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Context: Human cross-sectional and animal studies have shown an association of the chemical
bisphenol A (BPA) with insulin resistance, type 2 diabetes, and other metabolic diseases, but no human
experimental study has investigated whether BPA alters insulin/C-peptide secretion.

Design: Men and postmenopausal women (without diabetes) were orally administered either the
vehicle or a BPA dose of 50 ng/kg body weight, which has been predicted by US regulators (Food and
Drug Administration, Environmental Protection Agency) to be the maximum, safe daily oral BPA dose
over the lifetime. Insulin response was assessed in two cross-over experiments using an oral glucose
tolerance test (OGTT; experiment 1) and a hyperglycemic (HG) clamp (experiment 2). Main outcomes
were the percentage change of BPA session measures relative to those of the control session.

Results: Serum bioactive BPA after experimental exposure was at levels detected in human bio-
monitoring studies. In the OGTT, a strong positive correlation was found between hemoglobin Alc
(HbA1c) and the percentage change in the insulinogenic index (Spearman = 0.92), an indicator of early-
phase insulin response, and the equivalent C-peptide index (Pearson = 0.97). In the HG clamp study,
focusing on the later-phase insulin response to a stable level of glucose, several measures of insulin and
C-peptide appeared suppressed during the BPA session relative to the control session; the change in
insulin maximum concentration (Cmax) was negatively correlated with HbAlc and the Cmax of bio-
active serum BPA.

Conclusions: This exploratory study suggests that BPA exposure to a dose considered safe by US
regulators may alter glucose-stimulated insulin response in humans.
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Disruption of glucose homeostasis is a common feature of metabolic diseases that has become
more prevalent in recent decades [1, 2]. Glucose-stimulated insulin secretion is modulated by
hormones and can be altered by environmental endocrine-disrupting contaminants such as
bisphenol A (BPA), which is the monomer commonly used to manufacture thermal paper

Abbreviations: AUC, area under the concentration time curve; BMI, body mass index; BPA, bisphenol A; BPA-G, bisphenol glu-
curonide; Cmax, maximum concentration; CRC, Clinical Research Center; HbAlc, hemoglobin Alc; HG, hyperglycemic; ISIpgrr,
Matsuda insulin sensitivity index; OGTT, oral glucose tolerance test; Tmax, time of maximum concentration; uBPA, unconjugated
bisphenol A.
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receipts, polycarbonate plastic, and a wide range of other products; BPA is one of the highest
volume chemicals in global production (>7 billion metric tons per year).

Experiments with human and mouse pancreatic 8 cells have revealed the molecular
mechanisms by which a low-dose exposure of estradiol or BPA, in the presence of 8 mM
(144 mg/dL) glucose, triggers a rapid release of insulin within minutes [3—6]. In contrast to
these rapid effects, an experiment with adult male mice showed that low-dose BPA exposure
for 4 days caused insulin resistance, as indicated by intraperitoneal glucose and insulin
tolerance tests [3, 7].

Because of these findings and the ubiquitous nature of BPA exposures in the general US
population [8], a hypothesis has been proposed that in susceptible individuals, exposure to BPA
could interact with genetic and lifestyle factors to promote the development of metabolic diseases
[2]. This hypothesis is supported by data from cross-sectional and prospective epidemiological
studies showing a relationship between BPA levels and metabolic diseases: obesity, insulin
resistance, type 2 diabetes, hypertension, and both cardiovascular and nonalcoholic fatty liver
disease [9—15], as well as a large literature showing that BPA causes similar effects in animals
[1, 2, 16]. Although there has been controversy concerning whether human exposure to BPA is
high enough to warrant concern, the exposure models used have been based on the assumption
that BPA exposure is almost entirely from food sources, such that BPA would be subjected to
extensive first-pass metabolism. However, we have shown that transdermal absorption from BPA-
coated thermal paper, when enhanced by the use of hand sanitizer, can result in serum levels of
bioactive (unconjugated) BPA within the range of levels reported in human biomonitoring studies
[17, 18], and that these levels are similar to the ones showing effects in vitro and in animal studies.

Resolving controversies about the safety for the general population of exposure to manmade
chemicals is often hampered, appropriately, by ethical challenges to conducting human ex-
periments with chemicals that are potentially harmful. However, we identified an ethical path
to a controlled human experimental exposure using BPA. First, the BPA effect we were looking
for is rapid and transient and should require only a single BPA exposure. BPA itself is not
persistent and is cleared with a half-life of about 6 hours after oral administration [19]. There is
evidence of repeated daily exposures to BPA [20], to which our study would only add one ad-
ditional exposure. We thus exposed subjects to the oral BPA exposure believed by US regulators
to be safe over a lifetime, known as the “reference dose,” which is 50 wg BPA/kg body weight per
day [21]. Finally, before we began the formal study, we conducted a pilot study on two of the
authors (R.W.S. and F.S.v.S.) and found that the BPA reference dose produced internal bioactive
levels that were not different from what we found in our thermal receipt paper study [18].

We conducted this experiment to test two competing hypotheses: US regulatory agencies
hypothesize that there should be no measurable adverse effect on health-relevant outcomes
in people in response to daily exposure to BPA at the reference dose. We hypothesized on the
basis of a large literature from animal experiments and human epidemiology that there
would be demonstrable effects in response to a single exposure to this dose of BPA.

We therefore conducted two exploratory cross-over studies, with each subject serving as
his/her own control, by testing subjects with and without BPA exposure. We recruited adults
without diabetes to investigate effects of oral BPA exposure on the insulin response to
glucose. In experiment 1, we examined the effect of BPA on insulin response with an oral
glucose tolerance test (OGTT) to examine both the initial and later phases of the insulin
response to glucose. In experiment 2, we used the hyperglycemic (HG) clamp because it
enabled us to stabilize glucose prior to BPA administration. The focus of the clamp exper-
iment was thus only on the later phase of the insulin response to glucose.

1. General Methods

In this exploratory study, we assessed the insulin response to a glucose challenge using the
OGTT in experiment 1 and the HG clamp in experiment 2 (Fig. 1). Two investigators (R.W.S,,
F.S.v.S.) piloted the OGTT protocol. Both experiments used a cross-over design, with par-
ticipating subjects attending two separate sessions, BPA and control, such that each subject
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Figure 1. Experimental design summary. We performed two experiments; 8 subjects in each
experiment (16 total). To assess insulin response, we used the OGTT in the first experiment
and the HG clamp in the second experiment. For the OGTT, the oral glucose dose was 100 g.
In the clamp study, glucose was measured every 5 minutes, and the rate of the 20% glucose
IV was changed according to a spreadsheet-based algorithm to achieve a stable (“clamped”)
glucose level of 144 mg/dL (8 mM) by a time of ~30 minutes. This glucose level was chosen
based upon published in vitro studies that showed a rapid release of insulin was triggered in
human and mouse B cells by estradiol or BPA at a glucose concentration of 8 mM. Main
blood draw times (insulin, C-peptide, BPA) are indicated by “X”; the events marked with
arrows (e.g., BPA or control dosing, oral glucose administration) occurred just after the blood
draw at the specified time.

was his/her own control. As a result, the main outcome variables were not the session-specific
results but instead were the percentage difference between the subject’s BPA and control visit
results [100% X (Xgpa — Xeontrol)/Xeontrol]- This environmental exposure study was not reg-
istered at Clinicaltrials.gov because it does not meet the definition of an “applicable drug
clinical trial” according to federal regulations. As part of this assessment, we requested and
received an exemption from the relevant Investigational New Drug requirements of the US
Food and Drug Administration. The University of Missouri Health Sciences Institutional
Review Board approved the protocols. There were no adverse events.

