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Abstract

Characterization of toxicogenomic signatures of carcinogen exposure holds significant promise for mechanistic and
predictive toxicology. In vitro transcriptomic studies allow the comparison of the response to chemicals with diverse mode
of actions under controlled experimental conditions. We conducted an in vitro study in TK6 cells to characterize gene
expression signatures of exposure to 15 genotoxic carcinogens frequently used in European industries. We also examined
the dose-responsive changes in gene expression, and perturbation of biochemical pathways in response to these
carcinogens. TK6 cells were exposed at 3 dose levels for 24 h with and without S9 human metabolic mix. Since S9 had an
impact on gene expression (885 genes), we analyzed the gene expression data from cells cultures incubated with S9 and
without S9 independently. The ribosome pathway was affected by all chemical-dose combinations. However in general, no
similar gene expression was observed among carcinogens. Further, pathways, i.e. cell cycle, DNA repair mechanisms, RNA
degradation, that were common within sets of chemical-dose combination were suggested by clustergram. Linear trends in
dose-response of gene expression were observed for Trichloroethylene, Benz[alanthracene, Epichlorohydrin, Benzene, and
Hydroquinone. The significantly altered genes were involved in the regulation of (anti-) apoptosis, maintenance of cell
survival, tumor necrosis factor-related pathways and immune response, in agreement with several other studies. Similarly in
S9+ cultures, Benz[alpyrene, Styrene and Trichloroethylene each modified over 1000 genes at high concentrations. Our
findings expand our understanding of the transcriptomic response to genotoxic carcinogens, revealing the alteration of
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diverse sets of genes and pathways involved in cellular homeostasis and cell cycle control.
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Introduction

Cancer is a multifactorial disease in which both environmental
and genetic factors play a role. Thus far, the cancer risk associated
with exposure to industrial pollutants has been mainly assessed
through epidemiological follow-up, animal studies, mutagenicity
and genotoxicity assays. Exposure-related cancers are difficult to
detect in epidemiological studies given that the induced cancer risk
is small compared to the natural occurrence of cancer [1,2,3,4,5]
and latencies can be protracted. Despite the possibility of
measuring genotoxic effects in humans, e.g. DNA breaks and
micronuclei, which can lead to the development of a cancer, the
interpretation of positive findings in relation to exposure and
cancer risk assessment remains a major challenge [6]. With the
development of new tests, it is hoped that more effective bioassay
surrogates will produce clinical tools for monitoring and risk
assessment [7,8,9,10,11].

Collaborative efforts have been taken to deal with the health
effects of large number of chemicals released in the environment
and to develop cost-effective high-throughput approaches to assess
environmental chemical toxicity [12]. In recent years, ‘omic’
technologies have been employed to get a deeper understanding of
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toxicological mechanisms and to predict toxicological outcome,
such as carcinogenicity, by profiling genomic perturbations (e.g.,
mRNA expression profile) [13,14,15]. Several promising studies
have been reported in mechanistic [16,17] and predictive
toxicology [18,19,20] using toxicogenomics. Toxicogenomic tools
have also been utilized to discriminate between classes of
carcinogens based on global expression profiling [19,21]. This
suggests that for compounds with insufficient toxicological
information, associated gene signatures could be used to charac-
terize their toxicological properties based on comparison with
signatures associated with previously characterized compounds.
Studies have reported positive findings regarding the toxicoge-
nomic strategy of compound categorization based on the mode of
action (e.g., gene expression alterations) [22] but data is still too
preliminary to support the conclusion that similar gene expression
signatures are observed among families of structurally similar
compound(s) and/or compounds with similar mode of action
[23,24].

Human toxicogenomic studies typically are small, examine high
dose exposures, have confounding issues (such as age, genotype,
and diet) and use various methodologies, all of which make it
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difficult to compare the effects of exposure to different chemicals
or classes of chemicals among studies. In contrast, i wvitro
toxicogenomic studies can be designed to examine the effect of
multiple exposures in parallel with greatly reduced confounding. In
vitro gene expression profiling has the potential to discriminate
carcinogens with distinct mechanisms of action [25]. Several
vitro studies have shown that genotoxic agents alter genes involved
In immune, inflammatory and stress responses and apoptosis,
rather than genes with a role in DNA repair or metabolism, as
might have been expected [26,27,28,29,30,31]. These studies
examined genotoxins that operate through various mechanisms, in
human and mouse cell lines using different microarray platforms.

In the current study, we characterized the gene expression
alterations in TKG6 cells induced by by genotoxic carcinogens with
diverse modes of action e.g., adduct forming and cross-linking. We
also examined the dose-responsive changes in gene expression and
altered biochemical pathways. We hypothesized that the gene
expression signatures are perturbed in response to exposure in a
carcinogen, and a dose specific manner. The carcinogens
comprised 13 chemicals currently and frequently used in
European industries, including occupational and environmental
agents, as well as 2 control chemicals (Table 1). These genotoxic
agents react with/alter DNA and/or proteins directly or indirectly
(through their bioactivation) [32].

Human thymidine kinase = human lymphoblastoid cells (TK6
cells) were exposed for 24 hours and global gene expression
profiling was performed. In order to assess the applicability of gene
expression profiles to biomonitoring of human populations
exposed to carcinogens, we also examined dose-dependent
changes in gene expression. We applied a long exposure period
(24 h) rather than a pulse treatment (46 h), since humans (e.g.
workers) are typically chronically exposed and in i vitro studies, 18
to 24 h exposure period is commonly used for investigation of
genotoxicity [33,34]. Moreover, it has been shown that more
changes in gene expression with alteration of more genes, occurs

Gene Expression Profiles in Human TK6 Cells

after approximately 24 h than after 4, 48, or 72h
[27,28,29,30,33].

Results

After 24 h of exposure, cells were harvested and analyzed for
viability. All samples included in this study showed viability above
90% and were further processed for RNA extraction. The RNA
from each exposure condition was hybridized to the Sentrix
HumanRef-8 v33 Expression BeadChips (Illumina, Inc., San
Diego, CA).

Assessment of experimental variation

We applied a linear mixed model to assess the proportion of
total variation that is due to exposure (chemical, S9, dose) and
experimental variation (treatment experiment, hybridization, label
and chip). The distribution by gene of the IntraClass Correlation
Coeflicients for 3 of the potential experimental confounding
factors (experiment, label, and hybridization) and residual showed
that residual variation was greatest (Figure 1). This means that
exposure, 1.e. chemical agent, S9 and dose had the strongest effect
on variation in gene expression. We adjusted the inference for
correlation due to labeling and hybridization, which had lesser
effects on variation than exposure.

