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Abstract: Care management of newborns in the neonatal intensive care unit (NICU) requires nu-
merous PVC (PolyVinyl Chloride) medical devices (MD) containing plasticizers that can migrate
and contaminate the patient. We measured the magnitude of neonates’ exposure to plasticizers
(di-ethylhexylphthalate (DEHP) and alternatives) in relation to urinary concentrations of their
metabolites. Plasticizers’ exposure was evaluated (1) by calculating the amounts of plasticizers
prone to be released from each MD used for care management, and (2) by measuring the patients’
urinary levels of each plasticizers’ metabolites. 104 neonates were enrolled. They were exposed to
di-isononylphthalate (DINP), especially via transfusion and infusion MD, and to DEHP via ECMO
(Extra Corporeal Membrane Oxygenation) and respiratory assistance MD. Mean exposure doses
exceeded the derived no-effect level of DINP and DEHP by a 10-fold and a 1000-fold factor. No
PVC MD were plasticized with di-isononylcyclohexane-1,2-dicarboxylate (DINCH). High urinary
concentrations of DEHP metabolites were directly correlated with DEHP exposure through ECMO
MD. Urinary concentrations of DINP metabolites in transfused patients were also high. DINCH
metabolites were found in urine, suggesting another route of exposure. Neonates in NICU are
considerably exposed to plasticizers, with magnitudes varying with the type of MD used. The high
exposure to DEHP and DINP leads to a risk of their metabolites’ toxicity.

Keywords: medical devices; PVC; plasticizers; exposure; neonatal intensive care unit; urinary metabolites

1. Introduction

Current neonatal intensive care units (NICU) expose term and extremely low gesta-
tional age newborns to various plastic medical devices (MD). These MD include, for the
most part, MD used for the administration of drugs, such as peripheral and central venous
access catheters, infusion lines, feeding tubes and tubing, and airway management devices.
Many of these MD are made of polyvinyl chloride (PVC) added with plasticizers used to
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impart flexibility and softness to PVC. The PVC contains different types and amounts of
plasticizers depending on its application. It is now widely accepted that these plasticizers
can migrate from the PVC matrix into drug solutions and thus come into contact with the
patient [1–3].

Some of these plasticizers have been registered as at-risk compounds such as di-(2-
ethylhexyl) phthalate (DEHP), which is now classed as a CMR1b (Cancerigen Mutagen
or Reprotoxic) risk substance under the Classification Labeling and Packaging (CLP)
Regulation [4], due to its effects on reproduction and fertility. The use of DEHP in PVC
medical devices has been called into question by the European authorities and has been
restricted since the last few years. It now must not exceed 0.1% by mass of the plasticized
material, as defined by the European regulation n◦2017/745 on medical devices [5].

DEHP is now well-known to induce adverse effects on the reproduction and develop-
ment of humans, as it has been demonstrated in many epidemiological analyses, including
children [6–9]. It is also classified as an endocrine disruptor by the European Chemicals
Agency (ECHA) [10]. Indeed, recent studies show that a number of contaminants, includ-
ing phthalates and particularly DEHP, disrupt several hormonal processes, such as steroid
hormone and thyroid systems [11]. For example, DEHP can disrupt thyroid hormone
signaling by reducing the circulating thyroid hormones (TH) levels, thus affecting growth,
development, and differentiation, especially the developing brain [12,13]. It may also
modify steroid hormone metabolism and balance by altering synthesis and/or breakdown
of testosterone, follicle stimulation hormone, luteinizing hormone (LH), or other hormones
involved in gamete physiology, fertility, implantation, fetal morphogenesis, pregnancy
outcome, and post-birth diseases [14,15].

Moreover, fetal and neonatal periods are very sensitive periods to the effects of en-
docrine disruptors. Overall, multiple and intensive medical interventions and an impaired
ability to excrete phthalates may explain the susceptibility of neonates, and particularly
preterm infants, to high DEHP exposure, the latter being associated with the intensity and
duration of invasive medical procedures [16–22].

