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Abstract
The consequences of ubiquitous exposure to environmental chemicals remain poorly

defined. Non-targeted metabolomic profiling is an emerging method to identify biomarkers

of the physiological response to such exposures. We investigated the effect of three com-

monly used ingredients in personal care products, diethyl phthalate (DEP), methylparaben

(MPB) and triclosan (TCS), on the blood metabolome of female Sprague-Dawley rats. Ani-

mals were treated with low levels of these chemicals comparable to human exposures dur-

ing prepubertal and pubertal windows as well as chronically from birth to adulthood. Non-

targeted metabolomic profiling revealed that most of the variation in the metabolites was

associated with developmental stage. The low-dose exposure to DEP, MPB and TCS had a

relatively small, but detectable impact on the metabolome. Multiple metabolites that were

affected by chemical exposure belonged to the same biochemical pathways including phe-

nol sulfonation and metabolism of pyruvate, lyso-plasmalogens, unsaturated fatty acids and

serotonin. Changes in phenol sulfonation and pyruvate metabolism were most pronounced

in rats exposed to DEP during the prepubertal period. Our metabolomics analysis demon-

strates that human level exposure to personal care product ingredients has detectable

effects on the rat metabolome. We highlight specific pathways such as sulfonation that war-

rant further study.
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Introduction
Public concerns over the effects of ubiquitous exposure to personal care products have
increased [1]. This concern has resulted in legislation restricting the use of many chemicals
with potential negative health effects in cosmetics and other personal care products. These
ingredients are included for multiple purposes such as anti-microbial activity (e.g. triclosan),
product preservative (e.g. parabens), or fragrance stabilization (e.g. diethyl phthalate). Since
these chemicals can have unintended biological activities, a more thorough understanding of
their system-wide effects is needed.

Metabolomics is the comprehensive and systematic identification and quantification of
small molecules (metabolites) in a biological sample [2]. The value of metabolomics lies in the
fact that it profiles the biological processes that are considered most proximal to a specific phe-
notype or disease, which enhances our ability to discover causal associations [3]. Moreover the
metabolome is not only determined by an individual’s genome, it is also reflective of everyday
life or specific toxicant exposures and the body’s response to these exposures. Specific consider-
ation of the metabolic response to environmental exposures of chemicals such as personal care
product ingredients has been referred to as environmental metabolomics [4].

In comparison with other “-omics” techniques, the application of metabolomics has only
recently begun to gain momentum and has slowly incorporated environmental exposures into
their analyses. The slow progress in metabolomics was primarily the result of technical chal-
lenges such as the wide range in concentrations and physicochemical properties of metabolites.
Metabolomics has been successfully applied in many studies ranging from biomarker discovery
to genome wide association studies [5–7]. Several metabolomics studies addressed exposure to
environmental chemicals such as di(2-ethylhexyl)phthalate, bisphenol A and arsenic [8–13].

Diethyl phthalate (DEP) is the diethyl ester of phthalate, an aromatic compound. DEP is
often added as a stabilizer in personal care products and flexible plastics. DEP has been found
to exhibit anti-androgenic activity [14], but only weak or no estrogenic activity [15]. DEP expo-
sure has been associated with increased breast cancer risk [16, 17] and increased body size in
children [18]. Methylparaben (MPB or methylparahydroxybenzoate) is often used as a preser-
vative in personal care products, cosmetics, pharmaceuticals and in the processing of foods and
beverages. Parabens have been found to have estrogenic activity [19]. Triclosan (TCS) is a chlo-
rinated aromatic compound that has antibacterial and antifungal properties and is added to
personal care as well as household products. TCS has been shown to act as an androgen [14],
alter female reproductive development and enhance the effects of estrogen [20], decrease
fecundity [21] as well as act as a thyroid toxicant [22]. These three common personal care
product ingredients have not been investigated using environmental metabolomics approach.

Toxicological studies on environmental chemicals often employ animal models with treat-
ment doses much higher than human exposure. In addition, these studies usually do not take
into account the intrinsic differences in biological response to environmental chemicals at dis-
tinct developmental stages or so-called “windows of susceptibility”. We designed an animal
experiment that simultaneously addresses these two issues. We have recently reported that in
rats there is a consistently positive linear relationship between oral dose of DEP, MPB and TCS
and urinary excretion of their metabolites, which enabled us to identify oral doses of these
chemicals that yield levels of urinary metabolites typically observed in humans [23]. Using the
same Sprague-Dawley rat as our model system, we investigated the effect of DEP, MPB, TCS,
and their mixture on the blood metabolome in 3 windows of exposure, i.e. prepubertal, puber-
tal and chronic (birth to adulthood). We employed doses comparable to the US population
exposure, which are 1,000–10,000 fold lower than the no-observed-adverse-effect-level
(NOAEL) and much lower than most doses used in published studies [23]. Exposure at such
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low doses is unlikely to result in toxicity, phenotypic changes or disease outcome. Instead we
used non-targeted metabolomics profiling to detect sensitive biomarkers reflecting exposure.
Our results revealed that human-level exposure to commonly used ingredients in personal care
products has significant effects on the metabolome and produces signature changes depending
upon chemical used and the window of susceptibility.

Materials and Methods

Animal Experiment
The animal experiment was carried out at the animal facilities of Ramazzini Institute (Bologna,
Italy). The protocols were approved by the IACUC of both the Ramazzini Institute and Icahn
School of Medicine at Mount Sinai. Because the current study was part of a parent study on the
effect of environmental chemicals on breast cancer, only female Sprague-Dawley rats (Ramaz-
zini Institute—Cesare Maltoni Cancer Research Center colony) were included. Rats were kept
in makrolon cages (W16”xD10”xH6”) with a shallow layer of white wood shavings as bedding,
a stainless steel wire mesh cover, and 2 or 3 animals per cage. Animals were housed in room
specifically devoted to this study with access restricted to authorized personnel. Temperature
was constant temperature at 22°C (± 3°C) and relative humidity was between 40 and 60%.
Light was provided by artificial lamps with a light/dark cycle of 12 h/day. Occasional variations
from the standard settings were recorded. Rats were fed with standard diet matching all inter-
national parameters, in pellet chow (Laboratorio Dottori Piccioni, Gessate MI, Italy). Water
and food consumption, body weight and any clinical observations were recorded weekly for
the first 13 weeks of the experiment and every other week thereafter. The doses for each chemi-
cal were determined through an exposure experiment conducted to identify the oral dose of
each chemical that produced urinary biomarker concentrations that were in the range of the
US population [23]. These doses (in mg/kg, DEP: 0.1735, MPB: 0.105, TCS: 0.05) are 10,000
fold lower than the reported NOAEL levels for DEP and MPB and 1,000 fold lower than the
reported NOAEL levels for TCS [23, 24]. The timing of treatment and sample collection are
illustrated in Fig 1. There are 5 treatment conditions (control, DEP, MPB, TCS and their mix-
ture (Mix)) and three experimental groups of rats defined by windows of susceptibility, i.e. pre-
pubertal and pubertal and chronic exposure from birth to adulthood (referred to as adult). The
prepubertal group consisted of 25 rats with 5 rats for each exposure. The animals were exposed
from PND21 to PND28 through the breast milk of daily gavaged lactating dams (F0). Subse-
quently, these rats were exposed by daily oral gavage from PND28 (weaning) to PND41 and
sacrificed at PND42. The pubertal group consisted of 25 rats with 5 rats for each treatment
group. The pubertal rats were exposed by daily oral gavage from PND42 to PND62 and sacri-
ficed at PND63. The adult experimental group included 50 rats with 10 animals (5 parous and
5 nulliparous) for each treatment group. The animals were treated daily from PND1 to PND28
through milk of the lactating dams (F0). After weaning (PND28), the female offspring (F1) was
treated through oral gavage 3 times a week (Monday, Wednesday and Friday) until the sacrifice
at PND181 [24]. DEP, MPB and TCS were supplied by Sigma Aldrich (Milan, Italy). Olive Oil
(Montalbano Agricola Alimentare Toscana, Florence, Italy) was used as vehicle to prepare all
dosing solutions. During the experiment, each compound was stored in the dark at room tem-
perature (20°C). The solutions were prepared the first day of treatment and used for the whole
duration of the experiment. The control group was treated with olive oil only. To minimize
external contamination, the olive oil and chemicals were stored in glass containers and admin-
istered using 5mL glass syringes. DEP, MPB and TCS were not detected in the olive oil used as
vehicle using GC/MS (Neotron Laboratory, Modena, Italy). Chemicals were administered by
gastric intubation (gavage) starting with 0.5 mL/animal/dose from PND28 to PND63, and then
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with 1 mL/animal/dose until PND181. All animals were sacrificed in the morning by carbon
dioxide and necropsy was immediately performed for the collection of selected tissues. All ani-
mals belonging to the same developmental group were sacrificed on the same day. The estrous
stage of the animals was unknown. Whole blood was collected from the vena cava inferior
directly after sacrifice. Adult rats were sacrificed at PND181, which for the parous rats was 1
month after the end of the pregnancy and lactation period. The cryovials were flash-frozen in
liquid nitrogen and stored at -80°C.