Effect of SO treatment on gene expression

In order to determine the effectiveness of S9 activation in our
treatment experiments, we compared the differential gene
expression profiles of cells treated with Styrene, which requires
metabolic activation, in the presence of S9, with the profiles
associated with its major metabolite, Styrene 7,8-oxide, in the
absence of S9. Styrene and Styrene 7,8-oxide had 297 genes (¢-
value<<(0.15) in common at high dose treatment, and no genes in
common at low and medium doses (Figure 2). The high-dose
result, suggested that S9 affected the metabolism of Styrene to
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Table 1. Overview of agents used for the treatment of TK6 cell cultures.
Agents IARC Category Concentration (LM)

High Medium Low
Formaldehyde™'~ 1 Aldehyde 100 10 1
Styrene™"! 2B Aromatic hydrocarbon 5000 500 50
Styrene 7,8-oxide™" 2A Aromatic hydrocarbon 500 50 5
Benzene™™! 1 Aromatic hydrocarbon 100 10 1
Hydroquinone™’ 3 Aromatic hydrocarbon 0.5 0.05 0.005
Mitomycin C2 2B Cytostaticum 0.5 0.05 0.005
Ethylenedibromide™'? 2A Organobromide 1000 100 10
Epichlorohydrin™' 2A Organochloride 500 50 5
Acrylamide™’ 2A Amide 500 50 5
Trichloroethylene™' 2A Chlorinated hydrocarbon 5000 500 50
Carbontetrachloride™" 2B Chlorinated hydrocarbon 1000 100 10
Cyclophosphamide™" 1 Cytostaticum 50 5 0.5
Benzol[a]fluoranthene™’ 2B Poly aromatic hydrocarbon 500 50 5
Benzo[a]pyrene "' 1 Poly aromatic hydrocarbon 500 50 5
Benz[aJanthracene™" 2B Poly aromatic hydrocarbon 500 50 5
*Direct acting agent; **Indirect acting agent,
1: DNA adduct forming agent; 2: DNA Cross linking agent.
doi:10.1371/journal.pone.0039205.t001
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Figure 1. Sources of methodological and biological variation within the microarray expression data. Figure represents the distribution
of the intraclass correlation coefficients (the proportion of variability estimated to come from each source on a probe-by-probe basis) calculated by
variance components analysis based on a mixed-effects model allowing assessment of independent contributions of variability from experiment,
label, hybridization, and residual variability. IC: intra-class correlation coefficients; x-axis represent the scale of IC (0-1) and y-axis represent the

frequency of IC.
doi:10.1371/journal.pone.0039205.g001

Styrene 7,8-oxide. However, the degree of overlap was small
suggesting that metabolism by S9 was incomplete, or that Styrene
alters gene expression independently of its metabolism or via other
metabolites, or that S9 treatment was causing “non-target” effects
on genes expression. Comparison of the gene expression patterns
of S9-treated (S9+) with S9-untreated (S9-) control samples showed
that 885 genes (supplementary Table S1) were significantly altered
(g-value<<0.01), of which 375 genes were down regulated. This
confirmed that “non-target” effects of S9 treatment occurred.
Given these non-target S9 effects on gene expression, we analyzed
the gene expression data from cells cultures incubated without S9
metabolic mix independently from those incubated with S9
metabolic mix.

GO categories and genes significantly impacted by
individual carcinogens vs controls

We examined the genes modulated by each agent at each
concentration. After multiple test correction (False Discovery Rate
(FDR) g-value <0.15), many exposure-induced gene expression
modifications remained significant. At low-dose exposure, Form-
aldehyde significantly altered the expression of 3 genes (FLJ44653
and SFRSI11 were upregulated, CTBP1 was downregulated);
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Mitomycin C exposure significantly altered the expression of 21
genes of which 3 were downregulated; and, Acrylamide signifi-
cantly altered the expression of 61 genes. Low-dose exposure to
Benz[a]anthracene, Benzo[a]pyrene, Carbontetrachloride, Cyclo-
phosphamide, Hydroquinone, Trichloroethylene and Styrene also
affected gene expression. At the medium dose level, various
numbers of genes were significantly altered (¢-value <0.15):
Cyclophosphamide (134 genes), Carbontetrachloride (353 genes),
Benz[a]anthracene (397 genes), Trichloroethylene (385 genes),
Epichlorohydrin (826 genes) and Benzene (>1000 genes). Simi-
larly, at the high-dose level, various numbers of genes were
significantly altered (¢-value <0.15): Styrene (7 genes), Acrylamide
(81 genes), Benzene (254 genes), Hydroquinone (332 genes),
Ethylenedibromide (748 genes) and Styrene 7,8-oxide (>1000
genes), Trichloroethylene (>1000 genes), Benz[a]anthracene
(>1000 genes) and Epichlorohydrin (>1000 genes) (g-value
<0.15).

The biological processes impacted by each chemical (S9-) at
each dose level were determined by GO analysis and are
summarized in supplementary Table S2. GO categories which
were affected by at least 4 chemicals per dose level are shown in
Table 2 (low dose), Table 3 (medium dose) and Table 4 (high
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Figure 2. Genes in common between Styrene (S9+) and Styrene 7,8-oxide (S9-). Venn diagram indicating the number of genes common
between styrene (S9+) and styrene 7,8-oxide (S9-) at low, medium and high dose (g-value<0.15) exposed TK6 cells. The number of overlapping genes
at each of the dose levels were not significant (g-value<0.15) by Fisher's exact test.

doi:10.1371/journal.pone.0039205.9002

dose). A number of GO processes including antigen processing
and presentation of endogenous peptide antigen via MHC class I,
peptide antigen stabilization, DNA damage response, and signal
transduction by p53 class mediator resulting in cell cycle arrest,
were affected at the low dose by most chemicals. Regulation of
translational fidelity, positive regulation of epithelial cell differen-
tiation, antigen processing, and presentation of endogenous
peptide antigen via MHC class I were significantly affected at
the medium and high doses. At the high dose multiple chemicals
were associated with perturbation of regulation of cell redox
homeostasis, cell cycle arrest, inhibition of CREB transcription
factor, and mRNA transcription from RNA polymerase I.
Additional GO processes of interest, impacted at medium and
high levels of exposure, were positive regulation of tumor necrosis
factor receptor, T cell proliferation, selection and costimulation

Table 2. Functional classification of affected genes at low dose.

and negative regulation of type IV hypersensitivity, positive
regulation of DNA repair, nucleotide-excision repair, single strand
break repair, double-strand break repair via homologous recom-
bination, DNA double-strand break processing apoptosis, cell
cycle arrest, programmed cell death and apoptotic nuclear change
(supplementary Table S2). In the supplementary Table S3, we
also provide the GO categories impacted by each chemical (S9+)
at each dose level.

