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ABSTRACT: We report for the first time either in vitro or in

-~
vivo the phase I hydroxylation and phase II conjugation @ * @» %2)
metabolic pathways of an organophosphate flame retardant, Chicken embryonic hepatocytes
triphenyl phosphate (TPHP), in addition to diphenyl phosphate o ? of o
(DPHP) metabolite formation. Using a chicken embryonic N d O
hepatocyte (CEH) assay, TPHP was phase I metabolized to p- L ° Q
and m-hydroxy-TPHP metabolites, which were largely present @ @ Q
in the assay medium and cells as phase II conjugates with 60 % metabolized
glucuronic acid. After treatment with f#-glucuronidase, deconju- . &:OH
gated p-OH-TPHP was present in both the medium and cells at e [ P on oM
increasing concentrations of 0.073 + 0.003, 1.95 + 0.03, and .
2.10 + 0.09 nmol/well at CEH incubation time points of 0, 12, o o )

. L. ) B Chemicals in cells M Chemicals in medium
and 36 h, respectively. Similarly, after f-glucuronidase treat-
ment, there were increasing m-OH-TPHP concentrations of
0.0050 =+ 0.0005, 0.18 + 0.01, and 0.18 + 0.01 nmol/well. p-OH-TPHP at 36 h accounted for 60% of the initial TPHP treatment
concentration, which was 3.5- or 12-fold greater than that of the DPHP or m-OH-TPHP metabolites, respectively. Overall, in
TPHP-exposed organisms, this study demonstrates the importance of phase I and II metabolic processes in the biological fate of
TPHP.

B INTRODUCTION g in 98% of house dust samples collected from homes in the
area of Boston, MA, USA, between 2002 and 2007. TPHP was
also detected at concentrations ranging from 42 + 9 to 200 =+
27 pg/m? in particle phase samples collected at five sites in the
North American Great Lakes basin from March 2012 to
December 2012.* However, we recently reported that TPHP,
and several other OP triester FRs, could not be detected in any
body or egg compartments derived from female herring gulls
(Larus argentatus) from the Laurentian Great Lakes of North

Flame retardant (FR) chemicals continue to be in high demand
in the global marketplace because of strict fire safety standards
worldwide. As a result, FRs are added to various manufactured
materials such as plastics, foam, textiles, furniture, and many
others to inhibit, suppress, or delay the production of flames
and prevent the spread of fire."> The global phase-out of the
commercial penta- and octa-bromodiphenyl ether FR for-

mulations (Penta- and Octa-BDE, respectively)3 has resulted in e ) i
an increased demand for FR alternatives, including organo- America.” Similarly, TPHP concentrations  in whole body
phosphate (OP) triester FRs such as triphenyl phosphate homogenates of lake trout (Salvelinus namaycush) or walleye
(TPHP). Of note is the FR formulation Firemaster 550 (Sander vitreus) collected from 16 Canadian lakes were not
(FM550) that is composed of approximately 40% of a mixture quantifiable, with the exception of one irrdividual lakemtrout
of bis(2-ethylhexyl) tetrabromophthalate (TBPH) and tetra- from Great Bear Lake .(Northwest Territories, Canada). .

bromobenzoate (TBB), and the remaining 60% is a mixture of The IOW ceneentrarrons of TPHP (log K, = 4.70) being
triaryl phosphates, including TPHP and several isomers of reported in biotic environmental samples strongly suggest that

