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Abstract: Objectives. The purpose of this study was to investigate bisphenol A (BPA) and its role
in the induction of oxidative stress and confirm the same for tobacco smoke. Methods. A total of
223 young, healthy students (7-19 years old) were recruited in Chivasso, Italy. A spot of urine of each
subject was analyzed to quantify BPA, cotinine, and 15F2t-isoprostane. Results. BPA showed a slight
increase of concentration proportional with increasing age, even though the 11-14 years age group
had slightly lower results, inducing a V-shape. The same trend was observed for 15F2t-isoprostane
and cotinine. The result of piecewise linear robust regression shows a break point of the effect of
BPA on 15F2t-isoprostane at 6 ng/mg CREA (p < 0.001). At higher levels, 15F2t-isoprostane shows
an exponential increase by more than threefold for each one-log unit of BPA. An increase of oxidative
stress due to BPA was observed, but only from 6 ng/mg of CREA up. Passive tobacco smoke is
also able to induce an increase in oxidative stress. Conclusion. Prevention against BPA and passive
tobacco smoke represents an important tool for promoting the highest health standard.
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1. Introduction

Due to its endocrine disruptor properties and widespread presence in the human life environment,
bisphenol A (BPA) is an important topic in terms of public health. BPA, whose IUPAC (International
Union of Pure and Applied Chemistry) name is 2, 2-bis (4-hydroxyphenyl) propane (CASRN: 80-05-7),
is a synthetic organic compound with a relatively short life [1]. The monomeric form of BPA is used
in plastic food contact materials, in accordance with Commission Regulation (EU) No. 10/2011/EU
on plastic materials coming into contact with foodstuffs. Furthermore, based on the precautionary
principle, in 2011, the European Commission introduced the Implementing Regulation (EU) No
321/20118, which placed a restriction on the use of BPA in the manufacture of infant feeding bottles.

According to the European Food Safety Authority (EFSA), the general population can be exposed
to BPA in external, internal, and aggregated ways via food, dermal contact (cosmetics and thermal
paper), drinking water, swimming, and/or breathing indoor and outdoor air [2]. However, breast milk
represents the main vehicle of human intake of BPA, which determines its highest concentrations in
the urine of young children [3].
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Although BPA is not dangerous in its polymeric form, its transformation in the monomeric form
can be realized in acidic or basic solutions and when exposed to UV light. Thus, over time, food and
drink containers can become a widespread public health risk [4]. Furthermore, the negative effects of
BPA can be evident for children and adolescents, pregnant women, and their embryos, as confirmed
by numerous tests on animals in vivo and in vitro [5,6]. Nevertheless, only free (unconjugated) BPA
is a weak estrogen [7], and its presence in the different biological matrices is substantially negligible.
This is due to an efficient metabolization of BPA together with a biological half-life in humans of less
than six hours [8,9].

BPA, as an endocrine disruptor, is able to contribute to or induce several other negative effects, including
reproductive, perinatal, and pediatric outcomes, hepatic tumors, lung inflammation, Parkinson disease,
abnormal behavior, obesity, diabetes, and reproductive abnormalities in offspring [10]. Furthermore, BPA is
able to induce an increase in oxidative stress [11-13].

Usually, BPA is detectable in urine, blood, breast milk, semen, cord blood, fetal serum, placental
tissue, and animal fat [14,15], but in urine, its detection frequency is about 75-90% [16,17]. Glucuronic
acid of BPA (GlcA-BPA) is also an urinary metabolite of BPA, and it is currently considered the major
residue of BPA, both in vitro and in vivo [18], which makes it suitable for molecular epidemiology
studies. BPA contributes to lipid peroxidation (LPO), and therefore, as mentioned earlier, to the
induction of oxidative stress (OS), which is a biological imbalance that occurs when endogenous and/or
exogenous oxidants overtake the level of antioxidant defenses [19-21].

