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Abstract: Background and Objectives: Fetal growth abnormalities increase the risk of negative perinatal
and long-term outcomes. Bisphenol A (BPA) is a ubiquitous endocrine-disrupting chemical to which
humans may be exposed in a number of ways, such as from the environment, via various consumer
products, and through the individual’s diet. Since the compound possesses estrogen-mimicking
properties and exerts epigenetic and genotoxic effects, it has been associated with harmful effects im-
pacting the entire spectrum of human life, including, vitally, the intrauterine period. We investigated
the role of maternal exposure to BPA in abnormal fetal growth velocity, both impaired and excessive.
Materials and Methods: Amniotic fluid samples were collected from 35 women who underwent am-
niocentesis early in the second trimester due to medical reasons. Pregnancies were followed until
delivery, and birth weights were recorded. The amniotic fluid samples were subsequently divided
into three groups based on fetal birth weight, as follows: AGA (appropriate for gestational age),
SGA (small for gestational age), and LGA (large for gestational age). Amniotic fluid BPA levels were
determined by gas chromatography coupled with mass spectrometry. Results: BPA was detected in
80% (28/35) of our amniotic fluid samples. Median concentration was 281.495 pg/mL and ranged
from 108.82 pg/mL to 1605.36 pg/mL. No significant association was observed between the study
groups regarding BPA concentration. A significant positive correlation between amniotic fluid BPA
concentration and birth weight centile (r = 0.351, p-value = 0.039) was identified. BPA levels were
also inversely associated with gestational age in pregnancies at term (between 37 and 41 weeks)
(r = —0.365, p-value = 0.031). Conclusions: Our findings suggest that maternal exposure to BPA
during the early second trimester of pregnancy can potentially contribute to increased birthweight
percentiles and to decreased gestational age in pregnancies at term.
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1. Introduction

Fetal growth disorders, namely impaired and excessive fetal growth, are considered to be
consequential contributors to adverse perinatal and long-term outcomes. Small for gestational
age (SGA) fetuses/neonates are defined as those with an estimated fetal weight (EFW) or
birthweight (BW) below the 10th centile for gestational age, while large for gestational age
(LGA) refers to fetuses/neonates with an EFW or BW above the 90th centile for gestational
age [1]. SGA fetuses are further divided into constitutionally small fetuses due to maternal
characteristics (height, weight, and ethnicity) and growth-restricted ones (FGR), the latter
reflecting a pathological state of diminished growth and failure to reach the individualized
predetermined growth potential. The cause of impaired growth can either be due to intrinsic
(mainly genetic) diseases, infection, and maternal exposure to harmful factors or be placenta-
mediated, mainly via impaired placentation and diminished nutrient transfer [2,3]. Similarly,
excessive growth is attributable either to hereditary characteristics (maternal height and
weight) or to pathological causes, such as maternal malnutrition, gestational diabetes, and
genetic disorders, including Beckwith-Wiedemann and Sotos syndromes [1,4].

Fetal growth abnormalities have been linked to increased morbidity and mortality at
all stages of life, according to the “fetal origin of adult disease” hypothesis [5]. Specifically,
they have been correlated with stillbirth, perinatal asphyxia, neonatal mortality, hypother-
mia, hypoglycemia, prematurity, and higher risk for adverse outcomes in childhood and
adulthood, among them neurodevelopmental defects, diabetes mellitus, cardiovascular
diseases, and metabolic syndrome. LGA fetuses, in particular, are prone to birth injuries,
such as brachial plexus injuries and shoulder dystocia, while their mothers are at increased
risk for major postpartum hemorrhage and pelvic floor trauma. It is therefore crucial to
identify factors predisposing to fetal growth disturbances as early in pregnancy as possible,
thereby limiting their short- and long-term effects [6-8].

Endocrine-disrupting chemicals (EDCs) exist as both natural and man-made com-
pounds that can interfere with metabolism, hormonal homeostasis, and the functioning of
the endocrine system either by mimicking or by blocking the biological activity of endoge-
nous hormones. They have been associated with adverse effects in both human and animal
studies and are considered to be potentially harmful factors predisposing to abnormal fetal
growth, since the majority of them are able to cross the protective placental barrier and
enter the fetal circulation, as revealed by the detection of EDCs in fetal biological samples
such as amniotic fluid and/or cord blood [9-11].

Bisphenol A (BPA), in particular, is one of the most ubiquitous EDCs. Utilized in the
manufacture of polycarbonate plastics and epoxy resins, it is present in food packaging
(food and beverage containers), plastic drinking bottles, toys, water pipes, medical devices,
dental sealants, and thermal paper. However, the most common route of exposure is
through food and drink consumption, as it can leach into the products when the protective
coatings and bottles are overheated. Other routes of exposure include inhalation of air and
dust and absorption through the skin [12].

BPA exerts endocrine-disrupting properties due to its estrogen-mimicking properties
and its functional interference with thyroid and androgen hormones via several receptors
and metabolic pathways, among them estrogen and estrogen-related transcription recep-
tors, androgen, and thyroid hormone receptors. BPA can also interact with pregnane X,
aryl hydrocarbon, and peroxisome proliferator-activated receptors [13,14]. The pregnane
x receptor and aryl hydrocarbon receptors contribute to the detoxification of xenobiotics
by regulating genes that encode enzymes participating in these processes. Peroxisome
proliferator-activated receptors are a group of nuclear receptor proteins that participate in
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the regulation of triglyceride, glucose, and fatty acid metabolism, playing a crucial role
in energy homeostasis and lipid metabolism. Moreover, BPA has been associated with
genotoxicity, disruption of the meiotic process, and chromosomal aberrations, as well as
epigenetic changes, such as histone modifications, DNA methylation, and genomic im-
printing [15,16]. Given that pregnancy is considered to be a crucial period affecting the
whole lifespan, prenatal exposure to this endocrine disruptor has been correlated with
adverse perinatal and long-term outcomes, inter alia, miscarriage, preterm birth, disturbed
fetal growth, neurodevelopmental deficits, reproductive pathologies, metabolic disorders,
and obesity [17,18]. As mentioned above, numerous earlier studies have demonstrated
the ability of BPA to cross the placenta and enter the fetal circulation, as established via its
detection in amniotic fluid samples [19,20].

