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Abstract

The assessment of cardiac toxicity is a major challenge in both drug development and clinical
trials, and numerous marketed pharmaceuticals have been removed from the market due to
unpredicted cardiac effects. Serum troponins are widely-used indicators of cardiac injury;
however, they are short-lived, and have not been validated in preclinical animal models. In this
study, we have used filter-aided sample preparation (FASP) and tandem mass tag (TMT) labeling
to investigate serum protein alterations in isoproterenol-treated African green monkeys. Our
results showed that the combination of FASP and TMT labeling provided highly reproducible and
efficient sample preparation, which enables us to identify and quantify serum proteins with high
confidence. We focused on the proteins that exhibit long-term alteration upon isoproterenol
injection and discovered nine proteins exhibiting significant changes at 48 and 72 hr post-dosing.
We further chose three proteins, serum amyloid A (SAA), frutose biphosphate aldolase A
(FBAA), and fetuin A, for validation using enzyme-linked immunosorbent assay (ELISA). The
serum concentration of SAA showed a ~50 fold increase, while concentration of FBAA and fetuin
A exhibited a significant decrease accompanying isoproterenol-induced cardiotoxicity. This work
provides valuable insights for multi-marker evaluation of long-term cardiac injury.
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Introduction

Negative cardiovascular events are responsible for ~28% of drug withdrawals in the USA1
exposing an immense need for sensitive and efficient evaluation of cardiac safety during
drug development. Fenfluramine/phentermine, terfenadine, astemizole, grepafloxacin,
cisapride, rofecoxib, thioridazine, pergolide, tegaserod, sibutramine, propoxyphene and
rosiglitazone are all examples of marketed drugs withdrawn in the past 20 years due to
adverse cardiac effects. Ideally, potential adverse cardiac effects would be detected during
preclinical development, before advancing to human clinical trials; however, there are few
preclinical biomarkers available for identification of potential cardiotoxicity of candidate
therapeutics. Serum troponins are available, but not routinely evaluated, in preclinical
toxicology studies; however, troponins are short-lived and often provide positive results
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only within the first 24 hr of administration, and are therefore not amenable to incorporation
into routine toxicology study designs. The US Food and Drug Administration’s (FDA)
Critical Path Initiative has addressed the importance of improved safety biomarkers, and has
advocated for the identification of new preclinical biomarkers of cardiac safety.

Serum biomarkers have generated enormous interest for their potential as sensitive
indicators of cardiotoxicity. Troponins | and T, myoglobin, creatine phosphokinase muscle
and brain types (CK-MB), lactate dehydrogenase (LDH), and C-reactive proteins (CRP)
have been suggested as possible cardiac safety biomarkers.2=> The major problem with these
markers is that they typically exhibit significant changes only during the first 12-24 hr, but
typically return to normal ranges by 24 hr, making detection and evaluation of cardiac
effects difficult. ® Troponins I and T provide good sensitivity, making them the current
standard-of-care for detection of cardiac injury;’” 8 however, recent findings demonstrate
that cardiac troponins can be released due to different types of cardiac damage, limiting their
value in identifying the real risk and revealing the mechanism of cardiac toxicity.?
Therefore, there is urgent need to discover more specific and sensitive cardiac biomarkers
that can be detected over longer periods of time.

Isoproterenol (ISO) is a beta-adrenergic agonist used to treat bradycardia or heart block that
has been widely used as a model compound to induce cardiac muscle injury with myocardial
ischemia.10: 11 1SO has been shown to induce cardiac injury in a variety of preclinical
animal models including non-human primates (NHP).12: 13 While various studies have
focused on utilizing 1SO treated animal models to analyze cardiotoxicity by testing existing
markers, neither a systematic study of post-dose serum protein changes nor discovery of
novel long-term markers with improved sensitivity has been carried out in ISO-induced
cardiac injury models.

