			C2/C4 H2A/H4A			7.905


			title: M07a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			17.833


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			203.176


			C2 H2A/H2B			245.359


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			12.8


			C7/C9 H7/H9			13.866


			C8 H8			0


			taurine


			C1 H1A/H1B			9.873


			C2 H2A/H2B			7.665


			citricacid


			C2/C4 H2B/H4B			37.047


			C2/C4 H2A/H4A			34.422


			title: W01a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			14.735


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			106.618


			C2 H2A/H2B			131.309


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			30.177


			C7/C9 H7/H9			29.496


			C8 H8			26.266


			taurine


			C1 H1A/H1B			0


			C2 H2A/H2B			0


			citricacid


			C2/C4 H2B/H4B			63.181


			C2/C4 H2A/H4A			65.564


			title: W02a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			2.873


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			99.224


			C2 H2A/H2B			121.965


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			24.289


			C7/C9 H7/H9			21.98


			C8 H8			9.533


			taurine


			C1 H1A/H1B			2.709


			C2 H2A/H2B			7.084


			citricacid


			C2/C4 H2B/H4B			48.647


			C2/C4 H2A/H4A			48.002


			title: W03a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			7.254


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			369.776


			C2 H2A/H2B			483.258


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			106.361


			C7/C9 H7/H9			98.889


			C8 H8			82.265


			taurine


			C1 H1A/H1B			0


			C2 H2A/H2B			0


			citricacid


			C2/C4 H2B/H4B			64.013


			C2/C4 H2A/H4A			66.35


			title: W05a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			8.957


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			293.058


			C2 H2A/H2B			362.639


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			437.623


			C7/C9 H7/H9			408.191


			C8 H8			349.292


			taurine


			C1 H1A/H1B			17.987


			C2 H2A/H2B			14.469


			citricacid


			C2/C4 H2B/H4B			134.859


			C2/C4 H2A/H4A			140.379


			title: W06a


			tmsp


			methyl			100


			alanine


			C3 H3A/H3B/H3C			0


			C2 H2			not used


			creatinine


			C5 H6A/H6B/H6C			118.784


			C2 H2A/H2B			189.995


			hippuricacid


			C2 H2A/H2B			not used


			C6/C10 H6/H10			47.272


			C7/C9 H7/H9			42.845


			C8 H8			30.309


			taurine


			C1 H1A/H1B			20.406


			C2 H2A/H2B			21.505


			citricacid


			C2/C4 H2B/H4B			24.773


			C2/C4 H2A/H4A			27.766












QUANTIFY/Examples/Peak integral files/urine_control_AMIX_mprofile.txt

#! TITLE   = AMIX Analytic Profiler

#! VERSION = 3.9.6

#! USER    = Administrator

#! HOST    = PC59355

#! DATE    = Thu 2010-07-08 13:54:41

#! FILE    = C:\Bruker\result\test_urin_kontrolle/mprofile.txt

#!

Calculation Parameter

Knowledge base                : C:\Bruker\urin_knowbase.txt

created                       : Fri 2009-09-11 16:25:53

 by Administrator

used SBASE                    : C:/Bruker/Reference_Database/bbiorefcode-2-0-0/

used SBASE                    : C:/Bruker/Reference_Database/bmrb/

used SBASE                    : C:/Bruker/Reference_Database/quanti/

quantfication                 : region integration

Underground removal applied   : filter widht 20.0 Hz, region: 10.00 - 0.10 ppm, region for offset correction: 10.00 - 9.00 ppm

HSQC quantfication            : pattern line shape integration (automated peak picking)

1D NMR noise region           : 14.0 - 9.5 ppm

1D NMR noise factor           : 3.5

HSQC noise region             : 2.0 - 0.0; 125.0 - 100.0 ppm

HSQC noise factor             : 3.5

Discard results               : none

Reference compound: tmsp



Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_M02a/10/pdata/10/1r

title: M02a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  A12 - 112}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	99.44     	94.97     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	0.156     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	0.000     	0 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	0.156     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	0.000     	  -       	60.79     	  -       	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	92.975    	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	113.390   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	94.006    	93.491    	0.729     	4.067 +/- 0.027; 57.627 +/- 1.350;  	142.639   	1 (1)     	128.014   	20.682    	99.77     	72.64     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	6.405     	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	0.000     	0 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	3.699     	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	0.000     	0 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	4.354     	4.819     	1.412     	7.640 +/- 0.030; 134.030 +/- 1.000; 	0.000     	0 (1)     	0.000     	  -       	92.93     	47.41     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	14.116    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	14.983    	1 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	29.376    	21.746    	10.790    	3.266 +/- 0.034; 49.034 +/- 1.250;  	13.790    	1 (1)     	14.386    	0.843     	89.09     	79.23     	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	25.898    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	19.148    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	22.030    	23.964    	2.735     	2.540 +/- 0.055; 46.055 +/- 1.500;  	21.046    	2 (4)     	20.097    	1.342     	88.13     	72.30     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_M03a/10/pdata/10/1r

title: M03a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  B1 - 113}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	98.68     	95.70     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	0.995     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	8.668     	1 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	0.995     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	8.668     	  -       	56.09     	0.07      	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	205.105   	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	254.619   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	214.478   	209.791   	6.628     	4.067 +/- 0.027; 57.627 +/- 1.350;  	311.288   	1 (1)     	282.954   	40.071    	99.53     	71.20     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	83.928    	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	116.633   	1 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	75.891    	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	104.879   	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	71.336    	77.052    	6.376     	7.640 +/- 0.030; 134.030 +/- 1.000; 	95.070    	1 (1)     	105.528   	10.796    	99.33     	87.40     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	17.815    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	0.000     	0 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	64.204    	41.009    	32.802    	3.266 +/- 0.034; 49.034 +/- 1.250;  	10.282    	1 (1)     	0.000     	  -       	83.75     	59.93     	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	61.882    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	41.461    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	47.963    	54.922    	9.842     	2.540 +/- 0.055; 46.055 +/- 1.500;  	41.426    	2 (4)     	41.444    	0.025     	86.45     	62.99     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_M05a/10/pdata/10/1r

title: M05a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  B3 - 115}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	97.71     	94.65     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	1.361     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	10.737    	1 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	1.361     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	10.737    	  -       	62.68     	0.07      	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	210.655   	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	266.764   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	211.116   	210.885   	0.325     	4.067 +/- 0.027; 57.627 +/- 1.350;  	330.439   	1 (1)     	298.602   	45.025    	99.48     	74.42     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	18.844    	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	24.273    	1 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	17.611    	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	20.338    	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	15.996    	17.484    	1.428     	7.640 +/- 0.030; 134.030 +/- 1.000; 	0.000     	0 (1)     	0.000     	  -       	98.42     	81.41     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	22.004    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	15.467    	1 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	56.348    	39.176    	24.285    	3.266 +/- 0.034; 49.034 +/- 1.250;  	14.562    	1 (1)     	15.015    	0.640     	86.11     	89.48     	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	43.045    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	32.310    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	38.004    	40.525    	3.565     	2.540 +/- 0.055; 46.055 +/- 1.500;  	32.642    	2 (4)     	32.476    	0.235     	89.04     	73.07     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_M06a/10/pdata/10/1r

title: M06a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  B4 - 116}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	99.38     	94.93     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	0.121     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	0.000     	0 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	0.121     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	0.000     	  -       	58.19     	  -       	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	87.112    	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	107.935   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	88.791    	87.951    	1.187     	4.067 +/- 0.027; 57.627 +/- 1.350;  	133.989   	1 (1)     	120.962   	18.423    	99.68     	72.79     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	112.920   	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	148.415   	1 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	101.561   	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	135.444   	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	95.378    	103.286   	8.897     	7.640 +/- 0.030; 134.030 +/- 1.000; 	111.591   	1 (1)     	131.817   	18.678    	99.04     	84.73     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	6.490     	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	4.302     	1 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	34.733    	20.612    	19.971    	3.266 +/- 0.034; 49.034 +/- 1.250;  	0.000     	0 (1)     	0.000     	  -       	88.57     	62.87     	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	22.555    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	10.274    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	12.662    	17.608    	6.995     	2.540 +/- 0.055; 46.055 +/- 1.500;  	7.905     	2 (4)     	9.089     	1.675     	86.03     	72.05     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_M07a/10/pdata/10/1r

title: M07a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  B5 - 117}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	98.37     	94.79     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	1.351     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	17.833    	1 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	1.351     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	17.833    	  -       	74.02     	0.07      	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	168.443   	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	203.176   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	161.545   	164.994   	4.878     	4.067 +/- 0.027; 57.627 +/- 1.350;  	245.359   	1 (1)     	224.267   	29.828    	99.53     	71.89     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	11.413    	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	12.800    	1 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	10.831    	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	13.866    	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	10.501    	10.915    	0.462     	7.640 +/- 0.030; 134.030 +/- 1.000; 	0.000     	0 (1)     	0.000     	  -       	98.46     	78.65     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	16.205    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	9.873     	1 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	65.786    	40.995    	35.059    	3.266 +/- 0.034; 49.034 +/- 1.250;  	7.665     	1 (1)     	8.769     	1.562     	85.99     	77.26     	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	47.013    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	37.047    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	41.314    	44.163    	4.030     	2.540 +/- 0.055; 46.055 +/- 1.500;  	34.422    	2 (4)     	35.735    	1.856     	90.85     	77.86     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_W01a/10/pdata/10/1r

title: W01a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik 101





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	95.84     	95.35     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	0.699     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	14.735    	1 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	0.699     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	14.735    	  -       	61.37     	0.07      	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	118.879   	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	106.618   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	94.515    	106.697   	17.228    	4.067 +/- 0.027; 57.627 +/- 1.350;  	131.309   	1 (1)     	118.964   	17.459    	98.95     	75.64     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	24.509    	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	30.177    	2 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	22.878    	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	29.496    	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	20.714    	22.700    	1.904     	7.640 +/- 0.030; 134.030 +/- 1.000; 	26.266    	1 (1)     	28.646    	2.089     	99.12     	89.37     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	14.293    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	0.000     	0 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	49.455    	31.874    	24.863    	3.266 +/- 0.034; 49.034 +/- 1.250;  	0.000     	0 (1)     	0.000     	  -       	77.23     	4.59      	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	66.512    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	63.181    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	60.077    	63.294    	4.551     	2.540 +/- 0.055; 46.055 +/- 1.500;  	65.564    	2 (4)     	64.372    	1.685     	87.27     	68.45     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_W02a/10/pdata/10/1r

title: W02a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  A2 - 102}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	97.42     	96.09     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	0.278     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	2.873     	1 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	0.278     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	2.873     	  -       	69.65     	  -       	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	86.198    	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	99.224    	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	92.275    	89.237    	4.297     	4.067 +/- 0.027; 57.627 +/- 1.350;  	121.965   	1 (1)     	110.594   	16.080    	99.16     	73.99     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	22.127    	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	24.289    	1 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	16.658    	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	21.980    	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	16.478    	18.421    	3.211     	7.640 +/- 0.030; 134.030 +/- 1.000; 	9.533     	2 (1)     	18.601    	7.937     	98.34     	84.17     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	10.437    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	2.709     	1 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	43.258    	26.848    	23.209    	3.266 +/- 0.034; 49.034 +/- 1.250;  	7.084     	1 (1)     	4.896     	3.094     	80.67     	61.22     	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	51.496    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	48.647    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	50.339    	50.918    	0.818     	2.540 +/- 0.055; 46.055 +/- 1.500;  	48.002    	2 (4)     	48.324    	0.456     	87.99     	70.52     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_W03a/10/pdata/10/1r

title: W03a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  A3 - 103}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	98.72     	95.15     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	1.714     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	7.254     	1 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	1.714     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	7.254     	  -       	59.50     	0.07      	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	305.190   	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	369.776   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	308.373   	306.782   	2.251     	4.067 +/- 0.027; 57.627 +/- 1.350;  	483.258   	1 (1)     	426.517   	80.244    	99.65     	68.78     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	81.318    	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	106.361   	1 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	73.037    	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	98.889    	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	70.303    	74.886    	5.736     	7.640 +/- 0.030; 134.030 +/- 1.000; 	82.265    	1 (1)     	95.838    	12.334    	99.29     	85.63     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	17.298    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	0.000     	0 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	49.132    	33.215    	22.510    	3.266 +/- 0.034; 49.034 +/- 1.250;  	0.000     	0 (1)     	0.000     	  -       	81.07     	  -       	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	90.677    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	64.013    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	75.606    	83.142    	10.656    	2.540 +/- 0.055; 46.055 +/- 1.500;  	66.350    	2 (4)     	65.182    	1.653     	89.54     	71.41     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_W05a/10/pdata/10/1r

title: W05a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  A5 - 105}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	98.39     	93.56     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	2.365     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	8.957     	1 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	2.365     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	8.957     	  -       	70.11     	  -       	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	246.373   	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	293.058   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	242.140   	244.256   	2.994     	4.067 +/- 0.027; 57.627 +/- 1.350;  	362.639   	1 (1)     	327.849   	49.201    	99.52     	63.73     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	319.122   	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	437.623   	1 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	293.602   	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	408.191   	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	275.129   	295.951   	22.090    	7.640 +/- 0.030; 134.030 +/- 1.000; 	349.292   	1 (1)     	398.368   	44.977    	99.67     	87.41     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	25.750    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	17.987    	1 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	78.472    	52.111    	37.280    	3.266 +/- 0.034; 49.034 +/- 1.250;  	14.469    	1 (1)     	16.228    	2.487     	87.56     	87.73     	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	134.256   	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	134.859   	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	124.803   	129.530   	6.685     	2.540 +/- 0.055; 46.055 +/- 1.500;  	140.379   	2 (4)     	137.619   	3.903     	85.79     	60.40     	





Spectrum: C:\Bruker\TOPSPIN/data/guest/nmr/Urin_Kontrolle_090508_W06a/10/pdata/10/1r

title: W06a

       nPROF_1H.URINE URINE {C:\Bruker\TOPSPIN2.1PL4} genomik {1  A6 - 106}





 compound        	 chem.shift (1H)  	rel. int. 	mean int. 	st.dev    	        chem.shift (1H/13C)         	rel. int. 	peak count	mean int. 	st.dev    	1D match  	HSQC match	

tmsp             	                  	          	          	          	                                    	          	          	          	          	          	          	

methyl           	-0.004 +/- 0.021  	100.000   	100.000   	  -       	-0.004 +/- 0.021; -1.680 +/- 1.350; 	100.000   	1 (4)     	100.000   	  -       	98.77     	94.43     	



alanine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C3 H3A/H3B/H3C   	1.499 +/- 0.007   	0.390     	          	          	1.499 +/- 0.007; 17.608 +/- 1.150;  	0.000     	0 (1)     	          	          	

C2 H2            	3.773 +/- 0.043   	not used  	0.390     	  -       	3.773 +/- 0.043; 52.843 +/- 0.600;  	not used  	-         	0.000     	  -       	64.18     	  -       	



creatinine       	                  	          	          	          	                                    	          	          	          	          	          	          	

C5 H6A/H6B/H6C   	3.045 +/- 0.025   	120.982   	          	          	3.045 +/- 0.025; 31.325 +/- 1.450;  	118.784   	1 (1)     	          	          	

C2 H2A/H2B       	4.067 +/- 0.027   	126.849   	123.915   	4.148     	4.067 +/- 0.027; 57.627 +/- 1.350;  	189.995   	1 (1)     	154.390   	50.354    	99.61     	69.13     	



hippuricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2 H2A/H2B       	3.975 +/- 0.025   	not used  	          	          	3.975 +/- 0.025; 45.125 +/- 1.350;  	not used  	-         	          	          	

C6/C10 H6/H10    	7.835 +/- 0.025   	41.654    	          	          	7.835 +/- 0.025; 128.525 +/- 1.350; 	47.272    	1 (1)     	          	          	

C7/C9 H7/H9      	7.550 +/- 0.030   	34.196    	          	          	7.550 +/- 0.030; 130.230 +/- 1.250; 	42.845    	1 (1)     	          	          	

C8 H8            	7.640 +/- 0.030   	33.863    	36.571    	4.405     	7.640 +/- 0.030; 134.030 +/- 1.000; 	30.309    	1 (1)     	40.142    	8.798     	97.90     	87.22     	



taurine          	                  	          	          	          	                                    	          	          	          	          	          	          	

C1 H1A/H1B       	3.422 +/- 0.034   	19.961    	          	          	3.422 +/- 0.034; 36.934 +/- 1.200;  	20.406    	1 (1)     	          	          	

C2 H2A/H2B       	3.266 +/- 0.034   	49.198    	34.580    	20.674    	3.266 +/- 0.034; 49.034 +/- 1.250;  	21.505    	1 (1)     	20.956    	0.777     	90.78     	88.70     	



citricacid     	                  	          	          	          	                                    	          	          	          	          	          	          	

C2/C4 H2B/H4B    	2.700 +/- 0.055   	39.316    	          	          	2.700 +/- 0.055; 46.055 +/- 1.500;  	24.773    	2 (2)     	          	          	

C2/C4 H2A/H4A    	2.540 +/- 0.055   	34.256    	36.786    	3.578     	2.540 +/- 0.055; 46.055 +/- 1.500;  	27.766    	2 (4)     	26.270    	2.117     	90.67     	74.69     	












QUANTIFY/Input_files_IFG/info correction factors.xls

correction factors


			For quantification of older spectra, use these correction factors to correct for changed TSP concentrations:


			before november 08						0.622


			before march 09						0.5804


			after march 09						1








Tabelle1


			Additonal variable			Value


			Correction factor			0.94


			Outlier threshold			0.4


			Peak number threshold			0.66


			Factors for different reference concentrations (up to 20 can be defined below, last one is default)


			before november 08			1			0.622


			before march 09			1.0715896657			0.5804460606


			after march 09			0.622			1


			CHCl3_April2010			1


			OMS_April2010			14.146115


			OMS_May2010			15.633








Tabelle3


			












QUANTIFY/Input_files_IFG/peakinfo+LLOQA_Pellets_tumor_2D.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors						Remark			Remarks			chem.shift (1H/13C)


			tmsp


			methyl			0			9			16.636									Calculated from TSP Concentration 0,75%; which is 48,089 mM, in 400uL this is 6,011 mM			-0.004 +/- 0.021; -1.479 +/- 1.150;


			alanine


			C3 H3A/H3B/H3C			0			3			27.66345									MM Ib 8.05.08 4A			1.481 +/- 0.026; 17.626 +/- 1.150;


			C2 H2			0			1			-1												3.773 +/- 0.043; 52.843 +/- 0.600;


			glycine


			C2 H2A/H2B			0			2			24.151016									MM Ib 8.05.08 4A			3.565 +/- 0.025; 42.925 +/- 1.350;


			taurine


			C1 H1A/H1B			0			2			27.5546									MM Ib 8.05.08 4A			3.422 +/- 0.034; 36.934 +/- 1.200;


			C2 H2A/H2B			0			2			25.474632									MM Ib 8.05.08 4A			3.266 +/- 0.034; 49.034 +/- 1.250;


			glutamine


			C4 H4A/H4B			0			2			27.279676									MM Ib 8.05.08 4A			2.465 +/- 0.081; 32.181 +/- 1.250;


			C2 H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.782 +/- 0.034; 56.612 +/- 0.398;


			C3 H3A/H3B			0			2			27.280298									MM Ib 8.05.08 4A			2.140 +/- 0.060; 27.660 +/- 1.300;


			arginine


			C4 H4A/H4B			0			2			22.45


			C5 H5A/H5B			0			2			26,713,656									MM IIb 10.04.08 4A			1.928 +/- 0.034; 29.034 +/- 0.902;


			C3 H3A/H3B			0			2			-1						Overlap: Glu, Gln, Arg, Lys…						3.774 +/- 0.034; 55.834 +/- 1.400;


			C2 H2			0			1			-1


			asparticacid


			C2H2			0			1			29.295									MM26032010			3.891 +/- 0.021; 54.353 +/- 0.655;


			C3H3A			0			1			29.673									MM26032010			2.823 +/- 0.027; 38.507 +/- 0.530;


			C3H3B			0			1			29.792									MM26032010			2.662 +/- 0.032; 38.512 +/- 0.530;


			glutamicacid


			C2H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…			MM IV 11.12.08			3.782 +/- 0.034; 56.612 +/- 0.398;


			C4H4AH4B			0			2			26.8177688913									MM IV 11.12.08			2.338 +/- 0.008; 35.564 +/- 0.461;


			C3H3A			0			1			-1									MM IV 11.12.08			2.118 +/- 0.007; 29.294 +/- 0.153;


			C3H3B			0			1			32.3465176184									MM IV 11.12.08			2.037 +/- 0.033; 29.320 +/- 0.153;


			L-isoleucine


			C2H2			0			1			-1									MM26032010			3.668 +/- 0.026; 61.690 +/- 0.677;


			C3H3			0			1			28.384									MM26032010			1.973 +/- 0.025; 37.726 +/- 0.780;


			C4H4A			0			1			28.623									MM26032010			1.440 +/- 0.040; 26.579 +/- 0.451;


			C4H4B			0			1			25.112									MM26032010			1.250 +/- 0.050; 26.589 +/- 0.451;


			C5H5A/B/C			0			3			26.144									MM26032010			0.915 +/- 0.025; 13.225 +/- 0.704;


			C6H6A/B/C			0			3			29.169									MM26032010			0.978 +/- 0.017; 16.215 +/- 0.917;


			leucine


			C5C6H5H6A/B/C			0			6			34.262									MM26032010			0.956 +/- 0.026; 22.426 +/- 1.475;


			C4H4			0			1			28.838									MM26032010			1.721 +/- 0.047; 26.347 +/- 0.535;


			C2H2			0			1			-1									MM26032010			1.703 +/- 0.065; 42.065 +/- 0.549;


			C3H3A/B			0			2			22.45									MM26032010			3.735 +/- 0.034; 55.888 +/- 0.398;


			C3H3B			0			1			22.45


			serine


			C3H3A/B			0			2			-27.296									MM26032010			1.744 +/- 0.025; 42.025 +/- 0.549;


			C2H2			0			1			27.406


			valine																		MM6 7.4.09			3.973 +/- 0.021; 62.821 +/- 0.274;


			C4H4A/B/C			0			3			25.445									MM6 7.4.09			3.823 +/- 0.012; 59.047 +/- 0.398;


			C5H5A/B/C			0			3			25.56


			C2H2			0			1			-1									MM6 7.4.09			1.027 +/- 0.025; 19.555 +/- 0.804;


			C3H3			0			1			25.296									MM6 7.4.09			0.978 +/- 0.022; 18.458 +/- 0.777;


			phosphocreatine																		MM6 7.4.09			3.609 +/- 0.020; 62.409 +/- 0.715;


			C7H7A/B/C			0			3			20.262211083									MM6 7.4.09			2.273 +/- 0.034; 30.834 +/- 0.800;


			C2H2A/B			0			2			21.6750167945


			phosphocholine																		MM V 22.01.09			3.026 +/- 0.016; 39.116 +/- 0.490;


			C1H1A/B			0			2			30.7317166779									MM V 22.01.09			3.925 +/- 0.025; 56.125 +/- 0.500;


			C2H2A/B			0			2			28.8214686925


			C4/C5/C6 met			0			9			-1									MM IV 11.12.08			4.160 +/- 0.012; 60.182 +/- 0.400;


			lacticacid																		MM IV 11.12.08			3.582 +/- 0.010; 68.540 +/- 0.485;


			C3H3A/B/C			0			3			25.263									standards_081222/10,1			3.215 +/- -0.035; 56.115 +/- 0.480;


			C2H2			0			1			23.529


			asparagine																		MM6 7.4.09			1.322 +/- 0.013; 22.113 +/- 0.558;


			C3H3A			0			1			27.639192									MM6 7.4.09			4.110 +/- 0.010; 70.868 +/- 0.398;


			C3H3B			0			1			26.81753


			C2H2			0			1			28.137414									MM Ib 8.05.08 4A			2.942 +/- 0.002; 36.801 +/- 0.550;


			myo-inositol																		MM Ib 8.05.08 4A			2.841 +/- 0.002; 36.801 +/- 0.550;


			H5 C5			0			1			22.45												3.987 +/- -0.007; 53.493 +/- 0.600;


			H4 C4 H6 C6			0			2			22.45


			H2 C2			0			1			22.45


			H1 C1 H3 C3			0			2			22.45


			creatine


			H2A H2B C2			0			2			22.45


			H5A H5B H5C C5			0			3			22.45


			adenosine-5-diphosphate


			H3 C3			0			1			22.45


			H2 C2			0			1			22.45


			H5B C5 H5A C5			0			2			22.45


			H14 C14			0			1			22.45


			H8 C8			0			1			22.45


			H4 C4			0			1			22.45


			H1 C1			0			1			22.45


			glutathione


			C4Ha4Hb4			0			2			22.45


			C3Ha3Hb3			0			2			22.45


			C2H2			0			1			22.45


			C5Ha5Hb5			0			2			22.45


			C6Ha6Hb6			0			2			22.45


			C1H1			0			1			22.45








LLOQS


			compound:			LLOQ						Remarks


			alanine			0.078						MM Ib 8.05.08 4A


			glycine			0.156						MM Ib 8.05.08 4A


			taurine			0.312						MM Ib 8.05.08 4A


			glutamine			0.312						MM Ib 8.05.08 4A


			arginine			0.312						MM IIb 10.04.08 4A


			asparticacid			0.3125						MM26032010


			glutamicacid			0.563						MM4 11.12.08


			L-isoleucine			0.3125						MM26032010


			leucine			0.156						MM26032010


			serine			0.28125						MM7 28.8.09


			valine			0.225						MM6


			phosphocreatine			0.141						MMV 22.01.09


			phosphocholine			0.141						MM4 11.12.08


			lacticacid			0.156						MM6


			asparagine			0.312						MMIb


			tmsp			0.141						-


			myo-inositol			0.0025


			creatine			0.0025


			adenosine-5-diphosphate			0.0025


			glutathione			0.0025












QUANTIFY/Input_files_IFG/peakinfo+LLOQS_1d.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors						Remarks			chem.shift (1H)


			tmsp


			methyl			0			9			16.636						Calculated from TSP-Konzentration 0,75%; which is 48,089 mM, in 400uL this is 6,011 mM			-0.004 +/- 0.021


			alanine


			C3 H3A/H3B/H3C			0			3			21.86641						MM Ib 8.05.08 4A			1.482 +/- 0.012


			L-isoleucine


			C6H6A/B/C			0			3			19.616						MM6 7.4.09			1.012 +/- 0.011


			threonine


			C2H2			0			1			19.175						-


			C3H3			0			1			19.175						-


			C4H4A/B/C			0			3			-19.175						overlapped with lacticacid			1.332 +/- 0.012


			valine


			C4H4A/B/C			0			3			19.247						MM6 7.4.09			1.043 +/- 0.012


			C5H5A/B/C			0			3			19.423						MM6 7.4.09			0.992 +/- 0.010


			acetone


			C1H1A/B/C C3H3A/B/C			0			6			11.841099636						MM IV 11.12.08			2.236 +/- 0.004


			3-hydroxybutyricacid


			a			0			1			-1						MM6 7.4.09			4.153 +/- 0.030


			b			0			1			-1						MM6 7.4.09			2.410 +/- 0.032


			c			0			1			-1						MM6 7.4.09			2.307 +/- 0.031


			H4A/B/C			0			3			19.414						MM6 7.4.09			1.203 +/- 0.011


			methanol


			H1A/B/C			0			3			12.158						MM7 28.8.09			3.360 +/- 0.034; 51.373 +/- 0.398;


			formicacid


			C1H1			0			1			12.232						MM7 28.8.09			8.459 +/- 0.034; 173.502 +/- 0.494;


			ethanol


			H2A/B/C			0			3			14.319						MM7 28.8.09			1.186 +/- 0.034; 19.207 +/- 0.398;


			H1A/B			0			2			13.897						MM7 28.8.09			3.650 +/- 0.034; 59.873 +/- 0.398;


			tyrosine


			C3H3B			0			1			-19.5384						Tyr+Pyr June 2010,overlapped in liver extracts


			C3H3A			0			1			-14.6582						Tyr+Pyr June 2010,overlapped in liver extracts


			C6H6C8H8			0			2			15.854						Tyr+Pyr June 2010


			C2H2			0			1			-17.3886						Tyr+Pyr June 2010,overlapped in liver extracts


			C9H9C5H5			0			2			16.673						Tyr+Pyr June 2010


			creatinine


			C6 H6A/H6B/H6C			0			3			-19.940076						MM Ib 8.05.08, use for milk (better than C2, but still heavily overlapped!)			3.045 +/- 0.025; 31.325 +/- 1.450;


			C2 H2A/H2B			0			2			20.32074						MM Ib 8.05.08, use for urine			4.067 +/- 0.027; 57.627 +/- 1.350;


			lacticacid


			C3H3A/B/C			0			3			19.175						MM6 7.4.09			1.332 +/- 0.012


			aceticacid


			C2H2A/B/C			0			3			22.452956						MM IIb 10.04.08 4A


			glutamicacid


			H4A/B			0			2			19.175						-


			trimethylamine-N-oxide


			tri-methyl			0			9			41.745						MM IIb 10.04.08 4A


			betaine


			C4/C5/C6 met			0			9			-42.294756						MM IIb 10.04.08 4A, too small values?


			C2 H2A/H2B			0			2			21.289194						MM IIb 10.04.08 4A


			acetoaceticacid


			H2A H2B			0			2			-22.452956						Overlapped in milk 27Jan2011


			H4A H4B H4C			0			3			22.452956						taken from acetate


			fumaricacid


			H2 C2 H3 C3			0			2			22.452956						taken from acetate


			cis-aconiticacid


			H2 C2			0			1			22.452956						taken from acetate, overlap with urea


			H4A H4B C4			0			2			-22.452956						overlap with citrate, isocitrate etc.


			2-oxoglutaricacid


			H3A H3B C3			0			2			22.452956						taken from acetate


			H4A H4B C4			0			2			-22.452956						taken from acetate, overlapped in milk


			oxaloaceticacid


			H4A H4B C4			0			2			22.452956						taken from acetate, overlapped in milk


			oroticacid


			H5 C5			0			1			14.721						feb_2011


			phosphocholine


			C1H1A/B			0			2			-19.7485163194						MM4 11.12.08/4.5.2011						MM IV 11.12.08			4.160 +/- 0.012; 60.182 +/- 0.400;


			C2H2A/B			0			2			-20.1739832818						MM4 11.12.08/4.5.2011						MM IV 11.12.08			3.582 +/- 0.010; 68.540 +/- 0.485;


			C4/C5/C6 met			0			9			19.2028970225						MM4 11.12.08/4.5.2011						standards_081222/10,1			3.215 +/- -0.035; 56.115 +/- 0.480;


			glycerophosphocholine


			C1'H1A'B'			0			2			-1												MM6 7.4.09			3.640 +/- 0.040; 64.440 +/- 0.420;


			C4/C5/C6 met			0			9			19.2028970225						MM4 11.12.08/4.5.2011						MM6 7.4.09			3.234 +/- 0.034; 56.437 +/- 0.398;


			C1H1AB			0			2			-1												MM6 7.4.09			4.320 +/- 0.010; 61.690 +/- 0.460;


			C3'H3B'			0			1			-1												MM6 7.4.09			3.945 +/- 0.005; 68.968 +/- 0.398;


			C2'H2'			0			1			-1												MM6 7.4.09			3.915 +/- 0.034; 73.064 +/- 0.398;


			C2H2AB			0			2			-1												MM6 7.4.09			3.650 +/- -0.010; 67.790 +/- 0.650;


			C3'H3A'			0			1			-1												MM6 7.4.09			3.865 +/- 0.005; 68.968 +/- 0.398;


			carnitine


			H4AB			0			2			-1															3.437 +/- 0.020


			H6ABCH7ABCH8ABC			0			9			19.2028970225						taken from phosphocholine									3.229 +/- 0.003


			H2AB			0			2			-1															2.443 +/- 0.025


			taurine


			H2A H2B			0			2			33.902						MM1b


			H1A H1B			0			2			-34.245						ovelapped with betaine, TMAO








LLOQs


			compound:			LLOQ						Remarks


			tmsp			0.00176						-


			creatinine			0.00325						-


			alanine			0.00325						MM6


			L-isoleucine			0.00176						-


			threonine			0.00176						-


			tyrosine			0.00176						-


			valine			0.00162						MM6


			acetone			0.00176						MM4 11.12.08 1D


			3-hydroxybutyricacid			0.00162						MM4 11.12.08 1D


			methanol			0.00325						-


			formicacid			0.00325						-


			ethanol			0.00325						-


			lacticacid			0.00325						-


			aceticacid			0.00325						-


			glutamicacid			0.00325						-


			trimethylamine-N-oxide			0.00325						-


			betaine			0.00325						-


			acetoaceticacid			0.0025						ACAC 1.2.2011


			fumaricacid			0.0025						-


			cis-aconiticacid			0.0025						-


			2-oxoglutaricacid			0.0025						-


			oxaloaceticacid			0.0025						-


			oroticacid			0.0025						-


			phosphocholine			0.0025						-


			glycerophosphocholine			0.0025						-


			carnitine			0.0025						-


			taurine			0.0025						-












QUANTIFY/Input_files_IFG/peakinfo+LLOQS_CDCl3_1d_CHCl3.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors						Remarks			chem.shift (1H/13C)


			tmsp


			methyl			0			12			5.1388089298						see OMS			-0.004 +/- 0.021


			cholesterol


			A			1			3			29.543						01.04.2010 (Mean of C and CE)			1.009 +/- 0.001


			B			0			3			-29.9515624621						01.04.2010 (Mean of C and CE)			0.679 +/- 0.001


			esterifiedcholesterol


			A			1			3			29.543						01.04.2010 (Mean of C and CE)			1.019 +/- 0.002


			B			0			3			-29.9515624621						01.04.2010 (Mean of C and CE)			0.677 +/- 0.002


			chloroform


			H			0			1			5.1388089298						see OMS


			Methene															-CH=CH-


			Methene			0			2			2.9477387578						fatty acids 29.4.2010			5.325 +/- 0.125


			Diallylic															=Ch-CH2-Ch2-


			methylene			0			2			3.3748480778						fatty acids 29.4.2010			2.920 +/- 0.180


			Methylene_to_carboxyl															COO-CH2-Ch2-


			methylene			0			2			5.4183458069						fatty acids 29.4.2010			2.320 +/- 0.120


			Allylic															-CH2-CH=CH-


			methylene			0			2			3.4485383484						fatty acids 29.4.2010			2.035 +/- 0.105


			Methylene															-CH2-


			methylene			0			2			3.9938591441						fatty acids 29.4.2010			1.305 +/- 0.105


			Methyl															-CH3


			methyl			0			3			5.0349261178						fatty acids 29.4.2010			0.870 +/- 0.070


			Glycerine


			H1A H3A			0			2			5.0349261178						? Taken from methyl, should be identical			4.293 +/- 0.032


			H1B H3B			0			2			5.0349261178						?			4.143 +/- 0.033


			oms


			methyl			0			24			5.1388089298						Calculated as: 45uL+8,955mLCDCl3 (results 16,3mM in 50 uL and 1,24mM in 650 uL)			0.094 +/- 0.009








LLOQs


			compound:			LLOQ						Remarks


			tmsp			0						-


			oms			0						-


			cholesterol			0						-


			esterifiedcholesterol			0						-


			chloroform			0


			Methene			0


			Diallylic			0


			Methylene_to_carboxyl			0


			Allylic			0


			Methylene			0


			Methyl			0


			Glycerine			0












QUANTIFY/Input_files_IFG/peakinfo+LLOQS_CDCl3_1d_OMS.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors						Remarks			chem.shift (1H/13C)


			tmsp


			methyl			0			12			80.335						see OMS			-0.004 +/- 0.021


			cholesterol


			A			1			3			41.791						01.04.2010 (Mean of C and CE)			1.009 +/- 0.001


			B			0			3			-42.3694802588						01.04.2010 (Mean of C and CE)			0.679 +/- 0.001


			esterifiedcholesterol


			A			1			3			41.791						01.04.2010 (Mean of C and CE)			1.019 +/- 0.002


			B			0			3			-42.3694802588						01.04.2010 (Mean of C and CE)			0.677 +/- 0.002


			chloroform


			H			0			1			80.335						see OMS


			Methene															-CH=CH-


			Methene			0			2			46.082						fatty acids 29.4.2010			5.325 +/- 0.125


			Diallylic															=Ch-CH2-Ch2-


			methylene			0			2			52.759						fatty acids 29.4.2010			2.920 +/- 0.180


			Methylene_to_carboxyl															COO-CH2-Ch2-


			methylene			0			2			84.705						fatty acids 29.4.2010			2.320 +/- 0.120


			Methylene_to_carboxyl_FFA															COO-CH2-Ch2-


			methylene			0			2			84.705						fatty acids 29.4.2010			2.320 +/- 0.120


			Methylene_to_carboxyl_TG_PL															COO-CH2-Ch2-


			methylene			0			2			84.705						fatty acids 29.4.2010			2.320 +/- 0.120


			Allylic															-CH2-CH=CH-


			methylene			0			2			53.911						fatty acids 29.4.2010			2.035 +/- 0.105


			Methylene															-CH2-


			methylene			0			2			62.436						fatty acids 29.4.2010			1.305 +/- 0.105


			Methyl															-CH3


			methyl			0			3			78.711						fatty acids 29.4.2010			0.870 +/- 0.070


			Glycerine


			H1A H3A			0			2			78.711						? Taken from methyl, should be identical			4.293 +/- 0.032


			H1B H3B			0			2			78.711						?			4.143 +/- 0.033


			oms


			methyl			0			24			80.335						Calculated as: 45uL+8,955mLCDCl3 (results in 16,3mM in 50 uL and 1,24mM in 650 uL)			0.094 +/- 0.009


			phosphatidylcholine


			choline			0			9			0.328						8/8/11			3.232 +/- 0.008


			peak1			0			1			-551						8/8/11			3.357 +/- 0.012








LLOQs


			compound:			LLOQ						Remarks


			tmsp			0						-


			oms			0						-


			cholesterol			0						-


			esterifiedcholesterol			0						-


			chloroform			0


			Methene			0


			Diallylic			0


			Methylene_to_carboxyl			0


			Allylic			0


			Methylene			0


			Methyl			0


			Glycerine			0


			phosphatidylcholine			0


			Methylene_to_carboxyl_FFA			0


			Methylene_to_carboxyl_TG_PL			0












QUANTIFY/Input_files_IFG/peakinfo+LLOQS_CDCl3_2d_OMS.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors						Remarks			chem.shift (1H/13C)


			tmsp


			methyl			0			12			80.335						see OMS			-0.004 +/- 0.021; -1.479 +/- 1.150;


			cholesterol


			A			1			3			80.335						see OMS			1.009 +/- 0.001


			B			0			3			80.335						see OMS			0.679 +/- 0.001


			esterifiedcholesterol


			A			1			3			80.335						see OMS			1.019 +/- 0.002


			B			0			3			80.335						see OMS			0.677 +/- 0.002


			chloroform


			H			0			1			80.335						see OMS


			oms


			methyl			0			24			80.335						Calculated as: 45uL+8,955mLCDCl3 (results in 16,3mM in 50 uL and 1,24mM in 650 uL)			0.094 +/- 0.009








LLOQs


			compound:			LLOQ						Remarks


			tmsp			0						-


			oms			0						-


			cholesterol			0						-


			esterifiedcholesterol			0						-


			chloroform			0












QUANTIFY/Input_files_IFG/peakinfo+LLOQS_milk_2d.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors						Remark			Remarks			chem.shift (1H/13C)


			tmsp


			methyl			0			9			16.636									Calculated from TSP Concentration 0,75%; which is 48,089 mM, in 400uL whis is 6,011 mM			-0.004 +/- 0.021; -1.479 +/- 1.150;


			alanine


			C3 H3A/H3B/H3C			0			3			27.66345									MM Ib 8.05.08 4A			1.481 +/- 0.026; 17.626 +/- 1.150;


			C2 H2			0			1			-1												3.773 +/- 0.043; 52.843 +/- 0.600;


			creatinine


			C5 H6A/H6B/H6C			0			3			22.96735									MM Ib 8.05.08 4A			3.045 +/- 0.025; 31.325 +/- 1.450;


			C2 H2A/H2B			0			2			-1									MM Ib 8.05.08 4A			4.067 +/- 0.027; 57.627 +/- 1.350;


			hippuricacid


			C2 H2A/H2B			0			2			-1												3.975 +/- 0.025; 45.125 +/- 1.350;


			C6/C10 H6/H10			0			2			26.239692									MM Ib 8.05.08 4A			7.835 +/- 0.025; 128.525 +/- 1.350;


			C7/C9 H7/H9			0			2			24.073266									MM Ib 8.05.08 4A			7.550 +/- 0.030; 130.230 +/- 1.250;


			C8 H8			0			1			-1									MM Ib 8.05.08 4A			7.640 +/- 0.030; 134.030 +/- 1.000;


			glycine


			C2 H2A/H2B			0			2			24.151016									MM Ib 8.05.08 4A			3.565 +/- 0.025; 42.925 +/- 1.350;


			histidine


			C3 H3A			0			1			-1												3.272 +/- 0.076; 29.476 +/- 0.900;


			C5 H5			0			1			23.55203									MM III 16.05.08			7.122 +/- 0.097; 118.398 +/- 1.400;


			C2 H2			0			1			-1									MM III 16.05.08			4.003 +/- 0.043; 56.543 +/- 1.000;


			C7 H7			0			1			-1												8.007 +/- 0.180; 137.780 +/- 1.200;


			C3 H3B			0			1			-1												3.187 +/- 0.083; 29.483 +/- 0.900;


			taurine


			C1 H1A/H1B			0			2			27.5546									MM Ib 8.05.08 4A			3.422 +/- 0.034; 36.934 +/- 1.200;


			C2 H2A/H2B			0			2			25.474632									MM Ib 8.05.08 4A			3.266 +/- 0.034; 49.034 +/- 1.250;


			ethanolamine


			C2 H2A/H2B			0			2			23.467438									MM Ib 8.05.08 4A			3.148 +/- 0.034; 43.034 +/- 1.250;


			C1 H1A/H1B			0			2			-1									MM Ib 8.05.08 4A			3.829 +/- 0.034; 59.034 +/- 1.300;


			glutamine


			C4 H4A/H4B			0			2			27.279676									MM Ib 8.05.08 4A			2.465 +/- 0.081; 32.181 +/- 1.250;


			C2 H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.782 +/- 0.034; 56.612 +/- 0.398;


			C3 H3A/H3B			0			2			27.280298									MM Ib 8.05.08 4A			2.140 +/- 0.060; 27.660 +/- 1.300;


			lysine


			C4 H4A/H4B			0			2			24.953396									MM IIb 10.04.08 4A			1.479 +/- 0.091; 22.691 +/- 1.200;


			C5 H5A/H5B			0			2			26.274524									MM IIb 10.04.08 4A			1.740 +/- 0.050; 27.650 +/- 1.300;


			C6 H6A/H6B			0			2			27.519768									MM IIb 10.04.08 4A			3.032 +/- 0.041; 40.541 +/- 1.200;


			C3 H3A/H3B			0			2			23.96877									MM IIb 10.04.08 4A			1.906 +/- 0.032; 31.832 +/- 0.900;


			C2 H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.752 +/- 0.025; 56.625 +/- 0.900;


			3-methylhistidine


			C6 H6A/H6B			0			2			27.051402									MM III 16.05.08			3.289 +/- 0.077; 26.577 +/- 0.950;


			C8 H8A/H8B/H8C			0			3			20.649778									MM III 16.05.08			3.734 +/- 0.035; 33.035 +/- 1.250;


			C5 H5			0			1			20.212512									MM III 16.05.08			7.097 +/- 0.068; 125.068 +/- 1.700;


			C2 H2			0			1			-1												8.006 +/- 0.097; 140.097 +/- 1.100;


			C7 H7			0			1			-1												3.962 +/- 0.034; 54.914 +/- 1.060;


			1-methylhistidine


			C8 H8A/H8B/H8C			0			3			23.553274									MM III 16.05.08			3.709 +/- 0.035; 34.935 +/- 1.250;


			C5 H5			0			1			24.022884									MM III 16.05.08			7.035 +/- 0.035; 121.135 +/- 1.250;


			C2 H2			0			1			27.624886									MM III 16.05.08			7.692 +/- 0.092; 139.492 +/- 1.250;


			trimethylamine-N-oxide


			tri-methyl			0			9			27.481204									MM IIb 10.04.08 4A			3.265 +/- 0.015; 61.115 +/- 1.000;


			3-aminoisobutyricacid


			C4 H4A/H4B/H4C			0			3			25.16923									MM IIb 10.04.08 4A			1.197 +/- 0.023; 16.423 +/- 1.300;


			C3 H3A/H3B			0			2			-1												3.070 +/- 0.069; 44.269 +/- 1.000;


			C2 H2			1			1			-1									MM IIb 10.04.08 4A			2.609 +/- 0.034; 40.984 +/- 1.000;


			betaine


			C4/C5/C6 met			0			9			-26.924514									MM IIb 10.04.08 4A			3.270 +/- 0.030; 54.930 +/- 1.000;


			C2 H2A/H2B			0			2			25.406834									MM IIb 10.04.08 4A			3.900 +/- 0.030; 67.730 +/- 1.000;


			aceticacid


			C2 H2A/H2B/H2C			0			3			15.841718									MM IIb 10.04.08 4A			1.919 +/- 0.024; 24.624 +/- 1.350;


			arginine


			C4 H4A/H4B			0			2			25.003778									MM IIb 10.04.08 4A			1.697 +/- 0.070; 25.374 +/- 0.898;


			C5 H5A/H5B			0			2			26.713656									MM IIb 10.04.08 4A			3.227 +/- 0.047; 41.947 +/- 1.200;


			C3 H3A/H3B			0			2			-1									MM IIb 10.04.08 4A			1.928 +/- 0.034; 29.034 +/- 0.902;


			C2 H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.774 +/- 0.034; 55.834 +/- 1.400;


			citricacid


			C2/C4 H2B/H4B			0			2			30.121594									MM IIb 10.04.08 4A			2.530 +/- 0.052; 47.152 +/- 1.600;


			C2/C4 H2A/H4A			0			2			30.115996									MM IIb 10.04.08 4A			2.655 +/- 0.052; 47.152 +/- 1.600;


			citricacid_2


			C2/C4 H2B/H4B			0			2			30.121594									MM IIb 10.04.08 4A			2.700 +/- 0.055; 46.655 +/- 1.400;


			C2/C4 H2A/H4A			0			2			30.115996									MM IIb 10.04.08 4A			2.540 +/- 0.055; 46.655 +/- 1.400;


			asparticacid


			C2H2			0			1			29.295									MM26032010			3.891 +/- 0.021; 54.353 +/- 0.655;


			C3H3A			0			1			29.673									MM26032010			2.823 +/- 0.027; 38.507 +/- 0.530;


			C3H3B			0			1			29.792									MM26032010			2.662 +/- 0.032; 38.512 +/- 0.530;


			glutamicacid


			C2H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…			MM IV 11.12.08			3.782 +/- 0.034; 56.612 +/- 0.398;


			C4H4AH4B			0			2			26.8177688913									MM IV 11.12.08			2.338 +/- 0.008; 35.564 +/- 0.461;


			C3H3A			0			1			-1									MM IV 11.12.08			2.118 +/- 0.007; 29.294 +/- 0.153;


			C3H3B			0			1			32.3465176184									MM IV 11.12.08			2.037 +/- 0.033; 29.320 +/- 0.153;


			L-isoleucine


			C2H2			0			1			-1									MM26032010			3.668 +/- 0.026; 61.690 +/- 0.677;


			C3H3			0			1			28.384									MM26032010			1.973 +/- 0.025; 37.726 +/- 0.780;


			C4H4A			0			1			28.623									MM26032010			1.440 +/- 0.040; 26.579 +/- 0.451;


			C4H4B			0			1			25.112									MM26032010			1.250 +/- 0.050; 26.589 +/- 0.451;


			C5H5A/B/C			0			3			26.144									MM26032010			0.915 +/- 0.025; 13.225 +/- 0.704;


			C6H6A/B/C			0			3			29.169									MM26032010			0.978 +/- 0.017; 16.215 +/- 0.917;


			leucine


			C5C6H5H6A/B/C			0			6			34.262									MM26032010			0.956 +/- 0.026; 22.426 +/- 1.475;


			C4H4			0			1			-1									MM26032010			1.721 +/- 0.047; 26.347 +/- 0.535;


			C3H3A/B			0			2			28.838									MM26032010			1.703 +/- 0.065; 42.065 +/- 0.549;


			C2H2			0			1			-1									MM26032010			3.735 +/- 0.034; 55.888 +/- 0.398;


			C3H3B			0			1			-1						double with C3H3A/B			MM26032010			1.744 +/- 0.025; 42.025 +/- 0.549;


			methionine


			C4H4A/B			0			2			28.178									MM26032010			2.635 +/- 0.030; 30.760 +/- 0.671;


			C6H6A/B/C			0			3			21.181									MM26032010			2.132 +/- 0.028; 15.528 +/- 0.830;


			C3H3A			0			1			-1									MM26032010			2.202 +/- 0.037; 31.568 +/- 1.085;


			C2H2			0			1			-29.029						?			MM26032010			3.842 +/- -0.007; 56.233 +/- 0.470;


			C3H3B			0			1			-1									MM26032010			2.119 +/- 0.023; 31.555 +/- 1.085;


			phenylalanine


			C3H3A			0			1			27.151									MM6 7.4.09			3.285 +/- 0.047; 38.465 +/- 0.613;


			C2H2			0			1			27.737									MM6 7.4.09			3.993 +/- 0.034; 57.934 +/- 0.685;


			C3H3B			0			1			26.384									MM6 7.4.09			3.132 +/- 0.043; 38.461 +/- 0.613;


			C6H6C8H8			0			2			23.084									MM6 7.4.09			7.427 +/- 0.034; 130.934 +/- 0.900;


			C5H5C9H9			0			2			24.977									MM6 7.4.09			7.330 +/- 0.038; 131.138 +/- 0.950;


			C7H7			0			1			20.709									MM6 7.4.09			7.380 +/- 0.034; 128.934 +/- 1.050;


			proline


			C3H3B			0			1			25.4596329143									-			2.067 +/- 0.042; 31.542 +/- 0.250;


			C4H4A/B			0			2			25.4596329143									-			2.020 +/- 0.020; 26.150 +/- 0.535;


			C3H3A			0			1			25.4596329143									-			2.318 +/- 0.012; 31.512 +/- 0.250;


			C5H5B			0			1			25.4596329143									-			3.417 +/- 0.032; 48.432 +/- 0.450;


			C5H5A			0			1			25.4596329143									-			3.331 +/- 0.031; 48.432 +/- 0.450;


			C2H2			0			1			-1									-			4.131 +/- 0.037; 62.937 +/- 0.850;


			serine


			C3H3A/B			0			2			-27.296									MM6 7.4.09			3.973 +/- 0.021; 62.821 +/- 0.274;


			C2H2			0			1			27.406									MM6 7.4.09			3.823 +/- 0.012; 59.047 +/- 0.398;


			threonine


			C2H2			0			1			-1									MM26032010			3.606 +/- 0.016; 62.446 +/- 0.675;


			C3H3			0			1			30.3									MM26032010			4.258 +/- 0.042; 68.042 +/- 0.715;


			C4H4A/B/C			0			3			-1									MM26032010			1.320 +/- 0.030; 21.130 +/- 0.787;


			tyrosine


			C3H3B			0			1			25.4596329143									-			3.165 +/- 0.014; 37.765 +/- 0.349;


			C3H3A			0			1			25.4596329143									-			3.071 +/- 0.017; 37.768 +/- 0.349;


			C6H6C8H8			0			2			25.4596329143									-			6.903 +/- 0.007; 118.307 +/- 0.400;


			C2H2			0			1			25.4596329143									-			3.933 +/- 0.022; 58.243 +/- 0.700;


			C9H9C5H5			0			2			25.4596329143									-			7.191 +/- 0.002; 133.327 +/- 0.217;


			valine


			C4H4A/B/C			0			3			25.445									MM6 7.4.09			1.027 +/- 0.025; 19.555 +/- 0.804;


			C5H5A/B/C			0			3			25.56									MM6 7.4.09			0.978 +/- 0.022; 18.458 +/- 0.777;


			C2H2			0			1			-1									MM6 7.4.09			3.609 +/- 0.020; 62.409 +/- 0.715;


			C3H3			0			1			25.296									MM6 7.4.09			2.273 +/- 0.034; 30.834 +/- 0.800;


			cystine


			C2H2C7H7			0			2			25.4596329143									-			4.110 +/- 0.004; 55.984 +/- 0.455;


			C6H6AC3H3A			0			2			25.4596329143									-			3.373 +/- 0.018; 39.371 +/- 0.408;


			C6H6BC3H3B			0			2			25.4596329143									-			3.189 +/- 0.047; 39.724 +/- 0.925;


			D-lactose


			C1H1			1			1			28.996									Laktose 9.03.09			4.452 +/- 0.016; 105.016 +/- 0.500;


			C5H5			0			1			26.157									Laktose 9.03.09			3.727 +/- 0.017; 77.617 +/- 0.450;


			C4H4			0			1			28.762									Laktose 9.03.09			3.935 +/- 0.015; 71.015 +/- 0.330;


			C2H2			0			1			-1									Laktose 9.03.09			3.543 +/- 0.013; 73.413 +/- 0.300;


			C3H3			0			1			-1									Laktose 9.03.09			3.667 +/- 0.017; 74.917 +/- 0.360;


			C6H6A/B			0			2			-1									Laktose 9.03.09			3.776 +/- 0.029; 63.429 +/- 0.325;


			D-lactose alpha


			C8H8 alpha			0			1			30.774									Laktose 9.03.09			5.230 +/- 0.013; 94.233 +/- 0.350;


			C13H13A/B alpha			0			2			27.657									Laktose 9.03.09			3.877 +/- 0.018; 62.317 +/- 0.350;


			C9H9 alpha			0			1			-1									Laktose 9.03.09			3.592 +/- 0.007; 73.707 +/- 0.250;


			C11H11 alpha			0			1			-1									Laktose 9.03.09			3.955 +/- -0.005; 72.472 +/- 0.312;


			C12H12 alpha			0			1			-1									Laktose 9.03.09			3.655 +/- 0.011; 76.771 +/- 0.320;


			C10H10 alpha			0			1			-1									Laktose 9.03.09			3.839 +/- 0.014; 73.814 +/- 0.287;


			D-lactose beta


			C8H8 beta			0			1			-13.813									Laktose 9.03.09			4.668 +/- 0.011; 98.166 +/- 0.298;


			C10H10 beta			0			1			-1									Laktose 9.03.09			3.657 +/- 0.022; 80.522 +/- 0.500;


			C9H9 beta			0			1			30.231									Laktose 9.03.09			3.288 +/- 0.017; 76.167 +/- 0.350;


			C13H13A beta			0			1			-28.725						overlap with triethylene glycol from filters			Laktose 9.03.09			3.956 +/- 0.018; 62.419 +/- 0.400;


			C12H12 beta			0			1			30.211									Laktose 9.03.09			3.600 +/- 0.010; 77.250 +/- 0.245;


			C13H13B beta			0			1			-1									Laktose 9.03.09			3.811 +/- 0.011; 62.431 +/- 0.240;


			C11H11 beta			0			1			-1									Laktose 9.03.09			3.839 +/- 0.014; 73.814 +/- 0.287;


			N-acetylcarbohydrates


			methyl			0			3			26.5612117325									MM IV 11.12.08			2.053 +/- 0.018; 23.813 +/- 0.792;


			glycerol


			C1H1A C3H3A			0			2			25.4596329143									-			3.648 +/- 0.017; 64.908 +/- 0.275;


			C2H2			0			1			25.4596329143									-			3.777 +/- 0.013; 74.482 +/- 0.398;


			C1H1B C3H3B			0			2			25.4596329143									-			3.559 +/- 0.016; 64.906 +/- 0.275;


			acetone


			C1H1A/B/C C3H3A/B/C			0			6			-1									MM IV 11.12.08			2.236 +/- 0.004; 32.651 +/- 0.419;


			D-glucose


			C5H5 alpha,beta			0			1			28.3930994998						48.916			MM V 22.01.09			3.400 +/- -0.010; 72.190 +/- 0.350;


			C3H3 C4H4 beta			0			1			34.7228637905						59.821			MM V 22.01.09			3.460 +/- 0.000; 78.300 +/- 0.350;


			C6H6B beta			0			1			-59.2983695498						102.16			MM V 22.01.09			3.821 +/- 0.129


			C2H2 alpha			0			1			-11.3221808578						19.506			MM V 22.01.09			3.547 +/- 0.034


			C2H2 beta			0			1			-19.9946254491						34.447			MM V 22.01.09			3.250 +/- 0.034


			C1H1 beta			0			1			-0.5804460606						-1			MM V 22.01.09			4.650 +/- 0.034


			C4H4 alpha			0			1			-10.1525820458						17.491			MM V 22.01.09			3.836 +/- 0.034


			C1H1 alpha			0			1			-11.8741850615						20.457			MM V 22.01.09			5.236 +/- 0.034


			C3H3 alpha			0			1			-10.7237409694						18.475			MM V 22.01.09			3.719 +/- 0.034


			phosphocreatine


			C7H7A/B/C			0			3			20.262211083									MM V 22.01.09			3.026 +/- 0.016; 39.116 +/- 0.490;


			C2H2A/B			0			2			21.6750167945									MM V 22.01.09			3.925 +/- 0.025; 56.125 +/- 0.500;


			choline


			C1H1A/B			0			2			-1									-			4.064 +/- 0.034; 58.051 +/- 0.398;