Prevention of abnormal fetal growth velocities today constitutes one of the most
challenging issues in obstetrics. The first essential step is the early recognition of fetuses
at risk. This can be achieved by identifying substances like BPA that possess the ability
to affect normal fetal growth and predispose to impaired or excessive fetal growth, both
conditions negatively affecting the perinatal and long-term fetal outcomes.

The aim of this study is to provide insights into the correlation between maternal BPA
exposure and fetal growth.

2. Materials and Methods

Amniotic fluid samples were obtained from women undergoing amniocentesis in
the early second trimester (15-22 weeks) due to medical indications, including increased
risk for chromosomal abnormalities identified in the first- or second-trimester screenings,
increased nuchal translucency, previous history of birth defects, and advanced maternal
age, as well as on maternal request. Multiple pregnancies and pregnancies with major
congenital abnormalities or abnormal karyotype were excluded from the study, while only
full-term healthy singleton pregnancies with no pathologies that can affect fetal growth
were included in the study. All pregnancies were followed until delivery.

The amniotic fluid samples were collected in polypropylene tubes to avoid any contam-
ination and were stored at —80 °C until the day of BPA measurement. Identical collection
materials were used for all samples. All cases were divided after birth into three study
groups based on birth weight, namely, AGA, SGA, and LGA. Overall, our study included
35 amniotic fluid samples. Amniotic fluid BPA levels were determined by gas chromatogra-
phy coupled with mass spectrometry.

Trial analysis for the determination of BPA in amniotic fluid samples was conducted
at the Department of Forensic Medicine and Toxicology of the Medical School, National
and Kapodistrian University of Athens, Athens, Greece. The chemicals, reagents, and
laboratory equipment used are described in Table S1 of Supplementary Material.

Informed consent was given by all women participating. The Bioresearch and Ethics
Committee of Attikon University Hospital, Athens, Greece approved the study (SC 10092019,
approved on 10 September 2019).

2.1. Sample Preparation

For the determination of total BPA (free and conjugated with glucuronic acid) in the
amniotic fluid samples, enzymatic hydrolysis was performed prior to extraction. Each
sample (500 pL amniotic fluid) and procedural blank (500 puL water) was spiked with
50 pL of d16-BPA (internal standard) (10 ng/mL) and mixed for 10 s. A total of 300 uL of
M sodium acetate buffer pH5 was added to each sample and mixed for 10 s in order to
acidify the samples. Additionally, 25 uL (112.5 mU) of 3-glucuronidase was added for the
hydrolysis. The use of both 25 pL (112.5 mU) and of 50 pL (225 mU) of 3-glucuronidase had
been tested, and the former quantity was selected to ensure maximum deconjugation. The
samples were mixed for 10 sec in vortex and then firmly tapped and incubated overnight
at 37 °C. The next day, 2 mL of ethyl acetate was added: the mixtures were then mixed
in vortex for 2 min, after which they were centrifuged at 3000 rpm for 5 min at room
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temperature (RT). After being transferred to clean glass incubation tubes, the supernatants
containing the extracted BPA and internal standard were evaporated to dryness under a
stream of N at RT. For derivatization, the samples were reconstituted with 50 uL of ethyl
acetate and 50 pL of pentafluoropropionic anhydride (PFPA), firmly tapped, and incubated
at 70 °C for 30 min. After the samples had been left to cool for 10 min at RT, they were
again evaporated to dryness under a stream of Nj. Lastly, they were reconstituted with
70 uL ethyl acetate and loaded in autosampler vials to be injected into the GC/MS system.

2.2. Gas Chromatography-Mass Spectrometry—Analysis of the System and Conditions

The mass spectrometer was operated in the electron impact (EI) ionization mode
together with the selective ion monitoring (SIM) mode. Helium was employed as the
carrier gas at a flow rate of 1 mL/min. A sample amount of 1 pL. was injected in the
splitless mode. GC program parameters were optimized in the following manner: with
initial oven temperature at 100 °C, the temperature was maintained for 1 min and then
increased at a rate of 30 °C/min to the maximum 300 °C, which was maintained for 5 min,
the total runtime being 12.69 min. The injector, ion source, and interface temperatures were
fixed at 250, 230, and 280 °C, respectively.

To estimate the mean calibration curve used in the quantification of the amniotic
samples, each one of the three analytical runs included one procedural blank and six
calibration spiked samples, prepared as described below, while the fourth run included
one procedural blank and the amniotic samples of unknown concentration. Derivatized
BPA and d1¢-BPA were retained for 6.05 and 6.03 min, respectively. The mass fragments
used for the identification of BPA were m/z: 505, 506, and 520, and for d;4-BPA, they were
m/z: 516,517, and 534.

2.3. Calibration Standard Solutions

Stock standard solutions of BPA and d;-BPA were prepared at a concentration of
1 mg/mL in methanol. Working standard solutions at final concentrations of 5 (solution A)
and 100 ng/mL (solution B) for BPA and 10 ng/mL for d;4-BPA were prepared by sequential
dilutions of stock solutions with methanol. Using these working solutions, six calibration
samples were prepared by spiking 500 uL of water with 50 uL of d14-BPA (10 ng/mL) and the
corresponding volumes of working solutions A and B. The calibration samples were applied
for the plotting of calibration curves (based on the peak area ratio of each analyte to the
corresponding internal standard) together with the quantification of BPA in amniotic fluid
samples. All stock and working standard solutions were stored at 4 °C.

2.4. Validation Data

BPA was not detected in any of the blank samples, and no co-eluting peaks were observed
at the retention times of the derivatized BPA and d4-BPA. The rate of recovery of the method
has been estimated to be 94-100%. Limit of quantification (LOQ), which is the lowest point
of the calibration curve, was determined at 0.1 ng/mL, while limit of detection (LOD) was
determined at 0.03 ng/mL. No samples with concentrations between LOQ and LOD were
found. Linearity was determined by calculating the regression line using a least-squares
method with a weighting factor of 1/x? (where x is the concentration of analyte) and evaluated
by the square of the correlation coefficient (R?). The method was linear in the concentration
range 0.1-10 ng/mL, with a correlation coefficient of (R?) > 0.991.

