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Abstract

A primary goal of metabonomics research is biomarker discovery for human diseases based on
differences in metabolic profiles between healthy and diseased patient populations. One of the
most significant challenges in biomarker discovery is validation, which implicitly depends on the
coefficient of variation (CV) associated with the measurement technique. This paper investigates
how the CV of metabolite resonances measured by nuclear magnetic resonance spectroscopy
(NMR) depends on signal-to-noise ratio (SNR) and normalization method. CVs were calculated
for NMR resonance peaks in a series of NMR spectra of five synthetic urine samples collected
over an eight-month period. An inverse correlation was detected between SNR and CV for all
normalization methods. Small peaks with SNR<15 tended to have larger CVs (15-30%) compared
to peaks with the highest SNR>150, which typically had smaller CVs (5-10%). The inverse
relationship between CV and SNR roughly obeyed a logyg dependence. Quotient normalization
(QN) tended to produce smaller CVs for smaller peaks, but larger CVs for the strongest peaks in
the data, compared to no normalization, normalization to total intensity (NTI) or normalization to
an internal standard (NIS). Consequently, quotient normalization appears optimal for validating
low concentration metabolites. NTI or NISappear superior to QN for samples that have very small
variation in total signal intensity. While the inverse relationship between CV and log,o(SNR) did
not strictly hold for all metabolites, weaker concentration metabolites will likely require more
rigorous validation as potential biomarkers since they tend to have poorer reproducibility.

Keywords

Nuclear Magnetic Resonance; Metabonomics; Metabolomics; Coefficient of Variation; Biomarker
Validation

1. Introduction

Nuclear magnetic resonance spectroscopy (NMR)-based metabonomics research aimed at
biomarker discovery for human diseases has increased significantly over the last decade [1-
3]. The increase in popularity is due to the promise that metabonomics research could
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contribute to personalized health care, non-invasive diagnosis of diseases, earlier diagnosis
of diseases that have high fatality rates, and potential biomarker discovery for diseases that
currently are difficult to diagnose [4, 5]. The potential importance of biomarkers discovered
using a metabonomics approach are discussed in a recent review [6].

Metabonomics has shown great promise in identifying potential biomarkers for human
diseases, specifically in human cancers [7], and metabonomics in oncology has recently
been reviewed [8, 9]. One area of metabonomics research that could benefit from further
study is biomarker validation. Currently there are very few papers available that address this
issue. Serkova et al. has written the most comprehensive review on biomarker validation
relating to metabonomics research [10]. Most of the work with biomarker validation has
been studied in epidimeology. Reliability models have been used to help with biomarker
validation [11]. Puntmann has recently written a review that outlines biomarker terminology
and validation as well as giving examples related to cardiovascular disease [12]. These
examples do not pertain to metabonomics studies but the principles involved should be
considered when developing a biomarker that has been discovered through metabonomics
research.

One of the first things that must be considered for validation of NMR-based biomarkers is
analytical reproducibility. Keun et al. has determined that the analytical reproducibility of
NMR measurements appeared to be very good when data gathered on common samples at
different sites were compared [13]. Ebbels et al. analyzed spectral variation between rat
strains using a range of statistics including standard deviation, skewness, and kurtosis [14].
A few papers have used coefficient of variation (CV), also referred to as relative standard
deviation (RSD), to look at the reproducibility of various NMR-based metabonomics data
sets. Teahan et al. showed mean unedited CPMG spectra colored with CVs at each point
after 10 repeated measurements over three hours. Based on these spectra, it was determined
that the unedited spectrum contained no more than 1% deviation and most points in the
CPMG spectra contained < 5% variation [15]. Another paper determined the reproducibility
of NMR data by looking at urinary spectra over a period of seven months and the CV of
each point was plotted vs. the chemical shift to obtain a “spectrum” that showed where the
highest and lowest CV was present in the original spectra. In this case the authors
determined that the areas with a high CV contained the noise region of the spectra and that
the CV of relevant metabolite signals had a CV in the range of 0 — 10% [16]. Sysi-Aho et al.
looked at the CV distribution as it related to the type of spectral normalization applied in a
UPLC/MS application of metabolomics. They tested three different types of normalization,
NOMIS, 3STD, and L2N, and compared it to the raw data. It was determined that the
NOMIS normalization method, which stands for normalization using optimal selection of
multiple internal standards, produced the lowest median CV [17]. In 3STD, three internal
standards with different retention times were used and the internal standard used for
normalization depended on the peak retention time [18]. L2N is based on normalization to
sum of squares of peak intensities [19] with some adjustments [17]. Finally, Parsons et al.
looked at the CV focusing on bucketed NMR spectra by normalizing the data to unity, also
known as total intensity. They looked at various NMR data sets and used boxplots to show
the inter- and intra-individual metabolic variation between the different types of samples.
They concluded that it was important to use CVs to assess the quality of metabonomics
datasets and recommended creating a database of CV values for other researchers to consult
[20].