			C2H2A/B			0			2			23.5690122902									MM IV 11.12.08			3.505 +/- 0.015; 69.870 +/- 0.398;


			C4/C5/C6 met			0			9			-1									standards_081222/11,43			3.179 +/- -0.031; 56.069 +/- 0.450;


			phosphocholine


			C1H1A/B			0			2			30.7317166779									MM IV 11.12.08			4.160 +/- 0.012; 60.182 +/- 0.400;


			C2H2A/B			0			2			28.8214686925									MM IV 11.12.08			3.582 +/- 0.010; 68.540 +/- 0.485;


			C4/C5/C6 met			0			9			-1									standards_081222/10,1			3.215 +/- -0.035; 56.115 +/- 0.480;


			D-galactose alpha


			C5H5 alpha			0			1			8.7711204216									MM IV 11.12.08			4.068 +/- -0.003; 72.847 +/- 0.325;


			C2H2 alpha			0			1			-1									MM IV 11.12.08			3.812 +/- -0.007; 70.943 +/- 0.325;


			D-galactose beta


			C1H1 beta			0			1			15.3220346614									MM IV 11.12.08			4.570 +/- 0.010; 98.810 +/- 0.230;


			C2H2 beta			0			1			15.6975832626									MM IV 11.12.08			3.493 +/- 0.012; 74.412 +/- 0.150;


			carnitine


			C6H6A/B/C C7H7A/B/C C8H8A/B/C			0			9			-1									standards_081222/11,36			3.215 +/- -0.035; 56.115 +/- 0.480;


			C2H2A/B			0			2			27.5108214877									MM IV 11.12.08			2.435 +/- 0.025; 44.825 +/- 0.600;


			C4H4A/B			0			2			-1									-			3.430 +/- 0.034; 72.582 +/- 0.419;


			C3H3			0			1			-1									-			4.565 +/- 0.015; 66.315 +/- 0.550;


			3-hydroxybutyricacid


			a			0			1			25.149									MM6 7.4.09			4.153 +/- 0.030; 0.030 +/- 0.000;


			b			0			1			26.322									MM6 7.4.09			2.410 +/- 0.032; 0.032 +/- 0.000;


			c			0			1			25.585									MM6 7.4.09			2.307 +/- 0.031; 0.031 +/- 0.000;


			H4A/B/C			0			3			25.645									MM6 7.4.09			1.203 +/- 0.011; 0.011 +/- 0.000;


			glycerophosphocholine


			C1'H1A'B'			0			2			-1									MM6 7.4.09			3.640 +/- 0.040; 64.440 +/- 0.420;


			met			0			9			-1									MM6 7.4.09			3.234 +/- 0.034; 56.437 +/- 0.398;


			C1H1AB			0			2			30.234									MM6 7.4.09			4.320 +/- 0.010; 61.690 +/- 0.460;


			C3'H3B'			0			1			-1									MM6 7.4.09			3.945 +/- 0.005; 68.968 +/- 0.398;


			C2'H2'			0			1			-1									MM6 7.4.09			3.915 +/- 0.034; 73.064 +/- 0.398;


			C2H2AB			0			2			28.84									MM6 7.4.09			3.650 +/- -0.010; 67.790 +/- 0.650;


			C3'H3A'			0			1			-1									MM6 7.4.09			3.865 +/- 0.005; 68.968 +/- 0.398;


			norvaline


			C4H4A/B			0			2			-1									-			1.388 +/- 0.034; 20.312 +/- 0.419;


			C5H5A/B/C			0			3			25.4596329143									-			0.955 +/- 0.025; 15.425 +/- 0.350;


			C2H2			0			1			-1									-			3.735 +/- 0.034; 57.136 +/- 0.419;


			C3H3A/B			0			2			-1									-			1.834 +/- 0.034; 34.966 +/- 0.419;


			cholinecompounds


			C4/C5/C6 met			0			9			28.5080278198									MM4 10.12.08 area integration


			lacticacid


			C3H3A/B/C			0			3			25.263									MM6 7.4.09			1.322 +/- 0.013; 22.113 +/- 0.558;


			C2H2			0			1			23.529									MM6 7.4.09			4.110 +/- 0.010; 70.868 +/- 0.398;


			methanol


			C1H1A/B/C			0			3			13.995									MM7 28.8.09			3.360 +/- 0.034; 51.373 +/- 0.398;


			formicacid


			C1H1			0			1			4.7821									MM7 28.8.09 (outside of the spectrum but folded back)			8.459 +/- 0.034; 173.502 +/- 0.494;


			ethanol


			C2H2A/B/C			0			3			14.281									MM7 28.8.09			1.186 +/- 0.034; 19.207 +/- 0.398;


			C1H1A/B			0			2			15.144									MM7 28.8.09			3.650 +/- 0.034; 59.873 +/- 0.398;


			tryptophan


			C2H2			0			1			31.907									MM7 28.8.09			4.056 +/- 0.034; 57.427 +/- 0.398;


			C12H12			0			1			27.963									MM7 28.8.09			7.544 +/- 0.034; 114.359 +/- 0.398;


			C3H3A			0			1			29.019									MM7 28.8.09			3.489 +/- 0.047; 28.793 +/- 0.398;


			C11H11			0			1			25.953									MM7 28.8.09			7.286 +/- 0.034; 124.480 +/- 0.397;


			C5H5			0			1			26.054									MM7 28.8.09			7.325 +/- 0.034; 127.462 +/- 0.398;


			C9H9			0			1			27.963									MM7 28.8.09			7.732 +/- 0.034; 120.865 +/- 0.398;


			C10H10			0			1			27.146									MM7 28.8.09			7.200 +/- 0.034; 121.859 +/- 0.398;


			C3H3B			0			1			26.845									MM7 28.8.09			3.328 +/- 0.034; 28.780 +/- 0.398;


			ornithine


			C4H4A			0			1			25.294									MM7 28.8.09			1.842 +/- 0.034; 25.254 +/- 0.398;


			C4H4B			0			1			26.816									MM7 28.8.09			1.764 +/- 0.034; 25.254 +/- 0.398;


			C5HA/B			0			2			29.053						Overlap: Lys			MM7 28.8.09			3.055 +/- 0.034; 41.339 +/- 0.398;


			C3H3A/B			0			2			25.645						Overlap: Arg			MM7 28.8.09			1.952 +/- 0.034; 29.953 +/- 0.398;


			C2H2			0			1			-29.838						Overlap: Glu, Gln, Arg, Lys…			MM7 28.8.09			3.790 +/- 0.034; 56.521 +/- 0.398;


			asparagine


			C3H3A			0			1			27.639192									MM Ib 8.05.08 4A			2.942 +/- 0.002; 36.801 +/- 0.550;


			C3H3B			0			1			26.81753									MM Ib 8.05.08 4A			2.841 +/- 0.002; 36.801 +/- 0.550;


			C2H2			0			1			28.137414									MM Ib 8.05.08 4A			3.987 +/- -0.007; 53.493 +/- 0.600;


			galactose-1-phosphate


			C5H5			0			1			29.676									MM6 7.4.09			4.175 +/- 0.005; 73.305 +/- 0.450;


			C4H4			0			1			30.552									MM6 7.4.09			3.995 +/- 0.005; 71.605 +/- 0.500;


			C6H6A/B			0			2			-31.248									MM6 7.4.09 overlap with lactose			3.735 +/- 0.025; 63.425 +/- 0.550;


			C3H3			0			1			34.105									MM6 7.4.09			3.908 +/- 0.007; 71.707 +/- 0.550;


			C1H1			0			1			29.883									MM6 7.4.09			5.455 +/- 0.005; 95.905 +/- 0.550;


			C2H2			0			1			30.093									MM6 7.4.09			3.755 +/- 0.005; 71.305 +/- 0.500;


			ascorbicacid


			H5 C5			0			1			34.467									MM26032010			4.015 +/- 0.015


			H4 C4			0			1			34.032									MM26032010			4.515 +/- 0.015


			H6A H6B C6			0			2			34.054									MM26032010			3.735 +/- 0.015


			trimethylamine


			C1C2C3			0			9			27.481204									Taken from TMAO			51.600 +/- 0.000


			pyruvicacid


			H3A H3B H3C C3			0			3			25.4596329143									-


			triethyleneglycol


			C3H3A/BC4H4A/B			0			4			31.518									teg 8.11.2010


			oroticacid


			H5 C5			0			1			26.331									Feb_2011








LLOQs


			compound:			LLOQ						Remarks


			alanine			0.078						MM Ib 8.05.08 4A


			creatinine			0.078						MM Ib 8.05.08 4A


			hippuricacid			0.312						MM Ib 8.05.08 4A


			glycine			0.156						MM Ib 8.05.08 4A


			histidine			0.156						MM III 16.05.08


			taurine			0.312						MM Ib 8.05.08 4A


			ethanolamine			0.312						MM Ib 8.05.08 4A


			glutamine			0.312						MM Ib 8.05.08 4A


			lysine			0.312						MM IIb 10.04.08 4A


			3-methylhistidine			0.078						MM III 16.05.08


			1-methylhistidine			0.312						MM III 16.05.08


			trimethylamine-N-oxide			0.039						MM IIb 10.04.08 4A


			3-aminoisobutyricacid			0.312						MM IIb 10.04.08 4A


			betaine			0.45						MM6


			aceticacid			0.078						MM IIb 10.04.08 4A


			arginine			0.312						MM IIb 10.04.08 4A


			citricacid			0.312						MM IIb 10.04.08 4A


			citricacid_2			0.312						MM IIb 10.04.08 4A


			asparticacid			0.3125						MM26032010


			glutamicacid			0.563						MM4 11.12.08


			L-isoleucine			0.3125						MM26032010


			leucine			0.156						MM26032010


			methionine			0.078125						MM26032010


			phenylalanine			0.140625						MM7 28.8.09


			proline			0.156						-


			serine			0.28125						MM7 28.8.09


			threonine			0.625						MM26032010


			tyrosine			0.156						-


			valine			0.225						MM6


			cystine			0.156						-


			D-lactose			0.453						Laktose


			D-lactose alpha			1.813						Laktose


			D-lactose beta			1.813						Laktose


			N-acetylcarbohydrates			0.141						MM4 11.12.08


			glycerol			0.156						-


			acetone			0.156						-


			D-glucose			0.563						MMV 22.01.09


			phosphocreatine			0.141						MMV 22.01.09


			choline			0.141						MM4 11.12.08


			phosphocholine			0.141						MM4 11.12.08


			D-galactose alpha			1.125						MM4 11.12.08


			D-galactose beta			1.125						MM4 11.12.08


			carnitine			0.281						MM4 11.12.08


			3-hydroxybutyricacid			0.1562549761						MM6 16.02.2010


			glycerophosphocholine			0.141						MM6


			norvaline			0.141						-


			cholinecompounds			0.141						-


			lacticacid			0.156						MM6


			methanol			0.140625						MM7 28.8.09


			formicacid			4.5						MM7 28.8.09 (outside of the spectrum, but folded back)


			ethanol			0.28125						MM7 28.8.09


			tryptophan			0.28125						MM7 28.8.09


			ornithine			0.28125						MM7 28.8.09


			asparagine			0.312						MMIb


			galactose-1-phosphate			0.28125						MM6


			ascorbicacid			0.3125						MM26032010


			trimethylamine			0.039						-


			tmsp			0.141						-


			pyruvicacid			0.156						-


			triethyleneglycol			0.141						-


			oroticacid			0.141						-












QUANTIFY/Input_files_IFG/peakinfo+LLOQS_Pellets_tumor_1D.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors						Remark			Remarks			chem.shift (1H/13C)


			tmsp


			methyl			0			9			16.636									Calculated from TSP Concentration 0,75%; which is 48,089 mM, in 400uL this is 6,011 mM			-0.004 +/- 0.021; -1.479 +/- 1.150;


			alanine


			C3 H3A/H3B/H3C			0			3			27.66345									MM Ib 8.05.08 4A			1.481 +/- 0.026; 17.626 +/- 1.150;


			C2 H2			0			1			-1												3.773 +/- 0.043; 52.843 +/- 0.600;


			glycine


			C2H2A/B			0			2			24.151016									MM Ib 8.05.08 4A			3.565 +/- 0.025; 42.925 +/- 1.350;


			taurine


			C1H1A/B			0			2			27.5546									MM Ib 8.05.08 4A			3.422 +/- 0.034; 36.934 +/- 1.200;


			C2H2A/B			0			2			25.474632									MM Ib 8.05.08 4A			3.266 +/- 0.034; 49.034 +/- 1.250;


			glutamine


			C4H4A/B			0			2			27.279676									MM Ib 8.05.08 4A			2.465 +/- 0.081; 32.181 +/- 1.250;


			C2H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.782 +/- 0.034; 56.612 +/- 0.398;


			C3H3A/B			0			2			27.280298									MM Ib 8.05.08 4A			2.140 +/- 0.060; 27.660 +/- 1.300;


			arginine


			C4H4A			0			1			25.003778									MM IIb 10.04.08 4A			1.697 +/- 0.070; 25.374 +/- 0.898;


			C4H4B			0			1			22.45


			C5H5A/B			0			2			26.713656									MM IIb 10.04.08 4A			3.227 +/- 0.047; 41.947 +/- 1.200;


			C3H3A/B			0			2			-1									MM IIb 10.04.08 4A			1.928 +/- 0.034; 29.034 +/- 0.902;


			C2H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.774 +/- 0.034; 55.834 +/- 1.400;


			asparticacid


			C2H2			0			1			29.295									MM26032010			3.891 +/- 0.021; 54.353 +/- 0.655;


			C3H3A			0			1			29.673									MM26032010			2.823 +/- 0.027; 38.507 +/- 0.530;


			C3H3B			0			1			29.792									MM26032010			2.662 +/- 0.032; 38.512 +/- 0.530;


			glutamicacid


			C2H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…			MM IV 11.12.08			3.782 +/- 0.034; 56.612 +/- 0.398;


			H4A/B			0			2			26.8177688913									MM IV 11.12.08			2.338 +/- 0.008; 35.564 +/- 0.461;


			C3H3A			0			1			-1									MM IV 11.12.08			2.118 +/- 0.007; 29.294 +/- 0.153;


			C3H3B			0			1			32.3465176184									MM IV 11.12.08			2.037 +/- 0.033; 29.320 +/- 0.153;


			L-isoleucine


			C2H2			0			1			-1									MM26032010			3.668 +/- 0.026; 61.690 +/- 0.677;


			C3H3			0			1			28.384									MM26032010			1.973 +/- 0.025; 37.726 +/- 0.780;


			C4H4A			0			1			28.623									MM26032010			1.440 +/- 0.040; 26.579 +/- 0.451;


			C4H4B			0			1			25.112									MM26032010			1.250 +/- 0.050; 26.589 +/- 0.451;


			C5H5A/B/C			0			3			26.144									MM26032010			0.915 +/- 0.025; 13.225 +/- 0.704;


			C6H6A/B/C			0			3			29.169									MM26032010			0.978 +/- 0.017; 16.215 +/- 0.917;


			leucine


			C5H5A/B/CC6H6A/B/C			0			6			34.262									MM26032010			0.956 +/- 0.026; 22.426 +/- 1.475;


			C3H3A/BC4H4			0			3			28.838									MM26032010			1.703 +/- 0.065; 42.065 +/- 0.549;


			C2H2			0			1			-1									MM26032010			3.735 +/- 0.034; 55.888 +/- 0.398;


			serine


			C3H3A/B			0			2			-27.296									MM6 7.4.09			3.973 +/- 0.021; 62.821 +/- 0.274;


			C2H2			0			1			27.406									MM6 7.4.09			3.823 +/- 0.012; 59.047 +/- 0.398;


			valine


			C4H4A/B/C			0			3			25.445									MM6 7.4.09			1.027 +/- 0.025; 19.555 +/- 0.804;


			C5H5A/B/C			0			3			25.56									MM6 7.4.09			0.978 +/- 0.022; 18.458 +/- 0.777;


			C2H2			0			1			-1									MM6 7.4.09			3.609 +/- 0.020; 62.409 +/- 0.715;


			C3H3			0			1			25.296									MM6 7.4.09			2.273 +/- 0.034; 30.834 +/- 0.800;


			phosphocreatine


			C7H7A/B/C			0			3			20.262211083									MM V 22.01.09			3.026 +/- 0.016; 39.116 +/- 0.490;


			C2H2A/B			0			2			21.6750167945									MM V 22.01.09			3.925 +/- 0.025; 56.125 +/- 0.500;


			phosphocholine


			C1H1A/B			0			2			30.7317166779									MM IV 11.12.08			4.160 +/- 0.012; 60.182 +/- 0.400;


			C2H2A/B			0			2			28.8214686925									MM IV 11.12.08			3.582 +/- 0.010; 68.540 +/- 0.485;


			C4/C5/C6 met			0			9			-1									standards_081222/10,1			3.215 +/- -0.035; 56.115 +/- 0.480;


			lacticacid


			C3H3A/B/C			0			3			25.263									MM6 7.4.09			1.322 +/- 0.013; 22.113 +/- 0.558;


			C2H2			0			1			23.529									MM6 7.4.09			4.110 +/- 0.010; 70.868 +/- 0.398;


			asparagine


			C3H3A			0			1			27.639192									MM Ib 8.05.08 4A			2.942 +/- 0.002; 36.801 +/- 0.550;


			C3H3A			0			1			26.81753									MM Ib 8.05.08 4A			2.841 +/- 0.002; 36.801 +/- 0.550;


			C2H2			0			1			28.137414									MM Ib 8.05.08 4A			3.987 +/- -0.007; 53.493 +/- 0.600;


			myo-inositol


			C5H5			0			1			22.45


			C4H4C6H6			0			2			22.45


			C2H2			0			1			22.45


			C1H1C3H3			0			2			22.45


			creatine


			C5H5A/B/C			0			3			22.45


			C2H2A/B			0			2			22.45


			adenosine-5-diphosphate


			H3			0			1			22.45


			H2			0			1			22.45


			H5A/B			0			2			22.45


			H14			0			1			22.45


			H8			0			1			22.45


			H4			0			1			22.45


			H1			0			1			22.45


			glutathione


			H3			0			1			22.45


			H11H14			0			2			22.45


			H2A/B			0			2			22.45


			H9A/B			0			2			22.45


			H10A/B			0			2			22.45








LLOQS


			compound:			LLOQ						Remarks


			alanine			0						MM Ib 8.05.08 4A


			glycine			0						MM Ib 8.05.08 4A


			taurine			0						MM Ib 8.05.08 4A


			glutamine			0						MM Ib 8.05.08 4A


			arginine			0						MM IIb 10.04.08 4A


			asparticacid			0						MM26032010


			glutamicacid			0						MM4 11.12.08


			L-isoleucine			0						MM26032010


			leucine			0						MM26032010


			serine			0						MM7 28.8.09


			valine			0						MM6


			phosphocreatine			0						MMV 22.01.09


			phosphocholine			0						MM4 11.12.08


			lacticacid			0						MM6


			asparagine			0						MMIb


			tmsp			0						-


			myo-inositol			0


			creatine			0


			adenosine-5-diphosphate			0


			glutathione			0












QUANTIFY/Input_files_IFG/peakinfo+LLOQS_urine_2d.xls

Factors


			compound			obligatory peak?			Intensity			Calibration factors						Remark			Remarks			chem.shift (1H/13C)


			tmsp


			methyl			0			9			16.636									Calculated from TSP Concentration 0,75%; which is 48,089 mM, in 400uL this is 6,011 mM			-0.004 +/- 0.021; -1.479 +/- 1.150;


			alanine


			C3 H3A/H3B/H3C			0			3			27.66345									MM Ib 8.05.08 4A			1.481 +/- 0.026; 17.626 +/- 1.150;


			C2 H2			0			1			-1												3.773 +/- 0.043; 52.843 +/- 0.600;


			creatinine


			C5 H6A/H6B/H6C			0			3			22.96735									MM Ib 8.05.08 4A			3.045 +/- 0.025; 31.325 +/- 1.450;


			C2 H2A/H2B			0			2			26.984226									MM Ib 8.05.08 4A			4.067 +/- 0.027; 57.627 +/- 1.350;


			hippuricacid


			C2 H2A/H2B			0			2			-1												3.975 +/- 0.025; 45.125 +/- 1.350;


			C6/C10 H6/H10			0			2			26.239692									MM Ib 8.05.08 4A			7.835 +/- 0.025; 128.525 +/- 1.350;


			C7/C9 H7/H9			0			2			24.073266									MM Ib 8.05.08 4A			7.550 +/- 0.030; 130.230 +/- 1.250;


			C8 H8			0			1			19.876632									MM Ib 8.05.08 4A			7.640 +/- 0.030; 134.030 +/- 1.000;


			glycine


			C2 H2A/H2B			0			2			24.151016									MM Ib 8.05.08 4A			3.565 +/- 0.025; 42.925 +/- 1.350;


			histidine


			C3 H3A			0			1			-1												3.272 +/- 0.076; 29.476 +/- 0.900;


			C5 H5			0			1			23.55203									MM III 16.05.08			7.122 +/- 0.097; 118.398 +/- 1.400;


			C2 H2			0			1			-1									MM III 16.05.08			4.003 +/- 0.043; 56.543 +/- 1.000;


			C7 H7			0			1			-1												8.007 +/- 0.180; 137.780 +/- 1.200;


			C3 H3B			0			1			-1												3.187 +/- 0.083; 29.483 +/- 0.900;


			taurine


			C1 H1A/H1B			0			2			27.5546									MM Ib 8.05.08 4A			3.422 +/- 0.034; 36.934 +/- 1.200;


			C2 H2A/H2B			0			2			25.474632									MM Ib 8.05.08 4A			3.266 +/- 0.034; 49.034 +/- 1.250;


			ethanolamine


			C2 H2A/H2B			0			2			23.467438									MM Ib 8.05.08 4A			3.148 +/- 0.034; 43.034 +/- 1.250;


			C1 H1A/H1B			0			2			25.13191									MM Ib 8.05.08 4A			3.829 +/- 0.034; 59.034 +/- 1.300;


			glutamine


			C4 H4A/H4B			0			2			27.279676									MM Ib 8.05.08 4A			2.465 +/- 0.081; 32.181 +/- 1.250;


			C2 H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.782 +/- 0.034; 56.612 +/- 0.398;


			C3 H3A/H3B			0			2			27.280298									MM Ib 8.05.08 4A			2.140 +/- 0.060; 27.660 +/- 1.300;


			lysine


			C4 H4A/H4B			0			2			24.953396									MM IIb 10.04.08 4A			1.479 +/- 0.091; 22.691 +/- 1.200;


			C5 H5A/H5B			0			2			26.274524									MM IIb 10.04.08 4A			1.740 +/- 0.050; 27.650 +/- 1.300;


			C6 H6A/H6B			0			2			27.519768									MM IIb 10.04.08 4A			3.032 +/- 0.041; 40.541 +/- 1.200;


			C3 H3A/H3B			0			2			23.96877									MM IIb 10.04.08 4A			1.906 +/- 0.032; 31.832 +/- 0.900;


			C2 H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.752 +/- 0.025; 56.625 +/- 0.900;


			3-methylhistidine


			C6 H6A/H6B			0			2			27.051402									MM III 16.05.08			3.289 +/- 0.077; 26.577 +/- 0.950;


			C8 H8A/H8B/H8C			0			3			20.649778									MM III 16.05.08			3.734 +/- 0.035; 33.035 +/- 1.250;


			C5 H5			0			1			20.212512									MM III 16.05.08			7.097 +/- 0.068; 125.068 +/- 1.700;


			C2 H2			0			1			-1												8.006 +/- 0.097; 140.097 +/- 1.100;


			C7 H7			0			1			-1												3.962 +/- 0.034; 54.914 +/- 1.060;


			1-methylhistidine


			C8 H8A/H8B/H8C			0			3			23.553274									MM III 16.05.08			3.709 +/- 0.035; 34.935 +/- 1.250;


			C5 H5			0			1			24.022884									MM III 16.05.08			7.035 +/- 0.035; 121.135 +/- 1.250;


			C2 H2			0			1			27.624886									MM III 16.05.08			7.692 +/- 0.092; 139.492 +/- 1.250;


			trimethylamine-N-oxide


			tri-methyl			0			9			27.481204									MM IIb 10.04.08 4A			3.265 +/- 0.015; 61.115 +/- 1.000;


			3-aminoisobutyricacid


			C4 H4A/H4B/H4C			0			3			25.16923									MM IIb 10.04.08 4A			1.197 +/- 0.023; 16.423 +/- 1.300;


			C3 H3A/H3B			0			2			-1												3.070 +/- 0.069; 44.269 +/- 1.000;


			C2 H2			1			1			23.948866									MM IIb 10.04.08 4A			2.609 +/- 0.034; 40.984 +/- 1.000;


			betaine


			C4/C5/C6 met			0			9			26.986714									MM IIb 10.04.08 4A			3.270 +/- 0.030; 54.930 +/- 1.000;


			C2 H2A/H2B			0			2			25.406834									MM IIb 10.04.08 4A			3.900 +/- 0.030; 67.730 +/- 1.000;


			aceticacid


			C2 H2A/H2B/H2C			0			3			15.841718									MM IIb 10.04.08 4A			1.919 +/- 0.024; 24.624 +/- 1.350;


			arginine


			C4 H4A/H4B			0			2			25.003778									MM IIb 10.04.08 4A			1.697 +/- 0.070; 25.374 +/- 0.898;


			C5 H5A/H5B			0			2			26.713656									MM IIb 10.04.08 4A			3.227 +/- 0.047; 41.947 +/- 1.200;


			C3 H3A/H3B			0			2			-23.36543									MM IIb 10.04.08 4A			1.928 +/- 0.034; 29.034 +/- 0.902;


			C2 H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…						3.774 +/- 0.034; 55.834 +/- 1.400;


			citricacid


			C2/C4 H2B/H4B			0			2			30.121594									MM IIb 10.04.08 4A			2.530 +/- 0.052; 47.152 +/- 1.600;


			C2/C4 H2A/H4A			0			2			30.115996									MM IIb 10.04.08 4A			2.655 +/- 0.052; 47.152 +/- 1.600;


			citricacid_2


			C2/C4 H2B/H4B			0			2			30.121594									MM IIb 10.04.08 4A			2.700 +/- 0.055; 46.655 +/- 1.400;


			C2/C4 H2A/H4A			0			2			30.115996									MM IIb 10.04.08 4A			2.540 +/- 0.055; 46.655 +/- 1.400;


			asparticacid


			C2H2			0			1			25.4596329143									-			3.891 +/- 0.021; 54.353 +/- 0.655;


			C3H3A			0			1			25.4596329143									-			2.823 +/- 0.027; 38.507 +/- 0.530;


			C3H3B			0			1			25.4596329143									-			2.662 +/- 0.032; 38.512 +/- 0.530;


			glutamicacid


			C2H2			0			1			-1						Overlap: Glu, Gln, Arg, Lys…			MM IV 11.12.08			3.782 +/- 0.034; 56.612 +/- 0.398;


			C4H4AH4B			0			2			26.8177688913									MM IV 11.12.08			2.338 +/- 0.008; 35.564 +/- 0.461;


			C3H3A			0			1			-1									MM IV 11.12.08			2.118 +/- 0.007; 29.294 +/- 0.153;


			C3H3B			0			1			32.3465176184									MM IV 11.12.08			2.037 +/- 0.033; 29.320 +/- 0.153;


			L-isoleucine


			C2H2			0			1			-1									MM6 7.4.09			3.668 +/- 0.026; 61.690 +/- 0.677;


			C3H3			0			1			24.081									MM6 7.4.09			1.973 +/- 0.025; 37.726 +/- 0.780;


			C4H4A			0			1			24.485									MM6 7.4.09			1.440 +/- 0.040; 26.579 +/- 0.451;


			C4H4B			0			1			21.436									MM6 7.4.09			1.250 +/- 0.050; 26.589 +/- 0.451;


			C5H5A/B/C			0			3			23.267									MM6 7.4.09			0.915 +/- 0.025; 13.225 +/- 0.704;


			C6H6A/B/C			0			3			25.159									MM6 7.4.09			0.978 +/- 0.017; 16.215 +/- 0.917;


			leucine


			C5C6H5H6A/B/C			0			6			25.4596329143									-			0.956 +/- 0.026; 22.426 +/- 1.475;


			C4H4			0			1			25.4596329143									-			1.721 +/- 0.047; 26.347 +/- 0.535;


			C3H3A/B			0			2			25.4596329143									-			1.703 +/- 0.065; 42.065 +/- 0.549;


			C2H2			0			1			25.4596329143									-			3.735 +/- 0.034; 55.888 +/- 0.398;


			C3H3B			0			1			-1									-			1.744 +/- 0.025; 42.025 +/- 0.549;


			methionine


			C4H4A/B			0			2			25.4596329143									-			2.635 +/- 0.030; 30.760 +/- 0.671;


			C6H6A/B/C			0			3			25.4596329143									-			2.132 +/- 0.028; 15.528 +/- 0.830;


			C3H3A			0			1			25.4596329143									-			2.202 +/- 0.037; 31.568 +/- 1.085;


			C2H2			0			1			-25.4596329143									-			3.852 +/- 0.008; 56.248 +/- 0.470;


			C3H3B			0			1			25.4596329143									-			2.119 +/- 0.023; 31.555 +/- 1.085;


			phenylalanine


			C3H3A			0			1			27.151									MM6 7.4.09			3.285 +/- 0.047; 38.465 +/- 0.613;


			C2H2			0			1			27.737									MM6 7.4.09			3.993 +/- 0.034; 57.934 +/- 0.685;


			C3H3B			0			1			26.384									MM6 7.4.09			3.132 +/- 0.043; 38.461 +/- 0.613;


			C6H6C8H8			0			2			23.084									MM6 7.4.09			7.427 +/- 0.034; 130.934 +/- 0.900;


			C5H5C9H9			0			2			24.977									MM6 7.4.09			7.330 +/- 0.038; 131.138 +/- 0.950;


			C7H7			0			1			20.709									MM6 7.4.09			7.380 +/- 0.034; 128.934 +/- 1.050;


			proline


			C3H3B			0			1			25.4596329143									-			2.067 +/- 0.042; 31.542 +/- 0.250;


			C4H4A/B			0			2			25.4596329143									-			2.020 +/- 0.020; 26.150 +/- 0.535;


			C3H3A			0			1			25.4596329143									-			2.318 +/- 0.012; 31.512 +/- 0.250;


			C5H5B			0			1			25.4596329143									-			3.417 +/- 0.032; 48.432 +/- 0.450;


			C5H5A			0			1			25.4596329143									-			3.331 +/- 0.031; 48.432 +/- 0.450;


			C2H2			0			1			25.4596329143									-			4.131 +/- 0.037; 62.937 +/- 0.850;


			serine


			C3H3A/B			0			2			27.296									MM6 7.4.09			3.973 +/- 0.021; 62.821 +/- 0.274;


			C2H2			0			1			27.406									MM6 7.4.09			3.823 +/- 0.012; 59.047 +/- 0.398;


			threonine


			C2H2			0			1			-1									MM6 7.4.09			3.606 +/- 0.016; 62.446 +/- 0.675;


			C3H3			0			1			25.4596329143									-			4.258 +/- 0.042; 68.042 +/- 0.715;


			C4H4A/B/C			0			3			-1									MM6 7.4.09			1.320 +/- 0.030; 21.130 +/- 0.787;


			tyrosine


			C3H3B			0			1			25.4596329143									-			3.165 +/- 0.014; 37.765 +/- 0.349;


			C3H3A			0			1			25.4596329143									-			3.071 +/- 0.017; 37.768 +/- 0.349;


			C6H6C8H8			0			2			25.4596329143									-			6.903 +/- 0.007; 118.307 +/- 0.400;


			C2H2			0			1			25.4596329143									-			3.933 +/- 0.022; 58.243 +/- 0.700;


			C9H9C5H5			0			2			25.4596329143									-			7.191 +/- 0.002; 133.327 +/- 0.217;


			valine


			C4H4A/B/C			0			3			25.445									MM6 7.4.09			1.027 +/- 0.025; 19.555 +/- 0.804;


			C5H5A/B/C			0			3			25.56									MM6 7.4.09			0.978 +/- 0.022; 18.458 +/- 0.777;


			C2H2			0			1			-1									MM6 7.4.09			3.609 +/- 0.020; 62.409 +/- 0.715;


			C3H3			0			1			25.296									MM6 7.4.09			2.273 +/- 0.034; 30.834 +/- 0.800;


			cystine


			C2H2C7H7			0			2			25.4596329143									-			4.110 +/- 0.004; 55.984 +/- 0.455;


			C6H6AC3H3A			0			2			25.4596329143									-			3.373 +/- 0.018; 39.371 +/- 0.408;


			C6H6BC3H3B			0			2			25.4596329143									-			3.189 +/- 0.047; 39.724 +/- 0.925;


			D-lactose


			C1H1			1			1			28.996									Laktose 9.03.09			4.452 +/- 0.016; 105.016 +/- 0.500;


			C5H5			0			1			26.157									Laktose 9.03.09			3.727 +/- 0.017; 77.617 +/- 0.450;


			C4H4			0			1			28.762									Laktose 9.03.09			3.935 +/- 0.015; 71.015 +/- 0.330;


			C2H2			0			1			-1									Laktose 9.03.09			3.543 +/- 0.013; 73.413 +/- 0.300;


			C3H3			0			1			-1									Laktose 9.03.09			3.667 +/- 0.017; 74.917 +/- 0.360;


			C6H6A/B			0			2			-1									Laktose 9.03.09			3.776 +/- 0.029; 63.429 +/- 0.325;


			D-lactose alpha


			C8H8 alpha			0			1			30.774									Laktose 9.03.09			5.230 +/- 0.013; 94.233 +/- 0.350;


			C13H13A/B alpha			0			2			27.657									Laktose 9.03.09			3.877 +/- 0.018; 62.317 +/- 0.350;


			C9H9 alpha			0			1			-1									Laktose 9.03.09			3.592 +/- 0.007; 73.707 +/- 0.250;


			C11H11 alpha			0			1			-1									Laktose 9.03.09			3.955 +/- -0.005; 72.472 +/- 0.312;


			C12H12 alpha			0			1			-1									Laktose 9.03.09			3.655 +/- 0.011; 76.771 +/- 0.320;


			C10H10 alpha			0			1			-1									Laktose 9.03.09			3.839 +/- 0.014; 73.814 +/- 0.287;


			D-lactose beta


			C8H8 beta			0			1			-13.813									Laktose 9.03.09			4.668 +/- 0.011; 98.166 +/- 0.298;


			C10H10 beta			0			1			-1									Laktose 9.03.09			3.657 +/- 0.022; 80.522 +/- 0.500;


			C9H9 beta			0			1			30.231									Laktose 9.03.09			3.288 +/- 0.017; 76.167 +/- 0.350;


			C13H13A beta			0			1			28.725									Laktose 9.03.09			3.956 +/- 0.018; 62.419 +/- 0.400;


			C12H12 beta			0			1			30.211									Laktose 9.03.09			3.600 +/- 0.010; 77.250 +/- 0.245;


			C13H13B beta			0			1			-1									Laktose 9.03.09			3.811 +/- 0.011; 62.431 +/- 0.240;


			C11H11 beta			0			1			-1									Laktose 9.03.09			3.839 +/- 0.014; 73.814 +/- 0.287;


			N-acetylcarbohydrates


			methyl			0			3			26.5612117325									MM IV 11.12.08			2.053 +/- 0.018; 23.813 +/- 0.792;


			glycerol


			C1H1A C3H3A			0			2			25.4596329143									-			3.648 +/- 0.017; 64.908 +/- 0.275;


			C2H2			0			1			25.4596329143									-			3.777 +/- 0.013; 74.482 +/- 0.398;


			C1H1B C3H3B			0			2			25.4596329143									-			3.559 +/- 0.016; 64.906 +/- 0.275;


			D-glucose


			C5H5 alpha,beta			0			1			28.3930994998									MM V 22.01.09			3.400 +/- -0.010; 72.190 +/- 0.350;


			C3H3 C4H4 beta			0			1			34.7228637905									MM V 22.01.09			3.460 +/- 0.000; 78.300 +/- 0.350;


			C6H6B beta			0			1			59.2983695498									MM V 22.01.09			3.821 +/- 0.129


			C2H2 alpha			0			1			11.3221808578									MM V 22.01.09			3.547 +/- 0.034


			C2H2 beta			0			1			19.9946254491									MM V 22.01.09			3.250 +/- 0.034


			C1H1 beta			0			1			-0.5804460606									MM V 22.01.09			4.650 +/- 0.034


			C4H4 alpha			0			1			10.1525820458									MM V 22.01.09			3.836 +/- 0.034


			C1H1 alpha			0			1			11.8741850615									MM V 22.01.09			5.236 +/- 0.034


			C3H3 alpha			0			1			10.7237409694									MM V 22.01.09			3.719 +/- 0.034


			phosphocreatine


			C7H7A/B/C			0			3			20.262211083									MM V 22.01.09			3.026 +/- 0.016; 39.116 +/- 0.490;


			C2H2A/B			0			2			21.6750167945									MM V 22.01.09			3.925 +/- 0.025; 56.125 +/- 0.500;


			choline


			C1H1A/B			0			2			-1									-			4.064 +/- 0.034; 58.051 +/- 0.398;


			C2H2A/B			0			2			23.5690122902									MM IV 11.12.08			3.505 +/- 0.015; 69.870 +/- 0.398;


			C4/C5/C6 met			0			9			-1									standards_081222/11,43			3.179 +/- -0.031; 56.069 +/- 0.450;


			phosphocholine


			C1H1A/B			0			2			30.7317166779									MM IV 11.12.08			4.160 +/- 0.012; 60.182 +/- 0.400;


			C2H2A/B			0			2			28.8214686925									MM IV 11.12.08			3.582 +/- 0.010; 68.540 +/- 0.485;


			C4/C5/C6 met			0			9			-1									standards_081222/10,1			3.215 +/- -0.035; 56.115 +/- 0.480;


			D-galactose alpha


			C5H5 alpha			0			1			8.7711204216									MM IV 11.12.08			4.068 +/- -0.003; 72.847 +/- 0.325;


			C2H2 alpha			0			1			-1									MM IV 11.12.08			3.812 +/- -0.007; 70.943 +/- 0.325;


			D-galactose beta


			C1H1 beta			0			1			15.3220346614									MM IV 11.12.08			4.570 +/- 0.010; 98.810 +/- 0.230;


			C2H2 beta			0			1			15.6975832626									MM IV 11.12.08			3.493 +/- 0.012; 74.412 +/- 0.150;


			carnitine


			C6H6A/B/C C7H7A/B/C C8H8A/B/C			0			9			-1									standards_081222/11,36			3.215 +/- -0.035; 56.115 +/- 0.480;


			C2H2A/B			0			2			27.5108214877									MM IV 11.12.08			2.435 +/- 0.025; 44.825 +/- 0.600;


			C4H4A/B			0			2			-1									-			3.430 +/- 0.034; 72.582 +/- 0.419;


			C3H3			0			1			-1									-			4.565 +/- 0.015; 66.315 +/- 0.550;


			3-hydroxybutyricacid


			a			0			1			25.149									MM6 7.4.09			4.153 +/- 0.030; 0.030 +/- 0.000;


			b			0			1			26.322									MM6 7.4.09			2.410 +/- 0.032; 0.032 +/- 0.000;


			c			0			1			25.585									MM6 7.4.09			2.307 +/- 0.031; 0.031 +/- 0.000;


			H4A/B/C			0			3			25.645									MM6 7.4.09			1.203 +/- 0.011; 0.011 +/- 0.000;


			glycerophosphocholine


			C1'H1A'B'			0			2			-1									MM6 7.4.09			3.640 +/- 0.040; 64.440 +/- 0.420;


			met			0			9			-1									MM6 7.4.09			3.234 +/- 0.034; 56.437 +/- 0.398;


			C1H1AB			0			2			30.234									MM6 7.4.09			4.320 +/- 0.010; 61.690 +/- 0.460;


			C3'H3B'			0			1			-1									MM6 7.4.09			3.945 +/- 0.005; 68.968 +/- 0.398;


			C2'H2'			0			1			-1									MM6 7.4.09			3.915 +/- 0.034; 73.064 +/- 0.398;


			C2H2AB			0			2			28.84									MM6 7.4.09			3.650 +/- -0.010; 67.790 +/- 0.650;


			C3'H3A'			0			1			-1									MM6 7.4.09			3.865 +/- 0.005; 68.968 +/- 0.398;


			norvaline


			C4H4A/B			0			2			-1									-			1.388 +/- 0.034; 20.312 +/- 0.419;


			C5H5A/B/C			0			3			25.4596329143									-			0.955 +/- 0.025; 15.425 +/- 0.350;


			C2H2			0			1			-1									-			3.735 +/- 0.034; 57.136 +/- 0.419;


			C3H3A/B			0			2			-1									-			1.834 +/- 0.034; 34.966 +/- 0.419;


			cholinecompounds


			C4/C5/C6 met			0			9			28.5080278198									MM4 10.12.08 area integration


			lacticacid


			C3H3A/B/C			1			3			25.263									MM6 7.4.09			1.322 +/- 0.013; 22.113 +/- 0.558;


			C2H2			0			1			23.529									MM6 7.4.09			4.110 +/- 0.010; 70.868 +/- 0.398;


			methanol


			C1H1A/B/C			0			3			13.995									MM7 28.8.09			3.360 +/- 0.034; 51.373 +/- 0.398;


			formicacid


			C1H1			0			1			4.7821									MM7 28.8.09 (outside of the spectrum but folded back)			8.459 +/- 0.034; 173.502 +/- 0.494;


			ethanol


			C2H2A/B/C			0			3			14.281									MM7 28.8.09			1.186 +/- 0.034; 19.207 +/- 0.398;


			C1H1A/B			0			2			15.144									MM7 28.8.09			3.650 +/- 0.034; 59.873 +/- 0.398;


			tryptophan


			C2H2			0			1			31.907									MM7 28.8.09			4.056 +/- 0.034; 57.427 +/- 0.398;


			C12H12			0			1			27.963									MM7 28.8.09			7.544 +/- 0.034; 114.359 +/- 0.398;


			C3H3A			0			1			29.019									MM7 28.8.09			3.489 +/- 0.047; 28.793 +/- 0.398;


			C11H11			0			1			25.953									MM7 28.8.09			7.286 +/- 0.034; 124.480 +/- 0.397;


			C5H5			0			1			26.054									MM7 28.8.09			7.325 +/- 0.034; 127.462 +/- 0.398;


			C9H9			0			1			27.963									MM7 28.8.09			7.732 +/- 0.034; 120.865 +/- 0.398;


			C10H10			0			1			27.146									MM7 28.8.09			7.200 +/- 0.034; 121.859 +/- 0.398;


			C3H3B			0			1			26.845									MM7 28.8.09			3.328 +/- 0.034; 28.780 +/- 0.398;


			ornithine


			C4H4A			0			1			25.294									MM7 28.8.09			1.842 +/- 0.034; 25.254 +/- 0.398;


			C4H4B			0			1			26.816									MM7 28.8.09			1.764 +/- 0.034; 25.254 +/- 0.398;


			C5HA/B			0			2			29.053						Overlap: Lys			MM7 28.8.09			3.055 +/- 0.034; 41.339 +/- 0.398;


			C3H3A/B			0			2			25.645						Overlap: Arg			MM7 28.8.09			1.952 +/- 0.034; 29.953 +/- 0.398;


			C2H2			0			1			-29.838						Overlap: Glu, Gln, Arg, Lys…			MM7 28.8.09			3.790 +/- 0.034; 56.521 +/- 0.398;


			asparagine


			C3H3A			0			1			27.639192									MM Ib 8.05.08 4A			2.942 +/- 0.002; 36.801 +/- 0.550;


			C3H3B			0			1			26.81753									MM Ib 8.05.08 4A			2.841 +/- 0.002; 36.801 +/- 0.550;


			C2H2			0			1			28.137414									MM Ib 8.05.08 4A			3.987 +/- -0.007; 53.493 +/- 0.600;


			galactose-1-phosphate


			C5H5			0			1			29.676									MM6 7.4.09			4.175 +/- 0.005; 73.305 +/- 0.450;


			C4H4			0			1			30.552									MM6 7.4.09			3.995 +/- 0.005; 71.605 +/- 0.500;


			C6H6A/B			0			2			31.248									MM6 7.4.09			3.735 +/- 0.025; 63.425 +/- 0.550;


			C3H3			0			1			34.105									MM6 7.4.09			3.908 +/- 0.007; 71.707 +/- 0.550;


			C1H1			0			1			29.883									MM6 7.4.09			5.455 +/- 0.005; 95.905 +/- 0.550;


			C2H2			0			1			30.093									MM6 7.4.09			3.755 +/- 0.005; 71.305 +/- 0.500;


			ascorbicacid


			H5 C5			0			1			34.467									MM26032010			4.015 +/- 0.015


			H4 C4			0			1			34.032									MM26032010			4.515 +/- 0.015


			H6A H6B C6			0			2			34.054									MM26032010			3.735 +/- 0.015


			trimethylamine


			C1C2C3			0			9			27.481204									Taken from TMAO			51.600 +/- 0.000


			acetone


			C1H1A/B/C C3H3A/B/C			0			6			1									MM IV 11.12.08			2.236 +/- 0.004; 32.651 +/- 0.419;








LLOQs


			compound:			LLOQ						Remarks


			alanine			0.078						MM Ib 8.05.08 4A


			creatinine			0.078						MM Ib 8.05.08 4A


			hippuricacid			0.312						MM Ib 8.05.08 4A


			glycine			0.156						MM Ib 8.05.08 4A


			histidine			0.156						MM III 16.05.08


			taurine			0.312						MM Ib 8.05.08 4A


			ethanolamine			0.312						MM Ib 8.05.08 4A


			glutamine			0.312						MM Ib 8.05.08 4A


			lysine			0.312						MM IIb 10.04.08 4A


			3-methylhistidine			0.078						MM III 16.05.08


			1-methylhistidine			0.312						MM III 16.05.08


			trimethylamine-N-oxide			0.039						MM IIb 10.04.08 4A


			3-aminoisobutyricacid			0.312						MM IIb 10.04.08 4A


			betaine			0.078						MM IIb 10.04.08 4A


			aceticacid			0.078						MM IIb 10.04.08 4A


			arginine			0.312						MM IIb 10.04.08 4A


			citricacid			0.312						MM IIb 10.04.08 4A


			citricacid_2			0.312						MM IIb 10.04.08 4A


			asparticacid			0.3125						MM26032010


			glutamicacid			0.563						MM4 11.12.08


			L-isoleucine			0.3125						MM26032010


			leucine			0.156						MM26032010


			methionine			0.078125						MM26032010


			phenylalanine			0.140625						MM7 28.8.09


			proline			0.156						-


			serine			0.28125						MM7 28.8.09


			threonine			0.625						MM26032010


			tyrosine			0.156						-


			valine			0.225						MM6


			cystine			0.156						-


			D-lactose			0.453						Laktose


			D-lactose alpha			1.813						Laktose


			D-lactose beta			1.813						Laktose


			N-acetylcarbohydrates			0.141						MM4 11.12.08


			glycerol			0.156						-


			acetone			0.156						-


			D-glucose			0.563						MMV 22.01.09


			phosphocreatine			0.141						MMV 22.01.09


			choline			0.141						MM4 11.12.08


			phosphocholine			0.141						MM4 11.12.08


			D-galactose alpha			1.125						MM4 11.12.08


			D-galactose beta			1.125						MM4 11.12.08


			carnitine			0.281						MM4 11.12.08


			3-hydroxybutyricacid			0.1562549761						MM6 16.02.2010


			glycerophosphocholine			0.141						MM6


			norvaline			0.141						-


			cholinecompounds			0.141						-


			lacticacid			0.156						MM6


			methanol			0.140625						MM7 28.8.09


			formicacid			4.5						MM7 28.8.09 (outside of the spectrum, but folded back)


			ethanol			0.28125						MM7 28.8.09


			tryptophan			0.28125						MM7 28.8.09


			ornithine			0.28125						MM7 28.8.09


			asparagine			0.312						MMIb


			galactose-1-phosphate			0.28125						MM6


			ascorbicacid			0.3125						MM26032010


			trimethylamine			0.039						-


			tmsp			0.039						-
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1 License Agreement

This program comes with no warranty, you use it at your own risk. You may use
and distribute this program freely, as long as credit is given to the original author.

All product, brand and company names in this document may be trademarks of
their respective owners.
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2 Introduction

QUANTIFY is an aid for quantifying small molecules like amino acids in 1D and 2D
NMR spectra of biologic fluid samples. Biofluids such as urine, blood plasma or
milk and other biologic fluid samples such as liver extracts are very complex in
their composition, and compounds may be present at high concentrations in some
samples, while they may not be visible in other samples. This makes exact
quantification of selected compounds a hard task, as each peak of the compound
may or may not be overlapped with other compounds. This is not only true for 1D
spectra, but also for 2D spectra such as 'H-"*C HSQC spectra.

QUANTIFY employs several algorithms to successfully detect and exclude such
outliers. This leads to reliably accurate and precise quantification results.

QUANTIFY takes peak integrals derived from NMR spectra as input and returns
absolute concentration values of the observed compounds as output.

The features of QUANTIFY include:

e Multiplication of each integral with an individual calibration factor

e Checking for obligatory peaks before quantification

e Automatic outlier removal

e Reliability checking for compounds where only few peaks are visible in the
spectrum

e Checking lower limits of quantification

e Automatic normalization to single compounds, e.g. creatinine

e Automatic correction for different dilutions

e Calculation of means and technical errors for replicate measurements

e Logging of the used parameters and configuration to allow reproducible

results
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3 Installation

3.1 System Requirements
Quantify.exe may be run using the following operating systems:

Windows XP (Service Pack 1 or 2)
Windows 2000 (Service Pack 3 or 4)
Windows Server 2003 (Service Pack 1 or 2)
Windows Vista

On other operating systems such as Linux or Mac OS X, you may run the source
code file quantify.m directly. For this, it is required to have installed the
mathematical software Matlab (The Mathworks, Natick, MA, USA). Copy the files
quantify.m and quantify.fig from the folder QUANTIFY to your Matlab working
directory, start Matlab and type quantify to start QUANTIFY. QUANTIFY is
backward compatible at least until Matlab version 7.1.0.246 (R14) Service Pack 3.

3.2 Installation

Open the file quantify.zip with unzipping software (e.g. Winzip) and extract the
files.

Run the file MCRInstallerR2007b.exe. This installs the required Matlab run-time
routines and should be available from the same source as the file quantify.zip, for
example from the software section on http://genomics.uni-regensburg.de/.

To start QUANTIFY, run the unzipped file quantify.exe.
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4 Manual

4.1 User Files
4.1.1 Required Files

Peak Integral File

A file containing the peak integral values from one spectrum or from several
spectra is required to use QUANTIFY. This file may be a Microsoft Excel .x/s file, a
tab stop separated .ixt file or an AMIX Analytic Profiler (Bruker BioSpin,
Rheinstetten, Germany) .txt file.

The data have to be present as follows in the file:

title: Spectrum 1

Compound A

Peak 1 Integral value*
Peak 2 Integral value*
Peak 3 Integral value*
Compound B

Peak 1 Integral value*
Peak 2 Integral value*

title: Spectrum 2

Compound A
Peak 1 Integral value*
Peak 2 Integral value*

* The integral values should have been divided by the number of nuclei
contributing to the peak.

Each spectrum title has to start with ‘title: *. Please make sure to include a blank
line after each spectrum title and after the last peak of each compound. For each
spectrum, the number and order of compounds has to be the same. Peaks that
shall not be used for quantification may be included in the list, in these cases the
integral values has to be replaced by a string, for example not used. For example
files see the folder QUANTIFY\Examples.

The .ixt files have to contain exactly two columns that are separated by a
tabulator.

For using AMIX .txt files please see Chapter 6 for further information.
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In case you want to use individual dilution factors (see Section 4.2 for details), the
individual dilution factor has to be written at the end of the spectrum title and has
to start with df. All concentrations of this spectrum will then be multiplied by this
factor. The individual dilution factor has to consist of exactly four digits, including
the decimal point (.).

Example: You have diluted sample 1 by factor 4, sample 2 by factor 13.7 and
sample 3 by factor 200. The peak integral file then has to look as follows:

title: Spectrum 1 df4.00

title: Spectrum 2 df13.7

title: Spectrum 3 df200.

The dot (.) after 200 in sample 3 has to be inserted to achieve a length of four
digits.

In case you measure single samples repeatedly, QUANTIFY can calculate means
and technical errors (see Section 4.2). Replicate spectra have to be titled *a, *b, *c
and so on, where * may be any string in the peak integral file, e.g. sample1_a,
sample1 b, sample1_c.

4.1.2 Optional Files

Optionally, a file containing peak information and a file containing lower limits of
quantification may be used.

Peak Information File

This file contains additional information about the peaks of a compound to enable
accurate quantification results. This file may be either a Microsoft Excel .x/s file or
a tab stop separated .ixt file. The data have to be present in the file as in the
following example:

Obligatory | Number | Calibration
peak of nuclei factor

Compound A

Peak 1 0 3 1.39
Peak 2 1 1 1.12
Peak 3 0 1 -1
Compound B

Peak 1 0 1 1.23
Peak 2 0 2 1.07
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The column Obligatory peak can be used to mark single peaks as obligatory. This
may be useful for molecules with both high-intensity and low-intensity peaks,
where one strong peak that are often overlapped by other signals. By marking a
weaker peak of the molecule as obligatory, this compound will only be quantified if
the weaker peak is present. This is only meaningful if one of the weaker peaks is
seldom overlapped. This will reduce the number of incorrect quantification results.
Possible values are 0 and 1. 0 means that the peak is not required to be present
and 1 means that the peak must be present to quantify the compound. Usually, 0
should be chosen for all peaks.

In the column Number of nuclei, the number of nuclei contributing to the peak has
to be entered. This number is used for a reliability check in case less peaks than
the peak threshold are available for one compound.

In the column Calibration factor, calibration factors for each peak have to be
entered. Negative values mean that the peak is not used for quantification. The
calibration factors can be determined experimentally using a dilution series of the
pure compound. The measured peak integrals and concentration values have to
be fitted with a regression line going through the point of origin. The slope of the
regression line is the calibration factor.

The .txt file has to contain exactly four columns that are separated by a tab stop.

Lower Limits of Quantification File

In this file, the lower limits of quantification (LLOQ’s) are stored for automated
checking of the quantification results. This file may be either a Microsoft Excel .x/s
file or a tab stop separated .ixt file. The LLOQ’s may be any value and have to be
present as follows in the file:

LLOQ
Compound [mmol/L]
Compound A 0.15
Compound B 0.30

The tab stop separated .ixt file has to contain exactly two columns that are
separated by one tab stop.
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4.2 Step-by-Step Guide

In this section, the usage of QUANTIFY will be described step by step. For each
step an example is given (painted in blue). The main window of QUANTIFY
(Figure 4.1) is divided into six panels that are intended to be filled out in their
numerical order.

<} QUANTIFY
File Help
— 1: Peak Integralz — 4. Parameters
Carrection factar | 1.0 |
| ‘ . Dilution fact ' ]
File name | | File type | AWKt | LU 1.4l I

Outlier threshold | 0.4 i

Peak threshold | ogg |

— 2 Peak Information

— 50 Options
[] Enable
[]Scaleto
Mormalize to crestining
— 3 Loweer Limits of Quartification Dilution correction
[ ] Enable

Calculate means for replicates

— EB: Perform Cuantificstion

Cantify!

Figure 4.1. The main window with default parameters

For all fields of the main window, a help text is available that will pop up when you
hold the mouse curser over the field. When starting QUANTIFY, default

parameters will be filled out in most fields. In the following paragraphs, all items of
QUANTIFY are described.

Menu Bar

File

e Load default parameters will load the default parameters.

e [oad custom parameters will load previously saved parameters.

e Save custom parameters will save the current parameters except for the
peak integral file.

o Exit will close QUANTIFY.

Help

e Manual will open the manual (this document).
o About QUANTIFY will show the program version.
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Panel 1: Peak Integrals

As a first step, you have to choose a file where the integral values are stored. For
information on the data format of the used files please see Section 4.1.1. Select
Browse and choose the peak integral file. The file may be either an Excel .x/s file,
a tab stop separated .txt file or an AMIX Analytic Profiler .ixt file. The file name
including the path of the chosen file is shown in the field File name. The file type of
the chosen file is shown in the field File type.

Please note that Microsoft Excel is required to read Excel files. If Excel is not
installed on your computer, please use .txt files instead.

For Microsoft Excel files, you will have to enter the name of the spreadsheet
containing the data (default is Integrals) in the field Sheet and the range where the
values are stored (default is A2:B5000) in the field Range. Make sure not to
include headlines in the given range.

QUANTIFY can also read data from Bruker AMIX Analytic Profiler mprofile.txt
output files. For details on the parameters to use in AMIX Analytic Profiler see
Chapter 6.

Example: Click Browse. A file selection window will pop up. Change the file type
to Tab stop separated .txt and choose the file urine control.txt in the folder
QUANTIFY\Examples\Peak integral files.

Panel 2: Peak Information

In this panel you have to choose if you want to use additional peak information.
This information is necessary for individual peak calibration and additional peak
reliability checks. To use this additional information, check the Enable check mark.

In this case, you will have to specify a file where the information is stored by
selecting Browse. For the data format of the used file please see Section 4.1.2.
The file may be either an Excel .x/s file or a tab stop separated .ixt file. The file
name including the path of the chosen file is shown in the field File name. The file
type of the chosen file is shown in the field File type.