2.5. Statistical Analysis

The results were analyzed using the SPSS statistical package (IBM Corp. Released
2012. IBM SPSS Statistics for Windows, Version 21.0. Armonk, NY, USA: IBM Corp). The
comparison of BPA concentrations and other measured variables between the three groups
was conducted by means of the Kruskal-Wallis test, a non-parametric method for comparing
independent samples. The normality of distribution of sample values was evaluated with
the Kolmogorov-Smirnov regression analysis test. Data that did not meet the criterion
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were analyzed using non-parametric methods. Median values and 25th-75th percentiles
were calculated for each variable. Comparison of categorical variables between groups was
conducted using the chi-square test. For the correlation between BPA concentration and
other arithmetic parameters, we used Spearman’s correlation coefficient. All tests were
two-sided, and we set the level of statistical significance at a p-value of less than 0.05. For
amniotic fluid samples with BPA concentration below LOD, we imputed a standardized
value of LOD divided by 2 (LOD/2).

3. Results

Our final study sample comprised 35 amniotic fluid specimens, including 16 in the
AGA (control) group, 12 in the SGA group, and 7 in the LGA group. BPA could not be
detected in seven cases with the method used in our study. All cases were matched for
gestational age, fetal sex, maternal parity, age, weight, height, and smoking status. Table 1
illustrates maternal demographics and fetal characteristics for all three studied groups. The
values for measured variables are presented as median values and 25th—75th percentiles
and for categorical variables as percentages. The individual data for all 35 samples are
provided in Table S1 in Supplementary Material.

Table 1. Maternal demographics and fetal characteristics of the studied groups (AGA, SGA, LGA).

AGA SGA LGA p-Value
Maternal age (years) 35.5 (29.5-39.75) 34 (31-36.75) 38 (36-39) 0.175
Maternal weight (kg) 60 (53-63) 57 (52.25-68.5) 61 (58-67) 0.563
Maternal height (cm) 163(158-170) 165 (161-167.75) 167 (167-172) 0.199
Nulliparity 9/16 (56.25%) 6/12 (50%) 1/7 (14.2%) 0.171
Non-smoking 12/16 (75) 7/9 (77.7%) 6/7 (85.7%) 0.874
Gestational age (years) 39 (38.7-39.6) 39.1 (38-39.5) 38 (37.4-38.1) 0.003
Vlj;‘g}‘lit;‘glrzi;t; 3325 (3135-3555) 2655 (2410-2795) 3800 (3700-3800)  <0.001
Neonatal sex (female) 8/15 (53.3%) 5/10 (50%) 0/7 (0%) 0.052
Mode of
delivery—cesarean 7/16 (43.75%) 6/12 (50%) 5/7 (71.4%) 0.559
section
Birth weight percentile 48.5 (34.25-66) 5.5 (1-7) 94 (92-96) <0.001

No statistically significant difference was noted between the studied groups regarding
maternal age, weight, height, parity, smoking status, fetal sex, and mode of delivery.
Significant differences were observed in respect to gestational age, neonatal birth weight,
and birth weight centile, the latter being expected since SGA and LGA fetuses are by
definition respectively lighter and heavier than normal fetuses, while an earlier induced
delivery may be elected for the extreme centiles.

Mean BPA concentration (in samples with BPA concentration above LOD) was
461.341 pg/mL, while median BPA concentration was 281.495, with a range of values
between 108.82 pg/mL and 1605.36 pg/mL (minimum and maximum measured value).
For all samples, including those with BPA concentration below LOD, mean concentration
was 372.07 pg/mL, while median BPA concentration was 250 pg/mL.

Figure 1 summarizes BPA’s gas chromatography coupled with mass spectrometry
analysis results, showing the median values and 25th—75th percentiles of BPA concentration
in the amniotic fluid of the three studied groups (SGA, LGA, and AGA (control) groups).
Higher BPA concentrations were observed in the LGA group compared to the AGA group,
with median values of 520.59 pg/mL and 267.82 pg/mL, respectively. This difference,
however, was not statistically significant (p-value = 1). Lower BPA concentrations were
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detected in the SGA group (median value of 128.62 pg/mL) compared to the AGA /control
group and LGA group, although these differences failed to reach statistical significance
(p-values are 0.296 and 0.188, respectively).

2000
1500
g 0
k=
S 1000
[41] o
(&)
T o
500 .
0 - i
AGA SGA LGA

Figure 1. Amniotic fluid BPA concentration levels (CBPA) in the three studied groups (AGA, SGA,
LGA) measured in pg/mL. The bold line in the boxes indicates median value, and box limits indicate
25th and 75th percentiles. Whisker plot limits show the extreme values measured in each group
(minimum and maximum) excluding outliers (i.e., values more than the 1.5 interquartile range above
the upper edge of the boxes). Outliers are designated with a circle. Regarding CBPA in the AGA
group median value, 25th and 75th percentiles are 267.82 pg/mL, 206.81 pg/mL, and 503.27 pg/mL,
respectively. For the SGA group CBPA median value, 25th and 75th percentiles are 128.62 pg/mL,
15 pg/mL and 299.42 pg/mL, respectively. For the LGA group median value, 25th and 75th percentiles
are 520.59 pg/mL, 15 pg/mL and 1022.73 pg/mL, respectively.

Table 2 displays the Spearman rank correlation coefficient between BPA concentration
and all other numeric parameters (i.e., maternal age, maternal weight and height, gestational
age, birth weight, and birth weight centile). BPA levels were positively correlated with birth
weight (r = 0.260) and birth weight centile for gestational age (r = 0.351, p-value = 0.039),
with the latter correlation being statistically significant. BPA concentration was also inversely
correlated with gestational age in pregnancies at term (between 37 and 41 weeks) (r = —0.365,
p-value = 0.031).
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Table 2. Spearman’s rank correlation coefficient between BPA concentration and all other arith-
metic parameters. BPA concentration levels are positively correlated with birth weight centile for
gestational age.

BPA Age Weight Height Birth Weight = Gestational Age Percentile
BPA 1 0.027 —0.060 0.151 0.260 —0.365 * 0.351 %
Maternal Age 1 0.002 0.024 0.201 0.059 0.157
Maternal Weight 1 0.458 ** 0.031 —0.340 * 0.052
Maternal Height 1 0.074 —0.324 0.112
Birth weight 1 —0.167 0.974 **
Gestational age 1 —0.337 *
Percentile 1

* Correlation is significant at the 0.05 level; ** Correlation is significant at the 0.01 level.

