Journal of Developmental
Origins of Health and Disease

www.cambridge.org/doh

Original Article

Cite this article: Sant KE, Moreau HM,
Williams LM, Jacobs HM, Bowsher AM,
Boisvert JD, Smolowitz RM, Pantazis J,
Annunziato K, Nguyen M, and Timme-Laragy A.
(2021) Embryonic exposures to mono-2-
ethylhexyl phthalate induce larval steatosis in
zebrafish independent of Nrf2a signaling.
Journal of Developmental Origins of Health and
Disease 12: 132-140. doi: 10.1017/
$2040174420000057

Received: 14 September 2019

Revised: 6 January 2020

Accepted: 19 January 2020

First published online: 17 February 2020

Keywords:
Phthalate; MEHP; Nrf2; embryo; zebrafish; lipid
accumulation; steatosis; DOHaD

Address for correspondence:

Karilyn Sant, School of Public Health, San Diego
State University, San Diego, CA 92128, USA.
Email: ksant@sdsu.edu

© The Author(s) 2020. Published by Cambridge
University Press and the International Society
for Developmental Origins of Health and
Disease.

CAMBRIDGE

UNIVERSITY PRESS

@ CrossMark

Embryonic exposures to mono-2-ethylhexyl
phthalate induce larval steatosis in zebrafish
independent of Nrf2a signaling

Karilyn E. Sant2@, Hadley M. Moreau?3, Larissa M. Williams®, Haydee M. Jacobs?,
Anna M. Bowsher?, Jason D. Boisvert?, Roxanna M. Smolowitz*, Jacob Pantazis?,
Kate Annunziato?, Malina Nguyen? and Alicia Timme-Laragy?

IDivision of Environmental Health, School of Public Health, San Diego State University, San Diego 92182, CA, USA;
2Department of Environmental Health Sciences, School of Public Health and Health Sciences, University of
Massachusetts, Amherst 01003, MA, USA; 3Department of Biology, Bates College, Lewiston 04240, ME, USA and
“Department of Biology, Roger Williams University, Bristol 02809, RI, USA

Abstract

Mono-2-ethylhexyl phthalate (MEHP) is the primary metabolite of the ubiquitous plasticizer
and toxicant, di-2-ethylhexyl phthalate. MEHP exposure has been linked to abnormal devel-
opment, increased oxidative stress, and metabolic syndrome in vertebrates. Nuclear factor,
Erythroid 2 Like 2 (Nrf2), is a transcription factor that regulates gene expression in response
to oxidative stress. We investigated the role of Nrf2a in larval steatosis following embryonic
exposure to MEHP. Wild-type and nrf2a mutant (m) zebrafish embryos were exposed to
0 or 200 pg/l MEHP from 6 to either 96 (histology) or 120 hours post fertilization (hpf).
At 120 hpf, exposures were ceased and fish were maintained in clean conditions until 15 days
post fertilization (dpf). At 15 dpf, fish lengths and lipid content were examined, and the
expression of genes involved in the antioxidant response and lipid processing was quantified.
At 96 hpf, a subset of animals treated with MEHP had vacuolization in the liver. At 15 dpf,
deficient Nrf2a signaling attenuated fish length by 7.7%. MEHP exposure increased hepatic
steatosis and increased expression of peroxisome proliferator-activated receptor alpha
target fabplal. Cumulatively, these data indicate that developmental exposure alone to
MEHP may increase risk for hepatic steatosis and that Nrf2a does not play a major role
in this phenotype.

Introduction

Phthalates are a family of chemicals utilized in the plastics production process to render plastic
flexible.! Human phthalate exposure may occur through ingestion, inhalation, and or dermal
contact and can readily cross the placental barrier.? Di-2-ethylhexyl phthalate (DEHP) is among
the most commonly used of the phthalates.>* Following exposure, DEHP is metabolized in the
gastrointestinal tract into a variety of metabolites, including the bioactive metabolite mono-
ethylhexyl phthalic acid (MEHP).> MEHP has been identified as particularly toxic through both
clinical and animal studies,®'° shown to impact reproductive development such as disruption
of male urogenital tract development.!! Other research found significant associations between
prenatal phthalate exposure and increased birth weight!? as well as childhood and longitudinal
body mass index.!? Therefore, phthalates have been repeatedly characterized as “obesogens,” a
term representing chemicals known to induce obesity, weight gain, and dyslipidemia (reviewed
in refs.!*"'7). On a molecular level, MEHP has been shown to cause damage both by inducing
oxidative stress and by acting as an endocrine disruptor.!8-2!

The cap “n” collar basic leucine zipper (CNC b-ZIP) transcription factor family plays a criti-
cal role in processes such as mitigating oxidative stress, cellular differentiation, carcinogenesis,
and aging.”?** The CNC b-ZIP family includes nuclear factor erythroid 2 (Nfe2) and three
related factors: nuclear erthryoid-1-related factor (Nrfl), nuclear erthryoid-2-related factor
(Nrf2), and nuclear erthryoid-3-related factor (Nrf3). In the presence of oxidative stress,
Nrf2 translocates to the nucleus whereby it heterodimerizes with small MAF proteins and binds
to a cis-promoter element called the antioxidant response element (ARE).? Binding to the ARE
regulates a large family of cytoprotective genes.?® In zebrafish, the nrf2a paralog is increasingly
expressed during development,” its expression is inducible by chemically stimulated oxidative
stress,”” and is the primary inducer of cytoprotective gene expression.”’>* Ultimately, inad-
equate Nrf2 antioxidant and cytoprotective function can result in the generation of excessive
reactive oxygen species (ROS) and cytotoxic biochemical changes such as lipid peroxidation
and DNA damage.
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In mammalian models, the reduction of ROS has led to
improvement of disease states and symptoms including diabetes,
hepatic steatosis, and hyperlipidemia.’! Additionally, in obese
humans, there is evidence of systemic oxidative stress, and reduc-
tion of oxidative stress has been shown to decrease the prevalence
of metabolic syndrome.*? The molecular mechanism of metabolic
disorder phenotypes in response to oxidative stress is more
unclear. The absence of Nrf2 was shown to decrease adiposity
and adipocyte differentiation,!® potentially due to stimulation
of glutathione metabolism,** and yet another study has demon-
strated no significant relationship.** Likewise, there are inconsis-
tent results regarding relationship between Nrf2 and obesity, and
insulin resistance.’® These inconsistencies could be the result of
strategies investigating different tissues, cells lines, or animal
models at varying windows of time throughout the life course.