Quantitative proteomics, especially multiplex quantitative proteomics such as isobaric tags
for relative and absolute quantitation (iTRAQ), tandem mass tag (TMT) labeling, etc., have
made remarkable progress in high-throughput protein quantitation and novel biomarker
discovery.14-17 In this study, we present a 2D LC-MS/MS based quantitative proteomic
analysis to profile and quantify serum proteins from ISO-administrated African green
monkeys at five post-dose time points, with validation of selected biomarker candidates
using enzyme-linked immunosorbent assay (ELISA). A filter-aided sample preparation
(FASP) strategy was applied to extract and digest proteins from individual samples,
followed by TMT labeling. Labeled peptides were mixed and purified through strong cation
exchange (SCX) and reverse phase (RP) chromatography. The purified peptides were then
separated and analyzed by 2D-nano-LC-MS/MS. We evaluated the yield and reproducibility
of each step from four biological samples with two technical replicates of each, and our
results showed that a strategy combining FASP and TMT labeling can provide highly
reproducible and reliable data for protein identification and quantitation. Five increased
proteins and four decreased proteins were discovered with significant changes at 48 and 72
hr post-dose. We further applied an ELISA assay to validate the changes of three proteins
including serum amyloid A (SAA), fructose-biphosphate aldolase A (FBAA) and fetuin A,
and we detected consistent changes with results from LC-MS/MS. To our knowledge, this is
the first study where a TMT-based quantitative proteomic strategy has been applied to
investigate cardiotoxicity-associated protein alterations at different time points. Our results
suggest that the FASP- and TMT-based strategy can provide efficient sample preparation
and reproducible data for biomarker discovery, and changed proteins SAA, FBAA, and
fetuin A may be potential serum biomarkers for the stratification of cardiotoxicity.
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Experimental Procedures

Animal Information

Four non-naive African green monkeys (Chlorocebus sabaeus, unknown origin, naive to
isoproterenol), with ages ranging from 3.5 to 8 years were assigned to the study.
Isoproterenol hydrochloride (1SO, Sigma Aldrich, St. Louis, MO) was administered as a
single subcutaneous (s.c.) dose of 4 mg/kg (concentration of 2 mg/ml) to two males and two
females on Day 1 of the study. Blood for analysis of protein biomarkers was collected pre-
dose, and at 1, 4, 24, 48, and 72 hr post-dose and processed to serum. Samples were snap
frozen in liquid nitrogen and stored at —80°C until analysis.

Protein Extraction and Digestion

Filter-aided sample preparation (FASP), developed by Mann’s group,18 was applied to
extract and digest serum proteins from 24 individual samples. Briefly, 5 uL of serum was
diluted 50 times by 8 M urea in 0.1 M Tris/HCI pH 8.5 then filtered with a 0.22 yM
membrane (Millipore, Billerica, MA, USA). The flow-through was collected and transferred
into a 1.5 mL Microcon YM-10 centrifugal unit (Millipore, Billerica, MA, USA). Protein
reduction, alkylation and tryptic digestion were performed step by step in the centrifugal
unit. After overnight digestion at 37°C, the peptides were eluted twice with 150 pL 0.1%
formic acid (FA). The concentration of proteins and peptides collected in each step was
measured using Nano-drop 2000 (Thermo Scientific, USA). The digested peptides were then
aliquoted, dried, and stored at —80°C until further use.

Tandem Mass Tag (TMT) labeling

Fifty micrograms of peptides from each sample were used for Amine-reactive 6-plex TMT
labeling (Thermo Scientific, USA). Peptides from each time point (hr) taken from the same
animal were labeled with one of the 6-plex TMT tags (Supplemental Table S1). The labeling
experiment was performed essentially according to manufacturer’s protocol. The peptides
from each sample were redissolved in dissolution buffer and then incubated with a specific
TMT tag for 1 hr at room temperature. To each sample, 8 pL of 5% hydroxylamine was
added and incubated for 15 minutes to quench the reaction. Samples with different tags were
then mixed for the following peptide purification.

