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Abstract

Humans respond to chemical exposures differently due to many factors, such as previous and
concurrent stressors, age, sex, and genetic background. The vast majority of laboratory-based
toxicology studies, however, have not considered the impact of population-level variability within
dose-response relationships. The lack of data dealing with the influence of genetic diversity on the
response to chemical exposure provides a difficult challenge for risk assessment as individuals
within the population will display a wide-range of responses following toxicant challenge.
Notably, the genetic background of individuals plays a major role in the variability seen in a
population-level response to a drug or chemical and, thus, there is growing interest in including
genetic diversity into laboratory-models. Here we outline several laboratory-based models that can
be used to assay the influence of genetic variability on an individual’s response to chemicals: 1)
genetically-diverse cell lines, 2) human primary cells, 3) and genetically-diverse mouse panels. We
also provide a succinct review for several seminal studies to highlight the capability, feasibility,
and power of each of these models. This article is intended to highlight the need to include
population-level genetic diversity into toxicological study designs via laboratory-based models
with the goal to provide and supplement evidence in assessing the risk posed by chemicals to the
human population. As such, incorporation of genetic variability will positively impact human-
based risk assessment and provide empirical data to aid and influence decision-making processes
in relation to chemical exposures.
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1. Introduction

The goal of risk assessment is to characterize the potential hazardous nature of a chemical
exposure within the human population. Thus, knowledge of the dose-response relationship
(DRR) between any given chemical, from pharmaceuticals to environmental contaminants,
and any given physiological response is valuable to accurate risk assessment. In traditional
toxicology studies, DRRs are established using classical laboratory models, such as cell
lines, inbred rodent, and outbred stocks that are subject to genetic bottlenecking and colony
drift (Festing 2016). The results from laboratory-based toxicology studies are then
extrapolated to address the potential exposure and adverse outcome risk within the human
population (Collins et al. 2008). As such, DRRs are used to calculate safe-exposure limits of
the respective chemicals, such as a reference dose (RfD), acceptable daily intake (ADI), or
tolerable daily intake (ADI) (IPCS 2005).

In cases where interspecies and interindividual data are not available, the World Health
Organization’s International Programme on Chemical Safety (IPCS) has suggested that
acceptable exposure limit be adjusted by a generic total ‘uncertainty factor’ of 100. The
uncertainty factor breaks down into two separate categories each consisting of a 10-fold
adjustment: A) interspecies differences and B) and interindividual differences. The
interspecies adjustment further breaks down into two categories: A) toxicodynamics (2.5
fold) and B) toxicokinetics (4.0 fold). Similarly, interindividual differences also break down
into the same categories, but with slightly different adjustments per category: A)
toxicodynamics (3.2 fold) and B) toxicokinetics (3.2 fold) (IPCS 2005). While the
interspecies differences are difficult to solve without epidemiological data for the chemical
exposure and timeline of interest, several aspects that drive interindividual differences, such
as population-level genetic variability, are not typically assessed with common laboratory
models.

The obvious reason for the exclusion of genetic diversity in classical laboratory models is to
reduce experimental variability. Inclusion of genetic variability will increase noise and, from
an academic standpoint, increase the risk of a poor association within a study. An excellent
example of this is the use of knock-out (KO) rodent models to establish the mechanism in
which a particular gene is driving a phenotype; inclusion of genetic diversity will cloud the
role of the gene of interest in the response. Mechanistic studies clearly play an important
role in identifying genes, proteins, pathways, and environmental factors that contribute to
certain responses to chemical exposure and, thereafter, provide potential for designing
therapeutics in alleviating adverse effects. However, they are a closed platform and an
assessment of an individual’s exposure. Most notably, they lack the power to assess risk
posed by a chemical exposure to a diverse population. This lack of data provides a unique
challenge to risk-management decisions with regards to establishing safe exposure limits for
a heterogeneous population (Rhomberg 2011; Zeise et al. 2013).
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Recently, there has been growing interest in incorporating genetic diversity into laboratory-
models used for risk assessment (Zeise et al. 2013). While many facets impact an
individual’s response to chemical exposure, a profound amount of observed variation has
been attributed to genetic diversity (Evans and McLeod 2003; Evans and Relling 2004;
Weinshilboum 2003). The previously outlined uncertainty factors aim to adjust the safe
exposure limits for interindividual variability. However, there is certainly a non-zero chance
that there are susceptible individuals within the population that are not accounted for in the
exposure guidelines. In addition, these uncertainty factors can result in exposure guidelines
that are too conservative that may potentially cause undue harm to industrial and municipal
finances. Like in the human population, individuals within laboratory-based models have
differing susceptibilities to chemically-induced adverse health outcomes. For example,
differing mouse strains can change the perceived risk associated with an exposure (Chapman
and Schiller 1985; French et al. 2015; Poland et al. 1994; Shen et al. 1991; Weber et al.
1995). As such, incorporation of population-level genetic diversity into toxicity testing has
potential to better inform risk of 1) the shape of a population-level DRR and 2) identify
genetic variants within a population that may be more susceptible to a particular exposure.