The liver plays a critical role in metabolic processes and is
a major site of phase I and phase II metabolism of toxicants.*®
In addition to xenobiotic metabolism, liver cells are central to a
number of processes such as the production of bile, breakdown
of fats, and enzymatic control of blood sugars via glycolysis and
gluconeogenesis. These roles define the liver as a crucial metabolic
regulator and indicate different pathways that may be impacted by
liver damage. Non-alcoholic fatty liver disease (NAFLD) encom-
passes a spectrum of conditions ranging in severity. In its most
mild form, NAFLD presents as simple steatosis (abnormal reten-
tion of lipid) in the liver.?” Incurring further damage may lead to
hepatitis (chronic liver inflammation), fibrosis, cirrhosis, and
sometimes hepatocellular carcinoma. In addition to the implica-
tion of various metabolic processes, NAFLD is associated with both
liver and cardiovascular related mortality.”” Some studies have sug-
gested that NAFLD rates are between 20% and 30% in the western
world.*® Although a high-fat diet in conjunction with a sedentary
life is generally pointed to as the key risk factors for NAFLD,
toxicant exposure has also been shown to induce NAFLD.*

A significant portion of the research investigating the role
of Nrf transcription factors in metabolic disorder utilizes knockout
models in conjunction with diet-induced obesity. Markedly less
research has investigated the role of Nrf transcription factors in
toxicant-induced metabolic disorder and obesity. Fewer studies
yet have examined the embryonic period as a sensitive window
of susceptibility during which exposures could induce pathological
and physiological changes later in the life course. Herein, we
examine the role of the Nrf2a transcription factor in mediating
lipid bioaccumulation, namely, hepatic steatosis, in juvenile zebra-
fish that had been developmentally exposed to MEHP during the
embryonic period.

Methods
Chemicals

MEHP of the highest purity was purchased from AccuStandard
(New Haven, CT, USA). Dimethyl sulfoxide (DMSO) was pur-
chased from Fisher Scientific (Pittsburg, PA, USA). An MEHP
stock solution of 2 mg/ml was prepared by dilution in the vehicle,
DMSO. All solutions were stored in amber-tinted vials at —20°C
and vortexed before use. All other chemicals used in this study were
purchased directly from Fisher Scientific.

Animals

Homozygous Nrf2a wild-type (WT) and mutant (nrf2a/38-/~)
fish crossed onto an AB strain background were obtained from
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Dr. Mark Hahn (Woods Hole Oceanographic Institution, Woods
Hold, MA, USA). This strain of zebrafish was generated through
the TILLING mutagenesis Project (R01 HD076585) and originally
obtained by Dr. Hahn as embryos from the Moens Laboratory
(Fred Hutchinson Cancer Research Center, Seattle, WA, USA).
The nrf2a™38~/~ genotype is considered a loss-of-function
mutation, since the point mutation produces a mutant amino
acid sequence in the DNA-binding domain of the Nrf2a protein,
impairing its transcriptional activity. This mutation was
originally characterized in ref.*® and further examined by our
laboratory.>*>4!

All animal use and care was conducted in strict accordance
with protocols approved by the University of Massachusetts
Ambherst and Bates College Institutional Animal Care and Use
Committees (Animal Welfare Assurance Number UMASS
A3551-01, Bates A3320-01). Adult breeding populations were
housed in an Aquaneering automated zebrafish habitat at
28.5 °C and following a 14 h light:10 h dark cycle daily. Adult fish
were fed the recommended amount of GEMMA Micro 300
(Skretting, Westbrook, ME, USA) once daily in the morning.
Breeding populations were housed at an appropriate density
with a 2:1 female-to-male ratio. Embryos for experiments were
collected within 1h post-fertilization (hpf) from homozygous
genotyped tanks, washed thoroughly, and microscopically con-
firmed for fertilization prior to experimentation.

Exposures

WT and mutant embryos were exposed to either DMSO (vehicle)
or 200 pg/l MEHP through immersion beginning at 6hpf
(gastrula period, shield stage) and concluding at 120 hpf (fully
developed larvae). This concentration of MEHP has been previ-
ously utilized and optimized in previous zebrafish studies, and
we have previously shown that it impacts the expression of
genes in the Nrf2 signaling pathway.”?! MEHP or DMSO was
added (0.01% v/v) to 0.3X Danieau’s medium (17 mM NacCl,
2mM KCl, 0.12mM MgSO,, 1.8 mM Ca(NO;),, 1.5 mM 4-(2-
hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES), pH
7.6) for immersion. Media was 50% replaced every 24h and
re-dosed with either DMSO or MEHP. Exposure took place in
20 ml glass scintillation vials with five embryos per vial. For each
experiment, 3-5 vials were used per group. Experiments were
performed in replicate to minimize clutch effects. At 96 hpf, some
larvae were removed for analysis of yolk size and histology. At
120 hpf, remaining larvae were individually placed in 150 ml
beakers in a 1:1 mix of 0.3X Danieau’s medium to clean system
(adult breeding facility) water. Fish were transitioned to 100%
system water by refreshing 50% system water daily until 15 days
post fertilization (dpf) on a 12 h light:12 h dark cycle at 28.5°C
and being fed Gemma Micro 75 (Skretting).

Microscopy

For larvae collected at 96 hpf, animals were anesthetized in
0.3X Danieau’s medium containing tricaine mesylate (MS-222)
(a 2% solution prepared from 4 mg/ml tricaine powder in water,
pH buffered and stored at —20 °C until use) and staged in 3% meth-
ylcellulose. They were then imaged using a Leica M165 FC, and the
area of the yolk was quantified using Leica Application Suite X
(LAS X; Buffalo Grove, IL).

At 15dpf, fish were imaged for length using the methods
described above. To capture images most useful for length analysis,
fish were mounted on their side. Images of nrf2a mutant larvae
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were captured utilizing an upright Olympus compound micro-
scope with a Zeiss Axiocam 503 camera and Zen analysis software
(Zeiss, USA). All images were captured under 20X magnification.
Following imaging, larvae were washed thoroughly in 0.3x
Danieau’s medium and either preserved for lipid staining or used
for RNA isolation.