A. Subject Visits

Subjects were scheduled for two visits to the University of Missouri Clinical Research Center
(CRC), allowing at least 1 week of washout time between visits. The subjects were randomly
assigned by author J. A.T., via a software-generated sequence, to receive BPA at either the first or
second visit. Other investigators, the subject, and nurses were blinded as to treatment order. For
48 hours prior to a visit, subjects were asked to avoid canned food and beverage and to minimize
handling of cash register receipts to reduce background BPA levels. The subjects were instructed
to fast overnight before the study visit, and to report to the CRC in the morning (typically 8 am).

B. BPA/Control Solutions and Administration

BPA (purchased from Sigma-Aldrich, St. Louis, MO; >99% pure) was dissolved in Everclear
(95% food-grade ethanol Luxco, St. Louis, MO) to form a BPA stock solution (10 mg BPA/mL).
Tonic water was mixed with Everclear (Luxco, St. Louis, MO) to create a tonic water and 15%
ethanol stock solution. Tonic water helped maintain blinding by masking the slightly bitter
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taste of BPA. All solutions were stored at 4°C. The concentration of the BPA in the BPA stock
solution was measured by Liquid Chromatography-Tandem Mass Spectrometry (LC-MS/MS)
prior to use as previously described [18]. For control sessions, subjects were given 1 mL of the
tonic water/15% ethanol solution. For the BPA visits, the body weight measured at the CRC
for that visit was used to calculate the BPA dose. The volume of the BPA stock solution
required to give that dose was added to the tonic water/ethanol stock solution to give a final
volume of 1 mL. When administered, the subjects were directed to hold the BPA or control
solution under their tongues for 60 seconds before swallowing to increase sublingual ab-
sorption of BPA. Based on the subjects’ BPA visit weights, the total BPA administered ranged
from 3.3 to 5.4 mg and ethanol volume from 0.41 to 0.58 mL to achieve a final dose of 50 ug/kg
body weight in a 1-mL ethanol-tonic water solution.

C. Insulin and C-Peptide (B Cell) Response Assessment

In both experiments we measured glucose (plasma), insulin (serum), and C-peptide (serum)
at multiple time points. These data were corrected for within-subject differences between
control and BPA sessions so that the starting point of each outcome measure was equal to the
average of the starting point data from subjects’ control and BPA sessions, with other session
values adjusted accordingly. The starting point for the OGTT experiment was glucose time
zero (10 minutes after BPA administration), and for the HG clamp experiment, at the time of
BPA/control administration (clamp time, 30 minutes) when blood glucose was stabilized. For
BPA and the metabolic measurements, we identified the maximum concentration (Cmax) of
each analyte and calculated the area under the concentration time curve (AUC) using the
trapezoidal rule.

D. Metabolic Measurements

Serum was analyzed at the University of Missouri Diabetes Diagnostic Laboratory for he-
moglobin Alc (HbA1lc) (using the Tosoh G8 variant mode ion-exchange HPLC method; Tosoh
Biosciences, San Francisco, CA). Insulin and C-peptide were measured using the Tosoh AIA-
PACKIRI and ST ATA-PACK C-peptide I reagents on the Tosoh AIA-900 (Tosoh Biosciences,
San Francisco, CA). In the OGTT experiment, glucose was measured in fluoride plasma using
the Roche GLUC3 hexokinase reagents on a Roche Cobas 311 (Roche Diagnostics, Indian-
apolis, IN). In the HG clamp experiment, plasma glucose was measured every 5 minutes at
the bedside in the CRC using the YSI 2300 Stat Plus (YSI Inc., Yellow Springs, OH).

Table 1. OGTT Experimental Subjects: Descriptive

Subject ID Ethnicity Age BMI HbAlc Fasting Glucose Fasting Insulin HOMA-IR

M1 White 25 25.9 4.9 96.5 6.5 1.54
M2 White 31 25.0 5.0 101.5 2.9 0.71
M3 Chinese 26 19.4 5.1 92.5 5.0 1.14
M4 White 27 23.8 5.1 84.0 3.4 0.70
M5 Arab American 21 19.8 5.2 90.5 1.9 0.42
M6 Indian“ 37 28.9 5.2 95.5 11.4 2.68
M7 White 28 25.7 5.3 102.5 5.2 1.32
M8 White 30 27.7 5.5 102.0 7.9 1.99
Mean 28.1 24.5 5.2 95.6 5.5 1.31
Median 27.5 25.3 5.2 96.0 5.1 1.23

Subject IDs are ordered by rank of their HbAlc (M1 to M8 =low to high). BMI, fasting glucose, insulin, and HOMA-IR
are the average of each subject’s BPA and control visit values. Homeostatic Model Assessment of Insulin Re-
sistance (HOMA-IR) is an insulin resistance estimate, calculated as HOMA-IR = [fasting glucose (mM) X fasting
insulin (nU)]/22.5.

“From India (not American Indian/Native American).


http://dx.doi.org/10.1210/js.2018-00151

doi: 10.1210/s.2018-00151 | Journal of the Endocrine Society | 1177

E. BPA Measurement

Unconjugated BPA (uBPA) and its primary metabolites, bisphenol glucuronide (BPA-G) and
bisphenol monosulfate, were measured in the vom Saal laboratory by author J.A.T. as
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Figure 2. OGTT study insulinogenic index and its relationship to HbAlc by subject. Panels
A and B plot the insulinogenic index, an indicator of first-phase insulin release, which is
calculated as A insulin from 0 to 30 minutes)/(4 glucose from 0 to 30 minutes) (A1.30/AGg.30).
Panels C and D plot the equivalent index using C-peptide (ACP.30/AGq.30). Panels A and C
show two versions of the insulinogenic index, Al.30/AGo.30 and ACPy.30/AGg.30, by session
(control, BPA). Panels B and D show the percentage change in outcomes between the BPA
and control sessions, plotted against HbAlc, where the percentage change in the insulinogenic
index or the C-peptide equivalent was calculated as the percentage change in outcome (%A X)
between BPA and control sessions = 100% X (Xgpa — Xeontro)/Xcontrol- HPAlc was measured
from the baseline blood draw of each subject’s first visit. A linear regression line is included
in the scatterplots with shaded 95% CI. The correlations of these variables with HbAlc are
(B) Aly.30/AGg.30 Spearman = 0.92, P = 0.0014 and (D) ACPy.30/AGg.30 Pearson = 0.97, P =
0.0001. Points are labeled with the subject IDs, which correspond to the rank ordering of their
HbAlc (M1 to M8 = low to high). Shapiro-Wilk normality test was used to select Pearson or
Spearman correlations, using P value cutoff of >0.3 as “normal.”
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Table 2. OGTT Experimental Subjects: BPA Exposure and Outcome Variables