Hierarchical clustering, with heatmap presentation to visualize
the pathways that behave similarly and/or differently within each
chemical-dose combination (S9-), is shown in Figure 3. Signifi-
cantly impacted genes from the respective biological replicates per
chemical were pooled in the hierarchical clustering. Specific
pathways associated with cell cycle alterations, DNA repair i.e.,
mismatch repair, nucleotide excision repair, spliceosome, protea-

Carcinogens*

GO ID GO Processes
AA BA BP CCL CP FA HQ MMC ST TCE
G0:0009440 Cyanate catabolic process U U (e} o (e} (e} (e} u 1} o
G0:0019885 Antigen processing and presentation of u (e} o v} O u u o u a
endogenous peptide antigen via MHC class |
G0:0000085 G2 phase of mitotic cell cycle (e} U (e} a 1} U U u o a
G0:0006977 DNA damage response, signal transduction by (e} u o 1} U (e} o (0] (0} a
p53 class mediator resulting in cell cycle arrest
G0:0050823 Peptide antigen stabilization (e] (0] U a o U U (0] i} a
G0:0001833 Inner cell mass cell proliferation (e} (e} (e} (0} u u u o u (0}

MMC:Mitomycin C; ST; Styrene; TCE:Trichloroethylene].
doi:10.1371/journal.pone.0039205.t002
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Functional classification of significantly affected genes by exposure to carcinogens at low dose into Gene Ontology (GO) categories was performed. GO categories that
were affected by 4 or more carcinogens per chemical dose are listed. A list of all GO categories affected per chemical per dose is given in the supplementary Table S2.
*Carcinogens [AA:Acrylamide; BA:Benz[a]anthracene; BP:Benzo[a]pyrene; CCL:Carbontetrachloride; CP:Cyclophosphamide; FA:Formaldehyde; HQ:Hydroquinone;
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Table 3. Functional classification of affected genes at medium dose.

GO ID Go Processes Carcinogens*
BA BZ CcCL (o EPI TCE
G0:0019885 Antigen processing and presentation of endogenous peptide antigen P P o P P P
via MHC class |
GO0:0001711 Endodermal cell fate commitment P [0} P o P P
GO0:0006450 Regulation of translational fidelity P P P (e} P P
G0:0030858 Positive regulation of epithelial cell differentiation P o P (e} P P

Table S2.

doi:10.1371/journal.pone.0039205.t003

some, ribosome, RNA degradation, and others are enriched within
sets of chemical-dose combinations as shown in Figure 3.
Interestingly, the Ribosome pathway was affected by all chemi-
cal-dose combinations used in this study. In general, we did not
observe pathways that have similar expression among all direct or
indirect- acting carcinogens.

Dose-dependent changes in gene expression induced by
individual carcinogens

Trend analysis of genes impacted by chemicals with S9-
treatment revealed dose-dependent changes in gene expression
for Benzene (20 genes), Hydroquinone (34 genes), Benz[a]anthra-
cene (8 genes), Trichloroethylene (1000 genes) and Epichlorohy-
drin (1000 genes) at g-value <0.15. We performed GO analysis for
the significantly affected genes and the altered GO categories are
given in supplementary Table S4. Some of the significantly
affected genes (S9-) were involved in DNA repair (e.g.
G0:0033683: nucleotide-excision repair, GO:0006283: transcrip-
tion-coupled nucleotide-excision repair), regulation of cell cycle
(e.g. GO:0000075: cell cycle checkpoint, GO:0007050: cell cycle
arrest), regulation of apoptosis (e.g. GO:0008624: induction of
apoptosis by extracellular signals, GO:0042981: regulation of

Functional classification of significantly affected genes by exposure to carcinogens at medium dose into Gene Ontology (GO) categories was performed. GO categories
that were affected by 4 or more carcinogens per chemical dose are listed. A list of all GO categories affected per chemical per dose is given in the supplementary

*Carcinogens [BA:Benz[alanthracene; BZ:Benzene; CCL:Carbontetrachloride; CP:Cyclophosphamide; EPI:Epichlorohydrin; TCE:Trichloroethylene].

apoptosis), regulation of immune response (e.g. GO:0001808
negative regulation of type IV hypersensitivity, GO:0042113: B
cell activation), regulation of translation (e.g. GO:0006412:
translation, GO:0006446: regulation of translational initiation)
and GO:0042535: positive regulation of tumor necrosis factor
biosynthetic process.

A closer look at the genes involved in regulation of tumor
necrosis factors receptors revealed that TNFRSF9 (CD137) and
TNFRSF10B (CD262), both members of the tumor necrosis factor
receptor family, were upregulated with increasing Epichlorohydrin
dose. Interestingly the TNFRSF9 gene was also upregulated at
exposure to high doses of e.g. Styrene 7,8-oxide and Hydroqui-
none. In contrast, TNFRSF10A was downregulated with increas-
ing Epichlorohydrin dose.

Discussion

The current study was set up to detect gene signatures and
biological pathways altered by exposure to occupational and
environmental carcinogens with diverse modes of action (MOA),
using global gene expression analysis. S9 was included for agents
requiring metabolic activation. S9 was found to have an impact on
some of the same pathways as the carcinogens, making it difficult

@ PLoS ONE | www.plosone.org

Table 4. Functional classification of affected genes at high dose.
GO ID GO Processes Carcinogens®

AA BA BZ EDB EPI HQ SO ST TCE
GO0:0030503 Regulation of cell redox homeostasis P P o P o o o P o
G0:0042789 mRNA transcription from RNA polymerase | B (0} P P P P (0} (0} (0}
GO0:0007050 Cell cycle arrest P o P o P P o P o
G0:0032792 Inhibition of CREB transcription factor P (0} (0} P o P (0} P (0}
GO0:0043065 Positive regulation of apoptosis P o P o P o o P (0]
GO0:0001975 Response to amphetamine P (0] P (0] (0] P (0] P (0]
G0:0001711 Endodermal cell fate commitment (o} P o O P P o o P
GO0:0006450 Regulation of translational fidelity (0] P (0] (0] P P (0] 0] P
GO0:0015855 Pyrimidine transport o P o (e] P o P o P
G0:0030858 Positive regulation of epithelial cell differentiation (e} P (0} (0} P P (0} (0} P
Functional classification of significantly affected genes by exposure to carcinogens at high dose into Gene Ontology (GO) categories was performed. GO categories that
were affected by 4 or more carcinogens per chemical dose are listed. A list of all GO categories affected per chemical per dose is given in the supplementary Table S2.
*Carcinogens [AA:Acrylamide; BA:Benz[a]anthracene; BZ:Benzene; EDB:Ethylenedibromide; EPI:Epichlorohydrin; HQ:Hydroquinone; SO:Styrene 7,8-oxide; ST:Styrene;
TCE:Trichloroethylene].
doi:10.1371/journal.pone.0039205.t004
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Figure 3. Heatmap generated by hierarchical clustering of chemical-dose arrays. Heatmap representation of the hierarchical trees of
pathways and differentially expressed genes in each chemicals-dose combination generated using hierarchical clustering with the Euclidean distance
metric and average linkage method. The columns in the Heatmap correspond to each chemical-dose combination and rows correspond to different
KEGG human pathways. Significantly impacted genes from the respective biological replicates per chemical were pooled in the hierarchical

clustering.
doi:10.1371/journal.pone.0039205.9003

to distinguish carcinogenic-specific effects. As a consequence, gene
expression data of experiments with S9 were considered indepen-
dently and are given in the supplementary files. Our findings
suggest that experimental exposure conditions should be consid-
ered carefully when carrying out all @ witro gene expression
experiments to classify indirect acting carcinogens using S9
metabolic mix.