Non-Targeted Metabolomic Profiling
Metabolomic profiling was performed on whole blood samples. Plasma, serum or urine was
not available. Samples were shipped to Metabolon (Durham, NC) on dry ice and analyzed
according to their standard protocol. The non-targeted metabolic profiling pipeline com-
bined four independent platforms: ultra-high performance liquid chromatography/tandem
mass spectrometry (UHPLC/MS/MS) optimized for basic species, UHPLC/MS/MS opti-
mized for acidic species, UHPLC/MS/MS optimized for polar species, and gas chromatogra-
phy/mass spectrometry (GC/MS). Samples were processed essentially as described
previously [25–27]. For each sample, 100μL of whole blood was used for analyses. Using an
automated liquid handler (Hamilton LabStar, Salt Lake City, UT), protein was precipitated
with methanol that contained standards to report on extraction efficiency. The resulting
supernatant was split into five aliquots for analysis on the four platforms, with one aliquot
retained as a spare. Aliquots were dried under nitrogen, vacuum-desiccated and subse-
quently reconstituted. For the UHPLC/MS/MS analyses, samples were dissolved either in
50μL 0.1% formic acid in water (acidic conditions), or in 50μL 6.5mM ammonium

Fig 1. Schematic representation of the animal study. The adult group includes parous and nulliparous rats in equal
numbers. Therefore the total number of rats in the adult group was twice the number of rats in the prepubertal and
pubertal groups. PND denotes postnatal day. Adult rats were pregnant at PND97 with an average of 21 gestation days
(GD) and 28 lactating days (LD) from delivery to weaning of the pups.

doi:10.1371/journal.pone.0159919.g001
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bicarbonate in water, pH 8 (basic conditions). For GC/MS analysis, samples were derivatized
at 60°C for one hour in a final volume of 50μL using equal parts bistrimethyl-silyl-trifluoroa-
cetamide and solvent mixture acetonitrile:dichloromethane:cyclohexane (5:4:1) with 5%
triethylamine. In addition, three types of controls were analyzed in concert with the experi-
mental samples: aliquots of a “client matrix” formed by pooling a small amount of each sam-
ple served as technical replicates throughout the data set, extracted water samples served as
process blanks, and a cocktail of standards spiked into every analyzed sample allowed instru-
ment performance monitoring. Experimental samples and controls were randomized across
three platform run days.

For UHLC/MS/MS analysis, aliquots were separated using a Waters Acquity UPLC (Waters,
Millford, MA) and analyzed using a Q-Exactive high resolution/accurate mass spectrometer
(Thermo Fisher Scientific, Inc., Waltham, MA) which consisted of an electrospray ionization
(ESI) source and Orbitrap mass analyzer. Derivatized samples for GC/MS were separated on a
5% phenyldimethyl silicone column with helium as the carrier gas and a temperature ramp
from 60°C to 340°C and then analyzed on a Thermo-Finnigan Trace DSQMS (Thermo Fisher
Scientific, Inc.) operated at unit mass resolving power with electron impact ionization and a
50–750 atomic mass unit scan range.

Metabolites were identified by automated comparison of the ion features in the experimen-
tal samples to a reference library of chemical standard entries that included retention time,
molecular weight (m/z), preferred adducts, and in-source fragments as well as associated MS
spectra, and were curated by visual inspection for quality control using software developed at
Metabolon [28].

Quantification of Sulfonated Steroids
Whole blood samples were shipped to Steroid Laboratory of the Children’s Hospital Giessen
(Germany) on dry ice for quantification of cholesterol sulfate, androgen sulfates, and progesta-
gen sulfates by LC-MS/MS essentially as described [29]. We were able to quantify cholesterol
sulfate, pregnenolone sulfate, 17-hydroxy-pregnenolone sulfate, androsterone sulfate and
epiandrosterone sulfate. Levels of other sulfonated steroids were below the limit of
quantification.

Statistical Analysis
We used the MetaboAnalyst version 2.5 for statistical analysis [30]. A total of 591 distinct
metabolites were detected in the blood samples (S1 Table). Some metabolites were not detected
in all samples (total of 1947 missing values; 3.3%). Up to 36 metabolites were removed because
they were not detected in more than 30% of the samples of each developmental window (S1
Table). These 36 metabolites did not show an obvious correlation with any of the exposures.
The remaining missing variables were replaced with half of the minimum value for each feature
column. We employed no data filtering. Next the data were scaled as mean-centered and
divided by the standard deviation of each variable (z score). Adjustment for developmental
stage was performed by expressing each metabolite as its z score for the three developmental
stages separately after which the data for all groups were combined again effectively reducing
the variation introduced by the treatment windows. Differentially expressed metabolites
between the five groups were determined using the Kruskal-Wallis non parametric ANOVA
using a false discovery rate (FDR) adjusted (Benjamini-Hochberg) p value (q) cutoff of 0.1. The
Post Hoc multiple comparisons were performed using SPSS version 20 (IBM). For this we used
Tamhane’s T2, which does not assume equal variances between groups.
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Results

Pronounced Changes in the Rat Metabolome during Development
Non-targeted metabolomic profiles were determined in whole blood collected from female rats
that were exposed to three different personal care product ingredients (DEP, MPB, and TCS)
or their mixture with three different treatment periods during development: prepubertal,
pubertal, birth to adulthood (adult). Overall intermediary metabolism is comparable between
rats and humans as at least 86% of the detectable 591 metabolites have a Human Metabolome
Database ID [31] with the remaining metabolites being either not annotated yet or in excep-
tional cases not human. A principle component analysis showed that most of the variation in
the metabolites was associated with developmental stage with PC1 and PC2 separating prepu-
bertal, pubertal and adult rats (Fig 2A). Most of the consistently detected metabolites showed
significant changes across developmental windows regardless of treatment (S2 Table). This is
clearly illustrated by a heatmap visualizing all analyzed metabolites, which clusters the animals
by developmental window (Fig 2B). Similar results were obtained when restricting analyses to
control animals only. As expected, these results indicate that development itself has a strong
impact on the blood metabolome profile.

Low-Dose Exposure to Environmental Chemicals Affects the
Metabolome
The principal component analysis indicated that there is little variation in the metabolome pro-
files associated with environmental chemical exposure (Fig 2A). Visualization of the treatment
groups in the heatmap of the complete dataset shows the relatively small impact of the different
chemical exposures on metabolism when compared to developmental age (Fig 2B).