Please note that Microsoft Excel is required to read Excel files. If Excel is not
installed on your computer, please use .txt files instead.

When using Excel files, you will have to specify the spreadsheet name and the
range where the values are stored in the fields Sheet and Range. Please make
sure not to include any headlines in the area defined in the Range field.

Example: Click on the check box Enable. Click Browse. A file selection window
will pop up. Change the file type to Tab stop separated .txt and choose the file
urine_peakinfo.txt in the folder QUANTIFY\Examples\Peak information and LLOQ
files.
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Panel 3: Lower Limits of Quantification

Here you have to choose if you want to check if the calculated concentrations are
above individually defined LLOQ’s. Check the Enable check box to activate this
function.

You will have to specify a file where the LLOQ’s are stored by selecting Browse.
For the data format of the used files please see Section 4.1.2. The file may be
either an Excel .x/s file or a tab stop separated .txt file. The file name including the
path of the chosen file is shown in the field File name. The file type of the chosen
file is shown in the field File type.

Please note that Microsoft Excel is required to read Excel files. If Excel is not
installed on your computer, please use .txt files instead.

When using Excel files, you will have to specify the spreadsheet name and the
range where the values are stored in the fields Sheet and Range. Please make
sure not to include any headlines in the area defined in the Range field.

Example: Click on the check box Enable. Click Browse. A file selection window
will pop up. Change the file type to Tab stop separated .txt and choose the file
urine_LLOQs.txt in the folder QUANTIFY\Examples\Peak information and LLOQ
files.

Panel 4: Parameters

These parameters control the outlier detection and reliability checking of the
results, among others. The parameters are pre-filled with defaults that should yield
good results. Anyway, you may change these parameters in order to optimize your
results.

Correction Factor

Each concentration is multiplied by this factor before checking if the concentration
is above the LLOQ. The value has to be positive (>0), default value is 1 (no
correction).

This factor is useful for example if your reference substance concentration is
different in some of your spectrum sets, for example due to a change of supplier.
The difference to the dilution factor described below is that the correction factor is
applied before checking for the LLOQ’s, as a change in the reference substance
concentration will result in false absolute concentrations in the first hand.

Dilution Factor

Each concentration is multiplied by this factor after checking if the concentration is
above the LLOQ. The factor has to be positive (>0), default value is 1 (no
correction).

This may be used if all samples are diluted in the same way. The difference to the
correction factor named above is that diluting the sample will not result in false
absolute concentrations. Therefore, the dilution factor is applied after checking the
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LLOQ’s. If each sample is diluted in a different way, you may use the individual
Dilution Correction in Panel 5.

Outlier Threshold

This is a threshold for outlier detection. For compounds having more than one
peak, the median of all peaks is calculated. Values that differ more than the outlier
threshold from the median relatively are excluded as outliers. The outlier threshold
has to be positive (>0), default value is 0.4.

Peak Threshold

This is a threshold for controlling the reliability of a result by checking how many of
the peaks available for a molecule are present in a spectrum. The ratio of found
peaks to total peaks has to exceed the peak threshold. The peak threshold has to
be in the range of 0 to 1, default is 0.66.

Example: Leave all parameters on their default settings.

Panel 5: Options
This panel controls additional functions of QUANTIFY.

Scale To

If this check box is enabled, all integral values of one spectrum will be divided by
the value of the first valid peak of the reference substance specified in the
corresponding text field. In case your peak integrals are already scaled to the
reference substance signal, as in AMIX files, this check box does not need to be
enabled.

Reference Concentration

Here you may enter the concentration of the references substance specified in the
Scale to field. The Reference Concentration has to be positive (>0). It is important
to use the concentration corrected to your sample amount. For example, if you add
400 pL of sample to 50 pL of D,O containing 10 mmol/L tmsp, you have to enter

1.25 as reference concentration, as 10 mmol/L * (60 pyL / 400 pL) = 1.25 mmol/L.

Normalize To

If this check box is enabled, all concentrations will be divided by the concentration
of the compound entered in the corresponding text field. For urine, this is usually
done with the creatinine concentration, but you may choose any compound here.

Dilution Correction

If this check box is activated, individual Dilution Correction will be performed on all
spectra. This may be used in case different sample amounts were used for the
different spectra, or in case of tissue extracts, where different tissue amounts were
employed. The individual dilution factor for each spectrum has to be provided in
the peak integral file as part of the spectrum title. For details see Section 4.1.1.
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Calculate Means for Replicates
If this check box is activated, QUANTIFY will search for replicate spectra of the
same sample, indicated by the spectrum title. For details see Section 4.1.1.

Means and technical errors (TE’s) will be calculated in case replicates are found.
For TE calculation only the first two replicate spectra are used.

Example: Enable the check box Normalize to and enter creatinine in the
corresponding text field. Disable the check boxes Scale to, Dilution correction and
Calculate means for replicates.

Panel 6: Perform Quantification
After filling in all fields, the main window of QUANTIFY will look like Figure 4.2.

<} QUANTIFY
File Help

— 1: Peak Integralz — 4. Parameters

Correction factor | 1.0 |

r 1 r . Dilution fact
File namme | urine_cortrol txt | File type s (LRI 10 |

Outlier threshold | 04 |

Peak threshold 0e6 |

— 2 Peak Information

— 50 Options
Enable

[]Scaleto

File name iurinEJoeakinfu:u.txt: File type 1t

Mormalize to crestining
— 3t Loweer Limits of Guantitication [] Dilution carrection
Enable [] calculate mean= for replicates

File: name | urine_LLOGis 1 | File: type |t S

Cantify!

Figure 4.2. The main window of QUANTIFY after filling in all fields according to the exampile files.

When the button Quantify! is selected, you are requested to choose an output file.
This may either be a tab stop separated .txt file or a Microsoft Excel file. Please
note that Microsoft Excel is required to write Excel files. If Excel is not installed on
your computer, please use .txt output files instead. For Excel files, it will
automatically be determined which Excel version is installed on the computer and
the matching file format and file extension (.x/s or .x/sx) will be chosen.

Example: Click Quantify! A save as window will pop up. Select Save.
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The status of the calculations is shown as a progress bar during the quantification.
After successful quantification, the result file will be automatically opened.

An example for an Excel result file is shown in Figure 4.3. Additional example
result files can be found in the folder QUANTIFY\Examples.

The compound concentration values will be stored in the spreadsheet Results. For
each compound the mean, the standard deviation and the minimal and maximal
values over all spectra will be shown at the lower end of the table. Additionally, the
number of spectra containing this compound is added.

All used parameters, file and folder names, additional information such as date
and version numbers, user data, warnings and error messages will be stored in
the spreadsheet Configuration. All factors will be extended with an underscore ()
to circumvent Excel to convert the variable type in an unwanted way.

A | B C D E F G

1 |mmol/L Itmsp alanine creatinine hippuricacid taurine citricacid

2 [M02a 6,01106035 511151127 0,5425398  0,6672607
3 |M03a 6,01106035 0,31333764 11,3110268 4,52818979 1,37600122
4 |M05a 6,01106035 0,38812946 11,9302793 0,88494328 0,56647469 1,07826411
5 |M06Ga 6,01106035 483247691 5,6322102

6 [MO7a 6,01106035 0,64464121 8,96948977 0,53190112 0,32959717 1,18644781
7 Wlia 6,01106035 0,53265229 475414713 1,23225415 2,1372904
8 W02a 6,01106035 0,10385545 4,42004131 0,91935238 1,60446228
9 W03a 6,01106035 0,26222326 17,0044899 4,10001793 2,16415063
10 'W05a 6,01106035 0,32378463 13,0993454 17,0690314 0,61037674 4,56921526
11 \WO06a 6,01106035 6,10641444 1,70205886 0,79236957 0,87220087
12 |21 Mean 6,01106035 0,36694628 8,75392222 406666212 0,56827159 1,73947703
13 z2 SD 9,3622E-16| 0,17792423 439777696 5,21866019 0,16554726 1,18010724
14 z3 Min 6,01106035 0,10385545 4,42004131 0,53190112 0,32959717  0,6672607
15 z4 Max 6,01106035 0,64464121 17,0044899 17,0690314 0,79236957 456921526
16 75 N 10 7 10 9 5 9

M4 4 » M[\_ Original values / Outlers / Normalized to creatinine / Used peaks / Configuration ‘, Results /

Figure 4.3. An Excel result file. The different spreadsheets of the file can be seen on the lower
margin of the figure.

Information about the number of used peaks for each compound of each spectrum
will get stored in the spreadsheet Used peaks. For each metabolite, two entries
are given, the left one containing the concentration from the Results spreadsheet,
the right one indicating the ratio of used peaks to available peaks for this
compound. For example, (6/6) would mean that all six peaks were used for the
calculation of the mean value, indicating a low variance in peak intensities, as
indicated by the lack of excluded outliers. This implies a high reliability of the
result. In contrast, a value of (1/6) would mean that only one out of six values was
used, indicating either a low number of visible peaks or a high variance that led to
outlier exclusions. In such cases, a manual checking of the other peaks, for
example in the Outliers spreadsheet, might be necessary.

In case Dilution Correction was chosen in Panel 5, the dilution corrected
concentrations are stored in the spreadsheet Dilution corrected in the output file.

12
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In case Calculate Means for Replicates was chosen in Panel 5, means and TE's
will be written to the spreadsheet Mean in the output file.

In case Normalize to was chosen in Panel 5, a spreadsheet named Normalized to
compound name is created, e.g. Normalized to creatinine. This spreadsheet
contains the normalized values.

All original values (before checking for LLOQ’s and multiplying by correction and
dilution factors) will be stored in the spreadsheet Original values.

If you choose .ixt files as output, up to eight .txt files will be generated containing
these data. The files will have a fixed number of columns that are separated by a
tabulator. The file names are derived from the entered file name by adding
extensions, for example filename_results.txt.

13
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4.3 Quick Start

QUANTIFY is pre-configured to allow a quick start. In this mode, most
implemented features are disabled. Still, this mode may allow a quick view on your
data. Please note that quantification results from this mode are only semi-
quantitative. For accurate quantification, please refer to the step-by-step guide in
Section 4.2. The main feature active in this mode is automatic outlier removal
based on deviations from the median.

For quantification, you need a file that contains the NMR peak integral values
obtained for the different compounds you are interested in. For details on the
format of the file see Section 4.1.1.

Run the file quantify.exe. The main window will show up (Figure 4.4).

<} QUANTIFY
File Help
— 1: Peak Integralz — 4. Parameters
Carrection factar | 1.0 |
- : . Dilution fact ' ]
File name | | File type | AWKt | LU 1.4l I

Outlier threshold | 0.4 i

Peak threshold | ogg |

— 2 Peak Information

— 50 Options
[] Enable
[]Scaleto
Mormalize to crestining
— 3 Lowver Limits of Quartification Dilution correction
Lilia s | Calculate means for replicates
[ ] Enable Calculat for replicat

— EB: Perform Cuantificstion

Cantify!

Figure 4.4. The main window of QUANTIFY in quick start mode with default parameters

Panel 1: Peak Integrals
Select Browse and choose the file containing the peak integral values.

Panels 2 -4

You do not need to change the pre-filled default values in these panels.
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Panel 5: Options

Activate the Scale to check box and enter the name of your reference substance.
Enter the concentration of your reference substance in the field Reference
concentration.

Panel 6: Perform Quantification
Select the button Quantify!. This will open a dialog where you can choose the
output file name. Afterward, quantification is performed and the result file opened.

15
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5 Troubleshooting

o Starting QUANTIFY Fails
If QUANTIFY fails to open, please install the file MCRInstallerR2007b.exe.
This file is available from the same source as quantify.zip, for example from
the software section on http://genomics.uni-regensburg.de/site/institute.

e Error: Subscripted assignment dimension mismatch

o Error: Attempted to access ...; index out of bounds
These error messages indicate problems while reading a peak integral
value file. Make sure that for each spectrum in the peak integral file the
number of compounds and corresponding peaks, and the order of
compounds is identical.

o Error: Data format not supported. No AMIX file?
If you encounter this error message when reading peak integral values from
a .txt file, most probably QUANTIFY tried to open a tab stop separated .tx¢
file as an AMIX .ixt file. In case you use AMIX .txt files, something seems to
be wrong with the file format. Make sure you follow the steps in Chapter 6
when creating AMIX .txt files.

In case you use a tab stop separated .ixt file, make sure you choose the
matching entry from the file type menu when selecting the file using Browse
in Panel 1 (see Figure 5.1).

M1 Analytic: Profiler file [ ) |
AM I Analvtic Prafiler file [ k=t

T ab stop separated text [.tat]
b5 Excel file [ =lz)
Al filez 7]

Figure 5.1. Choosing the integral value file type
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6 Creating Peak Integrals Using AMIX

In order to create peak integral files using AMIX Analytic Profiler (Bruker BioSpin,
Rheinstetten, Germany), you should follow the steps described below to ensure
that the files are readable for QUANTIFY. The procedure is described for AMIX
version 3.9.3 and may differ for other versions. Parameters not explicitly named in
this section should not affect the readability of the files and may therefore be
chosen according to your preferences.

You have to activate both identification and quantification in AMIX in order to get
usable files.

6.1 AMIX Peak Integrals from 1D Spectra

To quantify compounds from 1D spectra, the .txt file may not contain any 2D
HSQC data. To achieve this, you have to deactivate the buttons for 2D/HSQC
identification and quantification.

M [dentification of pure compounds

Identification of pure compounds i1n mizures (e.g. metabolites in body fluids)
iz done by comparison to reference data. If identification i1s wanted. reference
data of the pure compounds stored in an AHIX spectra base must be prowvided.

A standard spectra base can be obtained from Bruker.

¥ Perform identification ?

C:Bruker-Reference Database-bbiorefcoders v

Uze which data for identification ?

v 1D

= COS5Y

B TOCSY
HSQC

LCHS

delta mass [~ | ppm

l'_\-_
G ST
~

< Back Hezt > Cancel

Figure 6.1. Perform identification and 1D have to be enabled
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B Quantification of pure compounds

Fure compounds can be guantified. The guantification is done by taking ratios of
integrals with respect to the reference. both normalized to the respective number
of protons (contained in the knowledge base) .

If absolute weights of the reference and samples are provided (either in a single
text file or in individual files). absolute concentrations can be calculated.

If weights do not yet exist in digital form., editsstore is available.

v Perform 1D HHR gquantification ?
[ Perform 2D HSQC quantification ?

Type of gquantification

* calculate relative concentrations

(" calculate absolute concentrations {single weights file)

(" calculate absolute concentrations {weights file at spectrum)
{ ca}cqlate gbgplpte cancgntratians_(q:eate new weights filg)

file containing absolute weights |ie=if=has) (e=0 SRl GA-w:4d _J

Scaling of guantification results
* to defined reference compound in knowledge base
" to temporarily selected compound{s) in knowledge base

Algorithm for 1D integral calculation

" area integration (all data points)

" area integration (only points above noise level)

# integration by peak shape analysis :

& 1ntegrat10n hy peak flt (needs nultlplet 1nfD 1n KB)
~

-~

~

< Back Hext > Cancel

Figure 6.2. Perform 1D quantification has to be enabled

Bl Generate Result Display and Report

Final results of a compound profiling process can be
displayed and reported. Reports are =stored in different
styles to disk. Anvone of these can be selected for display.

[T Show result in HTHL style

~Select Report for display
~ short
|+ detailed

Dizscard results from report

* report all results

(" report results only 1f high match factor

" report the N best results per aizture

" report if high matches in all mi=tures (for PCa)

discard threshold %

max. number of results per mizture [::::]

Result path iC:\Bruker\resultl :j

Save in result path automatically includes:

— mprofile 1dbt _t=t (can be used for PCA)

— macros_t=at (can be uzed inside statistics)
— mprofile. =ml

< Back | Hext > | Cancel |

Figure 6.3. Detailed and Report all results have to be enabled
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6.2 AMIX Peak Integrals from 2D HSQC Spectra

When quantifying from 2D HSQC spectra, 1D spectra have to be quantified as
well, although this data will not be used later on. QUANTIFY will look for 2D HSQC
data in the file and use these for quantification.

M [dentification of pure compounds |:|@

Identification of pure compounds in miEures (e.g. metabolites in body fluids)
iz done by comparison to reference data. If identification i1s wanted. reference
data of the pure compounds stored in an ANIXY spectra base must be provided.

4 standard spectra base can be obtained from Bruker.

¥ Perform identification ?

C:/Bruker/Reference Databasesbbiorefcode~

U=ze which data for identification ?

v 1D

[~ COosY
[ TOCSY
v  HSQC
I~ LCHS

delta mass [~ ] »pp=

i By

< Back I He=xt > | Cancel |

Figure 6.4. Perform identification has to be enabled both for 7D and HSQC
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B Quantification of pure compounds

Pure compounds can be gquantified. The guantification is dome by taking ratios of
integrals with respect to the reference. both normalized to the respective number
of protons (contained in the knowvledge base).

If absolute weights of the reference and =samples are provided (either in a =ingle
text file or in individual files). absolute concentrations can be calculated.

If weights do not yet exist in digital form. edits/store i1s available.

¥ Perform 1D HMR quantification ?
¥ Perform 2D HSOC guantification ?

Type of gquantification

* calculate relative concentrations

" calculate ab=zolute concentrations (single weights file)

(" calculate ab=zolute concentrations {(weights file at spectrum)
r calcqlate ahsplpte cnncgntratiuns_(greate nev veights filgl

file containing absolute weights |Eodchao) e B0 oo R RA-SN S 44 _J

Scaling of guantification results
* to defined reference compound in knowledge base
” to temporarily selected compound{s) in knowledge base

Algorithms for 1D integral calculation

" area integration {all data points)

" area integration (only points above noise level)

* integration by peak shape analysis

anlegratem heipesk fot (nceds maliiplet vnfol a HH;

Algoritha for 2D HSQC integral calculation

" area integration {all data points)

* integration by peak shape analysis (automated peak picking)
o integratinn by peak shape analysis (user defined peak list)

< Back Hext > Cancel |

Figure 6.5. Both Perform 1D quantification and Perform 2D quantification have to be enabled

B Generate Result Display and Report

Final results of a compound profiling process can be
displayed and reported. Reports are stored in different
styles to dizk. Anyone of these can be selected for display.

[T Show result in HTHL =style

~Select Report for display
~ short
|* detailed

Discard results from report

* report all results

" report results only if high match factor

" report the N best results per aixture

" report if high matches in all mixztures (for PCi)

discard threshold [::::] %

max. number of results per mixture [::::]

Result path iC:\Bruker\result :j

Save in result path automatically includes:

— mprofile 1dbt t=t (can be used for PCA)

— macros_t=at (can be used inside statistics)
— mprofile =ml

< Back Hext > Cancel

Figure 6.6. Detailed and Report all results have to be enabled
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quantify_CDCF8CA5CF197897785ECA6491B47833/compopts.bat


@echo off

rem MSVC80FREECOMPP.BAT

rem

rem    Compile and link options for use with MATLAB Compiler.

rem    using the Microsoft® Visual C++ 2005 Express Edition compiler.

rem

rem    $Revision: 1.1.8.2 $  $Date: 2007/06/07 14:12:53 $

rem

rem ********************************************************************

rem General parameters

rem ********************************************************************

set MATLAB=%MATLAB%

set VS80COMNTOOLS=%VS80COMNTOOLS%

set VSINSTALLDIR=C:\Programme\Microsoft Visual Studio 8

set VCINSTALLDIR=%VSINSTALLDIR%\VC

set MSSdk=%MSSdk%

set LINKERDIR=C:\Programme\Microsoft SDKs\Windows\v7.1

set PATH=%VCINSTALLDIR%\BIN\;%LINKERDIR%\bin;%VSINSTALLDIR%\Common7\IDE;%VSINSTALLDIR%\SDK\v2.0\bin;%VSINSTALLDIR%\Common7\Tools;%VSINSTALLDIR%\Common7\Tools\bin;%VCINSTALLDIR%\VCPackages;%MATLAB_BIN%;%PATH%

set INCLUDE=%VCINSTALLDIR%\ATLMFC\INCLUDE;%VCINSTALLDIR%\INCLUDE;%LINKERDIR%\INCLUDE;%VSINSTALLDIR%\SDK\v2.0\include;%INCLUDE%

set LIB=%VCINSTALLDIR%\ATLMFC\LIB;%VCINSTALLDIR%\LIB;%LINKERDIR%\lib;%VSINSTALLDIR%\SDK\v2.0\lib;%MATLAB%\extern\lib\win32;%LIB%

set PERL="%MATLAB%\sys\perl\win32\bin\perl.exe"

set MW_TARGET_ARCH=win32



rem ********************************************************************

rem Compiler parameters

rem ********************************************************************

set COMPILER=cl

set OPTIMFLAGS=-O2 -DNDEBUG

set DEBUGFLAGS=-Zi -Fd"%OUTDIR%%MEX_NAME%.pdb"

set VER_SPECIFIC_OPTS=/D_CRT_SECURE_NO_DEPRECATE

set CPPOPTIMFLAGS=-O2 -DNDEBUG

set CPPDEBUGFLAGS=-Zi -Fd"%OUTDIR%%MEX_NAME%.pdb"

set COMPFLAGS=-c -Zp8 -GR -W3 -EHsc- -Zc:wchar_t- -nologo %VER_SPECIFIC_OPTS%

set CPPCOMPFLAGS=-c -Zp8 -GR  -W3 -EHsc- -Zc:wchar_t- -nologo -Zm500 -MD -I"%MATLAB%\extern\include\cpp" -DMSVC -DIBMPC %VER_SPECIFIC_OPTS%

set DLLCOMPFLAGS=-c -Zp8 -GR -EHsc- -Zc:wchar_t- -W3 -nologo -I"%MATLAB%\extern\include\win32" -DMSVC -DIBMPC %VER_SPECIFIC_OPTS%

rem set OPTIMFLAGS=/MD -O2 -Oy- -DNDEBUG

rem set DEBUGFLAGS=/MD -Zi -Fd"%OUTDIR%%MEX_NAME%%MEX_EXT%.pdb"

set NAME_OBJECT=/Fo



rem ********************************************************************

rem Library creation commands creating import and export libraries

rem ********************************************************************

set DLL_MAKEDEF=type %BASE_EXPORTS_FILE% | %PERL% -e "print \"LIBRARY %MEX_NAME%.dll\nEXPORTS\n\"; while (<>) {print;}" > %DEF_FILE%



rem ********************************************************************

rem Linker parameters

rem MATLAB_EXTLIB is set automatically by mex.bat

rem ********************************************************************

set LIBLOC=%MATLAB%\extern\lib\win32\microsoft

set LINKER=link

set LINKFLAGS=kernel32.lib user32.lib gdi32.lib winspool.lib comdlg32.lib advapi32.lib shell32.lib oleaut32.lib ole32.lib uuid.lib odbc32.lib odbccp32.lib /LIBPATH:"%LIBLOC%" /nologo 

set LINKFLAGS=%LINKFLAGS% mclmcrrt.lib

set CPPLINKFLAGS=

set DLLLINKFLAGS= %LINKFLAGS% /dll /implib:"%OUTDIR%%MEX_NAME%.lib" /def:%DEF_FILE%

set HGLINKFLAGS=

set LINKOPTIMFLAGS=

set LINKDEBUGFLAGS=/debug /PDB:"%OUTDIR%%MEX_NAME%.pdb"

set LINK_FILE=

set LINK_LIB=

set NAME_OUTPUT="/out:%OUTDIR%%MEX_NAME%.exe"

set DLL_NAME_OUTPUT="/out:%OUTDIR%%MEX_NAME%.dll"

set RSP_FILE_INDICATOR=@



rem ********************************************************************

rem Resource compiler parameters

rem ********************************************************************

set RC_COMPILER=rc /fo "%OUTDIR%%RES_NAME%.res"

set RC_LINKER= 



rem ********************************************************************

rem IDL Compiler

rem ********************************************************************

set IDL_COMPILER=midl /nologo /win32 /I "%MATLAB%\extern\include" 

set IDL_OUTPUTDIR= /out "%OUTDIRN%"

set IDL_DEBUG_FLAGS= /D "_DEBUG" 

set IDL_OPTIM_FLAGS= /D "NDEBUG" 

set POSTLINK_CMDS1=if exist %LIB_NAME%.def del %LIB_NAME%.def
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Generated File. Do not edit.

[HEADER]
Version|0.08|$

[PLUGINS]
C:\Programme\Windows Media Player\npwmsdrm.dll|$
|$
1208155942000|1|5|$
DRM Store Netscape Plugin|$
Microsoft® DRM|$
1
0|application/x-drm|Network Interface Plugin|nip|$
C:\Programme\Windows Media Player\npdsplay.dll|$
|$
1208155942000|1|5|$
Npdsplay dll|$
Windows Media Player Plug-in Dynamic Link Library|$
9
0|application/asx|Media Files|*|$
1|video/x-ms-asf-plugin|Media Files|*|$
2|application/x-mplayer2|Media Files|*|$
3|video/x-ms-asf|Media Files|asf,asx,*|$
4|video/x-ms-wm|Media Files|wm,*|$
5|audio/x-ms-wma|Media Files|wma,*|$
6|audio/x-ms-wax|Media Files|wax,*|$
7|video/x-ms-wmv|Media Files|wmv,*|$
8|video/x-ms-wvx|Media Files|wvx,*|$
C:\Programme\Windows Media Player\npdrmv2.dll|$
|$
1208155994000|1|5|$
DRM Netscape Network Object|$
Microsoft® DRM|$
1
0|application/x-drm-v2|Network Interface Plugin|nip|$
C:\Programme\QuickTime\Plugins\npqtplugin.dll|$
|$
1234775954631|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
7
0|application/sdp|SDP-Stream-Beschreibung|sdp|$
1|application/x-sdp|SDP-Stream-Beschreibung|sdp|$
2|application/x-rtsp|RTSP-Stream-Beschreibung|rtsp,rts|$
3|video/quicktime|QuickTime Movie|mov,qt,mqv|$
4|video/flc|AutoDesk Animator (FLC)|flc,fli,cel|$
5|audio/x-wav|WAVE-Audio|wav,bwf|$
6|audio/wav|WAVE-Audio|wav,bwf|$
C:\Programme\QuickTime\Plugins\npqtplugin2.dll|$
|$
1234775954662|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
7
0|audio/aiff|AIFF-Audio|aiff,aif,aifc,cdda|$
1|audio/x-aiff|AIFF-Audio|aiff,aif,aifc,cdda|$
2|audio/basic|uLaw/AU-Audio|au,snd,ulw|$
3|audio/mid|MIDI|mid,midi,smf,kar|$
4|audio/x-midi|MIDI|mid,midi,smf,kar|$
5|audio/midi|MIDI|mid,midi,smf,kar|$
6|audio/vnd.qcelp|QUALCOMM PureVoice audio|qcp|$
C:\Programme\QuickTime\Plugins\npqtplugin3.dll|$
|$
1234775954709|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
8
0|audio/x-gsm|GSM-Audio|gsm|$
1|audio/AMR|AMR-Audio|AMR|$
2|audio/aac|AAC-Audio|aac,adts|$
3|audio/x-aac|AAC-Audio|aac,adts|$
4|audio/x-caf|CAF-Audio|caf|$
5|audio/ac3|AC3 audio|ac3|$
6|audio/x-ac3|AC3 audio|ac3|$
7|video/x-mpeg|MPEG-Medien|mpeg,mpg,m1s,m1v,m1a,m75,m15,mp2,mpm,mpv,mpa|$
C:\Programme\QuickTime\Plugins\npqtplugin4.dll|$
|$
1234775954725|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
4
0|video/mpeg|MPEG-Medien|mpeg,mpg,m1s,m1v,m1a,m75,m15,mp2,mpm,mpv,mpa|$
1|audio/mpeg|MPEG-Audio|mpeg,mpg,m1s,m1a,mp2,mpm,mpa,m2a|$
2|audio/x-mpeg|MPEG-Audio|mpeg,mpg,m1s,m1a,mp2,mpm,mpa,m2a|$
3|video/3gpp|3GPP-Medien|3gp,3gpp|$
C:\Programme\QuickTime\Plugins\npqtplugin5.dll|$
|$
1234775954756|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
10
0|audio/3gpp|3GPP-Medien|3gp,3gpp|$
1|video/3gpp2|3GPP2-Medien|3g2,3gp2|$
2|audio/3gpp2|3GPP2-Medien|3g2,3gp2|$
3|video/sd-video|SD-Video|sdv|$
4|application/x-mpeg|AMC-Medien|amc|$
5|video/mp4|MPEG-4-Medien|mp4|$
6|audio/mp4|MPEG-4-Medien|mp4|$
7|audio/x-m4a|AAC-Audiodatei|m4a|$
8|audio/x-m4p|AAC-Audio (gesch�tzt)|m4p|$
9|audio/x-m4b|AAC-Audiobuch|m4b|$
C:\Programme\QuickTime\Plugins\npqtplugin6.dll|$
|$
1234775954787|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
9
0|video/x-m4v|Video (gesch�tzt)|m4v|$
1|image/x-macpaint|MacPaint-Bild|pntg,pnt,mac|$
2|image/pict|PICT-Bild|pict,pic,pct|$
3|image/x-pict|PICT-Bild|pict,pic,pct|$
4|image/png|PNG-Bild|png|$
5|image/x-png|PNG-Bild|png|$
6|image/x-quicktime|QuickTime-Bild|qtif,qti|$
7|image/x-sgi|SGI-Bild|sgi,rgb|$
8|image/x-targa|TGA-Bild|targa,tga|$
C:\Programme\QuickTime\Plugins\npqtplugin7.dll|$
|$
1234775954803|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
4
0|image/jp2|JPEG2000 image|jp2|$
1|image/jpeg2000|JPEG2000 image|jp2|$
2|image/jpeg2000-image|JPEG2000 image|jp2|$
3|image/x-jpeg2000-image|JPEG2000 image|jp2|$
C:\Programme\Adobe\Reader 9.0\Reader\AIR\nppdf32.dll|$
|$
1307442934000|1|5|$
Adobe PDF Plug-In For Firefox and Netscape "9.4.5"|$
Adobe Acrobat|$
7
0|application/pdf|Acrobat Portable Document Format|pdf|$
1|application/vnd.adobe.pdfxml|Adobe PDF in XML Format|pdfxml|$
2|application/vnd.adobe.x-mars|Adobe PDF in XML Format|mars|$
3|application/vnd.fdf|Acrobat Forms Data Format|fdf|$
4|application/vnd.adobe.xfdf|XML Version of Acrobat Forms Data Format|xfdf|$
5|application/vnd.adobe.xdp+xml| Acrobat XML Data Package|xdp|$
6|application/vnd.adobe.xfd+xml|Adobe FormFlow99 Data File|xfd|$
C:\Programme\Real\RealPlayer\Netscape6\nprpjplug.dll|$
|$
1234775988084|1|5|$
6.0.11.3006|$
RealPlayer Version Plugin|$
1
0|application/vnd.rn-realplayer-javascript|RealPlayer Version Plugin|rpj|$
C:\Programme\Real\RealPlayer\Netscape6\nppl3260.dll|$
|$
1234775993069|1|5|$
RealPlayer(tm) LiveConnect-Enabled Plug-In|$
RealPlayer(tm) G2 LiveConnect-Enabled Plug-In (32-bit) |$
1
0|audio/x-pn-realaudio-plugin|RealPlayer(tm) as Plug-in|rpm|$
C:\Programme\Real\RealPlayer\Netscape6\nprjplug.dll|$
|$
1234775997944|1|5|$
RealJukebox Netscape Plugin|$
RealJukebox NS Plugin|$
1
0|none|RealJukebox NS Plugin File|none|$
c:\WINDOWS\Microsoft.NET\Framework\v3.5\Windows Presentation Foundation\NPWPF.dll|$
|$
1217371248000|1|5|$
Windows Presentation Foundation (WPF) plug-in for Mozilla browsers|$
Windows Presentation Foundation|$
2
0|application/x-ms-xbap|XAML Browser Application|xbap|$
1|application/xaml+xml|XAML Document|xaml|$
c:\Programme\Microsoft Silverlight\4.0.60831.0\npctrl.dll|$
|$
1314715732000|1|5|$
4.0.60831.0|$
Silverlight Plug-In|$
2
0|application/x-silverlight|npctrl|scr|$
1|application/x-silverlight-2|||$
C:\Programme\Java\jre6\bin\new_plugin\npjp2.dll|$
|$
1317611141000|1|5|$
Next Generation Java Plug-in 1.6.0_29 for Mozilla browsers|$
Java(TM) Platform SE 6 U29|$
34
0|application/x-java-applet|Java Applet||$
1|application/x-java-bean|JavaBeans||$
2|application/x-java-vm|||$
3|application/x-java-applet;version=1.1.1|||$
4|application/x-java-bean;version=1.1.1|||$
5|application/x-java-applet;version=1.1|||$
6|application/x-java-bean;version=1.1|||$
7|application/x-java-applet;version=1.2|||$
8|application/x-java-bean;version=1.2|||$
9|application/x-java-applet;version=1.1.3|||$
10|application/x-java-bean;version=1.1.3|||$
11|application/x-java-applet;version=1.1.2|||$
12|application/x-java-bean;version=1.1.2|||$
13|application/x-java-applet;version=1.3|||$
14|application/x-java-bean;version=1.3|||$
15|application/x-java-applet;version=1.2.2|||$
16|application/x-java-bean;version=1.2.2|||$
17|application/x-java-applet;version=1.2.1|||$
18|application/x-java-bean;version=1.2.1|||$
19|application/x-java-applet;version=1.3.1|||$
20|application/x-java-bean;version=1.3.1|||$
21|application/x-java-applet;version=1.4|||$
22|application/x-java-bean;version=1.4|||$
23|application/x-java-applet;version=1.4.1|||$
24|application/x-java-bean;version=1.4.1|||$
25|application/x-java-applet;version=1.4.2|||$
26|application/x-java-bean;version=1.4.2|||$
27|application/x-java-applet;version=1.5|||$
28|application/x-java-bean;version=1.5|||$
29|application/x-java-applet;version=1.6|||$
30|application/x-java-bean;version=1.6|||$
31|application/x-java-applet;jpi-version=1.6.0_29|||$
32|application/x-java-bean;jpi-version=1.6.0_29|||$
33|application/x-java-vm-npruntime|||$
C:\Programme\Java\jre6\bin\new_plugin\npdeployJava1.dll|$
|$
1317611164000|1|5|$
NPRuntime Script Plug-in Library for Java(TM) Deploy|$
Java Deployment Toolkit 6.0.290.11|$
1
0|application/java-deployment-toolkit|||$
C:\WINDOWS\system32\Macromed\Flash\NPSWF32.dll|$
|$
1319619877694|1|5|$
Shockwave Flash 11.0 r1|$
Shockwave Flash|$
2
0|application/x-shockwave-flash|Adobe Flash movie|swf|$
1|application/futuresplash|FutureSplash movie|spl|$
C:\Programme\Adobe\Reader 9.0\Reader\browser\nppdf32.dll|$
|$
1307442934000|1|13|$
Adobe PDF Plug-In For Firefox and Netscape "9.4.5"|$
Adobe Acrobat|$
7
0|application/pdf|Acrobat Portable Document Format|pdf|$
1|application/vnd.adobe.pdfxml|Adobe PDF in XML Format|pdfxml|$
2|application/vnd.adobe.x-mars|Adobe PDF in XML Format|mars|$
3|application/vnd.fdf|Acrobat Forms Data Format|fdf|$
4|application/vnd.adobe.xfdf|XML Version of Acrobat Forms Data Format|xfdf|$
5|application/vnd.adobe.xdp+xml| Acrobat XML Data Package|xdp|$
6|application/vnd.adobe.xfd+xml|Adobe FormFlow99 Data File|xfd|$
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hgS_070000:[7x1  struct array]




				[1x6  char array]



				[1x1  double array]



				[1x1  struct array]				@ = 
	Callback : [1x43  char array]
	Label : [1x5  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x26  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]












				[11x1  struct array]				@ = 

11x1 struct array with fields: 
	type
	handle
	properties
	children
	special












				[0x0  double array]



				[1x6  char array]



				[1x1  double array]



				[1x1  struct array]				@ = 
	Callback : [1x43  char array]
	Label : [1x7  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x13  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]












				[11x1  struct array]				@ = 

11x1 struct array with fields: 
	type
	handle
	properties
	children
	special












				[0x0  double array]



				[1x6  char array]



				[1x1  double array]



				[1x1  struct array]				@ = 
	Callback : [1x43  char array]
	Label : [1x6  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x12  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]












				[17x1  struct array]				@ = 

17x1 struct array with fields: 
	type
	handle
	properties
	children
	special












				[0x0  double array]



				[1x6  char array]



				[1x1  double array]



				[1x1  struct array]				@ = 
	Callback : [1x43  char array]
	Label : [1x7  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x13  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]












				[15x1  struct array]				@ = 

15x1 struct array with fields: 
	type
	handle
	properties
	children
	special












				[0x0  double array]



				[1x6  char array]



				[1x1  double array]



				[1x1  struct array]				@ = 
	Callback : [1x43  char array]
	Label : [1x5  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x11  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]












				[6x1  struct array]				@ = 

6x1 struct array with fields: 
	type
	handle
	properties
	children
	special












				[0x0  double array]



				[1x6  char array]



				[1x1  double array]



				[1x1  struct array]				@ = 
	Callback : [1x43  char array]
	Label : [1x5  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x11  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]












				[19x1  struct array]				@ = 

19x1 struct array with fields: 
	type
	handle
	properties
	children
	special












				[0x0  double array]



				[1x6  char array]



				[1x1  double array]



				[1x1  struct array]				@ = 
	Callback : [1x43  char array]
	Label : [1x5  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x11  char array]
	ApplicationData : [1x1  struct array]












				[13x1  struct array]				@ = 

13x1 struct array with fields: 
	type
	handle
	properties
	children
	special












				[0x0  double array]
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hgS_070000:[1x1  struct array]




				[1x9  char array]



				[1x1  double array]



				[1x1  struct array]				@ = 
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x13  char array]
	ApplicationData : [1x1  struct array]
	Behavior : [1x1  struct array]












				[14x1  struct array]				@ = 

14x1 struct array with fields: 
	type
	handle
	properties
	children
	special












				[0x0  double array]













toolbox/compiler/deploy/deployprint.m


嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀ®橰⽡㠾쓛퓭䖛ꄔ菮셒䖁값鿡⭐䜗ꚍ톫ޗ핋깭쟭㸆쬴耟�䈶ʚ褧䜮垊ጄ淉᲻ڎ泹苽爏樓괗鎇歗큘ᰐ跹哪火␲쿳㿥햿⊅ᦾ䢌᜛ꩪ⦑퉞鋣쌏瀒爭竛�Γℱ�遨䄝᧯皭閍睘胦��徐瑡둍䬻瀣膗䥙ۀ疿磮㾙篎ᘌ뾓ꗋｅ⁕뱕ܽ㴁鏜燱ፐ卐뽦⸇㊶坿Ꭺ銨讱�㟑嗎௲ჃҬ㶅碢ꑓဏဩࢶ㤨樓蟳羙睋꒷㬅䐣푕ϊ⒍䘋띶⟺쾸翈陥㎯黽체鮎呧Ꮏ뫙첤蝂牄맦羳䐛ﮫꅓ籹¾�ࠫᳮᙹꀤ寋䳦쁐㊗ꇂ髊ܷꕂ㤠姖ጳ븺㳾솦摑⠢ꋫ춃騹몵鐞ꦦ먚뜟䫍듴鬴껂ິ떋聂顙淟̢酻�ज़볮㺬有厺꧶忸೒타嬜穾ㄢ捌軵놀�瀇䭩処࿘铊憫ॾᮟ홀䍎깆₭鹿᪚蓆⦉贅즤�洠ꓣㄣ⊎㸅蛢䧗촹␫㢪찛蝡�钪䠶垒嬪ᯫ屜ꚓ瘁ꆻᜃ䳤站갳쑔⦔ᘁڅၳ朶㯲�譪훾Ⲵ㿫瑧‏셨䂈桡覔쐿፼㿐抦ὂ죟腪ᅥ酹࢓祥熖ત옻�敜홛놵ꐜ೽휚Ҧ퓘緲拕楥ⱀ⬂僾잾㨝�袐녊卼쁇ꅥ跰殍䈪룄礜₂䕀䋂节ጏ㸊껊폕缛樄ʟ琝﯄噈໑쯰鎮죲ग़�僰蚒㕊뎹嚱뼿䥮嬧湗鵮险뫊륱刵짓⧮뾧쓲㙱鳸ꦇ蘠퍔㤡땈�铵�䐞㑚粃攳ᇤ쿞룾ᑛ侷죋ȑ쟯�箚剴ሄ鸟ह䷸誤3䥘诿ጜꨶ짮찉帺햠찮ά䬏襮戒츜쁿絰ᗛ玎ᬯ㩈镁㺕ꈈ༑숈㚏೷磠鬴贸ʜ䤭藅᧾ﭴ핅埑ͳૉꅻ軡̽澟ៀ圴႟瑨Ⓒ쇓࿂歖맧揅㍋䍆ᨙ�墷鞡Ἕ劆꺪黈哻맨䂱諍辅뫟뽉准罈货䧌镾藯ྭ龟ᄗ렃쨿㿇몑赺몲�硽쇪抠⺕ꢭ혁죤㿡钲﷚흱緟痕澮駽·Ơ降骸⹔妵鿒馫〲Ⲓ월ﯯ�褶ᓅꊋ쯥素촭칁ᛢ�狵㺾�᪎吏ⲙ礞덇㝔율弬巼ᆑﯘ뫾둿傗᧐뭑揥戹蹿ꊻᣋ谉콎寸獛ᱎ꣕⺲헕揧覂봹尰香️댻ⱞ钡镯ퟰ罸茬齸釺푈ﶟ�䜚박ю୏�끿ᑱ깛゠肕訯⢊쓉覃幠픭냛ⵋ湪ؙᱠ࠾녜䢫唘ᬘ駡厎㌶இh䩩똭阭ው릋邮犇灲ڌ쫫៤权녉啀寷烫⨂苕ⷙ䖎⑎귇嬀礵頰☞䧢冎⽽Ꮳ㞖옚碋侱阧Ü詧໑㷞桗⩂킚鑍힥쿳権ꉧ䐛忘ꐱ馶鉠᫱局ꉿꠜ箭庻髮㹬㭸宋쿨蜉豢荼㠝ꭢࢮꁴ堔竢깍⒃켡퍽홐퇵傀髡Ⓣⷊ뎟矁⬌ꅱ뺼⥄랠ﵻⵗ䓮䰉鉺嵄橬癜䟁辶눏ލ巟蓹픿穓싻᧷彲䓅廕೘뀌钉죭㴡�궍㥏▰菝筯펃畕䱗擩蝟⋻킌酸曝僌갥㇭㬞஠嵽ꜳ羖㥊Ⅎ㹼ୡ狄㓧앻봮禦ྮ뚾堏췵㉧ᆪ١뛶ퟛ崃뾓黹黹튁䓙䢹☫⼰拣苄른躩祟꾊凞떶엯醬ꍡ�찄妈湠ຑ곈돻莙ꖇ蟪ㇿ븛ף퇹⯔딑闧樿긴䱱脆㰾Ꜩ❮齥➺甐俣⣡ﺆ렉뀾㚶绕滠揹쇗㲐钻ꦻꂂ�剨꘮봯켩橡貐㥼瓲⾟⊏놎腑⛙젠柸曳鯊癹腉觙ඞ⡉쀄⻜휁鲈灔酙胛豿㏨렕鐤밫˹ꑪ렧콇뜈膔妦뿡︐ﮂ鲃뜘⥯ꮖ츤ﶢ닌鉶寂뵫졡낎㏕䤞뒯㑭–酙鳢鉘䤛ᚯ�媹獁皻鑺柀嚑ɻ촣ኇ爹㻍◣ᔼ姿䭤济褡鏀䌫췠迻빱畇쵳雭罞잍ꢵ飝�독顫條팃אָ쫹ꦏ㶍甆煛뷡睕쥇戙呔쟃뫼뚌ȧ湄멼喬ꑗ輻牻꧊さ⃌쉀�꧔䃂洝벿훵ᩤ⮙⾥⽐ꐬ䍬뉁䫸�ꗷ鑐檦﭅䕴羺൧趉漧䑝ᛔ鞽↬脠ꊘ亀鿣렦塦進嵝颤텍뺛ഡᩱ⪡赚솱藚ꍷᔤ샶䜭좬螞꿺䌟�蝒苙⇠뻈硤ᴧ䟃㎏饏腮㸳ଔ䰤鯖彶㍔⯩틋녠蕚쉲࡛ᴣ�鵐틖쇐菁⽫摜䙫郬彭��⟻刔猅섗侽촥崌ꍀ뼈媉擝눠솚噉냮婧费鲝垵궷Ꮠ䐓ዩ죧꼎Πĩ쀅⅐덓ꤑ⩇琞*┘䠿䖤띜燻㓠႒숒㕩ꜭ값⇺셚⽄㙧ậ䟍봣阮ቒ愑僄ᯞ朕쇝᷼ᔬ芸䥒抦辻뼅䑪꯴⣽ꄊ깏곳镺퇉閩䎊췅ꟍᐌﬗྑͤಸ䶭㪈ỹﺯĦ�俍䩧寵◲芾ꆜ칺㳒켰寛꒢繤㬧笻䖙즽핫�祧ೃ灞⧨返朱㊉厑籾ᑳ㮐뜼ڙ㡊峅芟ও학꤂䀻劇ꛬ풅㧓ꪬ鿋氷ቒ〢惧⎵증橰፵�∔ᖱ㠕犼팽॔莭ᡒ邺쩻쫯㛾ේ扝墨㓒ꐳ殫ϝ䥱鐌Ⴆ꬏Ȼᙉ荒㵌꒗輳㭺볺央曦넭䧮庍밽悏怏�ത絣⃯拟铚堞况ᗎⓠ









toolbox/compiler/deploy/deploywhich.mexw32








toolbox/compiler/deploy/fopen.m


嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀC纛矉졂鵸孅Ҳ�擩퐏ꚦ봮꧝辙輞渲莢ᐤꆞ岨땯㬷¤⮃囻괆灨ꂞ頻੪謄㲂�詑�ᘚ陏ξ烢쩱孫ꦿ돘堬淎ᰳ䩠깋䍯奌ᬟｏ㒥屳⯌嶫佂ழ붖⋡鏷﷙㻏꣖䑞䐟칅᝴롄⶗咑眆셐䀂☿籐媪쥈깟ᓢ퀭웽캑莑ꖦꬓ兺啷녗삫䆡෦놝㷕倃掹໤�Ʂ揩禁䔉ꞕ耱ⒺᲠ⑾躯摓預䷴縐ꡙ⢷豐迏ꕳꍀ鶍❒ꦤ戳�馕鵦쵌閝泣桽㖍௣钃橆轎䛻�勤샜㇑퓻�桿ꗍ堇匍몈Ῠꋔ謸嗰嶤�臗⊀ජ罋誳蔺귷쓴В罚航ꡋ㱈傽娎ꑉн뿖浾釣ኛ�烁堅ᘈ䅰礽嵬ࣼ톲嘼讦㬙�큶檓ꌐ買袳꧄ㅑ眗麡훗줍熂ᢝፎ殨︍㻌唖⦖暺릱彭耕➺쵔䋛鈱熟䓏ؑ㤈譈畐餽⼄䅛ꔸ⒕㷱滺ι�‌椗뒤픹㮝灳⟸ఐ⮛배⻽袲ⴳ蚕뺏ꡐ뙱η䭀�肻鑀퓧툅ᒖꈥጝ뗵ᔠ䝡䓾⎯⚠込뭢ᘚ嬔ꋧ‌葕ň᭯ꏿ淅⭎戮᷂礟乔䉝葽ၺ켹傁淖紉鈔ꋅꃊ淝ἴ꼮�↳嬣쫣巇๝霢ඏꁈ뿋숫�ϩ墒맀䗊繙焥㊘堾劺鿓緙�









toolbox/compiler/deploy/hgrc.m


嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀ7芸쏾䉛౾뱦唽ග횗든ꇈ⽙앮㺁罋ഋᒋ洯苃ꍵ䩖롇潛衆玃꧴튒ည�䈼髼倪讗䧚榅憾颖쁻高쿩嶧쳧⌋鮁䵛뒨単䲯᭚䳑％嬀笷癟蟩ಇ䬊봇魨Ⴚ趝㔍㥗둯ꝰ欕몎ﻈﰆ耷䢕쏄ు㦈붍�אּꇮ〬땉瘊֨绘伿馁芳少绪ⱶ㖑迕ꪩ鏾豅᳃仞柾ꡙ쪒鵨鈝솄㿮⟼꿎꧹ޏ鄟ݑ쑻뙾ᅸ尢⠾⪆⣐⃪焫㢭⏹뜃㵈싂쮛�혝젏뢀ꪮ⨓ﳳ憚ꇆ磭᜹ꮗ技쐻桶ꐀ醝Ȝ䪌㺿ﰑ脘뺩拌�ꅿ짤葺錖헠ﭻ䩵ダ佩�鈫搌Ꭻ쮆㌂疼劾埓皡胩㞄ᦩ풳痢軲斅郤홰㛎똗ຢ豉鎰჎㑆蓩园熾藫㋀걚룰朅풬轚ᄪ鐡좬퉓뷲⌒緬᭕ზ迺␜◪�瑎缙ᴄ⛐钂䶳餩帾빝꼍薫⬫⏠콌䕩嚾䔂咶쀮绋툑肐昵蚬ꎹ傭겘祆躟៰婁錘狳蓽⼾ත੮㘾ᙐ㕢肤픬ᣎ⃽⾎᧨ਸ਼詯ꤓ댗�般θ砼โ嘢ṥﮔਝ鬪⯰뒰�䴾ⲵ냲聟藸ꄫ筠쁩甩嗏瓖ᮮ罹馘뼔祛㜷ﵘ䐷槾쪕崇椂恌쨉쩦릆蛒⦃좏ᆮ磱탟禉黍⨫㺆䛨왯⨙唔䴱﵃귩ᤝ킲䨐늾硬暍ꌻꩋ⧖ꄲ몘嬉䡭慡菧끱慅꣏䨲햡낃௹ἂ黄멣훈�荏笃ä韑믴ㅖ憥ẚ煗故怑㫙풴ᓨ䶩㒽쯯檃틝씄ｖ暗봨粶梴깴〈鳆Ⲹ鏸䭏勥▦❢誴䭠㧔ぱ췛繁웘⦝勎ក㙠廴䳋폲띜ᨵ錨똴�ᤔ◩䶍⡾뿛ₔଛኞ뱊◃☉粒嗯格㷏䀐遃弶歓匑�ᢿ芞䔿킅౪ᨺ䢊౹鵎꼌霈᳍ꦯ듯Ᏹ⫝Ḫ诺䩕꠰�鿟ĕ뮈탄鿔襣틕ᨽ唷곥辶ຍ荤㏟ᕯ䱎ⱙ妟䥋﹜ۯ鲔䳣뉦㵳苳屴힕鏓㝾䛅ꡃﶛ逋棛ᅠ⌯漆税䡰趃嵭㥏艀ߝ묔��旮謀鐆鼍袽씟樦歼輩᧨ਟⵝ探ڦ꜊⺨闓¼�ᦷ귉繅顁獻孍蠦䏅㬰䅢齆꧅㾒�ꑖ䆧䇿ᝩퟸ�涴匌�ﴈ敼᜽쿅갢㵤᪹氾晗ꒂ颠㷇品楆ퟪ핑盏᷅췈ﾃॱ섺뙐辻ὑᣵ蕍舄｢踷䮖À潩㛞燍雺









toolbox/compiler/deploy/input.m


嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀ¼ꑉ謵ꖪ鬻Ⅸ렮惥�澄⥟쳲╋젴ﯾ燍됓埠Ἇ庴荳饰뼳ꁷ訕큖ℇ︀笅嫟῀橂㣋稡�䈆�ᡄ䏠귲Ｃ쥩쬩琺骆暡ᅡ查咐돋ꑀ⋱㐝㥗뤆䧝똭뙟赉赸扖ᝏ�縭ꈖ㒙㥺깯颖ⓖ౧㲅쉵좘῁ퟐ횿᳋㛀៭飖ᅙ퇤⫿毑僇뒗ᛷ쇑⼐䆗ퟫꌴ糾▝쬿ॗΨ馚䋊㚾큺뇲�ࠦ袡�䍺旁珋塏߳맰ݍ坏嗽➗ᶋ쾺鬳秒ႂ腫൦␈ⳑ묷劑쾙۝ᶈ嗀וֹꟈﳇ걇쳇ꔳᛸ넝鞿䖭㾷샅端ਧ푨薈棽㕑ꇻ⻚큮轙ꋭ됟Ṣ齩✇䧛▬᛼ῗ꫒팷욓䃐섔剢྿䴖�♏຤샊縂ᙀ￴雏ꊹ햄橡쌧⌂䢕惉甮੣﯈Ꚕ졖婂鰶㙯쟞邜빁࣡➣ሖ함ᢶ蝲㆓ᨄ媵ↅ弟㛫譠⻾圜㼤岙튒וֹᥘ儷鬔崅͈�㈧朄羐駅㺝텎剆젶⺖﷝நজ絁髩肴솬ㅻ撩넝堃ᤓႳ㑹礽됌釖᧯篃ꌴ깓㹝䜔᧮뙒㳇⏙垽⒐딙추㩥﨏쭘饧뮍謿駉䟳뷓녽닌奒ˮ퓎ཏ䯸釆矢☍瞺츕渌陼ካ㊯⨪�팩屼ᛨᵷᕛෝͥ弉靄ⰽ�뫿๿떵柳肭鑼䈩趥胁恃Ӻ쭍聒㷔梥Ⅷ黬廗Ֆꬓᐲ꩞뛼�ഹ䴊婔�䖂↕Ꮞ묐䚃辅Ṑ톤㗖聀➒똌쏌됙﫣幽朾灕姊若洢잒淴빭᭐㋍鄜⭃᧱ᭌ붝ȑ㭡맩벉뉣韭�遑誁혨墵㘅콘ﻎࡆ溜ጇ톛鏌尻嫋㶦룉鬈�









toolbox/compiler/deploy/matlabrc.m


嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀÑᲈ༆퇽싓똰密䇩䆶ꁤ灷ⴊ㆚엫돎輦廫ዀ圲ꬬﶄꡦ�咃壧䑐⣁낑鏖✰ᢘ㲾칖臅밚搰፤涃￘㙨鵛個넷巺擌ꏫ挃漖ቪ㎗糙ᦋ㞞壖⩯䏩徳囄኏�ꞑ㷘퀪ꎩꎣ죾֩튙荈ᇻ뵿輰꽵찢衞ᘤA�噇쯱祢䥔迡躴忌矚ᒀ縣뷬䄙螵눗꽏咼鈹쏾䈐濞ꡪ諪胥ｦ䇒尧사ό怏﷣㗅팲涐磣䞌浮斸꽸懆桊縣鬖Ī妡祗풇腼뎄�컜타幘몉仛輳胀尒щ᜾⻅㑋幓䩷㦞㸴⭻ꄷ퉱꿆⺪礡忄ൕ吶뭽䙮퉮옠﷕쥓ꥂ崑셦䓅摀杵侀努ࢤ棛༧쌇㑑〘엙ﱪ褛⟗㓺眵퉮�睙猼촐ꂸȦᶢᶖ닉䶙튡儔쏛ᶱ섏椄鄀샯藃潿鸶降꼔闪娏煌匎ᅡ萔䳦쩠싧騲ন읅⣊鯘�崷刴裂�ӟ䬒먉鱊࠳帢ჰ둨ꖿ狶ꞣ䪯쯶ࡦ℺ⱕ豅�睛巗╞�䶋둆鶕鍞랔䠁㮎럛꒷ങ貏桺砞煟䔋ꓒ᢮䧭駨䓐㸵웆ᡈ恷잖㔽뮯ꎂ넊剈왭蘼뿍℧ศ니퐴䒠�櫅铏鶐頻珆縭ᩌ泔禣쓭ﲼ伆뛳僁櫂裹鸒᪷鼏㞋萠র䋊䒓ୀ뾊혉껯毺�꘎猖ᅫⲪᅁ奐嫷쀢伕㇇꒳␺冫붿큤䫩杬礚㩦僨蒭从쥝᭿騏휋Ꜹ늝ꆧﲗꆥ؇詎䟪ॶꭀ㡀ꅭتᖫ뚰⇃攳珉賴횙㯄ᘑ뀺揫駤ꃨ澶淛ꪇ签倛줡❤ౖꆐ瑯ᢜനಇ鐛ﷂ樖槶뵼阒⽋饾▗걆蟧ྞߘ⧘�컞Ὃ譨緃叺ᵩ獡ँꮬ떿ࡽᄆ鱙禃ʁ䐋₪収倷⬅臁趧䞯먿랓䩤ᅤ頬럚Ⱙ꽜௎䂗ꀈ榪㺦甕箷༜溩ඏ낺㗬侍㜏絒ﺹ袻❷뙟἟舰햕꜅～䘯吠࣢캝ﺝ솂繻俟荲衙ꕊ뵜睬焥逦戃칅뾻輹ᔹ㱀㻋啝⁷䡸塺咯�鏾轾됐燐㈥嬜ⶀ춬녬눬홷凌�咋퐜Ҏ�疀존⭁㍨⃑౮쬱㶴㔲簅锅Ⲽ萌鍣贈잒ώ乕絾誠嫙걺࢝ꩄ犛鈂븴뺗쬳扈�揆ኲ�ᾬ섪뾷灺Ń曹�ᅈ蕲松೸貞ﲷ徢䯋඿ꖺ퍣࿉粘䗛ᓡ접䉀泍鷥ᥫ륍⟍䗊؍总⫅힏ෛ꺠裂吾�♌㢿꺅޲쨊⹹ఽ谡ధ琛쟈ὥ蝊䕲ᝍ㏶蘒K粡፯耽㘏쐨萝᪭ꤊ똭筆Ⲹ쥠ꌖ鉱㢛ꠇ㳁语⻹䝡繝塛郻쯵坄㓪᠃ꅛ泬恹資腉⑋�獰Ỡ듕娋⯫㑪㣦呷剥䣅쎛⩡鯐鏴따媞ꗵ俧꛹軐Ὂ❚뤬䟋뫼쵀噯ྲ擄袁甒霩폇䷕⊩剱氁ġ䶩ƥ윴꡻⸷焏ҁ�儱ꌠ莾ྮ录炩餙୑ꡙ旖ꂡ粏谕鿀寳㞶鄺鳡蛺囡Ѷ鰾慳꽷匯祂᪓拖㜄䅢胼拐愅ᐾ펚뎒ᬛ玉ꖒ┭ﯗ꿃ᎈ̽峔萂騡槮튖꥙魥斶労娀ꖇ聧�튒璬쳰❖窸뚐뼂编㲉뭫࿹꒳넝쵽쒣㼞벿䲅⩌ຽ孟餼丽ꀯ쮇�ʶ簪霤昁᎞ṳ㘖롙犛ⵝ줐�㨮ίﰭࡳ鎒ﰐ鴛徫庙侪魊ꍮ䣐칦喷ྈ�嵰㬯뢯鳈㶼넃ꓺ㭾廠骇뤿䜘鐞拧鳜⩉↔⧌㝪先镯諝쌎莒옷⛳輄㦖펬｡匦덹஑꺺क़즏ꥢ謔쵖榦︒㺣삗櫝쩄썋ȱᮒ㘶㋶ꗳ뺠擳毣⻀䖤ᘂᖘ檫ᘊ탥曇筳⮢鏓�趂쾨瓅萆ᒒ僓륁䲺츕䉌⥩覧뎑崸䗟۶䑜���켉渢忟쑞兑홿竂翵朣Ϲ酆응ᵼ⁮武搶輺撳豸墨訄謀�妽ℷ尫넨㉄퉃싌쟢ᶌⴁ夎䮇옘寱࿸ꚍ坼Ԩ᧲謚괎Ṋ랝ᑉ퟈뫯ﻥ灤鱞ぢ襏탽ి蹉㢊嶱㗷᭢ꡃ툇�卑㈠찲᨟셭뢐ᥪ㒎ㆵ᫶Ḁ䳗횫䪠쑒ۓ缢䢚㷰⡦柹஁감埌镃❨쌢ﶾ酨恜뙼暷퓚䪍쎳ɥ玎릘銪좤좗䛻襈殤戡㥙抺鎤﷭ଟᥐ�꽲徹ᖂ沊Ỗ緝௽暲툡ɴ㦈ۗ턗῀쌲쉴冽旍觛᱊줲�흑ꮤ䐆﹜䴪螪ᰒ讂蚙�









toolbox/compiler/deploy/pause.m


嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀÙ簓㬀㯺溿좆烣ᵄ∳귩姰ራ䢍㳍⿫୿䵽엊瘻趨᱆屎N창㰛梵㡎쵋햰桙楐䛌懄鎵ဖᝓ湐娌橿�꾩緀阐䫱둡餿蛏鬸연�皅奘憾躐ꢴ톘捼쏀ꆠ⬘崎됯璬ⷚ䑲掵趑鲔灂玹그輴鑺埆ⷽ賍Ỏԕ䀽ᙷဘ޼⌘ङ嶎⒧╞ᰯ棎댘⣗♹讀ᢶ㬀䀸᤹㉒ꤕ⊔跡䄫恮ℇ⏄လ됴◯䭁ᯯ༔嫩蛴ꬬϺナ왋꥿䢗Ⅿ�扎衟Ȉ䣢﵅�侀篏㓴ﾯ㺶戣堹㓈頮⑯暌솑哶첉㬅哕涴ᕋﾺ�蘯ض韮됐젥瑡֗ꄈ韒蘱찱钔⹁쵻꧃쉣㚛஧㢟➑礉썅岵喁滸轘뽄딕늈쭊㬞�儉ꖣ껛숥鋑♀ນ葚熃ﳕ秮꭬䭽ᨘ�킼焂ଃ␺茄ﲁ錫睤燬ದ뗣Ὸၤ�Ɦ⢫ୢ뗁⻣荬㿄ᑫ봄轱�ᰖꧮ庘뗲桾퀓䤰㼰ꎢ抋ᯐሎ쯣矨橥爇쩏袮ꒉ釪⭃셱뗳䋗쮀ꦇ⍻⅖놧ⱗ玣篻ኚ詢尕⎻쑮樑ᓘꘊ⸛ᢝꬄ婊烜�禉세�꒮ᔧ׉炏䏼䰐�耈啗武ｿ꼈冠曈仴腡佂邤⹆䋥䶉䲀ﶉ�쎫疨饝覌↙쩓퉏속㸗䦲←짊㠜綥ꇟ烨죻䛉泟怱ꆊ敵ࢠ㼉汬핶꠱鷓ᦪܸ딹᪏�硻ἷ⋒鄽眢붻缉榌좗⑺ﱨ樂몓잀�









toolbox/compiler/deploy/printdlg.m


ㅖ䍍㑃〰䴰䍅〱〰䍍ㅒ〰砰�Ḁ稜闚Ｙ귴쏬㽟聹ꎰ뭆ꑴ墎ꬤ跬䥙ɶ伾㼄쥄蹥蝿侮颾泡綪矸ࢎ㔁䀘覵嘕뿂畠ﲗꊥꗥ퀿≺賄툐况厝䘑﷖苳a᱗�㲈ڞ奁頹댤䥞�཯壀㒏⊄ᙆ쬆䁠䭌Ỉ澴꜎픃砉襪㙕⇱䆞ᆥび붢渚콟噿袠㗧㾹䐧쬠鯵ꃗ央⻆ꍥ筂ｺ�蟛ꝓᎦﵣⵧ濥⬽驠殌絃渪뤘擉홋닀빪⦧뗺羶ꜫ쏸뫧߹ꮻ혇훵頺꜍ҍ孡퐫穼㓔첪뮎韹坱Ɫ柪偩�崻�呏晵⦟狕뱛㴫㴍爑昘ꯗ㝹궂뭈拇し�梵한衉ʀꦠ⋖砗麆᥽뺖�鮞ቚ뷩䘑฿栭末鴚䘩㷪쳑䥪谉첏嫱쟘䌹跦혫஫疣⍨쮰Ṝ䖹ꃏ﷙鼣艀眝钪챺䈀�槱쵅봆㍬⎙螑⅄᳓〮�䆌饫ἷㆬ槅ឝ蘝䐜�俦䞻匧鲞깼財Ꝡ陜뽌삤즻䀒ᙸ槒੐韃틞鹅醭㬦ᎍ愑䰿쀛䙓ཁ㖷䩯ך䘫ᆕ뎬䥏�쫆顽暕䄝㥐倽�礉幖��祲躌㬷�泑倽쇗ꎸ똍鹘ྉ嘼瀯⋎悝픾뽩䔝᪠煫哰ٞ䳰殝ế湒뙛薝㇣䅨㣂壚턵躳瞒뤧薰믺醸쉱ᢪ㼟胬᳃�旰ྸົ䷵�塿ὍἨꚚ㞽쓯橧䍮Ɓ﫳狣ﱪͧ郍庇⬫轱䂥跡�∬ˇ鬟䰑줙㖖衇쩹杩莧ꤲ瘝ꨀ�ⶭ病쮋㖀袵澧梵ᱞ簗臀䒶⿢☿㸧瞦㳒湹ᗶ숊朩ꊪ渾ዹꅘ�៮儀頧骲蔝쀑驴縅ь⨴䩛ᜮ䞔ᓉﵢꔻ汐遊훪鉕痏ჳ蓉窳脏썕툉�









toolbox/compiler/deploy/propedit.m


ㅖ䍍㑃〰䴰䍅〱〰䍍ㅒ〰砰�Ā︈넀᪁쵼㭊␃潴怎ᎇꌋᨪ됎確⢫ℽ驁騈汕챮㳫ꑲ䙞�阺惻狌ه౨楒ᆱퟷໄ␍녦᯷蛣夣扌뻾鼇鿞ྠ懮ⓂⰇ㮘煉峃榙ຘꜣ棦�Ⴁ੿�ꯕ됢勗Ŗ訳ﮏ籝렞氄첓ᮣ⚶滛揼ꎣﶴ멣葲်濒℈浕䲄겔뽼ꇑ�筦졞蓼偍䃘㇉姤ꁵⱕｘ᱔楦�뱬殢�뿰㴏癖꽓剿ꭹࣕꂘ缫뱃흥꬧곀⨪ǿ燎蓛則뱯שּׂ궶盓︛℞枠�捑㔧繎ఝ㰛೸갎➏墰ꐴꍒ㟹凷쉲㻣懗쩘ዦ椂㽒䌍♋ⷼՑ즮ᣐ栈䱈ỳ䫛ꩿ轀ꉡ捙ࡇ筍峍ⶐ븄슑굿㓧⿾芒墮ꠛҿᅬ⻩ᶛ╬藱뀁䙄䁿ڿ锍偉ꏤਦ珃兞뻴⦅૯鬣풙臄膟ﲖⵧ迲驃Ĉ䂚�蓼榢줝縣ↇࢁ䟑Ѱ녳ᕞ作롋뱟䋦玲ｰ窲ⅱ꿁섔鑝᭱홦꺿袏햽⡓鬴亹尩⃴�쥜쾱쵉厝뽘㲿藡軔ꩵ嘽뺫凕ꠅ↺嫢읾�솎㽦΂翶繩᧸沂ﾑ趰둱컼稼괙ឲ탫뿶륷늪鐛僴ꧣ짤鐂搜䮕챞ⳡ䨖ഩ貏횽齶뎂⿽瓸䫕�









toolbox/compiler/deploy/readline.mexw32








toolbox/local/initprefs.m


ㅖ䍍㑃〰䴰䍅〱〰䍍ㅒ〰砰�̀⣈᷁徱佂ﰔ썃弔៼ॕᓊ甍杸Ꮝ텖⍒묝㬪쿃�琇�Ṇ�덛뱠觾엦㓰䉞㞽ៅ濿託쓞揪嗢樾ꙙ㥷늝ꕲ눳ⵒ뉦ᰄ囼Ꝛ憞꺂祩脅婣䇘꘮段囓鰟멵殥�ꓠƞᣓ걭偷䅊䰝罔〫﹅쎗褫˸�疷垼㾚鐑㘸뎌萭疞ת된꾗똨�ᛡ鸈洶꼸⹉⅔븋穼畟૵ᬯ룜◥櫸뵺햰벅넼��婪쮬㮧픮�⭴哓磔띑湁⢋끀鼷췬謕⺳푳㿕萗鹡㓪㪲ধ胎奐俈臄螰㥿㼮ં蹭迱弡睮Ðꠗ∛ᘚ듄⃩憎꘵睻㓟햫䀶势帉뢍琷皬ꐤ彵⤑➳ꯢ틹䭴⪫ῼ䵠똎噉퀆䭟稦㉋懥歃鲅賌朳↺瑽஽즾궟㳎ꫛू䜕䟾ꣂᢁꫨ럖탭킹舵嘁绲ᆻ焠ᇟ◈Ȼ냧撫ᤦ횥둆嬦ـ⩛雰쒙撺㡑ᵘᦇ栆秂昡潬▮䤗ᦄ폦ᚴ鬇籕鑙鷉왗넧㣅尕誠䉋因讂薪둀㯕�ڰ敦쨠餷찵ꊪꧭ⡝퀧���氛我ꀠ穖倳두⻺㨼鳵뎁蕽⤳옡ꚜױ糅苡�㝾�뷷ᔦꅊඡ揞魁ﵰꕫ▄ꇫ햋ឿᛏ椤满쇇㷺凣遽詔ꍡ諪懧똆చᖢǅᔾ⍗ᐴ찯櫴ⷽ橡ㇾ�놑䛜飇西㞜憣Ỽ⏔㝎瘪㢘蒡⋭輍鹅ಝ主Ⲑ㣖㇙饴桀턅ک굋臲ꓐ슇ė篼ୃ飿誒�챮�㢲쩌矍쓠㙹㭜ᠱ礊歱똪ᯆ驞忒蔛ꦩ퉈搢䠳윫荑ꂊ㪯⪮�ü궝ꑢ䣑窄�㴱໡꾚ḯ〷햶ᱣ켿鷎䶶뎟词끠᧶�









toolbox/local/ja/xlate


% Needed by initprefs.m, although these messages exist in toolbox/simulink/simulink/prefspanel.m
% "Simlink" for the first level of the preferences tree
% "Fonts" and "Simulation" for the second level of the preferences tree
<(prefspanel)Simulink.Fonts
>(prefspanel)Simulink.フォント
<(prefspanel)Simulink.Simulation
>(prefspanel)Simulink.シミュレーション
<(reporterrorlogs)MATLAB Error Log Reporter
>(reporterrorlogs)MATLAB エラーログレポート
<(reporterrorlogs)MATLAB has detected an error log from a previous session.\n
>(reporterrorlogs)MATLAB は前のセッションからのエラーログを検出しました。\n
<(reporterrorlogs)You can send the error log containing problem details to The MathWorks.  Our development\nteam uses the information to analyze and fix the problem.  We might contact you with\ninformation about workarounds or fixes.
>(reporterrorlogs)MathWorks に問題の詳細を含むエラーログを送ることができます。 開発チームは、問題を解析し、\n修正するためにその情報を使用します。 回避方法、または修正についての情報を連絡する場合があります。
<(reporterrorlogs)Send Report
>(reporterrorlogs)レポート送信
<(reporterrorlogs)Do Not Send
>(reporterrorlogs)今は送信しない
<(reporterrorlogs)Never Send
>(reporterrorlogs)送信しない
<(reporterrorlogs)View Logs...
>(reporterrorlogs)ログ表示
<[reporterrorlogs](reporterrorlogs)Help
>(reporterrorlogs)ヘルプ
<(reporterrorlogs)Error logs successfully sent to The MathWorks.
>(reporterrorlogs)エラーログを MathWorks に送信しました。
<(reporterrorlogs)MATLAB could not connect to the e-mail server.  Please correct your e-mail\ninformation below so that MATLAB can send your error logs to The MathWorks.\n\nIf you do not want to send the error logs, click Cancel.\n\nE-mail address\n(Example: someone@mycompany.com)
>(reporterrorlogs)MATLAB は e-mail サーバに接続できませんでした。 MATLAB がエラーログを\nMathWorks に送信できるように、以下の e-mail 情報を修正してください。\n\nエラーログを送信したくない場合は、"キャンセル" をクリックしてください。\n\nE-mail アドレス\n(例: someone@mycompany.com)
<(reporterrorlogs)SMTP server\n(Example: mail.mycompany.com)
>(reporterrorlogs)SMTP サーバ\n(例: mail.mycompany.com)
<(reporterrorlogs)E-mail Information
>(reporterrorlogs)E-mail 情報
<(inputdlgerrorlog)NumLines size is incorrect.
>(inputdlgerrorlog)NumLines サイズが正しくありません。
<(inputdlgerrorlog)Default Answer must be a cell array of strings.
>(inputdlgerrorlog)デフォルトの Answer は文字列のセル配列でなければなりません。
<[reporterrorlogs](inputdlgerrorlog)Cancel
>(inputdlgerrorlog)キャンセル
<(questdlgerrorlog)Too few arguments for questdlgsegv
>(questdlgerrorlog)questdlgsegv への引数が少なすぎます
<(questdlgerrorlog)Wrong number of output arguments for questdlgsegv
>(questdlgerrorlog)questdlgsegv に対する出力引数の数に誤りがあります
<(questdlgerrorlog)Default string does not match any button string name.
>(questdlgerrorlog)デフォルトの文字列はどのボタンの文字列の名前とも一致しません

% Copyright 2001-2007 The MathWorks, Inc.
% $Revision: 1.2.4.4 $ $Date: 2007/05/10 13:47:20 $










toolbox/local/pathdef.m
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ㅖ䍍㑃〰䴰䍅〱〰䍍ㅒ〰砰�Ḁ浭痳熜㐝馉쵙鱞妲��迖鐉냳䐽廠⻱糛踰蒂�澤ࡷ࣍�奔䫉삽ꀫ¡補ሧ⤙镧৙碋찮惁䔘䷢ਪ謹齘ꭡꜼᬸ�ƶ홣洭뜅旦蘹䦊ᚹ⣖犡쾃롬㑷⇣䑒㳜‷꿁ꀍᛏ䣅툭痭⯴𥳐콙⯬䳞砊ꜣ䩌৚ῷꞮ骡ꭥ腿윀퓉鮿쿽昈竆鉩䢼䋡༈脡倉뾢ⅇጾ᲋袓駴鋕房㩝쓧窉뱛⼒䘰枑北週텠毼ｰ䂡諭鵛셮�ٜ숣襽ꏡꖶ܄⳻㺋婹锛ḡⷤ镫쌐�졞䀦晢㄂뉮셑쪁பބⳚ�橒늖你颶尽嫉콸ᬒ曙�쀃ฝ�΍눈᷍뻦빔庳ửϲ㥫蔙볘蠩㪢돌�䶟息嵄㱗㺠跟⓼鉕譱⽶䶼神恒㳭㑰澪Ⅶ瀒㊓抲䡟鶤贤헦撠济넠纪悑㝷㵐姠ꗖ웅ꞹ´罶⃔㗆泃痲⨲轚쒢拑嶲鳮짋↣ធ螷벙抺찷̡你ↀΛڨ⸁呎黦궛쵷ᰉ묄졄縎괆⻜竹撤萔쁘飫ⱈ๘﬘ﮃ쌳�걙�ᾲ企嗭寗힞暄鬟嶴䕀鞜斋ࡧ磏늩�ꛦѤ▮项ᐢ돣긶崦閥ᠿ缒团ⴌ៍⋓碸䕚지䰯샩恟엔唯㵛ꊻ堖뤥齁ڣ駜Ɂ髠ᤵ畦Ọꅔ鿘祗♢ॸ➙럡栵崭躜ㆥ⡰玓ꃍ侫岪烳◺陗ঐൈ랬쁔鲗㺰焪༰嵪㮠⬲ꁂ࿖㥊䔴䶏淮ࡐ錪�み珪믆͘楙�﷑瀔າ뽥ජ㺵�ꈽ淴櫈B裚䌘㭕ᢊ夶ꦽ阳閘軙仁﯀븅沥삈꽉菣㟓౬츗㺇＆ൂ붑Ჶ獗䴄玒＆䚿ꢳ筓έ쒋ྪȯ◆Ȝ澳㣿둻㠦쫯轛�☤ή/�﯄썘艔ꝲ韝ꚯ轀䓋䗣ꃖӕⵜ鎪曡ᠹʠ㱹Ｃ䁖옒΅㜴㜙ﰺ�蛳䴦쒣솣氟⩊෉ᱞ㨬劗︩⣰튨쒥㔺℡鲡셦ᩉ렆釫ḯ⛹°�鴓숊劧㜷賭࠵瑘䩢횫辙來淝똬鿯幮迭领ｶ宦復긨亻⾱熴䏺띩└鿪엉↫廤⎛ᙻ蓮钍ᮍ僚⾐긪㚇㡶旾⬨卻⨻㕤礼뀵湱㕍錀趚ጊẩ騦፾恈�帋ｶ쯥﬊꤄휡抰唎靯䂎퉽�갑뎜蓓嵵봥ꊓ㝃輋彮೥⫛徍닋學꺵貫峩㚽껈ႆ讟휀ᚇ꜓ቅ哞䰝쨉꽋袅㇉�ꞈछ怓䣡氥瓁苇�␪䖱痹鱹�幣፦뛈昰榎ᩓ�䷏퉒ࢽ용ꭶ沈�㧔귧뛯㼘ꣵᵅ䵕⋒♢茪㌃�⊖洛산텍鈳훑ᣬ鉻䪘�ꘫᭉ衣ﰖၦ増≢ʳ償횗⩖凙ﴕ꦳䡈჎퀵ꀄ፟湅聅ᘹ�䴯㳂웕帽ᆯ炥쫓闾ꍇ㮰鸈鼨こ魦푺⪼듭ꪏ翶蟱㑚맵꩒꓍㚉㤌㘖裏꿭ﴘ퇘ꖾʗ넗쾿ꕛ㳇坑睯鷶迚⚘₀圝ህ჎漋䋳뾻�㒭骁෮⽏὏ᡤ怾틼㫦꜈웯ꖯ㸂䩴弁븄�ᤑ꠵彂ᦖꥻ끏ሁ≗⍫嶍⌲藄橙ࡻ䎃浨괷퐠ﴣێ�н儲汻䤑㘗ꔻ잖듞䙈늘摺讬睰鼴ꊎ밟廚䎈⾜Ꮤ笍䂥⹸♮ꭃᨁﱸ醩ੰ甴睒졷䄙‷ယ䬹⛌럀ᚍ㩞嫍꿌䮙괖Ꮔꝝ˽콝䳅䈨숖颀鞍練b⇼ధ西뙦⾆趰ꉊℰ㟔쇅攉䆅ᆐ௾錊垌׵꡿鈬㳭肬ሞ讒褱庒ݚ滰㹸惶ﱭ酻仯饁퐖째颮Ȅீ꠩뭎̙�嚔镭蚗ꢻ乶﹭ﭬ༅Ҿ홤ᰰ넁여ᠺ﵉舁ض驛啮ᏸ읲�ᱫ嵆髿稥!薜੥坏ᜇ顠�㖻�奪ᬞ㔒卩੡六ㅑ酵ￗ곋钤븂洗蕌潄䉴ㄍ둪胔쉁篷賅阊秧ﶼϽ핪粛팰⪿튢刉㥬꽸渇梥ᮀ￷ꮔ�헴쩅ᐑ뵞綧䳘䙐摥ᵾ夈훉䌛㵚鰹퀰㻬ࢣᣂᣏ瘽ᘸ鹔薝㊐鏆놆⁽呩릙ᥲ餗嗟ᬫ솵ฎ췍䊙禀�췗븬럎꿜猯畽劍翵㭙ꐈ㛞ẙꉿዹܷ䀥�鈧驏빲踕䉠惺棿铿Ꝍ䞧숑鎔鸶૞㩝ꨞ༂樻붯甙덧㱴ჿ쏫鷌ퟦ낌硷㿿쬐ꇂ⿘⨟樛ꔀ昿떲实䑊鳼�᫨昃尨�鐥⋫铐遑⚱㘫幫שּׂ쬄ᔜพവᣠ跉鮕䀶㛇詘겐엦ꂁ뱇볖쇞䖆ᡜꞹ鄘樍嘃䉏㚩ঌ뙊鷳蜂玜䴅첊먵槜聻厽凟⳩�间孏섨䗡땿癵爇잕⿰쌿拟觕▁椸胈璉鵦ꡚ㕧闚謹뒘蒶�캺ȧꖪ鴮쾆㞓懓⊌뜟髸㷣㞓膤⎫紜锉엜銘ꪭ뷝볪₀팋ꃖㆪ磪载쪓毩썘컹蓡ߪ�උ馮䏘Ꮮ㛁ﴔ惫贝Ꭰ䒩ꎲ뵮鬈麽࿳ꔕ偳⊂盃認㭲⃈숼؝ݨ款碟Ꮝ裢䠏젽㽛뱷箺�襁ﶽ溬䆱쌬㈩鰌駷�菋਻拢ൟ囯텚ଚ㎴ꅲ䱵剱�틄ᷟ쥆惢囶�壳珡얅౭鏙꾾鋺ﵦ㮁탐ᡮⰊ�髰窈䢱䶘ퟹ璯މ뤰꽖ڻ嬆ﶶഠ槌᫂ㆺ첒∺젟䅁㖰턬瘌셍�훀션꽑ⲧꋠ෻봎ี염䉫認ሷ뼑僫Ḃ큏飿֛䌪㫧䵑엄ﺮ꧊緭峨쑬羢ꝧ䡢﬿쉁꒗鵿吇蟼좘༹쩌卣籝ﰗ䂢멼릋ꇝ黻⡾쿆椎迂컅鳎࢔춤鈦͟珢൥䞞髊죽꽁௎囝荎㹹⌯煤톎ⶮᚳ溈䒽ﵠ펀䜊頂庉朝䞲孁Ꙫ෿워䞛ℓ듮푞ᴢ骒䘦⊆䝛숩ᆢᡝም爮ꟷᰂ࣫扠⯺랳镮ج辂ᄠᅯ㙊껇軗詙⣠럷큷Ἆ༐ᤨ⡯퇑ⰵ죁귶詤䡸Ｏ䚉䤑⏐겟�낍렅′䲠瓇쎎猰绞䬴❎뉥뫄ᚴᲳ銯ﳠ犼龛৬嘆堰ﺔ첄㷜ﴧ䪖鈎טּ︿ᰂ롶載䚲᭐쵽ঀ䋦궵섦攮㚹陏�뵣浘䝖퉐틮片吚ꑦ錍ﱒӯ塅̨ꢇ덩๓Ȃᖍ졕르쌑杸䰪뢨㭌㛅讏⇳纸ၠ킧ీᎏ曤窹뗣獃緘撜�乒曩끩☇軀備遡ㅮ뫞踲䍳ꪫ蠧ஂ虖⟙ꊪ諒펳鄅␻ሁ�륉荈Ξᄷ숔ࢁ추ﶳ鯄돩塽绡진ῥ䵑�깓竀聪䤥䋘詆확ꆤ㧟馘�쨓ࡆ컰쥀✤舀ﰼ겡⻂ᜌ�嵦⫐愭緅煠孻瞵姀텎鲣ꏦ濏뫫驫ᣜꑖ뽀ﱉ稺㓮ਯ饞ǲ팊遦�⏲









toolbox/local/private/questdlgerrorlog.m


嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀ
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toolbox/local/userpath.m
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QUANTIFY/quantify.exe





QUANTIFY/quantify.fig

hgS_070000:[1x1  struct array]



			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Units : [1x10  char array]
	PaperUnits : [1x11  char array]
	Color : [1x3  double array]
	Colormap : [64x3  double array]
	DockControls : [1x3  char array]
	FileName : [1x39  char array]
	IntegerHandle : [1x3  char array]
	InvertHardcopy : [1x2  char array]
	MenuBar : [1x4  char array]
	Name : [1x8  char array]
	NumberTitle : [1x3  char array]
	PaperPosition : [1x4  double array]
	PaperSize : [1x2  double array]
	PaperType : [1x2  char array]
	Position : [1x4  double array]
	Resize : [1x3  char array]
	HandleVisibility : [1x3  char array]
	Tag : [1x7  char array]
	UserData : [1x0  double array]
	ApplicationData : [1x1  struct array]
	Behavior : [1x1  struct array]









			[8x1  struct array]			@ = 

8x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]









QUANTIFY/quantify.m

function varargout = quantify(varargin)

% QUANTIFY M-file for quantify.fig

%

%   Change log:

%

%   Changes for version 1.0:

%       Text ouptut file for final results was renamed to "...results.txt"

%          (was "...final.txt" before)

%       Abbreviations of standard deviation, technical error etc. were 

%           replaced in the spreadsheets "Results" and "Mean"

%       Pop-up menus with input file types in panels 1, 2 and 3 were 

%           changed into (inactive) text fields to avoid erroneous file 

%           type changes

%       Scaling to reference substance is also possible now in combination

%           with using a peak inforamtion file

%       Tooltips were reworked

%       Descriptive text fields were added in panels 2 and 3

%       A progress bar was added to visualize the quantification progress

%       

%

%   Changes for version date 15-Sep-2011:

%       Corrected Excel file extension. In newer Excel versions, .xlsx will

%           be used now automatically, in older version .xls will be used.

%           Before, in newer Excel versions .xlsx format was used with .xls

%           file extension. This caused error messages.

%

%   Changes for version date 27-Jun-2011:

%       TEM equation corrected: sqrt(ED^2/2*i) instead of sqrt(2*ED^2/i)

%           TEM was too higher by factor 2 before!

%

%   Changes for version date 20-Jun-2011:

%       Compiled with Matlab R2007b

%

%   Changes for version date 17-Jun-2011:

%       Loading and saving custom parameter files is now only possible in

%           Matlab binary file format (didn't work for other file types)

%       Description of the "Quantify!"-button was updated

%       ";" after "else" was removed in the whole code

%       In the "Configuration" sheet: When using text files as integral

%          files, peak information files or LLOQ files, "Not used" is 

%          written into the fields "Sheet" and "Range" (instead of ranges)

%       Program does no longer crash when a compound isn't found in the

%           peak information file

%   

%   Changes for version date 28-Feb-2011:

%       Rework of the GUI, addition of menu bar

%       Changed checkmark in "1" and "2" from "Don't use..." to "Enable"

%       Starts with default values now, added button "Load custom

%           parameters"

%       Added field for the selected files

%       Added pop-up menus for file types

%       Less global variables - All parameters are read from the figure,

%           not from "hidden" variables (versiondate is last global

%           variable)

%       Quantify!-button is no longer deactivated but activated from start

%       Changed names of text fields and panels to match the respective 

%           variables, e.g. text1 is now outl_thr_text

%       Warning and error windows pop up instead of status window messages

%       Removed the time stamp messages. No status messages any more, so no

%           DOS status window is needed any more.

%       Information sheet/file renamed to Configuration; added missing

%           configuration values

%       Bug to be fixed: When a compound is not found the program crashes

%   

%   Changes for version date 10-Feb-2011:

%       Added example in the pop-up-description for "Correction factor"

%       (Example is 0.5804, the factor for our old TSP solution, just as a

%       reminder)

%       Changed "Info" sheet/file: Only two columns instead of 4; When no

%       errors occurred this will be stated in the "Errors and warnings"

%       line

%

%   Changes for version date 05-Jan-2011:

%       Missing peak information or missing LLOQs do no longer stop the 

%       program. In the first case, no value is calculated, in the second

%       case no LLOQ checking is done.

%

%   Changes for version date 04-Jan-2011 (2011-12-04):

%       A bug occurring when xls output filenames contained "." was removed

%       The "Exit" button now only exits the program and does no longer 

%       save any parameters. A new button "Save parameters" was introduced 

%       for this reason.

%

%   Changes for version date 29-Nov-2010 (2010-11-29):

%       Compounds where peaks were excluded are no longer stored as 

%       negative values, to avoid confusions.

%

%   End of the change log

%

%      QUANTIFY, by itself, creates a new QUANTIFY or raises the existing

%      singleton*.

%

%      H = QUANTIFY returns the handle to a new QUANTIFY or the handle to

%      the existing singleton*.

%

%      QUANTIFY('CALLBACK',hObject,eventData,handles,...) calls the local

%      function named CALLBACK in QUANTIFY.M with the given input arguments.

%

%      QUANTIFY('Property','Value',...) creates a new QUANTIFY or raises the

%      existing singleton*.  Starting from the left, property value pairs are

%      applied to the GUI before quantify_OpeningFunction gets called.  An

%      unrecognized property name or invalid value makes property application

%      stop.  All inputs are passed to quantify_OpeningFcn via varargin.

%

%      *See GUI Options on GUIDE's Tools menu.  Choose "GUI allows only one

%      instance to run (singleton)".

%

% See also: GUIDE, GUIDATA, GUIHANDLES



% Edit the above text to modify the response to help quantify



% Last Modified by GUIDE v2.5 16-Nov-2011 07:32:16



% Begin initialization code - DO NOT EDIT

gui_Singleton = 1;

gui_State = struct('gui_Name',       mfilename, ...

                   'gui_Singleton',  gui_Singleton, ...

                   'gui_OpeningFcn', @quantify_OpeningFcn, ...

                   'gui_OutputFcn',  @quantify_OutputFcn, ...

                   'gui_LayoutFcn',  [] , ...

                   'gui_Callback',   []);

if nargin && ischar(varargin{1})

    gui_State.gui_Callback = str2func(varargin{1});

end



if nargout

    [varargout{1:nargout}] = gui_mainfcn(gui_State, varargin{:});

else

    gui_mainfcn(gui_State, varargin{:});

end

% End initialization code - DO NOT EDIT





% --- Executes just before QUANTIFY is made visible.

function quantify_OpeningFcn(hObject, eventdata, handles, varargin)

% This function has no output args, see OutputFcn.

% hObject    handle to figure

% eventdata  reserved - to be defined in a future version of MATLAB

% handles    structure with handles and user data (see GUIDATA)

% varargin   command line arguments to QUANTIFY (see VARARGIN)



% Choose default command line output for QUANTIFY

handles.output = hObject;



% Update handles structure

guidata(hObject, handles);



% UIWAIT makes QUANTIFY wait for user response (see UIRESUME)

% uiwait(handles.figure1);



global versiondate excelExtension



versiondate='1.0';



Excel = actxserver('Excel.Application');

 % Prepare proper filename extension.

 % Get the Excel version because if it's verions 11 (Excel 2003) the

 % file extension should be .xls,

 % but if it's 12.0 (Excel 2007) then we'll need to use an extension

 % of .xlsx to avoid nag messages.

 excelVersion = str2double(Excel.Version);

 if excelVersion < 12

 excelExtension = '.xls';

 else

 excelExtension = '.xlsx';

 end

 % Shut down Excel.

 Excel.Quit

 Excel.delete

 clear Excel;



%load default values

loaddefaults_Callback(handles.loaddefaults,eventdata,handles);



%display "about" message

%about_Callback(handles.about,eventdata,handles);





% --- Outputs from this function are returned to the command line.

function varargout = quantify_OutputFcn(hObject, eventdata, handles) 

% varargout  cell array for returning output args (see VARARGOUT);

% hObject    handle to figure

% eventdata  reserved - to be defined in a future version of MATLAB

% handles    structure with handles and user data (see GUIDATA)



% Get default command line output from handles structure

varargout{1} = handles.output;



% --- Executes on button press in loaddefaults.

function loaddefaults_Callback(hObject, eventdata, handles)



%define default values



inputfile_iddefault=1;

corr_iddefault=1;

LLOQ_iddefault=1;

information_file_entry_default = '';

LLOQ_file_entry_default = '';

information_file_entry_default2='off';

LLOQ_file_entry_default2='off';

peak_inormation_popupmenu_default2='off';

LLOQ_popupmenu_default2='off';



refsubstancedefault=0;

creanormdefault=1;

dilcorrdefault=1;

meancalcdefault=1;

noLLOQsdefault=0;

noindividualcalibfactorsdefault=0;

corrfactordefault='1.0';

dilfactordefault='1.0';

outl_thrdefault='0.4';

peak_thrdefault='0.66';

refsubstancenamedefault='tmsp';

creanormnamedefault='creatinine';

refsubstconcdefault='1.0';

xlssheetdefault='Integrals';

xlsrangedefault='A2:B5000';

calibsheetdefault='Factors';

calibrangedefault='A2:D5000';

LLOQsheetdefault='LLOQs';

LLOQrangedefault='A2:B5000';



xlssheetdefault2='off';

xlsrangedefault2='off';

xlsrange_textdefault2='off';

xlssheet_textdefault2='off';

openLLOQSdefault2='off';

LLOQsheetdefault2='off';

LLOQsheet_textdefault2='off';

LLOQrange_textdefault2='off';

LLOQrangedefault2='off';

refsubstancenamedefault2='off';

opencalibrationfactorsdefault2='off';

calibsheetdefault2='off';

calibsheet_textdefault2='off';

calibrange_textdefault2='off';

calibrangedefault2='off';

refsubstconcdefault2='off';

refsubstconc_textdefault2='off';

saveasdefault2='on';



information_file_entry_textdefault='off';

inormation_popupmenu_textdefault='off';

LLOQ_file_entry_textdefault='off';

LLOQ_popupmenu_textdefault='off';



%remove earlier integral file names to reduce confusions

set(handles.integral_file_entry,'String','');



%set default values

set(handles.refsubstance,'Value',refsubstancedefault);

set(handles.creanorm,'Value',creanormdefault);

set(handles.dilcorr,'Value',dilcorrdefault);

set(handles.meancalc,'Value',meancalcdefault);

set(handles.noLLOQs,'Value',noLLOQsdefault);

set(handles.noindividualcalibfactors,'Value',noindividualcalibfactorsdefault);

set(handles.corrfactor,'String',corrfactordefault);

set(handles.dilfactor,'String',dilfactordefault);

set(handles.outl_thr,'String',outl_thrdefault);

set(handles.peak_thr,'String',peak_thrdefault);

set(handles.refsubstancename,'String',refsubstancenamedefault);

set(handles.creanormname,'String',creanormnamedefault);

set(handles.LLOQ_popupmenu,'Value',LLOQ_iddefault);

set(handles.peak_inormation_popupmenu,'Value',corr_iddefault);

set(handles.integral_popupmenu,'Value',inputfile_iddefault);

set(handles.information_file_entry,'String',information_file_entry_default);

set(handles.LLOQ_file_entry,'String',LLOQ_file_entry_default);

set(handles.information_file_entry,'Enable',information_file_entry_default2);

set(handles.LLOQ_file_entry,'Enable',LLOQ_file_entry_default2);

set(handles.peak_inormation_popupmenu,'Enable',peak_inormation_popupmenu_default2);

set(handles.LLOQ_popupmenu,'Enable',LLOQ_popupmenu_default2);



set(handles.refsubstconc,'String',refsubstconcdefault);

set(handles.xlssheet,'String',xlssheetdefault);

set(handles.xlsrange,'String',xlsrangedefault);

set(handles.calibsheet,'String',calibsheetdefault);

set(handles.calibrange,'String',calibrangedefault);

set(handles.LLOQsheet,'String',LLOQsheetdefault);

set(handles.LLOQrange,'String',LLOQrangedefault);

set(handles.xlssheet,'Enable',xlssheetdefault2);

set(handles.xlsrange,'Enable',xlsrangedefault2);

set(handles.xlsrange_text,'Enable',xlsrange_textdefault2);

set(handles.xlssheet_text,'Enable',xlssheet_textdefault2);

set(handles.openLLOQS,'Enable',openLLOQSdefault2);

set(handles.LLOQsheet,'Enable',LLOQsheetdefault2);

set(handles.LLOQsheet_text,'Enable',LLOQsheet_textdefault2);

set(handles.LLOQrange_text,'Enable',LLOQrange_textdefault2);

set(handles.LLOQrange,'Enable',LLOQrangedefault2);

set(handles.refsubstancename,'Enable',refsubstancenamedefault2);

set(handles.opencalibrationfactors,'Enable',opencalibrationfactorsdefault2);

set(handles.calibsheet,'Enable',calibsheetdefault2);

set(handles.calibsheet_text,'Enable',calibsheet_textdefault2);

set(handles.calibrange_text,'Enable',calibrange_textdefault2);

set(handles.calibrange,'Enable',calibrangedefault2);

set(handles.refsubstconc,'Enable',refsubstconcdefault2);

set(handles.refsubstconc_text,'Enable',refsubstconc_textdefault2);

set(handles.saveas,'Enable',saveasdefault2);



set(handles.information_file_entry_text,'Enable',information_file_entry_textdefault);

set(handles.peak_inormation_popupmenu_text,'Enable',inormation_popupmenu_textdefault);

set(handles.LLOQ_file_entry_text,'Enable',LLOQ_file_entry_textdefault);

set(handles.LLOQ_popupmenu_text,'Enable',LLOQ_popupmenu_textdefault);





% --- Executes on button press in about.

function about_Callback(hObject, eventdata, handles)



global versiondate



About_text='QUANTIFY\nVersion: %s\n\nAuthor: Matthias S. Klein\nInstitute of Functional Genomics\nUniversity of Regensburg, Regensburg, Germany\nEmail: matthias.klein@klinik.uni-r.de\n\n';

msgbox(sprintf(About_text,versiondate),'About Quantify');

%fprintf(About_text,versiondate);





% --- Executes on button press in saveas.

function saveas_Callback(hObject, eventdata, handles)



global versiondate excelExtension

%error catching to produce pop-up error messages

try

%read and check all input parameters and file names



dateiname = strtrim(get(handles.integral_file_entry,'String'));

if isempty(dateiname)

    msgbox('Please specify a peak integral file!','Error','error');

    return

else

    if not(exist(dateiname,'file'))

        msgbox('Peak integral file not found!','Error','error');

        return

    end

end



korrekturfaktorendatei = strtrim(get(handles.information_file_entry,'String'));

no_calibrationfactors=get(handles.noindividualcalibfactors,'Value');



if no_calibrationfactors==1

    if isempty(korrekturfaktorendatei)

        msgbox('Please specify a peak information file!','Error','error');

        return

    else

        if not(exist(korrekturfaktorendatei,'file'))

            msgbox('Peak information file not found!','Error','error');

            return

        end

    end

end



LLOQfile = strtrim(get(handles.LLOQ_file_entry,'String'));

dontuse_LLOQS=get(handles.noLLOQs,'Value');%0=use LLOQs, 1=dont use LLOQs



if dontuse_LLOQS==1

    if isempty(LLOQfile)

        msgbox('Please specify a file with lower limits of quantification!','Error','error');

        return

    else

        if not(exist(LLOQfile,'file'))

            msgbox('Lower limits of quantification file not found!','Error','error');

            return

        end

    end

end





spikeinfaktor=str2num(get(handles.corrfactor,'String'));



if isempty(spikeinfaktor)

    msgbox('Please specify a correction factor larger than 0!','Error','error');

    return

else

    if spikeinfaktor<=0

        msgbox('Please specify a correction factor larger than 0!','Error','error');

        return

    end

end



dilutionfactor=str2num(get(handles.dilfactor,'String'));



if isempty(dilutionfactor)

    msgbox('Please specify a dilution factor larger than 0!','Error','error');

    return

else

    if dilutionfactor<=0

        msgbox('Please specify a dilution factor larger than 0!','Error','error');

        return

    end

end



Outlierwert=str2num(get(handles.outl_thr,'String'));



if isempty(Outlierwert)

    msgbox('Please specify an outlier threshold larger than 0!','Error','error');

    return

else

    if Outlierwert<=0

        msgbox('Please specify an outlier threshold larger than 0!','Error','error');

        return

    end

end



Peakthreshold=str2num(get(handles.peak_thr,'String'));



if isempty(Peakthreshold)

    msgbox('Please specify a peak threshold between 0 and 1!','Error','error');

    return

else

    if Peakthreshold<=0||Peakthreshold>1

        msgbox('Please specify a peak threshold between 0 and 1!','Error','error');

        return

    end

end



scale2refsubst=get(handles.refsubstance,'Value');%0=no scaling, 1=scaling

refsubstname=strtrim(get(handles.refsubstancename,'String'));



if scale2refsubst==1&&isempty(refsubstname)

    msgbox('Please specify a reference substance for scaling!','Error','error');

    return

end



if scale2refsubst==1

    refsubstanceconcentration=str2num(strtrim(get(handles.refsubstconc,'String')));

else

    refsubstanceconcentration=1;

end



if isempty(refsubstanceconcentration)

    msgbox('Please specify a reference substance concentration larger than 0!','Error','error');

    return

else

    if refsubstanceconcentration<=0

        msgbox('Please specify a reference substance concentration larger than 0!','Error','error');

        return

    end

end



crea_correction=get(handles.creanorm,'Value');

crea_correction_compound=strtrim(get(handles.creanormname,'String'));



if crea_correction==1&&isempty(crea_correction_compound)

    msgbox('Please specify a substance for normalization!','Error','error');

    return

end



dil_correction=get(handles.dilcorr,'Value');



inputfile_id = get(handles.integral_popupmenu,'Value');

LLOQ_id = get(handles.LLOQ_popupmenu,'Value');

corr_id = get(handles.peak_inormation_popupmenu,'Value');



pause on;

pause(0.075);%pause for a small time to let windows redraw



mean_calculation=get(handles.meancalc,'Value');

xls_integralsheet=get(handles.xlssheet,'String');

xls_integralarea=get(handles.xlsrange,'String');

korrekturdateiseite=get(handles.calibsheet,'String');

korrekturdateibereich=get(handles.calibrange,'String');

LLOQseite=get(handles.LLOQsheet,'String');

LLOQrange=get(handles.LLOQrange,'String');



errorlist={'a'};

errorlist=[];

LLOQnotfound_warning=0;

AnzahlunterLLOQ=0;

AnzahlAusreisser=0;

Crea_Zahl=0;

dfexist=0;

i_MW=0;

numberpeakcountlowerthanthreshold=0;

numberpeakcountlowerthanthresholdexcluded=0;

Obligatorypeakmissing=0;

Ausreisserliste={'Sample' 'Compound' 'Value1' 'Value2' 'Value3' 'Value4'...

    'Value5' 'Value6' 'Value7' 'Value8' 'Value9' 'Value10' 'Value11' ...

    'Value12' 'Value13' 'Value14' 'Value15' 'Value16' 'Value17' 'Value18'...

    'Value19' 'Value20' 'Value21' 'Value22' 'Value23' 'Value24' 'Value25'...

    'Value26' 'Value27' 'Value28' 'Value29' 'Value30'};

WerteTitelspalte(1)={'mmol/L'};

Einzelwerte=zeros(15,200);



%get output filename

[ausgabedateiname, ausgabepathname, output_id] = uiputfile({strcat('*',...

    excelExtension),strcat('MS Excel file (',excelExtension,')');...

    '*.txt','Tab stop separated .txt'},'Save results as','Results');

ausgabedatei=strcat(ausgabepathname,ausgabedateiname);



waitbar_progress = waitbar(0,'','Name','Please wait...');

if ishandle(waitbar_progress)

    waitbar(0,waitbar_progress,'Initializing...')

end



if output_id==0

    return

end

%xlsfile

if output_id==1

    if isempty(strfind(ausgabedateiname,excelExtension))

        ausgabedateiplusendung=strcat(ausgabepathname,ausgabedateiname,excelExtension);

    else

        ausgabedateiplusendung=strcat(ausgabepathname,ausgabedateiname);

    end

end

%txt file

if output_id==2

    if isempty(strfind(ausgabedateiname,'.txt'))

        ausgabedateiplusendung=strcat(ausgabepathname,ausgabedateiname,'.txt');

        ausgabedateiminusendung=strrep(ausgabedateiplusendung,'.txt','');

    else

        ausgabedateiplusendung=strcat(ausgabepathname,ausgabedateiname);

        ausgabedateiminusendung=strrep(ausgabedateiplusendung,'.txt','');

    end

end

recycle on;

pause(0.075);%pause for a small time to let windows redraw

if exist(ausgabedateiplusendung)==2

    delete(ausgabedateiplusendung);

end



%read peak information from xls file

if corr_id==1&&no_calibrationfactors==1

    if ishandle(waitbar_progress)

        waitbar(1/7,waitbar_progress,'Reading peak information file...')

    end

    %fprintf('Reading peak information from MS Excel file... ');

    %tic;

    [korrfak,korrfaktext]=xlsread(korrekturfaktorendatei,korrekturdateiseite,...

        korrekturdateibereich);

    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

    if abs(length(korrfak)-length(korrfaktext))>1

        msgbox('The peak information file does not seem to be valid. Please exclude headlines.','Warning','warn');

        %fprintf('Warning: The peak information file does not seem to be valid ');

        %fprintf('(please exclude headlines)!\n');

        errorlist{length(errorlist)+1}='The peak information file does not seem to be valid. Please exclude headlines.';

    end

end



%read peak information from txt file

if corr_id==2&&no_calibrationfactors==1

    if ishandle(waitbar_progress)

        waitbar(1/7,waitbar_progress,'Reading peak information file...')

    end

    %fprintf('Reading peak information from tab stop separated text file... ');

    %tic;

    informationlesestring='%s%s%s%s';

    fid = fopen(korrekturfaktorendatei);

    textscan(fid,informationlesestring,1,'delimiter','\t');%ignore headline

    korrfakeinlesen=textscan(fid,informationlesestring,1,'delimiter','\t');

    korrfaktext(1)={''};

    korrfaktext(1)=[];

    korrfak=[];

    korrfaklength=0;

    korrfaktext(length(korrfaktext)+1)=korrfakeinlesen{1};

    %skip first (empty) line of values. this is to achieve the same data

    %structure as when values are read from excel

    while feof(fid) == 0

        korrfakeinlesen=textscan(fid,informationlesestring,1,'delimiter','\t');

        korrfaktext(length(korrfaktext)+1)=korrfakeinlesen{1};

        korrfakzwischentext(1)=korrfakeinlesen{2};

        korrfakzwischentext(2)=korrfakeinlesen{3};

        korrfakzwischentext(3)=korrfakeinlesen{4};

        if isempty(korrfakzwischentext{1})

            korrfak(korrfaklength+1,1)=NaN;

        else

            korrfak(korrfaklength+1,1)=str2num(korrfakzwischentext{1});

        end

        if isempty(korrfakzwischentext{2})

            korrfak(korrfaklength+1,2)=NaN;

        else

            korrfak(korrfaklength+1,2)=str2num(korrfakzwischentext{2});

        end

        if isempty(korrfakzwischentext{3})

            korrfak(korrfaklength+1,3)=NaN;

        else

            korrfak(korrfaklength+1,3)=str2num(korrfakzwischentext{3});

        end

        korrfaklength=length(korrfak(:,1));

    end

    fclose(fid);

    korrfaktext=korrfaktext';

    clear korrfakzwischentext korrfakeinlesen;

    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

    if abs(length(korrfak)-length(korrfaktext))>1

        msgbox('The peak information file does not seem to be valid. Please exclude headlines.','Warning','warn');

        %fprintf('Warning: The peak info file does not seem to be valid');

        %fprintf(' (please exclude headlines)!\n');

        errorlist{length(errorlist)+1}='The peak information file does not seem to be valid. Please exclude headlines.';

    end

end



%read LLOQs from xls file

if dontuse_LLOQS==1&&LLOQ_id==1

    if ishandle(waitbar_progress)

        waitbar(2/7,waitbar_progress,'Reading LLOQ file...')

    end

    %fprintf('Reading LLOQs from MS Excel file... ');

    %tic;

    [LLOQ,LLOQtext]=xlsread(LLOQfile,LLOQseite,LLOQrange);

    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

    if abs(length(LLOQ)-length(LLOQtext))>0

        msgbox('The limit of quantification file does not seem to be valid. Please exclude headlines.','Warning','warn');

        %fprintf('Warning: The LLOQ file does not seem to be valid');

        %fprintf(' (please exclude headlines)!\n');

        errorlist{length(errorlist)+1}='The limit of quantification file does not seem to be valid. Please exclude headlines.';

    end   

end

%read LLOQs from tab stop txt file

if dontuse_LLOQS==1&&LLOQ_id==2

    if ishandle(waitbar_progress)

        waitbar(2/7,waitbar_progress,'Reading LLOQ file...')

    end

    %fprintf('Reading LLOQs from tab stop separated text file... ');

    %tic;

    LLOQlesestring='%s%s';

    fid = fopen(LLOQfile);

    textscan(fid,LLOQlesestring,1,'delimiter','\t');%ignore headline

    LLOQeinlesen=textscan(fid,LLOQlesestring,1,'delimiter','\t');

    LLOQtext(1)={''};

    LLOQtext(1)=[];

    LLOQ=[];

    while feof(fid) == 0

        LLOQtext(length(LLOQtext)+1)=LLOQeinlesen{1};

        LLOQzwischentext=LLOQeinlesen{2};

        LLOQ(length(LLOQ)+1)=str2num(LLOQzwischentext{1});

        LLOQeinlesen=textscan(fid,LLOQlesestring,1,'delimiter','\t');

    end

    fclose(fid);

    clear LLOQeinlesen LLOQzwischentext;

    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

    if abs(length(LLOQ)-length(LLOQtext))>0

        msgbox('The limit of quantification file does not seem to be valid. Please exclude headlines.','Warning','warn');

        %fprintf('Warning: The LLOQ file does not seem to be valid ');

        %fprintf('(please exclude headlines)!\n');

        errorlist{length(errorlist)+1}='The limit of quantification file does not seem to be valid. Please exclude headlines.';

    end   

end



%create cell array for title, names etc.

data1(1)={''};

data1(1)=[];

data2=[];%vector for integrals

%read integrals from amix text file

%The integral will be saved in the two vectors data1 and data2. data1 

%contains the names of the compounds and peaks, data2 contains the values. 

%This is because matlab can't save strings and values into one matrix. A 

%new spectrum starts with "title:*" in data1 and with "-3" in data2. A new 

%compound starts with its name in data1 and with "-2" in data2. Example:

%	data1			data2

%

%	title:sample1	-3

%	alanine		-2

%	C1H1			17.456

%	C2H2			16.490

%	creatinine		-2

%	C1H1			0.453

%	C3H3			0.671

%	title:sample2	-3

%	alanine		-2

%	etc.			etc.

%

if inputfile_id==1

    if ishandle(waitbar_progress)

        waitbar(3/7,waitbar_progress,'Reading peak integral file...')

    end

    %fprintf('Reading integrals from Amix file... ');

    %tic;

    lesestring='%s%*s%s%*s%*s%*s';

    fid = fopen(dateiname);

    dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

    data1tmp='';

    while strncmp(data1tmp,'Spectrum:',9) == 0

        dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

        data1tmp=dateneinlesen{1};

        %1D or 2D data (in amix files)? In case of 2D data use only 2D data

        if strncmp(data1tmp,'HSQC',4) == 1 

                lesestring='%s%*s%*s%*s%*s%*s%s%*s%*s%*s%*s%*s';

        end

    end

    %read first title

    while feof(fid) == 0

        if strncmp(data1tmp,'Spectrum:',9) == 1

            while strncmp(data1tmp{1},'title: ',7) == 0

                dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

                data1tmp=dateneinlesen{1};

            end

            data1(length(data1)+1)=strtrim(dateneinlesen{1});

            data2(length(data2)+1)=-3;%-3 marks a new spectrum title

            %find starting line of next compound

            dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

            data1tmp=dateneinlesen{1};

            while strncmp(strtrim(data1tmp{1}),'compound',8) == 0

                dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

                data1tmp=dateneinlesen{1};

            end

        end

        dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

        data1tmp=dateneinlesen{1};

        data2tmp=dateneinlesen{2};

        if feof(fid) == 0

            if strncmp(data1tmp{1},'Spectrum:',9) == 0

                data1(length(data1)+1)=strtrim(data1tmp(1));

                if isempty(strtrim(data2tmp{1}))

                    data2(length(data2)+1)=-2;%-2 marks a new compound

                else

                    if isempty(str2num(strtrim(data2tmp{1})))%'not used' fields

                        data2(length(data2)+1)=-1;%-1 marks "not used" peaks

                    else

                    data2(length(data2)+1)=str2num(strtrim(data2tmp{1}));

                    end

                end

            end

        end

    end

    fclose(fid);

    clear dateneinlesen data1tmp data2tmp;

    %t=toc;

    if isempty(data1)

        msgbox('Data format not supported. No AMIX file?','Error','error');

        %fprintf('\nError: Data format not supported. \nNo AMIX file?\n');

        return

    end

    %fprintf('Done in %g seconds.\n',t);

end

%read integrals from tab stop separated file

if inputfile_id==2

    if ishandle(waitbar_progress)

        waitbar(3/7,waitbar_progress,'Reading peak integral file...')

    end

    %fprintf('Reading integrals from tab stop separated text file... ');

    %tic;

    lesestring='%s%s';

    fid = fopen(dateiname);

    while feof(fid) == 0

        dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

        data1tmp=dateneinlesen{1};

        data2tmp=dateneinlesen{2};

        %find beginning of spectrum (marked by 'title:')

        if strncmp(data1tmp,'title:',6) == 1

            data1(length(data1)+1)=strtrim(strrep(dateneinlesen{1},'title:',''));

            data2(length(data2)+1)=-3;%-3 marks a new spectrum title

            %find starting line of next compound (1 empty line)

            dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

            dateneinlesen=textscan(fid,lesestring,1,'delimiter','\t');

            data1tmp=dateneinlesen{1};

            data2tmp=dateneinlesen{2};

        end

        if strncmp(data1tmp{1},'title:',6) == 0

            if not(isempty(strtrim(data1tmp{1})))%ignore empty lines

                data1(length(data1)+1)=strtrim(data1tmp(1));

                if isempty(strtrim(data2tmp{1}))

                    data2(length(data2)+1)=-2;%-2 marks a new compound

                else

                    if isempty(str2num(strtrim(data2tmp{1})))%'not used' fields

                        data2(length(data2)+1)=-1;%-1 marks "not used" peaks

                    else

                        if length(data2(length(data2)))==length(str2num(strtrim(data2tmp{1})))

                            data2(length(data2)+1)=str2num(strtrim(data2tmp{1}));

                        else

                            msgbox('Integral file does not comply to the requirements in the manual.','Error','error');

                            %fprintf('\nError: Data format not supported. \nPlease check the file for compliance to the requirements in the manual.\n');

                            return

                        end

                    end

                end

            end

        end

    end

    fclose(fid);

    clear dateneinlesen data1tmp data2tmp;

    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

end



%read from excel file

if inputfile_id==3

    if ishandle(waitbar_progress)

        waitbar(3/7,waitbar_progress,'Reading peak integral file...')

    end

    %fprintf('Reading integrals from MS Excel file... ');

    %tic;

    [integralfactor,integralname,integralraw]=xlsread(dateiname,...

        xls_integralsheet,xls_integralarea);

    clear integralfactor integralname;

    for i_xlsinput=1:length(integralraw)

        data1tmp=integralraw(i_xlsinput,1);

        data2tmp=integralraw(i_xlsinput,2);

        %find beginning of spectrum (marked by 'title:')

        if strncmp(data1tmp,'title:',6) == 1

            data1(length(data1)+1)=data1tmp;

            data2(length(data2)+1)=-3;%-3 marks a new spectrum title

            %find starting line of next compound (1 empty line)

        else

            %ignore empty lines, these give NaN

            if ~isequalwithequalnans(data1tmp{1},NaN)

                data1(length(data1)+1)=strtrim(data1tmp);

                if isa(data2tmp{1},'char')

                    if isempty(strtrim(data2tmp{1}))

                        data2(length(data2)+1)=-2;

                        %-2 marks a new compound, no entry in field (spaces)

                    else

                        data2(length(data2)+1)=-1;

                        %-1 marks "not used" peaks, string in field, i.e. 'not used'

                    end

                else

                    if isequalwithequalnans(data2tmp{1},NaN)

                        data2(length(data2)+1)=-2;

                        %-2 marks a new compound, no entry in field

                    else

                        data2(length(data2)+1)=data2tmp{1};

                    end

                end

            end

        %end

        end

    end

    clear integralraw data1tmp data2tmp;

    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

end

if ishandle(waitbar_progress)

    waitbar(4/7,waitbar_progress,'Calculating concentrations...')

end

%fprintf('Calculating concentrations... ');

%tic;



totallinecount=1;

probennummer=0;

WerteTitelzeile(1)={''};

WerteTitelzeile(1)=[];



while totallinecount<length(data1)

    %read all data of one spectrum

    datenzeile=1;

    data1a(1)={''};

    data1a(1)=[];

    data2a=[];

    data1a{datenzeile}=data1{totallinecount};

    data2a(datenzeile)=data2(totallinecount);

    endreached=0;

    titel= strtrim(strrep(data1a(datenzeile),'title:',''));

    probennummer=probennummer+1;

    WerteTitelzeile(probennummer)=titel;

    %read data until the next spectrum starts or the file ends 

    while endreached == 0

        datenzeile=datenzeile+1;

        totallinecount=totallinecount+1;

        if totallinecount <= length(data1)

            if data2(datenzeile)==-3%new spectrum identified by -3

                endreached=1;

            else

                data1a{datenzeile}=data1{totallinecount};

                data2a(datenzeile)=data2(totallinecount);

           end

        else

            endreached=1;

        end

    end

    Compoundnummer=0;

    i_Compoundnummer=1;

    %scale to reference substance integral

    if scale2refsubst==1

        %search for reference substance

        i_refsubst=1;

        while ~(strcmp(refsubstname,data1a(i_refsubst))==1&&data2a(i_refsubst)==-2)

            i_refsubst=i_refsubst+1;

            if (i_refsubst+1)>length(data1a)

                msgbox(sprintf('Reference substance %s not found.',refsubstname),'Error','error');

                %fprintf('\nReference substance %s not found.\n',refsubstname);

                %set(hObject,'Enable','on');

                return;

            end

        end

        i_refsubst=i_refsubst+1;%find the first peak that contains values

        while ~(data2a(i_refsubst)<0||data2a(i_refsubst)>=0)

            i_refsubst=i_refsubst+1;

        end

        if data2a(i_refsubst)>0

            refsubstintegral=data2a(i_refsubst);

        else

            msgbox(sprintf('No positive peak integral of the reference substance %s found.',refsubstname),'Error','error');

            %fprintf('\nNo positive peak of the reference substance %s found.\n',...

