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ABSTRACT

A method based on regression modeling was developed to discern the contribution of
component chemicals to the toxicity of highly complex, environmentally realistic mixtures of
disinfection byproducts (DBPs). Chemical disinfection of drinking water forms DBP mixtures.
Because of concerns about possible reproductive and developmental toxicity, a whole mixture
(WM) of DBPs produced by chlorination of a water concentrate was administered as drinking
water to Sprague-Dawley (S-D) rats in a multigenerational study. Age of puberty acquisition,
i.e., preputial separation (PPS) and vaginal opening (VO), was examined in male and female
offspring, respectively. When compared to controls, a slight, but statistically significant delay
in puberty acquisition was observed in females but not in males. WM-induced differences in
the age at puberty acquisition were compared to those reported in S-D rats administered
either a defined mixture (DM) of nine regulated DBPs or individual DBPs. Regression models
were developed using individual animal data on age at PPS or VO from the DM study. Puberty
acquisition data reported in the WM and individual DBP studies were then compared with the
DM models. The delay in puberty acquisition observed in the WM-treated female rats could
not be distinguished from delays predicted by the DM regression model, suggesting that the
nine regulated DBPs in the DM might account for much of the delay observed in the WM. This
method is applicable to mixtures of other types of chemicals and other endpoints.
© 2017 The Research Center for Eco-Environmental Sciences, Chinese Academy of Sciences.
Published by Elsevier B.V.
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Introduction

Although chemical disinfection effectively produces potable
drinking waters, such processes generally form low concentra-
tions (<mg/L) of numerous disinfection byproducts (DBPs)
(Richardson et al., 2007, 2008). These DBP mixtures include
hundreds of known compounds, as well as compounds that
have not yet been identified chemically and comprise the
unidentified fraction. Two chemical classes of DBPs, the trihalo-
methanes (THMs) and haloacetic acids (HAAs), together typically
account for approximately 40% of the total mass of organic
halogen (TOX) formed in disinfected drinking waters (Richardson
et al., 2008; Krasner et al., 2006). The unidentified fraction, which
can comprise more than 50% of the TOX measured in some
treated drinking waters (Pressman et al.,, 2010; Weinberg et al.,
2002; Krasner et al., 2006), likely includes highly polar and high
molecular weight compounds (Richardson et al., 2002).

A number of epidemiologic studies have evaluated associa-
tions between exposure to chemically disinfected drinking water
and adverse reproductive and developmental effects. Some
report significant associations between DBP exposure and still
birth (King et al, 2000; Dodds et al., 2004), low birth weight
(Danileviciute et al., 2012; Gallagher et al., 1998; Wright et al.,
2003), premature birth (Bove, 1996; Hinckley et al., 2005), and
pregnancy loss (Waller et al., 1998, 2001; Savitz et al., 1995, 2006).
Other studies report negative results (e.g., Nieuwenhuijsen et al.,
2009; Hrudey, 2009). Using animal and in vitro bioassays,
toxicologists have studied the reproductive and developmental
effects of a small number of individual DBPs (Colman et al., 2011;
US EPA, 2000a; Hunter and Tugman, 1995; Hunter et al., 1996);
there are even fewer in vivo developmental toxicity studies of
complex DBP mixtures (Kavlock et al., 1979; Simmons et al., 2002;
Teuschler and Simmons, 2003; Narotsky et al., 2008, 2013).

To address potential health concerns that cannot be
answered by toxicological research on individual DBPs or
defined mixtures, the U.S. EPA’s Four Lab Study investigated the
toxicity of environmentally realistic complex DBP mixtures. An
important objective of this study was a thorough assessment of
rodent reproductive and developmental endpoints, integrating
these bioassay results with extensive quantitative and qualita-
tive analyses of the chemicals present in the complex DBP
mixture(s) (Simmons et al., 2002, 2004, 2008). To meet this
objective, a multi-generational reproductive and developmen-
tal bioassay was conducted with a chlorinated concentrate in
Sprague-Dawley (S-D) rats. The water concentrate was water
produced using a procedure that concentrated a natural source
water by reverse osmosis procedures; aliquots of this water
concentrate were chlorinated as needed for the bioassay
(Pressman et al., 2010). In the bioassay, this whole, complex
DBP mixture (whole mixture, WM) was administered to the
treatment group as the sole source of drinking water. When
compared with controls, the WM-treated female offspring (F1
generation) experienced a slight, but significant delay in
puberty acquisition, which was measured as their age at vaginal
opening (VO) (p < 0.05); the WM-treated F1 males did not exhibit
a significant delay in puberty acquisition, which was measured
as their age at preputial separation (PPS) (Narotsky et al., 2013).

In a companion multi-generational bioassay, a defined
mixture (DM) that contained the four regulated THMs and the

five regulated HAAs was administered to S-D rats as the sole
source of drinking water. Significant, dose-dependent delays in
puberty acquisition were observed in both F1 males and females
(Table 1) (Narotsky et al.,, 2015). This DM contained chloroform
(CHCly), bromodichloromethane (BDCM), dibromochloromethane
(DBCM), bromoform (CHBr3), chloroacetic acid (CAA), dichloroacetic
acid (DCAA), trichloroacetic acid (TCAA), bromoacetic acid
(BAA), and dibromoacetic acid (DBAA). U.S. EPA regulations
limit the sum of the four THMSs to 80 pg/L and the sum of the five
HAAs to 60 pg/L in U.S. drinking waters (US EPA, 2006). Some
bioassays of individual DBPs (i.e., DBAA, bromochloroacetic acid
[BCAA], and BDCM), administered as single chemicals in
drinking water of S-D rats, also report significant delays in
puberty acquisition (Table 1) (Klinefelter et al., 2004; Sloan et al.,
2005; Christian et al., 2002).

Here, we present a method developed to assess the
contribution of constituent chemicals and subset mixtures to
the toxicity of highly complex environmental mixtures. We
use assessment of puberty acquisition in rats exposed to DBP
mixtures to illustrate methodology that allows comparison of
the health effects from constituent chemicals and subset
mixtures contained within more complex mixtures to the
health effects associated with highly complex environmental
mixtures. We specifically compare differences in the age of
puberty acquisition in rats and evaluate whether any of the
tested individual DBPs or the DM can account for the observed
difference in the age at puberty acquisition associated with
the WM. The method relies on component-based and whole-
mixture approaches for determining if some of the delay in
puberty acquisition is potentially due to the unknown fraction
in the WM (Rice et al., 2008) and assumes that the relative
proportions of the chemicals common to both the whole
mixture and the defined mixture are similar.