Given that this dataset contains a high number of variables with a relatively low sample size
per group, we first analyzed the effect of exposure to DEP, MPB, TCS and Mix in the complete
cohort of rats irrespective of treatment window. We identified 42 metabolites that were affected
significantly by the treatment (S3 Table, “short list”, q< 0.1). The top 8 metabolites on this list
were also significant with a more conservative q (S3 Table,< 0.05). Using hierarchical cluster-
ing, this set of 42 metabolites did not group the animals according to the different exposures,
although most of the untreated control animals tended to cluster (S1 Fig). The most signifi-
cantly changed metabolite was fructose, which was elevated in all treatment groups (except for
the Mix group) compared to the controls (Fig 3). Seven of the affected metabolites were unsatu-
rated fatty acids, mostly polyunsaturated of the n-6 series, which in general increased under all
treatment conditions (Fig 3 and S1 Fig). Seven other changed metabolites were aromatic sulfate
conjugates, which significantly increased with DEP and MPB (Fig 3 and S1 Fig). The unsatu-
rated fatty acids, but also the aromatic sulfate conjugates correlated with each other, which is
illustrated by the clustering in the heatmap (S1 Fig). This indicates that these metabolites
respond similarly to the different exposures. Levels of serotonin and its breakdown product
5-hydroxyindoleacetic acid were also clustered in the heatmap. Changes were most pro-
nounced for 5-hydroxyindoleacetic acid, which significantly increased in all treated groups
including the mixture (S1 Fig). Pyridoxal (vitamin B6) levels were decreased in response to the
individual exposures, while its levels were unaffected in the Mix group. In contrast, levels of
nicotinate (vitamin B3) increased in response to exposure (Fig 3). Two lyso-plasmalogens
appeared to be specifically increased by TCS (Fig 3 and S1 Fig). Other affected metabolites
included sphinganine, choline and ethanolamine (Fig 3 and S1 Fig). These results illustrate that
exposure to personal care product ingredients leads to significant changes in the blood metabo-
lome in multiple biochemical pathways.
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Fig 2. Characterization of the metabolomic dataset. (A) Principal component analysis showing the first and
second component, and the separation of all samples. (B) Heatmap and hierarchical clustering of all samples.
The distance measure is Spearman and the clustering algorithm is Ward. The samples are colored by age group
and treatment.

doi:10.1371/journal.pone.0159919.g002
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Since development itself had a major impact on the blood metabolome, we re-examined the
chemical-specific effects after centering the metabolite values around the mean for the prepu-
bertal, pubertal and adult groups separately and then combining all values again. This proce-
dure effectively reduced the variation introduced by the different developmental stages and
resulted in a significant increase in the number of metabolites that were modified by exposure
to the chemicals (162 metabolites with q< 0.1, S4 Table). All 42 metabolites on the short list
were also represented in this extended list. Of these, 41 had improved q values, which are
all< 0.05 and varied between 0.025 and 1.6 x 10−6 (S4 Table) showing that the analysis is
robust. The most significantly altered metabolite in this analysis was 5-oxoproline for which
the FDR decreased from 0.11407 to 1.4 x 10−6. Other metabolites that entered the top 20 of
most affected metabolites were adenosine-5'-diphosphoglucose, 2'-deoxyuridine, 4-hydroxybu-
tyrate (GHB), 2,3-diphosphoglycerate, trigonelline (N'-methylnicotinate), inosine 5'-mono-
phosphate (IMP) and sphingosine (S4 Table). Most of these metabolites were significantly
affected by development masking the effect of exposure. Collectively, these results further dem-
onstrate that exposure to personal care product ingredients is capable of inducing measurable
changes in global metabolism, even at very low doses.

Window-Specific Changes in the Metabolome by Environmental
Chemicals
In order to assess whether the sensitivity to environmental insults varies at different develop-
mental windows, we analyzed the data in each of the three developmental windows indepen-
dently. We identified 95 significantly changed metabolites (q< 0.1) in the prepubertal group
(S5 Table), 62 in the pubertal group (S6 Table) and 48 in the adult group (S7 Table). No differ-
entially expressed metabolites were identified when parous and nulliparous (adult) animals
were analyzed separately. Although none of the metabolites in the prepubertal group were
changed at a more conservative cutoff (q< 0.05, S5 Table), 26 in the pubertal group (S6 Table)

Fig 3. Selectedmetabolites changed by exposure to personal care product ingredients. Box and whisker plots of eight selected metabolites of the
group of 42 metabolites that were significantly changed by exposure to personal care product ingredients regardless of treatment window. The FDR (q) is
indicated for each metabolite. The significance of the post hoc comparison of the treatment groups to oil is indicated as follows: ** P < 0.01 or * P < 0.05.

doi:10.1371/journal.pone.0159919.g003
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and 18 in the adult group (S7 Table) remained significant. An intersection between the three
developmental stage-specific metabolite sets (at a q< 0.1) showed that a total of 170 metabolites
were affected by exposure, 18% of which (31 out of 170) was changed in at least two treatment
windows with only 3 of those metabolites affected in all windows (Fig 4A and S8 Table). Of
these 31 metabolites, 8 (26%) were also found in the short list of metabolites that changed
regardless of treatment window and 26 (84%) were present in the extended list of affected
metabolites after correction for developmental window (S8 Table). As such these are the metab-
olites consistently identified as affected by the different exposures. Interestingly, 12 metabolites
(29%) on the short list were not significantly changed in any of the three treatment windows

Fig 4. Different sensitivity to personal care product ingredients at the different treatment windows. (A) Venn diagrams showing overlap in the
metabolites that were significantly affected at the three different treatment windows. Inosine 5’-monophosphate levels at the prepubertal (B), pubertal (C)
and adult stage (D). The FDR (q) is indicated for each treatment window. The significance of the post hoc comparison of the treatment groups to oil is
indicated as follows: ** P < 0.01 or * P < 0.05.

doi:10.1371/journal.pone.0159919.g004
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alone indicating that they have a relatively small change that is only detectable in a larger group
of animals. Combined these observations further demonstrate that exposure to personal care
product ingredients leads to significant metabolic changes regardless of age of exposure.

Three metabolites, inosine 5'-monophosphate (inosinic acid or IMP), adenosine-5'-dipho-
sphoglucose and cis-4-decenoyl carnitine were affected in all developmental windows. Interest-
ingly, IMP and adenosine-5'-diphosphoglucose did not uniformly respond to the exposure at
each age group. While TCS and Mix increased both metabolites in the prepubertal and pubertal
stage, there was an overall decrease upon treatment in the adult group (Fig 4B–4D for IMP).
This indicates that metabolites can be differentially affected by personal care product ingredi-
ent exposure at different treatment windows.

Moreover, changes in 82% of the metabolites were only observed in one specific treatment
window (139 out of 170). Remarkably 16% of these metabolites were also found in the short list
of metabolites that changed regardless of treatment window (22 out of 139). This indicates that
these metabolites were strongly affected at one particular treatment window, with more modest
or no response at the other developmental stages. These metabolites included many of the aro-
matic sulfate conjugates such as hydroquinone sulfate 2-aminophenol sulfate, O-methylcatechol
sulfate and catechol sulfate, which were most significantly altered in the prepubertal stage and
showed less pronounced differences in the pubertal and adult stage (Fig 5A for catechol sulfate).
Changes in the lyso-plasmalogens upon TCS exposure were most significant in the pubertal

Fig 5. Metabolites are differentially affected by personal care product ingredients exposure at different treatment windows. Levels of catechol
sulfate (A) and 1-stearoylplasmenylethanolamine (B) at the prepubertal, pubertal and adult stage. The FDR (q) is indicated for each treatment window. The
significance of the post hoc comparison of the treatment groups to oil is indicated as follows: ** P < 0.01 or * P < 0.05.

doi:10.1371/journal.pone.0159919.g005
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stage with no change in the adult stage (Fig 5B). All other metabolites (117) were uniquely
changed in one developmental window. This illustrates that these metabolites are differentially
affected by personal care product ingredient exposure at different treatment windows.