            %    refsubstname);

            %set(hObject,'Enable','on');

            return

        end

        for j_ref=1:length(data2a)%divide all values through the reference value

            if data2a(j_ref)>0

                data2a(j_ref)=data2a(j_ref)/refsubstintegral;

            end

        end

    end

    

    %divide by correction factors

    while i_Compoundnummer<datenzeile

        %new compound identified by -2

        if data2a(i_Compoundnummer)==-2

            %a flag to see if a compound was not found in the peak

            %information file

            compound_found=1;

            Compoundnummer=Compoundnummer+1;

            WerteTitelspalte(Compoundnummer+1,1)=strtrim(data1a(i_Compoundnummer));

            %search correction factors for matching metabolite

            if no_calibrationfactors==1

                i_korrfak=1;

                while strcmp(korrfaktext(i_korrfak,1),...

                        WerteTitelspalte(Compoundnummer+1,1))==0

                    i_korrfak=i_korrfak+1;

                    if (i_korrfak+1)>length(korrfaktext)

                        msgbox(sprintf('Sample %s: Peak information not found for compound %s.',...

                            titel{1},WerteTitelspalte{Compoundnummer+1,1}),'Warning','warn');

                        %fprintf('\nSample %s: Peak information not found for compound %s.\n',...

                        %    titel{1},WerteTitelspalte{Compoundnummer+1,1});

                        errorlist{length(errorlist)+1}=['Sample ',titel{1},...

                            ': Peak information not found for compound ',...

                            WerteTitelspalte{Compoundnummer+1,1},'.'];

                        compound_found=0;

                        break;

                        %return;

                    end

                end

            end

            i_Compoundnummer=i_Compoundnummer+1;

           if compound_found==1

            i_Peaknummer=0;

            sonderregel=0;

            usedpeaks=0;

            unusedpeaks=0;

            %how many peaks are used for quantifying?

            if no_calibrationfactors==1

                i_quantsuche=i_korrfak;

                quantsuche_anzahl(Compoundnummer)=0;

                %number of protons for this peak for reliability estimation

                protoncount=[];

                protoncount_used=[];

                protoncount_notused=[];

                while (korrfak(i_quantsuche,3)<=0||...

                        korrfak(i_quantsuche,3)>0)&&i_quantsuche<length(korrfak(:,1))

                    if korrfak(i_quantsuche,3)>0

                        quantsuche_anzahl(Compoundnummer)=quantsuche_anzahl(...

                            Compoundnummer)+1;

                    end

                    i_quantsuche=i_quantsuche+1;

                end

            end

            %calculate concentrations for each peak

            nextcompoundreached=0;

            if i_Compoundnummer<=length(data1a)

            while nextcompoundreached==0

                if data2a(i_Compoundnummer)>=0%~='not used  '

                    i_Peaknummer=i_Peaknummer+1;

                    peaktitle=data1a(i_Compoundnummer);

                    %search matching peaktitle

                    i_peaktitle=1;

                    if no_calibrationfactors==1

                        while strcmp(strtrim(korrfaktext((i_korrfak+i_peaktitle),1)),peaktitle)==0

                            %start of next compound indicated by NaN

                            if (i_korrfak+i_peaktitle)<=length(korrfak(:,3))

                                if korrfak(i_korrfak+i_peaktitle,3)>=0||korrfak(i_korrfak+i_peaktitle,3)<0

                                    i_peaktitle=i_peaktitle+1;

                                else

                                    msgbox(sprintf('Peak %s of compound %s not found in file %s. \n',...

                                        peaktitle{1},WerteTitelspalte{Compoundnummer+1,1},korrekturfaktorendatei),...

                                        'Warning','warn');

                                    %fprintf('\nPeak %s of compound %s not found in file %s. \n',...

                                    %    peaktitle{1},WerteTitelspalte{Compoundnummer+1,1},korrekturfaktorendatei);

                                    return;

                                end

                            else

                                msgbox(sprintf('Peak %s of compound %s not found in file %s. \n',...

                                    peaktitle{1},WerteTitelspalte{Compoundnummer+1,1},korrekturfaktorendatei),...

                                    'Error','error');

                                %fprintf('\nPeak %s of compound %s not found in file %s. \n',...

                                %    peaktitle{1},WerteTitelspalte{Compoundnummer+1,1},korrekturfaktorendatei);

                                return;

                            end

                        end



                        Einzelwerte(i_Peaknummer,Compoundnummer)=data2a(i_Compoundnummer)*refsubstanceconcentration*spikeinfaktor/(korrfak(i_korrfak+i_peaktitle-1,3));%*referencefactor(tsptype));

                        %count peaks unequal to 0 for reliability check

                        if korrfak(i_korrfak+i_peaktitle-1,3)>0

                            protoncount(i_Peaknummer)=korrfak(i_korrfak+i_peaktitle-1,2);

                            if Einzelwerte(i_Peaknummer,Compoundnummer)>0

                                protoncount_used(length(protoncount_used)+1)=i_Peaknummer;

                                usedpeaks=usedpeaks+1;

                            else

                                protoncount_notused(length(protoncount_notused)+1)=i_Peaknummer;

                                unusedpeaks=unusedpeaks+1;

                            end

                        end

                        %certain peaks have to be present to quantify the compound:

                        if Einzelwerte(i_Peaknummer,Compoundnummer)==0&&korrfak(i_korrfak+i_peaktitle-1,1)==1

                            sonderregel=1;

                        end

                    else

                        Einzelwerte(i_Peaknummer,Compoundnummer)=data2a(i_Compoundnummer)*refsubstanceconcentration*spikeinfaktor;

                        if Einzelwerte(i_Peaknummer,Compoundnummer)>0

                            usedpeaks=usedpeaks+1;

                        else

                            unusedpeaks=unusedpeaks+1;

                        end

                    end

                end

                if i_Compoundnummer+1<=length(data1a)

                    i_Compoundnummer=i_Compoundnummer+1;

                    if data2a(i_Compoundnummer)<-1

                        nextcompoundreached=1;

                    end

                else

                    nextcompoundreached=1;

                end

            end

            end

            %are there enough values for a reliable quantification?

            quantsuche_anzahl(Compoundnummer)=usedpeaks+unusedpeaks;

            if usedpeaks>0

                Quotientfoundpeaks(Compoundnummer,probennummer)=usedpeaks/(usedpeaks+unusedpeaks);

                if usedpeaks/(usedpeaks+unusedpeaks)<Peakthreshold&&(usedpeaks+unusedpeaks)>0

                    numberpeakcountlowerthanthreshold=numberpeakcountlowerthanthreshold+1;

                    if no_calibrationfactors==1%peak probability checking

                        if max(protoncount(protoncount_notused))>=max(protoncount(protoncount_used))

                            Einzelwerte(:,Compoundnummer)=0;

                            numberpeakcountlowerthanthresholdexcluded=numberpeakcountlowerthanthresholdexcluded+1;

                        end

                    else

                        Einzelwerte(:,Compoundnummer)=0;

                        numberpeakcountlowerthanthresholdexcluded=numberpeakcountlowerthanthresholdexcluded+1;

                    end

                end

            else

                Quotientfoundpeaks(Compoundnummer,probennummer)=NaN;

            end

            %set compounds where an obligatory peak is missing to zero

            if no_calibrationfactors==1

                if sonderregel==1

                    Einzelwerte(:,Compoundnummer)=0;

                    sonderregel=0;

                    Obligatorypeakmissing=Obligatorypeakmissing+1;

                end

            end

           end %end check if a compund is in the peak information file

        else

            i_Compoundnummer=i_Compoundnummer+1;

        end

    end

    %calculate the means

    for j=1:Compoundnummer

        Einzelvektor=[];

        Zwischensumme=0;

        Zwischenwertzahl=0;

        Zuvieleausreisser=0;

        Ausreisser=0;

        Einzelvektororiginal=[];

        for i=1:15

            if Einzelwerte(i,j)>0

                Zwischensumme=Zwischensumme+Einzelwerte(i,j);

                Einzelvektor(length(Einzelvektor)+1)=Einzelwerte(i,j);

                Zwischenwertzahl=Zwischenwertzahl+1;

            end

        end

        if Zwischenwertzahl==0

            Zwischenwerte(j)=0;

            %save number of peaks used for quantification as a quality marker

            if j<=length(quantsuche_anzahl)

                Anzahlbenutztepeaks{j}=strcat('(0/',num2str(quantsuche_anzahl(j)),')');

            else

                Anzahlbenutztepeaks{j}='(0/0)';

                %peak infos were missing for some compounds

            end

            Quotientbenutztepeaks(j)=0;

        end

        if Zwischenwertzahl==1

            Zwischenwerte(j)=Zwischensumme;

            if j<=length(quantsuche_anzahl)

                Anzahlbenutztepeaks{j}=strcat('(1/',num2str(quantsuche_anzahl(j)),')');

                Quotientbenutztepeaks(j)=1/quantsuche_anzahl(j);

            else

                Anzahlbenutztepeaks{j}='(1/0)';

                Quotientbenutztepeaks(j)=0;

            end

        end

        if Zwischenwertzahl>1

            Mittelwert=mean(Einzelvektor);

            %identify outliers

            Einzelvektorohneausreisser=[];

            for k=1:length(Einzelvektor)

                if Einzelvektor(k)/median(Einzelvektor)>(1-Outlierwert)&&Einzelvektor(k)/...

                        median(Einzelvektor)<(1+Outlierwert)

                    Einzelvektorohneausreisser(length(Einzelvektorohneausreisser)+1)...

                    =Einzelvektor(k);

                else

                    Ausreisser=1;

                end

            end

            if length(Einzelvektorohneausreisser)<2

                Zuvieleausreisser=1;

                Einzelvektorohneausreisser=Einzelvektor;

            end

            Einzelvektororiginal=Einzelvektor;

            Einzelvektor=Einzelvektorohneausreisser;

            Mittelwert=mean(Einzelvektor);

            if j<=length(quantsuche_anzahl)

                Anzahlbenutztepeaks{j}=strcat('(',num2str(length(Einzelvektor)),'/',num2str(quantsuche_anzahl(j)),')');

                Quotientbenutztepeaks(j)=length(Einzelvektor)/quantsuche_anzahl(j);

            else

                Anzahlbenutztepeaks{j}=strcat('(',num2str(length(Einzelvektor)),'/0)');

                Quotientbenutztepeaks(j)=0;

            end

            %choose median (or lowest) if SD is too high 

            if Zuvieleausreisser==1

                if length(Einzelvektor)==2

                    Zwischenwerte(j)=min(Einzelvektor);

                end

                if length(Einzelvektor)>2

                    Zwischenwerte(j)=median(Einzelvektor);

                end

                Ausreisser=0;%avoid double counting

                AnzahlAusreisser=AnzahlAusreisser+1;

                Ausreisserliste(length(Ausreisserliste(:,1))+1,:)=...

                    {WerteTitelzeile{probennummer} WerteTitelspalte{j+1}...

                    0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0};

                i1=1;

                while i1<=length(Einzelvektor)

                    if i1<=(length(Ausreisserliste(1,:))-2)

                        Ausreisserliste(length(Ausreisserliste(:,1)),i1+2)={Einzelvektor(i1)};

                    end

                    i1=i1+1;

                end

            else

                Zwischenwerte(j)=Mittelwert;

            end

            %save outliers

            if Ausreisser==1

                AnzahlAusreisser=AnzahlAusreisser+1;

                Ausreisserliste(length(Ausreisserliste(:,1))+1,:)=...

                    {WerteTitelzeile{probennummer} WerteTitelspalte{j+1}...

                    0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0};

                i1=1;

                while i1<=length(Einzelvektororiginal)

                    if i1<=(length(Ausreisserliste(1,:))-2)

                        Ausreisserliste(length(Ausreisserliste(:,1)),i1+2)=...

                            {Einzelvektororiginal(i1)};

                    end

                    i1=i1+1;

                end

            end

        end

        Zwischenwerteunkorrigiert(j)=Zwischenwerte(j);

        %above LLOQ?                

        %search LLOQs for matching metabolite

        if dontuse_LLOQS==1

            i_LLOQ=1;

            LLOQnotfound=0;

            while strcmp(LLOQtext(i_LLOQ),WerteTitelspalte(j+1,1))==0

                i_LLOQ=i_LLOQ+1;

                if i_LLOQ>length(LLOQtext)

                    %show warning only once

                    if LLOQnotfound_warning==0

                        LLOQnotfound_warning=1;

                        msgbox(sprintf('\nSample %s: LLOQ not found for compound %s.\n',...

                            titel{1},WerteTitelspalte{j+1,1}),'Warning','warn');

                    end

                    %fprintf('\nSample %s: LLOQ not found for compound %s.\n',...

                    %    titel{1},WerteTitelspalte{j+1,1});

                    LLOQnotfound=1;

                    errorlist{length(errorlist)+1}=['Sample ',titel{1},...

                        ': LLOQ not found for compound ',WerteTitelspalte{j+1,1},'.'];

                    break;

                    %return;

                end

            end

            if LLOQnotfound==0

                if abs(Zwischenwerte(j))<LLOQ(i_LLOQ)&&abs(Zwischenwerte(j))>0

                    AnzahlunterLLOQ=AnzahlunterLLOQ+1;

                    Zwischenwerte(j)=0;

                end

            end

        end

    end

    if probennummer>1

    if length(Werte(:,1))==length(Zwischenwerte(:))

        Werte(:,probennummer)=Zwischenwerte(:);

    else

        Werte(:,probennummer)=Zwischenwerte(:);

    end

    else

        Werte(:,probennummer)=Zwischenwerte(:);

    end

    Werteunkorrigiert(:,probennummer)=Zwischenwerteunkorrigiert(:);

    Anzahlbenutztepeaksgesamt(:,probennummer)=Anzahlbenutztepeaks(:);

    Quotientbenutztepeaksgesamt(:,probennummer)=Quotientbenutztepeaks(:);

end

%t=toc;

%fprintf('Done in %g seconds.\n',t);

pause(0.075);%pause for a small time to let windows redraw

%multiply with correction factor from spike-in-experiment

if ishandle(waitbar_progress)

    waitbar(5/7,waitbar_progress,'Normalizing and correcting data...')

end

Werte=Werte*dilutionfactor;

%Calculate means if there are several measurements of the same sample

if mean_calculation==1%1 if a checkmark is set

    %fprintf('Calculating means for duplicate samples... ');

    %tic;

    i_MWmessungen1=1;

    laenge=length(Werte(:,1));

    TEMsumme(1:laenge)=0;

    TEMzahl(1:laenge)=0;

    WerteMWdiscard=[];

    i_MW=0;

    while i_MWmessungen1<=length(WerteTitelzeile)%all samples

        i_MWmessungen2=1; 

        %multiple measurements have to start with '*a', then '*b' etc.

        laengewertetitelzeile=length(WerteTitelzeile{i_MWmessungen1});

        if laengewertetitelzeile>0

        if WerteTitelzeile{i_MWmessungen1}(laengewertetitelzeile)=='a'

            i_MWzeilen=[];

            i_MWzahl=1;

            i_MWzeilen(i_MWzahl)=i_MWmessungen1;

            while i_MWmessungen2<=length(WerteTitelzeile)

                if i_MWmessungen1~=i_MWmessungen2

                    if strncmp(WerteTitelzeile{i_MWmessungen1},WerteTitelzeile{i_MWmessungen2},...

                            laengewertetitelzeile-1)==1&&length(WerteTitelzeile{i_MWmessungen1})==...

                            length(WerteTitelzeile{i_MWmessungen2})

                        i_MWzahl=i_MWzahl+1;

                        i_MWzeilen(i_MWzahl)=i_MWmessungen2;

                    end

                end

                i_MWmessungen2=i_MWmessungen2+1;

            end

            if i_MWzahl>1

                i_MW=i_MW+1;%number of found replicate spectra

                WerteTitelzeileMW{i_MW}=WerteTitelzeile{i_MWmessungen1}(1:laengewertetitelzeile-1);

                MWzwischenwert=0;

                i_MWzwischenwert=0;

                for i_MWeinzelcompound=1:length(Werte(:,1))%all compounds

                    for i_MWeinzelsample=1:i_MWzahl

                        if Werte(i_MWeinzelcompound,i_MWzeilen(i_MWeinzelsample))~=0

                            MWzwischenwert=MWzwischenwert+Werte(i_MWeinzelcompound,i_MWzeilen(i_MWeinzelsample));

                            %Technical Error of Measurement

                            i_MWzwischenwert=i_MWzwischenwert+1;

                            if i_MWzwischenwert==1

                                technischerfehler=Werte(i_MWeinzelcompound,i_MWzeilen(i_MWeinzelsample));

                            end

                            if i_MWzwischenwert==2

                                technischerfehler=(technischerfehler-Werte(i_MWeinzelcompound,i_MWzeilen(i_MWeinzelsample)))^2;

                            end

                        end

                    end

                    if i_MWzwischenwert>1

                        WerteMW(i_MWeinzelcompound,i_MW)=MWzwischenwert/i_MWzwischenwert;

                        WerteMWdiscard(i_MWeinzelcompound,i_MW)=MWzwischenwert/i_MWzwischenwert;

                         WerteTEM(i_MWeinzelcompound,i_MW)=technischerfehler;

                        TEMsumme(i_MWeinzelcompound)=TEMsumme(i_MWeinzelcompound)+technischerfehler;

                        TEMzahl(i_MWeinzelcompound)=TEMzahl(i_MWeinzelcompound)+1;

                    else

                        if i_MWzwischenwert>0

                            WerteMW(i_MWeinzelcompound,i_MW)=Werte(i_MWeinzelcompound,i_MWzeilen(i_MWeinzelsample));

                            WerteMWdiscard(i_MWeinzelcompound,i_MW)=0;

                             WerteTEM(i_MWeinzelcompound,i_MW)=0;

                        else

                            WerteMW(i_MWeinzelcompound,i_MW)=0;

                            WerteMWdiscard(i_MWeinzelcompound,i_MW)=0;

                             WerteTEM(i_MWeinzelcompound,i_MW)=0;

                        end

                    end

                    MWzwischenwert=0;

                    i_MWzwischenwert=0;

                end

            end

        end

        end

        i_MWmessungen1=i_MWmessungen1+1;

    end

    TEM(1:length(TEMzahl))=NaN;

    for i_TEM=1:length(TEMzahl)

        if TEMzahl(i_TEM)>0

            TEM(i_TEM)=sqrt(TEMsumme(i_TEM)/(2*TEMzahl(i_TEM)));

        %else

        %    TEM(i_TEM)=NaN;

        end

    end

    laengeWerte=length(Werte(1,:));

    if (i_MW>0)&&(not(isempty(WerteMWdiscard)))

        mittelwertediscard=mean(WerteMWdiscard');

        standardabweichungdiscard=std(WerteMWdiscard');

        minimumWerteMWdiscard=min(WerteMWdiscard');

        maximumWerteMWdiscard=max(WerteMWdiscard');

        laengeWerteMWdiscard=length(WerteMWdiscard);

        %list without '0'

        for i=1:length(WerteMWdiscard(:,1))

            for j=1:length(WerteMWdiscard(1,:))

                if WerteMWdiscard(i,j)==0

                    WerteMWdiscardohne0(i,j)=NaN;

                else

                    WerteMWdiscardohne0(i,j)=WerteMWdiscard(i,j);

                end

            end

        end

        mittelwertediscardohne0=[];

        standardabweichungdiscardohne0=[];

        minimumWerteMWdiscardohne0=[];

        maximumWerteMWdiscardohne0=[];

        %means without '0'

        for i=1:length(WerteMWdiscard(:,1))%all compounds

            MWMWdiscardohne0=[];

            i_MWMWdiscardohne0=0;

            for j=1:length(WerteMWdiscard(1,:))

                if WerteMWdiscard(i,j)~=0

                    i_MWMWdiscardohne0=i_MWMWdiscardohne0+1;

                    MWMWdiscardohne0(i_MWMWdiscardohne0)=WerteMWdiscard(i,j);

                end

            end

            if i_MWMWdiscardohne0>0

                mittelwertediscardohne0(i)=mean(MWMWdiscardohne0);

                standardabweichungdiscardohne0(i)=std(MWMWdiscardohne0);

                minimumWerteMWdiscardohne0(i)=min(MWMWdiscardohne0);

                maximumWerteMWdiscardohne0(i)=max(MWMWdiscardohne0);

            else

                mittelwertediscardohne0(i)=NaN;

                standardabweichungdiscardohne0(i)=NaN;

                minimumWerteMWdiscardohne0(i)=NaN;

                maximumWerteMWdiscardohne0(i)=NaN;

            end

        end

        laengetitelzeileMW=length(WerteTitelzeileMW);

        WerteMWdiscardohne0(:,laengetitelzeileMW+1)=mittelwertediscardohne0;

        WerteMWdiscardohne0(:,laengetitelzeileMW+2)=standardabweichungdiscardohne0;

        WerteMWdiscardohne0(:,laengetitelzeileMW+3)=TEM;

        WerteMWdiscardohne0(:,laengetitelzeileMW+4)=TEM./mittelwertediscardohne0*100;

        WerteMWdiscardohne0(:,laengetitelzeileMW+5)=1-(TEM.*TEM./(standardabweichungdiscardohne0.*standardabweichungdiscardohne0));

        WerteMWdiscardohne0(:,laengetitelzeileMW+6)=minimumWerteMWdiscardohne0;

        WerteMWdiscardohne0(:,laengetitelzeileMW+7)=maximumWerteMWdiscardohne0;

        WerteMWdiscardohne0(:,laengetitelzeileMW+8)=TEMzahl;

        %

        WerteMWdiscard(:,laengetitelzeileMW+1)=mittelwertediscard;

        WerteMWdiscard(:,laengetitelzeileMW+2)=standardabweichungdiscard;

        WerteMWdiscard(:,laengetitelzeileMW+3)=TEM;

        WerteMWdiscard(:,laengetitelzeileMW+4)=TEM./mittelwertediscard*100;

        WerteMWdiscard(:,laengetitelzeileMW+5)=1-(TEM.*TEM./(standardabweichungdiscard.*standardabweichungdiscard));

        WerteMWdiscard(:,laengetitelzeileMW+6)=minimumWerteMWdiscard;

        WerteMWdiscard(:,laengetitelzeileMW+7)=maximumWerteMWdiscard;

        WerteMWdiscard(:,laengetitelzeileMW+8)=TEMzahl;

        WerteTitelzeileMW(laengetitelzeileMW+1)={'z1 Mean'};

        WerteTitelzeileMW(laengetitelzeileMW+2)={'z2 Standard deviation'};

        WerteTitelzeileMW(laengetitelzeileMW+3)={'z3 Technical error (absolute)'};

        WerteTitelzeileMW(laengetitelzeileMW+4)={'z4 Technical error [%]'};

        WerteTitelzeileMW(laengetitelzeileMW+5)={'z5 Coefficient of reliability R'};

        WerteTitelzeileMW(laengetitelzeileMW+6)={'z6 Minimum'};

        WerteTitelzeileMW(laengetitelzeileMW+7)={'z7 Maximum'};

        WerteTitelzeileMW(laengetitelzeileMW+8)={'z8 Number of values'};

    end

    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

end%end calculation of means of repeated measurements

laengetitelzeile=length(WerteTitelzeile);

pause(0.075);%pause for a small time to let windows redraw

%Values without 0

for i=1:length(Werte(:,1))

    for j=1:length(Werte(1,:))

        if Werte(i,j)==0

            Werteohne0(i,j)=NaN;

        else

            Werteohne0(i,j)=Werte(i,j);

        end

    end

end

mittelwerteohne0=[];

standardabweichungohne0=[];

minimumWerteohne0=[];

maximumWerteohne0=[];

%means without '0'

for i=1:length(Werte(:,1))%all compounds

    aohne0=[];

    i_ohne0=0;

    Anzahlohne0(i)=0;

    for j=1:length(Werte(1,:))

        if Werte(i,j)~=0

            i_ohne0=i_ohne0+1;

            aohne0(i_ohne0)=Werte(i,j);

            Anzahlohne0(i)=Anzahlohne0(i)+1;

        end

    end        

    %means, max and min only for values >0

    abigger0=[];

    i_bigger0=0;

    Anzahlbigger0(i)=0;

    for j=1:length(Werte(1,:))

        if Werte(i,j)>0

            i_bigger0=i_bigger0+1;

            abigger0(i_bigger0)=Werte(i,j);

            Anzahlbigger0(i)=Anzahlbigger0(i)+1;

        end

    end

    if i_bigger0>0

        mittelwerteohne0(i)=mean(abigger0);

        standardabweichungohne0(i)=std(abigger0);

        minimumWerteohne0(i)=min(abigger0);

        maximumWerteohne0(i)=max(abigger0);

    else

        mittelwerteohne0(i)=NaN;

        standardabweichungohne0(i)=NaN;

        minimumWerteohne0(i)=NaN;

        maximumWerteohne0(i)=NaN;

    end

end

Werteohne0(:,laengetitelzeile+1)=mittelwerteohne0;

Werteohne0(:,laengetitelzeile+2)=standardabweichungohne0;

Werteohne0(:,laengetitelzeile+3)=minimumWerteohne0;

Werteohne0(:,laengetitelzeile+4)=maximumWerteohne0;

Werteohne0(:,laengetitelzeile+5)=Anzahlbigger0;

WerteTitelzeileplusextra=WerteTitelzeile;

WerteTitelzeileplusextra(laengetitelzeile+1)={'z1 Mean'};

WerteTitelzeileplusextra(laengetitelzeile+2)={'z2 Standard deviation'};

WerteTitelzeileplusextra(laengetitelzeile+3)={'z3 Minimum'};

WerteTitelzeileplusextra(laengetitelzeile+4)={'z4 Maximum'};

WerteTitelzeileplusextra(laengetitelzeile+5)={'z5 Number of values'};

%new headline for "used peaks" spreadsheet

WerteTitelspalteneu{1}=WerteTitelspalte{1};

for i=2:length(WerteTitelspalte)

    WerteTitelspalteneu{2*(i-1)+1}=WerteTitelspalte{i};

    WerteTitelspalteneu{2*(i-1)}=WerteTitelspalte{i};

end

if crea_correction==1

    creatinineexist=0;%if creatinine is quantified, normalize on creatinine!

    for i=1:length(WerteTitelspalte)

        if strcmp(WerteTitelspalte{i},crea_correction_compound)

            creatinine_nr=i-1;

            creatinineexist=1;

        end

    end

    Crea_Zahl=0;

    if creatinineexist==1

        %fprintf('Normalizing on %s... ',crea_correction_compound);

        %tic;

        for i=1:(length(Werteohne0(1,:))-5)

            WerteCrea(:,i)=Werteohne0(:,i)/Werteohne0(creatinine_nr,i);

            Crea_Zahl=Crea_Zahl+Werte(creatinine_nr,i);

        end

        %t=toc;

        %fprintf('Done in %g seconds.\n',t);

    end

end

pause(0.075);%pause for a small time to let windows redraw

if dil_correction==1

    dfexist=0;%if dilution factors are given, normalize on them!

    df(1:length(WerteTitelzeile))=1;

    for i=1:length(WerteTitelzeile)

        titlepart=WerteTitelzeile{i};

        titlelength=length(titlepart);

        if titlelength>6

            titlepart(1:titlelength-6)=[];

            if strncmp(titlepart,'df',2)==1

                titlepart(1:2)=[];

                df_temp=str2num(titlepart);

                %if length(df_temp)>0

                if not(isempty(df_temp))

                    df(i)=df_temp;

                    dfexist=1;

                end

            end

        end

    end

    if dfexist==1

        %fprintf('Correcting for dilution... ');

        %tic;

        for i=1:length(WerteTitelzeile)

            Wertedf(:,i)=Werteohne0(:,i)*df(i);

        end

        %t=toc;

        %fprintf('Done in %g seconds.\n',t);

    end

end

%create a cell array that contains the values and the number of used peaks

%for each value

Used_peaks_string={''};

Used_peaks_string2={''};



for i=1:length(WerteTitelspalteneu)

    Used_peaks_string(1,i)=WerteTitelspalteneu(i);

    Used_peaks_string2(1,i)=WerteTitelspalteneu(i);

end

for i=1:length(WerteTitelzeile)

    Used_peaks_string(i+1,1)=WerteTitelzeile(i);

    Used_peaks_string2(i+1,1)=WerteTitelzeile(i);

     if i<=length(Anzahlbenutztepeaksgesamt(1,:))

         for j=1:length(Werteohne0(:,1))

             if isequalwithequalnans(Werteohne0(j,i),NaN)

                 Used_peaks_string(i+1,2*j)={'0'};

                 Used_peaks_string2{i+1,2*j}=0;

             else

                 Used_peaks_string(i+1,2*j)={num2str(Werteohne0(j,i))};

                 Used_peaks_string2{i+1,2*j}=Werteohne0(j,i);

             end

             Used_peaks_string(i+1,2*j+1)=(Anzahlbenutztepeaksgesamt(j,i));

             Used_peaks_string2(i+1,2*j+1)=(Anzahlbenutztepeaksgesamt(j,i));

         end

     end

end



switch inputfile_id

    case 1

        input_filetype='AMIX text';

        xls_integralsheet='Not used';

        xls_integralarea='Not used';

    case 2

        input_filetype='Text';

        xls_integralsheet='Not used';

        xls_integralarea='Not used';

    case 3

        input_filetype='Excel';

end



switch LLOQ_id

    case 1

        LLOQ_filetype='Excel';

    case 2

        LLOQ_filetype='Text';

        LLOQseite='Not used';

        LLOQrange='Not used';

end



switch corr_id

    case 1

        corr_filetype='Excel';

    case 2

        corr_filetype='Text';

        korrekturdateiseite='Not used';

        korrekturdateibereich='Not used';

end



switch output_id

    case 1

        output_filetype='Excel';

    case 2

        output_filetype='Text';

end



switch dil_correction

    case 0

        dilution_choice='No';

    case 1

        dilution_choice='Yes';

end



switch mean_calculation

    case 0

         means_choice='No';

    case 1

         means_choice='Yes';

end



Configuration_titles={'User information:','Date and time','User name',...

    'Computer name','Operating system','Matlab version','Configuration:','QUANTIFY version',...

    'Peak integral file name','Peak integral file type','Peak integral file Excel spreadsheet',...

    'Peak integral file Excel range',...

    'Peak information file name','Peak information file type','Peak information Excel spreadsheet',...

    'Peak information file Excel range','LLOQ file name','LLOQ file type','LLOQ file Excel spreadsheet','LLOQ file Excel range',...

    'Correction factor','Dilution factor','Outlier threshold','Peak threshold','Scale to',...

    'Reference concentration','Normalize to','Dilution correction','Calculate means for replicates',...

    'Output file','Output file type','Results:','Values below LLOQ',...

    'Outliers','Missing obligatory peaks','Too few peaks',...

    'Accepted after probability check','Warnings';'' datestr(now) getenv('UserName') ...

    getenv('COMPUTERNAME') getenv('OS') version ''...

    versiondate dateiname input_filetype xls_integralsheet xls_integralarea...

    'Not used' 'Not used' 'Not used' 'Not used' 'Not used' 'Not used' 'Not used' 'Not used'...

    [num2str(spikeinfaktor) '_'] [num2str(dilutionfactor) '_'] [num2str(Outlierwert) '_']...

    [num2str(Peakthreshold) '_'] 'Not used' [num2str(refsubstanceconcentration) '_']...

    crea_correction_compound dilution_choice means_choice ausgabedatei output_filetype...

    '' 'Not used' num2str(AnzahlAusreisser) 'Not used' 'Not used' 'Not used' 'None'};



if scale2refsubst==1

    Configuration_titles(2,25)={refsubstname};

end        

if no_calibrationfactors==1

    Configuration_titles(2,13)={korrekturfaktorendatei};

    Configuration_titles(2,14)={corr_filetype};

    Configuration_titles(2,15)={korrekturdateiseite};

    Configuration_titles(2,16)={korrekturdateibereich};

    Configuration_titles(2,26)={'Not used'};

    Configuration_titles(2,35)={num2str(Obligatorypeakmissing)};

    Configuration_titles(2,36)={num2str(numberpeakcountlowerthanthreshold)};

    Configuration_titles(2,37)={num2str(numberpeakcountlowerthanthreshold-numberpeakcountlowerthanthresholdexcluded)};

end   

if Crea_Zahl==0

    Configuration_titles(2,27)={'Not used'};

end

if dontuse_LLOQS==1

    Configuration_titles(2,17)={LLOQfile};

    Configuration_titles(2,18)={LLOQ_filetype};

    Configuration_titles(2,19)={LLOQseite};

    Configuration_titles(2,20)={LLOQrange};

    Configuration_titles(2,33)={num2str(AnzahlunterLLOQ)};

end  

if not(isempty(errorlist))

     for i=1:length(errorlist)

         Configuration_titles(2,37+i)=errorlist(i);

     end;

end

if ishandle(waitbar_progress)

    waitbar(6/7,waitbar_progress,'Writing output file(s)...')

end

if output_id==1 %xls output file

    %fprintf('Writing xls result file... ');

    %tic;

    warning off MATLAB:xlswrite:AddSheet;

    WerteTitelspalteshort=WerteTitelspalte;

    WerteTitelspalteshort{1}='';%create a title line without "mmol/L"

    Originalvaluesforxls=WerteTitelspalte';

    for i=1:(length(WerteTitelspalte)-1)

        for j=1:length(WerteTitelzeile)

            Originalvaluesforxls{j+1,1}=WerteTitelzeile{j};

            Originalvaluesforxls{j+1,i+1}=Werteunkorrigiert(i,j);

        end

    end

    xlswrite(ausgabedateiplusendung,Originalvaluesforxls,'Original values','A1');

    clear Originalvaluesforxls;

    xlswrite(ausgabedateiplusendung,Ausreisserliste,'Outliers','A1');

    if Crea_Zahl>0

        normalize_compound=['Normalized to ' crea_correction_compound];

        WerteCreaforxls=WerteTitelspalteshort';

        for i=1:(length(WerteTitelspalteshort)-1)

            for j=1:length(WerteTitelzeile)

                WerteCreaforxls{j+1,1}=WerteTitelzeile{j};

                WerteCreaforxls{j+1,i+1}=WerteCrea(i,j);

            end

        end

        xlswrite(ausgabedateiplusendung,WerteCreaforxls,normalize_compound,'A1');

        clear WerteCreaforxls;



    end

    if dfexist==1

        Wertedfforxls=WerteTitelspalteshort';

        for i=1:(length(WerteTitelspalteshort)-1)

            for j=1:length(WerteTitelzeile)

                Wertedfforxls{j+1,1}=WerteTitelzeile{j};

                Wertedfforxls{j+1,i+1}=Wertedf(i,j);

            end

        end

        xlswrite(ausgabedateiplusendung,Wertedfforxls,'Dilution corrected','A1');

        clear Wertedfforxls;



    end

    pause(0.04);%pause for a small time to let windows redraw

    

    %writing number of used peaks

    xlswrite(ausgabedateiplusendung,Used_peaks_string2,'Used peaks','A1');

    pause(0.04);%pause for a small time to let windows redraw

    

    if i_MW>0

        WerteMWdiscardohne0forxls=WerteTitelspalteshort';

        for i=1:(length(WerteTitelspalteshort)-1)

            for j=1:length(WerteTitelzeileMW)

                WerteMWdiscardohne0forxls{j+1,1}=WerteTitelzeileMW{j};

                WerteMWdiscardohne0forxls{j+1,i+1}=WerteMWdiscardohne0(i,j);

            end

        end

        xlswrite(ausgabedateiplusendung,WerteMWdiscardohne0forxls,'Mean','A1');

        clear WerteMWdiscardohne0forxls;

    end

    pause(0.04);%pause for a small time to let windows redraw

    

   %Write configuration information

    xlswrite(ausgabedateiplusendung,Configuration_titles','Configuration','A1');

%    xlswrite(ausgabedateiplusendung,versiondateetc','Configuration','B1');

    

    %write final results

    Werteohne0forxls=WerteTitelspalte';

    for i=1:(length(WerteTitelspalte)-1)

        for j=1:length(WerteTitelzeileplusextra)

            Werteohne0forxls{j+1,1}=WerteTitelzeileplusextra{j};

            Werteohne0forxls{j+1,i+1}=Werteohne0(i,j);

        end

    end

    xlswrite(ausgabedateiplusendung,Werteohne0forxls,'Results','A1');

    clear Werteohne0forxls;

    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

    pause(0.04);%pause for a small time to let windows redraw

end%end xls output

%

if output_id==2%tab stop separated txt output

    %fprintf('Writing .txt result files... ');

    %tic;

    

    %write original values

    ausgabedateiplusendung=strcat(ausgabedateiminusendung,'_original.txt');

    %convert numeric data into string data

    Results_string=WerteTitelspalte';

    for i=1:length(WerteTitelzeile)

        Results_string(i+1,1)=WerteTitelzeile(i);

        for j=1:length(Werteunkorrigiert(:,1))

            Results_string(i+1,j+1)={num2str(Werteunkorrigiert(j,i))};

        end

    end

    %write numeric data to file

    fid = fopen(ausgabedateiplusendung, 'wt');

    for i=1:length(Results_string(:,1))

        fprintf(fid, '%s\t', Results_string{i,:});

        fprintf(fid, '\n');

    end

    fclose(fid);

    pause(0.075);%pause for a small time to let windows redraw

    

    %write outliers

    ausgabedateiplusendung=strcat(ausgabedateiminusendung,'_outliers.txt');

    fid = fopen(ausgabedateiplusendung, 'wt');

    for i=1:length(Ausreisserliste(:,1))

        fprintf(fid, '%s\t', Ausreisserliste{i,:});

        fprintf(fid, '\n');

    end

    fclose(fid);

    pause(0.075);%pause for a small time to let windows redraw

     

    %write normalized values

    if Crea_Zahl>0

        ausgabedateiplusendung=strcat(ausgabedateiminusendung,'_normalized.txt');

        

        %convert numeric data into string data

        Results_string=WerteTitelspalte';

        Results_string(1)={''};

        for i=1:length(WerteTitelzeile)

            Results_string(i+1,1)=WerteTitelzeile(i);

            for j=1:length(WerteCrea(:,1))

                Results_string(i+1,j+1)={num2str(WerteCrea(j,i))};

            end

        end

        %write numeric data to file

        fid = fopen(ausgabedateiplusendung, 'wt');

        for i=1:length(Results_string(:,1))

            fprintf(fid, '%s\t', Results_string{i,:});

            fprintf(fid, '\n');

        end

        fclose(fid);

        pause(0.075);%pause for a small time to let windows redraw

    end

    

    %write dilution corrected values

    if dfexist==1

        ausgabedateiplusendung=strcat(ausgabedateiminusendung,'_dilution.txt');

        %convert numeric data into string data

        Results_string=WerteTitelspalte';

        Results_string(1)={''};

        for i=1:length(WerteTitelzeile)

            Results_string(i+1,1)=WerteTitelzeile(i);

            for j=1:length(Wertedf(:,1))

                Results_string(i+1,j+1)={num2str(Wertedf(j,i))};

            end

        end

        %write numeric data to file

        fid = fopen(ausgabedateiplusendung, 'wt');

        for i=1:length(Results_string(:,1))

            fprintf(fid, '%s\t', Results_string{i,:});

            fprintf(fid, '\n');

        end

        fclose(fid);

        pause(0.075);%pause for a small time to let windows redraw

    end    

    %write means

    if i_MW>0

        ausgabedateiplusendung=strcat(ausgabedateiminusendung,'_means.txt');

        %convert numeric data into string data

        Results_string=WerteTitelspalte';

        Results_string(1)={''};

        for i=1:length(WerteTitelzeileMW)

            Results_string(i+1,1)=WerteTitelzeileMW(i);

            for j=1:length(WerteMWdiscardohne0(:,1))

                Results_string(i+1,j+1)={num2str(WerteMWdiscardohne0(j,i))};

            end

        end

        %write numeric data to file

        fid = fopen(ausgabedateiplusendung, 'wt');

        for i=1:length(Results_string(:,1))

            fprintf(fid, '%s\t', Results_string{i,:});

            fprintf(fid, '\n');

        end

        fclose(fid);

 

        pause(0.075);%pause for a small time to let windows redraw

    end



    %write number of used peaks

    ausgabedateiplusendung=strcat(ausgabedateiminusendung,'_used_peaks.txt');

    fid = fopen(ausgabedateiplusendung, 'wt');

    for i=1:length(Used_peaks_string(:,1))

        fprintf(fid, '%s\t', Used_peaks_string{i,:});

        fprintf(fid, '\n');

    end

    fclose(fid);

    pause(0.075);%pause for a small time to let windows redraw

    

    %write configuration information

    ausgabedateiplusendung=strcat(ausgabedateiminusendung,'_configuration.txt');

    fid = fopen(ausgabedateiplusendung, 'wt');

    for i=1:length(Configuration_titles(1,:))

        fprintf(fid, '%s\t%s', Configuration_titles{:,i});

        fprintf(fid, '\n');

    end

    fclose(fid);

    pause(0.075);%pause for a small time to let windows redraw

    

    %write final results

    ausgabedateiplusendung=strcat(ausgabedateiminusendung,'_results.txt');

    %convert numeric data into string data

    Results_string=WerteTitelspalte';

    for i=1:length(WerteTitelzeileplusextra)

        Results_string(i+1,1)=WerteTitelzeileplusextra(i);

        for j=1:length(Werteohne0(:,1))

            if isequalwithequalnans(Werteohne0(j,i),NaN)

                Results_string(i+1,j+1)={'0'};

            else

                Results_string(i+1,j+1)={num2str(Werteohne0(j,i))};

            end

        end

    end

    %write numeric data to file

    fid = fopen(ausgabedateiplusendung, 'wt');

    for i=1:length(Results_string(:,1))

        fprintf(fid, '%s\t', Results_string{i,:});

        fprintf(fid, '\n');

    end

    fclose(fid);

    pause(0.075);%pause for a small time to let windows redraw



    %t=toc;

    %fprintf('Done in %g seconds.\n',t);

end

%

if ishandle(waitbar_progress)

    waitbar(7/7,waitbar_progress,'Calculation finished, opening result file...')

end

%msgbox(sprintf('Values below LLOQ: %d\nOutliers: %d\nMissing obligatory peaks: %d\nLess peaks than threshold: %d\nAccepted after probability check: %d\nResults saved to: %s',...

%    AnzahlunterLLOQ,AnzahlAusreisser,Obligatorypeakmissing,...

%    numberpeakcountlowerthanthreshold,(numberpeakcountlowerthanthreshold-...

%    numberpeakcountlowerthanthresholdexcluded),ausgabedateiplusendung),'Quantification successful');



winopen(ausgabedateiplusendung)

try

    close(waitbar_progress)

end

catch

    clear err;

    err=lasterror;

    msgbox(err.message,'Error','error');

    clear err;

end



% --- Executes on button press in openintegrals.

function openintegrals_Callback(hObject, eventdata, handles)



warning off all;

[filename,dateipfad,inputfile_id]=uigetfile({'*.txt',...

    'AMIX Analytic Profiler file (.txt)';'*.txt','Tab stop separated text (.txt)';...

    '*.xls','MS Excel file (.xls)';'*.*','All files (.*)'},'Open integral value file');

dateiname=strcat(dateipfad,filename);



if inputfile_id>0%enable "save as"-button

    if inputfile_id==4

        inputfile_id=2;

    end

    %for excel files enable spreadsheet and range fields

    if inputfile_id==3

        set(handles.xlssheet,'Enable','on')

        set(handles.xlsrange,'Enable','on')

        set(handles.xlsrange_text,'Enable','on')

        set(handles.xlssheet_text,'Enable','on')

    else

        set(handles.xlssheet,'Enable','off')

        set(handles.xlsrange,'Enable','off')

        set(handles.xlsrange_text,'Enable','off')

        set(handles.xlssheet_text,'Enable','off')

    end

    set(handles.integral_file_entry,'String',dateiname);

    switch inputfile_id

        case 1

            set(handles.integral_popupmenu,'String','AMIX .txt')

        case 2

            set(handles.integral_popupmenu,'String','.txt')

        case 3

            set(handles.integral_popupmenu,'String','Excel')

    end

    set(handles.integral_popupmenu,'Value',inputfile_id)

end





% --- Executes on button press in opencalibrationfactors.

function opencalibrationfactors_Callback(hObject, eventdata, handles)



warning off all;

[corr_filename,corr_filepath,corr_id]=uigetfile({'*.xls',...

    'MS Excel file (.xls)';'*.txt','Tab stop separated text (.txt)';...

    '*.*','All files (.*)'},'Open peak information file');

korrekturfaktorendatei=strcat(corr_filepath,corr_filename);



if corr_id>0

    %if "all files" was used the file is treated as a text file

    if corr_id==3

        corr_id=2;

    end

    %for excel files enable the spreadsheet and range fields

    if corr_id==1

        set(handles.calibsheet,'Enable','on')

        set(handles.calibrange,'Enable','on')

        set(handles.calibsheet_text,'Enable','on')

        set(handles.calibrange_text,'Enable','on')

    else

        if corr_id==3

            corr_id=2;

        end

        set(handles.calibsheet,'Enable','off')

        set(handles.calibrange,'Enable','off')

        set(handles.calibsheet_text,'Enable','off')

        set(handles.calibrange_text,'Enable','off')

    end

    switch corr_id

        case 1

            set(handles.peak_inormation_popupmenu,'String','Excel')

        case 2

            set(handles.peak_inormation_popupmenu,'String','.txt')

    end

    set(handles.peak_inormation_popupmenu,'Value',corr_id)

    set(handles.information_file_entry,'String',korrekturfaktorendatei);

end







% --- Executes on button press in openLLOQS.

function openLLOQS_Callback(hObject, eventdata, handles)



warning off all;

[LLOQ_filename,LLOQ_filepath,LLOQ_id]=uigetfile({'*.xls',...

    'MS Excel file (.xls)';'*.txt','Tab stop separated text (.txt)';...

    '*.*','All files (.*)'},'Open LLOQ factor file');

LLOQfile=strcat(LLOQ_filepath,LLOQ_filename);



if LLOQ_id>0

    %for excel files enable spreadsheet and range fields

    if LLOQ_id==1

        set(handles.LLOQsheet,'Enable','on')

        set(handles.LLOQrange,'Enable','on')

        set(handles.LLOQsheet_text,'Enable','on')

        set(handles.LLOQrange_text,'Enable','on')

    else

        if LLOQ_id==3

            LLOQ_id=2;

        end

        set(handles.LLOQsheet,'Enable','off')

        set(handles.LLOQrange,'Enable','off')

        set(handles.LLOQsheet_text,'Enable','off')

        set(handles.LLOQrange_text,'Enable','off')

    end

    set(handles.LLOQ_file_entry,'String',LLOQfile);

    switch LLOQ_id

        case 1

            set(handles.LLOQ_popupmenu,'String','Excel')

        case 2

            set(handles.LLOQ_popupmenu,'String','.txt')

    end

    set(handles.LLOQ_popupmenu,'Value',LLOQ_id)

    

end







% --- Executes on button press in noindividualcalibfactors.

function noindividualcalibfactors_Callback(hObject, eventdata, handles)

if get(hObject,'Value')==1

    set(handles.opencalibrationfactors,'Enable','on')

    %set(handles.refsubstconc,'Enable','off')

    %set(handles.refsubstconc_text,'Enable','off')

    corr_id = get(handles.peak_inormation_popupmenu,'Value');

    if corr_id==1

        set(handles.calibsheet,'Enable','on')

        set(handles.calibrange,'Enable','on')

        set(handles.calibsheet_text,'Enable','on')

        set(handles.calibrange_text,'Enable','on')

    end

    set(handles.information_file_entry,'Enable','on')

    set(handles.peak_inormation_popupmenu,'Enable','inactive')

    set(handles.information_file_entry_text,'Enable','on')

    set(handles.peak_inormation_popupmenu_text,'Enable','on')

else

    set(handles.opencalibrationfactors,'Enable','off')

    set(handles.calibsheet,'Enable','off')

    set(handles.calibsheet_text,'Enable','off')

    set(handles.calibrange_text,'Enable','off')

    set(handles.calibrange,'Enable','off')

    %set(handles.refsubstconc,'Enable','on')

    %set(handles.refsubstconc_text,'Enable','on')

    set(handles.information_file_entry,'Enable','off')

    set(handles.peak_inormation_popupmenu,'Enable','off')

    set(handles.information_file_entry_text,'Enable','off')

    set(handles.peak_inormation_popupmenu_text,'Enable','off')

end



% --- Executes on button press in noLLOQs.

function noLLOQs_Callback(hObject, eventdata, handles)

if get(hObject,'Value')==1

    set(handles.openLLOQS,'Enable','on')

    set(handles.LLOQ_file_entry,'Enable','on')

    set(handles.LLOQ_popupmenu,'Enable','inactive')

    LLOQ_id=get(handles.LLOQ_popupmenu,'Value');

    set(handles.LLOQ_file_entry_text,'Enable','on')

    set(handles.LLOQ_popupmenu_text,'Enable','on')

    if LLOQ_id==1

        set(handles.LLOQsheet,'Enable','on')

        set(handles.LLOQrange,'Enable','on')

        set(handles.LLOQsheet_text,'Enable','on')

        set(handles.LLOQrange_text,'Enable','on')

    end

else

    set(handles.openLLOQS,'Enable','off')

    set(handles.LLOQsheet,'Enable','off')

    set(handles.LLOQsheet_text,'Enable','off')

    set(handles.LLOQrange_text,'Enable','off')

    set(handles.LLOQrange,'Enable','off')

    set(handles.LLOQ_file_entry,'Enable','off')

    set(handles.LLOQ_popupmenu,'Enable','off')

    set(handles.LLOQ_file_entry_text,'Enable','off')

    set(handles.LLOQ_popupmenu_text,'Enable','off')

end





function xlsrange_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function xlsrange_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





function xlssheet_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function xlssheet_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





% --- Executes on button press in creanorm.

function creanorm_Callback(hObject, eventdata, handles)



if get(hObject,'Value')==0

    set(handles.creanormname,'Enable','off')

else

    set(handles.creanormname,'Enable','on')

end



% --- Executes on button press in dilcorr.

function dilcorr_Callback(hObject, eventdata, handles)





% --- Executes on button press in meancalc.

function meancalc_Callback(hObject, eventdata, handles)





function outl_thr_Callback(hObject, eventdata, handles)







% --- Executes during object creation, after setting all properties.

function outl_thr_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end







function peak_thr_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function peak_thr_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





function corrfactor_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function corrfactor_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





function dilfactor_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function dilfactor_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





% --- Executes on button press in refsubstance.

function refsubstance_Callback(hObject, eventdata, handles)

if get(hObject,'Value')==0

    set(handles.refsubstancename,'Enable','off')

    set(handles.refsubstconc,'Enable','off')

    set(handles.refsubstconc_text,'Enable','off')

else

    set(handles.refsubstancename,'Enable','on')

    set(handles.refsubstconc,'Enable','on')

    set(handles.refsubstconc_text,'Enable','on')

end





function refsubstancename_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function refsubstancename_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





function creanormname_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function creanormname_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





% --- Executes on button press in help.

function help_Callback(hObject, eventdata, handles)



winopen('manual.pdf')





function LLOQsheet_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function LLOQsheet_CreateFcn(hObject, eventdata, handles)



if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end







function LLOQrange_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function LLOQrange_CreateFcn(hObject, eventdata, handles)



if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end







function calibsheet_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function calibsheet_CreateFcn(hObject, eventdata, handles)



if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end







function calibrange_Callback(hObject, eventdata, handles)







% --- Executes during object creation, after setting all properties.

function calibrange_CreateFcn(hObject, eventdata, handles)



if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end







function refsubstconc_Callback(hObject, eventdata, handles)







% --- Executes during object creation, after setting all properties.

function refsubstconc_CreateFcn(hObject, eventdata, handles)



if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





% --- Executes on button press in exit.

function exit_Callback(hObject, eventdata, handles)



close all hidden





% --- Executes on button press in saveparameters.

function saveparameters_Callback(hObject, eventdata, handles)



no_calibrationfactors1=get(handles.noindividualcalibfactors,'Value');

refsubstanceconcentration1=get(handles.refsubstconc,'String');

dontuse_LLOQS1=get(handles.noLLOQs,'Value');

scale2refsubst1=get(handles.refsubstance,'Value');

refsubstname1=get(handles.refsubstancename,'String');

crea_correction1=get(handles.creanorm,'Value');

crea_correction_compound1=get(handles.creanormname,'String');

dil_correction1=get(handles.dilcorr,'Value');

mean_calculation1=get(handles.meancalc,'Value');

xls_integralsheet1=get(handles.xlssheet,'String');

xls_integralarea1=get(handles.xlsrange,'String');

dilutionfactor1=get(handles.dilfactor,'String');

spikeinfaktor1=get(handles.corrfactor,'String');

Outlierwert1=get(handles.outl_thr,'String');

Peakthreshold1=get(handles.peak_thr,'String');

LLOQ_id1=get(handles.LLOQ_popupmenu,'Value');

corr_id1=get(handles.peak_inormation_popupmenu,'Value');

inputfile_id1=get(handles.integral_popupmenu,'Value');

information_file_entry1=get(handles.information_file_entry,'String');

LLOQ_file_entry1=get(handles.LLOQ_file_entry,'String');

information_file_entry2=get(handles.information_file_entry,'Enable');

LLOQ_file_entry2=get(handles.LLOQ_file_entry,'Enable');

peak_inormation_popupmenu2=get(handles.peak_inormation_popupmenu,'Enable');

LLOQ_popupmenu2=get(handles.LLOQ_popupmenu,'Enable');



information_file_entry_text2=get(handles.information_file_entry_text,'Enable');

peak_inormation_popupmenu_text2=get(handles.peak_inormation_popupmenu_text,'Enable');

LLOQ_file_entry_text2=get(handles.LLOQ_file_entry_text,'Enable');

LLOQ_popupmenu_text2=get(handles.LLOQ_popupmenu_text,'Enable');



a1=get(handles.calibsheet,'String');

a2=get(handles.calibrange,'String');

a3=get(handles.LLOQsheet,'String');

a4=get(handles.LLOQrange,'String');

a5=get(handles.xlssheet,'Enable');

a6=get(handles.xlsrange,'Enable');

a7=get(handles.xlsrange_text,'Enable');

a8=get(handles.xlssheet_text,'Enable');

a9=get(handles.openLLOQS,'Enable');

a10=get(handles.LLOQsheet,'Enable');

a11=get(handles.LLOQsheet_text,'Enable');

a12=get(handles.LLOQrange_text,'Enable');

a13=get(handles.LLOQrange,'Enable');

a14=get(handles.refsubstancename,'Enable');

a15=get(handles.opencalibrationfactors,'Enable');

a16=get(handles.calibsheet,'Enable');

a17=get(handles.calibsheet_text,'Enable');

a18=get(handles.calibrange_text,'Enable');

a19=get(handles.calibrange,'Enable');

a21=get(handles.refsubstconc,'Enable');

a23=get(handles.refsubstconc_text,'Enable');



clear handles %otherwise handles will be saved, which leads to access problems when reloaded



[parameter_filename, parameter_path] = uiputfile({'*.mat',...