A recent report published by the NRC entitled “Science and Decisions: Advancing Risk
Assessment” outlines the need for incorporation of population-level genetic diversity in
toxicity testing (NRC 2009). The report suggested that the incorporation of inter-individual
variability present within the human population would effectively linearize the low-dose
region of non-cancer DRRs which have, in the past, been considered nonlinear functions
(Figure 1). Notably, the proposal by the NRC was based primarily on theoretical evidence
and has not been properly tested. If put into practice for risk assessment, the low-dose
linearity assumption could lead to unwanted environmental impacts. As such, there is need
to incorporate genetic variability into laboratory models to ensure that risk-management
decision-making is informed and grounded in empirical evidence. Furthermore, the genetic
diversity within population-based models can be used to identify genetic determinants of a
response to a chemical exposure. Using genome wide association, quantifiable responses
that are different amongst individual’s physiological can be used to scan for regions of the
genome that might be responsible for the phenotype variability. Such studies can be used to
identify genomic regions that potentially drive the quantifiable differences amongst
individuals. Previous studies have shown the power of genetics-based approaches in
identifying genetic variants with statistically differing levels of sensitivity to exposures
(Abdo et al. 2015a; Abdo et al. 2015b; French et al. 2015; Harrill et al. 2009; O’Shea et al.
2011; Venkatratnam et al. 2017). While such results provide a more-precise level of risk
assessment within potential environmental exposures, they can also inform of
pharmacogenetic differences that may make pharmaceuticals more effective or, on the other
hand, more toxic to individuals being treated.

Here, we will outline several laboratory models that can provide empirical data needed to 1)
establish the influence of genetic diversity within DRRs and 2) identify genetic variants and
susceptible sub-populations that may have increased susceptibly to adverse effects caused by
chemical exposures. Such information can be used to better assess risk associated with
chemical exposures in the environment. Population-based models can be used to inform of
pharmacogenetic differences as well. In understanding genetic determinants within
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responses, genotypes can be used to predict an adverse or enhanced response to a
pharmaceutical exposure and, thus, lies at the heart of the precision medicine initiative. As
such, the models outlined in this article have potential to impact the assessment and
understanding of a wide-array of chemical exposures from the individual to the human
population.

2. Addressing Genetic Variation with Laboratory Models

The primary goal of this article is not to advocate for the replacement of mechanistic studies,
but rather to outline several laboratory-based models that can be used to account for genetic
variation seen within the human population. Currently, there is much remains to be learned
in regards to the variability within dose-response relationships amongst the heterogeneous
human population (Rhomberg 2011). Thus, with the use of such models, laboratory-derived
exposure data may better inform population-level responses to chemicals. Here, several
projects are outlined showing the feasibility in assaying population-level genetic variability
via three different biological models: 1) genetically-diverse cell lines, 2) human primary
cells, and 3) mouse populations (Table 1).

2.1. Genetically Diverse Cell Lines

Clonal cell lines have been used in toxicological studies for decades. From an experimental
standpoint, these cell lines are excellent in reducing variability in responses to chemical
exposures and to gain a mechanistic understanding of chemical-induced toxicity.
Furthermore, as cell lines are immortal and can be cryopreserved, they provide a resource
that can be studied over long periods of time. Human lymphoblastoid cell lines (LCLs) can
easily and efficiently be derived from a large number of individuals and, by assaying a large
number of individual cell lines, can be used to assay population-level variability in responses
to exposures (Dolan et al. 2004; Watters et al. 2004). As LCLS are immortalized cell lines,
they can be readily distributed for research purposes. LCLs have been established from
individuals of diverse heritages from locations throughout the world and only need to be
genotyped once. The true power of these LCLs lies in the plethora of genomic and
demographic data freely-available through previous studies such as the 1,000 genomes
project (http://www.internationalgenome.org/) that can be used to probe links between
genotype and phenotype. Specifically, LCLs can be used to link variant responses to
genomic difference amongst cell lines without the need for further genotyping. These cell
lines provide a powerful and high-throughput, /n vitro, human platform to 1) assay
population-level variability in chemical-induced toxicity while 2) performing genome-wide
associations within the response of interest /n vitro. Furthermore, LCLs provide a model that
lies at the heart of proposed paradigm shift to incorporate high-throughput screens into
toxicology to categorize and prioritize chemicals for study (Collins et al. 2008; NRC 2007)
(Table 1).