The urinary BPA in children is significantly more concentrated than in adults because they eat,
drink, and breathe in greater quantities per kilogram of body weight [15,22]. Furthermore, children are
more sensitive and fragile because their metabolism system and organs are not yet fully developed [23].
In particular, infants up to two or three months of age might have higher free-BPA levels in urine since
detoxifying enzymes such as UDP-glucuronosyltransferase are not yet fully developed [2,24]. Due to
the widespread exposure to BPA and the consequent potential health risk to humans, restrictions and
dedicated regulations for the use of this toxic chemical have been suggested worldwide. In 2015,
the EFSA [25] reduced the temporary Tolerable Daily Intake (t-TDI) of BPA from 50 to 4 pg/kg bw/day.
Consequently, BPA is being replaced with a number of alternatives.

Although the presence of oxidative stress is a known prepatological condition of numerous
health effects, including atherosclerosis, cardiovascular disease, cancer, and pregnancy outcomes [26],
currently, only a few studies on adults, and very few on children have explored the exposure to BPA in
relation to the induction of inflammation, LPO, and OS [27,28]. Thus, the aim of the present study has
been to investigate the presence of BPA in the urine of a group of adolescents, its role in the induction
of OS, and to confirm the same role of tobacco smoke [29-31]. Furthermore, given that our previous
works had shown an unexpectedly decreasing trend in oxidative stress among adolescents, in this
work, we wanted to check this contrasting trend again with the other life phases.

To achieve this goal, a sample of urine provided by every one of the 223 young healthy volunteers
(7-19 years old) attending three different schools of Chivasso (close to Torino, Piedmont, northwestern
Italy) was analyzed to quantify BPA, cotinine, and 15F2t-Isoprostane (15F2t-IsoP). The first was
a chemical directly detectable in urine as an internal dose biomarker, the second was a nicotine
metabolite to quantify exposure to smoking (an internal dose biomarker, too), and the third was
a biomarker of OS. We chose 15F2t-IsoP because it is one of the most stable, sensitive, and non-invasive
biomarkers of oxidative stress in urine; this is because it is a specific and stable product of lipid
peroxidation that is largely used for in vivo investigations. [32].

2. Materials and Methods

2.1. Selection of Subjects

All the 223 students who voluntarily participated to this study attended three different schools at
Chivasso, which is a medium urbanized town with about 27,000 inhabitants (522 inhabitants/km?)
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located at 180 m above sea level close to Torino (the metropolitan city of the Piedmont Region,
Italy—890,500 inhabitants). No other selection criteria were adopted to recruit volunteers. Since the
subjects were underage, parents and teachers were informed during a public meeting on the objective of
this study, and consequently, written informed consent was signed and delivered by each participants’
parents. Moreover, the participation of all the subjects took place only after obtaining the assent of the
local Ethics committee of “San Luigi” Turin Hospital (session on 11 March 2015 authorization number
27/2015). Samplings were carried out from January to March, involving one class per day, on Wednesday
or Thursday, according to a pre-established timetable. A questionnaire was administered, and a urine
sample was collected from each student.

2.2. Questionnaire

To each subject, one interviewer administered a questionnaire during school hours. The answers
provided information on individual and clinical features, such as age, weight, and height, gender,
residence, diet (dinner the day before), hobbies, therapies, and health conditions. The questionnaire
used was mainly a synthesis of the most extensive questionnaire “SIDRIA”, which has been described
in detail elsewhere [33].

2.3. Urine

A spot of urine was collected from each volunteer during the morning sampling to measure the
following parameters:

2.3.1. BPA

To exclude contamination from BPA, all the urine samples were collected in BPA-free plastic
vessels (polypropylene) and stored at —80 °C until analysis. All the laboratory glass material that was
used was washed with methanol and then kept in methanol for 12 hours, which was subsequently
analyzed to verify the possible contamination of BPA. Each thawed sample of urine was vortexed,
and 700 puL of acetonitrile, 750 pL of ethyl acetate, and 10 puL of BPA-dj¢ (1 ng/uL), which were
used as internal standards, were added to each 400-uL urine sample. To facilitate the liquid-liquid
extraction (LLE), samples were vortexed for 3 minutes; then, they were centrifuged at 4000 rpm for
15 min, and the supernatants were evaporated to dryness by a gentle stream of nitrogen. The dried
extract was dissolved with 125 pL of methanol/water (1:1 v/v) and analyzed by HPLC—MS/MS to
quantify GlcA-BPA. GlcA-BPA was identified and quantified by liquid chromatography equipped
with a low-pH resistant reverse phase column, Kinetex EVO C18 (2.6 um, 150 x 3.0 mm). The binary
solvent system was: (a) acidified ultrapure water with formic acid 0.1% v/v and (b) acetonitrile (HPLC
ultrapure grade) acidified with formic acid 0.1% v/v. The chromatographic separation was carried out
at constant flow rate (200 pL/min~!) and constant temperature (23 °C + 1 °C) by a column thermostat.
The solvent linear gradient was from 10% to 30% of B in 5 min, to 65% of B at 30 min, and 95% of B at
33 min. The concentration of solvent B was maintained at 95% for 5 min. The initial mobile phase was
re-established for 10 min before the next injection. The injection volume was 20 uL, and quantification
was performed by internal standard method (BPA-d4). Quantitative analyses were carried out by
tandem mass spectrometry with a 6330 Series Ion Trap LC-MS system equipped with an electrospray
ionization source (ESI). The analytes were detected in negative mode. The dry gas (Nitrogen) was at
325 °C, 20.0 psi, and 10 L min~!; capillary voltage was at 2000 V. Data acquisition was made in multiple
reaction monitoring (MRM) mode by monitoring the transitions of quasi-molecular ions [M-H]: 227 for
BPA, 242 for BPA-d4, 307 for HO3S-BPA, 403 for GlcA-BPA, and 419 for OH-GIcA-BPA. Procedural
blank samples with ultrapure water in the place of urine were collected, extracted, and analyzed by
HPLC-MS/MS with the same sample protocol. In the processed blanks, BPA contaminations above the
limit of detection (LOD, 0.065 ng-mL ') were not detected.
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2.3.2. Cotinine

Urine samples were prepared for analysis as follows: 10 ml of urine were fortified with 10 uL of
cotinine-d3 as an internal standard, 4 g of NaCl, and 500 pL of NaOH (5 M). Then, 2 mL of CHCl3
was added two times to extract the cotinine by means of LLE for 15 min. Then, each sample was
centrifuged for 10 min at 1000x g, and the resulting organic phase was collected in a glass tube and
evaporated to dryness in a rotary evaporator at room temperature. The dry residue was reconstituted
in 200 uL of CHCl; and transferred into a conical vial for GC-MS determination [34].

2.3.3. 15.Fy-Isoprostane (15F,;-IsoP)

15.Fp-IsoP was measured to quantify OS by the ELISA technique, which was carried out with
a specific microplate kit (Oxford, MI, USA) and according to the manufacturer’s instructions. To achieve
better accuracy in the competitive ELISA method, each sample was diluted 1:4. Our previous paper
reports all the details of this procedure [32].

2.3.4. Creatinine

In order to normalize the excretion rate of cotinine, 15F,;-IsoP, GlcA-BPA, and an aliquot of fresh
urine were used to quantify the concentration of creatinine (CREA) by the kinetic Jaffe procedure.

2.4. Statistical Analysis

Statistical analysis was performed by means of Stata 12 Statistical Package (Stata Corp LP, Lakeway
Drive, TX, USA). Appropriate linear transformation was applied on data whenever suggested by
distributional diagnostic plots (symmetry plot, quantile plot) and descriptive statistic inspection
(looking at variance stability among categories).

In inspecting the two-way plot of log (ng 15F-IsoP/mg CREA) versus log (GlcA-BPA), a non-linear
relationship between these variables was detected, suggesting a threshold value of the (GlcA-BPA) on
(ng 15F2t-IsoP/mg CREA). So, to estimate a spline function, we used piecewise linear or “hockey stick”
robust multiple regression [35] using Box—Cox transformed ng 15F2t-IsoP/mg CREA as the dependent
and Box—Cox transformed (GlcA-BPA). This presupposes that two straight lines, with different slopes,
and calculating the two slopes and the value of the dependent at which the slope changes (the breakpoint
or spline point), can best fit the effect of predictive variables on dependents.