As sex-specific effects have been reported in previous studies, we conducted a further
subgroup analysis for male and female fetuses (Table 3). Regarding female fetuses, we found
no statistically significant results (Spearman’s correlation coefficient p-values > 0.05). On the
contrary, BPA concentrations in the amniotic fluid of male fetuses were positively correlated
with birth weight centile for gestational age (r = 0.451), a result that was marginally non-
significant (p-value = 0.053), while they were also negatively correlated with gestational age
(r = —0.627, p-value = 0.004), although this was not included in our primary outcomes to
be investigated.

Table 3. Spearman’s rank correlation coefficient between BPA concentration and all other arithmetic
parameters according to gender of fetus. BPA concentration levels in the amniotic fluid of male
fetuses are positively correlated with birth weight and birth weight centile for gestational age, while
they are negatively correlated with gestational age. No correlation was found for female fetuses.

Age Weight Height Gestational Age  Birth Weight Percentile
BPA-Males -0.187 —0.127  —0.055 —0.627 ** 0.320 0.451
BPA-Females 0.263 —-0512  0.152 0.176 0.272 0.383

** Correlation is significant at the 0.01 level.

4. Discussion

Identifying factors contributing to disturbed fetal growth is of utmost importance
and today comprises a promising field of research. External factors, such as maternal
diet, lifestyle, and the environment, interfere with normal growth [18,21]. In the present
study, we compared amniotic fluid BPA concentration in the second gestational trimester
of normal fetuses with that of fetuses exhibiting extreme growth patterns (LGA, SGA).
Our results showed no significant association between the studied groups. However, BPA
concentration was significantly positively correlated with birth weight centiles and also
inversely correlated with gestational age in pregnancies at term.

Regarding male fetuses, there is a marginally non-significant positive correlation
between BPA concentration and birth weight centile along with a statistically significant
negative correlation with gestational age, effects that are not observed among female
fetuses. This result may be due to the variations in the differences between males and
females as regards levels of endogenous sex hormones, which disparity is likely to alter
responsiveness to EDCs. Another mechanism that can lead to different results based on
gender is the differences in the androgen-related metabolism of BPA, as studies have shown
that BPA is positively correlated with testosterone, and serum BPA is higher in normal
adult men [22,23].

The median BPA concentration in our research (0.28 ng/mL) is similar to those reported
in previous studies, with values ranging from 0.26 ng/mL to 1.03 ng/mL. The latter studies
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diverged with respect to their detection methods (Elisa, LC-ECAPCI-MS/MS, LC-MS, and
GC-MS) and, consequently, as regards the limit of detection and quantification [19,20,24,25].
To our knowledge, our study is distinguished by having the lowest LOD (0.03 ng/mL) and
LOQ (0.1 ng/mL) among all existing studies. BPA was detected in 80% of our samples
(28/35). In the study of Edlow et al. [20], BPA was also detected in 80% of samples, whereas
two other research groups had markedly lower detection rates (40% and 10%) [19,24].

Several epidemiological studies on the potential association between BPA and fetal
growth have been conducted in the past few years, with many of them supporting our
results. A prospective study in Korea pointed to a positive association between BPA
measured in maternal urine in the third trimester of pregnancy and birth weight, with
a z-score for birth weight and birth weight centile of male neonates and ponderal index
of female neonates [26,27]. Other authors using ultrasound parameters as indicators of
fetal growth showed that maternal urine BPA is positively related to head circumference in
girls [28]. When exposure to BPA and its analogs (BPF, BPS) was measured, an increase in
female infants’ ponderal index was observed, combined with a decrease in birth length [29].

In another study, both serum and cord blood BPA levels were also examined by two
research groups who reported a positive correlation between their samples. These studies
also demonstrated a positive association between birth weight and BPA levels in maternal
serum and cord blood [30,31]. Other authors measured BPA at delivery and revealed a
positive association with birth length, mainly in boys [32]. A meta-analysis conducted in
2019 that included 7 studies and 3004 participants also reported results similar to those
of our study, showing that BPA has a significant positive association with birth weight in
all neonates [33].

In contrast to the above results, other studies suggested either a negative association
between BPA and birth weight or no relation at all. One study observed that BPA con-
centration in maternal blood in the highest quartile is correlated with increased risk for
SGA and LBW male infants [34], while others using placental samples reported elevated
concentrations in SGA and LBW neonates and a negative association with birth weight [35].

Regarding the inverse association between BPA exposure and gestational age, similar
findings were reported in a systematic review and meta-analysis that included nine studies
with urine BPA measurements [36].

The contradictory results may be attributed to the heterogeneity of the current studies
given that different biological samples are used, collected from populations with different
exposure levels and during different timeframes of pregnancy. In addition, there is a diversity
of detection methods employed, with different LOQs, which, combined with the intrinsic
characteristics of BPA (short half-life, high intra-individual variability), can lead to these
conflicting outcomes between studies [37,38]. Moreover, since BPA may exert different effects
when combined with other EDCs, the presence of other pollutants can modify the results, as
mixtures of EDCs occasionally have either synergistic or antagonistic effects [39].

Over the last few years, discussion has been raised concerning the obesogenic effects
of many substances, among them EDCs. BPA, in particular, displays obesogenic potency by
accelerating adipogenesis, dysregulating adipokine secretion, and inducing inflammation.
These changes are partially mediated by the action of BPA on estrogen receptors o (ERx) and
B (ERB), along with other receptors, such as the thyroid, peroxisome proliferator-activated
receptor ¢ (PPARCc), glucocorticoid receptors, and the retinoid X receptor (RXR). Additionally,
BPA exerts epigenetic effects during critical periods of life, such as the prenatal period and
infancy. Elevated BPA levels in human and animal studies have been correlated with higher
BMI or body weight at all stages of postnatal life. Furthermore, BPA can modulate glucose
homeostasis and insulin resistance and has been associated with metabolic disorders, includ-
ing, as mentioned, obesity, as well as diabetes mellitus. It is thus clear that the above chemical
compounds are risk factors contributing to the delivery of LGA neonates [40—42].