Previous studies have shown that LCLs can be successfully used to probe variations in
chemicals responses. For example, a past study used 87 individual LCLs from the Centre
d’Etude du Polymorphisme Humain (CEPH) panel to screen responses to 14 toxicants with
two different endpoints: 1) ATP production and 2) caspase-3/7 activity (O’Shea et al. 2011).

Toxicology. Author manuscript; available in PMC 2019 February 15.


http://www.internationalgenome.org/

1duosnuen Joyiny 1duosnuey Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Dornbos and LaPres

Page 5

Random effect modeling of the assay results suggests that cell line-to-cell line (aka
interindividual) variability can account for as much as 40% of the observed variability.
However, the interindividual variability was found to be dependent on the chemical exposure
as well as the endpoint measured, confirming the need for chemical and assay-specific
population-based data. For example, several chemicals, such as deltamethrin and rifampin,
appear to elicit interindividual variability in both endpoints measured. Other chemicals, such
as perfluorooctanic acid (PFOA), were found to induce interindividual variability in 1
endpoint while other chemicals, such as monoethylhexyl phthalic acid (MEHP), do not
appear to induce cell line-to-cell line variability in either endpoint. The authors also
leveraged the genetic information available from the LCLs to identify areas of the genome
associated with changes in interindividual susceptibility to the toxicant-driven phenotype.
For example, PFOA exposure was found to associate with areas on chromosome 4 and 14
and, within these areas, there are several candidate genes that may affect individual’s
susceptibility to PFOA-induced injury. Such genes include FA7 on chromosome 4 and
SLC24A4, CPSF2, and RIN3on chromosome 14. Several of these genes, such as FA71 and
SLC24A4, have been shown to be associated with PFOA exposures in previous studies
(O’Shea et al. 2011).