Histology

At 96 hpf, DMSO (control)-treated and MEHP-treated WT
animals were fixed in 4% formaldehyde in 1X phosphate bulffer,
dehydrated in ethanol, and stored in 75% ethanol until embedding.
Larvae were sent to Environmental Pathology Laboratories
(Sterling, VA, USA) where they were embedded laterally into par-
affin. Sagittal sections were made serially every 2 pm. Sections were
mounted on superfrost glass slides and stained with hematoxylin
and eosin. Histopathology was conducted by an Olympus BX 40
with an Olympus DP25 (Waltham, MA) camera system.

Lipid staining via oil red O

To spatially quantify larval lipid content, 15 dpflarvae were stained
with Oil Red O.*** Following length imaging, three pools of five
larvae per treatment group were reserved for gene expression
analysis, and the remaining were preserved in 4% paraformalde-
hyde (PFA) overnight. Larvae preserved in PFA were then washed
three times in 1X phosphate-buffer saline (PBS) for a total of 6 min.
Larvae were transferred to individual 2ml glass vials, briefly
bleached, and then washed thoroughly with PBS (five washes).
Larvae were then washed with 80% propylene glycol for 10 min,
followed by 100% propylene glycol. Propylene glycol was removed,
and larvae were stained with Oil Red O overnight. Fish were
washed twice more with 80% and 100% propylene glycol following
staining. Zebrafish were mounted on their side in 100% glycerol for
imaging. Following imaging, stained larvae were stored indefinitely
in glycerol.

RNA isolation and conversion to cDNA

Three pools of five larvae from each treatment group were used for
RNA isolation. Following imaging at 15 dpf, RNA Later (Fisher
Scientific) was added to five larvae per treatment group and stored
at —80 °C until RNA isolation. Though individually housed from
5 to 15 dpf, larvae were randomized from the initial exposure vials
to minimize batch effects. RNA was isolated using the GeneJET
RNA purification Kit (Fischer Scientific, Waltham, MA, USA).
The isolation protocol followed was developed for use of whole-
tissue purification. The concentration of RNA and the purity of
samples were analyzed using a pPLITE spectrophotometer
(BioDrop, Cambridge, UK), and all samples had quality A260/
A280 ratios ranging from 1.8 to 2.1. After quantifying RNA,
500 ng RNA was reverse transcribed into cDNA with an iScript
cDNA Synthesis Kit (Bio-Rad, Hercules, CA). These samples were
diluted to a concentration of 0.25 ng/ul of cDNA in nuclease-free
water and stored at —20 °C until use.

Gene expression

Quantitative real-time polymerase chain reaction (PCR) was con-
ducted on the previously synthesized cDNA samples. Specifically,
the Agilent Mx3000 qPCR (Agilent, Santa Clara, CA, USA) was
used. Master Mix with Brilliant IT SYBR Green was used in quan-
titative PCR with the genes described above as well as on several
housekeeping genes. Target genes were compared to the arithmetic
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Table 1. MEHP exposure increases incidence and severity of vacuolation in the
embryonic liver

DMSO MEHP p-value
Vacuolation 1.1+0.2 2.6+0.4 0.001
Type of vacuolation 1.3+0.2 2.0+£0.2 0.004

mean of three housekeeping genes 18s, b2m, and beta actin
utilizing the 2722C; method.**

Triplicates of SYBR Master Mix and 10ng of cDNA were
performed for each sample. The conditions used in our qPCR
were 95°C for 10 min followed by 35 cycles of 95°C for 30's, 55°
C (65°C for beta actin) for 60 s, and 72°C for 60s. A melt curve
was utilized to confirm the amplification of a singular product,
and primers were tested for amplification of a single product prior
to use. Primer sequences and temperatures have been previously
published and are listed in Supplemental Table 1272%43-50 Al
primer pairs were optimized in house using standard curves
(amplification efficiencies ranged from 90% to 100%) and temper-
ature gradients (+1 °C).

Data analyses

Data analyses were performed using IBM SPSS Statistics (v.25),
Armonk, NY. To select appropriate statistical tests, tests for skew-
ness and Shapiro-Wilk tests for normality were performed. The
relationships between fish length, genotype, and exposure were
analyzed using a non-parametric Kruskal-Wallis test with
Games—Howell post hoc tests. To analyze the liver lipid content,
red color intensity was normalized to image background using
ImageJ (version 1.5; National Institutes of Health). These inten-
sities were also compared across treatment and genotype using
Kruskal-Wallis test with Games—Howell post hoc tests. To analyze
the relationship between genotype, treatment, and gene expres-
sion, PCR data were analyzed using a two-way analysis of
variance (ANOVA) with Tukey’s multiple comparisons. A confi-
dence level of 5% (a = 0.05) was used for all analyses.

Results
Embryonic deformities

To first assess whether knockdown of Nfe2 and Nrf family
transcription factors, in combination with MEHP exposure, can
alter embryogenesis, we examined 96 hpf embryos exposed to
MEHP after knockdown using morpholinos (Supplemental
Figure 1). MEHP increased swim bladder abnormalities in control,
nrfla, and nrf2a morphants compared to DMSO controls. Heart
rate was increased in nrf2b and nrf3 morphants exposed to
MEHP. No other structural abnormalities were observed due to
Nfe2 signaling or MEHP exposure (p > 0.05). No changes were
observed in yolk area between MEHP-exposed and control
embryos (p > 0.05).

Histology

At 96 hpf, WT animals were assessed at the tissue level, including
the brain, neural cord, eyes, muscle, swim bladder, gut, pancreas,
liver, gill, ear labyrinth, yolk sac, notochord, and heart (sinus
venous, atrium, ventricle, and bulbus). Upon examination of three
animals per group (DMSO control and MEHP treatment), the only
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(a)

135

Fig. 1. Photomicrographs of histological sections through MEHP-exposed and DMSO-exposed (control) larval 96 hpf zebrafish. Images shown are 2 pm sections of paraffin-
embedded larval tissues stained with hematoxylin and eosin. (a) WT larvae treated with DMSO (control). Hepatocytes (arrow) show homogenous, non-vacuolated cytoplasm.
(b) WT larvae treated with MEHP. Hepatocytes (indicated by an arrow) show large vacuoles expanding the cytoplasm.
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Fig. 2. Fish growth and adiposity vary with MEHP-exposure and Nrf2a genotype at 15 dpf. Images were analyzed via ImageJ. Values are means + standard error of the mean. (a)
For fish length, ANOVA with Tukey post hoc tests was used to assess exposure and genotyping changes in growth. Oil Red O staining intensity in the liver (b) and brain (c) was
quantified and assessed using Kruskal-Wallis tests with Games-Howell post hoc tests. (d) Representative images of fish are shown, all at 50x magnification and the same light
intensity. n = 48-53 for all treatment groups. Asterisks (*) indicate a statistically significant change due to exposure, within each genotype. Daggers (1) indicate a statistically

significant change due to genotype, within each exposure group. p < 0.05.

noted difference was seen in the MEHP treated animals where the
liver was highly vacuolated with large vacuoles as compared to
DMSO control animals where no vacuoles were seen (Fig. 1).
Sections were scored to determine the presence of vacuolation
and the type of vacuolation (Supplemental Table 2). Sections were
scored to determine the incidence of vacuolation in the liver,
but also the degree of vacuolation within cells. Embryos exposed
to MEHP has significantly greater scores for both vacuolation
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(p=0.001) and type of vacuolation (p=0.004) in the liver
(Table 1).