Comparison with previous in vitro studies of global gene
expression induced by exposure to mutagenic
compounds

Our data confirm the results of Islaih et al. (2005), who found
few robust changes in global gene expression induced by exposure
to mutagenic compounds [36]. In contrast to Hu et al. (2004), who
measured the response to cytostatic agents and found 17 genes
downregulated and 26 genes upregulated in a dose-responsive
manner, no common, robust, dose-responsive gene expression
changes were found for all agents in our study [27]. However, with
increasing concentration, increased numbers of genes were
affected, indicating dose-responsiveness. Further, clear dose-
dependent gene expression changes could be detected for
Benzene, Hydroquinone, Benz[a]anthracene, Trichloroethylene
and Epichlorohydrin. The genes identified by Hu et al. (2004)
encoded products involved in (anti-)apoptosis and in pathways
involved in maintaining cell survival [27]. In our study, some of
the genes that were significantly altered were also involved in the
regulation of (anti-Japoptosis and maintenance of cell survival
(DNA repair, regulation of cell cycle). In addition, genes from
pathways involved in the regulation of immune response and
translation regulation were also altered in our study. These results
are In agreement with studies describing gene alterations in cell
cycle arrest, tumor necrosis factor-related pathways, immune and
stress response and DNA repair after exposure to cigarette smoke,
reactive oxygen species and other genotoxic agents [30,36,37].

Previous studies examining gene expression profiles induced by
genotoxic agents were carried out in several cell types (human
peripheral blood mononuclear cells, HepG2, L5178Y mouse
lymphoma cells, TK6 cells) and show a large variation in the
differential expression level of  individual genes
[26,27,30,31,36,37]. The two studies previously carried out in
TKG6 cells assessed effects of anti-cancer drugs and showed effects
on the same pathways as in our study [31,36]. Differences in the
expression levels of individual genes between the studies may
partially be explained by different treatment schedules and times
at which gene expression measurements were made. The statistical
approach used in the present study differs from the approaches of
previous studies, in which genes were selected based on fold
expression changes, and could also explain some of the different
outcomes compared to other studies [27,29,31].

In this study we could not find similar pathways among all direct
or indirect- acting carcingoens or pathways, which could
discriminate between direct- and indirect- acting agents. We
found that specific KEGG pathways exhibit similar expression for
certain chemical-dose combinations. The identified KEGG
pathways are mainly involved in cell cycle control, DNA repair
mechanisms, apoptosis, immune response, p53 signaling pathway
and intracellular signaling pathways. Activation of DNA repair

@ PLoS ONE | www.plosone.org

related pathways suggests that carcinogenic exposure elicits a
DNA damage response. Activation of ubiquitin mediated prote-
olysis pathway also suggests the induction of apoptosis [38]. In
general, cellular processes identified by GO analysis and KEGG
pathway analysis were similar. As shown in the heatmap,
upregulation of ribosomal pathways by exposure to many
chemical-dose combinations was significant. This may reflect the
prevention of shutdown of the translational machinery after
carcinogenic exposure and an inherent defense system to restore
the cellular homeostasis through activation of cellular translation.

Effects of individual agents and comparison with
previous studies

We examined the gene expression alterations induced by
individual agents. Altered expression of a set of genes involved
in the regulation of tumor necrosis factor receptors at all levels of
exposure to several agents was striking. The gene product of
TNFRSF9 (CD137), which was upregulated with increasing dose in
our study, enhances immune activity to eliminate tumors.
TNFRSFI10B (CD262), which was upregulated, and TNFRSFI0A,
which was downregulated, in our study with increasing dose, both
encode receptors that can be activated by tumor necrosis factor-
related apoptosis inducing ligand to transduce an apoptosis signal
and induce cell apoptosis. The effects on tumor necrosis factor-
related target genes and impact on both induction of and
protection from apoptosis was reported previously [36].

Mitomycin C exposure modified the expression of 21 genes of
which 3 were downregulated. The number of genes affected is
within the range of another study [36] examining TK6 cells
exposed to Mitomycin C. In contrast to that study, however, with
mitomycin G exposure we did not find an effect on genes involved
in the upregulation of apoptosis (e.g. MYC). Some of the pathways
e.g., cell cycle, DNA repair affected by the formaldehyde exposure
in our study are in agreement with another  vivo study performed
on rat nasal epithelium exposed to Formaldehyde [39]. GO
categories altered by exposure to Benzene and its metabolites,
mainly Hydroquinone, were also in agreement with previous
studies [40,41]. A study of Carbontertracholoride-induced toxicity
to rat liver demonstrated the induction of cellular damage followed
by the activation of DNA repair genes [14]. Many of the
Carbontetrachloride-induced gene expression alterations profiled
in the current study were also involved in regulating the immune
response, cellular toxicity, DNA damage response and apoptosis.
In general, more genes were affected at high concentrations of
some/several carcinogens, but also the numbers of genes playing a
role in apoptosis and control of cell cycle, specifically.

Relevance to biomarker development

In this study we also looked into the genes and biochemical
pathways that represent potential biomarkers of exposure/effect of
carcinogens in human cells i vitro. The relevance of these genes
and pathways to i vivo biomarkers is uncertain. Peripheral blood
mononuclear cells (PBMC) are easily accessible in human
biomonitoring studies. A similar transcriptomic response in the
PBMC of exposed individuals as in the i vitro studies could suggest
its applicability as a biomarker. Comparing the gene expression
data of Benzene and Hydroquinone in TK6 cells from the present
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study, with changes in the PBMC transcriptome associated with
occupational benzene exposure, reveals that similar pathways (e.g.
apoptosis, immune response), but not genes, are affected [42,43].
A number of differences potentially underlie the differential effects
on TK6 and human PBMC, such as the fact that TK6 cells are
lymphoblastoid while PBMC comprises a number of different cell
types at various stages of development; the Benzene in our w vitro is
unmetabolized; and, Hydroquinone is only one active metabolite
of Benzene. As well as differences in cell type, i vitro and i vivo
responses to chemical exposure are likely influenced by many
different factors. Comparison of the genes and pathways identified
in the present study with effects induced  vitro in PBMC from
normal human donors should be performed.