mono-, di-, and tri-isopropylated triaryl phosphates (ITPs).**

TPHP is an additive FR that is not chemically bonded to Received: February 12, 2015
polymer products and is therefore likely to be released into the Revised: ~ March 6, 2015
environment over the lifetime of these products For instance, Accepted: March 9, 2015
Stapleton et al.” detected TPHP at concentrations of <1.8 mg/ Published: March 9, 2015
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TPHP undergoes rapid metabolism in exposed organisms.
Although several in vitro studies''™'* have examined the
metabolism of TPHP and several other OP triester FRs, the key
metabolic pathways and metabolites formed are still not well
understood. For example, two studies investigated TPHP
metabolism using adult male Wistar Han rats and human liver
microsomes.' "> Tt was suggested that the only metabolism of
TPHP resulted from the cleavage of an ester bond between the
phosphate group and benzene ring, leading to the formation of
diphenyl phosphate (DPHP). However, we recently reported
that DPHP was nondetectable in the plasma of herring gulls (L.
argentatus) collected in 2010 from Chantry Island in eastern
Lake Huron." Two recent studies implied a more diverse in
vitro metabolic pathway profile for TPHP upon its incubation
with human liver microsomes, human liver S9 fractions, or
chicken embryonic hepatocyte (CEH) samples.'>'* Specifically,
incubation of TPHP with human liver microsomes resulted in
the formation of structurally unidentified monohydroxylated
TPHP, di-OH-TPHP, and OH-phenyl phosphate metabolites.
Incubating TPHP with human S9 liver fraction resulted in
several glucuronide and sulfate conjugates of the OH-TPHP
metabolites, where the latter were formed as a result of in vitro
incubation with human liver microsomes. However, the
chemical structures of all the reported metabolites were not
fully identified on the basis of mass spectral data.'* A previous
CEH in vitro TPHP metabolism study from our laboratory
found that the resulting concentration of DPHP accounted for
only 17% of the initial TPHP dosing concentration."®> We also
screened an ion at m/z 343.0730 using an Agilent 6520A Q-
ToF-MS system and found that it shared exactly the same
theoretical molecular mass with OH-TPHP and accounted for
20% of the initial administered TPHP concentration.”> The
identities of these OH-TPHP metabolites were not confirmed
and could not be quantitatively determined because of a lack of
analytical standards.

The objectives of this study were (1) to confirm the identity
of the OH-TPHPs formed in TPHP-exposed CEH samples,
including the specific substitution positions of the OH group of
OH-TPHP, and (2) to quantify the p-/m-OH-TPHP formed in
TPHP-exposed CEH samples, and in comparison to a former
confirmed TPHP metabolite, DPHP.

B EXPERIMENTAL SECTION

Chemicals and Reagents. To the best of our knowledge,
pure standards for any OH-TPHP isomer are not yet
commercially available. The mono-p- and m-OH-TPHP
isomers used in this study were synthesized at Duke University
in the Duke Small Molecule Syntheiss Facility and prepared by
D. Gooden. Details of the OH-TPHP synthesis and chemical
structures are provided in the Supporting Information (Figure
S1 and Supporting Material I).

For derivatization by methylation of the OH-TPHPs,
diazomethane was prepared starting with a small amount of
N-nitroso-N-methylurea (Sigma-Aldrich, St. Louis, MO), which
was added into a 50 mL glass bottle containing 20 mL of
hexane and 20 mL of a 50% (w/w) NaOH solution (Sigma-
Aldrich). The diazomethane that was formed was dissolved into
the upper hexane layer and available fresh for OH-TPHP
methylation.

In Vitro Metabolism of TPHP and p-OH-TPHP. Two
independent CEH cultures were prepared for the following
chemical exposures: (1) TPHP and (2) p-OH-TPHP. The
preparation of CEH cultures followed detailed procedures that
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are provided in our previous publications.'®™"® Briefly,
fertilized, unincubated white leghorn chicken (Gallus gallus
domesticus) eggs were obtained from the Canadian Food
Inspection Agency (Ottawa, ON) and incubated for 19 days
(37.5 °C, 60% relative humidity). On incubation day 19, the
embryos were euthanized by decapitation, and livers were
removed, pooled, and treated with Percoll (GE Healthcare,
Little Chalfont, UK.) and DNase I (Roche Applied Science,
Penzberg, Germany). The resulting cell pellet was suspended in
32 mL of Medium 199 (Life Technologies, Burlington, ON)
supplemented with 1 pg/mL insulin and 1 pg/mL thyroxine
(Sigma-Aldrich). Twenty-five microliters of the cell suspension
was added to 500 uL of fresh supplemented medium in 48-well
plates. The plates were incubated (37.5 °C and 5% CO,) for 24
h prior to chemical administration, and then CEH cultures were
treated with the DMSO vehicle control (2.5 uL/well) or the
target chemicals (2.5 uL/well, final concentration of 10 uM)
and incubated for different periods of time (0, 12, and 36 h for
TPHP; 0, 1, 2, and 4 h for p-OH-TPHP; n = 3 replicate wells).
For TPHP-exposed CEH cultures, medium samples were
collected and transferred into 1.5 mL brown glass vials at each
time point. The remaining cell layer was washed out twice with
200 uL of ethanol and transferred into 1.5 mL brown glass vials.
The in vitro metabolism experiment of p-OH-TPHP was
designed to investigate the formation of the p-OH-TPHP
glucuronide conjugate. Subsequently, a shorter exposure time
(<4 h) experiment was conducted, and only the medium
samples were collected. All samples were stored at —20 °C until
any further analysis.