In a recent study, 146 lymphoblastoid cell lines were exposed to a multiple concentrations of
two separate mixtures of pesticides: 1) a current-use pesticide mixture (n=36 chemicals) and
2) an organic pesticide mixture (n=10 chemicals) (Abdo et al. 2015a). Curve-fitting clearly
shows that, within the population of LCLSs, there is a large range of susceptibility in the
chemically-induced cytotoxic responses. Furthermore, the results were also used to calculate
a toxicodynamic uncertainty factor (VFy) of around 3-fold for each pesticide mixture which,
as noted in the report, is analogous to the level of interindividual variability for the pesticide
mixtures. Within these individual differences, a polymorphism on chromosome 17 was
found to be highly correlated with differences in susceptibility of the cell lines. The
polymorphism was found within an open reading frame (i.e. C170rf54) and, in further detail,
homozygous individuals carrying the major allele (A) were found to me more sensitive than
either the heterozygous genotype (AT) or the homozygous minor allele (T). One of the most
innovative aspects of this paper, however, is the use of /in vitro-to-in vivo extrapolation
(IVIVE) to estimate the corresponding cumulative oral equivalent dose of the chemical
mixtures to reach the ECq in the underlying cytotoxic phenotypes being assayed. Notably, a
primary challenge of incorporating /n vitro data within human risk assessment is
determining the /n vivo dose required to result in the /n vitro concentrations at hand (Judson
et al. 2011). Results indicated that, with data available for 31 of 36 pesticides in the current-
use mixture and 4 of 10 pesticides within the organic mixture, the organic pesticide mixture
required significantly less exposure to reach the EC4g of the cytotoxic phenotype.
Furthermore, the authors estimate that population variability would require a 5-fold margin
of safety for the organic pesticide while, in comparison, the current-use pesticide mixture
would require less than a 2-fold margin of safety to account for inter-individual differences
(Wetmore et al. 2014). While the IVIVE calculations required several assumptions, the
methodology provides a method to estimate the chemical exposures required to reach
toxicity seen /in vitro and, furthermore, the influence that population variability plays in
defining safe exposure limits (Abdo et al. 2015a).
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In a similar study, cytotoxicity of 1,086 LCLs was assayed following exposure to 179
different chemicals found within the National Toxicology Program’s (NTP) chemical library
(Abdo et al. 2015b). This study also calculated toxicodynamic variability factors (VFq) for
149 chemicals. In comparing the cumulative distribution of VFgs for the current study with
previously calculated VFgs of 34 chemicals tested /n vivo, the two studies provide very
similar median values of 3.04 and 3.10, respectively. Thus, the results suggest that /n vitro
screens that incorporate population-level genetic variability have potential to provide
valuable information for risk assessment. In assessing population variability, nearly half of
the individual EC4q values have interindividual ranges that fall below the generic 3.2-fold
adjustment. These results suggest that, in some cases, uncertainty factors can be too
conservative. More interestingly, a subset of these chemicals within the study were found to
produce ECqq value ranges that were much greater than the generic 3.2-fold adjustment
indicating the need for chemical data in setting exposure limits for the human population
that are accurate. These results also suggest the inherent risks associated with relying on
generic uncertainty factors. Furthermore, the authors used multivariate association analysis
(MAGWAS) to scan for genetic loci associated with the differences seen in the
concentration-responses amongst the individual cell lines for each chemical. The results
revealed several patterns and potential key players in chemical-induced cytotoxicity. For
example, transmembrane proteins and solute carriers appear to play a key role in mediating
chemical-induced cytotoxicity as they are consistently found in the most-significant
associated loci. Similarly, a SNP (rs13120371) in 3" UTR of SLC7A11 was found to be
significantly associated with interindividual differences in 2-Amino-4-methylphenol, methyl
mercuric (111) chloride, and N-methyl-p-aminophenol sulfate-induced cytotoxicity. In further
detail, the results indicate which alleles appear to more sensitive to chemical-induced
cytotoxicity and, thus, can be used to predict which individuals may be more susceptible to
chemical-induced toxicity. For example, individuals carrying a homozygous minor allele (A)
at the SLC7A11 locus were found to be more sensitive to 2-amino-4-methylphenol as
compared to the hetereozygous (AT) and homozygous major allele (T) within the 3" UTR of
SLC7A11 (Abdo et al. 2015b).

2.2. Primary Human Cells

The ‘gold standard’ in analyzing human responses to chemical exposure /n vitro is with
primary cells taken from blood or tissue. Human primary cell cultures are more likely to
mirror an /n vivo response than immortalized human cell lines. On the other hand, primary
cells typically can only be cultured for a short time and are more sensitive to the freeze-thaw
cycles as compared to cell lines. Furthermore, individuals within a study would need to be
genotyped to better understand their genetic background. The most challenging aspect of
working with primary human cells to assess population variability lies with obtaining
samples from a large number of individuals. While some methods are quite noninvasive,
such as obtaining leukocytes from blood, other tissue samples relevant to toxicological
outcomes can be quite invasive, such as the liver. However, such tissues can be obtained
through many methods including biopsies, surgical waste products, organ donations, or, in
some cases, long-term cultures in cell types less sensitive to cryopreservation (Table 1).
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While resting primary human leukocytes are short-lived and need to processed within 24
hours of collection, previous studies have indicated that cells obtained from blood donations
can be cultured within a few hours preventing the need for a freeze-thaw cycle (Phadnis-
Moghe and Kaminski 2017). In a recent study, B cells were isolated from human blood sent
overnight on wet ice from a commercial blood bank (Dornbos et al. 2016). Following
isolation, B cells were dosed with increasing concentrations of the known immunotoxicant,
2,3,7,8-tetrachlordibenzo-p-dioxin (TCDD). Results indicated that, amongst 51 unique
donors, there was some profound variability with up to 71 fold differences in the response at
the high dose of 30 nM TCDD. Within the study’s population of donors, 11.5% did not
respond to increasing concentrations of TCDD agreeing with previously published
nonresponsive rates (Lu et al. 2010). Statistical modeling indicated that the low dose region
of a TCDD-mediated DRR was best fit with a nonlinear model for two differing endpoints:
1) the number of B cells secreting and IgM and 2) the concentration of IgM secreted by B
cells over a 7-day period. These results suggest that, contrary to the NRC’s assertion, the
low-dose regions of all non-cancer endpoints are not linear when genetic diversity is taken
into consideration (Figure 1)(NRC 2009). This study and other related reports highlight the
feasibility to use human primary leukocytes for human population-level risk assessment and
to identify individuals within the human population chemical-induced toxicity (Dornbos et
al. 2016; Phadnis-Moghe and Kaminski 2017).