Serum uBPA 410_30/4 G0_30

Baseline” Time: 0 to T: 60 to

Subject ID HbAlc Time:-10 Min 40 Min 120 Min Control BPA % Change
M1 4.9 0.0 2.4 1.1 1.75 0.93 —47.2
M2 5.0 0.0 2.7 5.3 0.22 0.21 -2.9
M3 5.1 0.2 1.9 3.0 1.59 1.72 8.1
M4 5.1 1.1 5.7 3.8 2.14 2.15 0.6
M5 5.2 NS 3.8 4.6 0.81 1.10 36.4
M6 5.2 0.0 8.2 1.0 3.54 3.99 12.6
M7 5.3 0.0 1.6 4.5 2.68 2.97 10.6
M8 5.5 0.9 2.9 4.9 0.98 2.14 119.3
Mean 5.2 0.3 3.7 3.5 1.71 1.90 17.2
Median 5.2 0.0 2.8 4.2 1.67 1.93 9.4
Pearson correlation HbAlc
Spearman correlation HbAlc 0.92¢
(Continued)

previously described [18]. The on-column limit of detection for uBPA, BPA-G, and bisphenol
monosulfate was 0.12, 0.08, and 0.15 ng/mL, respectively.

F. Statistical Analyses

For data analysis we used the R statistical system, version 3.4.0 [22], and the RStudio pro-
gramming environment, version 1.0.143 [23]. All plots were made using the R graphics package
ggplot2 [24]. Our main results were descriptive statistics, plots, correlations, and within-
subject comparisons between BPA and control session results. We added linear regression lines
to some plots. To choose between parametric (Pearson correlations, ¢ tests) and nonparametric
methods (Spearman correlations and Wilcoxon rank tests), we tested the distribution of each
variable with the Shapiro-Wilk normality test. Due to our small sample size, we conservatively
required a normality test P value >0.3 to treat data as normally distributed. We bootstrapped
95% confidence intervals for significant correlations by sampling with replacement 10,000
times. Because this is an exploratory study, we conducted many statistical tests to maximize
the information extracted from these first human experimental data. As discussed by Rothman
[25], correction for multiple comparisons in this scenario increases the chance of false nega-
tives, which in an exploratory study should be reduced.

2. Experiment 1: OGTT
A. Methods

In 2014 we consented eight male subjects with body mass index (BMI) <30, who reported
being a nonsmoker, without prescription medications, diabetes, or prediabetes. Each subject
was weighed, had vital signs collected, and was placed in a hospital bed, with a saline lock IV
access port) placed for blood draws. Ten minutes before the glucose drink was administered, a
blood sample was collected for fasting glucose, insulin, and C-peptide. At the first visit, this
sample was also measured for HbAlc. The BPA or control solution was then given as de-
scribed above. Ten minutes after the BPA/control administration, a second baseline was
collected (glucose time = 0 minutes), after which the subject consumed a glucose tolerance test
drink (100 g dextrose) over 1 to 3 minutes. Blood was subsequently collected at 10, 20, 40, 60,
80, 100, and 120 minutes after glucose administration.
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Table 2. OGTT Experimental Subjects: BPA Exposure and Outcome Variables (Continued)

Aly_30/AGo_30
% Change in

Subject ID Control BPA % Change %Change in ISIpgrr Disposition Index
M1 0.055 0.037 —-32.1 6.9 —43.6
M2 0.010 0.009 —-13.6 2.9 0.0
M3 0.046 0.042 —8.3 —-5.5 2.2
M4 0.071 0.070 -1.8 30.8 31.6
M5 0.030 0.033 9.0 —60.9 —46.7
Meé 0.071 0.070 -1.5 -0.1 12.6
M7 0.075 0.105 38.9 1.0 11.7
M8 0.029 0.047 62.0 —28.1 57.7
Mean 0.049 0.052 6.6 —6.6 3.2
Median 0.051 0.045 -1.7 0.5 7.0
Pearson correlation HbAlc 0.97° 0.64¢
Spearman correlation HbAlc -0.63°¢

The percentage change in outcome X (%A X) = 100% X (Xgpa — Xcontrol)/ Xcontrol. T1Mes are in minutes after oral glucose
administration. The BPA or control solution was administered at time =—10 min. The BPA dose was 50 pg BPA per kg
body weight. The uBPA baseline values equal to 0.0 are baseline samples without detectable BPA. The disposition
index refers to insulinogenic index (AIy.30/AGo.30) X ISIogTr-

Abbreviation: NS, blood volume not sufficient.

“Baseline uBPA in serum collected just before BPA administration = 0.0 for samples without detectable BPA.

P = 0.0001.

‘P < 0.10.

4P =0.0014.

A-1. Calculations

In addition to the AUC and Cmax for insulin and C-peptide, the insulinogenic index, an
indicator of early-phase insulin release [26], was calculated as the change in insulin divided
by the change in glucose from time 0 to 30 minutes (A1 50/AGg.50). The equivalent index was
also calculated for C-peptide (ACPy.50/AGg.30). Values at 30 minutes were estimated as the
mean of the 20- and 40-minute values. The Matsuda insulin sensitivity index (ISIogrT) Was
calculated as 10,000/square root (fasting insulin X fasting glucose X glucose mean ime 0-120) X
insulin meanime 0-120)) [27].The disposition index was insulinogenic index X ISIpgpr. Units
for glucose, insulin, and C-peptide were mg/dL, wU/mL, and pmol/mL, respectively).

B. Results

Our subjects are described in Table 1. Glucose, insulin, and C-peptide vs time are plotted in
Supplemental Figure 1 and BPA serum levels in Supplemental Figure 2. At baseline at the
BPA exposure session, three subjects had detectable levels of uBPA (0.7 to 1.1 ng/mL), which
indicates that these subjects had some BPA exposure prior to arrival at the CRC.

HbA1lc was a strong predictor of the BPA-associated change in insulin response in the first
30 minutes after oral glucose challenge (Fig. 2; Table 2). Specifically, there was a strong cor-
relation between HbAlc and the within-subject percentage change between control and BPA
sessions in the insulinogenic index: Spearman = 0.92 (95% CI: 0.48, 1.0), P = 0.0014. The
equivalent C-peptide-based index was similar: Pearson = 0.97 (95% CI: 0.86, 1.0), P = 0.0001.
Excluding the subjects M3, M4, and M8 who had detectable uBPA at baseline, as well as subject
M5 who did not have sufficient serum for the baseline analysis, did not substantially change the
relationship of HbAlc and the insulinogenic index (Spearman = 0.80) or the C-peptide equivalent
(Pearson = 0.94). HbA1lc was moderately, but not statistically significantly, associated with the
percentage change between BPA and control in the insulin sensitivity index (Spearman =—0.63,
P =0.10) and the disposition index (Pearson = 0.64, P = 0.09).
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Beyond the initial 30 minutes after glucose administration, the results for the later phase
of insulin and C-peptide release relative to glucose levels (AUC for insulin or C-peptide,
divided by glucose AUC) were highly variable and not significantly correlated with HbA1lc
or pooled serum uBPA levels (data not shown). Ignoring HbAlc, there were no significant
within-subject differences between either the treatment conditions (BPA, control) or the
pooled serum uBPA values and the percentage change in any of the outcome measures.
Measurement of pooled serum samples for uBPA in this experiment (Table 2) prevented us

from examining associations with uBPA Cmax.