1. Materials and methods

Fig. 1 depicts our method for comparing differences (relative
to concurrent controls) in the age at puberty acquisition
associated with the DM to those differences associated the
WM and with individual DBPs. After completing the WM and
DM bioassays, we undertook a literature search targeting
studies that administered DBPs via the drinking water and
reported age at puberty acquisition. Because differences
among species and strains/stocks could influence the age of
puberty acquisition, we targeted studies reporting the same
endpoints (i.e., age at VO or PPS) in the same test species/stock
(S-D rats).

1.1. DBP bioassays reporting the age at puberty acquisition in
S-D rats

Table 1 details the five studies, three studies of individual
DBPs and two studies of DBP mixtures, meeting the search
criteria. Four of the five studies (the exception being
Klinefelter et al.,, 2004) met or exceeded the 20 litters/
treatment recommended by toxicity testing guidelines (US
EPA, 1998; OECD, 2012) and all met or exceeded the recom-
mended number of offspring/sex/litter for VO or PPS
evaluation.
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Table 1 - Summary of pubertal developmental studies.

Experimental details

DBAA

BCAA

BDCM

DM

WM

Reference
Concentration/dose group
(mg/L)

Concentration as TOX
(mmol/L)*

Number of litters per
group (P0)

Day of weaning

Exposure period (PO)

Male rat

Number of rats
evaluated per litter®
Mean + SD day of PPS

Mean + SD body weight
(g) at puberty (g)

Klinefelter et al. (2004)
0, 4, 40, 400

0, 0.04, 0.40, 4
12, 12, 12, 12

22
GD 15 to F1 adulthood

444 +2,456 + 3,

463 +2,481+3"
237 + 21, 254 + 29,
249 + 21, 223 + 30

Sloan et al. (2005)
0, 30, 300, 600

0, 0.35, 3.50, 7
25, 25, 25, 25

21
10 weeks premating
to F1 adulthood

41.8+2,42.0+2,

418+2,431+2"
222 + 20, 220 + 15,
209 + 19, 192 + 23

Christian et al. (2002)
0, 50, 150, 450

0,0.92, 2.75, 8.24
30, 30, 30, 30
23

10 weeks premating
to F1 adulthood

47 £ 3,47.2 £ 3,
489 +2,49.7 + 3
Data not available

Narotsky et al. (2015)
0, 70, 140, 280

0, 1.30, 2.60, 5.20
24, 25, 24, 24

26
GD 0 to F1 adulthood

2-4

455+ 17,468 + 1.6,
484 +3%512+26"
244 + 14, 249 + 17,
251 + 27, 208 + 21

Narotsky et al. (2013)
0,36

0, 1.03
39, 57

21
GD 2 to F1 adulthood

2-4
46.3 +2,46.8 + 2

270 + 23, 269 + 20

Mean + SD body weight 53+6,54+549 + 5, Data not available 46.7 + 6,50.1 + 8, 81+6,80+8,76+5, 59+5,
(g) at weaning 45 + 10 421 + 8,409 + 8 60 + 8 59+6
Female rat

Number of rats 1 1 1 3 2

evaluated per litter®

Mean + SD day of VO 33323291, 341+2,349+2"
327+2,362+2"
117 + 16, 122 + 13,
109 + 11, 126 + 24
48+ 6,52+ 7,46 + 6,

45+ 9

30.8 2, 31.9 + 2,
315+2,322+2"
108 + 16, 113 + 14,
110 + 13, 105 + 15
Data not available

33.8 +2, 33.3+2,
346 +2, 358 +2
Data not available

34+2,349 =2,
355+2",399+3"
120 = 10, 122 + 10,
124 + 11, 116 + 12

76+6,75+7,72+6, 566,
57 +7 56 +5

Mean + SD body weight
(g) at puberty
Mean = SD body weight
(g) at weaning

128 + 14,133 + 16

455+ 5,465 + 8,
408 +7,37.6 £ 7

DBAA: dibromoacetic acid; BCAA: bromochloroacetic acid; BDCM: bromodichloromethane; DM: defined mixture; WM: concentrated whole
mixture; GD: gestation day; SD: standard deviation; TOX: total organic halogen; PPS: preputial separation; VO: vaginal opening.

@ Sample calculation for molar TOX concentration (mmol/L): Example: Bromodichloromethane (BDCM) Given dose of BDCM is 50 mg/l;
molecular weight of BDCM is 163.9; molecular formula of BDCM is CHBrCl,; number of chlorine and bromine atoms in BDCM are 2 and 1,
respectively.

Step 1 Calculate the molar concentration of BDCM (mmol/L)

= Given dose (mg/L) of BDCM/Molecular Weight of BDCM = 50 mg/L/163.9 = 0.305 mmol/L

Step 2 Calculate the molar concentration of individual halogens
Molar concentration of Chlorine = (Molar concentration of BDCM x Number of Chlorine atoms) = 0.305 mmol/L x 2 = 0.601 mmol/L)

Molar concentration of Bromine = (Molar concentration of BDCM x Number of Bromine atoms) = 0.305 mmol/L x 1 = 0.305 mmol/L)

Step 3 Calculate the Total Organic Halogen (TOX) concentration
=Sum of molar concentrations of individual halogens=0.601 mmol/L+0.305 mmol/L=0.92 mmol/L

If we use the individual molar concentration of each halogen (from Step 2) and multiply them with their atomic weights, they will represent
their individual concentrations on weight basis. For example, chlorine concentration on weight basis will be equal to its molar
concentration x 35.5 (i.e., 0.601 mmol/L x 35.5 = 21.66 mg/L).

b A few rats were removed from the analysis (died or did not report data), hence actual number of rats evaluated per litter may have varied
during the analysis.

* Author reported significant delay from concurrent control (p < 0.05).

Sloan et al. (2005) examined the age at PPS and VO in rats
treated with BCAA from 10 weeks before mating until the F1
generation acquired puberty. Rat body weights were measured on
the day of puberty acquisition, but not at weaning. In both F1
males and females, the authors reported delays in puberty
acquisition in the high-dose group compared to controls (p < 0.05).

Christian et al. (2002) examined the age at PPS and VO in rats
treated with BDCM. BDCM treatment was initiated 10 weeks prior

1.1.1. Single DBP studies

Klinefelter et al. (2004) examined the age at PPS and VO in rats
treated with DBAA from Gestation Day (GD) 15 through
adulthood of the F1 generation. Body weights were recorded
on day of weaning (Postnatal Day [PND] 22) and day of puberty
acquisition. In the F1 generation, the authors reported
significant delays in PPS and VO in the high-dose group
compared to controls (p < 0.05).
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( DBP whole-mixture to be evaluated ]

Literature search for studies of similar DBP mixtures, single DBPs, or DM
evaluating same endpoint (e.g., timing of puberty acquisition)

v

Convert DBP concentrations of each chemical in a study into molar TOX levels

Single DBP study?