Excess TMTs were removed from the labeled peptides by a 3x8 mm SCX trap column
(Bruker-Michrom, CA, USA). Peptides were eluted by 0.5 M NaCl in 0.1% FA. Collected
peptides were then desalted by a 3x8 mm C18 RP trap column (Bruker-Michrom, CA,
USA). 98% acetontrile in 0.1% FA was used to elute desalted peptides from the RP trap
column. Peptide purification was performed on Shimazdu fast protein liquid
chromatography (FPLC) system (Shimazdu, CA, USA) at a flow rate of 0.5 mL/min, and the
absorbance was monitored at 280 and 220 nm. Sample containing purified peptides was
dried and redissolved in 0.1% FA for LC-MS/MS analysis.

Nano-LC-MS/MS

Peptides labeled with TMTs were separated using a nano-LC system (Agilent 1200, Palo
Alto, CA, USA) that was equipped with a self-packed 5 um, 300A polysulfoethyl A SCX
column (100 um x 100mm) and a 5 um, 300A C18 reverse phase column (75 um x 150mm).
The salt steps were 5, 15, 25, 50, 75, 100, 200, 500, and 1500 mM ammonium formate, each
of which was followed by a 146-min reverse phase gradient from 2 to 97% acetonitrile in
0.1% FA at a constant flow rate of 300 nl/min.

Mass spectra were recorded on an LTQ-XL Orbitrap ETD (Thermo Fisher Scientific, San
Jose, CA, USA). We applied a CID-HCD acquisition method reported by Mechtler et al.1
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for separation, identification, and quantitation. For each cycle of one full mass scan (range
of m/z from 350 to 1800), the four most intense ions in the spectrum were selected for CID
(collision induced dissociation) and HCD (higher-energy collisional dissociation) analysis,
unless they appeared in the dynamic or mass exclusion lists. Four CID scans (automated
gain control [AGC] target value 1x10% maximum inject time 100 ms, minimum signal
threshold 500 counts, collison energy 35%, activation time 30 ms, isolation width 2.0 m/z)
were used for MS/MS identification and 4 corresponding HCD scans (AGC target value
3x10°, maximum inject time 300 ms, minimum signal threshold 500 counts, collision
energy 60%, activation time 30 ms, isolation width 2.0 m/z) were used for quantitation. Data
were acquired in data-dependent mode using Xcalibur 2.2 software.

Peptide Identification and Quantitation

All MS/MS spectra were searched against a decoy database2? generated from Macaca
(downloaded from NCBI April 18™, 2011). The search was performed using SEQUEST
algorithm incorporated in Proteome Discoverer 1.3.0.339 (Thermo Finnigan, CA, USA).
The search parameters were as follows: (1) tryptic digestion, allow up to 1 missed cleavage;
(2) fixed modification, carbamidomethyl of C; (3) variable modification, oxidation of M; (4)
variable modification, TMT of N-terminal; (5) variable modification, TMT of K and Y’; (6)
peptide ion mass tolerance 13 ppm; (7) fragment ion mass tolerance 0.8 Da; (8) peptide
charges +1, +2, and +3. The identified peptides were searched against the decoy database
and the false positive rate (FDR) was set as 0.05 using Percolator scoring with posterior
error probability validation.

Peptide quantitation was also performed in Proteome Discoverer 1.3.0.339. A TMT 6-plex
quantitation method was used for HCD-based quantitation. Mass tolerance was 797 ppm for
reporter TMT tags. The intensity of each peptide was normalized to protein median intensity
before comparing the ratio of same peptides with different tags. Both peptide identification
and quantitation were performed in an overall workflow in Proteome Discoverer.

ELISA Validation

Results

An ELISA assay was applied to validate the changes of selected proteins to confirm the MS
results. Human FBAA ELISA kit was purchased from Antibody Online (GA, USA);
monkey amyloid A and human fetuin A ELISA Kits were purchased from Kamiya
Biomedical (WA, USA). All ELISA assays were performed according to manufacturer’s
protocols. Each serum sample was tested in triplicates and the average concentration was
used for data analysis.