In the model log (ng cotinine/mg CREA), the effects of linear body mass index (BMI), gender,
and age classes were also tested and retained in the model as covariates when the 5% significance of
the effect was reached or significantly changed the estimates.

3. Results

In Table 1, the characteristics of students enrolled for the study are reported. Numerousness,
mean, standard deviation (s.d.), and percentage (%) for gender, age (years), height (m), weight (kg),
and smoking exposure (number of cigarettes per day) are shown for the subjects grouped for
educational level. Among the 223 students, 18 reported being active smokers (8%), which were all
from the 14-19 age group; 52 were passive smokers (23.3%), and 153 were non-smokers (68.7%).
In Table 2, cotinine, 15F,-IsoP, and GlcA-BPA—all expressed as nanograms per 1 milligram
of creatinine—are listed according to educational level as mean, standard deviation, minimum,
and maximum.

GlcA-BPA shows an increase of concentration proportional with increasing age, even if the
intermediate age group (11-14 years) is slightly lower. The same thing is observed also for 15F,;-IsoP
and the exposure to tobacco (mainly passively breathed) quantified by cotinine. According to
the Box—Cox regression results, the values of the biological markers analyzed were subjected to
a logarithmic transformation before carrying out the subsequent analysis. The result of piecewise
linear robust regression shows a breakpoint at 1.79 (95% CI: 1.56-2.02; p < 0.001) of the effect of
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log-GlcA-BPA on log-15F,;-IsoP (Figure 1 and Table 3). Thus, the concentration of 15F,-IsoP increases
exponentially (more than threefold for each one-log unit of GlcA-BPA), when the log-GlcA-BPA
concentration overcomes the breakpoint identified at 1.79 log-GlcA-BPA (6 ng/mg CREA). Multiple
Linear Regression (MLR) analysis shows a positive effect also of log cotinine concentration on log
15Fy¢-IsoP (Table 3). This last effect is evident even considering that a 12% increase of 15Fy-IsoP
is observed for each increment of a log-cotinine unit. Furthermore, the analysis of the relationship
between log (ng 15F;;-IsoP/mg CREA) and age shows a V-shaped trend (Figure 2), with a significant
decrease (p = 0.026) between infancy (7-10 years old) and the beginning of adolescence (11-15 years
old), and then a new increase starting from 15 years of age (Figure 2 and Table 4).

Log-15F2t-IsoP.
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Figure 1. Piecewise linear robust regression of the relation of log glucuronic acid of bisphenol A
(GlcA-BPA) on log (ng 15F,-IsoP/mg CREA)—(break point at BPA = 6 ng/mg creatinine (CREA), 95%
CI: 4.5—7.5). Exp (1.79) = 6.
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Figure 2. Margins plot of the relation between log 15F2t-IsoP and age classes.
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Table 1. Gender, age, height, weight, and number of active and passive smokers in the whole population
and in three groups subgrouped according to the three educational level considered.

. Primary Secondary High
Cg?rsatcl::l:rs‘:;cs School School School Total
(7-10 Years) (11-14 Years) (15-19 Years)
N. 87 34 102 223
Gender Male 47 (54.0%) Male 15 (44.1%) Male 57 (55.8%) Male 119 (53.4%)
N. (%) Female 40 Female 19 Female 45 Female 104
Age (years) 8.87 + 1.0 117+ 0.8 16.6 + 1.71 12.8+3.8
Mean + s.d.
Height (m) 1.39 £0.08 154 £0.1 1.71 £0.08 1.56 £0.17
Mean + s.d.
Weight (kg) 35.6+9.8 450+ 75 645+ 124 502 +17.2
Mean =+ s.d.
Smoking habits Active 0 Active 0 Active 18 (17.6%) Active 18 (8%)
N (gO %) Passive 26 (30%) Passive 5 (14.7%) Passive 21 (20.5%) Passive 52 (23.3%)

Not exposed 61 (70%) Not exposed 29 (85.3%) Not exposed 63 (61.9%) Not exposed 153 (68.7%)

Table 2. Urinary cotinine, 15F2t-IsoP, and total BPA inactivated values in the three groups subgrouped
according to the three educational level considered. g-Mean = geometric mean, s.d. = geometric
standard deviation, Min = minimum value; Max = maximum value. Units of biological markers are
nanograms of every 1 mg of urinary creatinine.