Phenol Sulfonation Is Affected by Environmental Chemicals
We observed a significant increase in aromatic sulfate conjugates in response to treatment with
DEP in the prepubertal stage (S8 Table and Fig 5A). The levels of aromatic sulfate conjugates
are highly correlated in the prepubertal animals. In contrast the levels of inorganic sulfate were
lower in response to treatment with DEP (q = 0.070). In accordance, the levels of catechol sul-
fate correlated inversely with inorganic sulfate levels (Table 1). To test if these findings signified
a more general perturbation of sulfate conjugation, we quantified cholesterol sulfate, pregneno-
lone sulfate, 17-hydroxy-pregnenolone sulfate, androsterone sulfate and epiandrosterone sul-
fate in the blood samples of the prepubertal rats. Blood cholesterol sulfate levels were similar
among all prepubertal groups (Fig 6). The levels of all four sulfonated steroids were lowest in
the DEP-treated rats and frequently below the level of quantification (Fig 6). These differences,
however, did not reach statistical significance (Fig 6).

Pyruvate Metabolism Is Affected by Environmental Chemicals
Since pyruvate is an important metabolite in intermediary metabolism, we further explored the
changes in its levels by exposure to personal care product ingredients. Correction for develop-
mental window decreased the FDR from 0.054 to 1.6 x 10−6 making pyruvate the second most
significantly affected metabolite after 5-oxoproline (S4 Table). Since pyruvate is an unstable
metabolite, we first assessed the quality of our pyruvate measurement. Pyruvate is in equilib-
rium with lactate and alanine via lactate dehydrogenase and alanine transaminase respectively
(Fig 7). We observed a high correlation coefficient between levels of pyruvate, lactate and ala-
nine illustrating the validity of these measures (S9 Table). Pyruvate levels also closely correlated
with fructose levels suggesting that these metabolites are metabolically related (S9 Table). Next
we analyzed the effect of exposure on pyruvate metabolism at each developmental window.
Most pronounced changes were observed in the prepubertal stage, with all pyruvate-related
metabolites increased by the individual personal care product ingredients (Fig 7). Remarkably,
the Mix treatment reversed these changes. Similar changes but only significant for fructose and
pyruvate were observed in the adult stage (S2 Fig). In the pubertal stage none of these metabo-
lites had and FDR< 0.1 (S3 Fig). Thus these results indicate that personal care product ingre-
dients affect pyruvate metabolism, but in a developmental window-dependent fashion.

Table 1. Correlation coefficient between 2-aminophenol sulfate, catechol sulfate, hydroquinone sulfate, O-methylcatechol sulfate and sulfate in
the prepubertal stage.

2-aminophenol sulfate catechol sulfate hydroquinone sulfate O-methylcatechol sulfate sulfate

2-aminophenol sulfate 1 0.936 ** 0.889 ** 0.935 ** -0.250

catechol sulfate 0.944 ** 1 0.819 ** 0.950 ** -0.293

hydroquinone sulfate 0.884 ** 0.837 ** 1 0.836 ** -0.130

O-methylcatechol sulfate 0.949 ** 0.958 ** 0.861 ** 1 -0.145

sulfate -0.387 -0.443 * -0.309 -0.345 1

The Pearson correlation coefficient is provided above the diagonal, Spearman’s rho below. The coefficients were calculated using all 25 samples.

** denotes P<0.01,

* denotes P<0.05.

doi:10.1371/journal.pone.0159919.t001
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Discussion
We investigated the effects of low-dose exposure to environmental chemicals commonly used
in personal care products on the blood metabolome at three different windows of susceptibility
in a rat model. The rats were treated at levels comparable to human exposures, which are
1,000–10,000 fold lower than the NOAEL and much lower than most doses used in published
studies [23]. Therefore, this study was not designed to study cause and effect for toxicity or
major phenotypic changes, but rather to detect biochemical signature changes that reflect
human exposure scenarios. Our results show that most of the variation in the metabolites was
associated with developmental stage. The low-dose exposure to DEP, MPB and TCS had a rela-
tively small, but detectable impact on the metabolome. We note that multiple metabolites
altered by exposure belong to the same biochemical pathways, including phenol sulfonation,
and metabolism of pyruvate, lyso-plasmalogens, unsaturated fatty acids and serotonin, impli-
cating potential mechanistic pathways that these ingredients may influence. We further illus-
trate that these changes in the metabolome differed by developmental age.

Fig 6. Cholesterol sulfate and sulfonated steroids. Dot plots of cholesterol sulfate, pregnenolone sulfate (5-pregnen-3β-ol-20-one-3-sulfate),
17-hydroxy-pregnenolone sulfate, androsterone sulfate and epiandrosterone sulfate in the prepubertal group. LOQ stand for limit of quantification. For
statistical analysis, samples with values < LOQwere set at 1 nM. The indicated P values are the result of the Kruskal-Wallis non parametric ANOVA. For 2
rats in the MBP group, we did not have sufficient sample for the analysis.

doi:10.1371/journal.pone.0159919.g006
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It is well established that the natural process of growth and development occurring from
childhood through adulthood results in notable metabolic changes. In clinical chemistry it is
therefore common practice to use age-specific ranges for most parameters. This is clearly
reflected in our dataset in which development itself had a strong impact on the rat blood meta-
bolome. Our study results clearly demonstrate that susceptibility to personal care product
ingredient exposure differs with respect to developmental stage, supporting the concept of
“windows of susceptibility”. The highest number of affected metabolites was observed in the
prepubertal stage while slightly fewer metabolites were changed at the pubertal stage. Remark-
ably rats that underwent chronic exposure from birth to adulthood displayed the smallest num-
ber of changes. In fact, the changes in the blood metabolome identified after chronic exposure
were only found to be statistically significant when the parous and nulliparous subgroups were
collapsed. The parous rats were sacrificed approximately 1 month after pregnancy and lacta-
tion likely minimizing differences with the nulliparous group. Therefore it appears that chronic
exposure may lead to long-term adaptations that are not evident after shorter term exposure at
the prepubertal and pubertal windows. The time prior to pubertal development has been iden-
tified as a window of susceptibility for chronic diseases including breast cancer [32–34]. Our
experimental observation meshes well with the findings in humans and suggests that the pre-
pubertal stage is the most sensitive window of opportunity for these personal care product
ingredients.

Fig 7. Fructose and pyruvate metabolism. Box and whisker plots of fructose, pyruvate, lactate and alanine in the prepubertal group. Given the tight
correlation between these metabolites, we displayed the pyruvate metabolic pathway with its intermediates and enzymes. Enzyme 1, Fructokinase; 2,
Aldolase B; 3, Glyceraldehyde kinase; 4, Triose phosphate isomerase; 5, further classic glycolytic enzymes; 6, Lactate dehydrogenase; 7, alanine
transaminase. The FDR (q) is indicated for each metabolite. The significance of the post hoc comparison of the treatment groups to oil is indicated as
follows: ** P < 0.01 or * P < 0.05.

doi:10.1371/journal.pone.0159919.g007
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Multiple aromatic sulfate conjugates were affected by exposure in the prepubertal stage,
most significantly by DEP. These include 2-aminophenol sulfate, a biomarker for whole grain
rye bread consumption [35], and sulfate esters of hydroquinone and catechol, benzene-1,4-diol
and benzene-1,2-diol. Hydroquinone and catechol are metabolites in benzene metabolism and
involved in its toxicity [36, 37], but have other sources as well. Conjugation with sulfate is an
important phase II pathway for the biotransformation of these aromatic compounds. Our data
indicate that DEP impacts on and possibly induces this pathway leading to increased sulfate
conjugation of environmental aromatic compounds. The induction of sulfate conjugation may
not be a completely unexpected as all tested personal care product ingredients are aromatic
compounds as well. Indeed although sulfotransferase activity may be inhibited upon exposure
to bisphenol A and TCS [38], their transcription is regulated by a variety of transcription fac-
tors including xenobiotic receptors [39, 40]. TCS has been reported to activate human and
rodent xenobiotic nuclear receptors [41, 42], whereas DEP had only little effect on these recep-
tors [43]. No studies report on the effect of MPB on xenobiotic metabolism.