Cardiotoxicity Evaluations

Monkeys treated with ISO demonstrated a variety of adverse cardiac effects. Heart rate, as
measured by electrocardiograms (ECG), increased within 15 min post-treatment and
remained elevated for up to 4 hr (Figure 1). Cardiac abnormalities observed during the first
24 hr post-dose included paroxysmal ventricular tachycardia, ST segment elevation,
occasional second-degree atrioventricular block with atrioventricular junctional escape
complexes, occasional second-degree atrioventricular block (Mobitz type 1) with a
ventricular escape complex, ventricular premature complexes, frequent atrial premature
complexes, and hypotension. A majority of the treatment-related findings were noted within
15-60 min post-treatment.

J Proteome Res. Author manuscript; available in PMC 2014 April 05.
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Serum sample preparation

The overall workflow strategy is shown in Figure 2. We monitored sample yields and
reproducibility in each step during sample preparation due to the importance of both in
quantitative proteomic analysis. A total of 24 samples were processed in replicate to
evaluate the reproducibility of sample handling and the subsequent mass spectrometry
analysis. The protein concentration of original samples was 58.15 + 5.44 g/L. The yields of
FASP, SCX, and RP steps are 64.1% * 9%, 63.0 + 2.5%, and 79.0 £ 3.0%, respectively (see
Supplemental Table S2). SCX and RP high performance liquid chromatography (HPLC)
chromatograms from two technical replicates are shown in Figure 3.

Protein identification and quantitation

To study protein changes after ISO administration, we labeled peptides from six different
time points with six TMT tags, respectively. Four monkeys (biological replicates) were
tested with two technical replicates for each monkey. Labeled peptides were then separated
and identified by 2D LC-MS/MS. CID spectra generated in the linear ion trap were used for
identification, while the HCD spectra acquired in the Orbitrap with higher collision energy
and accuracy were used for reporter ion—-based quantitation. Tandem mass spectra of
peptides with >95% confidence were used for protein identification and quantitation. The
spectra were compared to a protein database downloaded from NCBI based on the Macaca
genome, with a 5% false discovery rate?! cut-off based on the reverse database decoy
search. Perculator was applied to further screen peptides with posterior error probability
(PEP) of less than 0.05.22 PEP was calculated based on peptide match of each spectrum. It
has been reported that if the threshold of PEP is 0.05, the actual FDR will be much smaller
than 0.05.23 We applied both FDR and PEP because FDR is good for peptide identification
because it measures all peptide confidence analysis, while PEP is good for peptide
quantitation because it measures the confidence of each matched spectrum.

We also evaluated the protein-level FDR using a targeted-decoy search strategy24 25,
Briefly, a concatenated target decoy database of macaca was generated using Perl, where the
decoy IDs have a prefix of "rev-". All raw data were searched against the target decoy
database using Proteome Discoverer. The protein-level FDR was calculated in the following
way: FDR = 2 x decoy hits/total hits. In our study, the protein-level FDR was ~8% (5% with
PEP validation). This is consistent with many quantitative studies which use isotopic tag
labeling strategy2®: 27. The molecular weight of TMT tag is ~229 Da. During MS/MS
analysis, the TMT tag gererates report ions through CID/HCD fragmentation while at the
same time it also generates unknown peaks which will be considered as unmatched peaks
during spectum analysis. To make sure the changed proteins were correctly identified and
quantified, all CID and HCD spectra of these proteins were manually inspected.

The 6-plex TMT quantitation was achieved through the reporter ions in HCD mass spectra.
Each of the six tags has a specific molecular weight that appears at m/z of 126.1, 127.1,
128.1, 129.1, 130.1, and 131.1, respectively. Peptides at the 0 hr time point were used as
controls and the relative abundance of each peptide at each time point (1, 4, 24, 48, or 72 hr)
was indicated by the ratio of the intensity of a specific tag to that of the corresponding
control tag on the same peptide. The ratio of each protein was determined by the average
ratio of its matched peptides. Both unique and non-unique peptides were used for the protein
quantitation.28

A total of 384 proteins were identified and quantitated. We first analyzed the correlation
between technical replicates (independent sample processing on the same sample) and
biological replicates (four monkeys). The correlation coefficient (R) between two technical
replicates of the same sample was ~0.7-0.8 while R between each biological sample was
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~0.3-0.4. A representative heat-map of correlation between different runs at the 72 hr time
point is shown in Figure 4A. We then looked at the correlation of protein abundances
between different time points (Figure 4B, analyzed by R program). The correlation between
control and 1 hr or 72 hr are higher than correlation between control and other time points.
The highest correlation was observed between control and 1 hr (R = 0.86) while the lowest
correlation was observed between control and 4 hr (R = 0.31).