Yes

Are DBP mixtures
sufficiently similar?

v

Exclude dissimilar mixture
studies from analysis

concurrent control; conduct statistical

Estimate differences in age at puberty acquisition for each dose group relative to

analyses to evaluate whether significant

A

A

Develop dose-response model(s) with 95% prediction intervals (using DM data for
comparison across the studies)

A

A

Compare differences in age at pubertal acquisition from each study with DM
dose-response model predictions

95% predict

Yes

Do DBP responses fall within

ion interval?

DBP whole-mixture effect is
consistent with modeled
defined-mixture predictions

DBP whole-mixture effect is not
consistent with modeled defined-mixture
predictions; investigate toxicity of other
known or unidentified DBPs

Fig. 1 - Flow diagram for comparing results of single DBP, defined-mixture, and whole-mixture bioassays. DBP: disinfection

byproduct; DM: defined mixtures; TOX: total organic halogen.

to mating and continued until the F1 generation acquired puberty.
Body weights were reported for the day after weaning but not at
puberty. In the F1 generation, the authors reported no significant
differences in age at PPS or VO in any dose group (p > 0.05).

We note that other published reports on the effects of DBPs
either on additional reproductive/developmental endpoints in
S-Drats or in other in vivo experimental models (examples include
the reported effects of bromochloroacetic acid, dichloroacetic acid
and dibromoacetic on sperm in S-D rats (Klinefelter et al., 2002;
Linder et al., 1994a, 1994b, 19973, 1997b) are not reported here, as
we focused on puberty attainment in the S-D rat.

1.1.2. DBP mixture studies
Narotsky et al. (2015) administered the DM, comprised of nine
regulated DBPs, as drinking water to pregnant rats from GD 0

through weaning of their offspring; treatment of the F1
generation via drinking water continued to the end of the
study. Body weights both on the day of weaning (PND 26) and
the day of puberty acquisition were reported. Significant
delays in PPS and VO were observed in the medium and
high-dose groups compared to controls (p < 0.05).

Narotsky et al. (2013) administered the WM as drinking
water to pregnant rats from GD 2 until their litters were
weaned; F1 rat exposures continued through adulthood. Body
weights both on the day of weaning (PND 21) and the day of
puberty acquisition were reported. In F1 females, the age at
VO was slightly but significantly delayed in the treatment
group (p < 0.05); however, among males, no significant differ-
ence in age at PPS was reported. The results of chemical
analyses of the WM are reported by Pressman et al. (2010).
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1.2. Calculation of TOX concentration, a common dose metric
across studies

Use of a common metric is required for comparisons across
the studies. Because DBP dose levels among these five studies
were not directly comparable, we converted all reported DBP
concentrations in each study to molar TOX levels. Thus, water
concentrations were expressed on a uniform molar TOX scale.
To calculate molar TOX levels, we estimated the contribution
of each halogen atom (e.g., chlorine, bromine, and iodine) in
one mole of each DBP. We used a three-step approach to
estimate molar TOX concentrations (Table 1, Footnote ‘@’). In
Step 1, the molar concentration of each DBP was estimated by
dividing the mass concentration by its molecular weight. In
Step 2, the molar concentration of each halogen present in
each DBP was calculated by multiplying the total number of
halogen atoms by the molar concentrations of each DBP.
Finally, in Step 3, the molar halogen concentrations were
summed to estimate the TOX concentration (mmol/L).

1.3. Sufficient similarity analysis of mixtures

We also used molar TOX estimates to examine whether the
chemical compositions of the WM and DM were “sufficiently
similar” and thus it would be appropriate to compare the
associated health outcomes (US EPA, 2000b; Rice et al., 2009). For
the nine DBPs common to both the DM and the WM, we summed
the TOX contribution of each chemical to create the 9-DBP TOX
for that mixture. Then, for both mixtures, we estimated the
percent TOX contribution of each of the nine DBPs to the
respective 9-DBP TOX for that mixture. We evaluated similarity
between WM and DM by comparing these percent TOX
contributions of nine DBPs.

1.4. Estimation of differences in age at puberty acquisition

The mean age at VO or PPS in the control groups differed
across studies. Therefore, the difference from concurrent
controls was used as a standardized metric to enable
comparisons of responses in the WM and individual DBP
studies with the DM data. For statistical modeling using
individual animal data, the difference in age of puberty
acquisition for each rat was calculated by subtracting the
concurrent control group’s mean age of puberty acquisition
from the individual rat’s age at puberty acquisition.

1.5. Statistical analyses

1.5.1. Test for significant delay

The age at puberty acquisition for concurrent treatment groups
was compared against concurrent controls. Analyses of covari-
ance (ANCOVA) were performed on age at VO and PPS, adjusting
each using either weaning body weight or pubertal body weight
as covariates at 95% confidence intervals (p < 0.05) (SAS 9.1, Proc
Mixed). Analyses of variance (ANOVA), unadjusted for body
weight, were also performed (p < 0.05). Upon finding signifi-
cance in ANOVA or ANCOVA, t-tests (two-tailed) for significance
(p < 0.05) was also performed to compare treated groups versus
concurrent controls using unadjusted and body weight-
adjusted data on age at puberty acquisition.

1.5.2. Body-weight adjustments

Age at puberty acquisition across concurrent treatment groups
was examined using ANCOVA, with body weight as a covariate.
Different study authors have used body weights measured at
different times as the covariate. Some use the body weight
reported at weaning (Christian et al., 2002; Goldman et al., 2000);
others use the body weight reported at puberty acquisition
(Blystone et al., 2007; Klinefelter et al., 2004; Tyl et al., 2004).
Because of the varied approaches among researchers, ANCOVA
models using each of these body weight measures were
developed. ANOVA models, without body-weight adjustments,
were also developed.

1.5.3. Defined mixture regression modeling

To compare age at puberty acquisition in the DM study with
results from the WM and individual DBP studies, dose-response
models for the DM study result were developed based on
individual animal data using regression analysis (SAS 9.1, Proc
Reg). Regression models were developed by regressing dose on
differences in age at puberty acquisition between treated and
control male and female rats; separate regression models were
developed for males and females, one using age of puberty
acquisition data adjusted for body weight measured at day of
weaning, a second using age of puberty acquisition data
adjusted for body weight measured on the day of puberty
acquisition, and a third using unadjusted data (a total of six
models, three for each sex). The data were fit using polynomial
functions of n™ degrees, each including an intercept term.
Model selection was based on consideration of goodness of
model fit, judged by r* estimates, and parsimony. Using the
modeling results, we calculated 95% prediction intervals for
responses that corresponded to the differences in age at
puberty acquisition reported in the WM study, and the three
individual DBP studies.