Conclusion

In conclusion, we identified perturbed gene expression and
pathways induced in TK6 cells by a group of genotoxic
carcinogens with diverse MOAs, as well as dose-dependent
changes in gene expression and pathways. Many of the pathways
play roles in the survival of the cell. A number of genes
significantly impacted are involved in cell division, e.g., cell cycle
arrest, tumor necrosis related pathways and anti(apoptosis), halt
the cell division until the accumulated mutations, and the DNA
damage is effectively repaired. Future research will involve
confirmation of these effects in human PBMC exposed to these
and additional carcinogens ¢ vitro, to determine their applicability
in human biomonitoring studies. Collaborative efforts similar to
ToxCast™, Tox21 projects will be required to investigate the in
vitro and in vivo effects of chemicals on a large scale, to develop cost-
effective assays for chemical categorization, for their toxicity
assessment, and to explore chemical toxicity pathways [44].

Materials and Methods

Cell culture

In this @ wvitro study we assessed gene expression in TK6 cells
exposed to 15 carcinogens. Human TK6 cells were chosen
because they express wild-type p53, grow rapidly in suspension
(population doubling time of 12-14 h), and are frequently
employed in standard genetic toxicology studies [36,45,46]. While
TKG6 cells are not necessarily equivalent to the target cells for
carcinogenicity, evidence suggests that they can act as surrogate
target cells [36,47]. TK6 cells, purchased from the European
Collection of Cell Cultures (ECACC, Wiltshire, UK), were
cultured in RPMI 1640 medium containing 10% heat-inactivated
horse serum, 100 U/ml penicillin, 100 pg/ml streptomycin and
2 mM l-glutamine. The cultures were maintained between 10—
10° cells/ml, at 5% COy and 37°C. The cells, at a density of
10°cells/ml, were divided into 15 treatment groups and 1 control
group and were exposed for 24 h to the carcinogens.

Because most compounds first pass the lung and only after
absorption enter the blood and go through the liver, human liver
S9 mix (1% v/v) was added to parallel cultures within each
treatment and control group [37,48]. Thus for each agent an
experiment (in duplicate) was done with and without S9. Liver S9
fractions were obtained from Celsis (Neuss, Germany) and
contained drug-metabolizing enzymes including the cytochromes
P450, flavinmonooxygenases, and UDP glucuronyltransferases.
An exogenous NADPH-regenerating system (1.3 mM NADP+,
3.3 mM glucose-6-phosphate, 0.4 U/ml glucose-6-phosphate de-
hydrogenase, and 3.3 mM magnesium chloride; BD Biosciences,
Erembodegem, Belgium) required by liver S9 for phase I oxidation
was included in the experiments.
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Chemicals, viability assays and selection of concentration

The selected agents have well-described clastogenic, genotoxic
and mutagenic characteristics [49,50]. Agents included in the
current study are capable of forming adducts with DNA either
directly or indirectly through the metabolic formation of reactive
metabolites. Table 1 gives an overview of the agents, classification,
and administered dose. In this project, we focused on carcinogens
used In occupational settings. First, we selected adduct forming
and cross-linking chemicals from International Agency for
Research on Cancers 2007 group 1 (agents carcinogenic to
humans) and 2 (agents probably/possibly carcinogenic to
humans). Secondly, we classified the agents per chemical class
and chose chemicals currently and frequently used in European
industries and hospitals [51]. All compounds were purchased from
Sigma Aldrich and dissolved and diluted in dimethylsulfoxide
(DMSO).

Preliminary viability assays were performed to select three
concentrations per agent, i.c. high concentration (cellular viability
of 90%), medium concentration (1/10 of high concentration) and
low concentration (1/100 of high concentration). We used the 3-
[4,5-dimethylthiazol-2-yl]-2,5-diphenyl  tetrazolium  bromide
(MTT) viability assay [52] and also counted the proportions of
living and dead cells using a Countess™ Automated Cell Counter
(Invitrogen, Carlsbad, CA).

RNA extraction, labeling, hybridization and quality
control

After 24 h of treatment, cells were immediately processed for
RNA isolation. RNA was extracted using Trizol® Reagent with
the PureLinkTM Micro-to-Midi System® according to the
manufacturer’s protocol (Invitrogen, Carlsbad, CA). An on-
column DNase I treatment was carried out during RNA
purification (DNase I, Amplification Grade; Invitrogen, Carlsbad,
CA). The quantity of RNA was measured by NanoDrop
Spectrophotometry and quality (integrity) testing of RNA was
done with an Agilent 2100 bioanalyzer. The RNA 260/280 ratios
of all samples were above 1.84 with an RNA integrity number of at
least 8.5. After isolation, RNA was stored at —80°C until analysis.

The Mumina® TotalPrep™-96 RNA Amplification Kit was
used for generating biotinylated, amplified cRNA for hybridiza-
tion following the manufacturer’s directions. The concentration of
cRNA was determined by measuring its absorbance at 260 nm
using a NanoDrop Spectrophotometer and by RiboGreen
fluorescence-based assay (Invitrogen). The size distribution of
cRNA was evaluated by conventional denaturing agarose gel
analysis. Hybridization to the Sentrix HumanRef-8 v33 Expres-
sion BeadChips (Illumina, Inc., San Diego, CA), which contain
>23,000 probes/array targeting genes and known alternative
splice variants from the RefSeq database release, washing and
scanning were performed according to the IlluminaBeadChip
manual (11286340 Rev A). Each BeadChip contained 8 micro-
arrays allowing for the parallel processing of 8 samples for greater
throughput. In order to estimate the technical variation caused by
microarray sample preparation and measurement, we randomized
the experiments at each level i.e., labeling, hybridization reactions
and chips. We used two biological replicates per exposure
condition, six biological replicates for control S9- and four
biological replicates for control S9+ experiments. Quality control
metrics of the microarray raw data including noise, background,
% probe sets present/absent, and 3'/5’ ratios for internal control
genes were satisfactory and consistent. To allow comparisons, all
chips were scaled to a target intensity of 500 based on all probe sets
on each chip.
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Statistical analysis

Statistical analyses were performed as described in McHale
et al. (2010) [43]. Briefly, we conducted variance components
analysis using a linear mixed model [53] to assess the proportion of
total variation due to variation between subjects, hybridizations,
labels, and chips, both before and after the normalization [quantile
normalization in the affy package [54] in R [55]. For each probe,
we estimated the association between exposure level and
expression level using a mixed-effects model with random
intercepts that accounted for clustering by treatment, hybridiza-
tion, and label. The individual dose-dependent treatment effects
were modeled as fixed effects. We fitted the mixed-effects model in
R with the Imer function in the Ime4 package [56]. The
distribution (across all the probes on the microarray) of the
contribution of variance from each of the sources (treatment,
labeling, hybridization and chips) is plotted. We performed
standard differential expression analysis on a probe-by-probe basis
using a modified T-statistic based on the empirical Bayes Limma
(Linear models for microarray data) approach [57,58]. Trend
analysis was performed using Limma where the doses were
numerically coded as 0 (for control), 1 (for the low dose), 2 (for the
medium dose) and 3 (for the high dose). After deriving the raw p-
values on a probe by probe basis, the differentially expressed genes
(probes) were selected via ranking by p-value and using a false
discovery rate cut-off (FDR g¢-value<<0.15) [59].The raw data
discussed here have been deposited in the European Bioinfor-
matics Institute ArrayExpress [60]and is publically accessible
through the accession number E-TABM-1223.

