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Handling Editor: Olga-loanna Kalantzi Background: Perfluoroalkyl substances (PFAS) have been linked with a number of developmental, reproductive,
Keywords: hepatic, and cardiovascular health outcomes. However, the evidence for an association between PFAS and hy-
Perfluoronated compounds pertensive disorders of pregnancy (including gestational hypertension and preeclampsia) is equivocal and
Pregnancy warrants further investigation.

Environmental chemicals Objectives: To examine the relationship between background levels of perfluorooctanoic acid (PFOA), per-
Preeclampsia fluorooctane sulfonate (PFOS), and perfluorohexane sulfonate (PFHxS) and the development of gestational

Sex differences hypertension or preeclampsia in a Canadian pregnancy cohort. We also explored the potential for effect mod-

ification according to fetal sex.

Methods: Maternal plasma samples were collected in the first trimester from participants in the MIREC study and
were analyzed for PFOA, PFOS, and PFHxS. Blood pressure was measured during each trimester. Gestational
hypertension and preeclampsia were defined using the Society of Obstetricians and Gynaecologists of Canada
guidelines. Logistic regression models were used to derive adjusted odds ratios (OR) and 95% confidence in-
tervals (CI) for associations between PFAS concentrations (per doubling of concentration as well as according to
tertiles) and gestational hypertension or preeclampsia. Linear mixed models were used to examine the asso-
ciation between PFAS concentrations and changes in blood pressure throughout pregnancy.

Results: Data from 1739 participants were analyzed. 90% of women were normotensive throughout pregnancy,
7% developed gestational hypertension without preeclampsia, and 3% developed preeclampsia. In the full
analyses, neither PFOA nor PFOS were associated with gestational hypertension or preeclampsia. However, each
doubling of PFHxS plasma concentration was associated with higher odds of developing preeclampsia
(OR = 1.32; 95% CI: 1.03, 1.70). In addition, participants in the highest PFHxS tertile (1.4-40.0 pg/L) had
higher odds of developing preeclampsia relative to those in the lowest tertile (OR = 3.06; 95% CI: 1.27, 7.39). In
stratified analyses, this effect was only apparent among women carrying a female fetus (OR = 4.90; 95% CI:
1.02, 22.3). However, among women carrying a male fetus, both PFOS and PFHxS were associated with ge-
stational hypertension, but not preeclampsia. Higher plasma concentrations of all three PFAS were associated
with increases in diastolic blood pressure throughout pregnancy, and PFOA and PFHxS were also associated with
systolic blood pressure. Discrepant findings were similarly revealed in analyses stratified by fetal sex.
Conclusions: Higher levels of PFHxS were associated with the development of preeclampsia, but not gestational
hypertension. Neither PFOA nor PFOS were associated with either outcome. However, we show, for the first
time, that fetal sex may modify these associations, a finding which warrants replication and further study.

1. Introduction highly fluorinated carbon backbone that have been produced since the
1950s (Buck et al., 2011). The strong C—F bonds provide these sub-

Perfluoroalkyl substances (PFAS), such as perfluorooctanoic acid stances with considerable thermal and chemical stability and their
(PFOA), perfluorooctane sulfonate (PFOS), and perfluorohexane sulfo- amphipathic nature allows them to effectively repel water and oils.
nate (PFHxS), are a class of structurally related chemicals containing a These properties make PFAS useful for manufacturing a wide range of
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consumer products (Health Canada, 2013), including non-stick cook-
ware, food packaging, personal care and beauty products, fire retardant
foams, and carpet treatment applications, among others. Food, drinking
water (Trudel et al., 2008), and household dust (i.e., from carpet
treatment applications) (Beesoon et al., 2012), are thought to be the
primary sources of exposure. Because of their remarkable stability,
these substances are persistent in the environment and have been found
worldwide in human (Glynn et al., 2012; Haines et al., 2017; Health
Canada, 2013; Kannan et al., 2004; Kiarrman et al., 2006; Kato et al.,
2011) and wildlife (Houde et al., 2006) populations. In fact, human
exposure to these substances is ubiquitous (98-100% of the Canadian
population have detectable levels in their blood (Haines et al., 2017))
and since they are well-absorbed, minimally metabolized, and poorly
excreted (Harada et al., 2005; Kennedy et al., 2004), they tend to
bioaccumulate; the geometric mean half-lives range from 3.5 (PFOA) to
7.3 (PFHxS) years (Olsen et al., 2007). As a result, some of these sub-
stances have received considerable research and regulatory attention,
most notably PFOA, PFOS, and PFHxS. Since 2002, the voluntary phase-
out of manufacturing of PFOS and related substances in the US is
thought to have contributed to observed declines in population levels of
PFOS and PFOA (Calafat et al., 2007; Glynn et al., 2012; Kato et al.,
2011); however, temporal trends for other PFAS (including PFHxS) are
less consistent and in some cases increases have been observed (Glynn
et al., 2012; Kato et al., 2011).

PFAS (mainly PFOA and PFOS) have been linked with a number of
developmental, reproductive, hepatic, and cardiovascular health out-
comes (Andersen et al., 2008; Kennedy et al., 2004; Lau et al., 2007).
One of these potential effects is on hypertensive disorders of pregnancy,
including gestational hypertension (elevated systolic and/or diastolic
blood pressure) and preeclampsia (elevated blood pressure accom-
panied by related complications, such as proteinuria) (Magee et al.,
2014). These conditions are associated with higher risk of maternal,
fetal, and newborn morbidity and mortality (Butalia et al., 2018; Jelin
et al., 2009; Lo et al., 2013; Nakimuli et al., 2016; van Esch et al., 2017;
Ying et al., 2018). In Canada, the prevalence of gestational hyperten-
sion and preeclampsia in 2010/2011 was 46.2 and 11.5 per 1000 de-
liveries, respectively (Public Health Agency of Canada, 2014). This rate
has remained relatively stable in Canada since 2004/2005, but data
from the US suggest that the prevalence of these conditions is con-
siderably higher than in the preceding two decades (Wallis et al., 2008).
While there has been a shift towards more inclusive definitions of
preeclampsia, encompassing associated complications and thus in-
creasing the number of diagnoses, this likely does not fully explain this
increase in prevalence over time.