Methylation of the Hydroxyl Group. Given the
substantial response of the detected m/z 343.0730 ion by the
Agilent 6520A ESI(+)-Q-ToF-MS system described in a
previous publication,”> medium samples collected at 36 h
were subjected to OH methylation. An aliquot of 60 uL of the
CEH medium samples or 100 uL of an OH-TPHP stock
solution (100 ng/mL in methanol) was transferred into a
borosilicate glass tube. The medium or standard samples were
blown down to dryness under a gentle nitrogen flow, and 2 mL
of a diazomethane hexane solution was added to the tube. The
methylation reaction proceeded in a dark environment at room
temperature for 12 h. The hexane and remaining diazomethane
were then blown to dryness, and the samples were
reconstituted in S00 uL of methanol. After being filtered
through a centrifugal filter (0.2 #m Nylon membrane, 500 yL;
VWR, Mississauga, ON), the samples were ready for
instrumental analysis.

Deconjugation of OH-TPHP Glucuronides in CEH
Samples. Deconjugation of OH-TPHP glucuronides in CEH
samples was performed using f-glucuronidase (from Limpets,
Lot 65H3884, Sigma-Aldrich). The p-glucuronidase working
stock solution was prepared according to the manufacturer’s
protocol, and an aliquot of 160 uL of the enzyme solution
(activity of 4.6 kU/mL) was combined with 40 uL of CEH
medium or cell samples in glass tubes. The combined samples
were hydrolyzed for 3 h at 60 °C. After 3 h, the samples were
diluted with 800 uL of methanol and filtered through a
centrifugal filter for further instrumental analysis.

UPLC-ESI(+)-TQ-S/MS Analysis. The OH-TPHP isomers,
MeO-TPHP isomers, and OH-TPHP conjugates were analyzed
using a Waters (Milford, MA) ACQUITY UPLC I-Class
system (UPLC) coupled to Waters Xevo TQ-S mass
spectrometer (TQ-S/MS) using electrospray ionization [ESI-
(+)] in multiple-reaction monitoring (MRM) mode. LC
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separation was conducted on a Cortecs UPLC C18 column
(2.1 mm X 50 mm, 1.6 ym particle size) (Waters, Mississauga,
ON). The LC mobile phases were water (A) and methanol (B),
and both contained 2 mM ammonium acetate. The mobile
phase flow rate was 0.5 mL/min, and the gradient was as
follows: 5% B at 0 min, 95% B (linear) from 0 to S min, held
for 1 min, 5% B (linear) from 6 to 6.1 min, and held for 4.9
min. The capillary voltage was 0.5 kV. The source and
desolvation temperatures were 150 and 600 °C, respectively.
The desolvation and cone gas flow rates were 800 and 150 L/h,
respectively. See Table S1 of the Supporting Information for
detailed operation parameters (ie., transition, collision voltage).

Accurate concentrations of p- and m-OH-TPHP in medium
and cell samples were determined using an external standard
calibration method, and a five-point calibration curve
(concentration range of 0.08—50 pg/mL) was run with each
batch of samples to confirm the linearity of the instrumental
response. Data analysis was conducted using MassLynx version
4.1. The method limit of detection (MLOD) and method limit
of quantification (MLOQ) were defined as the concentrations
of target compounds producing a peak in a chromatogram with
signal:noise ratio of 3 and 10, respectively. MLODs and
MLOQs for both p- and m-OH-TPHPs were 0.03 and 0.01 ng/
mL (injection concentration), respectively.