Pathway enrichment

We used a method known as structurally enhanced pathway
enrichment analysis (SEPEA_NT3) [61], which incorporates the
associated network information of KEGG (Kyoto Encyclopedia of
Genes and Genomes) biochemical pathways [62,63,64]. SEPEA
differs from other pathway enrichment methods in that it takes
into account the network structure of the various pathways in the
analyses — pathways where perturbed genes (as a result of
treatment) are closely related to each other in a graph/network
sense are assigned more significance. The gene-wise statistic
chosen to be used by SEPEA_NT3 was the t-statistic correspond-
ing to the treatment effect as reported by the empirical bayes
Limma approach [57]. The null hypothesis tested by SE-
PEA_NTS3 states that the distribution of the observed t-statistics
among the probes corresponding to genes in a given pathway is
the same as the distribution among all the probes on the
microarray platform. 10* permutations in the SEPEA_NT$
method were chosen in order to evaluate the significance of
association of the treatment with a particular pathway.

Gene Ontology (GO) analysis

The GO project [65] provides an ontology of defined terms
representing gene product properties in the domains, cellular
components, molecular functions, and biological processes. GO
has a hierarchical structure that forms a directed acyclic graph in
which each term has defined relationships to one or more other
terms in the same domain, which can be described as parent-child
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relationships. Every GO term is represented by a node in this
graph, and the nodes are annotated with a set of genes. We used
TopGO (topology-based GO scoring; [66]) to calculate the
significance of biological terms from gene expression data taking
the GO structure into account [67] using the elim algorithm. The
elim score is the p-value returned by Fisher’s exact test, and a node
is marked as significant if the p-value is smaller than a previously
defined threshold [67]. Typically this threshold is set to be 0.01
divided by the number of nodes in the GO graph with at least one
annotated gene. This corresponds to a Bonferroni adjustment of
the p-values. The most highly significant nodes thus derived are
denoted as key nodes.

Generation of heatmap

Average linkage represents the criteria of assigning a new
member (chemical or pathway) to a cluster if the average distance
between the new member and the existing members of the cluster
is small. The heat map of negative logjg-transformed p-values
representing the enrichment of the 216 pathways across the
chemical treatments, was generated using hierarchical clustering
with the Euclidean distance metric and average linkage to
generate the hierarchical trees of pathways and chemicals using
the Cluster and Tree view programs [68].

Supporting Information

Table S1 Impact of S9 exposure on gene expression in
TKG6 cells.
(DOC)

Table S2 Complete list of affected GO categories per
chemical dose.l'unctional classification of significantly altered
genes by exposure to carcinogens (S9-) at low, medium and high
dose into gene ontology (GO) categories were statistically
performed.

DOC)

Table S3 Functional classification of significantly im-
pacted genes by exposure to carcinogens (S9+) at low,
medium and high dose into gene ontology (GO) catego-
ries.

DOC)

Table S4 Functional classification of significantly al-
tered genes with dose-response trend by exposure to
carcinogens (89-) into gene ontology (GO) categories.
(DOCX)

Acknowledgments

We would like to thank Peter Collaerts and Karine Vranckx for their help
in chemical exposure of TK6 cells.

Author Contributions

Conceived and designed the experiments: LG PH HV LZ MS CM.
Performed the experiments: LG PH CM. Analyzed the data: LG AT PH
CM AH RT MS. Contributed reagents/materials/analysis tools: LG AT
PH CM AH RT MS. Wrote the paper: LG AT PH CM AH RT MS.

3. Kogevinas M, Ferro G, Andersen A, Bellander T, Biocca M, et al. (1994) Cancer
mortality in a historical cohort study of workers exposed to styrene.
Scandinavian Journal of Work Environment & Health 20: 251-261.

4. Hauptmann M, Lubin JH, Stewart PA, Hayes RB, Blair A (2003) Mortality from
lymphohematopoietic malignancies among workers in formaldehyde industries.
Journal of the National Cancer Institute 95: 1615-1623.

June 2012 | Volume 7 | Issue 6 | €39205



20.

22.

23.

24.

26.

Godderis L, Aka P, Kirsch-Volders M, Veulemans H (2007) Comparison of

genotoxic potency ofstyrene 7,8-oxide with gamma radiation and human cancer
risk estimation of styrene using the rad-equivalence approach. Mutagenesis 22:
209-215.

. Li HH, Aubrecht J, Fornace AJ (2007) Toxicogenomics: Overview and potential

applications for the study of non-covalent DNA interacting chemicals. Mutation
Research-Fundamental and Molecular Mechanisms of Mutagenesis 623: 98
108.

. Johansson F, Allkvist A, Erixon K, Malmvirn A, Nilsson R, et al. (2004)

Screening for genotoxicity using the DRAG assay: investigation of halogenated
environmental contaminants. Mutation Research/Genetic Toxicology and
Environmental Mutagenesis 563: 35—47.

. Moller P (2005) Genotoxicity of environmental agents assessed by the alkaline

comet assay. Basic & Clinical Pharmacology & Toxicology 96: 9-+.

. Wood DK, Weingeist DM, Bhatia SN, Engelward BP (2010) Single cell trapping

and DNA damage analysis using microwell arrays. Proceedings of the National
Academy of Sciences 107: 10008-10013.

Stang A, Witte I (2009) Performance of the comet assay in a high-throughput
version. Mutation Research/Genetic Toxicology and Environmental Mutagen-
esis 675: 5-10.

. Bryce SM, Shi J, Nicolette J, Diehl M, Sonders P, et al. (2010) High content flow

cytometric micronucleus scoring method is applicable to attachment cell lines.
Environmental and Molecular Mutagenesis 51: 260-266.