Recently, MD manufacturers have started using some alternatives to DEHP plasticiz-
ers, especially for patient groups undergoing clinical procedures with high exposures (total
parenteral nutrition, blood transfusion, oxygen therapy, ECMO (Extra Corporeal Membrane
Oxygenation) and/or for high-risk patient groups such as neonates in NICU [23]. DEHP
has been greatly replaced by chemicals such as di-(2-ethylhexyl) terephthalate (DEHT),
di-isononyl cyclohexane-1,2-dicarboxylate (DINCH), and di-isononyl phthalate (DINP) in
most of the MD used in NICU [24]. If some of them possess different physicochemical
properties leading to a lower migration [2,23] and less risky toxicological profiles than
DEHP [1], these alternative plasticizers are likely to present harmful effects. Data gaps exist
for some molecules, whereas evidence of their endocrine disrupting potential was found,
notably for DINP, which has already been banned from all toys and childcare articles [25].
Children’s exposure to DINCH should be investigated carefully as the total exposure may
be close to the tolerable daily intake according to the National Industrial Chemicals Notifi-
cation and Assessment Scheme (NICNAS) public report [26]. Moreover, Sheick et al. [27]
recently observed that DINCH showed high binding affinity with sex hormone binging
globulin (SHBG), suggesting that the alternate plasticizer has potential to strongly inhibit
the steroid binding function of SHBG. Therefore, it cannot be excluded that DINCH can
cause a potential disruption effect on the androgen and estrogen homeostasis of SHBG and
thus interfere with steroid signaling functions. For DEHT, recent conclusions are that it
is not clear whether this plasticizer causes reproductive toxicity or not [28]. However, as
demonstrated by Kambia et al. [29], its oxidized metabolites seem to have an impact on
sexual hormones, with an activity in the steroidogenesis assay, either in estradiol synthesis
or in testosterone synthesis. Especially, one of the metabolites (5-OH-MEHT) showed a
synergistic effect with the native ligand (17ßestradiol, E2) on human estrogen receptor
α (hERα) and agonist effects on androgen receptors (ARs). Moreover, no data has been
published on the exposure to these alternatives among critically ill neonates. Therefore,
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more and more pressing questions are arising about the potential endocrine-disrupting
effect and long-term consequences on stature and neurocognitive development of these
vulnerable newborns, which remain uncertain.

As the magnitude of exposure of neonates during their hospitalization in NICU to
alternatives to DEHP plasticizers remains unknown, it is important to investigate their
exposure levels. The aim of this prospective biomonitoring study was therefore to measure
the magnitude of exposure of neonates and preterm newborns to plasticizers (DEHP and
alternatives) and to quantitatively relate the use of plasticizers-containing products to
urinary levels of plasticizers’ metabolites as biologic markers of this exposure.

2. Results
2.1. Study Population

A total of 104 neonates in both hospitals (63 boys, 41 girls) with a mean gestational
age of 36.2 ± 4.3 weeks (27–44 weeks) and birth weight of 2.7 ± 0.9 kg were enrolled. Of
the patients, 26/104 (25%) were followed until the end of the study (6th day). The details
of patient characteristics are given in Supplementary File S1.

As shown in Figure 1, the medical procedures performed in both centers, at day one,
were statistically comparable. All patients received infusion therapies at day 1, and 96.2%
of patients in center 1 and 100% of patients in center 2 needed respiratory assistance. Blood
product transfusions were performed in 18 patients of center 1 and 15 of center 2. Three
patients in center 2 required ECMO during respectively 5, 3, and 4 days. One patient in
center 1 required plasmapheresis (at Day 1). No dialysis was performed.

2.2. Assessment of Plasticizers’ Exposure

All patients from both hospitals were exposed every day via MD to each plasticizer,
except to DINCH (none of the MD contained DINCH), with a magnitude of exposure
depending on the plasticizer and the hospital (Figure 2). The exposure to DEHT was very
low, because DEHT was only found at trace levels in MD.

2.3. Assessment of Biomarkers in Urine

A total of 350 urinary samples were analyzed (208 from Center 1 and 142 from Center
2). All the metabolites of each plasticizer were found in the patients’ urine, but their levels
varied widely, depending on the plasticizers and the center considered (Figure 3).

Table 1. Correlations between measurements of urinary plasticizers’ metabolites and dose exposure
to plasticizers in both hospitals of the study.