2. Results
2.1. Sufficient similarity analysis

Table 2 summarizes the individual organic halogen and TOX
concentrations for the nine regulated DBPs and BCAA in the
five studies utilized. Results of the simple sufficient similarity
analysis of the nine DBPs common to the DM and WM suggest
that the percent halogen distributions of the nine DBPs in
these two mixtures follow similar patterns (Table 2). The
percentage of the TOX associated with CHBr; and BAA is <1%
for both mixtures. The concentrations of CAA and BAA were
below their minimum reporting levels (MRLs) in the WM (in
the WM, the MRL values used in TOX analysis are presented).
The main difference between the DM and WM occurs with the
TOX associated with CAA and TCAA. The percentage of TOX
associated with CAA in the DM was approximately six times
higher than in the WM. The percentage of TOX associated
with TCAA was approximately three times higher in the WM
than in the DM. Except for these differences, the two mixtures
appear to be sufficiently similar based on the chemical
composition of these nine DBPs; thus, comparing differences
in age at puberty acquisition associated with these mixtures
was judged to be reasonable.
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Table 2 - Illustration of individual organic halogens and TOX at medium dose (Group-IIl) of each single DBP and mixture

studies.

Study Chemical(s) DBP Conc. DBP Conc. TOCI TOBr TOX Percent TOX fraction
(mg/L) (mmol/L) (mmol/L) (mmol/L) (mmol/L) (%)
DBAA Dibromoacetic acid 40 0.18 0 0.4 0.4 NA
BCAA Bromochloroacetic acid 300 1.73 0.17 0.17 3.5 NA
BDCM Bromodichloromethane 150 0.92 1.83 0.92 2.75 NA
DM Chloroform 44.77 0.375 1.124 0.000 1.124 43
Bromodichloromethane 25.96 0.158 0.317 0.158 0.475 18
Dibromochloromethane 8.59 0.041 0.041 0.082 0.124 5
Bromoform 0.68 0.003 0.000 0.008 0.008 <1
Chloroacetic acid 14.07 0.149 0.149 0.000 0.149 6
Dichloroacetic acid 27.03 0.210 0.419 0.000 0.419 16
Trichloroacetic acid 13.71 0.084 0.252 0.000 0.252 10
Bromoacetic acid 1.64 0.012 0.000 0.012 0.012 <1
Dibromoacetic acid 3.54 0.016 0.000 0.033 0.033 1
WM? Chloroform 7.12 0.060 0.179 0.000 0.179 40
Bromodichloromethane 3.28 0.020 0.040 0.020 0.060 13
Dibromochloromethane 0.79 0.004 0.004 0.008 0.011 3
Bromoform 0.06 0.000 0.000 0.001 0.001 <1
Chloroacetic acid 0.05° 0.001 0.001 0.000 0.001 <1
Dichloroacetic acid 4.46 0.035 0.069 0.000 0.069 15
Trichloroacetic acid 6.90 0.042 0.127 0.000 0.127 28
Bromoacetic acid 0.03° 0.000 0.000 0.000 0.000 <1
Dibromoacetic acid 0.19 0.001 0.000 0.002 0.002 <1

TOX: total organic halogen; DBP: disinfection byproduct; TOCI: total organic chloride; TOBr: total organic bromide; DBAA: dibromoacetic acid;
NA: not applicable; BCAA: bromochloroacetic acid; BDCM: bromodichloromethane; DM: defined mixture; WM: whole mixture; MRL: minimum

reported level.

@ The organic halogen concentrations are shown only for nine of the regulated DBPs (9-DBP TOX).

 Chloroacetic acid and bromoacetic acid concentrations were below MRL in the WM, and for illustration, their reported MRL values were used.
The WM chemistry data are taken from Pressman et al. (2010). The chemical compositions of the remaining DBPs in the WM were either not
known or not included (other DBPs concentrations were not relevant for this paper). The percent TOX fraction (%) for each DBP was calculated
using total TOX of only nine DBPs. The mean DBP concentration (mg/L) of the WM may differ slightly from Pressman et al. (2010) median
concentration because we have incorporated other identified DBPs from Pressman et al. (2010) in the remaining TOX fraction.

2.2. Observed and body weight-adjusted age at puberty
acquisition

Fig. 2 shows the mean observed and body weight-adjusted
differences from concurrent control in age at puberty acqui-
sition in the five studies. In the lower dose groups of the three
individual DBP studies, age at puberty acquisition was
comparable to controls, whereas in the higher dose groups,
significant delays in puberty acquisition were consistently
observed. In the DM study, delays in puberty acquisition
increased with dose; in the medium and high-dose groups,
these delays were significant in both sexes. In the WM study,
significant delays in puberty acquisition were observed for
females (mean + standard error 0.78 + 0.3 days), but the delay
in males (0.39 + 0.3 days) did not reach significance. In almost
all cases, use of pubertal body weight as a covariate increased
the estimated mean age at puberty acquisition at the highest
dose level. When body weight at weaning was used as a
covariate, the estimated mean age at puberty acquisition
decreased for both males and females, especially in the high
dose groups. The results of significance tests shown in Fig. 2
were consistent with the results reported in the individual
DBP studies using either weaning body weight or pubertal
body weight as a covariate; however, some results reported
here are inconsistent with those in the individual DBP studies,
when the covariates were not included.

2.3. Defined mixture regression models

Egs. (1) to (4) show the regression models developed for males
and females in the DM bioassay by regressing the differences
from concurrent control in age at puberty acquisition (shown in
Fig. 2) on dose with body weight as a covariate, along with the
model-fit statistics. The regression models were adjusted using a
covariate of either body weight measured at puberty (Egs. (1)
and (2)), or body weight measured at weaning (Egs. (3) and (4)) in
male and female rats, respectively. Based on the r* statistic, the
statistical fits of the regression models using dose as an
independent variable improved substantially when body-weight
adjustments were employed (comparing Egs. (1), (2), (3), and (4) to
Eg. (5) and (6)).