B RESULTS AND DISCUSSION

From TPHP-exposed CEH, p- and m-OH-TPHP metabolites
were identified and quantified (Figure 1 and Table 1). To the
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Figure 1. Mass spectral characteristics of detected p- and m-OH-
TPHP in a TPHP-exposed chicken embryonic hepatocyte (CEH)
medium sample (A) and their respective standards (B and C) using a
Waters ACQUITY UPLC I-Class system coupled to a Waters Xevos
TM TQ-S mass spectrometer.

best of our knowledge, this is the first report that has
structurally identified and accurately quantified p- and m-OH-
TPHP metabolites formed in vivo or in vitro in a TPHP
metabolism study. To avoid any potential false positives,
possible contamination of the two OH-TPHP isomers in the
TPHP stock solutions was investigated. The p-OH-TPHP was
not present as an impurity in stock standard solutions of TPHP.
On the other hand, m-OH-TPHP was detected as an impurity
in the TPHP stock standard solution, but at a negligible
concentration (i.e., <0.008% of the TPHP level).
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Concentrations of p- and m-OH-TPHP isomers in medium
and hepatocytes were accurately quantified, and both
metabolites showed a time-dependent decrease in concen-
trations over the three time points of 0, 12, and 36 h.
Specifically, combined concentrations of p-OH-TPHP in
medium and cell samples were 0.053 + 0.004, 0.021 =+ 0.005,
and 0.0019 =+ 0.0003 nmol/well at 0, 12, and 36 h, respectively.
This accounted for 1.8, 0.6, and 0.05% of the initial TPHP
treatment concentration, respectively (Table 1). Combined
concentrations of m-OH-TPHP in medium and hepatocytes
were 0.0028 + 0.0003, 0.0020 + 0.0002, and 0.0009 + 0.0002
nmol/well at the same time points, respectively, which
accounted for 0.08, 0.06, and 0.03%, respectively, of the initial
TPHP dose (Table 1). In a recent in vitro study of TPHP
metabolism in human liver microsomes and S9 fractions, the
authors also detected two mono-OH-TPHP metabolites (not
structurally identified), and those two peaks were proposed to
be p- and m-OH-TPHPs."* However, in another study, p-OH-
TPHP was identified as the only metabolite of TPHP following
in vivo metabolism of TPHP in treated houseflies.”

Considering that cellular accumulation of an exogenous
chemical can be directly related to its specific potency, the
cellular uptake of the p- and m-OH-TPHPs was also
investigated in this study. Because the equilibrium of OH-
TPHPs between the cells and medium was not achieved at 0 h,
and their concentrations at 36 h were very low, the 12 h time
point was considered the best point for assessing the
accumulation of OH-TPHP in CEH. In fact, 0.006 + 0.002
nmol of p-OH-TPHP/well and 0.0005 + 0.0002 nmol of m-
OH-TPHP nmol/well were quantified in the cell samples after
the 12 h incubation period and accounted for 29 and 25% of
the total p-OH-TPHP and m-OH-TPHP concentrations,
respectively (Table 1). These percentages were lower than
those observed for their parent TPHP (46%),"> suggesting a
lower level of cellular accumulation of the two phase I OH-
TPHP metabolites compared to the parent TPHP compound.