Center 1 (n = 51) Center 2 (n = 51) Total (n = 102)

ρ p ρ p ρ p

DEHP 0.18 0.22 0.04 0.77 0.15 0.13
DEHT 0.20 0.16 0.15 0.31 0.08 0.42
DINP −0.06 0.65 0.09 0.54 0.03 0.74

ρ: Spearman’s rank correlation coefficient; p: p-value.

As expected, the concentrations of urinary DEHT metabolites were low compared to
those of DEHP and DINP, as DEHT was found only at trace levels in MD used in this study.

On the contrary, unexpectedly, DINCH metabolites were found in all urine samples,
suggesting another route of exposure than from MD.
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Figure 1. Percentage of patients within the 6 days of the study, according to the medical procedure (n1 = number of patients
in center 1; n2 = number of patients in center 2). IPN: infusion and parenteral nutrition; EN: enteral nutrition; T: transfusion;
RA: respiratory assistance; ECMO: extracorporeal membrane oxygenation.

We then focused on DEHP and DINP metabolites’ concentrations and their correlation
with the two most exposing situations, i.e., ECMO (for DEHP exposure) and transfusion
(for DINP exposure).

Figure 4 represents the correlation between DEHP exposure of each patient and their
respective metabolites’ (sum of all metabolites) concentrations. It is clear that no correlation
exists for all patients, except for the 3 patients undergoing ECMO, whose DEHP exposure
doses and DEHP metabolites’ concentrations are far higher than all others. This observation
is confirmed by statistical analyses when performing a multivariate regression, where the
total exposure is significantly associated with the use of MD for ECMO (p < 0.001).
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Figure 2. Boxplot of the average exposure doses of patients (mg/day) calculated by Fick’s model for: (a) DEHP, (b) DEHT,
and (c) DINP (the central mark is the median, the edges of the box are the 25th and 75th percentiles, the upper whisker is
calculated as the maximum of (75th percentile + 1.5 × (75th percentile – 25th percentile)), the lower whisker is calculated as
the minimum of (25th percentile–1.5 × (75th percentile – 25th percentile)), and the dots represent outliers. IPN: infusion and
parenteral nutrition; EN: enteral nutrition; T: transfusion; RA: respiratory assistance; ECMO: extracorporeal membrane
oxygenation; O: others. DEHP: di-(2-ethylhexyl) phthalate; DEHT: di-(2-ethylhexyl) terephthalate (DEHT); DINP: di-
isononyl phthalate.
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Figure 3. Boxplot of the average concentrations (ng/µmol creatinine/day) of urinary plasticizers metabolites for: (a) DEHP,
(b) DINP, (c) DEHT, and (d) DINCH. For clarity, outside values were not presented. DEHP and DINP metabolites were
found at much higher levels than those of DINCH and DEHT. As shown in Table 1, there was no correlation between
DEHP or DINP metabolites’ concentrations and the respective exposures to DEHP or DINP when considering the total sites
exposure. DEHP: di-(2-ethylhexyl) phthalate; DEHT: di-(2-ethylhexyl) terephthalate (DEHT); DINP: di-isononyl phthalate;
DINCH: di-isononyl cyclohexane-1,2-dicarboxylate.
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absence (white dots) of ECMO procedure.

Additionally, the urinary concentrations of DEHP metabolites of the 3 patients un-
dergoing ECMO were significantly much higher than those of the other patients in both
centers (23,155.08 vs 640.27 ng/µmol creatinine; p = 0.003).

As shown on Figure 5, the exposure to DINP via transfusors is not correlated with
urinary concentrations of DINP metabolites.
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Figure 5. Scatterplot of DINP metabolites’ concentration by DINP exposure, according to the presence
(black dots) or absence (white dots) of at least one transfusion performed with a MD made of PVC
(PolyVinyl Chloride)/DINP.

No significant differences were found between the urinary concentrations of DINP
metabolites of transfused patients receiving at least one transfusion with a DINP-made MD
and those of the other patients in both centers (20.90 vs 11.45 ng/µmol creatinine; p = 0.68)

For the patients of center 1 who were transfused, the median urinary level of Cx-MINP
measured after transfusion was significantly higher than the level observed the day before
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(3.65 ng/µmol creatinine (2.26; 18.63) vs. 2.82 ng/µmol creatinine (0.49; 8.17) respectively,
p = 0.02) (see details in Supplementary File S2).