The pathophysiology underlying the development of preeclampsia,
as well as the role of environmental chemicals such as PFAS, is not
entirely understood. Preeclampsia is generally believed to be a two-
stage disease whereby defects in spiral artery remodelling and placental
cytotrophoblast invasion play a key role in early disease progression
(i.e., the first, or placental, stage) (Pijnenborg et al., 2006; Steegers
et al., 2010). This defective remodelling results in placental ischemia
via hypoperfusion, which leads to abnormal placental stress responses
(i.e., generation of reactive oxygen species) and ultimately to the apo-
necrotic release of pro-inflammatory trophoblast and syncytial debris
into the maternal circulation (Huppertz, 2008; Huppertz et al., 2003).
This cascade of events can, but does not always, lead to a systemic
maternal inflammatory response that is characteristic of the second
(i.e., maternal) stage of preeclampsia. PFAS have been shown to be
toxic to human placental cytotrophoblast cells by interfering with lipid
homeostasis and metabolism, particularly for cell membrane lipids, and
have also been shown to inhibit aromatase activity in these same cells
(Gorrochategui et al., 2014). Thus, PFAS could contribute to defective
spiral artery remodelling by interfering with cytotrophoblast invasion,
and this has the potential to be fetal sex-specific. Previous studies have
demonstrated inconsistent fetal sex-specific effects of PFAS on some
perinatal outcomes (Andersen et al., 2010; Wikstrom et al., 2019a).
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The epidemiological evidence for associations between PFAS and
hypertensive disorders of pregnancy is equivocal, with eight studies
demonstrating a mixture of null and weak positive findings, often with
inconsistent dose-response patterns. Five of these studies examined a
population of pregnant women from the Mid-Ohio Valley region of the
United States that was exposed to high levels of PFOA (Darrow et al.,
2013; Nolan et al., 2010; Savitz et al., 2012a, 2012b; Stein et al., 2009).
In some of these studies, null findings could have been impacted by
misclassification of exposures that were derived using ZIP codes in re-
lation to public water service facilities (Nolan et al., 2010) or were
retrospectively reconstructed using residential information (Savitz
et al.,, 2012a, 2012b). In contrast, positive associations with pre-
eclampsia were observed when serum concentrations of PFOA and
PFOS were measured (Darrow et al., 2013; Stein et al., 2009). However,
these studies were limited by the potential for recall bias because self-
reported pregnancy outcomes occurred prior to blood sampling and
participants were aware of their exposure status. Moreover, all of the
above studies relied on self-reported or birth certificate measures of
hypertensive disorders of pregnancy, which are prone to error
(DiGiuseppe et al., 2002; Stuart et al., 2013). In addition, these studies
often did not distinguish preeclampsia from gestational hypertension,
did not examine associations with measured blood pressure, and other
PFAS (i.e., PFHxS) were not considered. Finally, evidence from the
highly exposed Mid-Ohio Valley population may not be generalizable to
other populations. Three studies of general obstetric populations have
demonstrated mostly null results for PFOA, PFOS, and PFHxS (Huang
et al., 2019; Starling et al., 2014; Wikstrom et al., 2019b), with some
conflicting results for other PFAS. However, these studies were limited
in that the authors examined preeclampsia only (not gestational hy-
pertension or blood pressure) (Starling et al., 2014; Wikstrom et al.,
2019b), excluded multiparous women (Starling et al., 2014), or used
cord blood concentrations of PFAS which is limited in establishing
temporality (Huang et al., 2019).

Given the equivocal evidence to date for PFOA and PFOS, and the
limited evidence for PFHxS, there is a need to further examine potential
associations between exposure to background levels of these PFAS and
hypertensive disorders of pregnancy. Accordingly, the objective of this
paper was to examine the relationship of PFOA, PFOS, and PFHxS with
the development of gestational hypertension and preeclampsia, as well
as serial measures of blood pressure, in a cohort of pregnant Canadian
women. In addition, since carrying a male fetus may be associated with
a higher likelihood of developing preeclampsia (Vatten and Skjerven,
2004), we also explored the potential for effect modification by fetal
sex.

2. Methods
2.1. Study design and participants

This paper uses data from the Maternal-Infant Research on
Environmental Chemicals (MIREC) study, which is a longitudinal
Canadian pregnancy cohort study. The MIREC study was established to
examine the potential adverse health effects of prenatal exposure to
priority environmental chemicals on pregnancy and infant/child
health. Potential health effects of PFAS, including associations with
fecundity (Velez et al., 2015) and gestational weight gain (Ashley-
Martin et al., 2016), have previously been studied in this cohort of
pregnant women. A complete description of the MIREC study popula-
tion is available elsewhere (Arbuckle et al., 2013). Briefly, 2001 preg-
nant women were recruited from 10 study sites across Canada during
the first trimester between 2008 and 2011. Women were excluded if
they had a serious medical condition, were < 18 years old, > 14 weeks
gestation, or could not communicate in either English or French. Par-
ticipants completed baseline and subsequent questionnaires to gather
socio-demographic and exposure information. Clinical data were ab-
stracted from medical charts. Women who withdrew from the study
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(n = 18) or experienced a miscarriage or stillbirth (n = 74) were ex-
cluded from this analysis, leaving an eligible sample size of 1 909
participants. In the present analysis, participants with missing data for
PFAS (n = 39) or blood pressure (n = 32), as well as those with chronic
hypertension (n = 57), or carrying multiple fetuses (n = 42) were
excluded which resulted in a final analytical sample of 1 739 partici-
pants. This study was approved by Health Canada’s Research Ethics
Board, as well as the Research Ethics Committees of Sainte-Justine
University Hospital in Montreal, Canada and those of all 10 MIREC-
affiliated study sites. Informed consent was obtained from all partici-
pants.

2.2. Measurement of PFAS in plasma

Maternal blood samples were collected during a first-trimester clinic
visit using 10-ml sterile vacutainer tubes. The mean (range) of gesta-
tional age in weeks at the blood draw was 11.6 (2-14). Within 2 h of the
blood draw, samples were centrifuged and the plasma was aliquoted
into smaller cryovials and stored at —80 °C. Analysis of PFAS was
performed by the Laboratoire de Toxicologie, Institut National de Santé
Publique du Québec (Quebec City, Quebec, Canada), which is accre-
dited by the Standards Council of Canada. This was done using ultra-
high-pressure liquid chromatography (ACQUITY UPLC System; Waters
Corporation, Milford, Massachusetts) coupled with tandem mass spec-
trometry, operated in the multiple reaction monitoring mode, with an
electrospray ion source in negative mode. The between-assay coeffi-
cients of variation for PFOA, PFOS, and PFHxS were 5.8, 3.6, and
10.0%, respectively. The limits of detection (LODs) for PFOA, PFOS,
and PFHxS were 0.1, 0.3, and 0.2 pg/L, respectively. Measures of these
PFAS in maternal plasma during the 1st and 3rd trimesters in a sub-
sample of women from the MIREC study were highly correlated (ICC
range = 0.64-0.83) (Fisher et al., 2016), but 3rd trimester values were
lower than 1st trimester values, which is consistent with previous re-
search (Fei et al., 2007; Glynn et al., 2012; Papadopoulou et al., 2015).