'Matlab binary files (.mat)'},'Save parameters','parameters.mat');



if not(parameter_filename==0)

    parameter_file=strcat(parameter_path,parameter_filename);

    save(parameter_file);

end





% --------------------------------------------------------------------

function File_Callback(hObject, eventdata, handles)





% --------------------------------------------------------------------

function Help1_Callback(hObject, eventdata, handles)





% --------------------------------------------------------------------

function loadcustomparams_Callback(hObject, eventdata, handles)



[parameter_filename, parameter_path,parameter_id] = uigetfile({'*.mat',...

'Matlab binary files (.mat)'},'Load parameters','parameters.mat');



if parameter_id==1

    parameter_file=strcat(parameter_path,parameter_filename);

    load(parameter_file);



    set(handles.noindividualcalibfactors,'Value',no_calibrationfactors1); 

    set(handles.refsubstconc,'String',refsubstanceconcentration1);

    set(handles.noLLOQs,'Value',dontuse_LLOQS1);

    set(handles.refsubstance,'Value',scale2refsubst1);

    set(handles.refsubstancename,'String',refsubstname1);

    set(handles.creanorm,'Value',crea_correction1);

    set(handles.creanormname,'String',crea_correction_compound1);

    set(handles.dilcorr,'Value',dil_correction1);

    set(handles.meancalc,'Value',mean_calculation1);

    set(handles.xlssheet,'String',xls_integralsheet1);

    set(handles.xlsrange,'String',xls_integralarea1);

    set(handles.dilfactor,'String',dilutionfactor1);

    set(handles.corrfactor,'String',spikeinfaktor1);

    set(handles.outl_thr,'String',Outlierwert1);

    set(handles.peak_thr,'String',Peakthreshold1);

    set(handles.LLOQ_popupmenu,'Value',LLOQ_id1);

    set(handles.peak_inormation_popupmenu,'Value',corr_id1);

    set(handles.integral_popupmenu,'Value',inputfile_id1);

    set(handles.information_file_entry,'String',information_file_entry1);

    set(handles.LLOQ_file_entry,'String',LLOQ_file_entry1);

    set(handles.information_file_entry,'Enable',information_file_entry2);

    set(handles.LLOQ_file_entry,'Enable',LLOQ_file_entry2);

    set(handles.peak_inormation_popupmenu,'Enable',peak_inormation_popupmenu2);

    set(handles.LLOQ_popupmenu,'Enable',LLOQ_popupmenu2);



    set(handles.information_file_entry_text,'Enable',information_file_entry_text2);

    set(handles.peak_inormation_popupmenu_text,'Enable',peak_inormation_popupmenu_text2);

    set(handles.LLOQ_file_entry_text,'Enable',LLOQ_file_entry_text2);

    set(handles.LLOQ_popupmenu_text,'Enable',LLOQ_popupmenu_text2);



    set(handles.integral_file_entry,'String','');



    set(handles.calibsheet,'String',a1);

    set(handles.calibrange,'String',a2);

    set(handles.LLOQsheet,'String',a3);

    set(handles.LLOQrange,'String',a4);

    set(handles.xlssheet,'Enable',a5);

    set(handles.xlsrange,'Enable',a6);

    set(handles.xlsrange_text,'Enable',a7);

    set(handles.xlssheet_text,'Enable',a8);

    set(handles.openLLOQS,'Enable',a9);

    set(handles.LLOQsheet,'Enable',a10);

    set(handles.LLOQsheet_text,'Enable',a11);

    set(handles.LLOQrange_text,'Enable',a12);

    set(handles.LLOQrange,'Enable',a13);

    set(handles.refsubstancename,'Enable',a14);

    set(handles.opencalibrationfactors,'Enable',a15);

    set(handles.calibsheet,'Enable',a16);

    set(handles.calibsheet_text,'Enable',a17);

    set(handles.calibrange_text,'Enable',a18);

    set(handles.calibrange,'Enable',a19);

    set(handles.refsubstconc,'Enable',a21);

    set(handles.refsubstconc_text,'Enable',a23);

end



    

function information_file_entry_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function information_file_entry_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





function LLOQ_file_entry_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function LLOQ_file_entry_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





function integral_file_entry_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function integral_file_entry_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





% --- Executes on selection change in integral_popupmenu.

function integral_popupmenu_Callback(hObject, eventdata, handles)



% inputfile_id = get(hObject,'Value');

% if inputfile_id==3

%     set(handles.xlssheet,'Enable','on')

%     set(handles.xlsrange,'Enable','on')

%     set(handles.xlsrange_text,'Enable','on')

%     set(handles.xlssheet_text,'Enable','on')

% else

%     set(handles.xlssheet,'Enable','off')

%     set(handles.xlsrange,'Enable','off')

%     set(handles.xlsrange_text,'Enable','off')

%     set(handles.xlssheet_text,'Enable','off')

% end







% --- Executes during object creation, after setting all properties.

function integral_popupmenu_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





% --- Executes on selection change in Peak_inormation_popupmenu.

function Peak_inormation_popupmenu_Callback(hObject, eventdata, handles)





% --- Executes during object creation, after setting all properties.

function Peak_inormation_popupmenu_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





% --- Executes on selection change in LLOQ_popupmenu.

function LLOQ_popupmenu_Callback(hObject, eventdata, handles)



% LLOQ_id = get(hObject,'Value');

% %for excel files activate spreadsheet and range fields

% if LLOQ_id==1

%     set(handles.LLOQsheet,'Enable','on')

%     set(handles.LLOQrange,'Enable','on')

%     set(handles.LLOQsheet_text,'Enable','on')

%     set(handles.LLOQrange_text,'Enable','on')

% else

%     set(handles.LLOQsheet,'Enable','off')

%     set(handles.LLOQrange,'Enable','off')

%     set(handles.LLOQsheet_text,'Enable','off')

%     set(handles.LLOQrange_text,'Enable','off')

% end





% --- Executes during object creation, after setting all properties.

function LLOQ_popupmenu_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end





% --- Executes on selection change in peak_inormation_popupmenu.

function peak_inormation_popupmenu_Callback(hObject, eventdata, handles)

    %for excel files enable the spreadsheet and range fields

% corr_id = get(hObject,'Value');

% if corr_id==1

%     set(handles.calibsheet,'Enable','on')

%     set(handles.calibrange,'Enable','on')

%     set(handles.calibsheet_text,'Enable','on')

%     set(handles.calibrange_text,'Enable','on')

% else

%     set(handles.calibsheet,'Enable','off')

%     set(handles.calibrange,'Enable','off')

%     set(handles.calibsheet_text,'Enable','off')

%     set(handles.calibrange_text,'Enable','off')

% end





% --- Executes during object creation, after setting all properties.

function peak_inormation_popupmenu_CreateFcn(hObject, eventdata, handles)

if ispc && isequal(get(hObject,'BackgroundColor'), get(0,'defaultUicontrolBackgroundColor'))

    set(hObject,'BackgroundColor','white');

end
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hgS_070000:[1x1  struct array]



			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Units : [1x10  char array]
	PaperUnits : [1x11  char array]
	Color : [1x3  double array]
	Colormap : [64x3  double array]
	DockControls : [1x3  char array]
	FileName : [1x39  char array]
	IntegerHandle : [1x3  char array]
	InvertHardcopy : [1x2  char array]
	MenuBar : [1x4  char array]
	Name : [1x8  char array]
	NumberTitle : [1x3  char array]
	PaperPosition : [1x4  double array]
	PaperSize : [1x2  double array]
	PaperType : [1x2  char array]
	Position : [1x4  double array]
	Resize : [1x3  char array]
	HandleVisibility : [1x3  char array]
	Tag : [1x7  char array]
	UserData : [1x0  double array]
	ApplicationData : [1x1  struct array]
	Behavior : [1x1  struct array]









			[8x1  struct array]			@ = 

8x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]
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@echo off

rem MSVC80FREECOMPP.BAT

rem

rem    Compile and link options for use with MATLAB Compiler.

rem    using the Microsoft® Visual C++ 2005 Express Edition compiler.

rem

rem    $Revision: 1.1.8.2 $  $Date: 2007/06/07 14:12:53 $

rem

rem ********************************************************************

rem General parameters

rem ********************************************************************

set MATLAB=%MATLAB%

set VS80COMNTOOLS=%VS80COMNTOOLS%

set VSINSTALLDIR=C:\Programme\Microsoft Visual Studio 8

set VCINSTALLDIR=%VSINSTALLDIR%\VC

set MSSdk=%MSSdk%

set LINKERDIR=C:\Programme\Microsoft SDKs\Windows\v7.1

set PATH=%VCINSTALLDIR%\BIN\;%LINKERDIR%\bin;%VSINSTALLDIR%\Common7\IDE;%VSINSTALLDIR%\SDK\v2.0\bin;%VSINSTALLDIR%\Common7\Tools;%VSINSTALLDIR%\Common7\Tools\bin;%VCINSTALLDIR%\VCPackages;%MATLAB_BIN%;%PATH%

set INCLUDE=%VCINSTALLDIR%\ATLMFC\INCLUDE;%VCINSTALLDIR%\INCLUDE;%LINKERDIR%\INCLUDE;%VSINSTALLDIR%\SDK\v2.0\include;%INCLUDE%

set LIB=%VCINSTALLDIR%\ATLMFC\LIB;%VCINSTALLDIR%\LIB;%LINKERDIR%\lib;%VSINSTALLDIR%\SDK\v2.0\lib;%MATLAB%\extern\lib\win32;%LIB%

set PERL="%MATLAB%\sys\perl\win32\bin\perl.exe"

set MW_TARGET_ARCH=win32



rem ********************************************************************

rem Compiler parameters

rem ********************************************************************

set COMPILER=cl

set OPTIMFLAGS=-O2 -DNDEBUG

set DEBUGFLAGS=-Zi -Fd"%OUTDIR%%MEX_NAME%.pdb"

set VER_SPECIFIC_OPTS=/D_CRT_SECURE_NO_DEPRECATE

set CPPOPTIMFLAGS=-O2 -DNDEBUG

set CPPDEBUGFLAGS=-Zi -Fd"%OUTDIR%%MEX_NAME%.pdb"

set COMPFLAGS=-c -Zp8 -GR -W3 -EHsc- -Zc:wchar_t- -nologo %VER_SPECIFIC_OPTS%

set CPPCOMPFLAGS=-c -Zp8 -GR  -W3 -EHsc- -Zc:wchar_t- -nologo -Zm500 -MD -I"%MATLAB%\extern\include\cpp" -DMSVC -DIBMPC %VER_SPECIFIC_OPTS%

set DLLCOMPFLAGS=-c -Zp8 -GR -EHsc- -Zc:wchar_t- -W3 -nologo -I"%MATLAB%\extern\include\win32" -DMSVC -DIBMPC %VER_SPECIFIC_OPTS%

rem set OPTIMFLAGS=/MD -O2 -Oy- -DNDEBUG

rem set DEBUGFLAGS=/MD -Zi -Fd"%OUTDIR%%MEX_NAME%%MEX_EXT%.pdb"

set NAME_OBJECT=/Fo



rem ********************************************************************

rem Library creation commands creating import and export libraries

rem ********************************************************************

set DLL_MAKEDEF=type %BASE_EXPORTS_FILE% | %PERL% -e "print \"LIBRARY %MEX_NAME%.dll\nEXPORTS\n\"; while (<>) {print;}" > %DEF_FILE%



rem ********************************************************************

rem Linker parameters

rem MATLAB_EXTLIB is set automatically by mex.bat

rem ********************************************************************

set LIBLOC=%MATLAB%\extern\lib\win32\microsoft

set LINKER=link

set LINKFLAGS=kernel32.lib user32.lib gdi32.lib winspool.lib comdlg32.lib advapi32.lib shell32.lib oleaut32.lib ole32.lib uuid.lib odbc32.lib odbccp32.lib /LIBPATH:"%LIBLOC%" /nologo 

set LINKFLAGS=%LINKFLAGS% mclmcrrt.lib

set CPPLINKFLAGS=

set DLLLINKFLAGS= %LINKFLAGS% /dll /implib:"%OUTDIR%%MEX_NAME%.lib" /def:%DEF_FILE%

set HGLINKFLAGS=

set LINKOPTIMFLAGS=

set LINKDEBUGFLAGS=/debug /PDB:"%OUTDIR%%MEX_NAME%.pdb"

set LINK_FILE=

set LINK_LIB=

set NAME_OUTPUT="/out:%OUTDIR%%MEX_NAME%.exe"

set DLL_NAME_OUTPUT="/out:%OUTDIR%%MEX_NAME%.dll"

set RSP_FILE_INDICATOR=@



rem ********************************************************************

rem Resource compiler parameters

rem ********************************************************************

set RC_COMPILER=rc /fo "%OUTDIR%%RES_NAME%.res"

set RC_LINKER= 



rem ********************************************************************

rem IDL Compiler

rem ********************************************************************

set IDL_COMPILER=midl /nologo /win32 /I "%MATLAB%\extern\include" 

set IDL_OUTPUTDIR= /out "%OUTDIRN%"

set IDL_DEBUG_FLAGS= /D "_DEBUG" 

set IDL_OPTIM_FLAGS= /D "NDEBUG" 

set POSTLINK_CMDS1=if exist %LIB_NAME%.def del %LIB_NAME%.def
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Generated File. Do not edit.

[HEADER]
Version|0.08|$

[PLUGINS]
C:\Programme\Windows Media Player\npwmsdrm.dll|$
|$
1208155942000|1|5|$
DRM Store Netscape Plugin|$
Microsoft® DRM|$
1
0|application/x-drm|Network Interface Plugin|nip|$
C:\Programme\Windows Media Player\npdsplay.dll|$
|$
1208155942000|1|5|$
Npdsplay dll|$
Windows Media Player Plug-in Dynamic Link Library|$
9
0|application/asx|Media Files|*|$
1|video/x-ms-asf-plugin|Media Files|*|$
2|application/x-mplayer2|Media Files|*|$
3|video/x-ms-asf|Media Files|asf,asx,*|$
4|video/x-ms-wm|Media Files|wm,*|$
5|audio/x-ms-wma|Media Files|wma,*|$
6|audio/x-ms-wax|Media Files|wax,*|$
7|video/x-ms-wmv|Media Files|wmv,*|$
8|video/x-ms-wvx|Media Files|wvx,*|$
C:\Programme\Windows Media Player\npdrmv2.dll|$
|$
1208155994000|1|5|$
DRM Netscape Network Object|$
Microsoft® DRM|$
1
0|application/x-drm-v2|Network Interface Plugin|nip|$
C:\Programme\QuickTime\Plugins\npqtplugin.dll|$
|$
1234775954631|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
7
0|application/sdp|SDP-Stream-Beschreibung|sdp|$
1|application/x-sdp|SDP-Stream-Beschreibung|sdp|$
2|application/x-rtsp|RTSP-Stream-Beschreibung|rtsp,rts|$
3|video/quicktime|QuickTime Movie|mov,qt,mqv|$
4|video/flc|AutoDesk Animator (FLC)|flc,fli,cel|$
5|audio/x-wav|WAVE-Audio|wav,bwf|$
6|audio/wav|WAVE-Audio|wav,bwf|$
C:\Programme\QuickTime\Plugins\npqtplugin2.dll|$
|$
1234775954662|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
7
0|audio/aiff|AIFF-Audio|aiff,aif,aifc,cdda|$
1|audio/x-aiff|AIFF-Audio|aiff,aif,aifc,cdda|$
2|audio/basic|uLaw/AU-Audio|au,snd,ulw|$
3|audio/mid|MIDI|mid,midi,smf,kar|$
4|audio/x-midi|MIDI|mid,midi,smf,kar|$
5|audio/midi|MIDI|mid,midi,smf,kar|$
6|audio/vnd.qcelp|QUALCOMM PureVoice audio|qcp|$
C:\Programme\QuickTime\Plugins\npqtplugin3.dll|$
|$
1234775954709|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
8
0|audio/x-gsm|GSM-Audio|gsm|$
1|audio/AMR|AMR-Audio|AMR|$
2|audio/aac|AAC-Audio|aac,adts|$
3|audio/x-aac|AAC-Audio|aac,adts|$
4|audio/x-caf|CAF-Audio|caf|$
5|audio/ac3|AC3 audio|ac3|$
6|audio/x-ac3|AC3 audio|ac3|$
7|video/x-mpeg|MPEG-Medien|mpeg,mpg,m1s,m1v,m1a,m75,m15,mp2,mpm,mpv,mpa|$
C:\Programme\QuickTime\Plugins\npqtplugin4.dll|$
|$
1234775954725|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
4
0|video/mpeg|MPEG-Medien|mpeg,mpg,m1s,m1v,m1a,m75,m15,mp2,mpm,mpv,mpa|$
1|audio/mpeg|MPEG-Audio|mpeg,mpg,m1s,m1a,mp2,mpm,mpa,m2a|$
2|audio/x-mpeg|MPEG-Audio|mpeg,mpg,m1s,m1a,mp2,mpm,mpa,m2a|$
3|video/3gpp|3GPP-Medien|3gp,3gpp|$
C:\Programme\QuickTime\Plugins\npqtplugin5.dll|$
|$
1234775954756|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
10
0|audio/3gpp|3GPP-Medien|3gp,3gpp|$
1|video/3gpp2|3GPP2-Medien|3g2,3gp2|$
2|audio/3gpp2|3GPP2-Medien|3g2,3gp2|$
3|video/sd-video|SD-Video|sdv|$
4|application/x-mpeg|AMC-Medien|amc|$
5|video/mp4|MPEG-4-Medien|mp4|$
6|audio/mp4|MPEG-4-Medien|mp4|$
7|audio/x-m4a|AAC-Audiodatei|m4a|$
8|audio/x-m4p|AAC-Audio (gesch�tzt)|m4p|$
9|audio/x-m4b|AAC-Audiobuch|m4b|$
C:\Programme\QuickTime\Plugins\npqtplugin6.dll|$
|$
1234775954787|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
9
0|video/x-m4v|Video (gesch�tzt)|m4v|$
1|image/x-macpaint|MacPaint-Bild|pntg,pnt,mac|$
2|image/pict|PICT-Bild|pict,pic,pct|$
3|image/x-pict|PICT-Bild|pict,pic,pct|$
4|image/png|PNG-Bild|png|$
5|image/x-png|PNG-Bild|png|$
6|image/x-quicktime|QuickTime-Bild|qtif,qti|$
7|image/x-sgi|SGI-Bild|sgi,rgb|$
8|image/x-targa|TGA-Bild|targa,tga|$
C:\Programme\QuickTime\Plugins\npqtplugin7.dll|$
|$
1234775954803|1|5|$
The QuickTime Plugin allows you to view a wide variety of multimedia content in Web pages. For more information, visit the <A HREF=http://www.apple.com/quicktime/>QuickTime</A> Web site.|$
QuickTime Plug-in 7.4.1|$
4
0|image/jp2|JPEG2000 image|jp2|$
1|image/jpeg2000|JPEG2000 image|jp2|$
2|image/jpeg2000-image|JPEG2000 image|jp2|$
3|image/x-jpeg2000-image|JPEG2000 image|jp2|$
C:\Programme\Adobe\Reader 9.0\Reader\AIR\nppdf32.dll|$
|$
1307442934000|1|5|$
Adobe PDF Plug-In For Firefox and Netscape "9.4.5"|$
Adobe Acrobat|$
7
0|application/pdf|Acrobat Portable Document Format|pdf|$
1|application/vnd.adobe.pdfxml|Adobe PDF in XML Format|pdfxml|$
2|application/vnd.adobe.x-mars|Adobe PDF in XML Format|mars|$
3|application/vnd.fdf|Acrobat Forms Data Format|fdf|$
4|application/vnd.adobe.xfdf|XML Version of Acrobat Forms Data Format|xfdf|$
5|application/vnd.adobe.xdp+xml| Acrobat XML Data Package|xdp|$
6|application/vnd.adobe.xfd+xml|Adobe FormFlow99 Data File|xfd|$
C:\Programme\Real\RealPlayer\Netscape6\nprpjplug.dll|$
|$
1234775988084|1|5|$
6.0.11.3006|$
RealPlayer Version Plugin|$
1
0|application/vnd.rn-realplayer-javascript|RealPlayer Version Plugin|rpj|$
C:\Programme\Real\RealPlayer\Netscape6\nppl3260.dll|$
|$
1234775993069|1|5|$
RealPlayer(tm) LiveConnect-Enabled Plug-In|$
RealPlayer(tm) G2 LiveConnect-Enabled Plug-In (32-bit) |$
1
0|audio/x-pn-realaudio-plugin|RealPlayer(tm) as Plug-in|rpm|$
C:\Programme\Real\RealPlayer\Netscape6\nprjplug.dll|$
|$
1234775997944|1|5|$
RealJukebox Netscape Plugin|$
RealJukebox NS Plugin|$
1
0|none|RealJukebox NS Plugin File|none|$
c:\WINDOWS\Microsoft.NET\Framework\v3.5\Windows Presentation Foundation\NPWPF.dll|$
|$
1217371248000|1|5|$
Windows Presentation Foundation (WPF) plug-in for Mozilla browsers|$
Windows Presentation Foundation|$
2
0|application/x-ms-xbap|XAML Browser Application|xbap|$
1|application/xaml+xml|XAML Document|xaml|$
c:\Programme\Microsoft Silverlight\4.0.60831.0\npctrl.dll|$
|$
1314715732000|1|5|$
4.0.60831.0|$
Silverlight Plug-In|$
2
0|application/x-silverlight|npctrl|scr|$
1|application/x-silverlight-2|||$
C:\Programme\Java\jre6\bin\new_plugin\npjp2.dll|$
|$
1317611141000|1|5|$
Next Generation Java Plug-in 1.6.0_29 for Mozilla browsers|$
Java(TM) Platform SE 6 U29|$
34
0|application/x-java-applet|Java Applet||$
1|application/x-java-bean|JavaBeans||$
2|application/x-java-vm|||$
3|application/x-java-applet;version=1.1.1|||$
4|application/x-java-bean;version=1.1.1|||$
5|application/x-java-applet;version=1.1|||$
6|application/x-java-bean;version=1.1|||$
7|application/x-java-applet;version=1.2|||$
8|application/x-java-bean;version=1.2|||$
9|application/x-java-applet;version=1.1.3|||$
10|application/x-java-bean;version=1.1.3|||$
11|application/x-java-applet;version=1.1.2|||$
12|application/x-java-bean;version=1.1.2|||$
13|application/x-java-applet;version=1.3|||$
14|application/x-java-bean;version=1.3|||$
15|application/x-java-applet;version=1.2.2|||$
16|application/x-java-bean;version=1.2.2|||$
17|application/x-java-applet;version=1.2.1|||$
18|application/x-java-bean;version=1.2.1|||$
19|application/x-java-applet;version=1.3.1|||$
20|application/x-java-bean;version=1.3.1|||$
21|application/x-java-applet;version=1.4|||$
22|application/x-java-bean;version=1.4|||$
23|application/x-java-applet;version=1.4.1|||$
24|application/x-java-bean;version=1.4.1|||$
25|application/x-java-applet;version=1.4.2|||$
26|application/x-java-bean;version=1.4.2|||$
27|application/x-java-applet;version=1.5|||$
28|application/x-java-bean;version=1.5|||$
29|application/x-java-applet;version=1.6|||$
30|application/x-java-bean;version=1.6|||$
31|application/x-java-applet;jpi-version=1.6.0_29|||$
32|application/x-java-bean;jpi-version=1.6.0_29|||$
33|application/x-java-vm-npruntime|||$
C:\Programme\Java\jre6\bin\new_plugin\npdeployJava1.dll|$
|$
1317611164000|1|5|$
NPRuntime Script Plug-in Library for Java(TM) Deploy|$
Java Deployment Toolkit 6.0.290.11|$
1
0|application/java-deployment-toolkit|||$
C:\WINDOWS\system32\Macromed\Flash\NPSWF32.dll|$
|$
1319619877694|1|5|$
Shockwave Flash 11.0 r1|$
Shockwave Flash|$
2
0|application/x-shockwave-flash|Adobe Flash movie|swf|$
1|application/futuresplash|FutureSplash movie|spl|$
C:\Programme\Adobe\Reader 9.0\Reader\browser\nppdf32.dll|$
|$
1307442934000|1|13|$
Adobe PDF Plug-In For Firefox and Netscape "9.4.5"|$
Adobe Acrobat|$
7
0|application/pdf|Acrobat Portable Document Format|pdf|$
1|application/vnd.adobe.pdfxml|Adobe PDF in XML Format|pdfxml|$
2|application/vnd.adobe.x-mars|Adobe PDF in XML Format|mars|$
3|application/vnd.fdf|Acrobat Forms Data Format|fdf|$
4|application/vnd.adobe.xfdf|XML Version of Acrobat Forms Data Format|xfdf|$
5|application/vnd.adobe.xdp+xml| Acrobat XML Data Package|xdp|$
6|application/vnd.adobe.xfd+xml|Adobe FormFlow99 Data File|xfd|$
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hgS_070000:[7x1  struct array]



			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Callback : [1x43  char array]
	Label : [1x5  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x26  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]









			[11x1  struct array]			@ = 

11x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]


			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Callback : [1x43  char array]
	Label : [1x7  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x13  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]









			[11x1  struct array]			@ = 

11x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]


			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Callback : [1x43  char array]
	Label : [1x6  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x12  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]









			[17x1  struct array]			@ = 

17x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]


			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Callback : [1x43  char array]
	Label : [1x7  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x13  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]









			[15x1  struct array]			@ = 

15x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]


			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Callback : [1x43  char array]
	Label : [1x5  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x11  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]









			[6x1  struct array]			@ = 

6x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]


			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Callback : [1x43  char array]
	Label : [1x5  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x11  char array]
	ApplicationData : [1x1  struct array]
	Visible : [1x3  char array]









			[19x1  struct array]			@ = 

19x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]


			[1x6  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	Callback : [1x43  char array]
	Label : [1x5  char array]
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x11  char array]
	ApplicationData : [1x1  struct array]









			[13x1  struct array]			@ = 

13x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]
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hgS_070000:[1x1  struct array]



			[1x9  char array]


			[1x1  double array]


			[1x1  struct array]			@ = 
	HandleVisibility : [1x3  char array]
	Serializable : [1x3  char array]
	Tag : [1x13  char array]
	ApplicationData : [1x1  struct array]
	Behavior : [1x1  struct array]









			[14x1  struct array]			@ = 

14x1 struct array with fields: 
	type
	handle
	properties
	children
	special









			[0x0  double array]
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QUANTIFY/quantify_mcr/toolbox/compiler/deploy/input.m

嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀ¼ꑉ謵ꖪ鬻Ⅸ렮惥�澄⥟쳲╋젴ﯾ燍됓埠Ἇ庴荳饰뼳ꁷ訕큖ℇ︀笅嫟῀橂㣋稡�䈆�ᡄ䏠귲Ｃ쥩쬩琺骆暡ᅡ查咐돋ꑀ⋱㐝㥗뤆䧝똭뙟赉赸扖ᝏ�縭ꈖ㒙㥺깯颖ⓖ౧㲅쉵좘῁ퟐ횿᳋㛀៭飖ᅙ퇤⫿毑僇뒗ᛷ쇑⼐䆗ퟫꌴ糾▝쬿ॗΨ馚䋊㚾큺뇲�ࠦ袡�䍺旁珋塏߳맰ݍ坏嗽➗ᶋ쾺鬳秒ႂ腫൦␈ⳑ묷劑쾙۝ᶈ嗀וֹꟈﳇ걇쳇ꔳᛸ넝鞿䖭㾷샅端ਧ푨薈棽㕑ꇻ⻚큮轙ꋭ됟Ṣ齩✇䧛▬᛼ῗ꫒팷욓䃐섔剢྿䴖�♏຤샊縂ᙀ￴雏ꊹ햄橡쌧⌂䢕惉甮੣﯈Ꚕ졖婂鰶㙯쟞邜빁࣡➣ሖ함ᢶ蝲㆓ᨄ媵ↅ弟㛫譠⻾圜㼤岙튒וֹᥘ儷鬔崅͈�㈧朄羐駅㺝텎剆젶⺖﷝நজ絁髩肴솬ㅻ撩넝堃ᤓႳ㑹礽됌釖᧯篃ꌴ깓㹝䜔᧮뙒㳇⏙垽⒐딙추㩥﨏쭘饧뮍謿駉䟳뷓녽닌奒ˮ퓎ཏ䯸釆矢☍瞺츕渌陼ካ㊯⨪�팩屼ᛨᵷᕛෝͥ弉靄ⰽ�뫿๿떵柳肭鑼䈩趥胁恃Ӻ쭍聒㷔梥Ⅷ黬廗Ֆꬓᐲ꩞뛼�ഹ䴊婔�䖂↕Ꮞ묐䚃辅Ṑ톤㗖聀➒똌쏌됙﫣幽朾灕姊若洢잒淴빭᭐㋍鄜⭃᧱ᭌ붝ȑ㭡맩벉뉣韭�遑誁혨墵㘅콘ﻎࡆ溜ጇ톛鏌尻嫋㶦룉鬈�






QUANTIFY/quantify_mcr/toolbox/compiler/deploy/matlabrc.m

嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀÑᲈ༆퇽싓똰密䇩䆶ꁤ灷ⴊ㆚엫돎輦廫ዀ圲ꬬﶄꡦ�咃壧䑐⣁낑鏖✰ᢘ㲾칖臅밚搰፤涃￘㙨鵛個넷巺擌ꏫ挃漖ቪ㎗糙ᦋ㞞壖⩯䏩徳囄኏�ꞑ㷘퀪ꎩꎣ죾֩튙荈ᇻ뵿輰꽵찢衞ᘤA�噇쯱祢䥔迡躴忌矚ᒀ縣뷬䄙螵눗꽏咼鈹쏾䈐濞ꡪ諪胥ｦ䇒尧사ό怏﷣㗅팲涐磣䞌浮斸꽸懆桊縣鬖Ī妡祗풇腼뎄�컜타幘몉仛輳胀尒щ᜾⻅㑋幓䩷㦞㸴⭻ꄷ퉱꿆⺪礡忄ൕ吶뭽䙮퉮옠﷕쥓ꥂ崑셦䓅摀杵侀努ࢤ棛༧쌇㑑〘엙ﱪ褛⟗㓺眵퉮�睙猼촐ꂸȦᶢᶖ닉䶙튡儔쏛ᶱ섏椄鄀샯藃潿鸶降꼔闪娏煌匎ᅡ萔䳦쩠싧騲ন읅⣊鯘�崷刴裂�ӟ䬒먉鱊࠳帢ჰ둨ꖿ狶ꞣ䪯쯶ࡦ℺ⱕ豅�睛巗╞�䶋둆鶕鍞랔䠁㮎럛꒷ങ貏桺砞煟䔋ꓒ᢮䧭駨䓐㸵웆ᡈ恷잖㔽뮯ꎂ넊剈왭蘼뿍℧ศ니퐴䒠�櫅铏鶐頻珆縭ᩌ泔禣쓭ﲼ伆뛳僁櫂裹鸒᪷鼏㞋萠র䋊䒓ୀ뾊혉껯毺�꘎猖ᅫⲪᅁ奐嫷쀢伕㇇꒳␺冫붿큤䫩杬礚㩦僨蒭从쥝᭿騏휋Ꜹ늝ꆧﲗꆥ؇詎䟪ॶꭀ㡀ꅭتᖫ뚰⇃攳珉賴횙㯄ᘑ뀺揫駤ꃨ澶淛ꪇ签倛줡❤ౖꆐ瑯ᢜനಇ鐛ﷂ樖槶뵼阒⽋饾▗걆蟧ྞߘ⧘�컞Ὃ譨緃叺ᵩ獡ँꮬ떿ࡽᄆ鱙禃ʁ䐋₪収倷⬅臁趧䞯먿랓䩤ᅤ頬럚Ⱙ꽜௎䂗ꀈ榪㺦甕箷༜溩ඏ낺㗬侍㜏絒ﺹ袻❷뙟἟舰햕꜅～䘯吠࣢캝ﺝ솂繻俟荲衙ꕊ뵜睬焥逦戃칅뾻輹ᔹ㱀㻋啝⁷䡸塺咯�鏾轾됐燐㈥嬜ⶀ춬녬눬홷凌�咋퐜Ҏ�疀존⭁㍨⃑౮쬱㶴㔲簅锅Ⲽ萌鍣贈잒ώ乕絾誠嫙걺࢝ꩄ犛鈂븴뺗쬳扈�揆ኲ�ᾬ섪뾷灺Ń曹�ᅈ蕲松೸貞ﲷ徢䯋඿ꖺ퍣࿉粘䗛ᓡ접䉀泍鷥ᥫ륍⟍䗊؍总⫅힏ෛ꺠裂吾�♌㢿꺅޲쨊⹹ఽ谡ధ琛쟈ὥ蝊䕲ᝍ㏶蘒K粡፯耽㘏쐨萝᪭ꤊ똭筆Ⲹ쥠ꌖ鉱㢛ꠇ㳁语⻹䝡繝塛郻쯵坄㓪᠃ꅛ泬恹資腉⑋�獰Ỡ듕娋⯫㑪㣦呷剥䣅쎛⩡鯐鏴따媞ꗵ俧꛹軐Ὂ❚뤬䟋뫼쵀噯ྲ擄袁甒霩폇䷕⊩剱氁ġ䶩ƥ윴꡻⸷焏ҁ�儱ꌠ莾ྮ录炩餙୑ꡙ旖ꂡ粏谕鿀寳㞶鄺鳡蛺囡Ѷ鰾慳꽷匯祂᪓拖㜄䅢胼拐愅ᐾ펚뎒ᬛ玉ꖒ┭ﯗ꿃ᎈ̽峔萂騡槮튖꥙魥斶労娀ꖇ聧�튒璬쳰❖窸뚐뼂编㲉뭫࿹꒳넝쵽쒣㼞벿䲅⩌ຽ孟餼丽ꀯ쮇�ʶ簪霤昁᎞ṳ㘖롙犛ⵝ줐�㨮ίﰭࡳ鎒ﰐ鴛徫庙侪魊ꍮ䣐칦喷ྈ�嵰㬯뢯鳈㶼넃ꓺ㭾廠骇뤿䜘鐞拧鳜⩉↔⧌㝪先镯諝쌎莒옷⛳輄㦖펬｡匦덹஑꺺क़즏ꥢ謔쵖榦︒㺣삗櫝쩄썋ȱᮒ㘶㋶ꗳ뺠擳毣⻀䖤ᘂᖘ檫ᘊ탥曇筳⮢鏓�趂쾨瓅萆ᒒ僓륁䲺츕䉌⥩覧뎑崸䗟۶䑜���켉渢忟쑞兑홿竂翵朣Ϲ酆응ᵼ⁮武搶輺撳豸墨訄謀�妽ℷ尫넨㉄퉃싌쟢ᶌⴁ夎䮇옘寱࿸ꚍ坼Ԩ᧲謚괎Ṋ랝ᑉ퟈뫯ﻥ灤鱞ぢ襏탽ి蹉㢊嶱㗷᭢ꡃ툇�卑㈠찲᨟셭뢐ᥪ㒎ㆵ᫶Ḁ䳗횫䪠쑒ۓ缢䢚㷰⡦柹஁감埌镃❨쌢ﶾ酨恜뙼暷퓚䪍쎳ɥ玎릘銪좤좗䛻襈殤戡㥙抺鎤﷭ଟᥐ�꽲徹ᖂ沊Ỗ緝௽暲툡ɴ㦈ۗ턗῀쌲쉴冽旍觛᱊줲�흑ꮤ䐆﹜䴪螪ᰒ讂蚙�






QUANTIFY/quantify_mcr/toolbox/compiler/deploy/pause.m

嘱䵃䌴〰き䕃㄰〰䵃刱〰へĀÙ簓㬀㯺溿좆烣ᵄ∳귩姰ራ䢍㳍⿫୿䵽엊瘻趨᱆屎N창㰛梵㡎쵋햰桙楐䛌懄鎵ဖᝓ湐娌橿�꾩緀阐䫱둡餿蛏鬸연�皅奘憾躐ꢴ톘捼쏀ꆠ⬘崎됯璬ⷚ䑲掵趑鲔灂玹그輴鑺埆ⷽ賍Ỏԕ䀽ᙷဘ޼⌘ङ嶎⒧╞ᰯ棎댘⣗♹讀ᢶ㬀䀸᤹㉒ꤕ⊔跡䄫恮ℇ⏄လ됴◯䭁ᯯ༔嫩蛴ꬬϺナ왋꥿䢗Ⅿ�扎衟Ȉ䣢﵅�侀篏㓴ﾯ㺶戣堹㓈頮⑯暌솑哶첉㬅哕涴ᕋﾺ�蘯ض韮됐젥瑡֗ꄈ韒蘱찱钔⹁쵻꧃쉣㚛஧㢟➑礉썅岵喁滸轘뽄딕늈쭊㬞�儉ꖣ껛숥鋑♀ນ葚熃ﳕ秮꭬䭽ᨘ�킼焂ଃ␺茄ﲁ錫睤燬ದ뗣Ὸၤ�Ɦ⢫ୢ뗁⻣荬㿄ᑫ봄轱�ᰖꧮ庘뗲桾퀓䤰㼰ꎢ抋ᯐሎ쯣矨橥爇쩏袮ꒉ釪⭃셱뗳䋗쮀ꦇ⍻⅖놧ⱗ玣篻ኚ詢尕⎻쑮樑ᓘꘊ⸛ᢝꬄ婊烜�禉세�꒮ᔧ׉炏䏼䰐�耈啗武ｿ꼈冠曈仴腡佂邤⹆䋥䶉䲀ﶉ�쎫疨饝覌↙쩓퉏속㸗䦲←짊㠜綥ꇟ烨죻䛉泟怱ꆊ敵ࢠ㼉汬핶꠱鷓ᦪܸ딹᪏�硻ἷ⋒鄽眢붻缉榌좗⑺ﱨ樂몓잀�






QUANTIFY/quantify_mcr/toolbox/compiler/deploy/printdlg.m

ㅖ䍍㑃〰䴰䍅〱〰䍍ㅒ〰砰�Ḁ稜闚Ｙ귴쏬㽟聹ꎰ뭆ꑴ墎ꬤ跬䥙ɶ伾㼄쥄蹥蝿侮颾泡綪矸ࢎ㔁䀘覵嘕뿂畠ﲗꊥꗥ퀿≺賄툐况厝䘑﷖苳a᱗�㲈ڞ奁頹댤䥞�཯壀㒏⊄ᙆ쬆䁠䭌Ỉ澴꜎픃砉襪㙕⇱䆞ᆥび붢渚콟噿袠㗧㾹䐧쬠鯵ꃗ央⻆ꍥ筂ｺ�蟛ꝓᎦﵣⵧ濥⬽驠殌絃渪뤘擉홋닀빪⦧뗺羶ꜫ쏸뫧߹ꮻ혇훵頺꜍ҍ孡퐫穼㓔첪뮎韹坱Ɫ柪偩�崻�呏晵⦟狕뱛㴫㴍爑昘ꯗ㝹궂뭈拇し�梵한衉ʀꦠ⋖砗麆᥽뺖�鮞ቚ뷩䘑฿栭末鴚䘩㷪쳑䥪谉첏嫱쟘䌹跦혫஫疣⍨쮰Ṝ䖹ꃏ﷙鼣艀眝钪챺䈀�槱쵅봆㍬⎙螑⅄᳓〮�䆌饫ἷㆬ槅ឝ蘝䐜�俦䞻匧鲞깼財Ꝡ陜뽌삤즻䀒ᙸ槒੐韃틞鹅醭㬦ᎍ愑䰿쀛䙓ཁ㖷䩯ך䘫ᆕ뎬䥏�쫆顽暕䄝㥐倽�礉幖��祲躌㬷�泑倽쇗ꎸ똍鹘ྉ嘼瀯⋎悝픾뽩䔝᪠煫哰ٞ䳰殝ế湒뙛薝㇣䅨㣂壚턵躳瞒뤧薰믺醸쉱ᢪ㼟胬᳃�旰ྸົ䷵�塿ὍἨꚚ㞽쓯橧䍮Ɓ﫳狣ﱪͧ郍庇⬫轱䂥跡�∬ˇ鬟䰑줙㖖衇쩹杩莧ꤲ瘝ꨀ�ⶭ病쮋㖀袵澧梵ᱞ簗臀䒶⿢☿㸧瞦㳒湹ᗶ숊朩ꊪ渾ዹꅘ�៮儀頧骲蔝쀑驴縅ь⨴䩛ᜮ䞔ᓉﵢꔻ汐遊훪鉕痏ჳ蓉窳脏썕툉�






QUANTIFY/quantify_mcr/toolbox/compiler/deploy/propedit.m
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QUANTIFY/quantify_mcr/toolbox/compiler/deploy/readline.mexw32
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QUANTIFY/quantify_mcr/toolbox/local/Contents.m

% General preferences and configuration information.
%







QUANTIFY/quantify_mcr/toolbox/local/initprefs.m
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QUANTIFY/quantify_mcr/toolbox/local/ja/xlate

% Needed by initprefs.m, although these messages exist in toolbox/simulink/simulink/prefspanel.m
% "Simlink" for the first level of the preferences tree
% "Fonts" and "Simulation" for the second level of the preferences tree
<(prefspanel)Simulink.Fonts
>(prefspanel)Simulink.フォント
<(prefspanel)Simulink.Simulation
>(prefspanel)Simulink.シミュレーション
<(reporterrorlogs)MATLAB Error Log Reporter
>(reporterrorlogs)MATLAB エラーログレポート
<(reporterrorlogs)MATLAB has detected an error log from a previous session.\n
>(reporterrorlogs)MATLAB は前のセッションからのエラーログを検出しました。\n
<(reporterrorlogs)You can send the error log containing problem details to The MathWorks.  Our development\nteam uses the information to analyze and fix the problem.  We might contact you with\ninformation about workarounds or fixes.
>(reporterrorlogs)MathWorks に問題の詳細を含むエラーログを送ることができます。 開発チームは、問題を解析し、\n修正するためにその情報を使用します。 回避方法、または修正についての情報を連絡する場合があります。
<(reporterrorlogs)Send Report
>(reporterrorlogs)レポート送信
<(reporterrorlogs)Do Not Send
>(reporterrorlogs)今は送信しない
<(reporterrorlogs)Never Send
>(reporterrorlogs)送信しない
<(reporterrorlogs)View Logs...
>(reporterrorlogs)ログ表示
<[reporterrorlogs](reporterrorlogs)Help
>(reporterrorlogs)ヘルプ
<(reporterrorlogs)Error logs successfully sent to The MathWorks.
>(reporterrorlogs)エラーログを MathWorks に送信しました。
<(reporterrorlogs)MATLAB could not connect to the e-mail server.  Please correct your e-mail\ninformation below so that MATLAB can send your error logs to The MathWorks.\n\nIf you do not want to send the error logs, click Cancel.\n\nE-mail address\n(Example: someone@mycompany.com)
>(reporterrorlogs)MATLAB は e-mail サーバに接続できませんでした。 MATLAB がエラーログを\nMathWorks に送信できるように、以下の e-mail 情報を修正してください。\n\nエラーログを送信したくない場合は、"キャンセル" をクリックしてください。\n\nE-mail アドレス\n(例: someone@mycompany.com)
<(reporterrorlogs)SMTP server\n(Example: mail.mycompany.com)
>(reporterrorlogs)SMTP サーバ\n(例: mail.mycompany.com)
<(reporterrorlogs)E-mail Information
>(reporterrorlogs)E-mail 情報
<(inputdlgerrorlog)NumLines size is incorrect.
>(inputdlgerrorlog)NumLines サイズが正しくありません。
<(inputdlgerrorlog)Default Answer must be a cell array of strings.
>(inputdlgerrorlog)デフォルトの Answer は文字列のセル配列でなければなりません。
<[reporterrorlogs](inputdlgerrorlog)Cancel
>(inputdlgerrorlog)キャンセル
<(questdlgerrorlog)Too few arguments for questdlgsegv
>(questdlgerrorlog)questdlgsegv への引数が少なすぎます
<(questdlgerrorlog)Wrong number of output arguments for questdlgsegv
>(questdlgerrorlog)questdlgsegv に対する出力引数の数に誤りがあります
<(questdlgerrorlog)Default string does not match any button string name.
>(questdlgerrorlog)デフォルトの文字列はどのボタンの文字列の名前とも一致しません

% Copyright 2001-2007 The MathWorks, Inc.
% $Revision: 1.2.4.4 $ $Date: 2007/05/10 13:47:20 $







QUANTIFY/quantify_mcr/toolbox/local/pathdef.m
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QUANTIFY/quantify_mcr/toolbox/local/printopt.m
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QUANTIFY/quantify_mcr/toolbox/local/private/getnicedialoglocation.m
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QUANTIFY/quantify_mcr/toolbox/local/private/inputdlgerrorlog.m
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QUANTIFY/quantify_mcr/toolbox/local/reporterrorlogs.m
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QUANTIFY/quantify_mcr/toolbox/local/userpath.m
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QUANTIFY.zip.removethis




R code/R-scripts_histogram.txt

2 Gaussian curves fitted to GPC at mid lactation - code for MATLAB (Not R!)

f=@(x) 1.16582/(0.20485*sqrt(pi/2))*exp(-2*(x-0.74726)^2/0.20485^2)+1.9008/(0.20485*sqrt(pi/2))*exp(-2*(x-1.05744)^2/0.20485^2)

fminbnd(f,0.7,1.1)



setwd("G:/Doktorarbeit/Projekte/Milch/Projekt Milch Karkendamm")

setwd("C:/Dokumente und Einstellungen/Matthias/Eigene Dateien/Doktorarbeit/Doktorarbeit/Projekte/Kühe/Kiel_Karkendamm")

library(ggplot2)

library(nortest)



gpcpc<-read.table("bucket_table_milk_month6_healthy_vs_ketotic.txt",as.is=T,header=T,row.names=1)



gpcpc1<-as.matrix(t(gpcpc))

kick.out<-apply(gpcpc1,1,function(z){all(z==0)})#find zeros (zero in all samples)

gpcpc2<-gpcpc1[!kick.out,] #kick zeros out



library(multtest)

l1<-numeric(37)

for (i in 26:37){l1[i]=1} # setting of labels

t<-mt.teststat(gpcpc2[,1:37],classlabel=l1,test="t") # only first 2 groups

pt<-2*pt(-abs(t),df=35)

names(pt)<-names(gpcpc2[,1])

hist(pt,50,main="Differential Milk Features",xlab="p-value") 

box()



n<-0.05

pAdjusted_pears<-mt.rawp2adjp(pt,proc=c("BH")) # according to FDR; Benjamini Hochberg

    #pcs<-sort(as.vector(abs(pearson_corr0)),decreasing=T) # sort original correlation values

    pcs2<-sort(as.vector(abs(pt)),decreasing=F) # sort original p-values

    for(i in 1:length(pcs2))

    {

     if (pAdjusted_pears$adjp[i,2]<n)

     {

       sel=i # select rank of last p-value smaller than threshold

     }

    }

    #pcs_sel<-pcs[sel] #minimal selected correlation value

    pcs2_sel<-pcs2[sel] #maximal selected p-value

    cat("Significance levels for an FDR of", n, " p-value <=",pcs2_sel, "\n")



pt_sorted<-sort(pt)

pt_sorted[1:47]



#the first entry of the csv file was deleted so the first line can be read as a 

#header line, defining the variable names



x<-read.table("mid_lactation_1.csv", sep = ";",  dec = ".", quote = "")

x1<-read.table("gpc_week1.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x2<-read.table("gpc_week2.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x4<-read.table("gpc_week3.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x5<-read.table("gpc_week44.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x6<-read.table("gpc_lactation2_day180.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x7<-read.table("gpc_week4.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x8<-read.table("gpc_week5.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x9<-read.table("ketosis vs gpc-pc_week2.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x10<-read.table("ketosis vs gpc-pc_week3.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x11<-read.table("ketosis vs gpc-pc_week1.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x12<-read.table("ketosis vs gpc-pc_week4.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x13<-read.table("ketosis vs gpc-pc_week5.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x14<-read.table("ketosis vs gpc-pc_week26.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x15<-read.table("ketosis vs gpc-pc_Lact2_week1.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x16<-read.table("ketosis vs gpc-pc_Lact2_week26.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x17<-read.table("ketosis vs gpc-pc_Lact2to7_week1to4.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x19<-read.table("day180_allcompounds.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x20<-read.table("gpc_histogram.csv", sep = ";",  dec = ".", quote = "",header=TRUE)

x21<-read.table("gaussians_GPC.csv", sep = ";",  dec = ".", quote = "",header=F)

x22<-read.table("gaussian_NAC.csv", sep = ";",  dec = ".", quote = "",header=F)





plot(x20,type="h",main="GPC in Lactation Week 26",xlab="Concentration [mmol/L]",ylab="Count")



Lilliefors (Kolmogorov-Smirnov) test

i<-2

dimnames(x19[i])[[2]];lillie.test(x19[[i]]);ks.test(x19[[i]], "pnorm", mean(x19[[i]],na.rm=T), sd(x19[[i]],na.rm=T));i<-i+1





y<-1

hist(x[[y]],breaks=30,main=dimnames(x[y])[[2]],xlab="Concentration/mM");y<-y+1



tiff(file = "figure_1.tiff",pointsize=12, width = 17.8, height = 17.8,units="cm", res = 300)

hist(x[[13]],breaks=40,las=1,mgp=c(2.2,1,0),main="",xlab="Concentration [mmol/L]",font.axis=2,font.lab=2,cex.axis=0.85)

lines(x21[1:2],lwd=I(3),col="red")

lines(x21[c(1,3)],lwd=I(3),col="blue",lty="dashed")

#lines(c(0.8727,0.8727),c(0,7.9),lwd=I(3),col="dark green",lty="12")

mtext("GPC in Lactation Month Six",font=2,cex=1.26,line=0.5)

box()

dev.off()



tiff(file = "figure_1a.tiff",pointsize=12, width = 17.8, height = 17.8,units="cm", res = 300)

hist(x[[8]],breaks=40,las=1,mgp=c(2.2,1,0),main="",xlab="Concentration [mmol/L]",font.axis=2,font.lab=2,cex.axis=0.85)

lines(x22[c(1,2)],lwd=I(3),col="blue",lty="dashed")

mtext("NAC in Lactation Month Six",font=2,cex=1.26,line=0.5)

box()

dev.off()



y1<-2

Groups<-factor(x1[[1]],labels = c("Low", "High"))

qplot(x1[[y1]], colour=Groups,geom="density",main=dimnames(x1[y1])[[2]],

	xlab="Concentration [mmol/L]")+ opts(legend.position="none")

qplot(x1[[y1]], fill=Groups,main=dimnames(x1[y1])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y1<-3

Groups<-factor(x1[[1]],labels = c("Low", "High"))

qplot(x1[[y1]], colour=Groups,geom="density",main=dimnames(x1[y1])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")

qplot(x1[[y1]], fill=Groups,main=dimnames(x1[y1])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y1<-4

Groups<-factor(x1[[1]],labels = c("Low", "High"))

qplot(x1[[y1]], colour=Groups,geom="density",main="GPC/PC",

	xlab="Concentration ratios") + opts(legend.position="none")



y2<-2

Groups<-factor(x2[[1]],labels = c("Low", "High"))

qplot(x2[[y2]], colour=Groups,geom="density",main=dimnames(x2[y2])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y2<-3

Groups<-factor(x2[[1]],labels = c("Low", "High"))

qplot(x2[[y2]], colour=Groups,geom="density",main=dimnames(x2[y2])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y2<-4

Groups<-factor(x2[[1]],labels = c("Low", "High"))

qplot(x2[[y2]], colour=Groups,geom="density",main="GPC/PC",xlab="Concentration ratios") + opts(legend.position="none")

hist(x2[[y2]],breaks=30,main="GPC/PC",xlab="Concentration ratios")

hist(x2[[y2]],breaks=40,main="GPC/PC",xlab="Concentration ratios")





x3<-read.table("gpc_day180.csv", sep = ";",  dec = ".", quote = "",header=TRUE)





y3<-2

Groups<-factor(x3[[1]],labels = c("Low", "High"))

qplot(x3[[y3]], colour=Groups,geom="density",main=dimnames(x3[y3])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y3<-3

Groups<-factor(x3[[1]],labels = c("Low", "High"))

qplot(x3[[y3]], colour=Groups,geom="density",main="GPC/PC",xlab="Concentration ratios") + opts(legend.position="none")



y4<-2

Groups<-factor(x4[[1]],labels = c("Low", "High"))

qplot(x4[[y4]], colour=Groups,geom="density",main=dimnames(x4[y4])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")





y4<-3

Groups<-factor(x4[[1]],labels = c("Low", "High"))

qplot(x4[[y4]], colour=Groups,geom="density",main=dimnames(x4[y4])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y4<-4

Groups<-factor(x4[[1]],labels = c("Low", "High"))

scale_linetype_manual(values = c(1,2))

qplot(x4[[y4]], colour=Groups,geom="density",main="GPC/PC",xlab="Concentration ratios") + opts(legend.position="none")

qplot(x4[[y4]], linetype=Groups,colour=Groups,geom="density",main="GPC/PC",xlab="Concentration ratios") + opts(legend.position="none")



laenge1<-length(x4[[1]])

laenge<-laenge1-sum(x4[[1]])

x4a<-data.frame(x1=x4[1:laenge,y4])

x4b<-data.frame(x2=x4[(laenge+1):laenge1,y4])



ggplot() + 

geom_density(data=x4b,size=I(1),aes(x=x2, colour="High GPC", linetype="High GPC")) +

geom_density(data=x4a,size=I(1),aes(x=x1, colour="Low GPC", linetype="Low GPC")) +

theme_bw()+

scale_colour_manual(name="Data Source",values=c("Low GPC"="black","High GPC"="blue"))+ 

scale_linetype_manual(name="Data Source",values=c("Low GPC"="solid","High GPC"="dashed")) +

scale_x_continuous("Concentration ratios")+ 

scale_y_continuous("Density")+

opts(title = "GPC/PC Week 3",

	plot.title = theme_text(face="bold", size=14,vjust=1.2), # use theme_get() to see available options

	axis.title.x = theme_text(face="bold", size=12,vjust=0),

	axis.title.y = theme_text(face="bold", size=12, angle=90,vjust=0.2),

	axis.text.x = theme_text(face="bold"),

	axis.text.y = theme_text(face="bold"),

	panel.background=theme_blank(),

	panel.grid.major=theme_blank(),

	panel.grid.minor=theme_blank(),

	axis.line=theme_segment(),

	legend.key.size=unit(2,"lines"),

	#legend.background = theme_rect(col = "red", size = 2, fill = "blue"),

	#legend.key=theme_blank(),

	legend.text = theme_text(size = 12,face = 'bold'),

	legend.title = theme_blank(),

	legend.position = c(0.72,0.53))



y4<-4

hist(x4[[y4]],breaks=30,main="GPC/PC",xlab="Concentration ratios")

hist(x4[[y4]],breaks=40,main="GPC/PC",xlab="Concentration ratios")



y5<-2

Groups<-factor(x5[[1]],labels = c("Low", "High"))

qplot(x5[[y5]], colour=Groups,geom="density",main=dimnames(x5[y5])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")

qplot(x5[[y5]], fill=Groups,main=dimnames(x5[y5])[[2]],xlab="Concentration [mmol/L]") + opts(legend.position="none")



y6<-2

hist(x6[[y6]],breaks=30,main=dimnames(x6[y6])[[2]],xlab="Concentration/mM")

Groups<-factor(x6[[1]],labels = c("Low", "High"))

qplot(x6[[y6]], colour=Groups,geom="density",main=dimnames(x6[y6])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")

qplot(x6[[y6]], fill=Groups,main=dimnames(x6[y6])[[2]],xlab="Concentration [mmol/L]") + opts(legend.position="none")



y7<-2

Groups<-factor(x7[[1]],labels = c("Low", "High"))

qplot(x7[[y7]], colour=Groups,geom="density",main=dimnames(x7[y7])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y7<-4

Groups<-factor(x7[[1]],labels = c("Low", "High"))

qplot(x7[[y7]], colour=Groups,geom="density",main=dimnames(x7[y7])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y7<-3

Groups<-factor(x7[[1]],labels = c("Low", "High"))

qplot(x7[[y7]], colour=Groups,geom="density",main="GPC/PC",xlab="Concentration ratios") + opts(legend.position="none")



y8<-2

Groups<-factor(x8[[1]],labels = c("Low", "High"))

qplot(x8[[y8]], colour=Groups,geom="density",main=dimnames(x8[y8])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y8<-4

Groups<-factor(x8[[1]],labels = c("Low", "High"))

qplot(x8[[y8]], colour=Groups,geom="density",main=dimnames(x8[y8])[[2]],

	xlab="Concentration [mmol/L]") + opts(legend.position="none")



y8<-3

Groups<-factor(x8[[1]],labels = c("Low", "High"))

qplot(x8[[y8]], colour=Groups,geom="density",main="GPC/PC",xlab="Concentration ratios") + opts(legend.position="none")