Fish length and lipid accumulation at 15 dpf

Following exposures from days 1 to 5, fish were then reared in clean
conditions until day 15. Fish length measurements were taken at
15dpf as a proxy for overall larval growth (Fig. 2a). Overall,
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Fig. 3. Expression of gstp1, nfe2, cyp2el, and hdac in WT and Nrf2a mutant zebrafish. Zebrafish embryos and larvae were exposed to DMSO or MEHP from 6 to 120 hpf, and gene
expression was assessed at 15 dpf. Data are presented as mean fold change normalized to the mean of housekeeping genes 18's, b2m, and beta actin + SEM. Data were analyzed
using two-way ANOVA with Tukey's multiple comparisons. Asterisks (*) indicate a statistically significant change due to exposure, within each genotype. Daggers (1) indicate a
statistically significant change due to genotype, within each exposure group. p < 0.05; n =3 pools of five larvae.

MEHP exposure did not significantly impact larval growth
(p>0.05). In WT larvae, MEHP reduced fish length by 2.4%,
though this decrease was not statistically significant (p > 0.05).
Compared to unexposed WT larvae, mutant larvae were shorter
by 8% (p < 0.001).

Oil red O stain was utilized to spatially and quantitatively
visualize neutral lipid accumulation in larvae at 15 dpf (Fig. 2b
and 2c). Developmental MEHP exposure significantly increased
lipid content within the liver (p = 0.002; Fig. 2b). Although geno-
type did not statistically modify these relationships, the magnitude
of change due to exposure in mutant larvae was greater. In
the brain, staining was more intense in MEHP-exposed larvae
compared to controls, although this trend was only statistically
significant in WT larvae (p = 0.016; Fig. 2¢).

Gene expression - antioxidant response and Nrf2 interaction

Quantitative PCR was utilized to assess changes in gene expres-
sion resulting from MEHP exposures and impaired Nrf2a signal-
ing (Fig. 3). These genes were selected as targets of Nrf2 signaling
or interaction with the Nrf2 signaling pathway. Glutathione-
S-transferase Pi (gstp) is a sensitive Nrf2-target and a well-
characterized indicator of Nrf2 induction. The transcription
factor Nfe2 (nfe2), like Nrf2, is a member of the CNC b-ZIP tran-
scription factor family and also mediates the antioxidant response
in the embryo.’*! Enzymes cytochrome P450 2E1 (cyp2el) and
histone deacetylase (hdac) are involved in a myriad of cellular
processes including chromatin structure and the hepatic xenobi-
otic response, and both enzymes have been shown to have inter-
actions with Nrf2 signaling.>

Gene expression of gstp was significantly attenuated by
approximately 60% in Nrf2a mutant larvae, regardless of expo-
sure (p <0.05). No significant changes in gstp gene expression
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were observed due to MEHP exposure for either genotype
(p>0.05). No statistically significant effects due to exposure or
genotype were observed for nfe2 or cyp2el (p>0.05; Fig. 3).
There was also a subtle increase in nfe2 gene expression due
to MEHP-exposure for both genotypes, and Nrf2a mutants
had elevated expression compared to WT larvae (p>0.05).
Expression of cyp2el and hdac was moderately increased in
DMSO-exposed Nrf2a mutant larvae compared to WT larvae,
but these trends were not statistically significant (p > 0.05;
Fig. 3).

Gene expression - peroxisome proliferator-activated receptor
signaling

Gene expression of peroxisome proliferator-activated receptor
(PPAR) gamma (ppary) and alpha (pparaa) and several of their
targets were assessed at 15 dpf (Fig. 4). PPARs are transcription
factors with multifaceted regulatory domains over metabolic proc-
esses including, but not limited to, glycolysis and gluconeogenesis,
lipid metabolism and catabolism, and lipid transport. Expression
of isoforms pparaa and pparg was measured as well as several of
their gene targets, notably lipid transporter apolipoprotein Al
(apoala) and fatty acid-binding proteins (FABP) la and 1b
(fabpla, fabp1b.1). The gene apoala is a hepatic and yolk syncytial
layer transporter involved in cholesterol and lipid transport and
is responsive to both PPARa and PPARy signaling.>* FABPs
are intracellular carrier proteins responsible for lipid binding
and transport in a myriad of tissues and systems.>* Expression
of fabplal and fabplb.1 is subfunctionalized in zebrafish, with
fabplal being responsive to PPAR« signaling and fabp1b.1 being
responsive to PPARY signaling.*® Numerous studies have demon-
strated that MEHP is an activator of both PPARa and PPARy
signaling.>>*® However, it was unknown whether this activation
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Fig. 4. Expression of pparaa, pparg, fabplal, fabplbl, and apoala in WT and nrf2a mutant zebrafish. Zebrafish embryos and larvae were exposed to DMSO or MEHP from 6 to
120 hpf, and gene expression was assessed at 15 dpf. Data are presented as mean fold change normalized to the mean of housekeeping genes 18, b2m, and beta actin + SEM.
Data were analyzed using two-way ANOVA with Tukey’s multiple comparisons. Asterisks (*) indicate a statistically significant change due to exposure, within each genotype.
Daggers (1) indicate a statistically significant change due to genotype, within each exposure group. p < 0.05; n =3 pools of five larvae.

would persist in larvae at 15 dpf after only developmental expo-
sures ceasing at 5 dpf.

No statistically significant changes in gene expression were
observed for either the pparaa or pparg transcription factors,
nor for targets apoala or fabp1b.1 (p > 0.05; Fig. 4). However, there
were notable decreasing trends in apoala and fabplb.1 in Nrf2a
mutants and Nrf2a mutants embryonically exposed to MEHP
(p > 0.05). Expression of fabplal was increased by MEHP expo-
sure in WT larvae, and Nrf2a mutants were elevated compared
to WT larvae regardless of exposure (p < 0.05).