2.3. Blood pressure measurement and definitions of gestational hypertension
and preeclampsia

Systolic and diastolic blood pressure (SBP and DBP, respectively)
were assessed by clinical staff using a sphygmomanometer at three
prenatal clinic visits (at 6-13, 16-21, and 32-34 weeks). During the
measurement, participants maintained a sitting position with the cuffed
arm resting at the level of the heart. Two measures were recorded ap-
proximately one minute apart and were averaged. The Korotkoff phase
V was used for DBP measurement. The Korotkoff phase IV was used
only when a phase V was absent. SBP and DBP were also measured
upon admission for delivery as well as 4 h post-delivery, and these
values were abstracted from medical records. Clinical staff were blinded
to the results of the chemical analysis for PFAS.

Using the Society of Obstetricians and Gynaecologists of Canada
guidelines (Magee et al., 2014), a woman was considered as having
gestational hypertension if SBP was =140 mmHg and/or DBP was
=90 mmHg at a gestational age of 20 weeks or later, including upon
admission for, but prior to, delivery. Women with gestational hy-
pertension may or may not have received antihypertensive agents to
control the hypertension. A participant was considered as having pre-
existing (i.e., chronic) hypertension if hypertension was present at a
gestational age of less than 20 weeks. Preeclampsia was defined as
gestational hypertension with the addition of either: (1) proteinuria
(defined as protein dipstick test =1 + OR proteinuria in 24-urine
=300 mg/24 h or =0.3 g/L) or (2) related maternal complications
(including disseminated intravascular coagulation, pulmonary edema,
convulsions—eclampsia, transfusion, elevated liver enzyme levels, and/
or platelet count < 50 X 10°/L). Participants who did not meet any of
these conditions were considered to be normotensive. Gestational age
in weeks was based on last menstrual period and/or early ultrasound

Environment International 141 (2020) 105789

result. Participants were categorized into three outcome groups for the
current analysis: normotensive, gestational hypertension without pre-
eclampsia, and preeclampsia. Previous studies examining potential as-
sociations with PFAS have defined preeclampsia as the presence of
gestational hypertension and proteinuria only (Huang et al., 2019;
Starling et al., 2014; Wikstrom et al., 2019b), consistent with clinical
guidelines from the American College of Obstetricians and Gynaecolo-
gists (American College of Obstetricians and Gynecologists, 2002). In
light of this, we conducted a sensitivity analysis using this restricted
definition of preeclampsia to better contextualize our results within the
literature.

2.4. Covariates

Several covariates were considered as a priori potential confounding
variables in multivariable models. These were based on previous as-
sessments of risk factors for gestational hypertension and preeclampsia
among Canadian women (Shen et al., 2017), suspected predictors of
plasma concentrations of PFAS among pregnant women (Berg et al.,
2014; Brantsaeter et al., 2013; Fisher et al., 2016; Lewin et al., 2017) as
well as previous reports of possible associations between PFAS and
hypertensive disorders of pregnancy (Darrow et al., 2013; Nolan et al.,
2010; Savitz et al., 2012a, 2012b; Starling et al., 2014; Stein et al.,
2009). Covariates included: maternal age at delivery in years (con-
tinuous), parity (nulliparous vs. multiparous), education (university,
college, less than college), maternal smoking (never, quit before preg-
nancy, quit during pregnancy, currently smoking), and pre-pregnancy
body mass index (BMI) (under/normal weight, overweight, obese). Few
participants were underweight (n = 47), so participants with under-
weight and normal weight were grouped together in all analyses.

2.5. Statistical analysis

All analyses were performed using SAS Enterprise Guide 7.1 (SAS
institute, Cary, NC). Descriptive statistics for participant characteristics
are presented using frequencies or arithmetic means (SD), as appro-
priate. Plasma concentrations of PFAS were skewed and are presented
using medians and inter-quartile ranges according to study outcome
group and compared using Kruskal-Wallis ANOVA. Geometric means
(95% CI) are provided for comparison with the literature. Prior to
analysis, PFAS were transformed by log base 2 (Log,) to normalize the
distribution and to allow for interpretation of parameter estimates as
per a doubling of concentration. Values below the limit of detection for
PFOA (n = 3), PFOS (n = 3), and PFHxS (n = 68) were assigned a
value of LOD/2. Spearman correlations were used to examine the re-
lationships between PFAS.

Logistic regression models were used to calculate adjusted odds
ratios (OR) and 95% confidence intervals (95% CI) for the association
between PFAS and the development of either gestational hypertension
or preeclampsia, relative to having a normal blood pressure. Analyses
were conducted with PFAS as a log,-transformed variable as well as
grouped into tertiles, adjusting for aforementioned covariates. Missing
covariate data were replaced using multiple imputation (Rubin, 1987)
(PROC MI, m = 5) (White et al., 2011). Parameter estimates obtained
from each of the iterations were combined using PROC MIANALYZE to
provide appropriate variance estimation.

Linear mixed models were used to estimate the effect of log,-
transformed PFAS on changes in SBP and DBP throughout pregnancy.
An AR(1) covariance matrix was used to account for the random effect
of clustering of repeated observations within individuals. In addition,
general linear models were used to estimate the association between
log,-transformed PFAS and SBP and DBP at each trimester. All models
were adjusted for the aforementioned covariates. Linearity and do-
se-response patterns were assessed by inspecting predicted values and
by using restricted cubic splines with knots at the 5th, 25th, 50th, 75th,
and 95th percentiles (Desquilbet and Mariotti, 2010). Models generally
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did not deviate from linearity and therefore results from the more
parsimonious linear models are presented; however, in one model a
non-linear dose- response pattern was observed and these results are
presented for this model only. Regression diagnostics were used to as-
sess other model assumptions. Since the use of antihypertensive medi-
cations would directly impact participants’ SBP/DBP measures and
could mask potential associations with PFAS, participants who reported
using these medications during pregnancy (n = 31) were excluded
from the analyses for SBP and DBP. These participants were not ex-
cluded the categorical analyses for gestational hypertension and pre-
eclampsia.

We examined the potential for effect modification by fetal sex
through stratified analyses as well as by investigating associations for
log, PFAS-fetal sex interaction terms. Ultimately, the number of women
who developed preeclampsia in this sample was low, and in this context
these analyses should be considered exploratory. Although parity is
another important factor to consider for effect modification, this was
not possible in our sample because only 14 women who were multi-
parous developed preeclampsia.