. Huang R, Xia M, Cho M-H, Sakamuru S, Shinn P, et al. (2011) Chemical

genomics profiling of environmental chemical modulation of human nuclear
receptors. Environ Health Perspect 119.

. Waters MD, Jackson M, Lea I (2010) Characterizing and predicting

carcinogenicity and mode of action using conventional and toxicogenomics
methods. Mutation Research/Reviews in Mutation Research 705: 184-200.

. Ellinger-Ziegelbauer H, Stuart B, Wahle B, Bomann W, Ahr HJ (2005)

Comparison of the expression profiles induced by genotoxic and nongenotoxic
carcinogens in rat liver. Mutation Research/Fundamental and Molecular
Mechanisms of Mutagenesis 575: 61-84.

. Thomas RS, Allen BC, Nong A, Yang L, Bermudez E, et al. (2007) A method to

integrate benchmark dose estimates with genomic data to assess the functional
effects of chemical exposure. Toxicological Sciences 98: 240-248.

. Hamadeh HK, Knight BL, Haugen AC, Sicber S, Amin RP, et al. (2002)

Methapyrilene toxicity: anchorage of pathologic observations to gene expression
alterations. Toxicologic Pathology 30: 470-482.

. Heinloth AN, Irwin RD, Boorman GA, Nettesheim P, Fannin RD, et al. (2004)

Gene expression profiling of rat livers reveals indicators of potential adverse
effects. Toxicological Sciences 80: 193-202.

. Lee M, Kwon J, Kim SN, Kim JE, Koh WS, et al. (2003) cDNA microarray

gene expression profiling of hydroxyurea, paclitaxel, and p-anisidine, genotoxic
compounds with differing tumorigenicity results. Environmental and Molecular
Mutagenesis 42: 91-97.

. Hu T, Gibson DP, Carr GJ, Torontali SM, Tiesman JP, et al. (2004)

Identification of a gene expression profile that discriminates indirect-acting
genotoxins from direct-acting genotoxins. Mutation Research/Fundamental and
Molecular Mechanisms of Mutagenesis 549: 5-27.

Kienhuis AS, Bessems JGM, Pennings JLA, Driessen M, Luijten M, et al. (2011)
Application of toxicogenomics in hepatic systems toxicology for risk assessment:
Acetaminophen as a case study. Toxicology and Applied Pharmacology 250:
96-107.

. van Dartel DAM, Pennings JLA, Robinson JF, Kleinjans JCS, Piersma AH

(2011) Discriminating classes of developmental toxicants using gene expression
profiling in the embryonic stem cell test. Toxicology Letters In Press, Coorrected
Proof.

Lamb J, Crawford ED, Peck D, Modell JW, Blat IC, et al. (2006) The
connectivity map: using gene-expression signatures to connect small molecules,
genes, and disease. Science 313: 1929-1935.

Daston GP, Naciff JM (2010) Predicting developmental toxicity through
toxicogenomics. Birth Defects Research Part C: Embryo Today: Reviews 90:
110-117.

Liu K, Lehmann KP, Sar M, Young SS, Gaido KW (2005) Gene expression
profiling following in utero exposure to phthalate esters reveals new gene targets
in the etiology of testicular dysgenesis. Biology of Reproduction 73: 180-192.

. Mathijs K, Brauers K]J, Jennen DG]J, Boorsma A, van Herwijnen MHM, et al.

(2009) Discrimination for genotoxic and nongenotoxic carcinogens by gene
expression profiling in primary mouse hepatocytes improves with exposure time.
Toxicol Sci 112: 374-384.

Dickinson DA, Warnes GR, Quievryn G, Messer J, Zhitkovich A, et al. (2004)
Differentiation of DNA reactive and non-reactive genotoxic mechanisms using
gene expression profile analysis. Mutation Research/Fundamental and Molec-
ular Mechanisms of Mutagenesis 549: 29-41.

. Hu T, Gibson DP, Carr GJ, Torontali SM, Tiesman JP, et al. (2004)

Identification of a gene expression profile that discriminates indirect-acting
genotoxins from direct-acting genotoxins. Mutation Research-Fundamental and
Molecular Mechanisms of Mutagenesis 549: 5-27.

. Newton RK, Aardema M, Aubrecht J (2004) The utility of DNA microarrays for

characterizing genotoxicity. Environ Health Perspect 112: 420-422.

. van Delft JHM, van Agen E, van Breda SGJ, Herwijnen MH, Staal YCM, et al.

(2004) Discrimination of genotoxic from non-genotoxic carcinogens by gene
expression profiling. Carcinogenesis 25: 1265-1276.

@ PLoS ONE | www.plosone.org

10

30.

31.

33.

34.

36.

37.

38.

39.

40.

41.

43.

44.

47.

48.

49.

50.

51.

52.

Gene Expression Profiles in Human TK6 Cells

van Delft JHM, van Agen E, van Breda SGJ, Herwijnen MH, Staal YCM, et al.
(2005) Comparison of supervised clustering methods to discriminate genotoxic
from non-genotoxic carcinogens by gene expression profiling. Mutation
Research-Fundamental and Molecular Mechanisms of Mutagenesis 575: 17-33.
Le Fevre AC, Boitier E, Marchandeau JP, Sarasin A, Thybaud V (2007)
Characterization of DNA reactive and non-DNA reactive anticancer drugs by
gene expression profiling. Mutation Research-Fundamental and Molecular
Mechanisms of Mutagenesis 619: 16-29.

Godderis L, De Boeck M, Haufroid V, Emmery M, Mateuca R, et al. (2004)
Influence of genetic polymorphisms on biomarkers of exposure and genotoxic
effects in styrene-exposed workers. Environmental and Molecular Mutagenesis
44: 293-303.

Moore MM, Honma M, Clements J, Harrington-Brock K, Awogi T, et al.
(2002) Mouse lymphoma thymidine kinase gene mutation assay: Follow-up
International Workshop on Genotoxicity Test Procedures, New Orleans,
Louisiana, April 2000. Environmental and Molecular Mutagenesis 40: 292-299.
Kirsch-Volders M, Sofuni T, Aardema C, Albertini S, Eastmond D, et al. (2003)
Report from the in vitro micronucleus assay working group. Mutation Research-
Genetic Toxicology and Environmental Mutagenesis 540: 153-163.

. Amundson SA, Do KT, Shahab S, Bittner M, Meltzer P, et al. (2000)

Identification of potential mRNA biomarkers in peripheral blood lymphocytes
for human exposure to ionizing radiation. Radiat Res 154: 342-346.

Islaih M, Halstead BW, Kadura IA, Li BH, Reid-Hubbard JL, et al. (2005)
Relationships between genomic, cell cycle, and mutagenic responses of TK6 cells
exposed to DNA damaging chemicals. Mutation Research-Fundamental and
Molecular Mechanisms of Mutagenesis 578: 100-116.

van Leeuwen DM, Gottschalk RWH, van Herwijnen MH, Moonen EJ,
Kleinjans JCS, et al. (2005) Differential gene expression in human peripheral
blood mononuclear cells induced by cigarette smoke and its constituents.
Toxicological Sciences 86: 200-210.