To select proteins which can exhibit long-term changes after isoproterenol treatment, we
focused on proteins with significant changes at 48 hr and 72 hr compared with the 0 hr time
point (p < 0.05) across all technical and biological replicates. Student t-test was applied to
screen the altered proteins with an average change >2-fold. All CID spectra of selected
proteins were manually inspected (Supplemental Figure S1) to ensure accurate
identification. We also performed manual inspection of HCD spectra of each quantified
peptides of the changed proteins to ensure quantitation is highly confident (Figure 5).

Five proteins, including beta-enolase—like protein, FBAA, glycogen phosphorylase, SAA,
and peroxiredoxin-2 isoform 5 were significantly up-regulated, while another four proteins,
including fetuin A, apolipoprotein A-l, apolipoprotein A-11 and InaD-like protein, were
down regulated at 48 and 72 hr after SO treatment (Table 1 and Supplemental Table S3 &
Figure S1). We also investigated the protein changes at the other time points. Six increased
proteins and four decreased proteins were discovered from 4 hr post-dose (Table 2 and
Supplemental Table S4 & Figure S2) but their expression levels reverted to baseline after 48
hr.

ELISA Validation

Three proteins, FBAA, SAA, and fetuin A, were validated by ELISA assay. The ELISA
results were consistent with the LC-MS/MS data. FBAA and SAA were significantly up
regulated, while fetuin A was down-regulated at 48 and 72 hr post-dose (Figure 6 and
Supplemental Table S5). The concentrations of FBAA at 0, 48, and 72 hr after ISO
administration were 20.3 £ 2.9, 30.0 + 2.0 and 28.0 + 2.8 ng/mL, respectively. Serum
concentrations of SAA at 48 and 72 hr post-dose were 46.6 + 0.3 and 45.7 £ 2.2 mg/mL,
which are significantly higher than the level at 0 hr (1.0 £ 0.2 mg/mL). The expression level
of fetuin A was significantly lower at 48 hr (8.8 £ 0.3 mg/mL) and 72 hr (8.5 + 0.1 mg/mL)
compared with that at 0 hr (11.7 + 0.5 mg/mL).

Discussion

Improved prediction of cardiac injury during preclinical testing of pharmaceuticals would
provide a significant improvement in the prediction of drug safety prior to testing in
humans.2? Preclinical and clinical serum biomarkers offer a promising method for predicting
cardiotoxicity before drugs can produce cardiac injury and death.30 In this study, we applied
a TMT 6-plex—based proteomic approach to investigate the serum protein changes in
monkeys at time points ranging from 1 to 72 hr following administration of 1SO, a model
cardiotoxicant. Serum proteins were extracted and digested into peptides using a FASP
strategy, and then the resulting peptides were labeled with TMTSs to allow simultaneous
identification and quantitation by LC-MS/MS. The changes of proteins of interest were
further validated using a traditional ELISA strategy.

To confirm the overall quality of the serum biomarker candidates for monitoring
cardiotoxicity, we evaluated reproducibility and yield, the two most crucial factors in
biomarker discovery, using quantitative proteomics.31: 32 We applied FASP to process 48
serum samples collected from six time points of four monkeys, with two technical replicates
of each. The average yield of FASP is ~64.1% with 9% variation among all 48 samples. Our
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results show that FASP allows us to achieve better consistency than other methods (acetone
and trichloroacetic acid precipitation, data not shown) in sample preparation, and thus
improves the reliability of the proteomics-based protein quantitation.