Difference in PPS,gjusted = —16 4 0.15 x Dose + 0.26 x Dose? + 0.07
x Pubertal Body weight (r> = 0.57) (1)

Difference in VO,gjusted = —4.74-0.16 x Dose + 0.25 x Dose? + 0.10
x Pubertal Body weight (r* = 0.61) (2)

Difference in PPS,gjusteq = —11 + 0.81 x Dose + 0.06 x Dose?-0.13
x Weaning Body weight (r? = 0.40)
®3)
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bromochloroacetic acid; BDCM: bromodichloromethane; DM: defined mixture; WM: whole mixture.
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were not selected for comparison because the model fits
achieved in the models with pubertal body weight as a
covariate were better. Fig. 3a and b depict the pubertal body
weight-adjusted difference in age at puberty acquisition at
different TOX concentrations in male and female rats,
respectively. The deviation of age at puberty acquisition
from the DM regression model line shows the difference in
puberty acquisition predicted by the DM model at the
corresponding TOX concentration. Because the differences
in puberty acquisition for the WM fall within the 95%
prediction intervals, they are considered to be consistent
with the DM model results. The single chemical responses
that fell outside the lower 95% prediction interval, particu-
larly BCAA, differed from DM model; however, BCAA is not a
DM component and was judged to not be of toxicological
concern because of small differences in age at puberty
acquisition compared to the DM.

(a) Male rat A

= N W A OO 0O N ® O
+

Net change in PPS (Days)

o

Dose as TOX (mmol/L)

+DBAA =BCAA ADM WM

(b) Female rat

w s 00 N ® ©

[N}

Net change in VO (Days)

Dose as TOX (mmol/L)

+DBAA -BCAA ADM WM

Fig. 3 - Comparison of pubertal body weight-adjusted
differences in age at PPS and VO across studies with pubertal
body weight-adjusted defined mixture regression models.
Note: The WM associated differences in puberty acquisition
were compared with the DM regression model at 1.0 mmol/L
TOX concentration. In female rats, the mean pubertal body
weight-adjusted difference was 0.36 day, just slightly lower
than the DM regression model line. The BDCM study did not
report pubertal body weight-adjusted data and are not
present in the figure. PPS: preputial separation; VO: vaginal
opening; WM: whole mixture; DM: defined mixture; TOX:
total organic halogen; BDCM: bromodichloromethane; DBAA:
dibromoacetic acid; BCAA: bromochloroacetic acid.

3. Discussion

Here, we present a method to evaluate the contribution of
component chemicals to the toxicity of a mixture. The method
is illustrated with evaluation of delays in puberty acquisition in
rats posed by known and unidentified DBPs present in the WM.
The delays in puberty acquisition observed in the WM-exposed
rats could not be distinguished statistically from those estimat-
ed by the DM model; i.e., these delays appeared consistent with
those attributed to the nine DBPs in the DM. Significant
differences in puberty acquisition also were reported in bioas-
says of the following individual DBPs: DBAA, BCAA, and BDCM
(Klinefelter et al., 2004; Sloan et al., 2005; Christian et al., 2002);
DBAA and BDCM also were components of the DM. A significant
delay in PPS was observed in DM-treated males (Narotsky et al.,
2015); however, in the WM bioassay, the age at PPS in treated
males did not differ significantly from controls, even though the
WM had a larger sample size than the DM.

Exposures of regulated DBPs have been associated with
human reproductive and developmental outcomes (e.g., Waller
et al., 1998; Windam et al., 2003; Hinckley et al., 2005; Wright
et al., 2003; Hoffman et al., 2008). It is not known whether these
outcomes are associated with identified DBPs or other factors
such as co-occurring DBPs. Our analysis suggests that, in the
rat, the slight delay in VO observed in the WM bioassay may be
associated mainly with nine of the DBPs regulated currently in
the United States, and that these nine DBPs may influence the
adverse effect of DBP mixtures.

The timing of puberty acquisition in rats is influenced by a
number of factors, including hormones secreted from the
hypothalamus, adrenal glands and thyroid glands, body size,
genetics, and environmental factors, including toxicant expo-
sures (Ashby et al.,, 1997; Goldman et al., 2000). Given the many
factors influencing the age of puberty acquisition, understanding
the biological implications of a modest puberty delay observed in
the WM-treated female rats is not straightforward. In the WM
study, the treated females’ serum estradiol and progesterone
levels and the treated males’ testosterone levels were compara-
ble to controls (Narotsky et al., 2013). Decreased body weight is
also associated with delayed puberty; however, that study
reported no differences in body weights of treated and control
animals. Because the WM study reported no differences in key
hormonal levels and body weights between treated and control
rats, we anticipated no significant reproductive effects in rats as
a consequence of the slight delay in puberty in treated females.
Considering the lack of effect on other endpoints associated with
sexual maturation, it appears inappropriate to extrapolate such
a modest developmental effect from rats to humans.

Body weight may significantly impact age at puberty
acquisition, as heavier rats are believed to acquire puberty
earlier than lighter rats, although this relationship is not
always observed (Goldman et al., 2000). Our analysis suggests
that pubertal body weight-adjusted models fit the data better
than the weaning body weight-adjusted models.

The TOX estimation approach used in this manuscript
facilitated the comparisons among studies of individual DBPs
and DBP mixtures. We also employed this approach in the
sufficient similarity analysis between DM and WM. Our
analysis of sufficient similarity relied on ad hoc comparisons
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of the contributions to TOX of each mixture’s components.
These remained constant across the various dose groups.
Although the TOX fraction of two compounds (CAA and
TCAA) differed between the DM and WM, we judged these
mixtures to be sufficiently similar based on the remaining
seven chemicals in the DM.

Several other researchers have developed approaches that
identify the components influencing the toxicity of complex
environmental mixtures. In an analysis of wood-preserving
waste mixtures that contained polycyclic aromatic hydrocar-
bons (PAH) and pentachlorophenol, Cizmas et al. (2004)
analyzed the mixtures chemically using gas chromatography/
mass spectrometry (GC/MS) and evaluated the mixtures
toxicologically using Salmonella/microsome and Escherichia coli
prophage induction assays. Eide et al. (2002) used pattern
recognition and multivariate regression modeling to test PAH
mixtures derived from gasoline. These mixtures were analyzed
chemically through GC/MS and chemical fingerprinting, and
toxicologically evaluated using the Ames Salmonella assay.
These chemical and toxicity data served as inputs to a principal
component analysis to evaluate similarities among the mix-
tures, and regression analyses were used to predict the
mixtures’ mutagenicity based on chemical composition. Rice
et al. (2008) proposed a component-based method to estimate
the risk associated with exposures to known DBP fractions in a
mixture. Using animal bioassay data, they compared the
predicted risk associated with mixture components to the
effects observed in vivo following exposures to whole DBP
mixtures. Each of these approaches integrates the results of a
chemical analysis with toxicity data in an attempt to identify
components that influence the toxicity of a mixture. Whereas
Cizmas et al. (2004) and Eide et al. (2002) rely on in vitro
toxicology data, both Rice et al. (2009) and the present method
rely on test animal bioassay data.