Adams J (2003) The proteasome: structure, function, and role in the cell. Cancer
Treatment Reviews 29: 3-9.

Andersen ME, Clewell H]J, Bermudez E, Dodd DE, Willson GA, et al. (2010)
Formaldehyde: integrating dosimetry, cytotoxicity, and genomics to understand
dose-dependent transitions for an endogenous compound. Toxicological
Sciences 118: 716-731.

McHale CM, Zhang L, Lan Q, Vermeulen R, Li G, et al. (2010) Global gene
expression profiling of a population exposed to a range of benzene levels.
Environ Health Perspect 119.

Sarma SN, Kim Y-J, Ryu J-C (2011) Differential gene expression profiles of
human leukemia cell lines exposed to benzene and its metabolites. Environ-

mental Toxicology and Pharmacology 32: 285-295.

. Forrest MS, Lan O, Hubbard AE, Zhang LP, Vermeulen R, et al. (2005)

Discovery of novel biomarkers by microarray analysis of peripheral blood
mononuclear cell gene expression in benzene-exposed workers. Environmental
Health Perspectives 113: 801-807.

McHale CM, Zhang L, Lan Q, Li G, Hubbard AE, et al. (2009) Changes in the
peripheral blood transcriptome associated with occupational benzene exposure
identified by cross-comparison on two microarray platforms. Genomics 93: 343—
349.

Mahadevan B, Snyder RD, Waters MD, Benz RD, Kemper RA, et al. (2011)
Genetic toxicology in the 2lst century: Reflections and future directions.
Environmental and Molecular Mutagenesis 52: 339-354.

. Little J, Nagasawa H, Keng P, Yu Y, Li C (1995) Absence of radiation-induced

G1 arrest in two closely related human lymphoblast cell lines that differ in p53
status. Journal of Biological Chemistry 270: 11033-11036.

. Xia F, Wang X, Wang Y-H, Tsang N-M, Yandell DW, et al. (1995) Altered p53

status correlates with differences in sensitivity to radiation-induced mutation and
apoptosis in two closely related human lymphoblast lines. Cancer Research 55:
12-15.

Islaih M, Li BH, Kadura IA, Reid-Hubard JL, Deahl JT, et al. (2004)
Comparison of gene expression changes induced in mouse and human cells
treated with direct-acting mutagens. Environmental and Molecular Mutagenesis
44: 401-419.

van Dartel DAM, Pennings JLA, Robinson JF, Kleinjans JCS, Piersma AH
(2010) Discriminating classes of developmental toxicants using gene expression
profiling in the embryonic stem cell test. Toxicology Letters.

Nishi Y, Hasegawa MM, Taketomi M, Ohkawa Y, Inui N (1984) Comparison of
6-thioguanine-resistant mutation and sister chromatid exchanges in chinese
hamster V79 cells with forty chemical and physical agents. Cancer Res 44:
3270-3279.

Tsuda S, Matsusaka N, Madarame H, Miyamae Y, Ishida K, et al. (2000) The
alkaline single cell electrophoresis assay with eight mouse organs: results with 22
mono-functional alkylating agents (including 9 dialkyl N-nitrosoamines) and 10
DNA crosslinkers. Mutation Research-Genetic Toxicology and Environmental
Mutagenesis 467: 83-98.

Kauppinen T, Toikkanen ], Pedersen D, Young R, Ahrens Y, et al. (2000)
Occupational exposure to carcinogens in the European Union. Occupational
and Environmental Medicine 57: 10-18.

Mosmann T (1983) Rapid colorimetric assay for cellular growth and survival:
application to proliferation and cytotoxicity assays. J Immunol Methods 65: 55
63.

. Laird NM, Ware JH (1982) Random-effects models for longitudinal data.

Biometrics: 963-974.

June 2012 | Volume 7 | Issue 6 | €39205



54.

56.

57.

58.

59.

60.

Gautier L, Cope L, Bolstad BM, Irizarry RA (2004) affy—analysis of Affymetrix
GeneChip data at the probe level. Bioinformatics 20: 307.

. Team RDC (2009) R: A Language and environment for statistical computing.

R Foundation for Statistical Computing.

Bates D, Sarkar D, Bates MD, Matrix LT (2007) The Ime4 package. R Package
Version 2.

Smyth GK (2004) Linear models and empirical bayes methods for assessing
differential expression in microarray experiments. Stat Appl Genet Mol Biol 3:
Article3.

Smyth GK (2005) Limma: linear models for microarray data. In: Gentleman R,
Carey V, Dudoit S, Irizarry R, Huber W, editors. Bioinformatics and
Computational Biology Solutions using R and Bioconductor: Springer, New
York. 397-420.

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: 289-300.

Brazma A, Parkinson H (2006) ArrayExpress service for reviewers/editors of
DNA microarray papers. Nat Biotech 24: 1321-1322.

@ PLoS ONE | www.plosone.org

1

61.

62.

63.

64.

66.

67.

68.

Gene Expression Profiles in Human TK6 Cells

Thomas R, Gohlke JM, Stopper GF, Parham FM, Portier CJ (2009) Choosing
the right path: enhancement of biologically relevant sets of genes or proteins
using pathway structure. Genome Biol 10: R44.

Kanehisa M (2002) The KEGG database. Novartis Found Symp 247: 91-101;
discussion 101-103, 119-128, 244-152.

Kanehisa M, Goto S, Furumichi M, Tanabe M, Hirakawa M (2010) KEGG for
representation and analysis of molecular networks involving diseases and drugs.
Nucleic Acids Res 38: D355-360.

Kanehisa M, Goto S, Kawashima S, Okuno Y, Hattori M (2004) The KEGG
resource for deciphering the genome. Nucleic Acids Res 32: D277-280.

. Ashburner M, Ball C, Blake ], Botstein D, Butler H, et al (2000) Gene Ontology:

tool for the unification of biology. Nature Genet 25: 25-29.

Gentleman RC, Carey V], Bates DM, Bolstad B, Dettling M, et al. (2004)
Bioconductor: open software development for computational biology and
bioinformatics. Genome Biology 5: R80.

Alexa A, Rahnenfiihrer J (2007) Gene set enrichment analysis with topGO.
Bioconductor Improvments.

Eisen MB, Spellman PT, Brown PO, Botstein D (1998) Cluster analysis and
display of genome-wide expression patterns. Proc Natl Acad Sci U S A 95:
14863-14868.

June 2012 | Volume 7 | Issue 6 | €39205