All of the previous studies that have looked at the CV of NMR data for metabonomic studies
have used either human or animal samples. Even though several papers have shown that
freeze-thaw and long-term storage do not contribute to sample degradation when evaluated
by principal component analysis (PCA), some degradation can still take place over time
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[21-24]. Such degradation could cause an increase in CVs due to the possibility of changing
peak intensities. In this paper we looked at five synthetic urine samples starting with
Surine™ (Dyna-Tek Industries, Lenexa, KS, USA) and adding various small molecules that
could be present in urine. These samples allowed CV analysis strictly focused on
instrumental and analytical reproducibility with minimal expected sample changes over
time. CV analysis was performed after using quotient normalization (QN) [25],
normalization to total intensity (NTI), normalization to an internal standard (NIS), and no
normalization (NN). Peaks were grouped into distinct SNR groups and CV analysis was
evaluated to determine how the CV depended on the metabolite concentrations.

2. Experimental
2.1 Materials

Synthetic Urine Samples. Five different synthetic urine samples were prepared by adding
specified amounts of a number of compounds to 50 mL of Surine™ (Dyna-Tek Industries,
Lenexa, KS, USA). The five resulting synthetic urine samples contained anywhere from 9 to
17 added components (Table 1). The components in synthetic urines were chosen by their
NMR spectroscopic characteristics which included range of resonant frequencies, relaxation
times, peaks overlap and splittings. 500 pL of each mixture was transferred to an eppendorf
tube and 200 pL of buffer (0.3 MM KH,POy4, pH 7.2) added to the mixture. The samples
were then centrifuged for 5 min. 540 pL of each sample was then transferred into a 5 mm
NMR tube and 60 pL of a 10% trimethylsilyl propionate (TSP)/D20 solution was added.
The solution was then mixed and sealed in a glass-sealed NMR tube to prevent degradation.
Five different synthetic urine samples were prepared in this manner. Some samples shared
common components, but the five samples had unique overall compositions. The
concentrations of the components, which ranged from 63 pM to 1.1 mM, were chosen to
span a typical concentration range of majority human urine metabolites [26].

2.2 Data Collection

NMR Data Collection. 1H NMR spectra were acquired at 298K on a Bruker US? Avance™
111 850 MHz spectrometer operating at 850.10 MHz equipped with a 5 mm TXI triple
resonance probe with inverse detection and controlled by TopSpin 2.1.4 (Bruker, Germany).
All data were collected using a spectral width of 20.0 ppm. Two 1H NMR experiments
optimized by Bruker (Bruker BioSpin, Billerica, MA) for metabonomics studies were run on
all samples: a standard 1D pulse and acquire pulse sequence employing water-suppression
using pre-saturation (zgpr) and the one-dimensional first increment of a nuclear Overhauser
effect spectroscopy (NOESY) experiment with pre-saturation (noesygpprld). All
experiments included on-resonance presaturation of water achieved by irradiation during a
recycle delay of 4.5 s with pulse power levels of 49.02 dB and 54.89 dB for the zgpr, and 1D
NOESY, respectively. The 90° pulse width was determined for every sample using the
automatic pulse calculation feature in TopSpin [27]. All pulse widths were 15 £+ 0.5 ps. The
zgpr experiment was used to screen samples and assure that presaturation and shimming
were sufficient to collect reliable data. Quality of shimming was determined by measuring
the full width at half height (FWHH) of the TSP peak, which was deemed acceptable when
the FWHH was 1.0 +£0.5 Hz. One-dimensional zgpr 1H spectra were acquired using 2
transients and 2 dummy scans, with 65 K points per spectrum. This resulted in an acquisition
time of 1.92 s. Once the spectrum was determined to be of acceptable quality the 1D
NOESY experiment was collected. The one-dimensional first increment of the NOESY
experiment was collected using 4 transients with 4 dummy scans. 65K points per spectrum
were collected which resulted in an acquisition time of 1.92 s, and the mixing time was 0.01
s. All NMR spectra were processed using the AU program apk0.noe. This AU automatically
phase corrected, baseline corrected, and corrected for chemical shift registration relative to
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TSP, which was set to 0 ppm in TopSpin 2.1.4. Manual phase correction was applied to
achieve optimal phase correction after automatic phase correction. This process was
repeated on the same samples over an eight-month period to mimic a longitudinal NMR-
based metabonomic study of animal or human biofluid samples.