In this study, we focused on biomarker discovery from whole serum proteins instead of low-
abundance proteins only. We also tested the application of the depletion procedure using a
IgY-14 depletion column (Sigma-Aldrich); however, after depletion the reproducibility
decreased to ~40%, resulting in difficulties for the biomarker discovery (data not shown).
Our results also showed that two high-abundance proteins apolipoprotein Aland fetuin A
exihibited significant expression changes in 48 hrs and 72 hrs post dose. Therefore, the low
reproducibility of depletion could be induced by the changes of high-abundance and
medium abundance proteins.

For the TMT labeling step, we used HPLC-based SCX and RP chromatography to purify
labeled peptides. The SCX and RP steps have average yields of 63% and 79%, respectively.
The technical variation of TMT labeling and peptide purification is less than 10% among all
samples. We further evaluated the reproducibility of TMT-based quantitation in LC-MS/MS
analysis. Correlation between each of the two technical replicates is ~0.7-0.8 (see Figure
3a), which is consistent with the Dayon et al. report of 20% technical variation in relative
quantitation with the TMT method.33 Our data showed that through the combination of
FASP and TMT-CID-HCD quantitative strategy, we are able to obtain accurate and
reproducible results for biomarker discovery in multiple complicated serum samples. Note
that the correlation of protein quantitation between different biological replicates is only
~0.3-0.4, indicating a larger variation among individual monkeys than that among all
technical replicates.

Serum proteins provide a convenient source for us to discover changed proteins from the
same individual at different post-dose time points. As illustrated in Figure 3, our results
show that the overall protein expression before 1SO injection (0 hr) showed the highest
correlation with that of 1 hr and 72 hr samples (R = 0.79) and the lowest correlation with
that of 4 hr samples (R = 0.31). This observation is consistent with many reports that serum
levels of most cardiac biomarkers peak at 2-12 hr and return to baseline after 24 hr although
chronic cardiac myodegeneration may still exist. In order to discover proteins relevant to
long-term cardiac injury, we focused on the protein changes at 48 and 72 hr and discovered
nine significantly changed proteins (Table 1). Three proteins of interest, FBAA, SAA, and
fetuin A, were measured by ELISA assay, and their changes were consistent with LC-MS/
MS. Monkey SAA ELISA kits were used for SAA while human FBAA and fetuin A kits
were used, due to the lack of availability of NHP reagents. We detected a ~50-fold increase
of SAA concentration at 72 hr post-dose using ELISA and a ~6-fold increase using
proteomics. We also detected significant changes of serum FBAA and fetuin A using
ELISA, but the ratios analyzed from ELISA results were not as significant as those of
proteomic results. The manufacturer has reported a 10% cross-reactivity of human FBAA kit
on monkey FBAA. Therefore, the ratio differences between ELISA assay and proteomic
strategy may result from the low reactivity of human-specific antibodies against monkey
antigens.

Glycogen phosphorylase has been known as a marker for both short-term and long-term
cardiac injury.34 It releases early, within 2—4 h, as an indicator of irreversible myocardial
damage,3® and the late release of glycogen phosphorylase has been linked to cardiac toxicity
and inflammatory damage.36 Glycogen phosphorylase is known as the primary enzyme in
glycogen breakdown.3” We detected significant elevation of glycogen phosphorylase from 4
to 72 hr, suggesting an up-regulated glycogen uptake. Our results from LC-MS/MS and the
ELISA assay showed that FBAA, another protein involved in glycogen metabolism, was
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significantly up regulated at 48 and 72 hr upon 1SO administration. Since 1SO can induce a
decrease in cardiac glycogen level,38 our findings suggest that the decrease of glycogen may
be due to elevated glycogen uptake and that glycogen phosphorylase and FBAA may serve
as indicators of cardiac injury at time points later than 24 hr.