Groups<-factor(x9[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x9[[4]], colour=Groups,geom="density",main="GPC/PC Week 2",

	xlab="Concentration ratios",xlim=c(0,6)) + opts(legend.position="none")

qplot(x9[[3]], colour=Groups,geom="density",main="GPC Week 2",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")

qplot(x9[[2]], colour=Groups,geom="density",main="PC Week 2",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")





Groups<-factor(x10[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x10[[4]], colour=Groups,geom="density",main="GPC/PC Week 3",

	xlab="Concentration ratios",xlim=c(0,6)) + opts(legend.position="none")

qplot(x10[[3]], colour=Groups,geom="density",main="GPC Week 3",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")

qplot(x10[[2]], colour=Groups,geom="density",main="PC Week 3",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")



laenge1<-length(x10[[1]])

laenge<-laenge1-sum(x10[[1]])

x4a<-data.frame(x1=x10[1:laenge,4])

x4b<-data.frame(x2=x10[(laenge+1):laenge1,4])



ggplot() + 

geom_density(data=x4a,size=I(1),aes(x=x1, colour="Non-Ketotic Cows", linetype="Non-Ketotic Cows")) +

geom_density(data=x4b,size=I(1),aes(x=x2, colour="Ketotic Cows", linetype="Ketotic Cows")) +

theme_bw()+

scale_colour_manual(name="Data Source",values=c("Non-Ketotic Cows"="blue","Ketotic Cows"="red"))+ 

scale_linetype_manual(name="Data Source",values=c("Non-Ketotic Cows"="dashed","Ketotic Cows"="solid")) +

scale_x_continuous("Concentration Ratios",limits=c(0,6))+ 

scale_y_continuous("Density")+

opts(title = "GPC/PC in Lactation Week Three",

	plot.title = theme_text(face="bold", size=14,vjust=1.2), # use theme_get() to see available options

	axis.title.x = theme_text(face="bold", size=12,vjust=0),

	axis.title.y = theme_text(face="bold", size=12, angle=90,vjust=0.2),

	axis.text.x = theme_text(face="bold"),

	axis.text.y = theme_text(face="bold"),

	panel.background=theme_blank(),

	panel.grid.major=theme_blank(),

	panel.grid.minor=theme_blank(),

	axis.line=theme_segment(),

	legend.key.size=unit(2,"lines"),

	#legend.background = theme_rect(col = "red", size = 2, fill = "blue"),

	#legend.key=theme_blank(),

	legend.text = theme_text(size = 12,face = 'bold'),

	legend.title = theme_blank(),

	legend.position = c(0.72,0.53))

#lines(c(0.86,0.86),c(-1.48,3.4),lwd=I(3),col="black",lty="12")





tiff(file = "figure_2.tiff",pointsize=12, width = 17.8, height = 17.8,units="cm", res = 300)

ggplot() + 

geom_density(data=x4a,size=I(1),aes(x=x1, colour="Non-Ketotic Cows", linetype="Non-Ketotic Cows")) +

geom_density(data=x4b,size=I(1),aes(x=x2, colour="Ketotic Cows", linetype="Ketotic Cows")) +

theme_bw()+

scale_colour_manual(name="Data Source",values=c("Non-Ketotic Cows"="blue","Ketotic Cows"="red"))+ 

scale_linetype_manual(name="Data Source",values=c("Non-Ketotic Cows"="dashed","Ketotic Cows"="solid")) +

scale_x_continuous("Molar Concentration Ratios",limits=c(0,6))+ 

scale_y_continuous("Density")+

opts(title = "GPC/PC in Lactation Week Three",

	plot.title = theme_text(face="bold", size=14,vjust=1.2), # use theme_get() to see available options

	axis.title.x = theme_text(face="bold", size=12,vjust=0),

	axis.title.y = theme_text(face="bold", size=12, angle=90,vjust=0.2),

	axis.text.x = theme_text(face="bold"),

	axis.text.y = theme_text(face="bold"),

	panel.background=theme_blank(),

	panel.grid.major=theme_blank(),

	panel.grid.minor=theme_blank(),

	axis.line=theme_segment(),

	legend.key.size=unit(2,"lines"),

	#legend.background = theme_rect(col = "red", size = 2, fill = "blue"),

	#legend.key=theme_blank(),

	legend.text = theme_text(size = 12,face = 'bold'),

	legend.title = theme_blank(),

	legend.position = c(0.72,0.53))

#lines(c(0.86,0.86),c(-1.48,3.4),lwd=I(3),col="black",lty="12")

dev.off()



Groups<-factor(x11[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x11[[4]], colour=Groups,geom="density",main="GPC/PC Week 1",

	xlab="Concentration ratios",xlim=c(0,6)) + opts(legend.position="none")

qplot(x11[[3]], colour=Groups,geom="density",main="GPC Week 1",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")

qplot(x11[[2]], colour=Groups,geom="density",main="PC Week 1",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")



Groups<-factor(x12[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x12[[4]], colour=Groups,geom="density",main="GPC/PC Week 4",

	xlab="Concentration ratios",xlim=c(0,6)) + opts(legend.position="none")

qplot(x12[[3]], colour=Groups,geom="density",main="GPC Week 4",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")

qplot(x12[[2]], colour=Groups,geom="density",main="PC Week 4",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")



Groups<-factor(x13[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x13[[4]], colour=Groups,geom="density",main="GPC/PC Week 5",

	xlab="Concentration ratios",xlim=c(0,6)) + opts(legend.position="none")

qplot(x13[[3]], colour=Groups,geom="density",main="GPC Week 5",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")

qplot(x13[[2]], colour=Groups,geom="density",main="PC Week 5",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")





Groups<-factor(x14[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x14[[3]], colour=Groups,geom="density",main="GPC/PC Week 26",

	xlab="Concentration ratios",xlim=c(0,60)) + opts(legend.position="none")

qplot(x14[[2]], colour=Groups,geom="density",main="GPC Week 26",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")



laenge1<-length(x14[[1]])

laenge<-laenge1-sum(x14[[1]])

x4a<-data.frame(x1=x14[1:laenge,2])

x4b<-data.frame(x2=x14[(laenge+1):laenge1,2])



tiff(file = "figure_3.tiff",pointsize=12, width = 17.8, height = 17.8,units="cm", res = 300)

ggplot() + 

geom_density(data=x4a,size=I(1),aes(x=x1, colour="Non-Ketotic Cows", linetype="Non-Ketotic Cows")) +

geom_density(data=x4b,size=I(1),aes(x=x2, colour="Ketotic Cows", linetype="Ketotic Cows")) +

theme_bw()+

scale_colour_manual(name="Data Source",values=c("Non-Ketotic Cows"="blue","Ketotic Cows"="red"))+ 

scale_linetype_manual(name="Data Source",values=c("Non-Ketotic Cows"="dashed","Ketotic Cows"="solid")) +

scale_x_continuous("Concentration [mmol/L]",limits=c(0,2))+ 

scale_y_continuous("Density")+

opts(title = "GPC in Lactation Month Six",

	plot.title = theme_text(face="bold", size=14,vjust=1.2), # use theme_get() to see available options

	axis.title.x = theme_text(face="bold", size=12,vjust=0),

	axis.title.y = theme_text(face="bold", size=12, angle=90,vjust=0.2),

	axis.text.x = theme_text(face="bold"),

	axis.text.y = theme_text(face="bold"),

	panel.background=theme_blank(),

	panel.grid.major=theme_blank(),

	panel.grid.minor=theme_blank(),

	axis.line=theme_segment(),

	legend.key.size=unit(2,"lines"),

	#legend.background = theme_rect(col = "red", size = 2, fill = "blue"),

	#legend.key=theme_blank(),

	legend.text = theme_text(size = 12,face = 'bold'),

	legend.title = theme_blank(),

	legend.position = c(0.8,0.53))

dev.off()





Groups<-factor(x15[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x15[[4]], colour=Groups,geom="density",main="GPC/PC Week 1 Lactation 2",

	xlab="Concentration ratios",xlim=c(0,6)) + opts(legend.position="none")

qplot(x15[[3]], colour=Groups,geom="density",main="GPC Week 1 Lactation 2",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")

qplot(x15[[2]], colour=Groups,geom="density",main="PC Week 1 Lactation 2",

	xlab="Concentration [mmol/L]")#,xlim=c(0,2)) + opts(legend.position="none")



Groups<-factor(x16[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x16[[2]], colour=Groups,geom="density",main="GPC/PC Week 26 Lactation 2",

	xlab="Concentration ratios",xlim=c(0,6)) + opts(legend.position="none")







Groups<-factor(x17[[1]],labels = c("Non-Ketotic", "Ketotic"))

qplot(x17[[4]], colour=Groups,geom="density",main="GPC/PC Weeks 1-4 Lactations 2-7",

	xlab="Concentration ratios",xlim=c(0,6)) + opts(legend.position="none")

qplot(x17[[3]], colour=Groups,geom="density",main="GPC Week 1 Lactation 2",xlab="Concentration [mmol/L]",

	xlim=c(0,2)) + opts(legend.position="none")



laenge1<-length(x17[[1]])

laenge<-laenge1-sum(x17[[1]])

x4a<-data.frame(x1=x17[1:laenge,4])

x4b<-data.frame(x2=x17[(laenge+1):laenge1,4])



ggplot() + 

geom_density(data=x4a,size=I(1),aes(x=x1, colour="Non-Ketotic Cows", linetype="Non-Ketotic Cows")) +

geom_density(data=x4b,size=I(1),aes(x=x2, colour="Ketotic Cows", linetype="Ketotic Cows")) +

theme_bw()+

scale_colour_manual(name="Data Source",values=c("Non-Ketotic Cows"="blue","Ketotic Cows"="red"))+ 

scale_linetype_manual(name="Data Source",values=c("Non-Ketotic Cows"="dashed","Ketotic Cows"="solid")) +

scale_x_continuous("Concentration Ratios",limits=c(0,6))+ 

scale_y_continuous("Density")+

opts(title = "GPC/PC in The First Weeks of Higher Lactations",

	plot.title = theme_text(face="bold", size=14,vjust=1.2), # use theme_get() to see available options

	axis.title.x = theme_text(face="bold", size=12,vjust=0),

	axis.title.y = theme_text(face="bold", size=12, angle=90,vjust=0.2),

	axis.text.x = theme_text(face="bold"),

	axis.text.y = theme_text(face="bold"),

	panel.background=theme_blank(),

	panel.grid.major=theme_blank(),

	panel.grid.minor=theme_blank(),

	axis.line=theme_segment(),

	legend.key.size=unit(2,"lines"),

	#legend.background = theme_rect(col = "red", size = 2, fill = "blue"),

	#legend.key=theme_blank(),

	legend.text = theme_text(size = 12,face = 'bold'),

	legend.title = theme_blank(),

	legend.position = c(0.72,0.53))







#qplot(x1[[y1]], colour=cut(x1[[1]],2),geom="density",main=dimnames(x1[y1])[[2]])

#hist(x1[[y1]],breaks=30,main=dimnames(x1[y1])[[2]],xlab="Concentration/mM")

#plot(density(x1[[y1]][1:18]),main=dimnames(x1[y1])[[2]])

#plot(density(x1[[y1]][19:66]),main=dimnames(x1[y1])[[2]])

y2<-2

#hist(x2[[y2]],breaks=30,main=dimnames(x2[y2])[[2]],xlab="Concentration/mM")







library(VennDiagram)

fumarate<-read.table("fum.csv", sep = ";",  dec = ".", quote = "")

oxac<-read.table("oxac.csv", sep = ";",  dec = ".", quote = "")

gpc<-read.table("gpc_inv.csv", sep = ";",  dec = ".", quote = "")

venn.diagram(x=list(A=as.vector(t(fumarate)),B=as.vector(t(oxac)),C=as.vector(t(gpc))),

	filename = "test.tiff",sp.cases = TRUE,reverse = TRUE)

venn.diagram(

	x = list(

		Fum=as.vector(t(fumarate)),

		OxAc=as.vector(t(oxac)),

		GPC=as.vector(t(gpc))

		),

	#sp.cases = TRUE,

	filename = "test1.tiff",

	euler.d = TRUE,

	scaled = TRUE,

	#reverse = TRUE

	);



library(venneuler)

vd1 <- venneuler(c(GPC=23, Fum=12, OxAc=15, "GPC&Fum"=17, "GPC&OxAc"=11, "Fum&OxAc"=9, "GPC&Fum&OxAc"=5))

plot(vd1,main="Groups correlated with high disease risk")





vd2 <- venneuler(c(GPC=9, Fum=11, OxAc=17, "GPC&Fum"=15, "GPC&OxAc"=12, "Fum&OxAc"=23, "GPC&Fum&OxAc"=71))

plot(vd2,main="Groups correlated with low disease risk")








R code/R-scripts_MeGa-M.txt

#Basic data manipulation



R-bioc



setwd("/home/klm09189/R/Mega-M")

source("pcor.R",local=F )#partial correlations, taken from Kim, S-H. and Yi, S. (2007). Understanding relationship between sequence and functional evolution in yeast proteins. Genetica, 131: 151-156.





# pcor.test(x, y, z, use = c("mat","rec"), method = c("pearson","spearman","kendall"), na.rm = T)

# Arguments

# x	a numeric vector. Missing values are allowed.

# y	a numeric vector. Missing values are allowed.

# z	a numeric vector, matrix or data frame. Missing values are allowed.

# use	an optional character string giving a method for computing the partial correlation coefficients. This must be one of the strings "mat" (default) or "rec". 

# method	a character string indicating which partial correlation coefficient is to be computed. One of "pearson" (default), "kendall", or "spearman", can be abbreviated.

# na.rm	logical. Should missing values be removed? Default is True





#reading the data matrix

x<-read.table("pearson_milk_kd.csv", sep = ";",  dec = ".", as.is=T, header=T, row.names=1, quote = "")

#the first entry of the csv file was deleted so the first line can be read as a header line, defining the variable names







#pcor.test(x[,13], x[,14], x[,15:47],use = "rec",na.rm=F)

#too much data!





# log lactation day vs betaine given 33 choline, 36 G-1Ph,39 Gly, 45 N-A-CH, 46 PhCrea, 47 PhCh

# 34 choline (sum) may not be included, as it has a functional connection to betaine!

pcor.test(x[,16], x[,31], x[,c(33,36,39,45,46,47)],use = "rec",na.rm=F)



# log lactation day vs choline

pcor.test(x[,16], x[,33], x[,c(31,36,39,45,46,47)],use = "rec",na.rm=F)



# log lactation day vs G-1Ph

pcor.test(x[,16], x[,36], x[,c(33,31,39,45,46,47)],use = "rec",na.rm=F)



# log lactation day vs Gly

pcor.test(x[,16], x[,39], x[,c(33,36,31,45,46,47)],use = "rec",na.rm=F)



# log lactation day vs N-A-CH

pcor.test(x[,16], x[,45], x[,c(33,36,39,31,46,47)],use = "rec",na.rm=F)



# log lactation day vs PhCrea

pcor.test(x[,16], x[,46], x[,c(33,36,39,45,31,47)],use = "rec",na.rm=F)



# log lactation day vs PhCh

pcor.test(x[,16], x[,47], x[,c(33,36,39,45,46,31)],use = "rec",na.rm=F)



# 41 lactose KD vs 39 glycine given 31 betaine, 36 G-1Ph,45 N-A-CH, 46 PhCrea, 47 PhCh

pcor.test(x[,41], x[,39], x[,c(31,36,45,46,47)],use = "rec",na.rm=F)



# 37 glu vs 32 BHBA given 29 ala

pcor.test(x[,37], x[,32], x[,c(29)],use = "rec",na.rm=F)



# 35 citr vs 18 acteone given 32 BHBA 39 gly 46 phcrea

pcor.test(x[,35], x[,18], x[,c(32,39,46)],use = "rec",na.rm=F)



# 36 G-1-Ph vs 45 N-A-CH given 16 log ld, 39 gly, 41 lactose,46 phcrea, 47 phch

pcor.test(x[,36], x[,45], x[,c(16,39,41,46,47)],use = "rec",na.rm=F)



# 36 G-1-Ph vs 46 phcrea given 16 log ld, 39 gly, 41 lactose,45 N-A-CH 47 phch

pcor.test(x[,36], x[,46], x[,c(16,39,41,45,47)],use = "rec",na.rm=F)








R code/R-scripts_NASH.txt

#Basic data manipulation



#Amix set the excluded areas (water, urea, etc) to 0, but does not delete them from the matrix!

#Used on the Hellerbrand liver extracts in the folder buckets_hellerbrand_meoh_091214

#Bins created in AMIX, normalized to total intensity, bucket width 0.01 ppm, 

#Binned area: 9-0.5 ppm, excluded area: 4.9-4.7 ppm (water)



#R-bioc24_R291

R-bioc



setwd("/home/klm09189/R/Hellerbrand")

library(JADE)

library(fastICA)

#library (vsn)





#Hellerbrand liver samples aqueous

x<-read.table("bucket_table_hellerbrand_leber_aqueous.txt", as.is=T, header=T, row.names=1)



#Hellerbrand liver samples aqueous 2d

x<-read.table("bucket_table_hb_leber_aqueous_2d_be.txt", as.is=T, header=T, row.names=1)



#Hellerbrand liver samples CDCl3

x<-read.table("bucket_table_hellerbrand_leber_cdcl3.txt", as.is=T, header=T, row.names=1)

x<-read.table("bucket_table_hellerbrand_leber_cdcl3_shorttitles.txt", as.is=T, header=T, row.names=1)



#Hellerbrand liver samples CDCl3 2d

x<-read.table("bucket_table_hb_leber_cdcl3_2d.txt", as.is=T, header=T, row.names=1)



#Hellerbrand urine samples

x<-read.table("bucket_table_hellerbrand_urine.txt", as.is=T, header=T, row.names=1)

xpH<-read.table("bucket_table_hellerbrand_urine_ph.txt", as.is=T, header=T, row.names=1)



#Hellerbrand urine samples 2d

x<-read.table("bucket_table_hellerbrand_urine_2d_be.txt", as.is=T, header=T, row.names=1)



#Cell supernatant samples

x<-read.table("bucket_table_supernatant.txt", as.is=T, header=T, row.names=1)



#Example spectrum cdcl3

xs<-read.table("bucket_table_cdcl3_hr.txt", as.is=T, header=T, row.names=1)

#Example spectrum aqueous

xs<-read.table("bucket_table_aqueous_hr.txt", as.is=T, header=T, row.names=1)

#Example spectrum urine

xs<-read.table("bucket_table_urine_hr.txt", as.is=T, header=T, row.names=1)







x1<-as.matrix(t(x))

kick.out<-apply(x1,1,function(z){all(z==0)})#find zeros (zero in all samples)

x2<-x1[!kick.out,] #kick zeros out



x1pH<-as.matrix(t(xpH))

kick.out<-apply(x1pH,1,function(z){all(z==0)})#find zeros (zero in all samples)

x2pH<-x1pH[!kick.out,] #kick zeros out





#fit<-vsn2(x2) #variance stabilization

#x3=predict(fit,newdata=x2)#create an object of the same type as x2 from vsn object



#qqnorm(x3) # control

#meanSdPlot(x3) #control



#ICA - Jade Algorithmus



#Cell supernatant

ica1<-JADE(t(x2),n.comp = 12,maxiter = 12200)



a<-1

b<-2

plot(ica1$S[,a],ica1$S[,b],xlab="IC1",ylab="IC2",col="white")

points(ica1$S[1:6,a],ica1$S[1:6,b],pch=1,cex=1.5)# 

points(ica1$S[7:12,a],ica1$S[7:12,b],pch=15,col="blue",cex=1.5) # 





#Liver aqueous

ica1<-JADE(t(x2),n.comp = 3,maxiter = 12200)



#par(mfrow=c(1,2))

#plot(ica1$A[,1],ica1$A[,2])#loadings plot

frequenzenx2<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][])),4)

frequenzenx<-signif(as.numeric(sub('X........', '',dimnames(xs)[[2]])),4)



weights1<-sort.int(abs(ica1$A[,1]),decreasing=T,index.return=T)#sort loading factors

sortedweights1<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights1[,2]<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][weights1$ix])),4)

sortedweights1[,1]<-signif(ica1$A[weights1$ix,1],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights1$ix[i]

	sortedweights1[i,3]<-t.test(x2[j,1:6],x2[j,7:12])$p.value

	sortedweights1[i,4]<-t.test(x2[j,1:6],x2[j,13:18])$p.value

	sortedweights1[i,5]<-t.test(x2[j,7:12],x2[j,13:18])$p.value

}



weights2<-sort.int(abs(ica1$A[,2]),decreasing=T,index.return=T)#sort loading factors

sortedweights2<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights2[,2]<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][weights2$ix])),4)

sortedweights2[,1]<-signif(ica1$A[weights2$ix,2],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights2$ix[i]

	sortedweights2[i,3]<-t.test(x2[j,1:6],x2[j,7:12])$p.value

	sortedweights2[i,4]<-t.test(x2[j,1:6],x2[j,13:18])$p.value

	sortedweights2[i,5]<-t.test(x2[j,7:12],x2[j,13:18])$p.value

}



load("aqueous_workspace.RData")



#make a heatmap

library(compdiagTools)



hm_test<-x2

hm_test1<-hm_test*0

for(i in 1:25){hm_test1[weights1$ix[i],]<-hm_test[weights1$ix[i],]}

for(i in 1:25){hm_test1[weights2$ix[i],]<-hm_test[weights2$ix[i],]}

hm_test1<-t(hm_test1)

hm_test3=hm_test1[, colSums(hm_test1) != 0]#remove zeros



rownames(hm_test3)<-c("Control 01","Control 02","Control 03","Control 04","Control 05","Control 06","NAFLD 07","NAFLD 08","NAFLD 09","NAFLD 10","NAFLD 11","NAFLD 12","NASH 13","NASH 14","NASH 15","NASH 16","NASH 17","NASH 18")



colnames(hm_test3)<-c("5.335 ?","5.325 ?","5.315 ?","5.305 ?","3.905 Betaine","3.845 Glucose","3.835 Glucose","3.715 ?","3.495 Glucose","3.475 Glucose","3.435 Taurine","3.425 Taurine","3.415 Taurine","3.405 Glucose","3.275 Taurine","3.265 Betaine","3.255 Betaine","3.245 Betaine","2.255 ?","2.245 ?","2.055 ?","2.045 ?","1.585 ?","1.365 ?","1.355 ?","1.345 Lactate","1.335 Lactate","1.325 Lactate","1.315 ?","1.305 ?","1.295 ?","1.285 ?","1.275 ?","0.905 Ile/Leu/Val","0.895 ?","0.885 ?")



geneImager(t(hm_test3),hide.colorbar=T,width=500,height=600,annotProbes=colnames(hm_test3),annotSamples=rownames(hm_test3),dendro="probes",cluster="probes")





#Test: use only the 50 best bins

test<-ica1$S%*%t(as.matrix(ica1$A))#mixing

test1<-test*0

for(i in 1:25){test1[,weights1$ix[i]]<-test[,weights1$ix[i]]}

for(i in 1:25){test1[,weights2$ix[i]]<-test[,weights2$ix[i]]}

test2<-test1%*%t(as.matrix(ica1$W))#unmixing



par(mfrow=c(1,2))

plot(ica1$S[,1],ica1$S[,2],xlab="IC1",ylab="IC2",col="white")

points(ica1$S[1:6,1],ica1$S[1:6,2],pch=1,cex=1.5)# control

points(ica1$S[7:12,1],ica1$S[7:12,2],pch=15,col="blue",cex=1.5) # fat diet

points(ica1$S[13:18,1],ica1$S[13:18,2],pch=17,col="red",cex=1.5) # paigen diet

pdf("ica_liver_aqueous_test25.pdf")

plot(test2[,1],test2[,2],xlab="IC1",ylab="IC2",col="white")

points(test2[1:6,1],test2[1:6,2],pch=1,cex=1.5)# control

points(test2[7:12,1],test2[7:12,2],pch=15,col="blue",cex=1.5) # fat diet

points(test2[13:18,1],test2[13:18,2],pch=17,col="red",cex=1.5) # paigen diet

dev.off()



pdf("ica_aqueous_loadings.pdf")

par(mfrow=c(3,1))

plot(frequenzenx,xs[1,],type="s",xlab="Frequency /ppm",ylab="Intensity",xlim=c(8.5,1),ylim=c(0,0.002))#binspectrum

lines(x=c(3.26,3.26),y=c(0.001,0.0019))#betaine

lines(x=c(3.905,3.26),y=c(0.001,0.0019))#betaine

lines(x=c(1.335,1.335),y=c(0.001,0.0019))#lactate

lines(x=c(3.275,3.42),y=c(0.001,0.0019))#taurine

lines(x=c(0.905,0.905),y=c(0.001,0.0019))#IleLeuVal

lines(x=c(3.42,3.42),y=c(0.001,0.0019))#taurine

lines(x=c(3.405,3.84),y=c(0.001,0.0019))#glucose

lines(x=c(3.84,3.84),y=c(0.001,0.0019))#glucose

lines(x=c(3.475,3.84),y=c(0.001,0.0019))#glucose

lines(x=c(3.495,3.84),y=c(0.001,0.0019))#glucose

plot(frequenzenx2,ica1$A[,1],type="s",xlab="Frequency /ppm",ylab="Loading IC1",xlim=c(8.5,1))#,ylim=c(-.0095,.008))#loadings "spectrum"

plot(frequenzenx2,ica1$A[,2],type="s",xlab="Frequency /ppm",ylab="Loading IC2",xlim=c(8.5,1))#,ylim=c(-.0055,.008))#loadings "spectrum"

dev.off()



sortedweights1[1:25,]

sortedweights2[1:25,]

write.table(sortedweights1,file="icaweightsaqueous1.txt",sep=",",quote=F)

write.table(sortedweights2,file="icaweightsaqueous2.txt",sep=",",quote=F)



save.image(file = "aqueous_workspace.RData")



#liver aqueous 2d

ica1<-JADE(t(x2),n.comp = 2,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 3,maxiter = 12200)#

ica1<-JADE(t(x2),n.comp = 4,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 5,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 6,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 7,maxiter = 12200)



save(ica1,file="icaaqueous_2d_be_5sources.Rdata")

save(x2,file="icaaqueous_x2_2d.Rdata")

load("icaaqueous_x2_2d.Rdata")

load("icaaqueous_2d_be_4sources.Rdata")



#par(mfrow=c(1,2))

#plot(ica1$A[,1],ica1$A[,2])#loadings plot



pdf("ica_liver_aqueous_2d_4_be.pdf")

a<-3

b<-4

plot(ica1$S[,a],ica1$S[,b],xlab="IC3",ylab="IC4",col="white")

points(ica1$S[1:6,a],ica1$S[1:6,b],pch=1,cex=1.5)# control

points(ica1$S[7:12,a],ica1$S[7:12,b],pch=15,col="blue",cex=1.5) # fat diet

points(ica1$S[13:18,a],ica1$S[13:18,b],pch=17,col="red",cex=1.5) # paigen diet

dev.off()



weights1<-sort.int(abs(ica1$A[,a]),decreasing=T,index.return=T)#sort loading factors

sortedweights1<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights1[,2]<-sub('X..', '',dimnames(x2)[[1]][weights1$ix])

sortedweights1[,1]<-signif(ica1$A[weights1$ix,a],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights1$ix[i]

	sortedweights1[i,3]<-t.test(x2[j,1:6],x2[j,7:12])$p.value

	sortedweights1[i,4]<-t.test(x2[j,1:6],x2[j,13:18])$p.value

	sortedweights1[i,5]<-t.test(x2[j,7:12],x2[j,13:18])$p.value

}



weights2<-sort.int(abs(ica1$A[,b]),decreasing=T,index.return=T)#sort loading factors

sortedweights2<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights2[,2]<-sub('X..', '',dimnames(x2)[[1]][weights2$ix])

sortedweights2[,1]<-signif(ica1$A[weights2$ix,b],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights2$ix[i]

	sortedweights2[i,3]<-t.test(x2[j,1:6],x2[j,7:12])$p.value

	sortedweights2[i,4]<-t.test(x2[j,1:6],x2[j,13:18])$p.value

	sortedweights2[i,5]<-t.test(x2[j,7:12],x2[j,13:18])$p.value

}



sortedweights1[1:10,]

sortedweights2[1:10,]

write.table(sortedweights1,file="icaweightsaqueous_2d_3.txt",sep=",",quote=F)

write.table(sortedweights2,file="icaweightsaqueous_2d_4.txt",sep=",",quote=F)





#liver cdcl3 2d

ica1<-JADE(t(x2),n.comp = 2,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 3,maxiter = 12200)#

ica1<-JADE(t(x2),n.comp = 4,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 5,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 6,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 7,maxiter = 12200)



save(ica1,file="icacdcl3_2d_3sources.Rdata")



#par(mfrow=c(1,2))

#plot(ica1$A[,1],ica1$A[,2])#loadings plot



pdf("ica_liver_cdcl3_2d.pdf")

plot(ica1$S[,1],ica1$S[,2],xlab="IC1",ylab="IC2",col="white")

points(ica1$S[1:6,1],ica1$S[1:6,2],pch=1,cex=1.5)# control

points(ica1$S[7:12,1],ica1$S[7:12,2],pch=15,col="blue",cex=1.5) # fat diet

points(ica1$S[13:18,1],ica1$S[13:18,2],pch=17,col="red",cex=1.5) # paigen diet

dev.off()



weights1<-sort.int(abs(ica1$A[,1]),decreasing=T,index.return=T)#sort loading factors

sortedweights1<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights1[,2]<-sub('X..', '',dimnames(x2)[[1]][weights1$ix])

sortedweights1[,1]<-signif(ica1$A[weights1$ix,1],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights1$ix[i]

	sortedweights1[i,3]<-t.test(x2[j,1:6],x2[j,7:12])$p.value

	sortedweights1[i,4]<-t.test(x2[j,1:6],x2[j,13:18])$p.value

	sortedweights1[i,5]<-t.test(x2[j,7:12],x2[j,13:18])$p.value

}



weights2<-sort.int(abs(ica1$A[,2]),decreasing=T,index.return=T)#sort loading factors

sortedweights2<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights2[,2]<-sub('X..', '',dimnames(x2)[[1]][weights2$ix])

sortedweights2[,1]<-signif(ica1$A[weights2$ix,2],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights2$ix[i]

	sortedweights2[i,3]<-t.test(x2[j,1:6],x2[j,7:12])$p.value

	sortedweights2[i,4]<-t.test(x2[j,1:6],x2[j,13:18])$p.value

	sortedweights2[i,5]<-t.test(x2[j,7:12],x2[j,13:18])$p.value

}



sortedweights1[1:10,]

sortedweights2[1:10,]

write.table(sortedweights1,file="icaweightscdcl3_2d_1.txt",sep=",",quote=F)

write.table(sortedweights2,file="icaweightscdcl3_2d_2.txt",sep=",",quote=F)



#liver cdcl3

ica1<-JADE(t(x2),n.comp = 2,maxiter = 12200)

#par(mfrow=c(1,2))

#plot(ica1$A[,1],ica1$A[,2])#loadings plot

frequenzenx2<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][])),4)

frequenzenx<-signif(as.numeric(sub('X........', '',dimnames(xs)[[2]])),4)



weights1<-sort.int(abs(ica1$A[,1]),decreasing=T,index.return=T)#sort loading factors

sortedweights1<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights1[,2]<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][weights1$ix])),4)

sortedweights1[,1]<-signif(ica1$A[weights1$ix,1],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights1$ix[i]

	sortedweights1[i,3]<-t.test(x2[j,1:6],x2[j,7:12])$p.value

	sortedweights1[i,4]<-t.test(x2[j,1:6],x2[j,13:18])$p.value

	sortedweights1[i,5]<-t.test(x2[j,7:12],x2[j,13:18])$p.value

}



weights2<-sort.int(abs(ica1$A[,2]),decreasing=T,index.return=T)#sort loading factors

sortedweights2<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights2[,2]<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][weights2$ix])),4)

sortedweights2[,1]<-signif(ica1$A[weights2$ix,2],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights2$ix[i]

	sortedweights2[i,3]<-t.test(x2[j,1:6],x2[j,7:12])$p.value

	sortedweights2[i,4]<-t.test(x2[j,1:6],x2[j,13:18])$p.value

	sortedweights2[i,5]<-t.test(x2[j,7:12],x2[j,13:18])$p.value

}



save.image(file = "cdcl3_workspace.RData")

load("cdcl3_workspace.RData")



#test: use only the 50 best bins

test<-ica1$S%*%t(as.matrix(ica1$A))#mixing

test1<-test*0

for(i in 1:25){test1[,weights1$ix[i]]<-test[,weights1$ix[i]]}

for(i in 1:25){test1[,weights2$ix[i]]<-test[,weights2$ix[i]]}

test2<-test1%*%t(as.matrix(ica1$W))#unmixing



#make a heatmap

library(compdiagTools)



hm_test<-x2

hm_test1<-hm_test*0

for(i in 1:25){hm_test1[weights1$ix[i],]<-hm_test[weights1$ix[i],]}

for(i in 1:25){hm_test1[weights2$ix[i],]<-hm_test[weights2$ix[i],]}

hm_test1<-t(hm_test1)

hm_test3=hm_test1[, colSums(hm_test1) != 0]#remove zeros



rownames(hm_test3)<-c("Control 01","Control 02","Control 03","Control 04","Control 05","Control 06","Steatosis 07","Steatosis 08","Steatosis 09","Steatosis 10","Steatosis 11","Steatosis 12","NASH 13","NASH 14","NASH 15","NASH 16","NASH 17","NASH 18")



colnames(hm_test3)<-c("5.375 Methene","5.365 Methene","2.775 Diallylic","2.765 Diallylic","2.265 ?","2.065 Allylic","2.055 Allylic","2.045 Allylic","2.035 Allylic","2.015 Allylic","2.005 Allylic","1.995 Allylic","1.845 ?","1.365 Methylene","1.355 Methylene","1.345 Methylene","1.335 Methylene","1.305 Methylene","1.295 Methylene","1.285 Methylene","1.275 Methylene","1.265 Methylene","1.255 Methylene","1.245 Methylene","1.135 ?","1.025 Cholesterol ester","1.015 Cholesterol ester","0.925 Methyl","0.915 Methyl","0.905 Methyl","0.895 Methyl","0.885 Methyl","0.875 Methyl","0.865 Methyl","0.855 Methyl","0.675 Total cholesterol")





#heatmap(t(hm_test3))#,scale="column")#make a heatmap

geneImager(t(hm_test3),hide.colorbar=T,width=500,height=600,annotProbes=colnames(hm_test3),annotSamples=rownames(hm_test3))



dev.copy2pdf(file="test.pdf")



par(mfrow=c(1,2))

plot(ica1$S[,1],ica1$S[,2],xlab="IC1",ylab="IC2",col="white")

points(ica1$S[1:6,1],ica1$S[1:6,2],pch=1,cex=1.5)# control

points(ica1$S[7:12,1],ica1$S[7:12,2],pch=15,col="blue",cex=1.5) # fat diet

points(ica1$S[13:18,1],ica1$S[13:18,2],pch=17,col="red",cex=1.5) # paigen diet

pdf("ica_liver_cdcl3_test25bins.pdf")

plot(test2[,1],test2[,2],xlab="IC1",ylab="IC2",col="white")

points(test2[1:6,1],test2[1:6,2],pch=1,cex=1.5)# control

points(test2[7:12,1],test2[7:12,2],pch=15,col="blue",cex=1.5) # fat diet

points(test2[13:18,1],test2[13:18,2],pch=17,col="red",cex=1.5) # paigen diet

dev.off()



pdf("ica_liver_cdcl3_loadings.pdf")

par(mfrow=c(3,1))

plot(frequenzenx,xs[1,],type="s",xlab="Frequency /ppm",ylab="Intensity",xlim=c(5.3,0.75),ylim=c(0,0.008))#binspectrum

lines(x=c(0.675,0.675),y=c(0.0025,0.0075))#total cholesterol

lines(x=c(1.02,1.02),y=c(0.0025,0.0075))#cholesterol ester

plot(frequenzenx2,ica1$A[,1],type="s",xlab="Frequency /ppm",ylab="Loading IC1",xlim=c(5.3,0.75))#,ylim=c(-.0011,.0025))#loadings "spectrum"

plot(frequenzenx2,ica1$A[,2],type="s",xlab="Frequency /ppm",ylab="Loading IC2",xlim=c(5.3,0.75))#,ylim=c(-.0065,.005))#loadings "spectrum"

dev.off()



sortedweights1[1:10,]

sortedweights2[1:10,]

write.table(sortedweights1,file="icaweightscdcl31.txt",sep=",",quote=F)

write.table(sortedweights2,file="icaweightscdcl32.txt",sep=",",quote=F)



#urine



ica1<-JADE(t(x2),n.comp = 5,maxiter = 12200)

ica1pH<-JADE(t(x2pH),n.comp = 6,maxiter = 12200)

#par(mfrow=c(1,2))

#plot(ica1$A[,5],ica1$A[,4])#loadings plot



#use ratios



#ratios=mat.or.vec(length(x2[,1])/2*(length(x2[,1])-1)/2,length(x2[1,]))

ratios=mat.or.vec(701*700,length(x2[1,]))

i_counter=0

for (i in 1:701){

for (j in 1:701){

#length(x2[,1])/2

if (i != j){

i_counter=i_counter+1

for (k in 1:length(x2[1,])){

ratios[i_counter,k]=x2[i,k]*x2[j,k]

#i+(j-1)*length(x2[,1])

}

}

}

}



pcaratios<-prcomp(t(ratios))

	plot(pcaratios$x[,1],pcaratios$x[,2],xlab="PC1",ylab="PC2",col="white")

	points(pcaratios$x[1:5,1],pcaratios$x[1:5,2],pch=19,cex=1.5)# control

	points(pcaratios$x[6:9,1],pcaratios$x[6:9,2],pch="o",cex=1.5)# control

	points(pcaratios$x[10:13,1],pcaratios$x[10:13,2],pch=15,col="blue",cex=1.5) # fat diet

	points(pcaratios$x[14:18,1],pcaratios$x[14:18,2],pch=17,col="red",cex=1.5) # paigen diet





icaratios<-JADE(t(ratios),n.comp = 5,maxiter = 12000200)

icaratios2<-fastICA(t(ratios),n.comp = 5,maxit = 12000200,alg.typ = "deflation")

#too many entries, reduce them by sorting by anova value?

aa=1

ab=5

plot(icaratios$S[,aa],icaratios$S[,ab],xlab="IC5",ylab="IC4",col="white")

points(icaratios$S[1:5,aa],icaratios$S[1:5,ab],pch=19,cex=1.5)# control 1

points(icaratios$S[6:9,aa],icaratios$S[6:9,ab],pch=1,cex=1.5)# control 2

points(icaratios$S[10:13,aa],icaratios$S[10:13,ab],pch=15,col="blue",cex=1.5) # fat diet

points(icaratios$S[14:18,aa],icaratios$S[14:18,ab],pch=17,col="red",cex=1.5) # paigen diet







pdf("ica_urine_2cohorts_pH.pdf")

aa=4

ab=5

plot(ica1pH$S[,aa],ica1pH$S[,ab],xlab="IC4",ylab="IC5",col="white")

points(ica1pH$S[1:5,aa],ica1pH$S[1:5,ab],pch=19,cex=1.5)# control 1

points(ica1pH$S[6:9,aa],ica1pH$S[6:9,ab],pch=1,cex=1.5)# control 2

points(ica1pH$S[10:13,aa],ica1pH$S[10:13,ab],pch=15,col="blue",cex=1.5) # fat diet

points(ica1pH$S[14:18,aa],ica1pH$S[14:18,ab],pch=17,col="red",cex=1.5) # paigen diet

dev.off()



pdf("ica_urine_2cohorts.pdf")

aa=5

ab=4

plot(ica1$S[,aa],ica1$S[,ab],xlab="IC5",ylab="IC4",col="white")

points(ica1$S[1:5,aa],ica1$S[1:5,ab],pch=19,cex=1.5)# control 1

points(ica1$S[6:9,aa],ica1$S[6:9,ab],pch=1,cex=1.5)# control 2

points(ica1$S[10:13,aa],ica1$S[10:13,ab],pch=15,col="blue",cex=1.5) # fat diet

points(ica1$S[14:18,aa],ica1$S[14:18,ab],pch=17,col="red",cex=1.5) # paigen diet

dev.off()





	#pca for comparison

	pca1<-prcomp(t(x2))

	pdf("pca_urine.pdf")

	plot(pca1$x[,1],pca1$x[,2],xlab="PC1",ylab="PC2",col="white")

	points(pca1$x[1:5,1],pca1$x[1:5,2],pch=19,cex=1.5)# control

	points(pca1$x[6:9,1],pca1$x[6:9,2],pch="o",cex=1.5)# control

	points(pca1$x[10:13,1],pca1$x[10:13,2],pch=15,col="blue",cex=1.5) # fat diet

	points(pca1$x[14:18,1],pca1$x[14:18,2],pch=17,col="red",cex=1.5) # paigen diet

	dev.off()



	plot(pca1$x[,3],pca1$x[,4],xlab="PC3",ylab="PC4",col="white")

	points(pca1$x[1:5,3],pca1$x[1:5,4],pch=19,cex=1.5)# control

	points(pca1$x[6:9,3],pca1$x[6:9,4],pch="o",cex=1.5)# control

	points(pca1$x[10:13,3],pca1$x[10:13,4],pch=15,col="blue",cex=1.5) # fat diet

	points(pca1$x[14:18,3],pca1$x[14:18,4],pch=17,col="red",cex=1.5) # paigen diet



	plot(pca1$x[,1],pca1$x[,4],xlab="PC1",ylab="PC4",col="white")

	points(pca1$x[1:5,1],pca1$x[1:5,4],pch=19,cex=1.5)# control

	points(pca1$x[6:9,1],pca1$x[6:9,4],pch="o",cex=1.5)# control

	points(pca1$x[10:13,1],pca1$x[10:13,4],pch=15,col="blue",cex=1.5) # fat diet

	points(pca1$x[14:18,1],pca1$x[14:18,4],pch=17,col="red",cex=1.5) # paigen diet



	plot(pca1$x[,5],pca1$x[,6],xlab="PC5",ylab="PC6",col="white")

	points(pca1$x[1:5,5],pca1$x[1:5,6],pch=19,cex=1.5)# control

	points(pca1$x[6:9,5],pca1$x[6:9,6],pch="o",cex=1.5)# control

	points(pca1$x[10:13,5],pca1$x[10:13,6],pch=15,col="blue",cex=1.5) # fat diet

	points(pca1$x[14:18,5],pca1$x[14:18,6],pch=17,col="red",cex=1.5) # paigen diet





frequenzenx2<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][])),4)

frequenzenx<-signif(as.numeric(sub('X........', '',dimnames(xs)[[2]])),4)



weights1<-sort.int(abs(ica1$A[,5]),decreasing=T,index.return=T)#sort loading factors

sortedweights1<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights1[,2]<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][weights1$ix])),4)

sortedweights1[,1]<-signif(ica1$A[weights1$ix,5],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights1$ix[i]

	sortedweights1[i,3]<-t.test(x2[j,1:9],x2[j,10:13])$p.value

	sortedweights1[i,4]<-t.test(x2[j,1:9],x2[j,14:18])$p.value

	sortedweights1[i,5]<-t.test(x2[j,10:13],x2[j,14:18])$p.value

}



weights2<-sort.int(abs(ica1$A[,4]),decreasing=T,index.return=T)#sort loading factors

sortedweights2<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights2[,2]<-signif(as.numeric(sub('X........', '',dimnames(x2)[[1]][weights2$ix])),4)

sortedweights2[,1]<-signif(ica1$A[weights2$ix,4],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights2$ix[i]

	sortedweights2[i,3]<-t.test(x2[j,1:9],x2[j,10:13])$p.value

	sortedweights2[i,4]<-t.test(x2[j,1:9],x2[j,14:18])$p.value

	sortedweights2[i,5]<-t.test(x2[j,10:13],x2[j,14:18])$p.value

}



save.image(file = "urine_workspace.RData")

load("urine_workspace.RData")



#make a heatmap

library(compdiagTools)



hm_test<-x2

hm_test1<-hm_test*0

for(i in 1:25){hm_test1[weights1$ix[i],]<-hm_test[weights1$ix[i],]}

for(i in 1:25){hm_test1[weights2$ix[i],]<-hm_test[weights2$ix[i],]}

hm_test1<-t(hm_test1)

hm_test3=hm_test1[, colSums(hm_test1) != 0]#remove zeros



rownames(hm_test3)<-c("Control 18","Control 19","Control 20","Control 21","Control 22","Control 01","Control 03","Control 04","Control 06","NAFLD 10","NAFLD 11","NAFLD 12","NAFLD 09","NASH 13","NASH 14","NASH 15","NASH 16","NASH 17")



colnames(hm_test3)<-c("7.365 Phenylalanine","4.515 Ascorbate","4.065 Creatinine","4.055 Creatinine","4.025 Ascorbate","3.935 Phosphocreatine","3.775 Ascorbate","3.765 Ascorbate","3.755 Ascorbate","3.745 Ascorbate","3.735 Ascorbate","3.685 ?","3.675 ?","3.445 Taurine","3.435 Taurine","3.425 Taurine","3.415 Taurine","3.275 Taurine","3.265 TMAO","3.255 Taurine","3.145 Ethanolamine","3.045 Creatinine","3.035 Phosphocreatine","2.895 TMA","2.885 TMA","2.725 ?","2.715 Citrate","2.695 Citrate","2.685 Citrate","2.575 Citrate","2.555 Citrate","2.545 Citrate","2.305 ?","2.295 ?","1.875 ?","1.245 ?","1.235 ?","0.925 Leucine")



geneImager(t(hm_test3),hide.colorbar=T,width=500,height=600,annotProbes=colnames(hm_test3),annotSamples=rownames(hm_test3),dendro="probes",cluster="probes")





#test: use only the 50 best bins

test<-ica1$S%*%t(as.matrix(ica1$A))#mixing

test1<-test*0

for(i in 1:25){test1[,weights1$ix[i]]<-test[,weights1$ix[i]]}

for(i in 1:25){test1[,weights2$ix[i]]<-test[,weights2$ix[i]]}

test2<-test1%*%t(as.matrix(ica1$W))#unmixing



#par(mfrow=c(1,2))



pdf("ica_urine_test25.pdf")

plot(test2[,5],test2[,4],xlab="IC5",ylab="IC4",col="white")

points(test2[1:9,5],test2[1:9,4],pch=1,cex=1.5)# control

points(test2[10:13,5],test2[10:13,4],pch=15,col="blue",cex=1.5) # fat diet

points(test2[14:18,5],test2[14:18,4],pch=17,col="red",cex=1.5) # paigen diet

dev.off()



pdf("ica_urine_loadings.pdf")

par(mfrow=c(3,1))

plot(frequenzenx,xs[1,],type="s",xlab="Frequency /ppm",ylab="Intensity",xlim=c(8.7,1),ylim=c(0,0.003))#binspectrum

lines(x=c(3.43,3.43),y=c(0.002,0.0029))#taurine

lines(x=c(3.255,3.43),y=c(0.002,0.0029))#taurine

lines(x=c(3.27,3.27),y=c(0.002,0.0029))#TMAO

lines(x=c(2.895,2.895),y=c(0.002,0.0029))#TMA

lines(x=c(4.055,4.055),y=c(0.002,0.0029))#Creatinine

lines(x=c(3.045,4.055),y=c(0.002,0.0029))#Creatinine

lines(x=c(3.935,3.935),y=c(0.002,0.0029))#PhCrea

lines(x=c(3.035,3.935),y=c(0.002,0.0029))#PhCrea

lines(x=c(3.74,4.515),y=c(0.002,0.0029))#Asc

lines(x=c(4.515,4.515),y=c(0.002,0.0029))#Asc

lines(x=c(4.025,4.515),y=c(0.002,0.0029))#Asc

lines(x=c(3.775,4.515),y=c(0.002,0.0029))#Asc

lines(x=c(2.695,2.695),y=c(0.002,0.0029))#Citr

lines(x=c(2.555,2.695),y=c(0.002,0.0029))#citr

lines(x=c(3.145,3.145),y=c(0.002,0.0029))#etham

lines(x=c(7.365,7.365),y=c(0.002,0.0029))#Phe

lines(x=c(0.925,0.925),y=c(0.002,0.0029))#Leu

plot(frequenzenx2,ica1$A[,5],type="s",xlab="Frequency /ppm",ylab="Loading IC5",xlim=c(8.7,1))#,ylim=c(-.001,.006))#loadings "spectrum"

plot(frequenzenx2,ica1$A[,4],type="s",xlab="Frequency /ppm",ylab="Loading IC4",xlim=c(8.7,1))#,ylim=c(-.004,.002))#loadings "spectrum"

dev.off()



sortedweights1[1:10,]

sortedweights2[1:10,]

write.table(sortedweights1,file="icaweightsurine1.txt",sep=",",quote=F)

write.table(sortedweights2,file="icaweightsurine2.txt",sep=",",quote=F)



#urine 2d

ica1<-JADE(t(x2),n.comp = 5,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 6,maxiter = 12200)

ica1<-JADE(t(x2),n.comp = 4,maxiter = 12200)#

ica1<-JADE(t(x2),n.comp = 3,maxiter = 12200)

#par(mfrow=c(1,2))

#plot(ica1$A[,5],ica1$A[,4])#loadings plot



save(x2,file="x2urine_2d.Rdata")

save(ica1,file="icaurine_2d_5sources_be.Rdata")

save(ica1,file="icaurine_2d_6sources.Rdata")

save(ica1,file="icaurine_2d_4sources_be.Rdata")

save(ica1,file="icaurine_2d_3sources.Rdata")

load("icaurine_2d_4sources_be.Rdata")



pdf("ica_urine_2d_be.pdf")

a<-3

b<-4

plot(ica1$S[,a],ica1$S[,b],xlab="IC3",ylab="IC4",col="white")

points(ica1$S[1:9,a],ica1$S[1:9,b],pch=1,cex=1.5)# control

points(ica1$S[10:13,a],ica1$S[10:13,b],pch=15,col="blue",cex=1.5) # fat diet

points(ica1$S[14:18,a],ica1$S[14:18,b],pch=17,col="red",cex=1.5) # paigen diet

dev.off()





weights1<-sort.int(abs(ica1$A[,a]),decreasing=T,index.return=T)#sort loading factors

sortedweights1<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights1[,2]<-sub('X..', '',dimnames(x2)[[1]][weights1$ix])

sortedweights1[,1]<-signif(ica1$A[weights1$ix,a],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights1$ix[i]

	sortedweights1[i,3]<-t.test(x2[j,1:9],x2[j,10:13])$p.value

	sortedweights1[i,4]<-t.test(x2[j,1:9],x2[j,14:18])$p.value

	sortedweights1[i,5]<-t.test(x2[j,10:13],x2[j,14:18])$p.value

}



weights2<-sort.int(abs(ica1$A[,b]),decreasing=T,index.return=T)#sort loading factors

sortedweights2<-matrix(data=NA,length(x2[,1]),5,dimnames=list(1:length(x2[,1]),c("Factor", "Frequency","P-value c/f","P-value c/p","P-value f/p")))

sortedweights2[,2]<-sub('X..', '',dimnames(x2)[[1]][weights2$ix])

sortedweights2[,1]<-signif(ica1$A[weights2$ix,b],digits=5)#loading factors

for (i in 1:length(x2[,1])){

	j<-weights2$ix[i]

	sortedweights2[i,3]<-t.test(x2[j,1:9],x2[j,10:13])$p.value

	sortedweights2[i,4]<-t.test(x2[j,1:9],x2[j,14:18])$p.value

	sortedweights2[i,5]<-t.test(x2[j,10:13],x2[j,14:18])$p.value

}





sortedweights1[1:10,]

sortedweights2[1:10,]

write.table(sortedweights1,file="icaweightsurine1_2d.txt",sep=",",quote=F)

write.table(sortedweights2,file="icaweightsurine2_2d.txt",sep=",",quote=F)





#A: The estimated mixing matrix.

#W : The estimated unmixing matrix.

#S : Dataframe with the estimated independent components.





#Calculation of p-values

library(multtest)

l1<-numeric(92)

for (i in 45:92){l1[i]=1} # setting of labels

t<-mt.teststat(x3[,1:92],classlabel=l1,test="t") # only first 2 groups

pt<-2*pt(-abs(t),df=90)

hist(pt,50) 



#M-A-Plot



x2med<-apply(x2[,1:18],1,median)

x3med<-apply(x3[,1:18],1,median)

par(mfrow=c(3,4))

for(k in 1:6){

    plot(rank(x2med),x2[,3*k]-x2med)

    plot(rank(x3med),x3[,3*k]-x3med)

}

#plot(rank(x2med),x2[,1]-x2[,7])

#plot(rank(x3med),x3[,1]-x3[,7])

#plot(rank(x2med),x2[,2]-x2[,13])

#plot(rank(x3med),x3[,2]-x3[,13])



#loga<-log2(x3[,1])

#logamed<-apply(loga,1,median)

#plot(loga[,1]+logamed/2,loga[,1]-logamed)



#PCA-analysis



#liver aqueous

pc1<-prcomp(t(x2))#without variance stabilization

plot(pc1$x[1:6,1],pc1$x[1:6,2],xlab="PC1",ylab="PC2",col="blue",xlim=c(-.06,.07),ylim=c(-.05,.05)) 

points(pc1$x[7:12,1],pc1$x[7:12,2],pch=19,col="orange") # fat diet

points(pc1$x[13:18,1],pc1$x[13:18,2],pch=19,col="red") # paigen diet



#urine

pc1<-prcomp(t(x2))#without variance stabilization, urine

plot(pc1$x[,1],pc1$x[,2],xlab="PC1",ylab="PC2",col="blue")

points(pc1$x[10:13,1],pc1$x[10:13,2],pch=19,col="orange") # fat diet

points(pc1$x[14:18,1],pc1$x[14:18,2],pch=19,col="red") # paigen diet



#supernatant

pc1<-prcomp(t(x2))#without variance stabilization

plot(pc1$x[1:12,1],pc1$x[1:12,2],xlab="PC1",ylab="PC2",col="blue")

points(pc1$x[7:12,1],pc1$x[7:12,2],pch=19,col="orange") 



pc1<-prcomp(t(x3))#with variance stabilization

plot(pc1$x[1:12,1],pc1$x[1:12,2],xlab="PC1",ylab="PC2",col="blue")

points(pc1$x[7:12,1],pc1$x[7:12,2],pch=19,col="orange")












R code/R-scripts_Partial_Correlations_PCcor_msk.txt

# This file contains functions for calculating partial correlations in samples



#Pcorr function

Pcorr_msk<-function (x,n,exclusions,fdr_factor) # x = metabolite concentrations, 

# n = threshold for selection (corrected p-values e.g. 0.05 means false discovery rate of 5 percent)

# exclusions = pairs of variables that shall not be compared, e.g. because of too few common values

# usage: c(2,5) or c(2,5,2,6) to exclude 2/5 or 2/5 and 2/6

# fdr_factor = p-value for the desired significance level (if know). if set to 0, an FDR will be calculated

{

   if (length(exclusions)%%2==1)

   {

    stop("Exclusions parameter list has odd length, but should consist of pairs of variables.")