When compared to in vivo data, in vitro data require fewer
resources; consequently, more samples of the mixture,
fractions of the mixture, variations of the defined mixtures
and individual mixture components can be tested at different
concentrations using in vitro toxicity measures. Also, such
studies typically can test more replicates (i.e., increased n)
than in vivo studies. The conduct of additional toxicity tests
(e.g., using in vitro or in silico studies) on the whole mixture,
additional fractions, additional defined mixtures, and indi-
vidual chemical components could be used as inputs to the
method proposed here, likely increasing the confidence in the
results of such an application. Further, increases in sample
sizes would increase the reliability of the sample statistics. In
vitro studies would be particularly useful to develop testable
hypotheses for in vivo studies. The relevance to humans would
be increased by validated in vitro to in vivo extrapolation methods.
As these methods are generally still in the developmental stage,
typically risk assessors consider animal bioassays (in vivo data) to
be more relevant than in vitro data for predicting human health
effects. Thus, differences among these approaches are due, in
part, to an explicit trade-off between the number of samples that
can be tested, given resource constraints, and relevancy of the
samples to human health.

Although a modest but significant delay in puberty acquisi-
tion was observed in WM-treated female rats, we cannot
discern a difference between the nine DBPs in the DM and the

WM. However, the contribution of the unidentified DBPs could
be important for other health effects in different DBP mixtures,
and the present method could be used to elucidate such
differences in toxicity between a defined mixture and a mixture
of concern. We suggest that the regression-modeling approach
discussed in this manuscript may be applied to analyze the
toxicity of other complex environmental mixtures. For the
vast majority of complex environmental mixtures, relevant
data will be gathered from existing literature, as the cost and
time necessary for de novo data collection will be prohibitive.
Thus, it is highly likely that the samples sizes (in this case
number of litters per group) will vary among the data sets
used in the analysis. The impact of varying sample sizes
between different data sets on model uncertainty is an area
that will benefit from future research. However, such an
approach as the present one will provide useful information
to risk assessors, managers, and regulators. It allows
risk management, risk remediation, and risk prevention
efforts to focus on those components of the mixture res-
ponsible for the majority of mixture toxicity, focusinglimited
resources.

4. Conclusions

We developed a regression modeling-based method to
evaluate the contribution of component chemicals to the
toxicity of complex mixtures and used the method to
examine the onset of puberty in S-D rats prenatally exposed
to DBPs. The delays in puberty acquisition observed in the
WM-exposed rats could not be distinguished statistically
from those estimated by the DM regression model, suggest-
ing that the nine regulated DBPs in the DM might account for
much of the delay observed in the WM-exposed rats. The
illustrated regression modeling technique presents a prom-
ising new way to compare the health effects among complex
environmental mixtures and components of such mixtures.
Although further adjustments to this approach may be
needed due to differences among specific mixtures (e.g.,
chemical composition, nature of dose-response data, and
differences in modes of exposure) or differences in available
toxicity tests, it provides a conceptual approach to evaluate
contributions of components and mixture fractions to whole
mixture toxicity. This approach could provide useful infor-
mation to health risk assessors and risk managers to reduce
health risks associated with exposures to some environ-
mental mixtures.

Disclaimer

This project was supported in part by an appointment to the
Research Participation Program at the National Center for
Environmental Assessment, Office of Research and Develop-
ment, U.S. EPA, administered by Oak Ridge Institute of Science
Education (ORISE) through an interagency agreement between
the U.S. Department of Energy and U.S. EPA. The views
expressed in this manuscript are those of the authors and do
not necessarily reflect the views or policies of the U.S. EPA or
the ORISE.



320

JOURNAL OF ENVIRONMENTAL

SCIENCES 58 (2017)311-321

Acknowledgements

The authors thank Dr. Alan M. Hoberman, Charles River
Laboratories, Horsham, Pennsylvania, for providing data on
individual animals for the Christian et al. (2002) study. We also
thank Drs. David DeMarini, Elaina Kenyon, and Woody Setzer
for thoughtful review of an earlier version of this manuscript.

REFERENCES

Ashby, J., Odum, J., Foster, Jr, 1997. Activity of raloxifene in
immature and ovariectomized rat uterotrophic assays. Regul.
Toxicol. Pharmacol. 25 (3), 226-231.

Blystone, C.R., Lambright, C.S., Howdeshell, K.L., Furr, 2007.
Sensitivity of fetal rat testicular steroidogenesis to maternal
prochloraz exposure and the underlying mechanism of
nhibition. Toxicol. Sci. 97 (2), 65-74.

Bove, F.J., 1996. Public drinking water contamination and
birthweight, prematurity, fetal deaths, and birth defects.
Toxicol. Ind. Health 12 (2), 255-266.

Christian, M.S., York, R.G., Hoberman, A.M., Fisher, L.C., Brown,
W.R., 2002. Oral (drinking water) two-generational reproductive
toxicity study of bromodichloromethane (BDCM) in rats. Int.

J. Toxicol. 21, 115-146.

Cizmas, L., McDonald, T., Phillips, T., Gillespie, A., Lingenfelter, R.,
Kubena, L., Phillips, T., Donnelly, K., 2004. Toxicity
characterization of complex mixtures using biological and
chemical analysis in preparation for assessment of mixture
similarity. Environ. Sci. Technol. 38 (19), 5127-5133.

Colman, J., Rice, G., Wright, M.J., Hunter III, E.S., Teuschler, LK.,
Lipscomb, J.C., Hertzberg, R.C., Simmons, J.E., Fransen, M., Osier,
M., Narotsky, M.G., 2011. Identification of developmentally toxic
drinking water disinfection byproducts and evaluation of data
relevant to mode of action. J. Toxicol. Appl. Pharmacol. 254 (2),
100-126.

Danileviciute, A., Grazuleviciene, R., Vencloviene, J., Paulauskas,
A., Nieuwenhuijsen, M.J., 2012. Exposure to drinking water
trihalomethanes and their association with low birth weight
and small for gestational age in genetically susceptible
women. Int. J. Environ. Res. Public Health 9 (12), 4470-4485.

Dodds, L., King, W., Allen, A.C., Armson, B.A,, Fell, D.B., Nimrod, C.,
2004. Trihalomethanes in public water supplies and risk of
stillbirth. Epidemiology 15 (2), 179-186.

Eide, I, Neverdal, G., Thorvaldsen, B., Grung, B., Kvalheim, O.M.,
2002. Toxicological evaluation of complex mixtures by pattern
recognition: correlating chemical fingerprints to mutagenicity.
Environ. Health Perspect. 110 (6), 985-988.