3. Experiment 2: HG Clamp

A. Methods

We used this experiment to examine the effect of BPA on the later phase of insulin/C-peptide
release against relatively constant plasma glucose, rather than the highly variable later-phase
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C are mean * SE. Panels B and D show individual subjects.
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glucose in the OGTT study. Figure 1 shows the experimental design: subjects could be older,
female (postmenopausal), with obesity and prediabetes by HbAlc. Our first subject (M1) was
author R.W.S. Females were required to be postmenopausal to eliminate estrogen cycling and
any fetal risk of exposure to BPA during pregnancy. Subjects reported no history of cancers that
could be estrogen responsive. Ten subjects were originally consented (2016 to 2017); however, two
females were unable to complete both sessions due to IV access problems.

An IV was placed in one arm and a saline lock in the other arm. The IV was used to
administer 20% glucose, and the saline lock to draw blood. The saline lock was typically
placed in a dorsal hand vein of the blood draw arm; however, the antecubital fossa was used
in a few cases. The hand of the blood draw arm was then placed in a warming box maintained
at 50°C to help arterialize the venous blood.

The glucose infusion rate was calculated using a computerized algorithm provided to us by
Thomas Solomon, PhD [28], which was based on the original description of the glucose clamp
protocol [29]. The infusion rate for the first 15 minutes was set by the algorithm based on
baseline data. Thereafter, the algorithm used plasma glucose measurements, made every
5 minutes using the YSI glucose analyzer, to adjust the 20% glucose infusion rate to stabilize
(clamp) plasma glucose at 8 mM (144 mg/dL) by clamp time ~30 minutes, and then to maintain
this level for the next 90 minutes (total time, 120 minutes). Blood draws for BPA and metabolic
measurements other than glucose were taken at clamp times 0, 30, 40, 50, 60, 70, 90, and
120 minutes. The first blood draw (clamp time, 0) was taken just before the glucose infusion began
and was used to determine HbAlc and the fasting values for glucose, insulin, and C-peptide. The
30-minute blood draw was taken just before BPA or vehicle control administration.

A-1. Calculations

We calculated the AUC for insulin, C-peptide, and uBPA. We split these AUCs at clamp times
30 to 70 and 70 to 120 minutes because, as shown in Figure 3A, BPA peaked on average at
clamp time 70 minutes (40 minutes after BPA administration). A “late insulin response” was
calculated as the mean insulin from 90 to 120 minutes minus fasting insulin, and insulin
sensitivity was computed as 100 times the mean glucose infusion rate (mg/kg/min) from clamp
time 90 to 120 minutes divided by the mean insulin level (WU/mL) from 90 to 120 minutes [30].

B. Results

Eight subjects completed the experiment (three females, five males); their age, BMI, and
HbAlc are shown in Table 3. By chance, the HbAlc ranges for males and females did not

Table 3. HG Clamp Subjects: Descriptive

Subject ID Ethnicity Age BMI HbAlc Fasting Glucose Fasting Insulin HOMA-IR

M1 White 60 22.2 4.9 88.6 3.3 0.73
M2 White 33 34.4 5.2 88.6 15.5 3.39
M3 White 59 32.4 5.5 95.2 8.0 1.88
M4 Indian® 41 30.4 5.6 91.6 13.6 3.08
M5 White 58 30.6 5.6 87.6 10.8 2.34
F1 White 63 35.7 5.7 95.7 19.8 4.69
F2 White 60 33.2 6.1 98.5 10.8 2.62
F3 White 58 29.8 6.3 88.1 6.3 1.36
Mean 54.0 31.0 5.6 91.7 11.0 2.51
Median 58.6 31.5 5.6 90.1 10.8 2.48

Subject IDs (males M1 to M5 and females F1 to F3) are in order of HbA1lc from low to high. BMI, fasting glucose, and
fasting insulin are the average of each subject’s BPA and control visit values. HbAlc was measured during screening
prior to the main study visits. Homeostatic Model Assessment of Insulin Resistance (HOMA-IR) is an insulin re-
sistance estimate, calculated as [fasting glucose (mM) X fasting insulin (nWU)]/22.5.

“From India (not Native American).


http://dx.doi.org/10.1210/js.2018-00151

1182 | Journal of the Endocrine Society | doi: 10.1210/js.2018-00151

Table 4. HG Clamp Subjects: BPA Exposure and Outcome Variables

uBPA (Serum)

Subject ID HbAlc uBPA t0° Cmax Tmax* AUC 30-70 Min AUC 70-120 Min

M1 4.9 0.0 9.2 60 171.3 373.4
M2 5.2 0.0 2.3 20 50.5 91.4
M3 5.5 0.1 5.1 60 118.3 208.0
M4 5.6 1.0 9.3 30 175.8 307.3
M5 5.6 0.2 5.5 60 98.7 222.5
F1 5.7 0.7 15.1 40 399.4 487.6
F2 6.1 0.0 8.3 40 204.8 272.5
F3 6.3 0.0 4.0 20 91.4 78.8
Mean 5.6 0.3 7.3 41 163.8 255.2
Median 5.6 0.1 6.9 40.0 144.8 247.5
t test

Wilcoxon

rank sum
(Continued)

overlap. Based upon subject weights for their BPA sessions, the total BPA administered ranged
from 3.5 to 5.4 mg (mean, 4.6 mg). The Cmax for serum uBPA ranged from 2.3 to 15.1 ng/mL
(mean, 7.3 ng/mL), with the uBPA peak [time of Cmax (Tmax)] occurring between 20 and
60 minutes post-BPA administration (mean, 41 minutes; Fig. 3). Five of 8 subjects showed a
temporary decrease in uBPA concentration at 30 minutes postadministration, suggestive of
enterohepatic recirculation. The correlation between the serum uBPA Cmax and AUC30.190
measures was high (Pearson=0.96; P < 0.001). Plots by subject of uBPA, insulin, and C-peptide
vs time are shown in Supplemental Figure 3. Summary plots of mean serum insulin, plasma
glucose, and glucose infusion rates are shown in Supplemental Figure 4.

For within-subject comparison of BPA vs control sessions, several C-peptide and insulin
measures were at or near significance (Table 4). The late-phase insulin measure for the BPA
session averaged 17.4% less than the control session (95% CI: —30% to —4.8%; ¢ test, P=0.042;
Fig. 4A). The C-peptide Cmax during the BPA session averaged 6.4% less than that of the
control session (95% CI: —11% to —1.3%; ¢ test, P = 0.046; Fig. 4B). The insulin sensitivity
measure was not statistically different between BPA and control sessions (P = 0.24).