3. Results

Participant characteristics (n = 1739) are presented in Table S1
according to study outcome group. Women were predominately Cau-
casian (85% of women) and their mean (SD) age was 32.1 (5.1) years.
1563 (89.9%) women were normotensive, 127 (7.3%) developed ge-
stational hypertension (without preeclampsia), and 49 (2.8%) devel-
oped preeclampsia. Of the 49 women who developed preeclampsia, 36
had proteinuria and 13 did not. Other complications experienced by
these 13 women included elevated liver enzymes (n = 9), blood
transfusion (n = 2), pulmonary embolism (n = 1), and severe hy-
pertension (SBP = 160 mmHg and/or DBP = 110 mmHg) (n = 1).

Table S2a contains the first trimester plasma concentrations (ug/L)
of PFAS as well as SBP and DBP during each trimester as well as upon
admission for, but prior to, delivery according to study outcome group.
The largest difference between study outcome groups was observed for
PFHxS: median PFHxS concentrations were 50% higher among those
with preeclampsia vs. normal blood pressure. The three PFAS were
moderately correlated with one another (all p < 0.0001): PFOA and
PFOS (r = 0.56), PFOA and PFHxS (r = 0.49), PFOS and PFHxS
(r = 0.54). Geometric means (95% CI) in pg/L for PFOA, PFOS, and
PFHxS were 1.65 (1.61, 1.70), 4.56 (4.44, 4.69), and 1.02 (0.98, 1.06),
respectively. SBP and DBP were consistently higher among those with
gestational hypertension or preeclampsia vs. normal blood pressure.
While the SBP and DBP of those with normal blood pressure were si-
milar across trimesters, values among those with gestational hy-
pertension or preeclampsia were similar between trimesters 1 and 2,
increased during trimester 3, and further increased upon admission for
delivery. Plasma concentrations (ug/L) of PFAS according to study
outcome group, and stratified by fetal sex, are provided in Tables S2b
and S2c. The direction and magnitude of differences were consistent
with those from the full sample with one exception: among women
carrying male infants, those with gestational hypertension had higher
values of PFOS than those with normal blood pressure or preeclampsia.
Table S4 contains the highest recorded values for SBP and DBP overall
and stratified by fetal sex, according to outcome group.

In logistic regression models, first trimester plasma concentrations
of PFOA and PFOS were not associated with the odds of developing
gestational hypertension or preeclampsia when examined both linearly
and by tertile (Table 1a). Similarly, results suggest that PFHxS was not
associated with the odds of developing gestational hypertension.
However each doubling of PFHxS plasma concentration was associated
with higher odds of developing preeclampsia (OR = 1.32; 95% CI:
1.03, 1.70). Participants in the highest PFHxS tertile (1.4-40.0 ug/L)
had higher odds of developing preeclampsia relative to those in the
lowest tertile (OR = 3.06; 95% CI: 1.27, 7.39), although the association
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Table 1a

Adjusted OR (95% CI) for the association between PFOA, PFOS, or PFHxS and
gestational hypertension (without preeclampsia) or preeclampsia among preg-
nant women (n = 1739).

Gestational hypertension Preeclampsia

OR (95% CI) p-value  OR (95% CI) p-value
PFOA
Log, continuous 1.06 (0.84,1.35) 0.61 1.36 (0.90, 2.08) 0.15
Tertile 1 (0.05-1.3) ref - Ref -
Tertile 2 (1.4-2.1) 0.89 (0.55, 1.43)  0.63 1.62 (0.69, 3.74)  0.27
Tertile 3 (2.2-11.0) 1.13 (0.68, 1.86)  0.64 1.23 (0.50, 3.00)  0.65
PFOS
Log, continuous 1.15(0.91, 1.45)  0.24 1.25(0.84,1.82) 0.28
Tertile 1 (0.15-3.7) ref - ref -
Tertile 2 (3.8-5.8) 1.43 (0.90, 2.29) 0.13 1.72 (0.77,3.82) 0.19
Tertile 3 (5.9-36.0) 1.38 (0.84, 2.23)  0.19 1.55 (0.68, 3.49)  0.29
PFHxS
Log, continuous 1.15 (0.98, 1.35) 0.09 1.32 (1.03, 1.70) 0.03
Tertile 1 (0.10-0.77)  ref - ref -
Tertile 2 (0.78-1.3) 1.03 (0.64, 1.67)  0.91 1.40 (0.54, 3.63) 0.48
Tertile 3 (1.4-40.0) 1.39 (0.87,2.20) 0.17 3.06 (1.27,7.39) 0.01

Plasma concentrations for tertiles are in pg/L.
OR - odds ratios; 95% CI — 95% confidence intervals.

Odds ratios for continuous variables represent a doubling (per log, increase) in
plasma concentration.

Models are adjusted for maternal age, education, smoking status, pre-pregnancy
BMI, and parity.

was observed for those in the middle tertile was not statistically sig-
nificant. When we applied a more restrictive definition of preeclampsia
(gestational hypertension and proteinuria only), effect estimates for all
three PFAS were attenuated and none were found to be associated with
the development of preeclampsia (Table S3).

The results for analyses of gestational hypertension were discrepant
when stratified by fetal sex (Tables 1b and 1c¢). Among women carrying
male fetuses, each doubling of concentration of PFOS (OR = 1.46; 95%
CIL: 1.05, 2.01) or PFHxS (OR = 1.31; 95% CI: 1.05, 1.63) was asso-
ciated with higher odds of developing gestational hypertension in linear
models; however, results were not statistically significant when

Table 1b

Adjusted OR (95% CI) for the association between PFOA, PFOS, or PFHxS and
gestational hypertension (without preeclampsia) or preeclampsia among preg-
nant women carrying male fetuses (n = 913).

Gestational hypertension Preeclampsia

OR (95% CI) p-value  OR (95% CI) p-value
PFOA
Log, continuous 1.26 (0.90, 1.75) 0.18 1.23 (0.70, 2.16) 0.46
Tertile 1 (0.05-1.3) ref - ref -
Tertile 2 (1.4-2.1) 1.12 (0.58, 2.16)  0.74 0.86 (0.28, 2.66)  0.80
Tertile 3 (2.2-11.0) 1.55 (0.78, 3.00) 0.21 1.00 (0.32, 3.10)  0.99
PFOS
Log, continuous 1.46 (1.05, 2.01)  0.02 1.19 (0.72,1.97)  0.50
Tertile 1 (0.15-3.7) ref - ref -
Tertile 2 (3.8-5.8) 1.43 (0.75, 2.77)  0.27 0.90 (0.31, 2.59) 0.84
Tertile 3 (5.9-36.0) 1.80 (0.94, 3.46)  0.07 1.08 (0.38,3.10) 0.88
PFHxS
Log, continuous 1.31 (1.05, 1.63)  0.02 1.32 (0.92,1.88) 0.12
Tertile 1 (0.10-0.77)  ref - ref -
Tertile 2 (0.78-1.3) 1.21 (0.62, 2.34) 0.58 1.15 (0.34, 3.94) 0.83
Tertile 3 (1.4-40.0) 1.72 (0.92, 3.19)  0.09 2.41 (0.81,7.17) 0.12

OR - odds ratios; 95% CI — 95% confidence intervals.