Adherent, monolayer primary tissue cells can also be used to assay interindividual variability
in response to chemicals (i.e. two-dimensional) (den Braver-Sewradj et al. 2016; Martelli et
al. 2003; Schuetz et al. 1995). For example, using primary hepatocyte cultures, individual’s
cells were dosed with 3-methylcholanthrene and 2,3,7,8-tetrachlordibenzo-p-dioxin (TCDD)
and the expression of target genes was assessed. The results showed the presence of
cytochrome P450 1A1 (Cyp1A1) mRNA induction in all donors after treatment with either
chemical while multidrug-resistance (/mar) mRNA induction was only seen in approximately
60% of the individuals (Schuetz et al. 1995). Similarly, a study using suspended primary
human hepatocytes found a range of cell viability (83-91%) following treatment with 50 uM
progesterone (Martelli et al. 2003). In a more unique study, the level of inter-donor variation
in phase | and phase 1l metabolism was analyzed using both monolayer culture and
suspension culture of hepatocytes (den Braver-Sewradj et al. 2016). Their results suggest the
presence of up to 3 and 4-fold differences between donors in the cytochrome P450-mediated
metabolism of diclofenac in suspension and monolayer culture, respectively. First, the report
provides evidence that, even with the same cell type, the level of human interindividual
variability measured can be model-specific (i.e. suspension vs. adherent cells). Secondly,
this article highlights the complexity of human variability as there can be interindividual
differences in the rate of metabolism of chemicals (den Braver-Sewradj et al. 2016). Thus,
depending on the individual, there can be differences in the rate in which toxic chemicals are
metabolized into benign compounds or, differences in the accumulation and excretion rates
of toxic metabolites.

Recent advances in 3D culture models have begun to provide the opportunity to employ
platforms that likely better mimic tissue microenvironments and mirror /in vivo exposures
(Ahmed et al. 2017; Godoy et al. 2013; Roth and Singer 2014). For example, a recent study
reported on a 3D liver model in which human primary sinusoidal cells, stellate cells, and
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hepatocytes were co-cultured on hollow fiber (HF) membranes (Ahmed et al. 2017). Results
indicated that cells retained morphology on the HF membranes and retained physiological
function for up to 28 days. Most notably, the 3D cultures retained the ability to induce phase
I metabolism of diazepam suggesting that this model can be used to assay individualistic
differences in xenobiotic clearance can be assayed (Ahmed et al. 2017). Similarly, a different
study using primary cells isolated from tumor biopsies reported that 3D, spherical cultures
can be used to assay individual tumor’s susceptibility to differing cancer-therapies in a high-
throughput fashion (Hagemann et al. 2017). Thus, the continuing advancement in 3D-
culturing methods provides the potential to screen complex tissue micro-environments of
individual’s primary cells for interindividual differences /n vitroin a high-throughput
fashion.