Concerning its estrogen-mimicking properties, BPA is one of the most ubiquitous
xenoestrogens to which the general population is exposed. Estrogenic activity is involved
in adipogenesis and the process of cell proliferation, hence playing an essential role in
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fetal growth and development. Several studies have shown that maternal serum estrogen
levels are positively correlated with fetal biometry and weight [43]. Meanwhile, BPA is a
known modulator of two other metabolic regulators, leptin and adiponectin, leptin being
a hormone mainly produced by adipose tissue. There is evidence that increased BPA
exposure is correlated with higher maternal levels of leptin [44], and increased leptin levels
are, in turn, associated with LGA infants, while elevated leptin and adiponectin levels in
cord blood are associated with increased birth weight [45,46].

Finally, BPA has been linked to changes in normal placental structure. The placenta
is the source of nutrients and oxygen supply for the fetus, while in parallel filtering out
products, and is thus the principal regulator of fetal growth. An animal study showed that
BPA oral administration to Sprague Dawley rats resulted in a higher ratio of fetal weight
to placenta weight and in upregulation of glucose type 1 transporter (GLUT1), the main
placental transporter that facilitates the transport of glucose to the fetus. The latter effect
was also reported when human trophoblastic cells were treated with BPA, indicating a
potential mechanism leading to excessive growth through increased glucose uptake [47].
In another animal study, rats orally treated with BPA exhibited reduced placental weight
and reduced uterine artery diameter and vasodilatation properties. These findings suggest
that maternal exposure to BPA increases the risk for endothelial dysfunction of uterine
arteries, thereby playing a pivotal role in fetal growth and other pregnancy complications.
Interestingly, fetal weight was found to be increased, this possibly being a compensatory
action of the placenta given that BPA increases placental glucose transfer, as already
mentioned [48]. Experimental studies have also shown signs of impaired angiogenesis and
impaired placental development, changes that may be associated with preterm birth [49].

To our knowledge, our study is the first to compare BPA concentration levels in second
trimester amniotic fluid of AGA, SGA, and LGA fetuses. Second trimester amniotic fluid,
reflecting as it does the composition of fetal plasma and containing molecules and factors
that facilitate fetal growth, is an appropriate fetal environment for assessment of fetal
exposure to BPA [50-52]. On the other hand, BPA concentration in maternal plasma may
not be representative of the true exposure of the fetus, as studies have shown that exposure
depends on placental BPA permeability [24]. Nevertheless, an important strength of this
study is that, as far as we know, it is distinguished by utilizing one of the lowest LODs and
LOQs, including measurements of BPA levels in amniotic fluid; this determination is not
incorporated in any other studies.

The main limitations of our study, as well as of other published studies, is the relatively
small sample size and the fact that our sample was composed of amniotic fluid collected in
the early second trimester, although the exposure of the fetus continued into the late second
and third trimesters up until delivery. As a result, we were unable to ascertain the time
interval at which the fetus is most susceptible to BPA exposure. Another major challenge
was that BPA has a short half-life (approximately 6 h in maternal circulation), which can
lead to estimation bias [37].

5. Conclusions

Given that BPA is a globally prevalent environmental contaminant, extra caution is
needed to avoid high exposure during pregnancy, the prenatal period representing a time
window of increased vulnerability for the fetus. Crucially, it appears evident that the
compound can contribute to abnormal fetal growth velocity. The objective of this study is
to provide insights into the correlation between maternal BPA exposure and fetal growth.
Our findings strongly suggest that BPA concentration in second-trimester amniotic fluid is
positively associated with birth weight centiles and inversely correlated with gestational
age in pregnancies at term.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390 /medicina59050882 /s1, Table S1: Chemicals, reagents, and labora-
tory equipment.


https://www.mdpi.com/article/10.3390/medicina59050882/s1
https://www.mdpi.com/article/10.3390/medicina59050882/s1

Medicina 2023, 59, 882 10 of 12

Author Contributions: Conceptualization, N.V. (Nikolaos Vrachnis) and N.L.; Methodology, N.A.,
N.V. (Nikolaos Vlachadis), V.P, I.P,, AM. and P.D.; Validation, A.M. and L.P.; Formal Analysis
V.P. and A.F; Investigation N.L., C.I. and S.S.; Resources, G.V., N.V. (Nikolaos Vrachnis) and G.M.
(George Mastorakos); Data Curation, D.V. and G.M (Georgios Maroudias).; writing—original draft
preparation, All authors; Writing—Review & Editing N.L., Z.I. and N.V. (Nikolaos Vrachnis). All
authors have read and agreed to the published version of the manuscript.

Funding: The authors declare that no funding, grants, or other support was received during the
preparation of this manuscript.

Institutional Review Board Statement: The study has been approved by the Institutional Ethics
Committee of Attikon University Hospital, Athens, Greece.

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Conflicts of Interest: The authors have no relevant financial or non-financial interests to disclose.

References

1.  Doubilet, PM.; Benson, C.B. Fetal growth disturbances. Semin. Roentgenol. 1990, 25, 309-316. [CrossRef] [PubMed]

2. Royal College of Obstetricians and Gynaecologists. Small-for-Gestational-Age Fetus, Investigation and Management (Green-Top
Guideline No. 31). Available online: https:/ /www.rcog.org.uk/media/t3lmjhnl/gtg_31.pdf (accessed on 7 August 2022).

3.  Antonakopoulos, N.; Illiodromiti, Z.; Mastorakos, G.; lavazzo, C.; Valsamakis, G.; Salakos, N.; Papageorghiou, A.; Margeli, A.;
Kalantaridou, S.; Creatsas, G.; et al. Association between Brain-Derived Neurotrophic Factor (BDNF) Levels in 2nd Trimester
Amniotic Fluid and Fetal Development. Mediat. Inflamm. 2018, 2018, 8476217. [CrossRef]

4. Manor, J; Lalani, S.R. Overgrowth Syndromes-Evaluation, Diagnosis, and Management. Front. Pediatr. 2020, 8, 574857. [CrossRef]
[PubMed]

5. Skogen, ].C.; Overland, S. The fetal origins of adult disease: A narrative review of the epidemiological literature. JRSM Short Rep.
2012, 3, 59. [CrossRef]

6. Vrachnis, N.; Botsis, D.; Iliodromiti, Z. The Fetus That Is Small for Gestational Age. Ann. N. Y. Acad. Sci. 2006, 1092, 304-309.
[CrossRef]