Odds ratios for continuous variables represent a per log, increase in per-
fluoroalkyl substance plasma concentration.

Models are adjusted for maternal age, education, smoking status, pre-pregnancy
BM], and parity.
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Table 1c

Adjusted OR (95% CI) for the association between PFOA, PFOS, or PFHxS and
gestational hypertension (without preeclampsia) or preeclampsia among preg-
nant women carrying female fetuses (n = 824).
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Table 2a

Association between first trimester log, plasma concentrations of PFOA, PFOS,
and PFHxS and per-mmHg changes in systolic and diastolic blood pressure
throughout pregnancy (n = 1708).

Gestational hypertension Preeclampsia

Systolic blood pressure (mmHg) Diastolic blood pressure (mmHg)

OR (95% CI) p-value  OR (95% CI) p-value B (95% CI) p-value B (95% CI) p-value
PFOA PFOA
Log, continuous 0.87 (0.61, 1.23)  0.43 1.54 (0.81, 2.94) 0.19 Overall 0.82 (0.23, 1.42) 0.006 0.64 (0.24, 1.05) 0.002
Tertile 1 (0.05-1.3) ref - ref - T1 0.47 (—0.16, 1.10) 0.14 0.53 (0.05, 1.01) 0.03
Tertile 2 (1.4-2.1) 0.68 (0.33,1.40) 0.29 3.63 (0.91, 14.4) 0.07 T2 0.35 (—0.30, 1.01) 0.29 0.72 (0.24, 1.19) 0.003
Tertile 3 (2.2-11.0) 0.76 (0.36, 1.63)  0.48 1.77 (0.38, 8.17)  0.46 T3 0.82 (0.13, 1.51) 0.02 0.82 (0.31, 1.34) 0.002
PFOS Delivery  1.52 (0.54, 2.50) 0.002 1.11 (0.44, 1.78) 0.001
Log, continuous 0.86 (0.61, 1.21) 0.37 1.31 (0.70, 2.46)  0.39 PFOS
Tertile 1 (0.15-3.7) ref - ref - Overall 0.002 (—0.46, 0.48) 0.99 0.47 (0.10, 0.85) 0.01
Tertile 2 (3.8-5.8) 1.39 (0.71, 2.75) 0.33 3.74 (0.97, 14.3) 0.06 T1 —0.12 (—0.70, 0.46) 0.69 0.46 (0.01, 0.90) 0.04
Tertile 3 (5.9-36.0) 0.94 (0.45,1.97) 0.88 2.61 (0.66, 10.5) 0.17 T2 —0.19 (—0.79, 0.40) 0.53 0.33 (—0.10, 0.76) 0.13
PFHXS T3 . 0.28 (—0.36, 0.92) 0.40 0.66 (0.18, 1.14) 0.007
Logs continuous 0.98 (0.76,1.26)  0.86 1.35(0.93, 1.95) 0.1 Delivery  1.19 (0.28, 2.10) 0.01 0.46 (=0.17,1.08)  0.15
Tertile 1 (0.10-0.77)  ref - ref - PFHxS
Tertile 2 (0.78-1.3) 0.85 (0.42,1.70)  0.65 2.16 (0.42, 11.0) 0.35 Overall 0.63 (0.29, 0.97) 0.0003 0.42 (0.16, 0.67) 0.002
Tertile 3 (1.4-40.0) 1.03 (0.51, 2.10)  0.93 4.90 (1.02, 22.3) 0.04 T1 0.59 (0.18, 1.01) 0.005 0.31 (—0.01, 0.62) 0.06
T2 0.58 (0.16, 1.00) 0.007 0.52 (0.22, 0.82) 0.001
OR - odds ratios; 95% CI — 95% confidence intervals. T3 0.72 (0.27, 1.17) 0.002 0.61 (0.26, 0.95) 0.001
0Odds ratios for continuous variables represent a per log, increase in per- Delivery =~ 0.90 (0.25, 1.54) 0.006 0.40 (—0.04, 0.84) 0.07

fluoroalkyl substance plasma concentration.
Models are adjusted for maternal age, education, smoking status, pre-pregnancy
BMI, and parity.

analyzed by tertile. In contrast, among women carrying female fetuses,
effect estimates from nearly all models for PFOA and PFOS were below
1 (i.e., protective), but were not statistically significant. In the full
sample, log, PFAS-fetal sex interaction terms (reference = women
carrying male fetuses) provide statistical support for fetal sex-specific
effects of PFOS (OR = 0.59, 95%CI: 0.37, 0.92) and PFHxS (OR = 0.73,
95%CI: 0.53, 0.99), but not PFOA (OR = 0.67, 95%CI: 0.44, 1.04).

For models examining associations with preeclampsia, effect esti-
mates were of similar magnitude when examined separately by the sex
of the fetus, but were not statistically significant in most models.
However, women carrying female fetuses who were in the highest
PFHXxS tertile had higher odds of developing preeclampsia relative to
those in the lowest tertile (OR = 4.90; 95% CI: 1.02, 22.3). In the full
sample, log, PFAS-fetal sex interaction terms (reference = women
carrying male fetuses) did not provide statistical support for fetal sex-
specific effects of PFOA (OR = 1.04; 95%CI: 0.48, 2.24), PFOS
(OR = 1.03; 95%CI: 0.48, 2.21), or PFHxS (OR = 0.99; 95%CI: 0.63,
1.62).

In linear mixed models, each doubling of concentration of PFOA or
PFHxS was associated with small increases in both SBP and DBP
throughout pregnancy (Table 2a); PFOS was associated with DBP, but
not SBP. Associations were consistently strongest upon admission for
delivery for all PFAS and SBP, as well as for PFOA and DBP. There were
few temporal trends; a monotonic increase in magnitude of association
was observed only for PFOA and DBP. There was no evidence of non-
linearity in nearly all models, except for the association between PFHxS
and DBP during the 2nd trimester (p-value for non-linear associa-
tion = 0.006). As shown in Fig. 1, this association was strongest be-
tween the lower values of PFHxS and the 75th percentile, and was at-
tenuated between the 75th and 95th percentiles.