2.3 Genetically-Diverse Mouse Populations

Rodents have been used for decades in research. Rodents provide an /n vivo model that is
small in size providing a financially-reasonable method to control environmental factors and,
yet, support complex study design. Many mouse genomes have been completely sequenced
(Adams et al. 2015; Doran et al. 2016; Keane et al. 2011; Morgan et al. 2016). Thus, the use
of genetically-diverse mouse panels provides the opportunity to better understand the effect
of genetic variation of complex etiologies and identify genetic variants that effect
susceptibility to a particular phenotype (e.g. chemical-induced toxicity) while controlling for
many potentially confounding factors. The lack of genetic variation within inbred strains
provide the opportunity for mice with identical genomes to be assayed over periods of time
and differing experimental conditions (Bogue et al. 2015; Rusyn et al. 2010). Most
importantly, there is significant diversity across strains. For example, within the Mus
musculus subspecies it has been estimated that the number and distributions of
polymorphisms is greater than found within human population (Ideraabdullah et al. 2004;
Rusyn et al. 2010). The creation of genetic diverse reference populations, such as the
Collaborative Cross (CC) and the Diversity Outbred (DO) mouse populations, provide the
opportunity to assay genetic variability similar to that found in the human population and, to
map the differences in responses to places within the genome with high-resolution (CCC
2012; Churchill et al. 2004; Churchill et al. 2012; Logan et al. 2013; Svenson et al. 2012;
Threadgill and Churchill 2012; Threadgill et al. 2011; Welsh et al. 2012). The CC is
significantly more diverse than previous, commonly used mouse panels, as it was created
from 8 diverse founding strains of 3 differing Mus musculus subspecies (M. m. musculus,
domesticus, castaneous) that encompass 90% of genetic variation in laboratory mice: 1) A/J,
2) C57BL/6J, 3) 129S1/SvimJ, 4) NOD/Shilt), 5) NZO/HILtJ, 6) CAST/EiJ, 7) PWK/PhJ,
and 8) WSB/EIiJ (Roberts et al. 2007; Threadgill and Churchill 2012). While the statistical
power of CC is somewhat limited by the number of fully-inbred strains available, the inbred
nature of the panel only requires one round of genotyping per strain (Bogue et al. 2015;
Churchill et al. 2004; Threadgill and Churchill 2012; Threadgill et al. 2011). The CC panel
has been used to analyze a range of complex traits (Abu-Toamih Atamni et al. 2017; Aylor et
al. 2011; Kelada 2016; Kelada et al. 2012; Nashef et al. 2017; Smith et al. 2016; Xue et al.
2016). Similarly, the DO stock was created from early pre-CC strains and, while containing
the same level of allelic diversity as the CC, are maintained with a high-level of
heterozygosity (Bogue et al. 2015; Chesler 2014; Churchill et al. 2012). While the nature of
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the DO stock requires genotyping for each mouse, the heterozygosity provides the
opportunity to analyze additivity while the high level of fecundity and large stock population
provide an ideal model for high-resolution mapping and selective-breeding studies (Church
et al. 2015; Logan et al. 2013; Svenson et al. 2012). These diverse populations of mice
provide an /n vivo method to analyze the impact of population-level genetic variability and
to identify variants within populations that may be more or less susceptibility in chemical-
induced phenotypes (Table 1).

Mouse population-based studies have already begun impacting human risk-assessment
(Cichocki et al. 2017; French et al. 2015; Harrill et al. 2009; Venkatratnam et al. 2017). For
example, a double-blind study in which 49 healthy humans who were exposed to maximum
recommended therapeutic range of acetaminophen (4 gram/day for 7 days) found that 31%
showed =2 fold increase of alanine aminotransferase (ALT) serum levels (Harrill et al.
2009). Thus, within the recommended therapeutic range, some human individuals appear to
experience mild liver injury. To identify potential loci associated with increased risk to
acetaminophen-induced toxicity, 36 inbred mouse strains were dosed with a range of
acetaminophen. Results indicated interstrain differences in several endpoints including the
rate of acetaminophen metabolism, ALT levels in the serum, and liver necrosis. The results
show that genetic variation amongst the mouse strains profoundly changed the dose-
response curves in the degree of necrosis and the level of ALT in the serum. Haplotype-
association mapping suggested several genes, such as Cd44 and Capnl10, were associated
with inter-strain differences in ALT release. These genes were then related to human
susceptibility. For example, a nonsynonymous polymorphism in the CD44 gene was found
to be statistically correlated with an individual’s level of acetaminophen-induced ALT
release. Similarly, a synonymous SNP in CAPN10was found to be moderately-associated
with an individual’s ALT-release. These results demonstrate the usefulness of mouse panels
in identifying genes that likely contribute to human population-level variability in response
to chemicals (Harrill et al. 2009).