Importantly, our data suggest that low-dose exposure to DEP in the prepubertal stage may
lead to depletion of inorganic sulfate. We found that in prepubertal rats exposure not only
changed the levels of sulfonated phenols but also sulfate itself. Indeed levels of sulfate and cate-
chol sulfate were inversely correlated. Systemic depletion of inorganic sulfate secondary to utili-
zation of this anion for the sulfonation of specific environmental chemicals may therefore affect
the availability of sulfate for other (endogenous) substances that are subject to sulfate conjuga-
tion such as steroids, proteoglycan and lipids [44]. Sulfonation plays a critical role in the trans-
port and biosynthesis of steroid hormones. Sulfate esters of dehydroepiandrosterone, 17β-
estradiol and estrone are transport forms of these steroids and are intermediates in androgen
and estrogen biosynthesis [38]. Indeed estrone sulfate is a potential source of estradiol in human
breast cancer tissues [45]. Moreover, urinary phthalates have been associated with adrenal
androgen levels including dehydroepiandrostenedione sulfate [46]. In order to test such a mech-
anistic link, we analyzed levels of cholesterol sulfate, androgen sulfates, and progestagen sulfates
in the blood of all prepubertal rats. Although not significant for the individual sulfonated ste-
roids, they were all 4 consistently lower in DEP-treated animals. Therefore we feel that this com-
bination of perturbations in sulfonation by DEP warrants further investigation.

We showed a pronounced effect of environmental chemicals on pyruvate metabolism at the
prepubertal stage. Exposure not only increased pyruvate levels, but also many related metabo-
lites such as alanine and lactate as well as phenylpyruvate. In clinical biochemistry, accumula-
tion of these metabolites indicates a defect in pyruvate metabolism which occurs in several
mitochondrial diseases. The origin of the pyruvate increase in our study is unclear as it is
unlikely that the exposures would have caused a significant defect in mitochondrial metabo-
lism. We did not find evidence that these changes in pyruvate concentration were related to
changes in food intake or bodyweight. Pyruvate levels were also closely correlated to fructose
levels. Although pyruvate is a product of fructose degradation (Fig 6), the reason for this corre-
lation is unclear as glucose is considered the major source of pyruvate (and alanine) under reg-
ular conditions. DEP, MPB and TCS have not been associated yet with changes in pyruvate
metabolism. Future studies should be aimed at identifying the cause of the pyruvate increase,
which could be addressed with metabolic flux studies.

Our analysis also revealed that serotonin and its metabolite 5-hydroxyindoleacetic acid
were increased by all personal care product ingredients. Peripheral serotonin levels are mainly
determined by its release from activate platelets and degradation to 5-hydroxyindoleacetic acid
by monoamine oxidase A (MAO) [47]. This observation suggests that environmental chemi-
cals can activate platelets or inhibit MAO, but there are no studies available that investigated
this link.
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TCS increased several lyso-plasmalogen species. Plasmalogens are phospholipids containing
an acid labile vinyl ether group at the sn-1 position. They have multiple functions including
serving as endogenous antioxidant, mediators of biological membranes and storage for polyun-
saturated fatty acids [48, 49]. Lyso-plasmalogens are the product of phospholipase A2 and are
further processed by lysoplasmalogenase [48]. So far one study has found that TCS interferes
with phospholipase A2 and as such can reduce prostaglandin biosynthesis in human gingival
fibroblasts [50].

The most significantly altered metabolite after adjustment for developmental window was
5-oxoproline (pyroglutamic acid), which is an intermediate in the gamma-glutamyl cycle. Four
other intermediates from this cycle are significantly altered by exposure after age correction,
gamma-glutamylalanine, oxidized glutathione, gamma-glutamylthreonine and gamma-gluta-
mylcysteine (S4 Table). Of these, gamma-glutamylalanine and gamma-glutamylthreonine are
negatively correlated with 5-oxoproline (Spearman’s rho -0.368 and -0.298, respectively,
P< 0.01). The gamma-glutamyl cycle plays a role in glutathione metabolism and possibly
amino acid membrane transport [51].

One of the highlights of our investigation is the attempt to study the consequences of expo-
sure to a mixture of personal care product ingredients. This is an understudied area of environ-
mental research although a recent initiative aims to characterize the combined effects of
mixtures of pesticide residues [52]. Different biological activities have been described for DEP,
MPB and TCS. Therefore, there was no a priori assumption of additive, synergistic or antago-
nistic interactions. Indeed, for some metabolites the response in the mix group was comparable
to the response to one of the individual chemicals, such as the increases of 1-stearoylplasmeny-
lethanolamine, IMP and adenosine-5'-diphosphoglucose in the TCS and Mix group. For some
other metabolites however, we observed antagonistic effects of individual ingredients as ani-
mals treated with the mixture produced much less prominent changes compared to those
treated with individual personal care product ingredients. One such example is the minimiza-
tion of the DEP-induced changes in aromatic sulfate conjugates, pyruvate and fructose in the
Mix group. These data suggest that interactions of the individual personal care product ingredi-
ents can occur in multiple ways and should be further investigated.

The unique approach of investigating the metabolome after exposure to personal care
product ingredients has revealed metabolic pathways that are affected at specific windows of
susceptibility. The doses used in these experiments were chosen to mimic real human expo-
sure levels [23]. The fact that we observed clear changes in the metabolome associated with
these low dose exposures provides another indication that concern about health effects asso-
ciated with exposure to these environmental chemicals is warranted. Potential limitations of
our study are the lack of disease endpoints, the small number of animals per group and the
absence of a replication experiment. Although it is not uncommon to use whole blood as the
matrix for metabolite analysis, it makes a direct comparison with plasma metabolite levels
less straightforward as some of the observed changes may be restricted to red blood cells or
other cell types.

Conclusions
Untargeted metabolite profiling revealed that exposure to environmental chemicals commonly
used in personal care products can affect metabolism at very low doses. These metabolic
responses vary depending on chemical and developmental age. Detailed analysis of the affected
metabolites and biochemical pathways has highlighted potential mechanisms of action that
warrant further investigation.
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Supporting Information
S1 Fig. Heatmap and hierarchical clustering of the 42 metabolites that were significantly
changed by exposure to endocrine disruptors regardless of treatment window. The distance
measure is Spearman and the clustering algorithm is Ward. Clusters of metabolites are indi-
cated by a bar and names in bold letters.
(PDF)

S2 Fig. Box and whisker plots of fructose, pyruvate, lactate and alanine in the adult group.
The significance of the post hoc comparison of the treatment groups to oil is indicated as fol-
lows: �� P< 0.01 or � P< 0.05.
(PDF)

S3 Fig. Box and whisker plots of fructose, pyruvate, lactate and alanine in the pubertal
group. The significance of the post hoc comparison of the treatment groups to oil is indicated
as follows: �� P< 0.01 or � P< 0.05.
(PDF)

S1 Table. Complete dataset as provided by Metabolon.
(XLSX)

S2 Table. Metabolites significantly changed at the different developmental windows.
(XLSX)

S3 Table. A “short list” of metabolites significantly changed by exposure to personal care
product ingredients.
(XLSX)

S4 Table. Metabolites significantly changed by exposure to endocrine disruptors after cor-
rection for developmental window.
(XLSX)

S5 Table. Metabolites significantly changed by exposure to endocrine disruptors at the pre-
pubertal developmental window.
(XLSX)

S6 Table. Metabolites significantly changed by exposure to endocrine disruptors at the
pubertal developmental window.
(XLSX)

S7 Table. Metabolites significantly changed by exposure to endocrine disruptors at the
adult developmental window.
(XLSX)

S8 Table. An intersection between the significantly changed metabolites after exposure to
endocrine disruptors at the three different developmental windows.
(XLSX)

S9 Table. Correlation coefficient between alanine, pyruvate, lactate and fructose.
(XLSX)

Metabolomics and Low-Dose Exposure to Environmental Chemicals Used in Personal Care Products

PLOS ONE | DOI:10.1371/journal.pone.0159919 July 28, 2016 16 / 19

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s004
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s006
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s007
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s008
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s009
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s010
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s011
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0159919.s012


Author Contributions
Conceived and designed the experiments: SMH JC FB FM SAW SLT. Performed the experi-
ments: SMH ASG. Analyzed the data: SMH ASG. Wrote the paper: SMH JC FB FM ASG SAW
SLT.