7. Risnes, K.R.; Vatten, L.J.; Baker, J.; Jameson, K.; Sovio, U.; Kajantie, E.; Osler, M.; Morley, R.; Jokela, M.; Painter, R.C.; et al.
Birthweight and mortality in adulthood: A systematic review and meta-analysis. Leuk. Res. 2011, 40, 647-661. [CrossRef]
[PubMed]

8. Boulet, S.; Alexander, G.R.; Salihu, H.M.; Pass, M. Macrosomic births in the united states: Determinants, outcomes, and proposed
grades of risk. Am. J. Obstet. Gynecol. 2003, 188, 1372-1378. [CrossRef]

9.  Dusza, HM.; Manz, K.E; Pennell, K.D.; Kanda, R.; Legler, . Identification of known and novel nonpolar endocrine disruptors in
human amniotic fluid. Environ. Int. 2022, 158, 106904. [CrossRef]

10. Schug, T.T.; Janesick, A.; Blumberg, B.; Heindel, ].J. Endocrine disrupting chemicals and disease susceptibility. J. Steroid Biochem.
Mol. Biol. 2011, 127, 204-215. [CrossRef]

11.  Vrachnis, N.; Loukas, N.; Vrachnis, D.; Antonakopoulos, N.; Christodoulaki, C.; Tsonis, O.; George, M.; Iliodromiti, Z. Phthalates
and fetal growth velocity: Tracking down the suspected links. |. Matern. Neonatal Med. 2021, 35, 4985-4993. [CrossRef] [PubMed]

12. Michatowicz, J. Bisphenol A—Sources, toxicity and biotransformation. Environ. Toxicol. Pharmacol. 2014, 37, 738-758. [CrossRef]

13.  Rubin, B.S. Bisphenol A: An endocrine disruptor with widespread exposure and multiple effects. J. Steroid Biochem. Mol. Biol.
2011, 127, 27-34. [CrossRef]

14. Nagel, S.C.; Bromfield, J. Bisphenol A: A Model Endocrine Disrupting Chemical With a New Potential Mechanism of Action.
Endocrinology 2013, 154, 1962-1964. [CrossRef]

15. Aghajanpour-Mir, S.M.; Zabihi, E.; Akhavan-Niaki, H.; Keyhani, E.; Bagherizadeh, I.; Biglari, S.; Behjati, F. The Genotoxic and
Cytotoxic Effects of Bisphenol-A (BPA) in MCEF-7 Cell Line and Amniocytes. Int. J. Mol. Cell Med. 2016, 5, 19-29. [PubMed]

16. Strakovsky, R.S.; Schantz, S.L. Impacts of bisphenol A (BPA) and phthalate exposures on epigenetic outcomes in the human
placenta. Environ. Epigenetics 2018, 4, dvy(022. [CrossRef]

17.  Rochester, J.R. Bisphenol A and human health: A review of the literature. Reprod. Toxicol. 2013, 42, 132-155. [CrossRef]

18.  Vrachnis, N.; Loukas, N.; Vrachnis, D.; Antonakopoulos, N.; Zygouris, D.; Kolialexi, A.; Pergaliotis, V.; Iavazzo, C.; Mastorakos,
G.; lliodromiti, Z. A Systematic Review of Bisphenol A from Dietary and Non-Dietary Sources during Pregnancy and Its Possible
Connection with Fetal Growth Restriction: Investigating Its Potential Effects and the Window of Fetal Vulnerability. Nutrients
2021, 13, 2426. [CrossRef]

19. Engel, S.M,; Levy, B,; Liu, Z.; Kaplan, D.; Wolff, M.S. Xenobiotic phenols in early pregnancy amniotic fluid. Reprod. Toxicol. 2006,

21,110-112. [CrossRef]


https://doi.org/10.1016/0037-198X(90)90062-9
https://www.ncbi.nlm.nih.gov/pubmed/2237475
https://www.rcog.org.uk/media/t3lmjhnl/gtg_31.pdf
https://doi.org/10.1155/2018/8476217
https://doi.org/10.3389/fped.2020.574857
https://www.ncbi.nlm.nih.gov/pubmed/33194904
https://doi.org/10.1258/shorts.2012.012048
https://doi.org/10.1196/annals.1365.028
https://doi.org/10.1093/ije/dyq267
https://www.ncbi.nlm.nih.gov/pubmed/21324938
https://doi.org/10.1067/mob.2003.302
https://doi.org/10.1016/j.envint.2021.106904
https://doi.org/10.1016/j.jsbmb.2011.08.007
https://doi.org/10.1080/14767058.2021.1873943
https://www.ncbi.nlm.nih.gov/pubmed/33467971
https://doi.org/10.1016/j.etap.2014.02.003
https://doi.org/10.1016/j.jsbmb.2011.05.002
https://doi.org/10.1210/en.2013-1370
https://www.ncbi.nlm.nih.gov/pubmed/27386435
https://doi.org/10.1093/eep/dvy022
https://doi.org/10.1016/j.reprotox.2013.08.008
https://doi.org/10.3390/nu13072426
https://doi.org/10.1016/j.reprotox.2005.07.007

Medicina 2023, 59, 882 11 0f12

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Edlow, A.G.; Chen, M.; Smith, N.A.; Lu, C.; McElrath, T.F. Fetal bisphenol A exposure: Concentration of conjugated and
unconjugated bisphenol A in amniotic fluid in the second and third trimesters. Reprod. Toxicol. 2012, 34, 1-7. [CrossRef] [PubMed]
Vrachnis, N.; Argyridis, S.; Vrachnis, D.; Antonakopoulos, N.; Valsamakis, G.; lavazzo, C.; Zygouris, D.; Salakos, N.; Rodolakis,
A.; Vlahos, N.; et al. Increased Fibroblast Growth Factor 21 (FGF21) Concentration in Early Second Trimester Amniotic Fluid and
Its Association with Fetal Growth. Metabolites 2021, 11, 581. [CrossRef]

Howdeshell, K.L.; Hotchkiss, A.K.; Thayer, K.A.; Vandenbergh, ].G.; vom Saal, F.S. Exposure to bisphenol A advances puberty.
Nature 1999, 401, 763-764. [CrossRef] [PubMed]

Takeuchi, T.; Tsutsumi, O. Serum Bisphenol A Concentrations Showed Gender Differences, Possibly Linked to Androgen Levels.
Biochem. Biophys. Res. Commun. 2002, 291, 76-78. [CrossRef]