The HG clamp results did not show a significant association between HbAlc and the
percentage change in insulin response between BPA and control sessions (specifically, insulin
or C-peptide AUC from clamp time 30 to 120 minutes). Of these measures, the strongest
associations were between the percentage change in C-peptide AUC.19¢ (¢ test, P = 0.06;
Fig. 4C) and between HbA1c with the percentage change in C-peptide AUC.150 (Spearman =
—-0.66, P = 0.076; Fig. 4D).

There was some evidence for a negative association between serum uBPA and insulin
response. Serum uBPA Cmax was significantly negatively associated with percentage change
in insulin Cmax (Supplemental Fig. 5; Pearson = -0.74; P=0.037). However, the correlation
of uBPA Cmax with C-peptide Cmax was not significant (Pearson = —-0.46, P = 0.25).

The serum uBPA AUC from 30 to 120 minutes was positively correlated with age
(Spearman =0.71, P=0.047; Supplemental Fig. 6), although the fact that six of eight subjects
tightly cluster around age 60 years weakens this evidence.

C. Discussion

In our OGTT experiment, we found a strong positive relationship in healthy adult young men
between serum HbAlc and the within-subject percentage change between BPA and control
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Table 4. HG Clamp Subjects: BPA Exposure and Outcome Variables (Continued)

%A of BPA vs Control®

C-Peptide Insulin

AUC AUC AUC AUC Late-Phase Insulin
Subject ID Cmax 30-70 Min 70-120 Min Cmax 30-70 Min 70-120 Min Insulin Sensitivity
M1 —2.7 -1.5 -1.9 8.2 3.5 7.0 -5.9 45.4
M2 7.8 6.0 9.9 23.2 8.0 12.4 -6.7 -19.2
M3 —-2.6 —-5.6 —-2.1 —=b.7 -0.4 —8.2 —44.7 18.8
M4 -8.5 -4.9 -12.3 -18.3 -10.8 -21.0 -254 -0.2
M5 —-12.2 —12.3 —-13.3 —-12.9 —-17.7 —20.1 —34.4 —20.9
F1 -9.1 -7.2 -10.6 —24.6 -184 -27.1 7.8 18.5
F2 —-17.1 —-6.5 —-13.4 —10.0 -9.1 —-19.3 —34.4 2.4
F3 -6.5 -1.1 —4.4 2.5 -3.0 —4.3 4.8 53.1
Mean —-6.4 —4.1 —-6.0 —4.7 —-6.0 —10.1 —-174 12.2
Median -7.5 -5.3 -7.5 -7.8 -6.1 -13.8 -16.0 10.4
t test 0.046 0.07 0.42 0.12 0.09 0.042 0.24
Wilcoxon 0.06

rank sum

Times are minutes from start of clamp glucose infusion, except for uBPA Tmax, which is the number of minutes post-
BPA administration that the Cmax occurred. C-peptide and insulin columns are the percentage difference between
BPA and control sessions [%4 X =100% X (Xgpa — Xcontrol)/Xecontrol]- UBPA AUCs were split at 70 minutes (30 to 70 and
70 to 120) to align with the uBPA Tmax (clamp time = 70 minutes). Late-phase insulin response = (mean insulin 90 to
120 minutes) — fasting insulin [30]. Insulin sensitivity = 100 X mean glucose infusion rate (mg/kg/min) from 90 to
120 minutes/mean insulin 90 to 120 minutes. The BPA dose was 50 g BPA per kg body weight. Shapiro-Wilk normality
test was used to select ¢ test or Wilcoxon rank sum, using P value cutoff of >0.3 as “normal.”

Abbreviation: t0, time 0.

“%A X =100% X (XBPA - Xcantral)/xcontrOL

®Baseline uBPA in serum collected before the start of glucose drip at t0. = 0.0 for samples without detectable BPA.
‘Minutes after BPA administration.

sessions in the insulinogenic index and the C-peptide equivalent (Fig. 2; Table 2). Given that
the insulinogenic index is an important indicator of early-phase insulin release [26], and
HbA1c is an indicator of glycemic control and a predictor of type 2 diabetes [31], this strong
association was striking, especially considering the narrow range of HbAlc (4.9% to 5.5%)
over which it was seen. A possible hypothesis is that even a mild impairment in glucose
control (as indicated by increasing HbAlc) increases the likelihood of a stronger BPA effect on
insulin/C-peptide release, or, alternatively, that people with elevated Alc are elevated be-
cause they are more sensitive to existing estrogenic exposures.

In the HG clamp experiment in which glucose was stabilized prior to BPA or vehicle
administration, our subjects showed a different response to BPA: we observed a sig-
nificant percentage decrease between control and BPA sessions in late-phase insulin and
the C-peptide Cmax (Table 4), as well as a weak inverse relationship between the
percentage change in later-phase C-peptide AUC with HbAlc (Fig. 4D). These results,
which are opposite to the early-phase OGTT insulin findings, could indicate that BPA
has different effects on the mechanisms of the early response (release of stored insulin)
vs later insulin response (de novo insulin synthesis). This finding could also be influ-
enced by our wider subject inclusion criteria in the HG clamp experiment (e.g., inclusion
of obese, older subjects with prediabetes, including postmenopausal females). Hyper-
insulinemia, which could be aggravated by acute BPA exposure, decreases second-phase
insulin release in humans [32]. Increased levels of palmitate in obese children and ado-
lescents are also associated with initial hyperinsulinemia and then a later decrease in B-cell
function [33].

Although our study results do not demonstrate that these effects of BPA are related to
metabolic disease, they could have clinical and regulatory implications. Clinically, they


http://dx.doi.org/10.1210/js.2018-00151

1184 | Journal of the Endocrine Society | doi: 10.1210/js.2018-00151

A B
10 - 1 r
2. F1 ‘- e M2
Mz F3 M2
5,
<75 Me_ 0- -~ =
£ - = M4
-~ s - -
-~ 4 § -10- E. BBy L
£ s0- = ~ o E Mav1
z . @ 5, b
M5 ] E 2
= £ 20 o Pty o s
3 A - Q Fa.. $., E3
- ° :
© . ® M4 = he.. F2 o
g Voot iy
s - F2M5 3} M5
-40 - =15 -
0 0-
T T M3 ; i T F2
C BPA C BPA —
C D
200 M2
me 10- M2
£
5 150{ M4 g
; Ft.... Mg r;- 0- \\\
o Mg U g " M3
=] el < Fa
< 1004 8
g F% renee-f3 -1 Nt
= 2....... -10
g =" 8 B i ™
o [ ) EEETEERERR ¥ || é Mg F2
1 504 ;g
(&)
=20
0_
c BPA 5.2 56 6.0
HbA1c (%)