Although both p- and m-OH-TPHP were accurately
measured in medium and cell samples at the three incubation
time points, two questions were raised as a result of these
findings. (1) Why did both of these phase I OH-TPHP
metabolite concentrations show decreasing trends (Table 1)?
(2) Why was there a huge difference in UPLC retention times
for the OH-TPHP standards and the detected ESI(+) peaks at
m/z 343.0730 in the TPHP-treated CEH medium samples,
even though this ion shared extremely similar ESI(+) daughter
ions with p-OH-TPHP (Figure S2 of the Supporting
Information)? To address these two questions, we conducted
diazomethane derivatization of the OH-TPHP isomers in the
medium samples from TPHP-treated CEH to investigate the
existence of OH functional groups on the chemical structure of
the detected m/z 343.0730 ion. The two OH-TPHP isomers
were regarded as positive controls. The results demonstrated
that, unlike two OH-TPHP standards, no MeO-TPHP peaks
were detected in the medium of the TPHP-treated CEH
samples. However, the detected m/z 343.0730 ion was still
detectable in derivatized medium samples but eluted as several
UPLC resolved peaks (Figure S3 of the Supporting
Information). This finding suggested that the detected m/z
343.0730 ion might be a fragment ion from a possible OH-
TPHP glucuronide conjugate that may contain several hydroxyl
groups. If this apparent conjugate could be derivatized via
methylation, then different byproducts should be observed
depending on the specific positions of different OH functional
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Table 1. Quantified Concentrations of p- and m-Hydroxyl-Triphenyl Phosphate (OH-TPHP) Isomers in Cell Culture Medium

and Cell Samples before and after f-Glucuronidase Treatment (units of nanomoles per well)”

chemical®

DPHP
p-OH-TPHP

p-OH-TPHP (f-glucuronidase-treated)

m-OH-TPHP

m-OH-TPHP (f-glucuronidase-treated)

% of dosed TPHP
medium

cells

% of dosed TPHP
medium

cells

% of dosed TPHP
medium

cells

% of dosed TPHP
medium

cells

% of dosed TPHP

Oh 12 h 36 h
1 S 17
0.017 + 0.002 0.015 + 0.002 0.0013 + 0.0004
0.036 + 0.003 0.006 + 0.002 0.0005 + 0.0001
1.8 0.6 0.05
0.025 + 0.001 1.89 + 0.04 2.06 £ 0.11
0.048 + 0.002 0.06 + 0.02 0.04 + 0.01
2.1 SS 60

0.0009 + 0.0001
0.0019 + 0.0002

0.0015 + 0.0001
0.0005 + 0.0002

0.0007 + 0.0002
0.0002 + 0.0001

0.08 0.06 0.03

0.001S + 0.002 0.17 + 0.01 0.17 + 0.01
0.0035 + 0.0004 0.007 + 0.002 0.004 + 0.001
0.14 S S

“These samples were collected at time points of 0, 12, or 36 h following exposure of chicken embryonic hepatocytes. Data are shown as means =+ the
standard deviation (SD) of three replicates. MLOQs of OH-TPHPs for medium and cell samples were 0.0004 and 0.0001 nmol/well, respectively.

“Detailed TPHP and DPHP concentrations in the same wells were provided in a previous publication.
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groups. To investigate further, the in vitro CEH metabolism of
p-OH-TPHP was investigated. Following exposure of CEH
samples to p-OH-TPHP, both p-OH-TPHP and the m/z
343.0730 ion were monitored in medium samples at 0, 1, 2, and
4 h. The result was an increased ESI(+) response of the p-OH-
TPHP glucuronide conjugate [RT = 3.39 (Figure S4 of the
Supporting Information)] and decreased concentration of p-
OH-TPHP from 0 to 4 h. In fact, we detected an additional p-
OH-TPHP conjugate [RT = 3.59 (Figure S4 of the Supporting
Information)] that was plausibly a sulfate conjugate of an OH-
TPHP. This finding was consistent with a previous report of
the in vitro metabolism of TPHP by the human liver S9
fraction, where both OH-TPHP glucuronide and sulfate
conjugates were predicted, although the OH substitution
position was not elucidated."* In general, xenobiotic metabo-
lism can be divided into different phases: primary metabolism
(e.g, direct hydroxylation or via arene epoxide formation; phase
1), conjugation (phase IT), and excretion (phase III),*" which is
consistent with observed pathways for TPHP in the study
presented here.