Pinney, S.E.; Mesaros, C.A.; Snyder, N.W.; Busch, C.M.; Xiao, R.; Ajjaz, S.; [jaz, N.; Blair, I.A.; Manson, ].M. Second trimester
amniotic fluid bisphenol A concentration is associated with decreased birth weight in term infants. Reprod. Toxicol. 2017, 67, 1-9.
[CrossRef]

Zbucka-Kretowska, M.; Lazarek, U.; Miltyk, W.; Sidorkiewicz, I.; Pierzynski, P.; Milewski, R.; Wolczynski, S.; Czerniecki, J.
Simultaneous analysis of bisphenol A fractions in maternal and fetal compartments in early second trimester of pregnancy. J.
Perinat. Med. 2019, 47, 765-770. [CrossRef]

Lee, B.E.; Park, H.; Hong, Y.C.; Ha, M.; Kim, Y.; Chang, N.; Kim, B.N.; Kim, YJ.; Yu, S.D.; Ha, E.H. Prenatal bisphenol A and
birth outcomes: MOCEH (Mothers and Children’s Environmental Health) study. Int. J. Hyg. Environ. Health 2014, 217, 328-334.
[CrossRef]

Lee, YM.; Hong, Y.-C.; Ha, M,; Kim, Y.; Park, H.; Kim, H.S.; Ha, E.-H. Prenatal Bisphenol-A exposure affects fetal length growth by
maternal glutathione transferase polymorphisms, and neonatal exposure affects child volume growth by sex: From multiregional
prospective birth cohort MOCEH study. Sci. Total Environ. 2018, 612, 1433-1441. [CrossRef]

Zhou, B,; Yang, P.; Deng, Y.-L.; Zeng, Q.; Lu, W.-Q.; Mei, S.-R. Prenatal exposure to bisphenol a and its analogues (bisphenol F and
S) and ultrasound parameters of fetal growth. Chemosphere 2020, 246, 125805. [CrossRef]

Yang, P; Lin, B.-G.; Zhou, B.; Cao, W.-C.; Chen, P--P,; Deng, Y.-L.; Hou, J.; Sun, S.-Z.; Zheng, T.-Z.; Lu, W.-Q.; et al. Sex-specific
associations of prenatal exposure to bisphenol A and its alternatives with fetal growth parameters and gestational age. Environ.
Int. 2021, 146, 106305. [CrossRef]

Lee, Y.J.; Ryu, H.-Y,; Kim, H.-K; Min, C.S,; Lee, ] H.; Kim, E.; Nam, B.H.; Park, ].H.; Jung, ].Y.; Jang, D.D.; et al. Maternal and fetal
exposure to bisphenol A in Korea. Reprod. Toxicol. 2008, 25, 413—419. [CrossRef] [PubMed]

Gounden, V.; Warasally, M.Z.; Magwai, T.; Naidoo, R.; Chuturgoon, A. A pilot study: Bisphenol-A and Bisphenol-A glucuronide
levels in mother and child pairs in a South African population. Reprod. Toxicol. 2019, 89, 93-99. [CrossRef]

Ding, G.; Wang, C.; Vinturache, A.; Zhao, S.; Pan, R.; Han, W.; Chen, L.; Wang, W.; Yuan, T.; Gao, Y.; et al. Prenatal low-level
phenol exposures and birth outcomes in China. Sci. Total Environ. 2017, 607-608, 1400-1407. [CrossRef] [PubMed]

Zhou, Z.; Lei, Y,; Wei, W.; Zhao, Y.; Jiang, Y.; Wang, N.; Li, X.; Chen, X. Association between prenatal exposure to bisphenol a and
birth outcomes: A systematic review with meta-analysis. Medicine 2019, 98, e17672. [CrossRef] [PubMed]

Chou, W.-C.; Chen, ]J.-L.; Lin, C.-F; Chen, Y.-C.; Shih, F.-C.; Chuang, C.-Y. Biomonitoring of bisphenol A concentrations in
maternal and umbilical cord blood in regard to birth outcomes and adipokine expression: A birth cohort study in Taiwan. Environ.
Health 2011, 10, 94. [CrossRef]

Troisi, J.; Mikelson, C.; Richards, S.; Symes, S.; Adair, D.; Zullo, F.; Guida, M. Placental concentrations of bisphenol A and birth
weight from births in the Southeastern U.S. Placenta 2014, 35, 947-952. [CrossRef] [PubMed]

Namat, A.; Xia, W.; Xiong, C.; Xu, S.; Wu, C.; Wang, A.; Li, Y.; Wu, Y,; Li, J. Association of BPA exposure during pregnancy with risk
of preterm birth and changes in gestational age: A meta-analysis and systematic review. Ecotoxicol. Environ. Saf. 2021, 220, 112400.
[CrossRef]

Volkel, W.; Colnot, T.; Csanady, G.A.; Filser, ].G.; Dekant, W. Metabolism and Kinetics of Bisphenol A in Humans at Low Doses
Following Oral Administration. Chem. Res. Toxicol. 2002, 15, 1281-1287. [CrossRef]

Braun, ].M.; Smith, K.W.; Williams, P.L.; Calafat, A.M.; Berry, K.; Ehrlich, S.; Hauser, R. Variability of Urinary Phthalate Metabolite
and Bisphenol A Concentrations before and during Pregnancy. Environ. Health Perspect. 2012, 120, 739-745. [CrossRef]

Dagher, ].B.; Hahn-Townsend, C.K.; Kaimal, A.; Mansi, M.A.; Henriquez, J.E.; Tran, D.G.; Laurent, C.R.; Bacak, C.J.; Buechter,
H.E.; Cambric, C.; et al. Independent and combined effects of Bisphenol A and Diethylhexyl Phthalate on gestational outcomes
and offspring development in Sprague-Dawley rats. Chemosphere 2021, 263, 128307. [CrossRef]

Legeay, S.; Faure, S. Is bisphenol A an environmental obesogen? Fundam. Clin. Pharmacol. 2017, 31, 594-609. [CrossRef]
Stojanoska, M.M.; Milosevic, N.; Milic, N.; Abenavoli, L. The influence of phthalates and bisphenol A on the obesity development
and glucose metabolism disorders. Endocrine 2017, 55, 666—681. [CrossRef]