Figure 4. HG clamp study change in insulin release measures between control and BPA
sessions. Percentage change in outcome (%A X) between BPA and control sessions = 100% X
(Xgpa — Xeontrol)/Xeontrol- Points are labeled with the subject IDs, which correspond to the rank
ordering of their HbAlc levels (M1 to M5, F1 to F3 = low to high). The Shapiro-Wilk
normality test was used to select parametric vs nonparametric tests and correlations, using
P value >0.3 as “normal.” (A) Late-phase insulin = mean insulin from clamp time 90 to

120 minutes minus fasting insulin [30]. Six of 8 values for %A in late-phase insulin are less
than zero (¢ test, P = 0.042). (B) C-peptide Cmax. Seven of 8 values for %A C-peptide Cmax
are less than zero (¢ test, P = 0.046). (C) C-peptide AUC from 70 to 120 minutes. Seven of 8
values for %A C-peptide AUCr7¢.120 min are less than zero (¢ test, P = 0.06). (D) The Spearman
correlation of %A C-peptide AUCr0.120 min With HbAlc was —0.66, P = 0.076.

support the relevance to human health of the large experimental literature (animal and in
vitro) demonstrating numerous BPA effects on metabolic outcomes [2]. From a regulatory
perspective, identifying any physiological response in humans to BPA at the presumed
“safe” daily BPA dose would indicate that key assumptions in the regulatory process are
incorrect, as discussed in prior reviews [34—36]. Guideline toxicology studies conducted by
regulatory agencies use relatively crude measures such as organ weights, histology, and tumor
incidence (often in relatively short-term studies) to determine the doses at which overtly toxic
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effects are seen, and from there, the human “safe” dose is extrapolated, but typically not tested
directly. Within that scientific framework, the results we report here should not have been found.
Regulatory agency guideline testing methods cannot be expected to detect alterations in
metabolism that, although not overtly toxic, can initiate or exacerbate metabolic dis-
orders. Despite these limitations, the absence of such experimental data demonstrating
causality has been considered adequate for regulatory decision-making about the safety
of BPA, while numerous findings from human epidemiology cross-sectional and pro-
spective studies have been ignored [16].

This study 1s an initial step toward investigation of an intriguing hypothesis that
exposure to estrogenic chemicals such as BPA may contribute to insulin resistance by
triggering an innate insulin resistance mechanism. We thus assume that other estro-
genic endocrine-disrupting chemicals, such as other bisphenols [37], could interact with
BPA to impact glucose homeostasis. In late pregnancy, women develop a temporary
insulin resistance, which enables increased glucose transfer across the placenta and
rapid fetal growth [1]. This insulin resistance is believed to be caused by increases in
steroid and other hormones during pregnancy [38]. Although estrogens at typical
premenopausal levels appear to promote insulin sensitivity and protect the endocrine
pancreas, estrogen excess appears to cause impairment of glucose control and create
insulin resistance [39]. In male mice, repeated exposure to a low dose of BPA for 4 days
produced insulin resistance [3]. If humans are similarly responsive, and the effect is primarily
mediated through extranuclear estrogen receptors that respond to BPA at 100 pM to 1 nM
(228 pg/mL) concentrations [4, 6], this would predict that insulin resistance and type 2 di-
abetes can be exacerbated by BPA exposures and therefore be improved by reducing
such exposures.

Given these implications, verification of our findings in this exploratory study is
clearly required. The findings from our OGTT experiment were strong (Fig. 2), but the
effects of BPA on glucose control are likely far more complex than a simple function of
HbAlc and BPA exposure. Background endogenous estrogen levels may matter, and
these vary by age in men and in premenopausal females by monthly cycling or use of
hormonal contraceptives, as well as in relation to BMI [40]. The serum uBPA levels are
important as well, because hormones and hormonally active chemicals like BPA may have
nonmonotonic dose-response relationships whereby very high chemical concentrations shut
down the systems that are stimulated at lower concentrations, and entirely different responses
are activated [6, 35]. There was considerable between-subject variability in the serum levels of
uBPA (Fig. 3; Table 4), which could be related to differences in the degree to which different
subjects absorbed BPA sublingually vs enterally [41] as well as other factors such as age
(Supplemental Fig. 6).

In summary, the results of our two experiments suggest that oral exposure to the ubiquitous
environmental contaminant BPA at the Environmental Protection Agency—estimated “safe”
daily (reference) dose alters the insulin/C-peptide response to a glucose challenge in adults.
Importantly, the effect of BPA on insulin and C-peptide occurred at an internal dose of serum
uBPA that could plausibly result from real-world exposures, which for some persons might
occur multiple times each day [18, 20]. A growing experimental literature suggests that BPA
and other endocrine-disrupting chemicals may meaningfully contribute to the etiology of
metabolic diseases [1, 2]. If true, it implies that susceptible people might improve with reduced
exposure to BPA and other bisphenols that are functionally similar [37]. These findings suggest
new research directions into the causes and treatment of glucose dysregulation.

Acknowledgments

We thank the staff of the University of Missouri CRC and Dr. Thomas Solomon and Dr. Randie Little
for discussions.

Financial Support: This research was supported by grants from the Passport Foundation (to
R.W.S.) and Environmental Health Sciences (to R.W.S.).


http://dx.doi.org/10.1210/js.2018-00151

1186 | Journal of the Endocrine Society | doi: 10.1210/js.2018-00151

Author Contributions: R.W.S., J.AT., F.S.v.S., J.P.M., and A.N. contributed to the design of
the study and preparation of the manuscript. R.W.S., J. A.T., F.S.v.S., and J.A.D. were involved in con-
ducting the experiment.

Correspondence: Frederick S. vom Saal, PhD, Division of Biological Sciences, 105 Lefevre Hall,
University of Missouri-Columbia, Columbia, Missouri 65211. Email: vomsaalf@missouri.edu.

Disclosure Summary: The authors have nothing to disclose.

References and Notes

1. Alonso-Magdalena P, Quesada I, Nadal A. Endocrine disruptors in the etiology of type 2 diabetes
mellitus. Nat Rev Endocrinol. 2011;7(6):346—-353.

2. Heindel JJ, Blumberg B, Cave M, Machtinger R, Mantovani A, Mendez MA, Nadal A, Palanza P,
Panzica G, Sargis R, Vandenberg LN, vom Saal F. Metabolism disrupting chemicals and metabolic
disorders. Reprod Toxicol. 2017;68:3—33.

3. Alonso-Magdalena P, Morimoto S, Ripoll C, Fuentes E, Nadal A. The estrogenic effect of bisphenol A
disrupts pancreatic beta-cell function in vivo and induces insulin resistance. Environ Health Perspect.
2006;114(1):106-112.

4. Alonso-Magdalena P, Ropero AB, Carrera MP, Cederroth CR, Baquié M, Gauthier BR, Nef S, Stefani E,
Nadal A. Pancreatic insulin content regulation by the estrogen receptor ER alpha. PLoS One. 2008;3(4):
e2069.