3. Discussion

Due to the rapidly growing worldwide regulations to limit the use of DEHP, other
plasticizers are used as alternatives to soften the PVC of MD [30]. In NICU, due to the use
of numerous and varied MD for the care management of neonates, their exposure to these
alternatives is potentially high and continuous during their hospitalization.

Our study of 104 neonates is the first biomonitoring study assessing this exposure
to alternative-to-DEHP plasticizers of neonates hospitalized in NICU. Previous NICU
studies were conducted on few patients and were intended only to measure the exposure
to DEHP via MD, based on the urinary concentrations of its metabolites [16–19]. All the
authors demonstrated a correlation between the urinary levels of some DEHP metabolites
(MEHP, 5-oxo-MEHP, and 5-OH-MEHP) and the exposure of NICU patients to DEHP
via MD, higher than the general population. Moreover, Demirel et al. showed that the
urinary excretion of DEHP metabolites was associated with the intensity of exposure to
DEHP-containing products, the duration of exposure, and birthweight category of the
patients [19].

Our study highlights that term and extremely low gestational age newborns in NICU
are still exposed to DEHP despite the health concern relative to its proven endocrine
disruption effect that has been taken into account by the European Authorities. In our
study, all patients in both centers were exposed to DEHP. They were exposed to DEHP
especially via MD used for respiratory assistance (centers 1 and 2) and ECMO (center
2). For respiratory assistance, while we found that most of the MD were made of DEHP
plasticized PVC, exposure doses of patients were not high (compared to those of other
clinical situations), which is probably linked to the lesser diffusion of DEHP from the MD
into air compared to liquids, such as drug solutions or blood. However, the total estimated
DEHP exposures in both centers remained high and were by far the highest among all
plasticizers in center 2 due to the ECMO situation of 3 patients. Median values reached 0.30
(0.063–0.76) mg/day for center 1 and 22.48 (0.00; 490.44) mg/day for center 2. Considering
a mean body weight of 2.7 kg for the patients in both centers, these values correspond
to approximately 0.11 and 8.33 mg/kg/day, which are well above the derived no effect
level (DNEL) of 0.05 mg/kg/day of DEHP as defined by ECHA [10]. The high variability
obtained with DEHP exposure in center 2 is especially due to the specific procedure of
ECMO, which was performed on only 3 patients whose exposure doses reached maximum
values of 617.16 mg/day.

High concentrations of DEHP metabolites were found in urine of patients included
in both study sites. The median value of the 5-Cx-MEHP concentrations of our studied
patients from center 2 reached 487.12 (271.24; 1075.03) ng/µmol creatinine and 381.71
(102.49; 795.80) ng/µmol creatinine from center 1. Our results may be compared to those
of Gaynor et al., for which 5-Cx-MEHP was measured before and after cardiac surgery
in urine samples of 16 and 18 neonates, respectively [20]. The authors found a geometric
mean of 1166.1 ng/mL of 5-Cx-MEHP (postoperative samples). This difference may be
explained by the fact that their patients all underwent a cardiac surgery, requiring in 94%
of cases a cardiopulmonary bypass, which is equivalent to the ECMO procedure given to
only three patients in our study.

Expectedly, the three patients undergoing ECMO had levels of metabolites concentra-
tions that were among the highest, especially for 5-Cx-MEHP, reaching 61,246 ng/µmol
creatinine. However, as the ECMO was done according to the same procedure (machine
setup, identical MD, and priming bag), it is clear that the metabolization process is variable
from one neonate to another. This observation may be related to the growing appreciation
that development during the critical period is particularly vulnerable to the effects of
exogenous EDCs that can reprogram essential signaling/differentiation pathways and lead
to lifelong consequences. As demonstrated by Kambia et al., the oxidized metabolites of
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DEHP and those of its alternatives may have a transcriptional effect on sexual hormone
receptors, and may also impact the steroidogenesis synthesis, by increasing estradiol and
decreasing testosterone. This effect is more pronounced for estradiol levels with 5-OH-
MEHP, which is active from 0.2 µg/mL [29]. In our study, 5-OH-MEHP concentrations
found in urine reached a maximum of 0.70 µg/mL in center 1 and 3.9 µg/mL in center 2,
thus above the concentrations that induce this endocrine disruption action. By comparing
the metabolites’ concentrations to the Reference Values 95 (RV95), statistically defined by
the Human Biomonitoring Commission (HBM) to describe exposure to or body burden
of environmental contaminants in the population at a given time, we found that 11.5%
of our studied patients had a total concentration of both 5-OH-MEHP and 5-oxo-MEHP
above the RV95 of 280 µg/L [31]. In addition, 5-Cx-MEHP concentrations are higher than
the threshold of 200 µg/mL for 67.3% of the neonates, and with a five-fold increase for
ECMO patients.