Zebrafish embryos and larvae were exposed to DMSO or
MEHP from 6 to 120 hpf, and gene expression was assessed at
15 dpf. Data are presented as mean fold change normalized to
the mean of housekeeping genes 18s, b2m, and beta actin +
SEM. Data were analyzed using two-way ANOVA with Tukey’s
multiple comparisons. Asterisks (*) indicate a statistically signifi-
cant change due to exposure, within each genotype. Daggers (1)
indicate a statistically significant change due to genotype, within
each exposure group. p < 0.05; n =3 pools of five larvae.

Discussion

The purpose of this study was to investigate the potential interaction
between developmental exposure to MEHP and the antioxidant
response and their impact on larval steatosis. We hypothesized
that embryonic MEHP exposure would increase larval lipid accu-
mulation and that impaired Nrf2a function would exacerbate this
phenotype. Our data indicate that developmental MEHP exposure
increases risk for hepatic steatosis in larval zebrafish. Significant
decreases in gstp gene expression are concordant with previously
reported understandings of the role of Nrf2a in cytoprotection,
and increased fabplal in mutants and due to MEHP exposures
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suggests a PPARa-mediated adaptive response to steatosis. The
exacerbation of steatosis as well as increased fabplal expression
in Nrf2a mutant larvae due to MEHP exposures suggests that
Nrf2a may function in hepatoprotection.

In this study, developmental MEHP exposure reduced mean
fish length by 2.2% in WT larvae, though this decrease was not
statistically significant (p > 0.05). However, unexposed Nrf2a
mutant larvae were 7.7% shorter than WT larvae (Fig. 2), sug-
gesting that Nrf2a may play a role in overall growth and develop-
ment. Most significantly, these phenotypic effects were observed
at 15 dpf - after being only exposed from 6 to 120 hpf. We have
previously observed this decrease in total fish length due to other
developmental toxicant exposures (perfluorooctane sulfonic
acid®’;), but not in Nrf2a mutant fish examined at earlier time-
points (7 dpf?%;). Only a modest 4%-6% decrease in human fetal
length exists between the median infant length and fetuses small
for gestational age (SGA), which is defined as the lowest 10th per-
centile for fetal growth according to the Fenton growth chart.®
Therefore, the 7.7% reduction in fish length observed in this study
is physiologically relevant and may propagate other phenotypic
and metabolic changes commonly associated with SGA or low-
birth-weight classifications (reviewed in references®®°!).

The prevalence of pediatric obesity and overweight children
has been steadily increasing in recent decades.®>%® Here, we
assessed how a ubiquitous environmental toxicant, MEHP,
impacts developmental steatosis and examined the modification
of this relationship by the antioxidant response pathway. We
confirmed the results of previous studies, demonstrating that
MEHP exposures increased hepatic steatosis, even as early as
120 hpf (Fig. 1). Hepatic steatosis at 15dpf was significantly
increased by developmental MEHP exposure in both WT and
Nrf2a mutant larvae (Fig. 2). These data indicate that early
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developmental exposures alone to MEHP may increase risk for
juvenile hepatic steatosis, even if exposures are remediated during
the larval period. Several studies have previously shown that
exposures to MEHP or parent compound DEHP increased lipid
accumulation in vitro or hepatic steatosis in vivo.5*-%¢ However,
to our knowledge, this is the first study demonstrating that expo-
sures during the embryonic period alone are capable of inducing
lasting steatosis into the larval period.

We have previously shown that embryonic exposures to MEHP
impacted the expression of Nrf2a targets gsr and gstpl in 96 hpf
zebrafish, but that the embryonic glutathione redox couple was
not significantly impacted.” We also previously demonstrated that
the oxidative response to MEHP is rapid, occurring primarily
within the first few hours after exposure, in mouse whole embryo
culture.!® Therefore, the timing of glutathione and antioxidant
enzyme assessment relative to exposure is an important variable
in MEHP-induced oxidative stress research. In this study, we
examined the gene expression of antioxidant enzymes at 15 dpf
following developmental exposures (from 6 to 120 hpf). This
delayed assessment of the antioxidant response allowed us to probe
the more programmatic or longitudinal impacts of developmental
exposures rather than an acute response. Here, we found that gstp1
expression was decreased by impaired Nrf2a signaling, but that
MEHP had no impact on gstpl expression (Fig. 3). Therefore, it
is unlikely that developmental exposures to MEHP induce acute
oxidative effects, but that this acute oxidative stress does not
produce any direct chronic oxidative effects.

The endogenous antioxidant response is coordinated largely by
the Nfe2 family of transcription factors, including Nrfla, Nrflb,
Nrf2a, Nrf2b, Nrf3, and Nfe2 in the zebrafish model. We have
previously published several studies examining the oxidative stress
response and embryonic phenotypes of deficient signaling by
this antioxidant family and have observed that several of these
family members have redundant functions and may compensate
for another’s impairment.””>%>° Here, we observed decreased gstp1
gene expression in Nrf2a mutant larvae and stable gene expression
of family member nfe2 regardless of genotype or exposure (Fig. 3).
Therefore, it is unlikely that compensation of deficient Nrf2a
signaling is occurring, at least not via the Nfe family of antioxidant
transcription factors.

PPAR activity has been widely implicated in environmental
determinants of metabolic dysfunction due to its regulatory role
in processes such as carbohydrate and lipid metabolism and stor-
age. In zebrafish, PPARs are expressed in a myriad of tissues
throughout the entire life course, suggesting constitutive gene
expression.”” However, the differential expression of PPAR genes
in various tissues and in response to metabolic conditions also
demonstrates the potential for induction of this signaling pathway.
PPARa agonism has been widely explored and developed as poten-
tial therapeutic for hepatic steatosis, and increased expression has
as an adaptive response to ameliorate hepatic steatosis (reviewed
in reference®®). We had previously found that developmental
exposures to another environmental toxicant, perfluorooctanesul-
fonic acid, could induce PPAR gene expression in developing
embryos but had not assessed any more longitudinal changes in
expression after 96 hpf.?? In this study, gene expression of pparg
and pparaa was not changed at 15 dpf despite increased hepatic
steatosis resulting from both developmental MEHP exposure
and deficient Nrf2a signaling (Fig. 4). However, expression of
PPARa-target fabplal was increased by both MEHP exposure
and impaired Nrf2a signaling, suggesting that PPARa activity,
rather than expression, may be modulated by exposure and
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genotype. Therefore, future work should complement these mea-
sures with protein expression, cellular localization, and transcrip-
tional regulation (such as by Chromatin ImmunoPrecipitation and
sequencing) data to probe the activity and induction of PPARa.