5. Alonso-Magdalena P, Ropero AB, Soriano S, Garcia-Arévalo M, Ripoll C, Fuentes E, Quesada I, Nadal
A. Bisphenol-A acts as a potent estrogen via non-classical estrogen triggered pathways. Mol Cell
Endocrinol. 2012;355(2):201-207.

6. Villar-Pazos S, Martinez-Pinna J, Castellano-Munoz M, Alonso-Magdalena P, Marroqui L, Quesada I,
Gustafsson JA, Nadal A. Molecular mechanisms involved in the non-monotonic effect of bisphenol-a on
ca2+ entry in mouse pancreatic -cells. Sci Rep. 2017;7(1):11770.

7. Soriano S, Alonso-Magdalena P, Garcia-Arévalo M, Novials A, Muhammed SJ, Salehi A, Gustafsson
JA, Quesada I, Nadal A. Rapid insulinotropic action of low doses of bisphenol-A on mouse and human
islets of Langerhans: role of estrogen receptor 3. PLoS One. 2012;7(2):e31109.

8. Calafat AM, Ye X, Wong LY, Reidy JA, Needham LL. Exposure of the U.S. population to bisphenol A
and 4-tertiary-octylphenol: 2003-2004. Environ Health Perspect. 2008;116(1):39—44.

9. Lang IA, Galloway TS, Scarlett A, Henley WE, Depledge M, Wallace RB, Melzer D. Association of
urinary bisphenol A concentration with medical disorders and laboratory abnormalities in adults.
JAMA. 2008;300(11):1303-1310.

10. Melzer D, Osborne NdJ, Henley WE, Cipelli R, Young A, Money C, McCormack P, Luben R, Khaw KT,
Wareham NJ, Galloway TS. Urinary bisphenol A concentration and risk of future coronary artery
disease in apparently healthy men and women. Circulation. 2012;125(12):1482—-1490.

11. Shankar A, Teppala S. Urinary bisphenol A and hypertension in a multiethnic sample of US adults.
J Environ Public Health. 2012;2012:481641.

12. Trasande L, Attina TM, Blustein J. Association between urinary bisphenol A concentration and obesity
prevalence in children and adolescents. JAMA. 2012;308(11):1113-1121.

13. Tai X, Chen Y. Urinary bisphenol A concentrations positively associated with glycated hemoglobin and
other indicators of diabetes in Canadian men. Environ Res. 2016;147:172—178.

14. Dallio M, Masarone M, Errico S, Gravina AG, Nicolucci C, Di Sarno R, Gionti L, Tuccillo C, Persico
M, Stiuso P, Diano N, Loguercio C, Federico A. Role of bisphenol A as environmental factor in the
promotion of non-alcoholic fatty liver disease: in vitro and clinical study. Aliment Pharmacol Ther.
2018;47(6):826-837.

15. Verstraete SG, Wojcicki JM, Perito ER, Rosenthal P. Bisphenol A increases risk for presumed non-alcoholic
fatty liver disease in Hispanic adolescents in NHANES 2003-2010. Environ Health. 2018;17(1):12.

16. Vandenberg LN, Ehrlich S, Belcher SM, Ben-Jonathan N, Dolinoy DC, Hugo ES, Hunt PA, Newbold
RR, Rubin BS, Saili KS, Soto AM, Wang H-S, vom Saal FS. Low dose effects of bisphenol A: an in-
tegrated review of in vitro, laboratory animal and epidemiology studies. Endocr Disrupt. 2013;1(1):
e25078.

17. Vandenberg LN, Chahoud I, Heindel JJ, Padmanabhan V, Paumgartten FJ, Schoenfelder G. Urinary,
circulating, and tissue biomonitoring studies indicate widespread exposure to bisphenol A. Environ
Health Perspect. 2010;118(8):1055-1070.

18. Hormann AM, vom Saal FS, Nagel SC, Stahlhut RW, Moyer CL, Ellersieck MR, Welshons WV, Toutain
PL, Taylor JA. Holding thermal receipt paper and eating food after using hand sanitizer results in high
serum bioactive and urine total levels of bisphenol A (BPA). PLoS One. 2014;9(10):e110509.


mailto:vomsaalf@missouri.edu
http://dx.doi.org/10.1210/js.2018-00151

doi: 10.1210/s.2018-00151 | Journal of the Endocrine Society | 1187

19. Taylor JA, vom Saal FS, Welshons WV, Drury B, Rottinghaus G, Hunt PA, Toutain PL, Laffont CM,
VandeVoort CA. Similarity of bisphenol A pharmacokinetics in rhesus monkeys and mice: relevance for
human exposure. Environ Health Perspect. 2011;119(4):422—430.

20. Ye X, Wong LY, Bishop AM, Calafat AM. Variability of urinary concentrations of bisphenol A in spot
samples, first morning voids, and 24-hour collections. Environ Health Perspect. 2011;119(7):983-988.

21. EPA. 1988 Integrated Risk Information System (IRIS), U.S. Environmental Protection Agency,
Chemical Assessment Summary, Bisphenol A; CASRN 80-05-7. Available at: www.google.com/
search?source=hp&ei=5A2HWouXNMSizwK_srGoBg&q=EPA+reference+dose+for+bisphenol+A-+fact+
sheet&oq=EPA+reference+dose+for+bisphenol+A+fact+sheet&gs_l=psy-ab.3...961.14892.0.15293.46.
44.0.0.0.0.403.4402.35]7j1j0j1.44.0....0...1.1.64.psy-ab.2.39.3956.0.0j35139k 101131k 1j0i131i46k 1j46i131k1j0
1201264k 1j011311201264k 1j0122130k 1j331160k 1333121k 1.0.3_jdgsgJuHg. Accessed 9 March 2018.

22. Team RC. R: A Language and Environment for Statistical Computing. Vienna, Austria: R Foundation
for Statistical Computing; 2017.

23. Team RS. RStudio: Integrated Development Environment for R. Boston, MA: RStudio, Inc.; 2016.

24. Wickham H. ggplot2: Elegant Graphics for Data Analysis. 2nd ed. New York, NY: Springer; 2016.

25. Rothman KdJ. No adjustments are needed for multiple comparisons. Epidemiology. 1990;1(1):43—46.

26. Cersosimo E, Solis-Herrera C, Trautmann ME, Malloy J, Triplitt CL. Assessment of pancreatic -cell
function: review of methods and clinical applications. Curr Diabetes Rev. 2014;10(1):2—42.

27. Matsuda M, DeFronzo RA. Insulin sensitivity indices obtained from oral glucose tolerance testing:
comparison with the euglycemic insulin clamp. Diabetes Care. 1999;22(9):1462—-1470.

28. Karstoft K, Mortensen SP, Knudsen SH, Solomon TP. Direct effect of incretin hormones on glucose and
glycerol metabolism and hemodynamics. Am J Physiol Endocrinol Metab. 2015;308(5):E426-E433.

29. DeFronzo RA, Tobin JD, Andres R. Glucose clamp technique: a method for quantifying insulin secretion
and resistance. Am J Physiol. 1979;237(3):E214-E223.