Such results highlight that there is still a significant postnatal exposure to DEHP for
neonates hospitalized in NICU. Furthermore, specific medical situations such as ECMO are
at greatly increased risk of exposure (because of the modalities of the procedure and the use
of numerous MD that are still plasticized with DEHP), leading to potential cytotoxic and
endocrine disruption effects. Careful evaluation of whether this exposure can be reduced
as far as reasonably possible should be performed [31].

We showed that neonates and premature newborns in NICU are exposed not only to
DEHP but also to its alternatives used to soften the PVC of MD such as infusors, nutrition
lines, extension lines, respiratory circuits, etc.

DINP is one of these alternatives, found mainly in transfusors for center 1 and infusion
sets (infusors and extension lines) for center 2 in our study. Transfusion seems to be another
high-risk medical situation, though a different way of exposure than ECMO, i.e., according
to an intermittent but iterative process. Patients of our study were exposed for a short
time per day (about 2 h) and for one or several consecutive days, which represent a
much smaller period of exposure than ECMO. However, the exposure amount of DINP,
especially in center 1 where DINP was the only plasticizer used in transfusion sets, may
have reached 109.06 mg/day. Considering a mean body weight of 2.7 kg in both centers,
this value corresponds to an exposure dose of 40.4 mg/kg/day, which is above the oral
DNEL (4.4 mg/kg/day) defined by ECHA [10]. It should be noted that a comparison with
a reference value given for intravenous exposure cannot be done because it does not exist,
even if an average DNEL (79.9 mg/kg/day) of DINP has been proposed by Bui et al. [32].
Although a transfusion is a temporary and short-duration situation, patients might be
highly exposed to plasticizers integrated in PVC MD, with urinary levels of metabolites
increasing immediately (the day following the transfusion session). For center 2, the
exposure to DINP is mainly mediated by MD of infusion and parenteral nutrition (PN)
(and a small part via transfusion MD). Patients from center 2 are theoretically exposed to
DINP at a level of 41.75 mg/day, corresponding to 15.46 mg/kg/day, four-fold higher than
the oral DNEL. We did not show a significant correlation between the total exposure dose to
DINP and the urinary levels of DINP biomarkers, nor by performing a multivariate analysis
on the medical situation (i.e., transfusion and IPN (infusion and parenteral nutrition)).
Contrary to the results found for the ECMO patients, concentrations of DINP metabolites
in transfused patients receiving at least one transfusion with a PVC/DINP-made MD were
not significantly higher than those of all other patients. This may be related to the fact
that transfusion is not a clinical situation as exposing as the ECMO and thus the median
values of DINP metabolites calculated on average per day are not high enough to make
the difference with other patients (not transfused and transfused with a MD not made in
PVC/DINP) significant.

However, the levels of DINP metabolites (3.17 ± 4.72 ng/µmol creatinine (center
1) and 8.89 ± 17.48 ng/µmol creatinine (center 2) for oxo-MINP, 6.62 ± 6.58 ng/µmol
creatinine (center 1) and 15.36 ± 25.73 ng/µmol creatinine (center 2) for OH-MINP, and
21.64 ± 32.52 ng/µmol creatinine (center 1) and 32.63 ± 57.47 ng/µmol creatinine (center 2)
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for Cx-MINP) are slightly higher than those found in adults in the work of Koch et al. [33]
(14.9 ng/mL for OH-MINP, 8.9 ng/mL for oxo-MINP, and 16.4 ng/mL for Cx-MINP) and
in the same range as those found by Lin et al. [34] in the urine of two-year-old children
(mean of 27.8 ng/mL), suggesting the higher risk of exposure of the NICU population.
Moreover, 5.8% of the studied patients had a sum of the concentrations of the three oxidized
DINP metabolites higher than the RV95 value of 140 µg/L, which is calculated for children
between 3 and 14 [31]. Precisely, 7.7% of the patients had Cx-MINP rates higher than the
threshold of 60 µg/L, and oxo-MINP and OH-MINP exceed the respective values of 30 and
50 µg/L in 3.8% and 4.3% of patients’ urine.