Few discrepant findings were observed for analyses of SBP and DBP
when stratified by fetal sex (Tables 2b and 2c). Effect estimates were
similarly small between groups (most < 1 mmHg) and analyses in the
full sample using Log, PFAS-fetal sex interaction terms generally did
not provide support for sex-specific effects (p-values ranged from 0.05
to 0.85). In linear mixed models, among women carrying male fetuses,
each doubling of concentration of PFOA and PFOS was associated with
small increases in DBP only, but statistically significant effects were not
observed for PFHxS or between all PFAS and SBP. In contrast, among

B - parameter estimate; 95% CI — 95% confidence intervals; T1-T3 — trimesters
1to 3.

Overall parameter estimates are derived from linear mixed models with AR(1)
covariance structure including a random effect of clustering at the participant
level. Trimester-specific parameter estimates are derived from general linear
models. All models are adjusted for maternal age, education, smoking status,
pre-pregnancy BMI, parity. Delivery refers to the blood pressure measure taken
upon admission for, but prior to, delivery. Participants who reported using
antihypertensive medications during pregnancy (n = 31) were excluded.
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Fig. 1. Adjusted dose-response model of the association between 1st trimester
Log, perfluorohexane sulfonate (PFHxS) plasma concentrations and 2nd tri-
mester diastolic blood pressure (DBP, mmHg) in a cohort of Canadian pregnant
women (n = 1708 after removing 31 participants taking antihypertensive
medications). Restricted cubic spline functions have knots (denoted with dots)
at the 5th, 25th, 50th, 75th, and 95th percentiles. The vertical dashed line
(blue) denotes the median value of PFHxXS and the horizontal dashed line
(green) denotes the referent of DBP at the median value of PFHxS. Black dashed
lines denote 95% confidence intervals. (For interpretation of the references to
colour in this figure legend, the reader is referred to the web version of this
article.)

women carrying female fetuses, PFOA was associated with SBP and DBP
upon admission for delivery only, but with larger effect sizes than other
estimates. PFHXS was associated with increases in both SBP and DBP in
nearly all models (with a stronger effect for SBP upon admission for
delivery), but statistically significant effects were not observed for
PFOS. There was no evidence of non-linearity in all models stratified by
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Table 2b

Association between first trimester log, plasma concentrations of PFOA, PFOS,
and PFHxS and per-mmHg changes in systolic and diastolic blood pressure
throughout pregnancy among women carrying male fetuses (n = 897).

Systolic blood pressure (mmHg) Diastolic blood pressure (mmHg)

B (95% CI) p-value B (95% CD p-value

PFOA

Overall  0.54 (—0.30, 1.37) 0.21 0.68 (0.12, 1.23) 0.02
T1 0.32 (—0.55, 1.19) 0.47 0.50 (—-0.18, 1.17) 0.15
T2 0.29 (—0.61, 1.18) 0.53 0.79 (0.15, 1.43) 0.02
T3 0.70 (—0.27, 1.66) 0.16 0.86 (0.14, 1.59) 0.02
Delivery  0.82 (—0.57, 2.22) 0.25 0.98 (0.09, 1.87) 0.03
PFOS

Overall —0.07 (—0.72, 0.58) 0.84 0.64 (0.14, 1.14) 0.01
T1 —0.26 (—1.06, 0.52) 0.51 0.64 (0.03, 1.26) 0.04
T2 —0.21 (-1.03, 0.59) 0.60 0.50 (—0.07, 1.08) 0.09
T3 0.30 (—0.59, 1.19) 0.51 0.68 (0.02, 1.35) 0.04
Delivery  0.96 (—0.30, 2.23) 0.14 0.50 (—0.32, 1.31) 0.23
PFHxS

Overall  0.29 (—0.18, 0.76) 0.22 0.22 (—0.13, 0.58) 0.22
T1 0.22 (—-0.35, 0.79) 0.44 0.04 (—0.40, 0.48) 0.86
T2 0.30 (—0.28, 0.87) 0.31 0.47 (0.06, 0.88) 0.03
T3 0.48 (—0.14, 1.11) 0.13 0.32 (—0.15, 0.79) 0.18
Delivery  0.42 (—0.48, 1.32) 0.36 0.35 (—0.23, 0.92) 0.24

B - parameter estimate; 95% CI — 95% confidence intervals; T1-T3 - trimesters
1 to 3.

Overall parameter estimates are derived from linear mixed models with AR(1)
covariance structure including a random effect of clustering at the participant
level. Trimester-specific parameter estimates are derived from general linear
models. All models are adjusted for maternal age, education, smoking status,
pre-pregnancy BMI, parity. Delivery refers to the blood pressure measure taken
upon admission for, but prior to, delivery. Participants who reported using
antihypertensive medications during pregnancy (n = 31) were excluded.

Table 2¢

Association between first trimester log, plasma concentrations of PFOA, PFOS,
and PFHxS and per-mmHg changes in systolic and diastolic blood pressure
throughout pregnancy among women carrying female fetuses (n = 809).

Systolic blood pressure (mmHg) Diastolic blood pressure (mmHg)

B (95% CI) p-value B (95% CI) p-value
PFOA
Overall 1.04 (0.19, 1.89) 0.02 0.48 (—0.12, 1.07) 0.12
T1 0.53 (—0.38, 1.46) 0.29 0.42 (—0.28,1.11) 0.24
T2 0.47 (—0.50, 1.44) 0.34 0.57 (—0.14, 1.28) 0.12
T3 0.79 (—0.20, 1.77) 0.12 0.66 (—0.08, 1.41) 0.08
Delivery  2.11 (0.72, 3.50) 0.003 1.23 (0.22, 2.25) 0.02
PFOS
Overall 0.01 (—0.69, 0.72) 0.97 0.20 (—0.36, 0.77) 0.48
T1 —0.06 (—0.92, 0.81) 0.90 0.12 (—0.52, 0.78) 0.70
T2 —0.11 (-0.99, 0.78) 0.82 0.13 (—0.52, 0.77) 0.70
T3 0.09 (—0.84, 1.01) 0.85 0.54 (—0.16, 1.24) 0.13
Delivery 1.31 (—0.01, 2.63) 0.05 0.38 (—0.59, 1.34) 0.44
PFHxS
Overall  0.97 (0.47, 1.47) 0.0001 0.59 (0.19, 0.99) 0.004
T1 0.94 (0.34, 1.55) 0.002 0.52 (0.06, 0.97) 0.03
T2 0.92 (0.29, 1.55) 0.004 0.58 (0.12, 1.03) 0.01
T3 0.90 (0.23, 1.56) 0.008 0.88 (0.38, 1.38) 0.0006
Delivery  1.36 (0.43, 2.30) 0.004 0.45 (—0.23, 1.14) 0.19

P — parameter estimate; 95% CI — 95% confidence intervals; T1-T3 — trimesters
1to 3.