We also discovered a decreased expression level of fetuin A and an increased level of
protein SAA in serum from 48 and 72 hr post-dose and further validated the changes of the
two proteins by ELISA assay. Nordfors et al. have reported that low fetuin A levels are
associated with inflammation as well as with increased cardiovascular and all-cause
mortality.3% 40 Fetuin A has also been reported to have lower expression in subclinical
coronary artery calcification, stable angina and myocardial infarction.41-43 Other studies
have indicated that SAA is a sensitive indicator of inflammation and cardiovascular risk.44
Elevated SAA has been linked to high mortality in acute coronary syndromes; more
importantly, Braunwald et al. has discovered that SAA can identify a population of patients
without elevation of cardiac-specific troponin T (cTnT), and thus can provide additional
prognostic information for predicting cardiac necrosis.#> Our findings suggest that the
changes of fetuin A and SAA may be useful in detecting cardiac injury and further
evaluation on the significance of fetuin A and SAA could be helpful in assessing
cardiovascular risk.

In summary, we have applied a TMT labeling-based CID-HCD method to identify serum
proteins from African green monkeys at different post-dose timepoints upon injection of the
model cardiotoxicant 1ISO. A FASP strategy was used to extract and digest proteins from
serum samples and the peptides were then labeled using different TMT tags, purified by
SCX and RP trap columns, and identified and quantified by 2D LC-MS/MS. To our
knowledge, this is the first study that combines FASP and TMT labeling for sample
processing and data acquisition. Our strategy provides highly reproducible data, which are
essential for discovering biomarkers of cardiac injury. Five increased proteins and four
decreased proteins were identified from the serum drawn at 48 and 72 hr after 1ISO
treatment. We further applied an ELISA assay to confirm the alteration of three proteins,
FBAA, SAA, and fetuin A, which are involved in glycogen metabolism, inflammation and
cardiac necrosis. These results suggest that these nine proteins have potential for inclusion in
multi-marker analysis of long-term cardiac injury. We are currently conducting similar
evaluations in Cynomolgus macaques and Rhesus macaques, and are comparing the protein
markers presented here with other commercially available and experimental markers of
cardiac injury.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1. Heart ratein African green monkeysfollowing a single s.c. administration of 4 mg/kg
isoproterenal (1SO)

Heart rate values were obtained from EKG recordings collected at the following time points:
immediately prior to dose administration (time 0) during the first 15 min after dosing, then
at 1, 4 and 24 hr post-dose. Results for males and females showed no significant differences
and are pooled. *p<0.05
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Figure 2. Workflow of proteomic strategy
TMT-based serum protein profiling and quantitation were applied to study long-term cardiac
injury following isoproterenol administration.
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Figure 3. SCX and RP chromatogram of TMT labeled peptides from two technical replicates of

animall

(A) and (B) indicate chromatogram from two independent SCX runs and (C) and (D)

indicate chromatogram from two RP runs. The absorbance was monitored at 280 nm and

peptide peak is identified by arrow in the figure.
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Figure 4. Heatmap of LC-M S/M Sresults

(A) Correlation of protein abundance between different time points. The correlation between
0 hr and 72 hr is higher than the correlation between 0 hr and 4 hr, indicating that protein
changes induced by isoproterenol peaked at 4 hr, then returned to normal ranges after 24 hr.
(B) Correlation of protein abundance between technical replicates and biological replicates.
1.1and 1.2,2.1and 2.2, 3.1 and 3.2, and 4.1 and 4.2 indicate two replicates from each of
four biological samples, respectively. Correlation coefficient (R) is shown in bold.
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Figure 5. MS/M S spectra of “ADDGRPFPQVIK” of FBAA collected by CID and HCD

(A) and (C) are CID spectra from the same peptide from two different biological samples.
The CID spectra were used for peptide identification. (B) and (D) are corresponding HCD
spectra of TMTSs. The intensity of each tag was used for peptide quantitation. Forward and
reverse labeling was applied on different samples and the corresponding time point of each
tag is indicated in bold.
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Figure 6. ELISA resultsof (A) serum amyloid A (SAA), (B) fructose-biphosphate aldolase A
(FBAA) and (C) fetuin A

SAA and FBAA showed significant increases at 48 and 72 hr after isoproterenol
administration while fetuin A showed a significant decrease. Serum samples of four
monkeys from six different time points were tested. Each sample and protein standards were
measured in triplicates.
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