2.3 Data Analysis

After processing, spectra were imported into AMIX 3.9.11 (Bruker Biospin, Billerica, MA,
USA) and in this software, bucket tables were created using a manual pattern for each
synthetic urine sample. Each bucket width was matched to a peak in the overlaid spectra.
Bucket tables were exported into Excel (Microsoft Office 2010) to enable further
calculations. The different types of normalization, including normalization to total intensity
(NTI), normalization to an internal 0.1 mM TSP standard (NIS), quotient normalization
(QN) and no normalization (NN), were performed in Excel. NTI was calculated by dividing
each bucket intensity by the sum of all bucket intensities in the spectrum, and NIS was
calculated by dividing each bucket by the intensity of the TSP peak. QN was calculated after
NTI as reported in the literature using the spectrum of the first measurement as a reference
[25]. CVs for each bucket were calculated in Excel by taking the standard deviation of the
bucket computed over the 12 spectra for each mixture and dividing by the mean bucket
intensity. Signal-to-noise ratios (SNR) were calculated for each bucket from the five
synthetic urine mixtures. The un-normalized bucket table was used to calculate the average
SNR using the standard deviation of the noise for each spectrum in the chemical shift range
between 9.5 — 10 ppm. After the standard deviation was calculated, the bucket intensity was
divided by the calculated noise to determine the SNR of that bucket for that spectrum. This
resulted in 12 different SNR being calculated for each bucket for each synthetic urine
sample. The average of these 12 SNRs was calculated to determine the average SNR of that
bucket across the 12 different spectra. The CVs of all buckets were evaluated for the four
different types of spectral normalization (including NN) and assessed with regard to
averaged bucket SNR. The un-normalized bucket table was used in SNR calculations since
this ratio was independent of the normalization technique applied to the data.

3. Results And Discussion

3.1 Sample degradation test

For each sample, the first and last measured spectra were examined to study the sample
aging. In this test, NTI was applied since it is commonly used in urine data analysis. First,
the ratio of the last spectra and first spectra was calculated, and all buckets were included in
the analysis. To study the variation of the ratios, standard deviations and CVs were both
calculated and listed in Table S1. The results indicated that all the samples had very low
standard deviations and CVs except Sample 3, which had slightly higher values. The
correlation coefficients of the two measurements were also studied for all five samples.
Similar to the CVs results, all the samples had very high R? (>0.99) including Sample 3
which indicated the peaks were highly correlated (Table S1). These analyses indicated that
sample degradation could be neglected with the possible exception Sample 3.

3.2 Internal Standard Variation Associated with Normalization Method

The performance of PCA, Partial Least Squares - Discriminant Analysis (PLS-DA) and
statistical tests of significance, like a Student’s t-test, when applied to NMR data sets, can
depend on the data normalization technique applied to the data [28]. This raises the question
as to what degree the choice of spectral normalization technique affects the analytical
reproducibility of the measured spectral intensities, i.e. the CVs? One way to address this
question is to compute the CV for the internal standard, in our case, TSP, over multiple
measurements. Since the concentration of the internal TSP standard was controlled to be
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identical in every sample, one can assess the peak intensity variability introduced by the
normalization technique by comparing the TSP peak CVs. The optimal normalization
technique should produce the smallest standard deviation in the peak intensity across the
entire set of measurements. A normalization technique would be considered inferior if it
introduced systematic error into the normalized peak intensities, as measured by a larger
TSP peak CV.