References
1. Diamanti-Kandarakis E, Bourguignon JP, Giudice LC, Hauser R, Prins GS, Soto AM, et al. Endocrine-

disrupting chemicals: an Endocrine Society scientific statement. Endocr Rev. 2009; 30(4):293–342.
doi: 10.1210/er.2009-0002 PMID: 19502515; PubMed Central PMCID: PMCPMC2726844.

2. James EL, Parkinson EK. Serummetabolomics in animal models and human disease. Curr Opin Clin
Nutr Metab Care. 2015; 18(5):478–83. doi: 10.1097/MCO.0000000000000200 PMID: 26147529.

3. Gieger C, Geistlinger L, Altmaier E, Hrabe de AM, Kronenberg F, Meitinger T, et al. Genetics meets
metabolomics: a genome-wide association study of metabolite profiles in human serum. PLoS Genet.
2008; 4(11):e1000282. doi: 10.1371/journal.pgen.1000282 PMID: 19043545

4. Bundy JG, Davey MP, Viant MR. Environmental metabolomics: a critical review and future perspec-
tives. Metabolomics. 2009; 5(1):3–21.

5. Menni C, Fauman E, Erte I, Perry JR, Kastenmuller G, Shin SY, et al. Biomarkers for type 2 diabetes
and impaired fasting glucose using a nontargeted metabolomics approach. Diabetes. 2013; 62
(12):4270–6. doi: 10.2337/db13-0570 PMID: 23884885; PubMed Central PMCID: PMCPMC3837024.

6. Shin SY, Fauman EB, Petersen AK, Krumsiek J, Santos R, Huang J, et al. An atlas of genetic influ-
ences on human blood metabolites. Nat Genet. 2014; 46(6):543–50. doi: 10.1038/ng.2982 PMID:
24816252; PubMed Central PMCID: PMC4064254.

7. Wang TJ, Ngo D, Psychogios N, Dejam A, Larson MG, Vasan RS, et al. 2-Aminoadipic acid is a bio-
marker for diabetes risk. J Clin Invest. 2013; 123(10):4309–17. doi: 10.1172/JCI64801 PMID:
24091325; PubMed Central PMCID: PMC3784523.

8. Sumner S, Snyder R, Burgess J, Myers C, Tyl R, Sloan C, et al. Metabolomics in the assessment of
chemical-induced reproductive and developmental outcomes using non-invasive biological fluids:
application to the study of butylbenzyl phthalate. J Appl Toxicol. 2009; 29(8):703–14. doi: 10.1002/jat.
1462 PMID: 19731247.

9. van Ravenzwaay B, Coelho-Palermo Cunha G, Strauss V, Wiemer J, Leibold E, Kamp H, et al. The
individual and combined metabolite profiles (metabolomics) of dibutylphthalate and di(2-ethylhexyl)
phthalate following a 28-day dietary exposure in rats. Toxicol Lett. 2010; 198(2):159–70. doi: 10.1016/j.
toxlet.2010.06.009 PMID: 20600714.

10. Zhang J, Yan L, Tian M, Huang Q, Peng S, Dong S, et al. The metabonomics of combined dietary expo-
sure to phthalates and polychlorinated biphenyls in mice. J Pharm Biomed Anal. 2012; 66:287–97. doi:
10.1016/j.jpba.2012.03.045 PMID: 22502909.

11. Cabaton NJ, Canlet C, Wadia PR, Tremblay-Franco M, Gautier R, Molina J, et al. Effects of low doses
of bisphenol A on the metabolome of perinatally exposed CD-1 mice. Environ Health Perspect. 2013;
121(5):586–93. doi: 10.1289/ehp.1205588 PMID: 23425943; PubMed Central PMCID: PMC3673190.

12. Zeng J, Kuang H, Hu C, Shi X, Yan M, Xu L, et al. Effect of bisphenol A on rat metabolic profiling studied
by using capillary electrophoresis time-of-flight mass spectrometry. Environ Sci Technol. 2013; 47
(13):7457–65. doi: 10.1021/es400490f PMID: 23746042.

13. Lu K, Abo RP, Schlieper KA, GraffamME, Levine S, Wishnok JS, et al. Arsenic exposure perturbs the
gut microbiome and its metabolic profile in mice: an integrated metagenomics and metabolomics analy-
sis. Environ Health Perspect. 2014; 122(3):284–91. doi: 10.1289/ehp.1307429 PMID: 24413286;
PubMed Central PMCID: PMCPMC3948040.

14. Christen V, Crettaz P, Oberli-Schrammli A, Fent K. Some flame retardants and the antimicrobials triclo-
san and triclocarban enhance the androgenic activity in vitro. Chemosphere. 2010; 81(10):1245–52.
doi: 10.1016/j.chemosphere.2010.09.031 PMID: 20943248.

15. Api AM. Toxicological profile of diethyl phthalate: a vehicle for fragrance and cosmetic ingredients.
Food Chem Toxicol. 2001; 39(2):97–108. PMID: 11267702.

16. Lopez-Carrillo L, Hernandez-Ramirez RU, Calafat AM, Torres-Sanchez L, Galvan-Portillo M, Needham
LL, et al. Exposure to phthalates and breast cancer risk in northern Mexico. Environ Health Perspect.
2010; 118(4):539–44. doi: 10.1289/ehp.0901091 PMID: 20368132; PubMed Central PMCID:
PMC2854732.

17. Martinez-Nava GA, Burguete-Garcia AI, Lopez-Carrillo L, Hernandez-Ramirez RU, Madrid-Marina V,
Cebrian ME. PPARgamma and PPARGC1B polymorphisms modify the association between phthalate
metabolites and breast cancer risk. Biomarkers: biochemical indicators of exposure, response, and

Metabolomics and Low-Dose Exposure to Environmental Chemicals Used in Personal Care Products

PLOS ONE | DOI:10.1371/journal.pone.0159919 July 28, 2016 17 / 19

http://dx.doi.org/10.1210/er.2009-0002
http://www.ncbi.nlm.nih.gov/pubmed/19502515
http://dx.doi.org/10.1097/MCO.0000000000000200
http://www.ncbi.nlm.nih.gov/pubmed/26147529
http://dx.doi.org/10.1371/journal.pgen.1000282
http://www.ncbi.nlm.nih.gov/pubmed/19043545
http://dx.doi.org/10.2337/db13-0570
http://www.ncbi.nlm.nih.gov/pubmed/23884885
http://dx.doi.org/10.1038/ng.2982
http://www.ncbi.nlm.nih.gov/pubmed/24816252
http://dx.doi.org/10.1172/JCI64801
http://www.ncbi.nlm.nih.gov/pubmed/24091325
http://dx.doi.org/10.1002/jat.1462
http://dx.doi.org/10.1002/jat.1462
http://www.ncbi.nlm.nih.gov/pubmed/19731247
http://dx.doi.org/10.1016/j.toxlet.2010.06.009
http://dx.doi.org/10.1016/j.toxlet.2010.06.009
http://www.ncbi.nlm.nih.gov/pubmed/20600714
http://dx.doi.org/10.1016/j.jpba.2012.03.045
http://www.ncbi.nlm.nih.gov/pubmed/22502909
http://dx.doi.org/10.1289/ehp.1205588
http://www.ncbi.nlm.nih.gov/pubmed/23425943
http://dx.doi.org/10.1021/es400490f
http://www.ncbi.nlm.nih.gov/pubmed/23746042
http://dx.doi.org/10.1289/ehp.1307429
http://www.ncbi.nlm.nih.gov/pubmed/24413286
http://dx.doi.org/10.1016/j.chemosphere.2010.09.031
http://www.ncbi.nlm.nih.gov/pubmed/20943248
http://www.ncbi.nlm.nih.gov/pubmed/11267702
http://dx.doi.org/10.1289/ehp.0901091
http://www.ncbi.nlm.nih.gov/pubmed/20368132


susceptibility to chemicals. 2013; 18(6):493–501. doi: 10.3109/1354750X.2013.816776 PMID:
23866026.