To date, no endocrine disruption effect has been assessed with DINP metabolites,
but recent data shows that the parent plasticizer (DINP) exhibits a binding affinity with
SHBG in the in silico study of Sheikh et al. [27], with a docking complex that forms 86%
of interactions. Moreover, DINP exposure led to significant transcriptional changes even
at low-exposure concentrations, suggesting a great endocrine disruption potency when
tested in zebrafish in the work of Lee et al. [35].

DEHT seems to be an interesting alternative to DEHP. In our study, the exposure
of neonates to DEHT is very low, because it was not integrated as a major plasticizer in
the composition of MD. The low levels of its metabolites found in urine reflect this poor
exposure, being marginal compared to the doses that have been shown as being able to
induce an agonist or an antagonist effect on androgen or estradiol receptors (beginning at
20 ng/mL for 5-OH-MEHT) and without any cytotoxic effect on HeLa-9903 and MDA-kb2
cells for the monoester nor for the corresponding oxidized metabolites, as demonstrated
by Kambia et al. [29]. Several elements are playing in favor of DEHT as an alternative to
DEHP: weak diffusion towards the liquids in contact with the medical devices, limiting
the exposure of the patients [2], and less toxicity compared to the DEHP (cytotoxicity,
reprotoxicity, endocrine disruption) [28,29].

Theoretically, our studied patients should not have been exposed to DINCH, at least
not via MD. As we found trace levels of its metabolites in the urine, we suggest that the
contamination is provided by another source, such as incubators (by inhalation exposure,
another route of exposure to plasticizers [36–38]), babies’ diapers [39–41], or the mother-to-
child transmission during pregnancy (this latter being quite unlikely because of the fast
elimination of DINCH metabolites in the organism [42,43], while we found levels in the
urine of the babies each study day), or even during breastfeeding.

Additionally, most NICU inpatients have multiple sources of exposure to different
plasticizers concurrently (i.e., those receiving respiratory support were likely also be
receiving some sort of nutrition). This observation may be of concern regarding the
recent data showing that the exposure effects of a mixture of several contaminants such as
endocrine disruptors may enhance behavioral effects in animal [44,45] or human cells [46].

Finally, our study highlights that neonates’ exposure is a function of each plasticizer
and on the center, suggesting different methods/medical procedures used for the care
management of those patients (time of performing PN simultaneously with EN, infusion
modalities in terms of flow rates, duration, types of drugs administrated, frequency of
MD replacement, etc.). For DINP and DEHP, the plasticizers causing most of the exposure,
patients of center 2 were far more exposed to DINP and DEHP than those of center 1,
respectively 7.5 times and 75 times more. For DEHP, this higher exposure was caused by
MD used for ECMO therapy in center 2, which was not realized in center 1. The exposure
to DINP in center 1 affected exclusively patients who received blood transfusion, whereas
the most part of this exposure in center 2 was provided by MD infusion and nutrition
MD. Another explanation for the differences in plasticizers exposure may be provided
by the public contracts for the supply of MD. Each hospital is free to buy its own MD
references, according to its institutional policy. Thus, as reported in the work of Bourdeaux
et al., the choice of the plasticizer(s) included in PVC MD is exclusively imposed by the
supplier. Indeed, currently, and contrary to the regulations for Food Contact Materials, the
harmonized standards (EN ISO 10993) for the biological assessment of MD do not impose
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the nature nor acceptable migration limits for additives (plasticizers) incorporated into
these specific non-invasive class I or invasive MD that do not come into direct contact
with the vascular system and are intended for temporary use. The European Regulation
N◦2017-45 introduces for the first time a quantitative restriction for the use of additives in
MD that are classified CMR (Cancerigen, Mutagen, Reprotoxic) 1A or 1B and/or have a
proven endocrine disruption effect. Actually, only DEHP (among all plasticizers integrated
in PVC MD) is affected by this restriction (the amount must be under 0.1% of the mass
fraction of the MD).