Vrachnis, N.; Antonakopoulos, N.; Iliodromiti, Z.; Dafopoulos, K.; Siristatidis, C.; Pappa, K.I.; Deligeoroglou, E.; Vitoratos, N.
Impact of Maternal Diabetes on Epigenetic Modifications Leading to Diseases in the Offspring. Exp. Diabetes Res. 2012, 2012, 538474.
[CrossRef] [PubMed]

Nagata, C.; Iwasa, S.; Shiraki, M.; Shimizu, H. Estrogen and «-Fetoprotein Levels in Maternal and Umbilical Cord Blood Samples
in Relation to Birth Weight. Cancer Epidemiology Biomarkers Prev. 2006, 15, 1469-1472. [CrossRef] [PubMed]


https://doi.org/10.1016/j.reprotox.2012.03.009
https://www.ncbi.nlm.nih.gov/pubmed/22516041
https://doi.org/10.3390/metabo11090581
https://doi.org/10.1038/44517
https://www.ncbi.nlm.nih.gov/pubmed/10548101
https://doi.org/10.1006/bbrc.2002.6407
https://doi.org/10.1016/j.reprotox.2016.11.007
https://doi.org/10.1515/jpm-2019-0040
https://doi.org/10.1016/j.ijheh.2013.07.005
https://doi.org/10.1016/j.scitotenv.2017.08.317
https://doi.org/10.1016/j.chemosphere.2019.125805
https://doi.org/10.1016/j.envint.2020.106305
https://doi.org/10.1016/j.reprotox.2008.05.058
https://www.ncbi.nlm.nih.gov/pubmed/18577445
https://doi.org/10.1016/j.reprotox.2019.07.008
https://doi.org/10.1016/j.scitotenv.2017.07.084
https://www.ncbi.nlm.nih.gov/pubmed/28738530
https://doi.org/10.1097/MD.0000000000017672
https://www.ncbi.nlm.nih.gov/pubmed/31689782
https://doi.org/10.1186/1476-069X-10-94
https://doi.org/10.1016/j.placenta.2014.08.091
https://www.ncbi.nlm.nih.gov/pubmed/25227326
https://doi.org/10.1016/j.ecoenv.2021.112400
https://doi.org/10.1021/tx025548t
https://doi.org/10.1289/ehp.1104139
https://doi.org/10.1016/j.chemosphere.2020.128307
https://doi.org/10.1111/fcp.12300
https://doi.org/10.1007/s12020-016-1158-4
https://doi.org/10.1155/2012/538474
https://www.ncbi.nlm.nih.gov/pubmed/23227034
https://doi.org/10.1158/1055-9965.EPI-06-0158
https://www.ncbi.nlm.nih.gov/pubmed/16896034

Medicina 2023, 59, 882 12 0of 12

44.

45.

46.

47.

48.

49.

50.

51.

52.

Roénn, M.; Lind, L.; Orberg, J.; Kullberg, J.; Soderberg, S.; Larsson, A.; Johansson, L.; Ahlstréom, H.; Lind, PM. Bisphenol A is
related to circulating levels of adiponectin, leptin and ghrelin, but not to fat mass or fat distribution in humans. Chemosphere 2014,
112, 42-48. [CrossRef]

Farias, D.R; Poston, L.; Franco-Sena, A.B.; da Silva, A.A.M.; Pinto, T.; de Oliveira, L.C.; Kac, G. Maternal lipids and leptin
concentrations are associated with large-for-gestational-age births: A prospective cohort study. Sci. Rep. 2017, 7, 804. [CrossRef]
Tung, W.-K,; Lin, S.-].; Hwang, Y.-S.; Wu, C.-M.; Wang, Y.-H.; Tsai, W.-H. Association of Cord Plasma Leptin With Birth Size in
Term Newborns. Pediatr. Neonatol. 2009, 50, 255-260. [CrossRef]

Benincasa, L.; Mandala, M.; Paulesu, L.; Barberio, L.; Ietta, F. Prenatal Nutrition Containing Bisphenol A Affects Placenta Glucose
Transfer: Evidence in Rats and Human Trophoblast. Nutrients 2020, 12, 1375. [CrossRef]

Barberio, L.; Paulesu, L.; Canesi, L.; Grasselli, E.; Mandala, M. Bisphenol a Interferes with Uterine Artery Features and Impairs
Rat Feto-Placental Growth. Int. J. Mol. Sci. 2021, 22, 6912. [CrossRef]

Vidal, M.S,, Jr.; Menon, R.,; Yu, G.EB.; Amosco, M.D. Actions of Bisphenol A on Different Feto-Maternal Compartments
Contributing to Preterm Birth. Int. . Mol. Sci. 2022, 23, 2411. [CrossRef]

Underwood, M.A_; Gilbert, WM.; Sherman, M.P. Amniotic Fluid: Not Just Fetal Urine Anymore. J. Perinatol. 2005, 25, 341-348.
[CrossRef]

Vrachnis, N.; Karavolos, S.; lliodromiti, Z.; Sifakis, S.; Siristatidis, C.; Mastorakos, G.; Creatsas, G. Impact of mediators present in
amniotic fluid on preterm labour. In Vivo 2012, 26, 799-812.

Kalampokas, E.; Vrachnis, N.; Samoli, E.; Rizos, D.; Iliodromiti, Z.; Sifakis, S.; Kalampokas, T.; Vitoratos, N.; Creatsas, G.; Botsis, D.
Association of adiponectin and placental growth factor in amniotic fluid with second trimester fetal growth. In Vivo 2012, 26, 327-333.
[PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/j.chemosphere.2014.03.042
https://doi.org/10.1038/s41598-017-00941-y
https://doi.org/10.1016/S1875-9572(09)60073-5
https://doi.org/10.3390/nu12051375
https://doi.org/10.3390/ijms22136912
https://doi.org/10.3390/ijms23052411
https://doi.org/10.1038/sj.jp.7211290
https://www.ncbi.nlm.nih.gov/pubmed/22351679

	Introduction 
	Materials and Methods 
	Sample Preparation 
	Gas Chromatography-Mass Spectrometry—Analysis of the System and Conditions 
	Calibration Standard Solutions 
	Validation Data 
	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	References