After the CEH medium and cell samples were treated with /-
glucuronidase, p- and m-OH-TPHP concentrations were
quantitatively determined, and again, both showed increasing
concentrations from 0 to 36 h (Table 1). Specifically, combined
concentrations of p-OH-TPHP in medium and cell samples
were 0.073 + 0.003, 1.95 + 0.03, and 2.10 + 0.09 nmol/well at
0, 12, and 36 h, respectively, and m-OH-TPHP concentrations
were 0.0050 + 0.0005, 0.18 + 0.01, and 0.18 + 0.01 nmol/well,
respectively. At 36 h, the p- and m-OH-TPHP concentrations
in cells were 0.04 + 0.01 and 0.004 + 0.001 nmol/well,
respectively, which accounted for 2% for both of the total p-
OH-TPHP and m-OH-TPHP concentrations. This suggested
that the resulting OH-TPHP conjugates formed were much less
prone to accumulating in CEH cultures than parent TPHP or
OH-TPHP compounds but were comparable in that regard to
another TPHP metabolite, DPHP. The time—trend concen-
tration profiles and cellular uptake patterns also clearly
elucidated a metabolic pathway of TPHP: (1) uptake of
TPHP into CEH cultures, (2) phase I hydroxylation to OH-
TPHP, (3) rapid OH-TPHP conjugation to form glucuronide-
O-TPHP, and (4) excretion of the glucuronide-O-TPHP from
the CEH cultures into the surrounding medium.
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In previous studies, DPHP was generally regarded as the
primary biomarker of TPHP in TPHP-exposed humans and has
frequently been detected in human urine samples collected
from various countries.”>™>* However, DPHP is not a specific
metabolite for TPHP because it can be derived from multiple
parent compounds such as ethylhexyl diphenyl phosphate
(EHDPP).*® To the best of our knowledge, we report for the
first time via an in vitro CEH assay model the identification and
quantification of two specific TPHP metabolites, p- and m-OH-
TPHPs in addition to DPHP."® Furthermore, the p-OH-TPHP
metabolite is primarily conjugated with glucuronic acid and
excreted from the cells into the surrounding medium. On the
basis of these quantitative results, the detected p-OH-TPHP
(after f-glucuronidase treatment) accounted for 60% of the
initial TPHP dosing at 36 h, which was 3.5-fold higher than that
detected for DPHP (17%)"* and 12-fold higher than that
detected for m-OH-TPHP (5%) in the same wells. This
suggested that the glucuronic acid conjugate of p-OH-TPHP
might serve as another biomarker for the TPHP-exposed biota.
However, before such a conclusion can be drawn, species-
specific differences in metabolism and differences between in
vivo and in vitro experimental conditions should be investigated.
A recent study, which screened potential biomarkers of TPHP
in human urine, did not detect diphenyl hydroxyphenyl
phosphate or diphenyl sulfophenyl phosphate,® each of
which was predicted to be a major metabolite in their previous
in vitro study.'* In fact, these two metabolites were not
predicted as major metabolites in the present TPHP-exposed
CEH because OH-TPHP would be conjugated with glucuronic
acid very quickly once formed.*®

B ASSOCIATED CONTENT

© Supporting Information

A description of the synthesis of m- and p-OH-TPHP,
instrumental parameters for OH-TPHP and MeO-TPHP
analysis, chemical structures of TPHP and its metabolites,
and mass spectra characteristic of m- and p-OH-TPHP. This
material is available free of charge via the Internet at http://
pubs.acs.org.

DOI: 10.1021/acs.estlett.5b00041
Environ. Sci. Technol. Lett. 2015, 2, 100—104


http://pubs.acs.org
http://pubs.acs.org
http://dx.doi.org/10.1021/acs.estlett.5b00041

Environmental Science & Technology Letters

B AUTHOR INFORMATION

Corresponding Author
*E-mail: robert.letcher@ec.gc.ca. Phone: (613) 998-6696. Fax:
(613) 998-0458.

Notes
The authors declare no competing financial interest.

B ACKNOWLEDGMENTS

Major funding for this project was provided by Environment
Canada’s Chemicals Management Plan (CMP) (to R. J.
Letcher, S. W. Kennedy, and D. Crump). Supplemental
funding was provided by the Natural Science and Engineering
Research Council (NSERC) of Canada (to RJ.L.).