Overall parameter estimates are derived from linear mixed models with AR(1)
covariance structure including a random effect of clustering at the participant
level. Trimester-specific parameter estimates are derived from general linear
models. All models are adjusted for maternal age, education, smoking status,
pre-pregnancy BMI, parity. Delivery refers to the blood pressure measure taken
upon admission for, but prior to, delivery. Participants who reported using
antihypertensive medications during pregnancy (n = 31) were excluded.
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sex (all p > 0.05). However, sex-stratified restricted cubic spline re-
sults for PFHxS and DBP in the 2nd trimester are presented in Figs. S1
and S2 for consistency with the full sample. The shape of the curve
among women carrying female fetuses had a more pronounced asso-
ciation between the lower and 50th percentiles, similar to that of the
full sample, but with significant attenuation between the 50th and 95th
percentiles. The shape of the curve among women carrying male fetuses
was non-monotonic with similar associations at the 25th, 50th, and
95th percentiles and with the strongest association at the 75th per-
centile.

4. Discussion

In this paper, we investigated associations between PFOA, PFOS,
and PFHxS, and hypertensive disorders of pregnancy in women parti-
cipating in a Canadian pregnancy cohort study. The prevalence of these
disorders in this cohort is higher than national estimates (gestational
hypertension: 7.3% in MIREC vs. 4.6% nationally; preeclampsia: 2.8%
in MIREC vs. 1.1% nationally) (Public Health Agency of Canada, 2014),
despite the low-risk profile of this sample (e.g., 56% multiparous, lower
BMI, exclusion of mothers < 18 years old). This difference may be
because we obtained information directly from medical charts in a re-
search/clinical setting vs. using ICD classifications frequently used for
administrative health databases. We found that PFOA and PFOS were
not associated with the development of hypertensive disorders of
pregnancy. These findings are in line with some previous reports from
the literature (Huang et al., 2019; Nolan et al., 2010; Savitz et al.,
2012b; Starling et al., 2014), but not all (Darrow et al., 2013; Savitz
et al., 2012a; Stein et al., 2009; Wikstrom et al., 2019b). In the current
paper we used first trimester plasma concentrations of PFAS to estimate
exposure, as well as clinical measures and diagnoses to assign outcome
status, which is a stronger approach compared with the recalled or
predicted exposure/outcome data used in many of these previous pa-
pers. We showed that PFHxS was positively associated with the devel-
opment of preeclampsia. In particular, we observed that the odds of
developing preeclampsia were 3-fold higher among those in the highest
(relative to lowest) tertile of PFHxS, after adjusting for relevant con-
founding factors. To our knowledge, this is the strongest such effect for
any PFAS observed to date. It is worth noting that most other odds
ratios, while not statistically significant, were in the positive direction
(i.e., > 1). In addition, higher plasma concentrations of all three PFAS
were associated with increases in DBP throughout pregnancy, and
PFOA and PFHxS were also similarly associated with SBP. While these
results were statistically significant, the magnitude of these associations
is small - the largest effect observed was a 1.52 mmHg average increase
in DBP for each doubling of PFOA plasma concentration. The clinical
significance of these findings is likely low, but at a population level this
could slightly shift the distribution of blood pressure towards an in-
creased incidence of gestational hypertension.

Previous epidemiological studies of general obstetrical populations
examining PFAS exposure have demonstrated mostly null or conflicting
results. Starling et al. (2014) observed a negative association between
mid-pregnancy plasma levels of perfluoroundecanoic acid and risk of
developing preeclampsia, but did not observe an association for several
others PFAS, including PFHxS (Starling et al., 2014). Similarly, Huang
et al. (2019) primarily observed associations with perfluorobutane
sulfonate, and did not observe associations for cord blood concentra-
tions of PFHxS and gestational hypertension or preeclampsia (in-
dividually or when combined) in single-exposure models. However, in a
multi-exposure model using elastic net regression these authors iden-
tified PFHxS as being weakly negatively associated with preeclampsia
(but not gestational hypertension). As noted in the review by Bach et al.
(2015), a direct comparison of results between studies is complicated
when PFAS are measured at different time points during or around
pregnancy. For instance, the first trimester plasma concentrations of
PFHxS were higher in this sample of Canadian women (medians
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ranging from 1.0 to 1.5 pg/L) than in the mid-pregnancy plasma sam-
ples of Norwegian women in the paper by Starling et al. (2014)
(median = 0.69 ng/ml [equivalent to pg/L]) or the cord blood con-
centrations of Chinese women in the paper by Huang et al. (2019)
(median = 0.16 ng/ml). This is not surprising because PFAS levels in
maternal blood are believed to decrease throughout pregnancy (Glynn
et al., 2012) which is likely related to fetal transfer, but also to dilution
as a result of increases in maternal blood volume during pregnancy
(Bach et al., 2015). Additionally, PFAS may adversely affect both liver
(Fisher et al., 2013; Lin et al., 2010) and renal (Jain and Ducatman,
2019; Pérez et al., 2013; Stanifer et al., 2018) function, which could
impact the toxicokinetics and clearance of PFAS throughout pregnancy
and introduce confounding for values obtained in later pregnancy.
Findings using cord blood concentrations are further influenced by is-
sues of temporality and transplacental transfer efficiency (Wang et al.,
2019).

In contrast, the first trimester plasma concentrations of PFAS collected
by Wikstrom et al. (2019a,b) are similar to those in the current study
(median PFHxS = 1.2, PFOA = 1.6, PFOS = 5.4). However, these authors
showed that PFOS and perfluorononanoic acid, but not PFHxS or other
PFAS, were associated with higher risk of developing preeclampsia. Dif-
ferences between this and the current study with respect to exposure and
confounder estimation are small (e.g., adjusting for pre-pregnancy body
weight vs. BMI), and data were collected around the same time. The most
notable difference is the use of different definitions of preeclampsia. In these
previous studies, preeclampsia was defined as the presence of elevated
blood pressure (SBP = 140 mmHg and and/or DBP = 90 mmHg) and
proteinuria (Huang et al., 2019; Starling et al., 2014; Wikstrom et al.,
2019b), consistent with guidelines from the American College of Ob-
stetricians and Gynecologists (American College of Obstetricians and
Gynecologists, 2002). In the present analysis, preeclampsia was defined
using guidelines from the Society of Obstetricians and Gynaecologists of
Canada (Magee et al., 2014), which additionally includes the presence of
other maternal complications. In this study, around one-quarter (13 out of
49) of the women diagnosed with preeclampsia using this definition did not
have proteinuria, and 9 of these women had elevated liver enzymes. In the
paper by Wikstrom et al. (2019a,b), none of the 64 women diagnosed with
preeclampsia displayed signs of eclampsia or HELLP-syndrome (i.e., He-
molysis, Elevated Liver enzymes, Low platelet count Syndrome). When we
restricted the definition of preeclampsia to include only those women with
proteinuria, effect estimates were attenuated and were not statistically
significant for all three PFAS. Collectively, these findings may indicate that
PFHXS is more strongly linked to maternal complications implicated in the
development of preeclampsia, such as altered liver function, rather than
with elevated blood pressure or proteinuria. Evidence from general adult
populations provides some support for this interpretation. Most notably, in a
nationally representative sample of adult Canadians sampled around the
same time as the MIREC cohort, plasma levels of PFHxS, but not PFOA or
PFOS, were associated with deleterious results for plasma lipids and cho-
lesterol (Fisher et al., 2013). It is not clear why we did not observe an
association with PFOS, as seen by Wikstrom et al. (2019a,b). Preeclampsia
is a heterogeneous condition that is still poorly understood (Steegers et al.,
2010), and it is possible that the participants diagnosed with preeclampsia
in these two studies were different, especially given the use of different
definitions of preeclampsia.