Table 2 shows the CVs for the TSP peak for three different normalization techniques applied
to the five different synthetic urine datasets. All three normalization methods produced small
TSP CVs (<6%). However, NTI, by far, produces the smallest average CV (1.31) compared
to NN (2.41), and QN (3.24). Interestingly, calculation of the CV of the CVs for each of the
three different normalization methods further highlighted the differences between the
normalization techniques, illustrating that NTI not only produced that smallest average CV,
but also the smallest variation in CV across the three normalization techniques. For example,
the CVs of the TSP peak in the five synthetic urines for NN ranged from 0.96 to 5.71, and
the CV of these CVs was relatively high (79%). By contrast, after NTI or QN, the CV of
CVs was much lower, 31% and 25% for QN and NTI, respectively, indicating that NTI
performed better than QN or NN. Finally, all CVs for QN were larger than NTI. QN is
intended to be used when the total intensity of each spectrum in a comparison group
experiences significant variation. However, in this study, the higher CV of CVs, as well as
the higher CVs indicated that NT1 was superior to QN in cases where variation in the overall
intensity of the spectra was not large.

3.3 Coefficient of Variation Relationship to Signal-to-Noise Ratio

The influence of normalization method on the CV of all peaks was examined to determine
whether or not a correlation existed between CV and SNR. Anywhere from 100 to 250
peaks were identified in the five different synthetic urine samples. The peak CVs were
grouped into five categories based on SNR as follows: > 150, 150 — 50, 50 — 30, 30 - 15,
and <15 (Table 3). Figure 1 shows the average CV in each SNR range for the four different
normalization methods for each of the five synthetic urine samples. There were different
numbers of buckets in each S/N category, but more than 15 peaks represented most groups.
Figures 1A through 1E show the results for synthetic urine samples 1-5, respectively. The
CV was below 15% for most peaks, except for peaks with a SNR<15, which had a
significantly higher average CV compared to other categories, ranging from 15-30%. In
general, an inverse relationship was observed between CV and SNR for all normalization
methods (Figure 2). All peaks with SNR > 30 tended to have relatively small CVs (<10%).
As a consequence, plots of CV versus SNR were relatively insensitive for illustrating an
inverse relationship between CV and SNR for peaks in this category. A plot of 1/CV vs the
log10(SNR) (Figure 3) for all peaks confirmed an inverse correlation between CV and SNR
even for peaks in the highest SNR categories. Although there was some scatter about the
best-fit straight line defined by the log;q relationship between CV and SNR, the trend was
clear as supported by the correlation coefficients (R?) indicated in the plots. The CV was
observed to decrease more slowly as the peaks became stronger. In other words, the CV of
the strong peaks was influenced less by SNR than weak peaks.

The data also indicated small differences in CV depending on the normalization method
applied. For small peaks (SNR<30), NN produced the largest CV, QN produced the smallest
CV, and the other two methods had intermediate CV values. However, in majority cases,
peaks with SNR > 50, and especially peaks with a SNR>150, the NTI and NISnormalization
methods produced lower CVs than the other two methods. In other words, QN tended to
produce smaller CVs for smaller peaks but larger CVs for larger peaks. Hence, QN tended to
balance the relationship between CV and SNR, which was supported by the R? values
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reported in Figure 3 and Table 4, where QN tended to produce smaller correlation
coefficients compared to the other methods. Since large peaks tended to have smaller CVs,
the slight increase in CV introduced by QN should not have a large effect on validation for
peaks in this category, and therefore QN appears to be a good choice when low
concentration peaks are of great interest.

3.4 A Strict Inverse SNR and CV Relationship is Not Always Observed

Though a logsg relationship between CV and SNR was supported by the R? values, the fit of
the CVs to logig (SNR) indicate significant scatter. For example, if we consider one peak, or
a small sample of peaks, in each SNR category, this inverse trend may not hold. To illustrate
this point, the 12 spectra from synthetic urine sample #2 were overlaid and selected peaks
with similar CVs in each SNR category shown in Figure 4. These peaks, labeled 1 -5 in
Figure 4, had SNRs ranging from 12/1 to 677/1. The CVs of the peaks, however, were quite
similar, with values of 14.82%, 16.03%, 14.85%, 14.35%, and 16.06% for peaks 1 - 5,
respectively. The insets in Figure 4 show that even though these peaks had significantly
different SNRs, they all experienced about the same magnitude of intensity variance. These
data illustrate that despite the general trend of an inverse relationship between CV and logig
(SNR), peaks corresponding to metabolites at high concentrations will not necessarily
exhibit better analytical reproducibility, i.e. CV, compared to peaks associated with
metabolites at weak concentrations.