B REFERENCES

(1) Betts, K. S. Rapidly Rising PBDE Levels in North America.
Environ. Sci. Technol. 2002, 36, SOA—S52A.

(2) PBDE. U.S. Milestones. Environ. Sci. Technol. 2003, 37, 384A.

(3) Stockholm Convention. The New POPs Under the Stockholm
Convention, 2009 (http://chm.pops.int/Convention/ThePOPs/
TheNewPOPs/tabid/2511/ Default.aspx).

(4) Stapleton, H. M; Allen, J. G; Kelly, S. M.; Konstantinov, A.;
Klosterhaus, S.; Watkins, D.; McClean, M. D.; Webster, T. F. Alternate
and New Brominated Flame Retardants Detected in U.S. House Dust.
Environ. Sci. Technol. 2008, 42, 6910—6916.

(5) Pillai, H. K; Fang, M; Beglov, D.; Kozakov, D.; Vajda, S.;
Stapleton, H. M.; Webster, T. F.; Schlezinger, J. J. Ligand Binding and
Activation of PPARy by Firemaster® 550: Effects on Adipogenesis and
Osteogenesis in Vitro. Environ. Health Perspect. 2014, 122, DOL:
10.1289/ehp.1408111.

(6) van der Veen, L; de Boer, J. Phosphorus Flame Retardants:
Properties, Production, Environmental occurrence, Toxicity and
Analysis. Chemosphere 2012, 88, 1119—1153.

(7) Stapleton, H. M.; Klosterhaus, S.; Eagle, S.; Fuh, J.; Meeker, J. D.;
Blum, A,; Webster, T. F. Detection of Organophosphate Flame
Retardants in Furniture Foam and U.S. House Dust. Environ. Sci.
Technol. 2009, 43, 7490—7495.

(8) Salamova, A;; Ma, Y.; Venier, M.; Hites, R. A. High Levels of
Organophosphate Flame Retardants in the Great Lakes Atmosphere.
Environ. Sci. Technol. Lett. 2014, 1, 8—14.

(9) Greaves, A. K;; Letcher, R. J. Comparative Body Compartment
Composition and In Ovo Transfer of Organophosphate Flame
Retardants in North American Great Lakes Herring Gulls. Environ.
Sci. Technol. 2014, 48, 7942—7950.

(10) McGoldrick, D. J.; Letcher, R. J.; Barresi, E.; Keir, M. J.; Small,
J; Clark, M. G.; Sverko, E.; Backus, S. M. Organophosphate Flame
Retardants and Organosiloxanes in Predatory Freshwater Fish From
Locations Across Canada. Environ. Pollut. 2014, 193, 254—261.

(11) Cooper, E. M,; Stapleton, H. M. Metabolism of Organo-
phosphate Flame Retardants by Human Liver Microsomes and
Porcine Esterase. Proceedings of the Society of Environmental
Toxicology and Chemistry (SETAC), 2012.

(12) Sasaki, K.; Suzuki, T.; Takeda, M.; Uchiyama, M. Metabolism of
Phosphoric Acid Triesters by Rat Liver Homogenate. Bull. Environ.
Contam. Toxicol. 1984, 33, 281—288.

(13) Su, G.; Crump, D.; Letcher, R. J.; Kennedy, S. W. Rapid In Vitro
Metabolism of the Flame Retardant Triphenyl Phosphate and Effects
on Cytotoxicity and mRNA Expression in Chicken Embryonic
Hepatocytes. Environ. Sci. Technol. 2014, 48, 13511—-13519.

(14) Van den Eede, N.; Maho, W.; Erratico, C.; Neels, H.; Covaci, A.
First Insights in the Metabolism of Phosphate Flame Retardants and
Plasticizers Using Human Liver fractions. Toxicol. Lett. 2013, 223, 9—
1S.