   }

   #First do calculation of normal Pearson correlation coefficents

   pearson_corr0=matrix(NA,length(x[1,]),length(x[1,])) # define matrix for normal pearson corr

   pvalue_pears0=matrix(NA,length(x[1,]),length(x[1,])) # define matrix for pearson p-values

   for(i in 1:length(x[1,]))

   {

      for(j in 1:length(x[1,]))

      {

	 exclude_flag<-0

	 if (length(exclusions)!=0)

	 {

		for(i_exclude_flag in 1:(length(exclusions)/2))

		{

		 #cat(i,j,i_exclude_flag,exclusions[2*i_exclude_flag-1],"\n")

		 if (exclusions[2*i_exclude_flag-1]==i&&exclusions[2*i_exclude_flag]==j)

		 {

		  exclude_flag<-1

		 }

		 if (exclusions[2*i_exclude_flag-1]==j&&exclusions[2*i_exclude_flag]==i)

		 {

		  exclude_flag<-1

		 }

		}

	 }

	 if (exclude_flag==0)

	 {

		#cat(i,j,"\n")

		pearson_corr0[i,j]=cor.test(as.numeric(x[,i]),as.numeric(x[,j]),method="pearson",alternative="two.sided")$estimate

		pvalue_pears0[i,j]=cor.test(as.numeric(x[,i]),as.numeric(x[,j]),method="pearson",alternative="two.sided")$p.value

	 }

      }

   }

   # Do correction of calculated p-values for multiple testing

   if(fdr_factor==0)

   {

    pAdjusted_pears<-mt.rawp2adjp(pvalue_pears0,proc=c("BH")) # according to false discovery rate; Benjamini Hochberg

    pcs<-sort(as.vector(abs(pearson_corr0)),decreasing=T) # sort original correlation values

    pcs2<-sort(as.vector(abs(pvalue_pears0)),decreasing=F) # sort original p-values

    for(i in 1:length(pcs))

    {

     if (pAdjusted_pears$adjp[i,2]<n)

     {

       sel=i # select rank of last p-value smaller than threshold

     }

    }

    pcs_sel<-pcs[sel] #minimal selected correlation value

    pcs2_sel<-pcs2[sel] #maximal selected p-value

    cat("Significance levels for an FDR of", n, ": Pearson R >=",pcs_sel,", p-value <=",pcs2_sel, "\n")

   }

   if(fdr_factor!=0)

   {

    pcs2_sel<-fdr_factor

    cat("Significance level manually set to p-value <=",pcs2_sel, "\n")

   }

   # Do partial correlations

   pvalue_pears1<-pvalue_pears0

   pearson_corr1<-pearson_corr0

   pvalue_pears2<-pvalue_pears0

   pearson_corr2<-pearson_corr0

   signif_0order<-matrix(0,length(x[1,]),length(x[1,]))

   signif_1order<-matrix(0,length(x[1,]),length(x[1,]))

   signif_2order<-matrix(0,length(x[1,]),length(x[1,]))



   for (i in 1:length(x[1,]))

   {

      for (j in i:length(x[1,]))#save computation time by calculating only below the diagonal

      {

	  if (!identical(pearson_corr0[i,j],as.numeric(NA))) #exclusions

	  { 

	     if (pvalue_pears0[i,j]<=pcs2_sel)

	     {

	      signif_0order[i,j]<-sign(pearson_corr0[i,j])

	      signif_1order[i,j]<-sign(pearson_corr0[i,j])

	      signif_2order[i,j]<-sign(pearson_corr0[i,j])

	      signif_0order[j,i]<-sign(pearson_corr0[i,j])

	      signif_1order[j,i]<-sign(pearson_corr0[i,j])

	      signif_2order[j,i]<-sign(pearson_corr0[i,j])



            #check for significant other correlations of the two metabolites of a

            #given binary correlation

            hold=0

            hold_s<-matrix(NA, length(x[1,]),2)

            tt<-matrix(NA, length(x[1,]),2)

            for (k in 1:length(x[1,]))

            {

             # check whether I find  metabolites that significantly correlate with both i and j

		 if (!identical(pearson_corr0[i,k],as.numeric(NA))) #exclusions

		 {

		  if (!identical(pearson_corr0[j,k],as.numeric(NA))) #exclusions

		  {

		   #cat(pearson_corr0[i,k],pearson_corr0[j,k],is(pearson_corr0[i,k]),is(pearson_corr0[j,k]),"\n")

               if ((pvalue_pears0[i,k]<=pcs2_sel)&&(pvalue_pears0[j,k]<=pcs2_sel)&&(k!=i)&&(k!=j))

               {

                hold=hold+1

                hold_s[hold,1]<-k # position

                hold_s[hold,2]<-abs(pearson_corr0[i,k])*abs(pearson_corr0[j,k]) # product correlation value

               }

		  }

		 }

            }

            # cat("i=",i,"j=",j,"hold_s_1=",hold_s[,1],"hold_s_2=", hold_s[,2], "\n")

            tt<-hold_s[order(hold_s[,2],decreasing=T),]

            # cat("tt",tt[,1],"\n")

            hold_s<-tt

            # cat("hold_s",hold_s[1:hold,1],"\n")

            # in case that significant other correlations were found calculate partial correlations

            if ((hold!=0)&&(i!=j))

            {

              #cat("i=",i,"j=",j,"hold_s=",hold_s[1:hold,1],"par_cor=",par_cor[i,j],"par_p=",par_p[i,j],"cor=",pearson_corr0[i,j],"p=",pvalue_pears0[i,j],"\n")

              for (i_hold in 1:hold)

		  {

			#cat("\n",i,j, hold_s[i_hold]," ")

              	z<-pcor.test(x[,i],x[,j],x[,hold_s[i_hold,1]], use="rec",na.rm=F)

			#if(z$p.value>pvalue_pears1[i,j])

			#{

			#	pvalue_pears1[i,j]<-z$p.value #store smallest p-value and matching correlation

			#	pearson_corr1[i,j]<-z$estimate

			#}

			if (!identical(z$p.value,NaN)) #exclude NaNs

			{

			 if (sign(z$estimate)!= sign(pearson_corr0[i,j]))  #did the correlation change signs?

			 {

		  	 signif_1order[i,j]<-0 #set significance to 0 in case p-value is too large

		  	 signif_2order[i,j]<-0 #set significance to 0 in case p-value is too large

			 pvalue_pears1[i,j]<-z$p.value #store smallest p-value and matching correlation

			 pearson_corr1[i,j]<-z$estimate

			 pvalue_pears2[i,j]<-z$p.value #store smallest p-value and matching correlation

			 pearson_corr2[i,j]<-z$estimate

		  	 signif_1order[j,i]<-0 #set significance to 0 in case p-value is too large

		  	 signif_2order[j,i]<-0 #set significance to 0 in case p-value is too large

			 pvalue_pears1[j,i]<-z$p.value #store smallest p-value and matching correlation

			 pearson_corr1[j,i]<-z$estimate

			 pvalue_pears2[j,i]<-z$p.value #store smallest p-value and matching correlation

			 pearson_corr2[j,i]<-z$estimate

			 if (z$p.value<=pcs2_sel)

			 {

			  cat("Change of correlation sign, new correlation significant","i=",i,"j=",j,"\n")

			 }

			 break

			}

			#cat(z$p.value)

              	if (z$p.value>pcs2_sel)#p-value too large?

		  	{

		  	 signif_1order[i,j]<-0 #set significance to 0 in case p-value is too large

		  	 signif_2order[i,j]<-0 #set significance to 0 in case p-value is too large

			 pvalue_pears1[i,j]<-z$p.value #store smallest p-value and matching correlation

			 pearson_corr1[i,j]<-z$estimate

			 pvalue_pears2[i,j]<-z$p.value #store smallest p-value and matching correlation

			 pearson_corr2[i,j]<-z$estimate

		  	 signif_1order[j,i]<-0 #set significance to 0 in case p-value is too large

		  	 signif_2order[j,i]<-0 #set significance to 0 in case p-value is too large

			 pvalue_pears1[j,i]<-z$p.value #store smallest p-value and matching correlation

			 pearson_corr1[j,i]<-z$estimate

			 pvalue_pears2[j,i]<-z$p.value #store smallest p-value and matching correlation

			 pearson_corr2[j,i]<-z$estimate

			 break

			}

              	#par_cor[i,j]<-z$estimate #partial correlation  coefficient

              	#par_p[i,j]<-z$p.value # p_value for partial correlation coefficient

              	#cat("i=",i,"j=",j,"hold_s=",hold_s[i_hold,1],"par_cor=",z$estimate,"par_p=",z$p.value,"cor=",pearson_corr0[i,j],"p=",pvalue_pears0[i,j],"\n")

			}

		  }

		  if (signif_1order[i,j]==1&&(hold>1)) #if the correlation is still significant, check higher orders (only possible if more than 1 shared correlation

		  {

			for (i_hold in 1:hold)

			{for (j_hold in i_hold:hold)

			{if (i_hold!=j_hold)

			{

      	        	z<-pcor.test(x[,i],x[,j],x[,hold_s[c(i_hold,j_hold),1]], use="rec",na.rm=F)

				if (!identical(z$p.value,NaN)) #exclude NaNs

				{

				if (sign(z$estimate)!= sign(pearson_corr0[i,j]))  #did the correlation change signs?

				{

		  		signif_2order[i,j]<-0 #set significance to 0 in case p-value is too large

				pvalue_pears2[i,j]<-z$p.value #store smallest p-value and matching correlation

				pearson_corr2[i,j]<-z$estimate

		  		signif_2order[j,i]<-0 #set significance to 0 in case p-value is too large

				pvalue_pears2[j,i]<-z$p.value #store smallest p-value and matching correlation

				pearson_corr2[j,i]<-z$estimate

				if (z$p.value<=pcs2_sel)

				{

				cat("Change of correlation sign, new correlation significant","i=",i,"j=",j,"\n")

				}

				break

				}

            	  	if (z$p.value>pcs2_sel)#p-value too large?

		  		{

			  	signif_2order[i,j]<-0 #set significance to 0 in case p-value is too large

				pvalue_pears2[i,j]<-z$p.value #store smallest p-value and matching correlation

				pearson_corr2[i,j]<-z$estimate

			  	signif_2order[j,i]<-0 #set significance to 0 in case p-value is too large

				pvalue_pears2[j,i]<-z$p.value #store smallest p-value and matching correlation

				pearson_corr2[j,i]<-z$estimate

				break

				}

            	  	#par_cor[i,j]<-z$estimate #partial correlation  coefficient

              		#par_p[i,j]<-z$p.value # p_value for partial correlation coefficient

	              	#cat("i=",i,"j=",j,"hold_s=",hold_s[c(i_hold,j_hold),1],"par_cor=",z$estimate,"par_p=",z$p.value,"cor=",pearson_corr0[i,j],"p=",pvalue_pears0[i,j],"\n")

				}

			}

			}

			}

		  }

            }

	      } # end of checking if i and j are significantly correlated

	    } # end of checking if correlation (i,j) was NaN (excluded)

      } # finished loop j

   } # finished loop i

   result<-data.frame(pearson_corr0,pvalue_pears0,pearson_corr1,pvalue_pears1,pearson_corr2,pvalue_pears2,signif_0order,signif_1order,signif_2order)



   return(result)

}








R code/R-scripts_pearson_correlations.txt

#Correction for False Discovery Rate (FDR) according to Benjamini and Hochberg (BH)



#The BH-p-value is the FDR, i.e. if you take all values below BH-p-value 0.1, 

#you get a 10 % FDR. A BH-value is unequivocally connected to a p-value, and this one is 

#unequivocal connected to a Pearson correlation coefficient.

#In our case it is therefore sufficient to check to which p-value the desired FDR corresponds, and to which 

#Pearson R this corresponds. Then you just need to mark all fields that are larger than this R. 

#Actually it is sufficient to just check the rank where the desired FDR value is written in the matrix

#and then check the Pearson R of the same rank.



#This is now performed automatically by the function Pcorr_msk. Significant Matrix values are stored as 

#1 and -1, respectively, in the output "0order" of the function. Additionally, partial correlation are

#calculated to remove "false correlations. The new significant correlations are stored in 

#"1order" (correction of 1. order) and "2order", respectively.





setwd("/home/klm09189/R/Mega-M")

library (multtest)

source("pcor.R",local=F ) #partial correlations, taken from Kim, S-H. and Yi, S. (2007). Understanding relationship between sequence and functional evolution in yeast proteins. Genetica, 131: 151-156.

source("fkt_parrcor_msk.txt",local=F ) 



#sample g150 removed - colostrum sample





#plasma all



plasmamatrix=read.delim2("plasma_ohne_g150.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)

plasmamatrix_wo_metadata=read.delim2("plasma_ohne_g150_wo_metadata.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)

partial_pl_all<-Pcorr_msk(plasmamatrix,0.1,c(),0)

partial_pl_all_wo_metadata<-Pcorr_msk(plasmamatrix_wo_metadata,0.1,c(),0.04914164)



write.table(partial_pl_all[,(length(plasmamatrix)*7+1):(length(plasmamatrix)*8)],file="1order_pl_all.txt",sep=";",quote=F)

write.table(partial_pl_all_wo_metadata[,(length(plasmamatrix_wo_metadata)*7+1):(length(plasmamatrix_wo_metadata)*8)],file="1order_pl_all_wo_metadata.txt",sep=";",quote=F)

write.table(partial_pl_all[,218:248],file="1order_pl_all.txt",sep=";",quote=F)







#plasma first third of lactation



plasmamatrix1ld=read.delim2("plasma-1ld_ohne_g150.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)

plasmamatrix1ld_wo_metadata=read.delim2("plasma-1ld_ohne_g150_wo_metadata.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)



partial_pl_1ld<-Pcorr_msk(plasmamatrix1ld,0.1,c(2,26),0) #exclude milk kg and pyruvate

partial_pl_1ld_wo_metadata<-Pcorr_msk(plasmamatrix1ld_wo_metadata,0.1,c(),0.03870621) #exclude milk kg and pyruvate



write.table(partial_pl_1ld[,(length(plasmamatrix1ld)*7+1):(length(plasmamatrix1ld)*8)],file="1order_pl_1ld.txt",sep=";",quote=F)

write.table(partial_pl_1ld_wo_metadata[,(length(plasmamatrix1ld_wo_metadata)*7+1):(length(plasmamatrix1ld_wo_metadata)*8)],file="1order_pl_1ld_wo_metadata.txt",sep=";",quote=F)







#milk-plasma all



milkmatrix2=read.delim2("plasma_milch_all_MSK_nov2010.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)



partial_m_pl_all_3<-Pcorr_msk(milkmatrix2,0.1,c(),0)



milkmatrix2_wo_metadata=read.delim2("plasma_milch_all_MSK_nov2010_wo_metadata.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)



partial_m_pl_all_3_wo_metadata<-Pcorr_msk(milkmatrix2_wo_metadata,0.1,c(),0.02944948)



write.table(partial_m_pl_all_3[,513:576],file="2order_m_pl_all.txt",sep=";",quote=F)

write.table(partial_m_pl_all[,449:512],file="1order_m_pl_all.txt",sep=";",quote=F)



write.table(partial_m_pl_all_3_wo_metadata[,(length(milkmatrix2_wo_metadata)*7+1):(length(milkmatrix2_wo_metadata)*8)],file="1order_m_pl_all_wo_metadata.txt",sep=";",quote=F)





#milk-plasma first third of lactation



milkmatrix21ld=read.delim2("plasma_milch_1ld_MSK_nov2010.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)

partial_m_pl_1ld<-Pcorr_msk(milkmatrix21ld,0.1,c(2,57),0) #exclude milk kg and pyruvate



write.table(partial_m_pl_1ld[,(length(milkmatrix21ld)*8+1):(length(milkmatrix21ld)*9)],file="2order_m_pl_1ld.txt",sep=";",quote=F)

write.table(partial_m_pl_1ld[,(length(milkmatrix21ld)*7+1):(length(milkmatrix21ld)*8)],file="1order_m_pl_1ld.txt",sep=";",quote=F)



milkmatrix21ld_wo_metadata=read.delim2("plasma_milch_1ld_MSK_nov2010_wo_metadata.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)

partial_m_pl_1ld_wo_metadata<-Pcorr_msk(milkmatrix21ld_wo_metadata,0.1,c(),0.02101394) #exclude milk kg and pyruvate

write.table(partial_m_pl_1ld_wo_metadata[,(length(milkmatrix21ld_wo_metadata)*7+1):(length(milkmatrix21ld_wo_metadata)*8)],file="1order_m_pl_1ld_wo_metadata.txt",sep=";",quote=F)









#Older code



#test



testmatrix=read.delim2("zufallsdaten1.csv",header=T,sep=";",quote="\"",dec=".",fill=T)



testmatrix=read.delim2("zufallsdaten2.csv",header=T,sep=";",quote="\"",dec=",",fill=T)



testmatrix=read.delim2("zufallsdaten3.csv",header=T,sep=";",quote="\"",dec=",",fill=T)

testmatrix=read.delim2("zufallsdaten4.csv",header=T,sep=";",quote="\"",dec=",",fill=T)

testmatrix=read.delim2("zufallsdaten5.csv",header=T,sep=";",quote="\"",dec=",",fill=T)

pvalue_plasma=matrix(NA,length(testmatrix[1,]),length(testmatrix[1,]))

pearson_r_plasma=matrix(NA,length(testmatrix[1,]),length(testmatrix[1,]))

for (i in 1:length(testmatrix[1,])){

	for (j in 1:length(testmatrix[1,])){

		pvalue_plasma[i,j]=cor.test(as.numeric(testmatrix[,i]),as.numeric(testmatrix[,j]),method="pearson",alternative="two.sided")$p.value

		pearson_r_plasma[i,j]=cor.test(as.numeric(testmatrix[,i]),as.numeric(testmatrix[,j]),method="pearson",alternative="two.sided")$estimate

	}

}

pvalue_plasma

pearson_r_plasma

sort(as.vector(pvalue_plasma))

sort(as.vector(abs(pearson_r_plasma)),decreasing=T)





pdf("plasma_all_p-values.pdf")

hist(as.vector(pvalue_plasma),breaks=20)

dev.off()



pAdjusted_plasma<-mt.rawp2adjp(pvalue_plasma,proc=c("BH")) 



pAdjusted_plasma$adjp[,]



sort(as.vector(pvalue_plasma))

sort(as.vector(abs(pearson_r_plasma)),decreasing=T)





#partial correlations

pcor.test(testmatrix[,1], testmatrix[,2], testmatrix[,3:8],use = "rec",na.rm=F)



Pcorr(testmatrix,0.5,15)

Pcorr_msk(testmatrix,0.5)





#plasmamatrix=read.delim2("plasma.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)

#plasmamatrix1ld=read.delim2("plasma-1ld.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)

#milkmatrix=read.delim2("milch.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)

#milkmatrix1ld=read.delim2("milch-1ld.txt",header=T,sep="\t",quote="\"",dec=".",fill=T)







#plasma all



pvalue_plasma=matrix(NA,length(plasmamatrix[1,]),length(plasmamatrix[1,]))

pearson_r_plasma=matrix(NA,length(plasmamatrix[1,]),length(plasmamatrix[1,]))

for (i in 1:length(plasmamatrix[1,])){

	for (j in 1:length(plasmamatrix[1,])){

		pvalue_plasma[i,j]=cor.test(as.numeric(plasmamatrix[,i]),as.numeric(plasmamatrix[,j]),method="pearson",alternative="two.sided")$p.value

		pearson_r_plasma[i,j]=cor.test(as.numeric(plasmamatrix[,i]),as.numeric(plasmamatrix[,j]),method="pearson",alternative="two.sided")$estimate

	}

}



pdf("plasma_all_p-values.pdf")

hist(as.vector(pvalue_plasma))

dev.off()



sort(as.vector(pvalue_plasma))[(length(plasmamatrix[1,])+1):length(pvalue_plasma)]





pAdjusted_plasma<-mt.rawp2adjp(sort(as.vector(pvalue_plasma))[(length(plasmamatrix[1,])+1):length(pvalue_plasma)],proc=c("BH")) 



pAdjusted_plasma<-mt.rawp2adjp(pvalue_plasma,proc=c("BH")) 



pAdjusted_plasma$adjp[1:500,]



sort(as.vector(pvalue_plasma))

sort(as.vector(abs(pearson_r_plasma)),decreasing=T)







#plasma 1. lactation third



pvalue_plasma1ld=matrix(NA,length(plasmamatrix1ld[1,]),length(plasmamatrix1ld[1,]))

pearson_r_plasma1ld=matrix(NA,length(plasmamatrix1ld[1,]),length(plasmamatrix1ld[1,]))

for (i in 1:length(plasmamatrix1ld[1,])){

	for (j in 1:length(plasmamatrix1ld[1,])){

		#too few values for pyruvate versus milk yield [kg], therfore set these pairs to NA

		if(i==2){

			if(j==26){

				pvalue_plasma1ld[i,j]=NA

				pearson_r_plasma1ld[i,j]=NA

			}else{

				pvalue_plasma1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(plasmamatrix1ld[,j]),method="pearson",alternative="two.sided")$p.value

				pearson_r_plasma1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(plasmamatrix1ld[,j]),method="pearson",alternative="two.sided")$estimate

			}

		}else{

			if(i==26){

				if(j==2){

					pvalue_plasma1ld[i,j]=NA

					pearson_r_plasma1ld[i,j]=NA

				}else{

					pvalue_plasma1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(plasmamatrix1ld[,j]),method="pearson",alternative="two.sided")$p.value

					pearson_r_plasma1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(plasmamatrix1ld[,j]),method="pearson",alternative="two.sided")$estimate

				}

			}else{

				pvalue_plasma1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(plasmamatrix1ld[,j]),method="pearson",alternative="two.sided")$p.value

				pearson_r_plasma1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(plasmamatrix1ld[,j]),method="pearson",alternative="two.sided")$estimate

			}

		}

	}

}



pdf("plasma_1ld_p-values.pdf")

hist(as.vector(pvalue_plasma1ld))

dev.off()



pAdjusted_plasma1ld<-mt.rawp2adjp(pvalue_plasma1ld,proc=c("BH")) 



pAdjusted_plasma1ld$adjp[1:493,]

sort(as.vector(pvalue_plasma1ld))

sort(as.vector(abs(pearson_r_plasma1ld)),decreasing=T)









#plasma-milk all



pvalue_milk=matrix(NA,length(plasmamatrix[1,]),length(milkmatrix[1,]))

pearson_r_milk=matrix(NA,length(plasmamatrix[1,]),length(milkmatrix[1,]))

for (i in 1:length(plasmamatrix[1,])){

	for (j in 1:length(milkmatrix[1,])){

		pvalue_milk[i,j]=cor.test(as.numeric(plasmamatrix[,i]),as.numeric(milkmatrix[,j]),method="pearson",alternative="two.sided")$p.value

		pearson_r_milk[i,j]=cor.test(as.numeric(plasmamatrix[,i]),as.numeric(milkmatrix[,j]),method="pearson",alternative="two.sided")$estimate

	}

}



pdf("plasma-milk_all_p-values.pdf")

hist(as.vector(pvalue_milk))

dev.off()



hist(as.vector(pvalue_milk))



pAdjusted_milk<-mt.rawp2adjp(pvalue_milk,proc=c("BH")) 



pAdjusted_milk$adjp[1:493,]

sort(as.vector(pvalue_milk))

sort(as.vector(abs(pearson_r_milk)),decreasing=T)







#plasma-milk 1st lactation third



pvalue_milk1ld=matrix(NA,length(plasmamatrix1ld[1,]),length(milkmatrix1ld[1,]))

pearson_r_milk1ld=matrix(NA,length(plasmamatrix1ld[1,]),length(milkmatrix1ld[1,]))

for (i in 1:length(plasmamatrix1ld[1,])){

	for (j in 1:length(milkmatrix1ld[1,])){

		#too few values for pyruvate versus milk yield [kg], therfore set these pairs to NA

		if(i==2){

			if(j==26){

				pvalue_milk1ld[i,j]=NA

				pearson_r_milk1ld[i,j]=NA

			}else{

				pvalue_milk1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(milkmatrix1ld[,j]),method="pearson",alternative="two.sided")$p.value

				pearson_r_milk1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(milkmatrix1ld[,j]),method="pearson",alternative="two.sided")$estimate

			}

		}else{

			if(i==26){

				if(j==2){

					pvalue_milk1ld[i,j]=NA

					pearson_r_milk1ld[i,j]=NA

				}else{

					pvalue_milk1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(milkmatrix1ld[,j]),method="pearson",alternative="two.sided")$p.value

					pearson_r_milk1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(milkmatrix1ld[,j]),method="pearson",alternative="two.sided")$estimate

				}

			}else{

				pvalue_milk1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(milkmatrix1ld[,j]),method="pearson",alternative="two.sided")$p.value

				pearson_r_milk1ld[i,j]=cor.test(as.numeric(plasmamatrix1ld[,i]),as.numeric(milkmatrix1ld[,j]),method="pearson",alternative="two.sided")$estimate

			}

		}

	}

}



pdf("plasma-milk_1ld_p-values.pdf")

hist(as.vector(pvalue_milk1ld))

dev.off()



hist(as.vector(pvalue_milk1ld))



pAdjusted_milk1ld<-mt.rawp2adjp(pvalue_milk1ld,proc=c("BH")) 



pAdjusted_milk1ld$adjp[1:493,]

sort(as.vector(pvalue_milk1ld))

sort(as.vector(abs(pearson_r_milk1ld)),decreasing=T)



save.image(file = "plasma-milk-correlations_workspace.RData")




R_code.zip.removethis




Python code/proz.py

#if CONFIRM("Processing", "Process spectrum?") == 0:

auswahl=SELECT("Processing","Process spectrum?",["No","Yes, 2048 data points","Yes, 1024 data points"],['n','2','1'])

if auswahl < 1:

	EXIT()

if auswahl == 1:

	prozessnummer = "1"

	punktzahl = "2048"

if auswahl == 2:

	prozessnummer = "10"

	punktzahl = "1024"

#Read the current parameters

curdat = CURDATA()

#Selecting the 1D spectrum (filename,expno,procno,directory,user)

RE([curdat[0],"10",curdat[2],curdat[3]])

if str(curdat[2])<>prozessnummer:

	WR([curdat[0],"10",prozessnummer,curdat[3]])

	RE([curdat[0],"10",prozessnummer,curdat[3]])

#MSG("name="+curdat[0] + curdat[1] + curdat[2] + curdat[3] + curdat[4])

#Window function, Fourier transformation, phase correction

EFP()

#XCMD(".ph")

ERRMSG("Phase okay?",modal=1)

#EFP()

PUTPAR("ABSG","5")

ABS()

spektrometerfrequenz = GETPAR("SF")

spektrometerfrequenz2=str(float(spektrometerfrequenz)*0.25144954)

#Selecting the 2D spectrum ("12")

RE([curdat[0],"10","1",curdat[3]])

XCMD("re 12", wait =WAIT_TILL_DONE)

#if hsqc in experiment number "11" copy it to "12"

curdat = CURDATA()

dimension=GETACQUDIM()

#check if a 2D dataset was opened

if str(dimension)=="2":

	if str(curdat[1])=="11":

		WR([curdat[0],"12",curdat[2],curdat[3]])

		RE([curdat[0],"12",curdat[2],curdat[3]])

	if str(curdat[2])<>prozessnummer:

		WR([curdat[0],"12",prozessnummer,curdat[3]])

		RE([curdat[0],"12",prozessnummer,curdat[3]])

	PUTPAR("2 SI",punktzahl)

	#MSG("frequenz="+spektrometerfrequenz2)

	PUTPAR("2 SF",spektrometerfrequenz)

	PUTPAR("1 SF",spektrometerfrequenz2)

	XCMD("sr",WAIT_TILL_DONE)

	XFB()

	XCMD(".ph")

	ERRMSG("Phase okay?",modal=1)

	#Baseline Correction - polynomial of 5th order

	PUTPAR("2 ABSG","5")

	PUTPAR("2 ABSF1","4.60000")

	PUTPAR("2 ABSF2","-5.00000")

	ABS2()

	PUTPAR("2 ABSF1","15.00000")

	PUTPAR("2 ABSF2","5.00000")

	ABS2()

	ABS1()

	ERRMSG("Reference peak at 0/0 ppm (for OMS: 0.094/0.7)?",modal=1)

CLOSEWIN(CURDATA())






Python code/proz_plasma.py

#if CONFIRM("Processing", "Process spectrum?") == 0:

auswahl=SELECT("Processing","Process as plasma spectrum?",["No","Yes, 2048 data points","Yes, 1024 data points"],['n','2','1'])

if auswahl < 1:

	EXIT()

if auswahl == 1:

	prozessnummer = "1"

	punktzahl = "2048"

if auswahl == 2:

	prozessnummer = "10"

	punktzahl = "1024"

#Read the current parameters

curdat = CURDATA()

#Selecting the 1D spectrum (filename,expno,procno,directory,user)

RE([curdat[0],"10",curdat[2],curdat[3]])

if str(curdat[2])<>prozessnummer:

	WR([curdat[0],"10",prozessnummer,curdat[3]])

RE([curdat[0],"10",prozessnummer,curdat[3]])

#MSG("name="+curdat[0] + curdat[1] + curdat[2] + curdat[3] + curdat[4])

#Window function, Fourier transformation, phase correction

EFP()

#XCMD(".ph")

ERRMSG("Set alanine to 1.4833 ppm",modal=1)

PUTPAR("ABSG","5")

ABS()

spektrometerfrequenz = GETPAR("SF")

spektrometerfrequenz2=str(float(spektrometerfrequenz)*0.25144954)

spektrometerreferenz = GETPAR("SR")

#Aufrufen des CPMG-Spektrums ("11")

RE([curdat[0],"10","1",curdat[3]])

XCMD("re 11", wait =WAIT_TILL_DONE)

curdat = CURDATA()

#check if spectrum 11 was opened

if str(curdat[1])=="11":

	if str(curdat[2])<>prozessnummer:

		WR([curdat[0],"11",prozessnummer,curdat[3]])

		RE([curdat[0],"11",prozessnummer,curdat[3]])

	PUTPAR("SR",spektrometerreferenz)

	XCMD("sr",WAIT_TILL_DONE)

	PUTPAR("ABSG","5")

	ABS()

	#Open the J-resolved spectrum ("13")

	RE([curdat[0],"11","1",curdat[3]])

	XCMD("re 13", wait =WAIT_TILL_DONE)

	curdat = CURDATA()

#check if spectrum 13 was opened

if str(curdat[1])=="13":

	if str(curdat[2])<>prozessnummer:

		WR([curdat[0],"13",prozessnummer,curdat[3]])

		RE([curdat[0],"13",prozessnummer,curdat[3]])

	PUTPAR("2 SR",spektrometerreferenz)#2 SF oder 1 SF?

	XCMD("sr",WAIT_TILL_DONE)

	#open the 2D spectrum ("12")

	RE([curdat[0],"11","1",curdat[3]])

	XCMD("re 12", wait =WAIT_TILL_DONE)

	curdat = CURDATA()

#check if spectrum 12 was opened

if str(curdat[1])=="12":

	if str(curdat[2])<>prozessnummer:

		WR([curdat[0],"12",prozessnummer,curdat[3]])

		RE([curdat[0],"12",prozessnummer,curdat[3]])

	PUTPAR("2 SI",punktzahl)

	#MSG("frequency="+spektrometerfrequenz2)

	PUTPAR("2 SR",spektrometerreferenz)

	PUTPAR("1 SF",spektrometerfrequenz2)

	XCMD("sr",WAIT_TILL_DONE)

	XFB()

	XCMD(".ph")

	ERRMSG("Phase okay?",modal=1)

	#Baseline Correction - polynomial of 5th order

	PUTPAR("2 ABSG","5")

	PUTPAR("2 ABSF1","4.60000")

	PUTPAR("2 ABSF2","-5.00000")

	ABS2()

	PUTPAR("2 ABSF1","15.00000")

	PUTPAR("2 ABSF2","5.00000")

	ABS2()

	ABS1()

CLOSEWIN(CURDATA())




Python_code.zip.removethis
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1 License Agreement

This program comes with no warranty, you use it at your own risk. You may use
and distribute this program freely, as long as credit is given to the original author.

All product, brand and company names in this document may be trademarks of
their respective owners.
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2 Introduction

QUANTIFY is an aid for quantifying small molecules like amino acids in 1D and 2D
NMR spectra of biologic fluid samples. Biofluids such as urine, blood plasma or
milk and other biologic fluid samples such as liver extracts are very complex in
their composition, and compounds may be present at high concentrations in some
samples, while they may not be visible in other samples. This makes exact
quantification of selected compounds a hard task, as each peak of the compound
may or may not be overlapped with other compounds. This is not only true for 1D
spectra, but also for 2D spectra such as 'H-"*C HSQC spectra.

QUANTIFY employs several algorithms to successfully detect and exclude such
outliers. This leads to reliably accurate and precise quantification results.

QUANTIFY takes peak integrals derived from NMR spectra as input and returns
absolute concentration values of the observed compounds as output.

The features of QUANTIFY include:

e Multiplication of each integral with an individual calibration factor

e Checking for obligatory peaks before quantification

e Automatic outlier removal

e Reliability checking for compounds where only few peaks are visible in the
spectrum

e Checking lower limits of quantification

e Automatic normalization to single compounds, e.g. creatinine

e Automatic correction for different dilutions

e Calculation of means and technical errors for replicate measurements

e Logging of the used parameters and configuration to allow reproducible

results
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3 Installation

3.1 System Requirements
Quantify.exe may be run using the following operating systems:

Windows XP (Service Pack 1 or 2)
Windows 2000 (Service Pack 3 or 4)
Windows Server 2003 (Service Pack 1 or 2)
Windows Vista

On other operating systems such as Linux or Mac OS X, you may run the source
code file quantify.m directly. For this, it is required to have installed the
mathematical software Matlab (The Mathworks, Natick, MA, USA). Copy the files
quantify.m and quantify.fig from the folder QUANTIFY to your Matlab working
directory, start Matlab and type quantify to start QUANTIFY. QUANTIFY is
backward compatible at least until Matlab version 7.1.0.246 (R14) Service Pack 3.

3.2 Installation

Open the file quantify.zip with unzipping software (e.g. Winzip) and extract the
files.

Run the file MCRInstallerR2007b.exe. This installs the required Matlab run-time
routines and should be available from the same source as the file quantify.zip, for
example from the software section on http://genomics.uni-regensburg.de/.

To start QUANTIFY, run the unzipped file quantify.exe.
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4 Manual

4.1 User Files
4.1.1 Required Files

Peak Integral File

A file containing the peak integral values from one spectrum or from several
spectra is required to use QUANTIFY. This file may be a Microsoft Excel .x/s file, a
tab stop separated .ixt file or an AMIX Analytic Profiler (Bruker BioSpin,
Rheinstetten, Germany) .txt file.

The data have to be present as follows in the file:

title: Spectrum 1

Compound A

Peak 1 Integral value*
Peak 2 Integral value*
Peak 3 Integral value*
Compound B

Peak 1 Integral value*
Peak 2 Integral value*

title: Spectrum 2

Compound A
Peak 1 Integral value*
Peak 2 Integral value*

* The integral values should have been divided by the number of nuclei
contributing to the peak.

Each spectrum title has to start with ‘title: *. Please make sure to include a blank
line after each spectrum title and after the last peak of each compound. For each
spectrum, the number and order of compounds has to be the same. Peaks that
shall not be used for quantification may be included in the list, in these cases the
integral values has to be replaced by a string, for example not used. For example
files see the folder QUANTIFY\Examples.

The .ixt files have to contain exactly two columns that are separated by a
tabulator.

For using AMIX .txt files please see Chapter 6 for further information.
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In case you want to use individual dilution factors (see Section 4.2 for details), the
individual dilution factor has to be written at the end of the spectrum title and has
to start with df. All concentrations of this spectrum will then be multiplied by this
factor. The individual dilution factor has to consist of exactly four digits, including
the decimal point (.).

Example: You have diluted sample 1 by factor 4, sample 2 by factor 13.7 and
sample 3 by factor 200. The peak integral file then has to look as follows:

title: Spectrum 1 df4.00

title: Spectrum 2 df13.7

title: Spectrum 3 df200.

The dot (.) after 200 in sample 3 has to be inserted to achieve a length of four
digits.

In case you measure single samples repeatedly, QUANTIFY can calculate means
and technical errors (see Section 4.2). Replicate spectra have to be titled *a, *b, *c
and so on, where * may be any string in the peak integral file, e.g. sample1_a,
sample1 b, sample1_c.

4.1.2 Optional Files

Optionally, a file containing peak information and a file containing lower limits of
quantification may be used.

Peak Information File

This file contains additional information about the peaks of a compound to enable
accurate quantification results. This file may be either a Microsoft Excel .x/s file or
a tab stop separated .ixt file. The data have to be present in the file as in the
following example:

Obligatory | Number | Calibration
peak of nuclei factor

Compound A

Peak 1 0 3 1.39
Peak 2 1 1 1.12
Peak 3 0 1 -1
Compound B

Peak 1 0 1 1.23
Peak 2 0 2 1.07
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The column Obligatory peak can be used to mark single peaks as obligatory. This
may be useful for molecules with both high-intensity and low-intensity peaks,
where one strong peak that are often overlapped by other signals. By marking a
weaker peak of the molecule as obligatory, this compound will only be quantified if
the weaker peak is present. This is only meaningful if one of the weaker peaks is
seldom overlapped. This will reduce the number of incorrect quantification results.
Possible values are 0 and 1. 0 means that the peak is not required to be present
and 1 means that the peak must be present to quantify the compound. Usually, 0
should be chosen for all peaks.

In the column Number of nuclei, the number of nuclei contributing to the peak has
to be entered. This number is used for a reliability check in case less peaks than
the peak threshold are available for one compound.

In the column Calibration factor, calibration factors for each peak have to be
entered. Negative values mean that the peak is not used for quantification. The
calibration factors can be determined experimentally using a dilution series of the
pure compound. The measured peak integrals and concentration values have to
be fitted with a regression line going through the point of origin. The slope of the
regression line is the calibration factor.

The .txt file has to contain exactly four columns that are separated by a tab stop.

Lower Limits of Quantification File

In this file, the lower limits of quantification (LLOQ’s) are stored for automated
checking of the quantification results. This file may be either a Microsoft Excel .x/s
file or a tab stop separated .ixt file. The LLOQ’s may be any value and have to be
present as follows in the file:

LLOQ
Compound [mmol/L]
Compound A 0.15
Compound B 0.30

The tab stop separated .ixt file has to contain exactly two columns that are
separated by one tab stop.
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4.2 Step-by-Step Guide

In this section, the usage of QUANTIFY will be described step by step. For each
step an example is given (painted in blue). The main window of QUANTIFY
(Figure 4.1) is divided into six panels that are intended to be filled out in their
numerical order.

<} QUANTIFY
File Help
— 1: Peak Integralz — 4. Parameters
Carrection factar | 1.0 |
| ‘ . Dilution fact ' ]
File name | | File type | AWKt | LU 1.4l I

Outlier threshold | 0.4 i

Peak threshold | ogg |

— 2 Peak Information

— 50 Options
[] Enable
[]Scaleto
Mormalize to crestining
— 3 Loweer Limits of Quartification Dilution correction
[ ] Enable

Calculate means for replicates

— EB: Perform Cuantificstion

Cantify!

Figure 4.1. The main window with default parameters

For all fields of the main window, a help text is available that will pop up when you
hold the mouse curser over the field. When starting QUANTIFY, default

parameters will be filled out in most fields. In the following paragraphs, all items of
QUANTIFY are described.

Menu Bar

File

e Load default parameters will load the default parameters.

e [oad custom parameters will load previously saved parameters.

e Save custom parameters will save the current parameters except for the
peak integral file.

o Exit will close QUANTIFY.

Help

e Manual will open the manual (this document).
o About QUANTIFY will show the program version.
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Panel 1: Peak Integrals

As a first step, you have to choose a file where the integral values are stored. For
information on the data format of the used files please see Section 4.1.1. Select
Browse and choose the peak integral file. The file may be either an Excel .x/s file,
a tab stop separated .txt file or an AMIX Analytic Profiler .ixt file. The file name
including the path of the chosen file is shown in the field File name. The file type of
the chosen file is shown in the field File type.

Please note that Microsoft Excel is required to read Excel files. If Excel is not
installed on your computer, please use .txt files instead.

For Microsoft Excel files, you will have to enter the name of the spreadsheet
containing the data (default is Integrals) in the field Sheet and the range where the
values are stored (default is A2:B5000) in the field Range. Make sure not to
include headlines in the given range.

QUANTIFY can also read data from Bruker AMIX Analytic Profiler mprofile.txt
output files. For details on the parameters to use in AMIX Analytic Profiler see
Chapter 6.

Example: Click Browse. A file selection window will pop up. Change the file type
to Tab stop separated .txt and choose the file urine control.txt in the folder
QUANTIFY\Examples\Peak integral files.

Panel 2: Peak Information

In this panel you have to choose if you want to use additional peak information.
This information is necessary for individual peak calibration and additional peak
reliability checks. To use this additional information, check the Enable check mark.

In this case, you will have to specify a file where the information is stored by
selecting Browse. For the data format of the used file please see Section 4.1.2.
The file may be either an Excel .x/s file or a tab stop separated .ixt file. The file
name including the path of the chosen file is shown in the field File name. The file
type of the chosen file is shown in the field File type.

Please note that Microsoft Excel is required to read Excel files. If Excel is not
installed on your computer, please use .txt files instead.

When using Excel files, you will have to specify the spreadsheet name and the
range where the values are stored in the fields Sheet and Range. Please make
sure not to include any headlines in the area defined in the Range field.

Example: Click on the check box Enable. Click Browse. A file selection window
will pop up. Change the file type to Tab stop separated .txt and choose the file
urine_peakinfo.txt in the folder QUANTIFY\Examples\Peak information and LLOQ
files.
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Panel 3: Lower Limits of Quantification

Here you have to choose if you want to check if the calculated concentrations are
above individually defined LLOQ’s. Check the Enable check box to activate this
function.

You will have to specify a file where the LLOQ’s are stored by selecting Browse.
For the data format of the used files please see Section 4.1.2. The file may be
either an Excel .x/s file or a tab stop separated .txt file. The file name including the
path of the chosen file is shown in the field File name. The file type of the chosen
file is shown in the field File type.

Please note that Microsoft Excel is required to read Excel files. If Excel is not
installed on your computer, please use .txt files instead.

When using Excel files, you will have to specify the spreadsheet name and the
range where the values are stored in the fields Sheet and Range. Please make
sure not to include any headlines in the area defined in the Range field.

Example: Click on the check box Enable. Click Browse. A file selection window
will pop up. Change the file type to Tab stop separated .txt and choose the file
urine_LLOQs.txt in the folder QUANTIFY\Examples\Peak information and LLOQ
files.

Panel 4: Parameters

These parameters control the outlier detection and reliability checking of the
results, among others. The parameters are pre-filled with defaults that should yield
good results. Anyway, you may change these parameters in order to optimize your
results.

Correction Factor

Each concentration is multiplied by this factor before checking if the concentration
is above the LLOQ. The value has to be positive (>0), default value is 1 (no
correction).

This factor is useful for example if your reference substance concentration is
different in some of your spectrum sets, for example due to a change of supplier.
The difference to the dilution factor described below is that the correction factor is
applied before checking for the LLOQ’s, as a change in the reference substance
concentration will result in false absolute concentrations in the first hand.

Dilution Factor

Each concentration is multiplied by this factor after checking if the concentration is
above the LLOQ. The factor has to be positive (>0), default value is 1 (no
correction).

This may be used if all samples are diluted in the same way. The difference to the
correction factor named above is that diluting the sample will not result in false
absolute concentrations. Therefore, the dilution factor is applied after checking the
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LLOQ’s. If each sample is diluted in a different way, you may use the individual
Dilution Correction in Panel 5.

Outlier Threshold

This is a threshold for outlier detection. For compounds having more than one
peak, the median of all peaks is calculated. Values that differ more than the outlier
threshold from the median relatively are excluded as outliers. The outlier threshold
has to be positive (>0), default value is 0.4.

Peak Threshold

This is a threshold for controlling the reliability of a result by checking how many of
the peaks available for a molecule are present in a spectrum. The ratio of found
peaks to total peaks has to exceed the peak threshold. The peak threshold has to
be in the range of 0 to 1, default is 0.66.

Example: Leave all parameters on their default settings.

Panel 5: Options
This panel controls additional functions of QUANTIFY.

Scale To

If this check box is enabled, all integral values of one spectrum will be divided by
the value of the first valid peak of the reference substance specified in the
corresponding text field. In case your peak integrals are already scaled to the
reference substance signal, as in AMIX files, this check box does not need to be
enabled.

Reference Concentration

Here you may enter the concentration of the references substance specified in the
Scale to field. The Reference Concentration has to be positive (>0). It is important
to use the concentration corrected to your sample amount. For example, if you add
400 pL of sample to 50 pL of D,O containing 10 mmol/L tmsp, you have to enter

1.25 as reference concentration, as 10 mmol/L * (60 pyL / 400 pL) = 1.25 mmol/L.

Normalize To

If this check box is enabled, all concentrations will be divided by the concentration
of the compound entered in the corresponding text field. For urine, this is usually
done with the creatinine concentration, but you may choose any compound here.

Dilution Correction

If this check box is activated, individual Dilution Correction will be performed on all
spectra. This may be used in case different sample amounts were used for the
different spectra, or in case of tissue extracts, where different tissue amounts were
employed. The individual dilution factor for each spectrum has to be provided in
the peak integral file as part of the spectrum title. For details see Section 4.1.1.

10
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Calculate Means for Replicates
If this check box is activated, QUANTIFY will search for replicate spectra of the
same sample, indicated by the spectrum title. For details see Section 4.1.1.

Means and technical errors (TE’s) will be calculated in case replicates are found.
For TE calculation only the first two replicate spectra are used.

Example: Enable the check box Normalize to and enter creatinine in the
corresponding text field. Disable the check boxes Scale to, Dilution correction and
Calculate means for replicates.

Panel 6: Perform Quantification
After filling in all fields, the main window of QUANTIFY will look like Figure 4.2.

<} QUANTIFY
File Help

— 1: Peak Integralz — 4. Parameters

Correction factor | 1.0 |

r 1 r . Dilution fact
File namme | urine_cortrol txt | File type s (LRI 10 |

Outlier threshold | 04 |

Peak threshold 0e6 |

— 2 Peak Information

— 50 Options
Enable

[]Scaleto

File name iurinEJoeakinfu:u.txt: File type 1t

Mormalize to crestining
— 3t Loweer Limits of Guantitication [] Dilution carrection
Enable [] calculate mean= for replicates

File: name | urine_LLOGis 1 | File: type |t S

Cantify!

Figure 4.2. The main window of QUANTIFY after filling in all fields according to the exampile files.

When the button Quantify! is selected, you are requested to choose an output file.
This may either be a tab stop separated .txt file or a Microsoft Excel file. Please
note that Microsoft Excel is required to write Excel files. If Excel is not installed on
your computer, please use .txt output files instead. For Excel files, it will
automatically be determined which Excel version is installed on the computer and
the matching file format and file extension (.x/s or .x/sx) will be chosen.

Example: Click Quantify! A save as window will pop up. Select Save.

11
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The status of the calculations is shown as a progress bar during the quantification.
After successful quantification, the result file will be automatically opened.

An example for an Excel result file is shown in Figure 4.3. Additional example
result files can be found in the folder QUANTIFY\Examples.

The compound concentration values will be stored in the spreadsheet Results. For
each compound the mean, the standard deviation and the minimal and maximal
values over all spectra will be shown at the lower end of the table. Additionally, the
number of spectra containing this compound is added.

All used parameters, file and folder names, additional information such as date
and version numbers, user data, warnings and error messages will be stored in
the spreadsheet Configuration. All factors will be extended with an underscore ()
to circumvent Excel to convert the variable type in an unwanted way.

A | B C D E F G

1 |mmol/L Itmsp alanine creatinine hippuricacid taurine citricacid

2 [M02a 6,01106035 511151127 0,5425398  0,6672607
3 |M03a 6,01106035 0,31333764 11,3110268 4,52818979 1,37600122
4 |M05a 6,01106035 0,38812946 11,9302793 0,88494328 0,56647469 1,07826411
5 |M06Ga 6,01106035 483247691 5,6322102

6 [MO7a 6,01106035 0,64464121 8,96948977 0,53190112 0,32959717 1,18644781
7 Wlia 6,01106035 0,53265229 475414713 1,23225415 2,1372904
8 W02a 6,01106035 0,10385545 4,42004131 0,91935238 1,60446228
9 W03a 6,01106035 0,26222326 17,0044899 4,10001793 2,16415063
10 'W05a 6,01106035 0,32378463 13,0993454 17,0690314 0,61037674 4,56921526
11 \WO06a 6,01106035 6,10641444 1,70205886 0,79236957 0,87220087
12 |21 Mean 6,01106035 0,36694628 8,75392222 406666212 0,56827159 1,73947703
13 z2 SD 9,3622E-16| 0,17792423 439777696 5,21866019 0,16554726 1,18010724
14 z3 Min 6,01106035 0,10385545 4,42004131 0,53190112 0,32959717  0,6672607
15 z4 Max 6,01106035 0,64464121 17,0044899 17,0690314 0,79236957 456921526
16 75 N 10 7 10 9 5 9

M4 4 » M[\_ Original values / Outlers / Normalized to creatinine / Used peaks / Configuration ‘, Results /

Figure 4.3. An Excel result file. The different spreadsheets of the file can be seen on the lower
margin of the figure.

Information about the number of used peaks for each compound of each spectrum
will get stored in the spreadsheet Used peaks. For each metabolite, two entries
are given, the left one containing the concentration from the Results spreadsheet,
the right one indicating the ratio of used peaks to available peaks for this
compound. For example, (6/6) would mean that all six peaks were used for the
calculation of the mean value, indicating a low variance in peak intensities, as
indicated by the lack of excluded outliers. This implies a high reliability of the
result. In contrast, a value of (1/6) would mean that only one out of six values was
used, indicating either a low number of visible peaks or a high variance that led to
outlier exclusions. In such cases, a manual checking of the other peaks, for
example in the Outliers spreadsheet, might be necessary.

In case Dilution Correction was chosen in Panel 5, the dilution corrected
concentrations are stored in the spreadsheet Dilution corrected in the output file.

12
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In case Calculate Means for Replicates was chosen in Panel 5, means and TE's
will be written to the spreadsheet Mean in the output file.

In case Normalize to was chosen in Panel 5, a spreadsheet named Normalized to
compound name is created, e.g. Normalized to creatinine. This spreadsheet
contains the normalized values.

All original values (before checking for LLOQ’s and multiplying by correction and
dilution factors) will be stored in the spreadsheet Original values.

If you choose .ixt files as output, up to eight .txt files will be generated containing
these data. The files will have a fixed number of columns that are separated by a
tabulator. The file names are derived from the entered file name by adding
extensions, for example filename_results.txt.

13
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4.3 Quick Start

QUANTIFY is pre-configured to allow a quick start. In this mode, most
implemented features are disabled. Still, this mode may allow a quick view on your
data. Please note that quantification results from this mode are only semi-
quantitative. For accurate quantification, please refer to the step-by-step guide in
Section 4.2. The main feature active in this mode is automatic outlier removal
based on deviations from the median.

For quantification, you need a file that contains the NMR peak integral values
obtained for the different compounds you are interested in. For details on the
format of the file see Section 4.1.1.

Run the file quantify.exe. The main window will show up (Figure 4.4).

<} QUANTIFY
File Help
— 1: Peak Integralz — 4. Parameters
Carrection factar | 1.0 |
- : . Dilution fact ' ]
File name | | File type | AWKt | LU 1.4l I

Outlier threshold | 0.4 i

Peak threshold | ogg |

— 2 Peak Information

— 50 Options
[] Enable
[]Scaleto
Mormalize to crestining
— 3 Lowver Limits of Quartification Dilution correction
Lilia s | Calculate means for replicates
[ ] Enable Calculat for replicat

— EB: Perform Cuantificstion

Cantify!

Figure 4.4. The main window of QUANTIFY in quick start mode with default parameters

Panel 1: Peak Integrals
Select Browse and choose the file containing the peak integral values.

Panels 2 -4

You do not need to change the pre-filled default values in these panels.

14
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Panel 5: Options

Activate the Scale to check box and enter the name of your reference substance.
Enter the concentration of your reference substance in the field Reference
concentration.

Panel 6: Perform Quantification
Select the button Quantify!. This will open a dialog where you can choose the
output file name. Afterward, quantification is performed and the result file opened.

15
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5 Troubleshooting

o Starting QUANTIFY Fails
If QUANTIFY fails to open, please install the file MCRInstallerR2007b.exe.
This file is available from the same source as quantify.zip, for example from
the software section on http://genomics.uni-regensburg.de/site/institute.

e Error: Subscripted assignment dimension mismatch

o Error: Attempted to access ...; index out of bounds
These error messages indicate problems while reading a peak integral
value file. Make sure that for each spectrum in the peak integral file the
number of compounds and corresponding peaks, and the order of
compounds is identical.

o Error: Data format not supported. No AMIX file?
If you encounter this error message when reading peak integral values from
a .txt file, most probably QUANTIFY tried to open a tab stop separated .tx¢
file as an AMIX .ixt file. In case you use AMIX .txt files, something seems to
be wrong with the file format. Make sure you follow the steps in Chapter 6
when creating AMIX .txt files.

In case you use a tab stop separated .ixt file, make sure you choose the
matching entry from the file type menu when selecting the file using Browse
in Panel 1 (see Figure 5.1).

M1 Analytic: Profiler file [ ) |
AM I Analvtic Prafiler file [ k=t

T ab stop separated text [.tat]
b5 Excel file [ =lz)
Al filez 7]

Figure 5.1. Choosing the integral value file type
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QUANTIFY 1.0

6 Creating Peak Integrals Using AMIX

In order to create peak integral files using AMIX Analytic Profiler (Bruker BioSpin,
Rheinstetten, Germany), you should follow the steps described below to ensure
that the files are readable for QUANTIFY. The procedure is described for AMIX
version 3.9.3 and may differ for other versions. Parameters not explicitly named in
this section should not affect the readability of the files and may therefore be
chosen according to your preferences.

You have to activate both identification and quantification in AMIX in order to get
usable files.

6.1 AMIX Peak Integrals from 1D Spectra

To quantify compounds from 1D spectra, the .txt file may not contain any 2D
HSQC data. To achieve this, you have to deactivate the buttons for 2D/HSQC
identification and quantification.

M [dentification of pure compounds

Identification of pure compounds i1n mizures (e.g. metabolites in body fluids)
iz done by comparison to reference data. If identification i1s wanted. reference
data of the pure compounds stored in an AHIX spectra base must be prowvided.

A standard spectra base can be obtained from Bruker.

¥ Perform identification ?

C:Bruker-Reference Database-bbiorefcoders v

Uze which data for identification ?

v 1D

= COS5Y

B TOCSY
HSQC

LCHS

delta mass [~ | ppm

l'_\-_
G ST
~

< Back Hezt > Cancel

Figure 6.1. Perform identification and 1D have to be enabled
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QUANTIFY 1.0 6.1 AMIX Peak Integrals from 1D Spectra

B Quantification of pure compounds

Fure compounds can be guantified. The guantification is done by taking ratios of
integrals with respect to the reference. both normalized to the respective number
of protons (contained in the knowledge base) .

If absolute weights of the reference and samples are provided (either in a single
text file or in individual files). absolute concentrations can be calculated.

If weights do not yet exist in digital form., editsstore is available.

v Perform 1D HHR gquantification ?
[ Perform 2D HSQC quantification ?

Type of gquantification

* calculate relative concentrations

(" calculate absolute concentrations {single weights file)

(" calculate absolute concentrations {weights file at spectrum)
{ ca}cqlate gbgplpte cancgntratians_(q:eate new weights filg)

file containing absolute weights |ie=if=has) (e=0 SRl GA-w:4d _J

Scaling of guantification results
* to defined reference compound in knowledge base
" to temporarily selected compound{s) in knowledge base

Algorithm for 1D integral calculation

" area integration (all data points)

" area integration (only points above noise level)

# integration by peak shape analysis :

& 1ntegrat10n hy peak flt (needs nultlplet 1nfD 1n KB)
~

-~

~

< Back Hext > Cancel

Figure 6.2. Perform 1D quantification has to be enabled

Bl Generate Result Display and Report

Final results of a compound profiling process can be
displayed and reported. Reports are =stored in different
styles to disk. Anvone of these can be selected for display.

[T Show result in HTHL style

~Select Report for display
~ short
|+ detailed

Dizscard results from report

* report all results

(" report results only 1f high match factor

" report the N best results per aizture

" report if high matches in all mi=tures (for PCa)

discard threshold %

max. number of results per mizture [::::]

Result path iC:\Bruker\resultl :j

Save in result path automatically includes:

— mprofile 1dbt _t=t (can be used for PCA)

— macros_t=at (can be uzed inside statistics)
— mprofile. =ml

< Back | Hext > | Cancel |

Figure 6.3. Detailed and Report all results have to be enabled
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QUANTIFY 1.0 6.2 AMIX Peak Integrals from 2D HSQC Spectra

6.2 AMIX Peak Integrals from 2D HSQC Spectra

When quantifying from 2D HSQC spectra, 1D spectra have to be quantified as
well, although this data will not be used later on. QUANTIFY will look for 2D HSQC
data in the file and use these for quantification.

M [dentification of pure compounds |:|@

Identification of pure compounds in miEures (e.g. metabolites in body fluids)
iz done by comparison to reference data. If identification i1s wanted. reference
data of the pure compounds stored in an ANIXY spectra base must be provided.

4 standard spectra base can be obtained from Bruker.

¥ Perform identification ?

C:/Bruker/Reference Databasesbbiorefcode~

U=ze which data for identification ?

v 1D

[~ COosY
[ TOCSY
v  HSQC
I~ LCHS

delta mass [~ ] »pp=

i By

< Back I He=xt > | Cancel |

Figure 6.4. Perform identification has to be enabled both for 7D and HSQC
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QUANTIFY 1.0 6.2 AMIX Peak Integrals from 2D HSQC Spectra

B Quantification of pure compounds

Pure compounds can be gquantified. The guantification is dome by taking ratios of
integrals with respect to the reference. both normalized to the respective number
of protons (contained in the knowvledge base).

If absolute weights of the reference and =samples are provided (either in a =ingle
text file or in individual files). absolute concentrations can be calculated.

If weights do not yet exist in digital form. edits/store i1s available.

¥ Perform 1D HMR quantification ?
¥ Perform 2D HSOC guantification ?

Type of gquantification

* calculate relative concentrations

" calculate ab=zolute concentrations (single weights file)

(" calculate ab=zolute concentrations {(weights file at spectrum)
r calcqlate ahsplpte cnncgntratiuns_(greate nev veights filgl

file containing absolute weights |Eodchao) e B0 oo R RA-SN S 44 _J

Scaling of guantification results
* to defined reference compound in knowledge base
” to temporarily selected compound{s) in knowledge base

Algorithms for 1D integral calculation

" area integration {all data points)

" area integration (only points above noise level)

* integration by peak shape analysis

anlegratem heipesk fot (nceds maliiplet vnfol a HH;

Algoritha for 2D HSQC integral calculation

" area integration {all data points)

* integration by peak shape analysis (automated peak picking)
o integratinn by peak shape analysis (user defined peak list)

< Back Hext > Cancel |

Figure 6.5. Both Perform 1D quantification and Perform 2D quantification have to be enabled

B Generate Result Display and Report

Final results of a compound profiling process can be
displayed and reported. Reports are stored in different
styles to dizk. Anyone of these can be selected for display.

[T Show result in HTHL =style

~Select Report for display
~ short
|* detailed

Discard results from report

* report all results

" report results only if high match factor

" report the N best results per aixture

" report if high matches in all mixztures (for PCi)

discard threshold [::::] %

max. number of results per mixture [::::]

Result path iC:\Bruker\result :j

Save in result path automatically includes:

— mprofile 1dbt t=t (can be used for PCA)

— macros_t=at (can be used inside statistics)
— mprofile =ml

< Back Hext > Cancel

Figure 6.6. Detailed and Report all results have to be enabled
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