30. Shah SS, Ramirez CE, Powers AC, Yu C, Shibao CA, Luther JM. Hyperglycemic clamp-derived dis-
position index is negatively associated with metabolic syndrome severity in obese subjects. Metabolism.
2016:65(6):835-842.

31. Sherwani SI, Khan HA, Ekhzaimy A, Masood A, Sakharkar MK. Significance of HbAlc test in diagnosis
and prognosis of diabetic patients. Biomark Insights. 2016;11:95-104.

32. Piatti PM, Pontiroli AE, Caumo A, Santambrogio G, Monti LD, Costa S, Garbetta F, Baruffaldi L,
Cobelli C, Pozza G. Hyperinsulinemia decreases second-phase but not first-phase arginine-induced
insulin release in humans. Diabetes. 1994;43(9):1157-1163.

33. Staaf J, Ubhayasekera SdJ, Sargsyan E, Chowdhury A, Kristinsson H, Manell H, Bergquist J, Forslund
A, Bergsten P. Initial hyperinsulinemia and subsequent B-cell dysfunction is associated with elevated
palmitate levels. Pediatr Res. 2016;80(2):267-274.

34. Myers JP, vom Saal F'S, Akingbemi BT, Arizono K, Belcher S, Colborn T, Chahoud I, Crain DA, Farabollini
F, Guillette LJ Jr, Hassold T, Ho SM, Hunt PA, Iguchi T, Jobling S, Kanno J, Laufer H, Marcus M,
McLachlan JA, Nadal A, Oehlmann J, Olea N, Palanza P, Parmigiani S, Rubin BS, Schoenfelder G,
Sonnenschein C, Soto AM, Talsness CE, Taylor JA, Vandenberg LN, Vandenbergh JG, Vogel S, Watson CS,
Welshons WV, Zoeller RT. Why public health agencies cannot depend on good laboratory practices as a
criterion for selecting data: the case of bisphenol A. Environ Health Perspect. 2009;117(3):309-315.

35. Vandenberg LN, Colborn T, Hayes TB, Heindel JJ, Jacobs DR Jr, Lee DH, Shioda T, Soto AM, vom Saal
FS, Welshons WV, Zoeller RT, Myers JP. Hormones and endocrine-disrupting chemicals: low-dose
effects and nonmonotonic dose responses. Endocr Rev. 2012;33(3):378-455.

36. Zoeller RT, Brown TR, Doan LL, Gore AC, Skakkebaek NE, Soto AM, Woodruff TJ, vom Saal FS.
Endocrine-disrupting chemicals and public health protection: a statement of principles from The
Endocrine Society. Endocrinology. 2012;153(9):4097-4110.

37. Mesnage R, Phedonos A, Arno M, Balu S, Corton JC, Antoniou MN. Editor’s highlight: transcriptome
profiling reveals bisphenol A alternatives activate estrogen receptor alpha in human breast cancer
cells. Toxicol Sci. 2017;158(2):431-443.

38. Vejrazkova D, Veelak J, Vankova M, Lukasova P, Bradnova O, Halkova T, Kancheva R, Bendlova B.
Steroids and insulin resistance in pregnancy. JJ Steroid Biochem Mol Biol. 2014;139:122—-129.

39. Godsland IF. Oestrogens and insulin secretion. Diabetologia. 2005;48(11):2213—-2220.

40. Bjornerem A, Straume B, Midtby M, Fonnebe V, Sundsfjord J, Svartberg J, Acharya G, Oian P,
Berntsen GK. Endogenous sex hormones in relation to age, sex, lifestyle factors, and chronic diseases
in a general population: the Tromse Study. J Clin Endocrinol Metab. 2004;89(12):6039-60417.

41. Gayrard V, Lacroix MZ, Collet SH, Viguié C, Bousquet-Melou A, Toutain PL, Picard-Hagen N. High
bioavailability of bisphenol A from sublingual exposure. Environ Health Perspect. 2013;121(8):
951-956.


http://www.google.com/search?source=hp&ei=5A2HWouXNMSizwK_srGoBg&q=EPA+reference+dose+for+bisphenol+A+fact+sheet&oq=EPA+reference+dose+for+bisphenol+A+fact+sheet&gs_l=psy-ab.3...961.14892.0.15293.46.44.0.0.0.0.403.4402.35j7j1j0j1.44.0....0...1.1.64.psy-ab.2.39.3956.0.0j35i39k1j0i131k1j0i131i46k1j46i131k1j0i20i264k1j0i131i20i264k1j0i22i30k1j33i160k1j33i21k1.0.3_j4gsgJuHg
http://www.google.com/search?source=hp&ei=5A2HWouXNMSizwK_srGoBg&q=EPA+reference+dose+for+bisphenol+A+fact+sheet&oq=EPA+reference+dose+for+bisphenol+A+fact+sheet&gs_l=psy-ab.3...961.14892.0.15293.46.44.0.0.0.0.403.4402.35j7j1j0j1.44.0....0...1.1.64.psy-ab.2.39.3956.0.0j35i39k1j0i131k1j0i131i46k1j46i131k1j0i20i264k1j0i131i20i264k1j0i22i30k1j33i160k1j33i21k1.0.3_j4gsgJuHg
http://www.google.com/search?source=hp&ei=5A2HWouXNMSizwK_srGoBg&q=EPA+reference+dose+for+bisphenol+A+fact+sheet&oq=EPA+reference+dose+for+bisphenol+A+fact+sheet&gs_l=psy-ab.3...961.14892.0.15293.46.44.0.0.0.0.403.4402.35j7j1j0j1.44.0....0...1.1.64.psy-ab.2.39.3956.0.0j35i39k1j0i131k1j0i131i46k1j46i131k1j0i20i264k1j0i131i20i264k1j0i22i30k1j33i160k1j33i21k1.0.3_j4gsgJuHg
http://www.google.com/search?source=hp&ei=5A2HWouXNMSizwK_srGoBg&q=EPA+reference+dose+for+bisphenol+A+fact+sheet&oq=EPA+reference+dose+for+bisphenol+A+fact+sheet&gs_l=psy-ab.3...961.14892.0.15293.46.44.0.0.0.0.403.4402.35j7j1j0j1.44.0....0...1.1.64.psy-ab.2.39.3956.0.0j35i39k1j0i131k1j0i131i46k1j46i131k1j0i20i264k1j0i131i20i264k1j0i22i30k1j33i160k1j33i21k1.0.3_j4gsgJuHg
http://www.google.com/search?source=hp&ei=5A2HWouXNMSizwK_srGoBg&q=EPA+reference+dose+for+bisphenol+A+fact+sheet&oq=EPA+reference+dose+for+bisphenol+A+fact+sheet&gs_l=psy-ab.3...961.14892.0.15293.46.44.0.0.0.0.403.4402.35j7j1j0j1.44.0....0...1.1.64.psy-ab.2.39.3956.0.0j35i39k1j0i131k1j0i131i46k1j46i131k1j0i20i264k1j0i131i20i264k1j0i22i30k1j33i160k1j33i21k1.0.3_j4gsgJuHg
http://dx.doi.org/10.1210/js.2018-00151