18. Teitelbaum SL, Mervish N, Moshier EL, Vangeepuram N, Galvez MP, Calafat AM, et al. Associations
between phthalate metabolite urinary concentrations and body size measures in New York City chil-
dren. Environ Res. 2012; 112:186–93. doi: 10.1016/j.envres.2011.12.006 PMID: 22222007; PubMed
Central PMCID: PMC3267869.

19. Golden R, Gandy J, Vollmer G. A review of the endocrine activity of parabens and implications for
potential risks to human health. Crit Rev Toxicol. 2005; 35(5):435–58. PMID: 16097138.

20. Stoker TE, Gibson EK, Zorrilla LM. Triclosan exposure modulates estrogen-dependent responses in
the female wistar rat. Toxicol Sci. 2010; 117(1):45–53. doi: 10.1093/toxsci/kfq180 PMID: 20562219.

21. Velez MP, Arbuckle TE, Fraser WD. Female exposure to phenols and phthalates and time to preg-
nancy: the Maternal-Infant Research on Environmental Chemicals (MIREC) Study. Fertil Steril. 2015;
103(4):1011–20 e2. doi: 10.1016/j.fertnstert.2015.01.005 PMID: 25681860.

22. Zorrilla LM, Gibson EK, Jeffay SC, Crofton KM, Setzer WR, Cooper RL, et al. The effects of triclosan on
puberty and thyroid hormones in male Wistar rats. Toxicol Sci. 2009; 107(1):56–64. doi: 10.1093/
toxsci/kfn225 PMID: 18940961.

23. Teitelbaum SL, Li Q, Lambertini L, Belpoggi F, Manservisi F, Falcioni L, et al. Paired Serum and Urine
Concentrations of Biomarkers of Diethyl Phthalate, Methyl Paraben, and Triclosan in Rats. Environ
Health Perspect. 2016; 124(1):39–45. doi: 10.1289/ehp.1409586 PMID: 26047088.

24. Manservisi F, Gopalakrishnan K, Tibaldi E, Hysi A, Iezzi M, Lambertini L, et al. Effect of maternal expo-
sure to endocrine disrupting chemicals on reproduction and mammary gland development in female
Sprague-Dawley rats. Reprod Toxicol. 2015; 54:110–9. doi: 10.1016/j.reprotox.2014.12.013 PMID:
25554385; PubMed Central PMCID: PMCPMC4464896.

25. Evans AM, Bridgewater BR, Miller LAD, Mitchell MW, Robinson RJ, Dai H, et al. High resolution mass
spectrometry improves data quantity and quality as compared to unit mass resolution mass spectrome-
try in high-throughput profiling metabolomics. Metabolomics. 2014; 4(2):1000132.

26. Evans AM, DeHaven CD, Barrett T, Mitchell M, Milgram E. Integrated, nontargeted ultrahigh perfor-
mance liquid chromatography/electrospray ionization tandemmass spectrometry platform for the iden-
tification and relative quantification of the small-molecule complement of biological systems. Anal
Chem. 2009; 81(16):6656–67. doi: 10.1021/ac901536h PMID: 19624122.

27. Ohta T, Masutomi N, Tsutsui N, Sakairi T, Mitchell M, Milburn MV, et al. Untargeted metabolomic profil-
ing as an evaluative tool of fenofibrate-induced toxicology in Fischer 344 male rats. Toxicol Pathol.
2009; 37(4):521–35. doi: 10.1177/0192623309336152 PMID: 19458390.

28. Dehaven CD, Evans AM, Dai H, Lawton KA. Organization of GC/MS and LC/MSmetabolomics data
into chemical libraries. J Cheminform. 2010; 2(1):9. doi: 10.1186/1758-2946-2-9 PMID: 20955607;
PubMed Central PMCID: PMC2984397.

29. Sanchez-Guijo A, Oji V, Hartmann MF, Traupe H, Wudy SA. Simultaneous quantification of cholesterol
sulfate, androgen sulfates, and progestagen sulfates in human serum by LC-MS/MS. J Lipid Res.
2015; 56(9):1843–51. doi: 10.1194/jlr.D061499 PMID: 26239050; PubMed Central PMCID:
PMCPMC4548788.

30. Xia J, Mandal R, Sinelnikov IV, Broadhurst D, Wishart DS. MetaboAnalyst 2.0—a comprehensive
server for metabolomic data analysis. Nucleic Acids Res. 2012; 40(Web Server issue):W127–33. doi:
10.1093/nar/gks374 PMID: 22553367; PubMed Central PMCID: PMC3394314.

31. Wishart DS, Jewison T, Guo AC, Wilson M, Knox C, Liu Y, et al. HMDB 3.0—The Human Metabolome
Database in 2013. Nucleic Acids Res. 2013; 41(Database issue):D801–7. doi: 10.1093/nar/gks1065
PMID: 23161693; PubMed Central PMCID: PMC3531200.

32. Bateson P, Barker D, Clutton-Brock T, Deb D, D'Udine B, Foley RA, et al. Developmental plasticity and
human health. Nature. 2004; 430(6998):419–21. doi: 10.1038/nature02725 PMID: 15269759.

33. Biro FM, Deardorff J. Identifying opportunities for cancer prevention during preadolescence and adoles-
cence: puberty as a window of susceptibility. J Adolesc Health. 2013; 52(5 Suppl):S15–20. doi: 10.
1016/j.jadohealth.2012.09.019 PMID: 23601607; PubMed Central PMCID: PMC4037133.

34. Selevan SG, Kimmel CA, Mendola P. Identifying critical windows of exposure for children's health. Envi-
ron Health Perspect. 2000; 108 Suppl 3:451–5. PMID: 10852844; PubMed Central PMCID:
PMC1637810.

35. Bondia-Pons I, Barri T, Hanhineva K, Juntunen K, Dragsted LO, Mykkanen H, et al. UPLC-QTOF/MS
metabolic profiling unveils urinary changes in humans after a whole grain rye versus refined wheat
bread intervention. Mol Nutr Food Res. 2013; 57(3):412–22. doi: 10.1002/mnfr.201200571 PMID:
23307617.

Metabolomics and Low-Dose Exposure to Environmental Chemicals Used in Personal Care Products

PLOS ONE | DOI:10.1371/journal.pone.0159919 July 28, 2016 18 / 19

http://dx.doi.org/10.3109/1354750X.2013.816776
http://www.ncbi.nlm.nih.gov/pubmed/23866026
http://dx.doi.org/10.1016/j.envres.2011.12.006
http://www.ncbi.nlm.nih.gov/pubmed/22222007
http://www.ncbi.nlm.nih.gov/pubmed/16097138
http://dx.doi.org/10.1093/toxsci/kfq180
http://www.ncbi.nlm.nih.gov/pubmed/20562219
http://dx.doi.org/10.1016/j.fertnstert.2015.01.005
http://www.ncbi.nlm.nih.gov/pubmed/25681860
http://dx.doi.org/10.1093/toxsci/kfn225
http://dx.doi.org/10.1093/toxsci/kfn225
http://www.ncbi.nlm.nih.gov/pubmed/18940961
http://dx.doi.org/10.1289/ehp.1409586
http://www.ncbi.nlm.nih.gov/pubmed/26047088
http://dx.doi.org/10.1016/j.reprotox.2014.12.013
http://www.ncbi.nlm.nih.gov/pubmed/25554385
http://dx.doi.org/10.1021/ac901536h
http://www.ncbi.nlm.nih.gov/pubmed/19624122
http://dx.doi.org/10.1177/0192623309336152
http://www.ncbi.nlm.nih.gov/pubmed/19458390
http://dx.doi.org/10.1186/1758-2946-2-9
http://www.ncbi.nlm.nih.gov/pubmed/20955607
http://dx.doi.org/10.1194/jlr.D061499
http://www.ncbi.nlm.nih.gov/pubmed/26239050
http://dx.doi.org/10.1093/nar/gks374
http://www.ncbi.nlm.nih.gov/pubmed/22553367
http://dx.doi.org/10.1093/nar/gks1065
http://www.ncbi.nlm.nih.gov/pubmed/23161693
http://dx.doi.org/10.1038/nature02725
http://www.ncbi.nlm.nih.gov/pubmed/15269759
http://dx.doi.org/10.1016/j.jadohealth.2012.09.019
http://dx.doi.org/10.1016/j.jadohealth.2012.09.019
http://www.ncbi.nlm.nih.gov/pubmed/23601607
http://www.ncbi.nlm.nih.gov/pubmed/10852844
http://dx.doi.org/10.1002/mnfr.201200571
http://www.ncbi.nlm.nih.gov/pubmed/23307617