(15) Su, G; Greaves, A. K; Gauthier, L,; Letcher, R. J. Liquid
Chromatography-electrospray-tandem Mass Spectrometry Method for
Determination of Organophosphate Diesters in Biotic Samples

104

Including Great Lakes Herring Gull Plasma. J. Chromatogr., A 2014,
1374, 85—92.

(16) Farhat, A.; Buick, J. K.; Williams, A.; Yauk, C. L.; O’Brien, J. M.;
Crump, D.; Williams, K. L; Chiu, S; Kennedy, S. W. Tris(1,3-
dichloro-2-propyl) Phosphate Perturbs the Expression of Genes
Involved in Immune Response and Lipid and Steroid Metabolism in
Chicken Embryos. Toxicol. Appl. Pharmacol. 2014, 275, 104—112.

(17) Porter, E.; Crump, D.; Egloff, C.; Chiu, S.; Kennedy, S. W. Use
of an Avian Hepatocyte Assay and the Avian Toxchip Polymerse Chain
Reaction Array for Testing Prioritization of 16 Organic Flame
Retardants. Environ. Toxicol. Chem. 2013, 33, 573—582.

(18) Lorenzen, A.; James, C. A; Kennedy, S. W. Effects of UV
Irradiation of Cell Culture Medium on PCB-mediated Porphyrin
Accumulation and EROD Induction in Chick Embryo Hepatocytes.
Toxicol. In Vitro 1993, 7, 159—166.

(19) Head, J. A.; O’Brien, J.; Kennedy, S. W. Exposure to 3,3,4,4',5-
pentachlorobiphenyl During Embryonic Development Has a Minimal
Effect on the Cytochrome P4501A Response to 2,3,7,8-tetrachlor-
odibenzo-p-dioxin in Cultured Chicken Embryo Hepatocytes. Environ.
Toxicol. Chem. 2006, 25, 2981—2989.

(20) Eto, M.; Miyamoto, H.; Hashimoto, Y. Quinol Phosphate as a
Metabolite of Triphenyl Phosphate. Botyu Kagaku 1975, 40, 106—109.

(21) Thornalley, P. J. The Glyoxalase System: New Developments
Towards Functional Characterization of a Metabolic Pathway
Fundamental to Biological Life. Biochem. J. 1990, 269, 1—11.

(22) Van den Eede, N.; Neels, H.; Jorens, P. G.; Covaci, A. Analysis
of Organophosphate Flame Retardant Diester Metabolites in Human
Urine by Liquid Chromatography Electrospray Ionisation Tandem
Mass Spectrometry. J. Chromatogr, A 2013, 1303, 48—53.

(23) Cooper, E. M; Covaci, A.; van Nuijs, A. L.; Webster, T. E,;
Stapleton, H. M. Analysis of the Flame Retardant Metabolites Bis(1,3-
dichloro-2-propyl) Phosphate (BDCPP) and Diphenyl Phosphate
(DPP) in Urine Using Liquid Chromatography-tandem Mass
Spectrometry. Anal. Bioanal. Chem. 2011, 401, 2123—2132.

(24) Reemtsma, T.; Lingott, J.; Roegler, S. Determination of 14
Monoalkyl Phosphates, Dialkyl Phosphates and Dialkyl Thiophos-
phates by LC-MS/MS in Human Urinary Samples. Sci. Total Environ.
2011, 409, 1990—1993.

(25) Dodson, R. E.; Van den Eede, N.; Covaci, A.; Perovich, L. J.;
Brody, J. G.; Rudel, R. A. Urinary Biomonitoring of Phosphate Flame
Retardants: Levels in California Adults and Recommendations for
Future Studies. Environ. Sci. Technol. 2014, 48, 13625—13633.

DOI: 10.1021/acs.estlett.5b00041
Environ. Sci. Technol. Lett. 2015, 2, 100—104


mailto:robert.letcher@ec.gc.ca
http://chm.pops.int/Convention/ThePOPs/TheNewPOPs/tabid/2511/Default.aspx
http://chm.pops.int/Convention/ThePOPs/TheNewPOPs/tabid/2511/Default.aspx
http://dx.doi.org/10.1021/acs.estlett.5b00041