The biological mechanisms underlying associations between PFASs
and preeclampsia are not well established and it is not known at what
point PFAS might be involved in the progression of this disease. There is
evidence, albeit limited, to suggest that PFAS can interfere with cellular
lipid patterns in human placental cytotrophoblast cells (Gorrochategui
et al.,, 2014). It is therefore plausible that some PFAS contribute to
defective spiral artery remodelling by interfering with cytotrophoblast
invasion and contributing to the development of the first (i.e., pla-
cental) stage of preeclampsia. Animal studies suggest that PFAS can
interfere with lipid homeostasis and fatty acid metabolism, although
primarily in liver cells (Andersen et al., 2008; Butenhoff et al., 2009;
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Kennedy et al.,, 2004; Lau et al.,, 2006), and that these effects are
mediated through activation of PPARs (Andersen et al., 2008; Kennedy
et al., 2004). However, the relevance of PPAR-dependent pathways for
PFAS in humans is unclear (Chappell et al., 2020; Lau et al., 2007;
Rosen et al., 2017; Sundstrom et al., 2012). This is mainly because of
reduced expression of PPARs in human tissues relative to other animals
(Rosen et al., 2017), but also because of interspecies differences in
clearance rates and much shorter half-lives of PFAS (i.e., a few months)
in non-human mammals (Lau et al., 2007; Sundstrom et al., 2012) vs.
humans (i.e,. several years) (Olsen et al., 2007). Further research is
required to elucidate relevant mechanisms in humans.

To our knowledge, this is the first paper to stratify analyses of PFAS
and hypertensive disorders of pregnancy by fetal sex and these findings
are entirely novel. We showed that PFOS and PFHxS were associated
with gestational hypertension among women carrying male fetuses, but
that effect estimates (although not statistically significant) were in the
opposite direction for women carrying female fetuses. For pre-
eclampsia, the potential for effect modification by fetal sex was gen-
erally not supported by differences in the magnitude and direction of
effect estimates, but we did observe a positive, and statistically sig-
nificant, effect for PFHxS (highest vs. lowest tertile) among women
carrying female fetuses only. However, the confidence intervals for this
association are extremely wide, which could be indicative of reduced
statistical power following stratification. Collectively, these results may
help to partially explain some of the null findings observed in other
studies that have not been stratified by fetal sex; but, these findings
should be considered exploratory because of the low number of parti-
cipants following stratification. Ultimately, replication work will be
needed to better understand the stability of these potential stratified
effects across other populations. There is some toxicological evidence to
support the potential for fetal-sex specific effects of prenatal exposure
to PFAS through the inhibition of aromatase activity within human
placental trophoblastic cells (Gorrochategui et al., 2014), but further
toxicological evidence is also required to better understand any po-
tential fetal sex-specific effects. While some discrepant findings were
observed in sex-stratified analyses of PFAS and blood pressure, the
magnitude and direction of associations was similar between women
carrying male vs. female fetuses and results from the full sample using
interaction terms generally did not support the potential for sex-stra-
tified effects.

There are some relevant strengths of this study that are worth
noting. MIREC is a prospective, multi-site, pan-Canadian pregnancy
cohort study which is uniquely positioned to study the impact of en-
vironmental chemicals on maternal and infant/child health. Unlike
many previous studies, we used measured values of PFAS and clinical
assessments of hypertensive disorders of pregnancy, which reduces the
likelihood of information bias. Since the genesis of preeclampsia is
thought to be in the first and second trimesters (Steegers et al., 2010),
the use of first trimester plasma samples is a strength of this paper.
Moreover, we examined the potential effects of PFAS separately for
gestational hypertension and preeclampsia, which are two separate
diseases with different risk factor profiles and potentially different
underlying mechanisms (Shen et al., 2017), and this helps to disen-
tangle previously identified associations that combined these two.
Nonetheless, there are important limitations to consider. First, we only
measured the three PFAS that were commonly assessed at the time of
cohort recruitment. There is emerging evidence that other PFAS, in-
cluding those with different isomeric structures and chain lengths (Liu
et al., 2019), as well as mixtures of PFASs (Hu et al., 2018), are im-
portant to consider. Second, this sample included only a relatively small
number of women who developed preeclampsia. As a result, we were
unable to distinguish between early (i.e., requiring delivery before
32-34 weeks of gestation) vs. late onset of preeclampsia, which is re-
levant because it is thought that these may actually be two separate
conditions (Shen et al., 2017) in addition to being separate from ge-
stational hypertension. However, since early preeclampsia represents a
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small proportion of those who develop preeclampsia overall, failure to
separate the outcome into these groups would not be expected to have
substantially impacted the results observed in this cohort. With larger
sample sizes, future studies could consider stratifying preeclampsia in
this way to examine the potential for differential effects. Third, the high
socio-economic status of this sample of pregnant Canadian women may
limit the generalizability of our findings, particularly among more
socio-economically disadvantaged populations. Moreover, this sample
of Canadian women was predominately Caucasian and we lacked the
necessary heterogeneity to include ethnicity in our analyses. This could
impact the external, but not internal, validity of the current findings.

5. Conclusions

In this cohort of pregnant Canadian women, higher levels of PFOA
were not associated with the development of hypertensive disorders of
pregnancy in the full sample or in sex-stratified analyses. Higher levels
of PFOS were also not associated with the development of hypertensive
disorders of pregnancy in the full sample; however, among women
carrying male fetuses, each doubling of concentration of PFOS was
associated with higher odds of developing gestational hypertension, but
not preeclampsia. PFHxS was not associated with the development of
gestational hypertension, but higher levels of PFHxS were associated
with the development of preeclampsia, and this effect was stronger
among women carrying female (vs. male) fetuses. Associations between
all three PFAS and measures of blood pressure were generally positive
but with small effect sizes.
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