36. Ahmad Khan H. Benzene's toxicity: a consolidated short review of human and animal studies. Hum
Exp Toxicol. 2007; 26(9):677–85. doi: 10.1177/0960327107083974 PMID: 17984138.

37. Snyder R. Benzene's toxicity: a consolidated short review of human and animal studies by HA Khan.
Hum Exp Toxicol. 2007; 26(9):687–96. doi: 10.1177/0960327107083975 PMID: 17984139.

38. Wang LQ, James MO. Inhibition of sulfotransferases by xenobiotics. Curr Drug Metab. 2006; 7(1):83–
104. PMID: 16454694.

39. Runge-Morris M, Kocarek TA. Regulation of sulfotransferases by xenobiotic receptors. Curr Drug
Metab. 2005; 6(4):299–307. PMID: 16101570.

40. Runge-Morris M, Kocarek TA. Regulation of sulfotransferase and UDP-glucuronosyltransferase gene
expression by the PPARs. PPAR Res. 2009; 2009:728941. doi: 10.1155/2009/728941 PMID:
19680455; PubMed Central PMCID: PMC2724710.

41. Paul KB, Thompson JT, Simmons SO, Vanden Heuvel JP, Crofton KM. Evidence for triclosan-induced
activation of human and rodent xenobiotic nuclear receptors. Toxicol In Vitro. 2013; 27(7):2049–60.
doi: 10.1016/j.tiv.2013.07.008 PMID: 23899473.

42. Yueh MF, Taniguchi K, Chen S, Evans RM, Hammock BD, Karin M, et al. The commonly used antimi-
crobial additive triclosan is a liver tumor promoter. Proc Natl Acad Sci USA. 2014; 111(48):17200–5.
doi: 10.1073/pnas.1419119111 PMID: 25404284; PubMed Central PMCID: PMC4260592.

43. DeKeyser JG, Laurenzana EM, Peterson EC, Chen T, Omiecinski CJ. Selective phthalate activation of
naturally occurring human constitutive androstane receptor splice variants and the pregnane X recep-
tor. Toxicol Sci. 2011; 120(2):381–91. doi: 10.1093/toxsci/kfq394 PMID: 21227907; PubMed Central
PMCID: PMC3107492.

44. Levy G. Sulfate conjugation in drug metabolism: role of inorganic sulfate. Fed Proc. 1986; 45(8):2235–
40. PMID: 3459670.

45. Santner SJ, Leszczynski D, Wright C, Manni A, Feil PD, Santen RJ. Estrone sulfate: a potential source
of estradiol in human breast cancer tissues. Breast Cancer Res Treat. 1986; 7(1):35–44. PMID:
3457610

46. Mouritsen A, Frederiksen H, Sorensen K, Aksglaede L, Hagen C, Skakkebaek NE, et al. Urinary phthal-
ates from 168 girls and boys measured twice a year during a 5-year period: associations with adrenal
androgen levels and puberty. The Journal of clinical endocrinology and metabolism. 2013; 98(9):3755–
64. doi: 10.1210/jc.2013-1284 PMID: 23824423.

47. Rouzaud-Laborde C, Delmas C, Pizzinat N, Tortosa F, Garcia C, Mialet-Perez J, et al. Platelet activa-
tion and arterial peripheral serotonin turnover in cardiac remodeling associated to aortic stenosis.
American journal of hematology. 2015; 90(1):15–9. doi: 10.1002/ajh.23855 PMID: 25242620.

48. Braverman NE, Moser AB. Functions of plasmalogen lipids in health and disease. Biochim Biophys
Acta. 2012; 1822(9):1442–52. doi: 10.1016/j.bbadis.2012.05.008 PMID: 22627108.

49. da Silva TF, Sousa VF, Malheiro AR, Brites P. The importance of ether-phospholipids: a view from the
perspective of mouse models. Biochim Biophys Acta. 2012; 1822(9):1501–8. doi: 10.1016/j.bbadis.
2012.05.014 PMID: 22659211.

50. Modeer T, Bengtsson A, Rolla G. Triclosan reduces prostaglandin biosynthesis in human gingival fibro-
blasts challenged with interleukin-1 in vitro. J Clin Periodontol. 1996; 23(10):927–33. PMID: 8915021.

51. Pitt JJ, Hauser S. Transient 5-oxoprolinuria and high anion gap metabolic acidosis: clinical and bio-
chemical findings in eleven subjects. Clin Chem. 1998; 44(7):1497–503. PMID: 9665429.

52. Crepet A, Heraud F, Bechaux C, Gouze ME, Pierlot S, Fastier A, et al. The PERICLES research pro-
gram: an integrated approach to characterize the combined effects of mixtures of pesticide residues to
which the French population is exposed. Toxicology. 2013; 313(2–3):83–93. doi: 10.1016/j.tox.2013.
04.005 PMID: 23603198.

Metabolomics and Low-Dose Exposure to Environmental Chemicals Used in Personal Care Products

PLOS ONE | DOI:10.1371/journal.pone.0159919 July 28, 2016 19 / 19

http://dx.doi.org/10.1177/0960327107083974
http://www.ncbi.nlm.nih.gov/pubmed/17984138
http://dx.doi.org/10.1177/0960327107083975
http://www.ncbi.nlm.nih.gov/pubmed/17984139
http://www.ncbi.nlm.nih.gov/pubmed/16454694
http://www.ncbi.nlm.nih.gov/pubmed/16101570
http://dx.doi.org/10.1155/2009/728941
http://www.ncbi.nlm.nih.gov/pubmed/19680455
http://dx.doi.org/10.1016/j.tiv.2013.07.008
http://www.ncbi.nlm.nih.gov/pubmed/23899473
http://dx.doi.org/10.1073/pnas.1419119111
http://www.ncbi.nlm.nih.gov/pubmed/25404284
http://dx.doi.org/10.1093/toxsci/kfq394
http://www.ncbi.nlm.nih.gov/pubmed/21227907
http://www.ncbi.nlm.nih.gov/pubmed/3459670
http://www.ncbi.nlm.nih.gov/pubmed/3457610
http://dx.doi.org/10.1210/jc.2013-1284
http://www.ncbi.nlm.nih.gov/pubmed/23824423
http://dx.doi.org/10.1002/ajh.23855
http://www.ncbi.nlm.nih.gov/pubmed/25242620
http://dx.doi.org/10.1016/j.bbadis.2012.05.008
http://www.ncbi.nlm.nih.gov/pubmed/22627108
http://dx.doi.org/10.1016/j.bbadis.2012.05.014
http://dx.doi.org/10.1016/j.bbadis.2012.05.014
http://www.ncbi.nlm.nih.gov/pubmed/22659211
http://www.ncbi.nlm.nih.gov/pubmed/8915021
http://www.ncbi.nlm.nih.gov/pubmed/9665429
http://dx.doi.org/10.1016/j.tox.2013.04.005
http://dx.doi.org/10.1016/j.tox.2013.04.005
http://www.ncbi.nlm.nih.gov/pubmed/23603198