4. Conclusions

Validation of potential disease biomarkers from NMR-based metabonomics studies is still
far from routine. Currently, many potential metabolic biomarkers have been discovered from
academic metabonomics research efforts for several cancers and other diseases, but at this
time, virtually none are used for clinical diagnosis due to the difficulty associated with
biomarker validation. In order for a biomarker to be validated, the analytical reproducibility,
or CV, must be smaller than the effect size for diagnosis, i.e. the CV must be smaller than
the smallest significant change in metabolite concentration associated with the detection of
the disease. Otherwise, analytical reproducibility is a limiting factor in the ability to make a
disease diagnosis. Several investigations have used CV analysis to determine the analytical
reproducibility of NMR data used in metabonomic studies. Those papers have shown that
good data typically contains CVs in the range of 0 — 10% and a high degree of
reproducibility has been observed for several different types of samples.

In this paper we characterized the CVs of peaks from five synthetic urines that contained a
variety of small molecules found in urine using replicated data collected over an 8-month
period. Peak CVs ranged from less than 1% to greater than 60%. However, the majority of
the CVs for the peaks fell in the range of 1 — 15%. Our data indicates that CV and SNR have
a weak but clear inverse relationship and a log fit can be applied to represent the trend.
The CV for peaks with small SNRs generally had larger CV values. Accordingly,
metabolites at higher concentrations in solution tended to have smaller CVs, and generally
should be easier to validate in terms of concentration changes associated with disease. On
the other hand, small peaks (SNR<15) will generally require larger effect sizes in order for
validation [30].

Finally, we explored how spectral normalization affected the magnitude and distribution of
CVs. Our results indicated that QN produced higher average CVs in the large SNR range but
produced smaller CVs in the small SNR range compared to NN. If lower concentration
metabolites (small peaks) are putative biomarkers being considered for validation, QN is a
good choice since it should have minimal influence on the CVs of strong peaks in the
dataset but tends to increase the reproducibility of small peaks. CVs for large peaks were
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still in the 15% range after QN. In the study of the CVs of the TSP peaks, NTI had better
performance than QN. Hence, NTI appears superior to QN for samples that have very small
variation in total signal intensity, such as cell line study comparisons. For NTI and NIS,
similar performance was observed, and they were both better than NN data in almost all
categories. NTI or NISis useful in reducing systematic errors during validation of potential
disease biomarker. Urine concentrations can vary from sample to sample based on diet,
water in-take, and diurnal variation among other things [29] which will make NTI less
powerful. In such cases, QN will likely produce the best results for validation. While the
various normalization techniques exhibit different performance depending on SNR, one can
always tailor the acquisition conditions to obtain better SNR as required for the analysis.
Collectively, these observations have important consequences for validation of NMR-based
biomarkers of human disease, since the data suggests that it will be essential to characterize
the CV of any given putative biomarker, notwithstanding its typical concentration in control
patients.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1.

Graph showing the average CVs for the five SNR ranges for the five different synthetic
urine samples that were investigated. Samples 1 — 5 are A — E, respectively. Error bars show
the confidence intervals (ClI) of the CV contained in that SNR range. Cl was calculated by
Xm * 1.96%s,, and Xy, is the mean of the data and sy, is mean standard deviation.
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Figure 2.

Graph showing the average reciprocal CVs for the five SNR ranges for the five synthetic
urine samples. Samples 1 — 5 are A — E, respectively. Error bars show the confidence
intervals (CI) of the CV contained in that SNR range. Cl was calculated by Xy, £ 1.96%s,,
and Xy, is the mean of the data and sy, is mean standard deviation.
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Scatter plots of reciprocal of CV versus SNR of synthetic urine #1. The plots show A) no
normalization, B) quotient normalization, C) Normalized to total intensity and D)
normalized to TSP. The SNR was plotted using a logyg scale. All plots were fit using a logyg
model.
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Figure 4.

Overlay of all 12 spectra of synthetic urine sample #2 with the peaks marked 1-5 containing
a peak from approximately each S/N range shown in Figure 1. The insets show a zoomed in
look of each peak to illustrate magnitude of the variation occurring in each peak. The inset
table shows the SNR of each peak and its corresponding CV.