The potential for crosstalk between the Nrf2 and PPAR signal-
ing pathways needs to be explored. We previously identified puta-
tive AREs within the promoter of pparaa and pparg in zebrafish, as
well as PPAR-response elements in the promoters of Nfe2 family
members and their targets.?’ Likewise, we had found that the
expression of pparaa and pparg to exposure was only induced
in nrf2a mutant embryos.?® In the present study, we observed
no statistically significant changes in gene expression of pparaa
or pparg in Nrf2a mutant larvae (Fig. 4). These data suggest that
any potential Nrf2-PPAR crosstalk is unlikely to play a significant
role in MEHP-induced steatosis.

A limitation of this study is the inability to observe sex-based
differences in hepatic steatosis in larval zebrafish. Unlike mamma-
lian models, zebrafish sexual differentiation is polygenic, meaning
that it is not simply determined by a singular genetic locus.®’
Due to this complexity, sexual determination does not occur in
zebrafish until approximately 30 dpf, marking the change from
the larval to the juvenile period.”® Studies utilizing rodents to inves-
tigate metabolic outcomes of phthalate exposure in juveniles found
sexually dimorphic responses in numerous phenotypes, expected
due to the endocrine disrupting properties of phthalates. There
is ample epidemiologic and model data demonstrating that males
are at a higher risk for obesity, diabetes, and NAFLD than women
and that these relationships are modified by age.”'~"® Therefore,
future longitudinal studies beyond the larval stage need to explore
the role of biological sex in MEHP-induced hepatic steatosis.

In conclusion, this study demonstrated that early developmen-
tal exposures to MEHP increased hepatic steatosis during the
mid-larval period more than 10 days after exposure. These data
suggest that there are lasting metabolic effects from embryonic
exposures and provide further evidence that MEHP may contrib-
ute to the developmental origins of metabolic dysfunction. Nrf2a
antioxidant signaling did not play a significant role in MEHP-
induced steatosis, though decreased Nrf2a signaling increased
fabpla gene expression regardless of exposure. Overall, this study
demonstrates the significance of embryonic-only exposures in the
developmental origins of metabolic dysfunction.

Supplementary material. To view supplementary material for this article,
please visit https://doi.org/10.1017/52040174420000057

Acknowledgments. This work was possible due to the exceptional animal care
and laboratory assistance of Christopher Clark, Sarah Conlin, Mary Hughes,
Sadia Islam, Archit Rastogi, Monika Roy, Olivia Venezia, and Michael Young.

Financial Support. This work was funded by an Institutional Development
Award from the National Institute of General Medical Sciences of the
National Institutes of Health (P20 GM103423 to Bates College) as well as
support from the National Institute of Environmental Health Sciences (R01
ES025748 and R0O1 ES028201 to AT-L; F32 ES028085 to KES).

Conflict of Interest. None.

Ethical Standards. The authors assert that all procedures contributing to this
work comply with the ethical standards of the AAALAC Guidance on the
Housing and Care of Zebrafish (Danio rerio) and has been approved by the
University of Massachusetts Amherst and Bates College Institutional Animal
Care and Use Committees (Animal Welfare Assurance Number UMASS
A3551-01, Bates A3320-01).


https://doi.org/10.1017/S2040174420000057
https://doi.org/10.1017/S2040174420000057

Journal of Developmental Origins of Health and Disease

References

1.
2.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

Phthalates Action Plan, U.S.E.P. Agency, Editor. 2012.

Benjamin S, Masai E, Kamimura N, Takahashi K, Anderson RC, Faisal PA.
Phthalates impact human health: epidemiological evidences and plausible
mechanism of action. ] Hazard Mater. 2017; 340, 360-383.

. Wittassek M, Angerer J. Phthalates: metabolism and exposure. Int ] Androl.

2008; 31, 131-138.

. Latini G, De Felice C, Verrotti A. Plasticizers, infant nutrition and repro-

ductive health. Reprod Toxicol. 2004; 19, 27-33.

. Frederiksen H, Skakkebaek NE, Andersson AM. Metabolism of phthalates

in humans. Mol Nutr Food Res. 2007; 51, 899-911.

. Inada H, Chihara K, Yamashita A, et al. Evaluation of ovarian toxicity of

mono-(2-ethylhexyl) phthalate (MEHP) using cultured rat ovarian follicles.
J Toxicol Sci. 2012; 37, 483-490.

. Tomita I, Nakamura Y, Yagi Y, Tutikawa K. Fetotoxic effects of mono-2-

ethylhexyl phthalate (MEHP) in mice. Environ Health Perspect. 1986; 65,
249-254.

. Guibert E, Prieur B, Cariou R, et al. Effects of mono-(2-ethylhexyl) phtha-

late (MEHP) on chicken germ cells cultured in vitro. Environ Sci Pollut Res.
2013; 20, 2771-2783.

. Jacobs HM, Sant KE, Basnet A, Williams LM, Moss JB, Timme-Laragy AR.

Embryonic exposure to Mono(2-ethylhexyl) phthalate (MEHP) disrupts
pancreatic organogenesis in zebrafish (Danio rerio). Chemosphere. 2018;
195, 498-507.

Sant KE, Dolinoy DC, Jilek JL, Sartor MA, Harris C. Mono-2-ethylhexyl
phthalate disrupts neurulation and modifies the embryonic redox environ-
ment and gene expression. Reprod Toxicol. 2016; 63, 32-48.

Swan SH, Sathyanarayana S, Barrett ES, et al. First trimester phthalate
exposure and anogenital distance in newborns. Human Reproduction
(Oxford, England) 2015; 30, 963-972.

Sathyanarayana S, Barrett E, Nguyen R, Redmon B, Haaland W, Swan SH.
First trimester phthalate exposure and infant birth weight in the infant
development and environment study. Int J Environ Res Public Health
2016; 13, 945.

Harley KG Berger K, Rauch S, et al. Association of prenatal urinary
phthalate metabolite concentrations and childhood BMI and obesity.
Pediatr Res. 2017; 82, 405-415.