In another study, 50 inbred strains were used to assay the influence of population variability
on the toxicokinetics of cytochrome-mediated oxidation of trichloroethylene (TCE)
(Venkatratnam et al. 2017). Results indicated that the levels of trichloroacetic acid (TCA),
the most abundance metabolite of TCE, varied by an order of magnitude in a strain-specific
manner. The results, along with another previous study of perchloroethylene, show the
power of the collaborative cross in assaying toxicokinetic population variability (Cichocki et
al. 2017). More interestingly, the empirical values measured in the current study were
compared the predicted levels of TCA in tissues by a physiologically-based pharmacokinetic
model (PBPK) based on results from 16 inbred mouse strains (Chiu et al. 2014). The CC
panel suggests that the PBPK model may be under-estimating the TCA level in tissues,
highlighting the need for individual-specific data for chemical exposures. More specifically,
the 800 mg/kg dose groups in the CC panel were found beyond the PBPK’s predicted 95%
confidence levels of TCE burden in the liver for more than half of the strains, a third of the
strains in the kidney, and nearly half of the strains for the serum. As TCE and TCA are
ligands of PPARa, the authors also looked at the expression of two PPARa-inducible genes,
Acox1and Cyp4al0, and found significant induction at the population level of all CC strains
with notable interstrain differences as has been previously reported (Bradford et al. 2011).
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As the expression of AcoxZ was found to be correlated with the level of TCA in the liver, the
authors postulate that TCE-mediated effects may be altering TCE metabolism in a strain-
specific manner. Furthermore, QTL analysis on the variability in TCA levels in the liver of
the differing strains identified a list of potential genes that might explain the response
differences. The gene list was narrowed down based on the function of the genes and
potential links to TCEmediated effects. QRTPCR analysis indicated that expression of Acot8
and Fitm2Z positively correlated with the levels of TCA in the liver and, thus, may be
associated with the differences in TCE metabolism and the susceptibility to TCE-mediated
toxicity (Venkatratnam et al. 2017).

In a study using DO mice, 600 mice were exposed to varying amounts of benzene via an
inhalation chamber (French et al. 2015). The authors used micronucleus (MN) frequency in
reticulocytes (RET) derived from the peripheral blood (PB) or bone marrow (BM) to assay
the extent of chromosomal damage induced by benzene. The MN frequency was found to be
significantly elevated for mice exposed to 100 ppm benzene in PB-RETSs and for mice
exposed to 1, 10, and 100 ppm for BM-RETSs. Interestingly, a large range in the MN
frequency in RETs derived from both PB and BM for the 100 ppm dose-group was reported.
The most interesting aspect of this report was found in the statistical modeling of the dose-
response to estimate the thresholds required to reach toxicity (Crump 1984). The results
indicated that 0.205 ppm of benzene could reach the lower-bound confidence interval in the
concentration-response (BMCL) found in this stock of DO mice. This BMCL was an order
of magnitude lower than found in a previous report using a similar study design in the inbred
B6C3F1 mouse strain (Farris et al. 1996). The difference in BMCLSs between the studies
suggest that incorporation of genetic variability may greatly impact safe-exposure
assessments (Farris et al. 1996). In genotyping the mice and running QTL analysis, a locus
on chromosome 10 was found to be significantly associated with the MN frequency derived
from both the PB and BM within the 100 ppm benzene dose group. More specifically, mice
that inherit a gene-duplication event in a region of chromosome 10 from the CAST/EiJ
founder strain showed less benzene-induced chromosomal damage. The authors hypothesize
that the gene-duplication likely leads to increased expression of several genes in this area,
such as Suft3al and Gm4794, which are involved in sulfating toxic benzene metabolites.
Notably, copy number variations is also found in human population that potentially plays a
role in driving interindividual variation in the metabolism of benzene (French et al. 2015;
Gaedigk et al. 2012; Yu et al. 2013).

3. Discussion

Traditionally, laboratory-based models to assess the risk associated with chemical exposures
has not incorporated genetic variability. As the human population is heterogeneous, there is
a need to incorporate genetic diversity into laboratory models to properly assess the risks
associated with environmental exposures (Zeise et al. 2013). The lack of genetic diversity in
toxicology-related laboratory models increases the potential to miss susceptible populations
or, worse, misinterpret risk associated with a chemical. For example, as indicated by French
et al., use of differing mouse strains can vastly impact the interpreted risk of a chemical
exposure (French et al. 2015). Like human individuals, common laboratory models, such as
cell lines and mouse strains, have differing sensitivities to chemicals. If the CAST/EiJ strain
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was used to assess the risk of benzene, our exposure assessment would differ as compared to
a study using more sensitive strains such as the C57BL6/J or the WSB/EiJ (French et al.
2015). Similarly, the exposure assessment of TCDD would look quite different if the
DBA/2J or AKR/J strain was used to characterize risk as compared to more sensitive strains,
such as the C57BL6/J or Balb/cBy (Chapman and Schiller 1985; Poland et al. 1994; Shen et
al. 1991; Weber et al. 1995).