Cotinine 15F;;-IsoP Total BPA Inactivated
Educational Level [ng/mg CREA] [ng/mg CREA] [ng/mg CREA]
g-Mean (+s.d.)  g-Mean (+s.d.) g-Mean (+sd)
Min-Max Min-Max Min-Max
Primary school 11.2 (£8.1) 3.3 (£2.2) 2.3 (£6.8)
(7-10) 1.06-382.9 0.6-38.8 0.02-38.7
Secondary school 2.81 (+13.4) 2.5 (£2.1) 5.4 (x2.5)
(11-14) 0.1-372.3 0.5-17.1 0.9-34.4
High school 26.3 (£16.8) 3.9 (£2.4) 8.4 (£2.2)
(15-19) 0.1-1730.9 0.4-23.2 0.3-55.4
Total g-mean 9.8 (£13.9) 3.2 (£2.8) 49 (+4.2)
(£s.d.) min—-max 0.03-1730 0.41-38.8 0.02-55.4

Table 3. Pricewise multiple non-linear regression parameters, with means and 95% confidence interval
(CI), of log 15F,-IsoP as the dependent variable and log (total inactive BPA), log cotinine, and age
as predictors.

95% CI

log 15F-IsoP Coef. Lower limit-Upper Limit P
breakpoint 1.79 1.56 2.02 0.00
breakpoint 1.79 1.56 2.02 0.00
Log (total inactive BPA) < breakpoint -0.01 -0.10 0.08 0.82
> breakpoint 1.11 0.87 1.34 0.00
Log Cotinine (ng/mg CREA) 0.03 0.00 0.06 0.05

<10 0

Age class 11-14 —-0.20 -0.41 0.00 0.05
>15 -0.07 -0.27 0.14 0.53

Constant 0.73 0.59 0.87 0.00
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Table 4. Estimated means of log 15F,;-IsoP by age class adjusted for log (total inactive BPA), log cotinine
by means of piecewise non-linear regression.

95%c CI

Age Classes Means Lower Limit-Upper Limit p<
<10 1.19 1.02-1.36 NS

Age (years old) 11-14 0.91 0.71-1.11 <0.05
>15 1.37 1.37-1.18 NS

4. Discussion

The main objective of this work was to evaluate the environmental diffusion and the possible
consequent absorption of BPA in a population of children and adolescents attending primary, secondary,
and high school in a city located in Piedmont region, in the northwestern part of Italy. At the same
time, we wanted to observe the role of this pollutant in the induction of OS, taking into account as
confounders, the role of passive and active exposure to tobacco smoke and age, and other predictors
of the same effect. These youth were enrolled as a population that is useful for investigating some
environmental conditions as predictors of OS status development as accurately as possible. This is
because their life habits lead them to be more in contact with the outside environment and because
their lower body weight makes them more sensitive and vulnerable. Regarding this concern, it is also
known that young people are still in a phase of development of the body and of their metabolic system,
and therefore still fragile and hypersensitive to environmental stimuli.

The OS level was monitored through the quantification of urinary 15F,-IsoP concentration,
which is a biomarker that is unaffected by diet, potentially confounding the relationship we have
investigated [36,37]. Furthermore, the diet was very similar among all the students. This was known
from the replies to the questionnaire—they outlined a homogeneous domestic diet—and because they
benefit from the same school lunch prepared by the same company according to the requirements
imposed by nutritionists working at the local health authority to minimize oxidant food.