Heindel JJ. History of the obesogen field: looking back to look forward.
Front Endocrinol. 2019; 10, 14-14.

Heindel JJ, Blumberg B. Environmental obesogens: mechanisms and con-
troversies. Annu Rev Pharmacol Toxicol. 2019; 59, 89-106.

Griin F, Blumberg B. Endocrine disrupters as obesogens. Mol Cell
Endocrinol. 2009; 304, 19-29.

Griin F, Blumberg B. Environmental obesogens: organotins and endocrine
disruption via nuclear receptor signaling. Endocrinology. 2006; 147,
§50-855.

Wang W, Craig ZR, Basavarajappa MS, Hafner KS, Flaws JA. Mono-
(2-ethylhexyl) phthalate induces oxidative stress and inhibits growth of
mouse ovarian antral follicles. Biol Reprod. 2012; 87, 152-152.

Pi ], Leung L, Xue, P, et al. Deficiency in the nuclear factor E2-related
Factor-2 transcription factor results in impaired adipogenesis and protects
against diet-induced obesity. J Biol Chem. 2010; 285, 9292-9300.

Sheikh IA, Abu-Elmagd M, Turki RF, Damanhouri GA, Beg MA, Al-Qahtani
M. Endocrine disruption: in silico perspectives of interactions of
di-(2-ethylhexyl)phthalate and its five major metabolites with progesterone
receptor. BMC Struct Biol. 2016; 16(Suppl. 1), 16-16.

Zhai W, Huang Z, Chen L, Feng C, Li B, Li T. Thyroid endocrine disruption
in zebrafish larvae after exposure to mono-(2-Ethylhexyl) phthalate
(MEHP). PLoS One. 2014; 9, €92465.

Shelton P, Jaiswal AK. The transcription factor NF-E2-related factor 2
(Nrf2): a protooncogene? FASEB J. 2013; 27, 414-423.

Kwong M, Kan YW, Chan JY. The CNC basic leucine zipper factor, Nrfl, is
essential for cell survival in response to oxidative stress-inducing agents.
Role for Nrfl in gamma-ges(l) and gss expression in mouse fibroblasts.
J Biol Chem. 2000; 274; 37491-37498.

Sykiotis GP, Bohmann D. Stress-activated cap’n’collar transcription factors
in aging and human disease. Sci Signal. 2010; 3, re3-re3.

https://doi.org/10.1017/52040174420000057 Published online by Cambridge University Press

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

139

Ma Q. Role of nrf2 in oxidative stress and toxicity. Annu Rev Pharmacol
Toxicol. 2013; 53, 401-426.

Espinosa-Diez C, Miguel V, Mennerich D, et al. Antioxidant responses and
cellular adjustments to oxidative stress. Redox Biol. 2015; 6, 183-197.
Timme-Laragy AR, Karchner SI, Franks DG, et al. Nrf2b, novel zebrafish
paralog of oxidant-responsive transcription factor NF-E2-related factor 2
(NRF2). ] Biol Chem. 2012; 287, 4609-4627.

Kobayashi M, Itoh K, Suzuki T, et al. Identification of the interactive inter-
face and phylogenic conservation of the Nrf2-Keapl system. Genes Cells.
2002; 7, 807-820.

Sant KE, et al. Nrf2a modulates the embryonic antioxidant response to
perfluorooctanesulfonic acid (PFOS) in the zebrafish, Danio rerio. Aquat
Toxicol. 2018; 198, 92-102.

Sant KE, et al. The role of Nrfl and Nrf2 in the regulation of glutathione and
redox dynamics in the developing zebrafish embryo. Redox Biol. 2017; 13
(Suppl. C), 207-218.

Furukawa S, Fujita T, Shimabukuro M, et al. Increased oxidative stress in
obesity and its impact on metabolic syndrome. J Clin Invest. 2004; 114,
1752-1761.

Marseglia L, Manti S, D’Angelo G, et al. Oxidative stress in obesity: a critical
component in human diseases. Int ] Mol Sci. 2014; 16, 378-400.
Takahashi T, et al. Carnosic acid and carnosol inhibit adipocyte differen-
tiation in mouse 3T3-L1 cells through induction of phase2 enzymes and
activation of glutathione metabolism. Biochem Biophys Res Commun.
2009; 382, 549-554.

Shin S, Wakabayashi J, Yates MS, et al. Role of Nrf2 in prevention of high-
fat diet-induced obesity by synthetic triterpenoid CDDO-Imidazolide. Eur ]
Pharmacol. 2009; 620, 138-144.

Seo H-A, Lee I-K. The role of Nrf2: adipocyte differentiation, obesity, and
insulin resistance. Oxid Med Cell Longevity. 2013; 2013, 184598-184598.
Physiology, Liver. 2018 18 December 2018 [cited 4 March 2019]; Available
from: https://www.ncbi.nlm.nih.gov/books/NBK535438/.

Benedict M, Zhang X. Non-alcoholic fatty liver disease: an expanded
review. World ] Hepatol. 2017; 9, 715-732.

Sayiner M, et al, Epidemiology of nonalcoholic fatty liver disease and
nonalcoholic steatohepatitis in the United States and the rest of the world.
Clin Liver Dis. 2016; 20, 205-214.

Arciello M, Gori M, Maggio R, et al. Environmental pollution: a tangible
risk for NAFLD pathogenesis. Int ] Mol Sci. 2013; 14.

Mukaigasa K, et al. Genetic evidence of an evolutionarily conserved role for
Nrf2 in the protection against oxidative stress. Mol Cell Biol. 2012; 32,
4455-4461.

Rousseau ME, et al. Regulation of Ahr signaling by Nrf2 during development:
effects of Nrf2a deficiency on PCB126 embryotoxicity in zebrafish (Danio
rerio). Aquat Toxicol. (Amsterdam, Netherlands) 2015; 167, 157-171.
Schlegel A, Stainier DYR. Microsomal triglyceride transfer protein is
required for yolk lipid utilization and absorption of dietary lipids in zebra-
fish larvae. Biochemistry. 2006; 45, 15179-15187.

Fraher D, et al. Lipid abundance in zebrafish embryos is regulated by
complementary actions of the endocannabinoid system and retinoic acid
pathway. Endocrinology. 2015; 156, 3596-3609.

Livak KJ, Schmittgen TD. Analysis of relative gene expression data using
real-time quantitative PCR and the 2—AACT method. Methods. 2001;
25, 402-408.