Gallagher, M.D., Nuckols, J.R., Stallones, L., Savitz, D.A., 1998.
Exposure to trihalomethanes and adverse pregnancy
outcomes. Epidemiology 9 (5), 484-489.

Goldman, .M., Laws, S.C., Balchak, S.K., Cooper, R.L., Kavlock, R.J.,
2000. Endocrine-disrupting chemicals: prepubertal exposures
and effects on sexual maturation and thyroid activity in the
female rat. A focus on the EDSTAC recommendations. Crit.
Rev. Toxicol. 30 (2), 135-196.

Hinckley, A.F., Bachand, A.M,, Reif, ].S., 2005. Late pregnancy
exposures to disinfection by-products and growth-related
birth outcomes. Environ. Health Perspect. 113 (12), 1808-1813.

Hoffman, C.S., Mendola, P., Savitz, D.A., Herring, A.H., Loomis, D.,
Hartmann, K.E., Singer, P.C., Weinberg, H.S., Olshan, A.F., 2008.
Drinking water disinfection by-products exposure and fetal
growth. Epidemiology 19 (5), 729-737.

Hrudey, S.E., 2009. Chlorination disinfection by-products,
public health risk tradeoffs and me. Water Res. 43 (8),
2057-2092.

Hunter III, E.S., Tugman, J.A., 1995. Inhibitors of glycolytic
metabolism affect neurulation-staged mouse conceptuses in
vitro. Teratology 52, 317-323.

Hunter III, E.S., Rogers, E.H., Schmid, J.E., Richard, A., 1996.
Comparative effects of haloacetic acids in whole embryo
culture. Teratology 54, 57-64.

Kavlock, R., Chernoff, N., Carver, B., Kopfler, F., 1979. Teratology
studies in mice exposed to drinking water concentrates during
organogenesis. Food Cosmet. Toxicol. 17, 343-347.

King, W.D., Dodds, L., Allen, A.C., 2000. Relation between stillbirth
and specific chlorination by-products in public water supplies.
Environ. Health Perspect. 108 (9), 883-886.

Klinefelter, G.R., Strader, L.F., Suarez, ].D., Roberts, N., L., 2002.
Bromochloroacetic acid exerts qualitative effects on rat sperm:
implications for a novel biomarker. Toxicol. Sci. 68 (1), 164-173.

Klinefelter, G.R., Strader, L.F., Suarez, J.D., Roberts, N.L., Goldman,
J.M., Murr, A.S., 2004. Continuous exposure to dibromoacetic
acid delays pubertal development and compromises sperm
quality in the rat. Toxicol. Sci. 81 (2), 419-429.

Krasner, S.W., Weinberg, H.S., Richardson, S.D., Pastor, S., Chinn,
R., Sclimenti, M.J., Onstad, G., Thruston Jr., A.D., 2006.
Occurrence of a new generation of disinfection byproducts.
Environ. Sci. Technol. 40 (23), 7175-7185.

Linder, R.E,, Klinefelter, G.R., Strader, L.F., Suarez, ].D., Dyer, CJ.,
1994a. Acute spermatogenic effects of bromoacetic acids.
Fundam. Appl. Toxicol. 22 (3), 422-430.

Linder, R.E,, Klinefelter, G.R., Strader, L.F., Suarez, ].D., Roberts,
N.L., Dyer, CJ., 1994b. Spermatotoxicity Inhibition of
dibromoacetic acid in rats after 14 daily exposures. Reprod.
Toxicol. 8 (3), 251-259.

Linder, R.E,, Klinefelter, G.R., Strader, L.F., Suarez, ].D., Roberts,
N.L., 1997a. Spermatoxicity of dichloroacetic acid. Reprod.
Toxicol. 11 (5), 681-688.

Linder, R.E., Klinefelter, G.R,, Strader, L.F., Veeramachaneni, D.N.,
Roberts, N.L., Suarez, J., D., 1997b. Histopathologic changes in
the testes of rats exposed to dibromoacetic acid. Reprod.
Toxicol. 11 (1), 47-56.

Narotsky, M.G., Best, D.S., Rogers, E.H., McDonald, A., Sey, Y.M,,
Simmons, J.E., 2008. Integrated disinfection byproducts
mixture research: assessment of developmental toxicity in
Sprague-Dawley rats exposed to concentrates of water
disinfected by chlorination and ozonation/post chlorination.
J. Toxicol. Environ. Health A 71 (17), 1216-1221.

Narotsky, M.G., Klinefelter, G.R., Goldman, ].M., Best, D.S.,
McDonald, A., Strader, L.F., Suarez, J.D., Murr, A.S.,
Thillainadarajah, I., Hunter III, E.S., Richardson, S.D., Speth,
T.F., Miltner, R.J., Pressman, J.G., Teuschler, L.K,, Rice, G.E.,
Moser, V.C., Luebke, R.W., Simmons, J.E., 2013. Comprehensive
assessment of a chlorinated drinking water concentrate in a
rat multigenerational reproductive toxicity study: U.S. EPA’s
Four Lab Study. Environ. Sci. Technol. 47 (18), 10653-10659.

Narotsky, M.G., Klinefelter, G.R., Goldman, .M., DeAngelo, A.B.,
Best, D.S., McDonald, A., Strader, L.F., Murr, A.S., Suarez, J.D.,
George, M.H., Hunter III, E.S., Simmons, J.E., 2015. Reproductive
toxicity of a mixture of regulated drinking-water disinfection
by-products in a multigenerational rat bioassay. Environ.
Health Perspect. 123 (6), 564-570.

Nieuwenhuijsen, M.J., Grellier, J., Smith, R., Iszatt, N., Bennett, J.,
Best, N., Toledano, M., 2009. The epidemiology and possible
mechanisms of disinfection by-products in drinking water.
Philos. Trans. R. Soc. Lond. Ser. A 367 (1904), 4043-4076.

OECD (Organization for Economic Co-operation and
Development), 2012. Test No. 443: Extended One-Generation
Reproductive Toxicity Study. OECD Publishing, Paris. http://dx.
doi.org/10.1787/9789264185371-en.

Pressman, J.G., Richardson, S.D., Speth, T.F., Miltner, RJ.,
Narotsky, M.G., Hunter III, E.S,, Rice, G.E., Teuschler, LK.,
McDonald, A., Parvez, S., Krasner, S.W., Weinberg, H.S.,
McKague, A.B., Simmons, J.E., 2010. Concentration, chlorination,



JOURNAL OF ENVIRONMENTAL SCIENCES 58 (2017)311-321 321

and chemical analysis of drinking water for disinfection
by-product mixtures health effects research: U.S. EPA’s Four Lab
Study. Environ. Sci. Technol. 44 (19), 7184-7192.