Since the exposure to BPA can influence the OS level, urinary GlcA-BPA was measured to
understand the role of this contaminant in the onset of 15F-IsoP values. The findings show that the
effect of log GlcA-BPA on 15Fy-IsoP has a threshold value around a breakpoint of 1.79. This suggest that
values of GlcA-BPA lower than 4.5 ng/mg of creatinine (exponential value of lower confidential limit)
have no measurable effect on isoprostane; conversely, above the breakpoint (6 ng/mg crea), 15F,-IsoP
grows linearly (p < 0.005). To explain this log-linear relationship characterized by a threshold value,
we have to remember the higher commitment of the liver to contrast the higher concentrations of this
contaminant, or an insufficient sensitivity of analytical technique to detect BPA at lower concentrations.
Nevertheless, this last hypothesis seems to be contradicted by the log-linear relationship without the
threshold of the 15F,-IsoP value versus cotinine. Indeed, the induction of oxidative stress by passive
and/or active smoking was confirmed in adolescent subjects independently from age, which was also
in our previous paper [38].

The age of the subject proved to be another factor that can significantly influence the 15Fy-IsoP
concentration. In a previous work [38], the 15F,;-IsoP levels were studied in the 11-15 age group.
A slight decrease (6%) was recorded when passing from 11 to 15 years. In the present study, the analysis
of 15F,¢-IsoP levels according to age (7-19 years old) highlighted the V-shape previously illustrated.
This seems to confirm that the OS experiences a lowering of intensity in the first years considered,
and then return to grow regularly. This may result in the establishment and growth of a condition of
chronic inflammation until senescence [37,39,40].

Finally, we found that urine GlcA-BPA concentrations were positively but not significantly
associated with BMI. Due to its rapid metabolism (half-life less than 6 h), BPA exposure estimates
from first morning urine may just represent the exposure at the prior meal (dinner), rather than daily
or average exposure level. Given the food indigestion as the main exposure route to BPA, perhaps
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more urine samples should be collected throughout the day preceding the sampling to avoid the
underestimation of exposure to this contaminant.

We can conclude that the adolescents studied showed an increase in OS dependent from
GlcA-BPA higher than 4.8 ng/mg CREA, and from tobacco smoke passively and/or actively breathed.
The induction of oxidative stress by GlcA-BPA is a theme that has not yet been analyzed in depth by
the International Scientific Community. The public health authorities must consider it in a careful
manner and without forgetting the other bisphenols that are now present in the living environment.
Thus, the evidence of these risky conditions for public health may represent a platform for designing
new preventive strategies addressed at promoting adolescent health in a sensitive period of growth,
sexual differentiation, and brain development. Therefore, further studies on new and safer materials
that have the least impact on the environment and human health are crucial.

The main results obtained in this work are: GlcA-BPA causes an increase in OS in the adolescents
selected for the study, but only starting from 6 ng/mg of CREA. In addition, the passively breathed
tobacco smoke is able to induce an increase of the OS. Therefore, the promotion of health must also
consist of the preventive contrast to BPA and all the bisphenols still present in the living environment.

5. Limitations and Future Purposes

A limitation of this study is that we planned a cross-sectional study design in different age ranges.
Besides, our data had not been collected to specifically assess diet or other potential cofounders, such as
environmental pollution. Instead, we intend to plan a longitudinal study to confirm all the trends
found in this fist explorative research, both in terms of relationships between oxidative stress and BPA
exposure and of possible roles of different confounding factors.

6. Conclusions

Apart from the already demonstrated role of passive exposure to tobacco smoke [41], an increase
of oxidative stress was observed also consequently to exposure to BPA, but only from 6 ng/mg of CREA
upwards. In effect, 15F2t-isoprostane has proved to be positively correlated with exposure to BPA and
tobacco smoke. This highlights the role of the risk factor of these pollutants in the increase of oxidative
stress. Thus, the prevention and contrast regarding the exposure to BPA and passive tobacco smoke
represent an important tool to promote the highest health standard in a category of subjects that is so
particularly sensitive to the quality of the living environment.
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