Here, we have outlined several biological models that can be used incorporate genetic
diversity into laboratory-based models: 1) genetically diverse cell lines, 2) human primary
cells, and 3) mouse populations (Table 1). Each of these models have notable shortcomings.
For example, the lymophoblastoid cell lines and human primary cells are, by definition, /n
vitro. This drastically increases the challenges with regard to extrapolating results to in vivo
risk assessment. These models will most likely have differences in nutrients, temperature, O,
and CO, concentrations, interactions with other cell types, and many other factors as
compared to their counterparts found within the human body. In addition, cell lines are
immortalized which likely affect responses as compared to primary cells. Primary human
cells come from individuals with background exposures, diseases, ages, and many other
factors that may affect the response. Mouse populations also have their limitations. While
the mouse is a standardly-used /7 vivo model, there are obvious differences in the genetic
architecture and physiology between mouse and human. However, as seen in multiple
seminal projects and reports reviewed above, these laboratory-models provide the means to
model human toxicokinetic and toxicodynamic population variability and identify genes and
pathways involved in the responses associated with chemical toxicity. As such, these models
provide a method to quantify the influence of population-level interindividual variability in a
chemical- and tissue-specific manner. Beyond, these studies can be used to better predict
which genetic variants may be 1) less susceptible to pharmaceutical-induced toxicity or 2)
more responsive to a particular pharmaceutical as compared to another.

It should be noted that we are not arguing for the replacement of isogenic models in
toxicology. As genetic variants in the population can drive differing degrees of responses or,
in some cases, different physiological changes altogether, incorporation of genetic diversity
into laboratory models might not always be the best method. From a purely academic
standpoint, the results may be noisier when including genetic variability. Furthermore,
inclusion of genetic variability may not be economically and technically feasible. Isogenic
models clearly have a role to play in toxicology. For example, in mechanistic studies in
which a single gene/protein/pathway is being analyzed, inclusion of genetic variability
would potentially deter from the mechanism of action being studied and require an increase
in sample size to reach a sufficient statistical power. However, as highlighted in the studies
above, genetic variability clearly influences dose-response relationships and, from a risk-
assessment point-of-view, cannot be ignored. Furthermore, many disease-states arise from
complex etiologies that cannot be encapsulated by a single isogenic model.

Further incorporation of these models into toxicological screens have high potential to
impact real-world risk assessment of chemical exposures from the population to the
individual level. In most cases, data are not available in regards to the range of responses
within the human population to environmental exposures. Risk-management decision-

Toxicology. Author manuscript; available in PMC 2019 February 15.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Dornbos and LaPres

Page 12

making relies, then, on arbitrary toxicokinetic and toxicodynamic ‘uncertainty factors’ in
translating results from the laboratory into the human population. As seen in the studies
outlined above, ‘uncertainty factors’ may not be stringent enough to include the susceptible
individuals in the human population. In some cases, uncertainty factors may be too stringent
and, therefore, may result in undue harm to municipal and industrial finances. The models
outlined in this article can better inform risk-assessment so that, as opposed to arbitrary
‘uncertainty factors’, exposure limits are based on empirical data that represents the human
population. As such, exposure standards will be based on evidence as opposed the NRC’s
low-dose linearity assumption for non-cancer endpoints that has not been properly tested
(Figure 1)(NRC 2009; Rhomberg 2009, 2011). Furthermore, these models also can identify
individuals in the population that may be most at risk to chemical induce toxicity and,
therefore, can help prioritize chemical-response pairs that leave certain individuals in a
higher risk-category. From a pharmacogenetic standpoint, identification of variant-
responders may also better prioritize which pharmaceutical are more effective or, to the
contrary, more toxic to some individuals. In outlining examples of how these models have
been used, we hope to not only better inform the toxicological community of the growing
need to analyze population variability in chemical-responses, but to provide information on
the means and feasibility to do so.
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Figure 1. The National Research Council’s (NRC) Low-Dose Linearity Hypothesis
As published in a report in 2009 call “Science and Decisions: Advancing Risk Assessment,

the NRC suggest that, in considering population-level genetic variability, the low-dose
region of non-cancer dose-response relationships will linearize. As such, the NRC
recommends that there are no safe exposures of chemicals that induced adverse, non-cancer
endpoints.
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