Rice, G.E., Teuschler, L.K., Richardson, S.D., Speth, T.F., Simmons,
J.E., 2008. Integrated disinfection by-products mixtures
research: assessing reproductive and developmental risks
posed by complex disinfection byproduct mixtures. J. Toxicol.
Environ. Health A 71 (17), 1222-1234.

Rice, G.E., Teuschler, L.K., Bull, R.J., Simmons, J.E., Feder, P.I., 2009.
Evaluating the similarity of complex drinking water disinfection
by-product mixtures: overview of the issues. J. Toxicol. Environ.
Health A 72 (7), 429-436.

Richardson, S.D., Simmons, J.E., Rice, G., 2002. Disinfection
byproducts: the next generation. Environ. Sci. Technol. 36 (9),
198A-205A.

Richardson, S.D., Plewa, M.J., Wagner, E.D., Schoeny, R., DeMarini,
D.M.,, 2007. Occurrence, genotoxicity, and carcinogenicity of
emerging disinfection by-products in drinking water: a review
and roadmap for research. Mutat. Res. 636, 178-242.

Richardson, S.D., Thruston Jr., A.D., Krasner, S.W., Weinberg, H.S.,
Miltner, RJ., Narotsky, M.G., Simmons, J.E., 2008. Integrated
disinfection by-products mixtures research: comprehensive
characterization of water concentrates prepared from
chlorinated and ozonated/postchlorinated drinking water.

J. Toxicol. Environ. Health A 71 (17), 1165-1186.

Savitz, D.A., Andrews, K.W., Pastore, L.M., 1995. Drinking water
and pregnancy outcome in central North Carolina: source,
amount, and trihalomethane levels. Environ. Health Perspect.
103 (6), 592-596.

Savitz, D.A,, Singer, P.C., Herring, A.H., Hartmann, K.E., Weinberg,
H.W., Makarushka, C., 2006. Exposure to drinking water
disinfection by-products and pregnancy loss. Am. J. Epidemiol.
164 (11), 1043-1051.

Simmons, J.E., Richardson, S.D., Speth, T.F., Miltner, RJ., Rice, G,
Schenck, K.M., Hunter III, E.S., Teuschler, L.K., 2002. Development
of a research strategy for integrated technology-based
toxicological and chemical evaluation of complex mixtures of
drinking water disinfection byproducts. Environ. Health
Perspect. 110 (Suppl. 6), 1013-1024.

Simmons, J.E., Teuschler, L.K., Gennings, C., Speth, T.F,,
Richardson, S.D., Miltner, RJ., Narotsky, M.G., Schenck, K.D.,
Hunter III, E.S., Hertzberg, R.C., Rice, G., 2004.
Component-based and whole-mixture techniques for
addressing the toxicity of drinking-water
disinfection-byproduct mixtures. J. Toxicol. Environ. Health A
67 (8-10), 741-754.

Simmons, J.E., Richardson, S.D., Speth, T.F., Miltner, RJ., Rice, G.,
Schenck, K.M., Hunter III, E.S., Teuschler, L.K., 2008. Research
issues underlying the four-lab study: integrated disinfection
byproducts mixtures research. J. Toxicol. Environ. Health A 71
(17), 1125-1132.

Sloan, C., Klinefelter, G., Goldman, J., Vick, K., Fail, P., Tyl, R., 2005.
Delayed preputial separation (PPS) and SP22 measurements in
rats administered bromochloroacetic acid (BCA) in drinking
water. Toxicologist 84 (S-1), 112.

Teuschler, LK., Simmons, J.E., 2003. Approaching the toxicity of
disinfection by-products in drinking water as a mixtures
problem. J. Am. Water Works Assoc. 95 (6), 131-138.

Tyl, RW., Myers, C.B., Marr, M.C,, Fail, P.A,, Seely, J.C., Brine, D.R,,
Barter, R.A,, Butala, J.H., 2004. Reproductive toxicity evaluation
of dietary butyl benzyl phthalate (BBP) in rats. Reprod. Toxicol.
18 (2), 241-264.

US EPA (US Environmental Protection Agency), 1998. Health
Effects Test Guidelines, OPPTS 870.3800, Reproduction and
Fertility Effects (Washington, DC).

US EPA (US Environmental Protection Agency), 2000a. Review of
Animal Studies for Reproductive and Developmental Toxicity
Assessment of Drinking Water Contaminants: Disinfection
by-Products (DBPs). Prepared for the Office of Water by R. W.
Tyl under Contract with RTI, Project # 07639. Research Triangle
Institute, Research Triangle Park, NC.

US EPA (US Environmental Protection Agency), 2000b.
Supplementary Guidance for Conducting Health Risk
Assessment of Chemical Mixtures. Risk Assessment Forum,
Washington, DC (EPA/630/R-00/002, August. https://cfpub.epa.
gov/ncea/raf/pdfs/chem_mix/chem_mix_08_2001.pdf).

US EPA (US Environmental Protection Agency), 2006. National
Primary Drinking Water Regulations: Stage 2 Disinfectants and
Disinfection Byproducts Rule; Final Rule, fed. Reg. Part II, 40
CFR Part 9, 141 and 142, 71 (2). p. 388.

Waller, K., Swan, S.H., DeLorenze, G., Hopkins, B., 1998.
Trihalomethanes in drinking water and spontaneous abortion.
Epidemiology 9, 134-140.

Waller, K., Swan, S.H., Windham, G.C., Fenster, L., 2001. Influence
of exposure assessment methods on risk estimates in an
epidemiologic study of total trihalomethane exposure and
spontaneous abortion. J. Expo. Anal. Environ. Epidemiol. 11,
522-531.

Weinberg, H.S., Krasner, S.W., Richardson, S.D., Thruston Jr., A.D,,
2002. The Occurrence of Disinfection by-Products (DBPs) of
Health Concern in Drinking Water: Results of a Nationwide
DBP Occurrence Study. U.S. EPA, National Exposure Research
Laboratory, Athens, GA (EPA/600/R-02/068. (www.epa.gov/
athens/publications/EPA_600_R02_068.pdf)).

Windam, G.C., Waller, K., Anderson, M., Fenster, L., Mendola, P.,
Swan, S., 2003. Chlorination by-products in drinking water and
menstrual cycle function. Environ. Health Perspect. 111 (7),
935-941.

Wright, J.M., Schwartz, J., Dockery, D.W., 2003. Effect of
trihalomethane exposure on fetal development. Occup.
Environ. Med. 60 (3), 173-180.