Chemometr Intell Lab Syst. Author manuscript; available in PMC 2014 October 15.



Page 15

Wang et al.

punodwiod %201s ay ul Juasaid asorebe Jo sazis BulAreA sy 01 anp pandwod aq Jou pjnod asosele 104 UOKRIIUSIUOD
%

aulpun (L€ ‘apIxo-N-aulwrejAyiawi (9€ (pIoe onuode-suel) (GE (|o1pauexayo]aka-z T-suell (€ aso4ans (g€ ‘auiuinb (zg

‘p1oe s1uoydsoydjAuayd (Tg ‘auazuagAxoyiawip-d (0g ‘Bulfe-]-|A1de-u (62 ‘|oyuaw (8z ‘p1oe dluojew (2 ‘aulias-| (9z ‘p1oe a1joydoyl| (Sz ‘pioe arwein|b-|(yz ‘pioe a1goase-| (gz ‘auluee-| (zz ‘810zepiwi
(T2 ‘auaA1b (0z ‘e1se |Ay1souow pioe durewny (6T ‘UIdAwoIYIAIL (8T ‘asojAx-p (2T ‘asoqu-p (9T ‘asouuew-p (ST ‘edtuefejAuaydosoniy-»-1Q (¥T ‘9so1oefeh-p (€T ‘p1oe onoejjAusyd-g-p (2T ‘p1oe ouo

(TT ‘Jo1pauexayojaAa-z‘T-s19 (0T ‘doydwed (g ‘unolq (8 ‘p1oe alozuaq (/2 ‘asotebe (9 ‘pi1oe aidipe (g ‘apiwelade ( ‘auolp-2 T c-auadlsoipue-y (g ‘duouaydozuagjAylswip-. 'y (Z ‘p1oe slweuuldAxolpAy-z (T

€0¢ €€ Tee 123
06€ T€ 144 €€
[4%] (013 €9 [43
08¢ 6¢ T€E 6¢
96¢ 8¢ L0S Le
YSL LC VT 14
A S¢ 91T LE 95¢ €¢
9Ty €¢ 059 9€ 9T €€ 8€T 67
¢90T 0¢ €09 0€ T1e T€ €¢e 6¢ 19 8T
07T 8T €8L 9¢ 9EY 8¢ 9ve 8¢ LEY 9T
1144 LT S60T TC 289 0¢ 87S 0¢ 1514 €T
72 T 1144 Ve 09¢ LT 114" qT T9¢ 17
0TS S€ 18¢ 14 Ve 1 e 17 99¢ 13
8T 8 G99 97 98¢ [4) (014 6 5924 0T
699 S 06€ L 8807 14 78 8 L¥S L
1S¢ € * 9 1414 4 v.9 L LTE S
0ee 4 ory g wr T ov [44 9T €
Yl BUE] Yl BUE) AN Sjua i sjus ! sjus

ur[x] wuodwop ur[x] wuodwod ui[x] uodwoDd ui[x] uodwod ui[x] uodwo)d
G# a)dwies v# adwes c# o|dwes Z# 91dwes T# 9|dwres

"sajdwies auLIn a1_YIUAS aAl1) Jo uonisodwo)

T alqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

Chemometr Intell Lab Syst. Author manuscript; available in PMC 2014 October 15.



1duasnuey Joyiny vd-HIN 1duasnue Joyiny vd-HIN

wduosnue Joyiny vd-HIN

Wang et al. Page 16

Table 2

The CVs of the internal standard, TSP, for three different normalization techniques. The last row is CV of the
CVs for the five different samples computed for each of the three hormalization techniques. The CV values
are reported in %.

Synthetic urine

sample NN NTI QN

1 2.13 1.47 3.49

2 2.09 1.04 2.46

3 571 1.79 4.86

4 0.96 1.00 297

5 1.19 1.24 2.42

Average (Standard deviation) 2.42(1.91) 1.31(0.33) 3.24(1.01)

CV of CVs 79.1 25.0 31.0
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R2 for the logy fit of the five synthetic urine samples for four different data normalization methods.

Synthetic
urine

sample NN QN NTI NIS
1 062 0.38 0.64 0.62
2 063 041 057 060
3 057 0.16 056 0.61
4 0.67 0.37 061 064
5 068 043 0.62 0.66
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