McCurley AT, Callard GVJBMB. Characterization of housekeeping genes
in zebrafish: male-female differences and effects of tissue type, developmen-
tal stage and chemical treatment. BMC Mol Biol. 2008; 9, 102.

Cooper CA, Handy RD, Bury NR. The effects of dietary iron concentration
on gastrointestinal and branchial assimilation of both iron and cadmium in
zebrafish (Danio rerio). Aquat Toxicol. 2006; 79, 167-175.

Zhao X, et al. Klf6/copeb is required for hepatic outgrowth in zebrafish
and for hepatocyte specification in mouse ES cells. Dev Biol. 2010; 344,
79-93.

Laprairie RB, Denovan-Wright EM, Wright JM. Subfunctionalization of
peroxisome proliferator response elements accounts for retention of dupli-
cated fabp1 genes in zebrafish. BMC Evol Biol. 2016; 16, 147.

Schultz LE, et al. Epigenetic regulators Rbbp4 and Hdac1 are overexpressed
in a zebrafish model of RB1 embryonal brain tumor, and are required for


https://www.ncbi.nlm.nih.gov/books/NBK535438/
https://doi.org/10.1017/S2040174420000057

140

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

https://doi.org/1

neural progenitor survival and proliferation. Dis Model Mech. 2018; 11,
dmm034124.

Williams LM, et al. Developmental expression of the Nfe2-related factor
(Nrf) transcription factor family in the Zebrafish, Danio rerio. PLoS
One. 2013; 8, €79574.

Williams LM, et al. The transcription factor, Nuclear factor, erythroid 2
(Nfe2), is a regulator of the oxidative stress response during Danio
rerio development. Aquat Toxicol. (Amsterdam, Netherlands) 2016; 180,
141-154.

Cederbaum Al Nrf2 and antioxidant defense against CYP2E1 toxicity. In
Cytochrome P450 2E1: Its Role in Disease and Drug Metabolism (ed. Dey A),
2013; pp. 105-130. Springer Netherlands, Dordrecht.

Thisse B, et al. Expression of the zebrafish genome during embryogenesis
(NIH RO1 RR15402), in ZFIN Direct Data Submission (http://zfin.org).
2001.

Fagerberg L, et al. Analysis of the human tissue-specific expression by
genome-wide integration of transcriptomics and antibody-based proteo-
mics. Mol Cell Proteomics. 2014; 13, 397-406.

Feige JN, et al. The endocrine disruptor monoethyl-hexyl-phthalate is a
selective peroxisome proliferator-activated receptor y modulator that
promotes adipogenesis. J Biol Chem. 2007; 282, 19152-19166.

Hurst CH, Waxman DJ. Activation of PPARa and PPARy by environmen-
tal phthalate monoesters. Toxicol Sci. 2003; 74, 297-308.

Sant KE, et al. Embryonic exposures to perfluorooctanesulfonic acid
(PFOS) disrupt pancreatic organogenesis in the zebrafish, Danio rerio.
Environ Pollut. 2017; 220, 807-817.

Fenton TR, Kim JH. A systematic review and meta-analysis to revise the
Fenton growth chart for preterm infants. BMC Pediatr. 2013; 13, 59.
Dulloo AG, et al. The thrifty ‘catch-up fat’ phenotype: its impact on insulin
sensitivity during growth trajectories to obesity and metabolic syndrome.
Int J Obes. 2006; 30, S23-S35.

Vaag A. Low birth weight and early weight gain in the metabolic syndrome:
consequences for infant nutrition. Int ] Gynecol Obstet. 2009; 104
(Supplement), S32-S34.

Simmons R. Developmental origins of adult metabolic disease: concepts
and controversies. Trends Endocrinol Metabol. 2005; 16, 390-394.

0.1017/52040174420000057 Published online by Cambridge University Press

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

K. E. Sant et al.

Pan L, et al. Trends in severe obesity among children aged 2 to 4 years
enrolled in special supplemental nutrition program for women, infants,
and children from 2000 to 2014 trends in severe obesity among US children
aged 2 to 4 years enrolled in WICTrends in severe obesity among US children
aged 2 to 4 years enrolled in WIC. JAMA Pediatr. 2018; 172, 232-238.
Fryar CD, Carroll MD, Ogden CL. Prevalence of Overweight and Obesity
among Children and Adolescents: United States, 1963-1965 Through
2011-2012, N.C.£H. Statistics, Editor. 2014, Centers for Disease Control
and Prevention, Division of Health and Nutrition Examination Surveys.
Hyattsville, MD.

Bai ], et al. Mono-2-ethylhexyl phthalate induces the expression of genes
involved in fatty acid synthesis in HepG2 cells. Environ Toxicol
Pharmacol. 2019; 69, 104-111.

ZhangY, et al. Mono-2-ethylhexyl phthalate (MEHP) promoted lipid accu-
mulation via JAK2/STATS5 and aggravated oxidative stress in BRL-3A cells.
Ecotoxicol Environ Saf. 2019; 184, 109611.

Pereira C, Mapuskar K, Rao CV. Chronic toxicity of diethyl phthalate in male
Wistar rats — a dose-response study. Regul Toxicol Pharm. 2006; 45, 169-177.
Ibabe A, Bilbao E, Cajaraville MP. Expression of peroxisome proliferator-
activated receptors in zebrafish (Danio rerio) depending on gender and
developmental stage. Histochem Cell Biol. 2005; 123, 75-87.

Liss KHH, Finck BN. PPARs and nonalcoholic fatty liver disease.
Biochimie. 2017; 136, 65-74.

Liew WG, et al. Polygenic sex determination system in zebrafish. PLoS One.
20125 7, €34397-e34397.

Uchida D, et al. Oocyte apoptosis during the transition from ovary-like tis-
sue to testes during sex differentiation of juvenile zebrafish. ] Exp Biol. 2002;
205, 711-718.

Phillips ML. Phthalates and metabolism: exposure correlates with obesity
and diabetes in men. Environ Health Perspect. 2007; 115, A312-A312.
Ballestri S, et al. NAFLD as a sexual dimorphic disease: role of gender and
reproductive status in the development and progression of nonalcoholic
fatty liver disease and inherent cardiovascular risk. Adv Therapy. 2017;
34, 1291-1326.

Bertolotti M, et al. Nonalcoholic fatty liver disease and aging: epidemiology
to management. World ] Gastroenterol. 2014; 20, 14185-14204.


http://zfin.org
https://doi.org/10.1017/S2040174420000057