The Fick’s law model we used to quantify the theoretical exposure amounts took into
consideration the apparent diffusion coefficient of each plasticizer, which was calculated
within experimental conditions using the validated hydro-alcoholic simulant (ethanol/H20
50/50 (v/v) [47]). Consequently, it might have slightly overestimated the exposure doses
of the NICU patients because of the conditions in which those experiments were conducted.
Indeed, MD samples (cut pieces) were in contact with high volumes of simulant during a
long time, leading to low transfer resistance and thus large amounts of plasticizers released,
especially in the first minutes. Moreover, the apparent diffusion coefficient was determined
at the steady state. These conditions are likely reflecting the worst-case scenario of the
release of the plasticizers into simulant.

4. Materials and Methods
4.1. Study Population

This biomonitoring study was conducted as a part of the ARMED project (Assessment
and risk management of medical devices in plasticized polyvinyl chloride), which received
the financial support of the French Medicine Agency (ANSM, Agence Nationale de Sécurité
du Médicament et des Produits de Santé).

The clinical trial part of the ARMED project was an observational study with biological
collection and associated data, conducted between April 2014 and May 2015. It was
approved for all centers by a central ethics committee (Comité de Protection des Personnes
Sud-Est VI, Clermont-Ferrand, France) and the collection was registered to the French
Ministry of Higher Education and Research. It was identified in the European Clinical
Trials Database (EudraCT 2015-002559-84) and at ClinicalTrials.gov (NCT02618720).

After both parents or a legal representative gave their non-opposition, patients admit-
ted to the level 3 NICUs of 2 French university hospitals (center 1 = coordinator site and
center 2 = associated site) were enrolled if (1) it seemed likely that their hospital length
would be ≥2 days, (2) they had a urinary catheter, and (3) they were submitted to at
least one of the following medical procedures: enteral nutrition (EN), parenteral nutrition
(PN), hemodialysis (HD), extracorporeal membrane oxygenation (ECMO), extracorporeal
situation during a cardiac surgery, blood exchanges transfusion. They were included for a
maximum period of 6 days.

Exclusion criteria were (1) patient’s death, (2) removal of the urinary catheter, and (3)
patients becoming anuric.

4.2. Study design

The design of the study is presented in Figure 6.
Each day, the following data and samples were collected:
In a case report form (CRF), all PVC MD used for the care management of the patients

were inventoried and registered for: number, date, and duration of the use (see an extract
in the Supplementary File S3).

Once a day at 8:00 a.m., a urine sample was withdrawn from a non-PVC bottle into
which the collection bag used to collect the standard urinary draining was emptied 6
times a day for each patient. This collected urine sample therefore reflects the amounts of
metabolites released during the previous 24 h.
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4.3. Assessment of Plasticizers Exposure

In order to estimate each patient’s level of exposure to the plasticizers, we first evalu-
ated the amounts of plasticizers prone to be released from each MD reported in the CRF
into the fluid in contact with it. To this end, we used a Fick’s law-based model (adapted
from the Fick’s diffusion law [48], Supplementary File S4):

M = D × C × 1000 × 1.27 × S × t (1)

M: quantity of plasticizer released from the MD (mg),
C: plasticizer concentration within the MD, in g per g of PVC (obtained by Gas

Chromatography-Mass Spectrometry (GC-MS) according to Bourdeaux et al. [49]),
D: apparent plasticizer diffusion ability (cm/min), determined through experimenta-

tion (Supplementary File S4),
1.27: PVC density,
S: PVC area which is in contact with the drug solution or biological fluid (cm2),
t: duration of exposure to the medical device (min).
For MD used for respiratory assistance, from which the plasticizers are released into

a gaseous media, the Fick model might not be appropriate and could therefore lead to
exposure overestimation. In recent work (development of a respiratory assistance ex vivo
model [50]), our team showed that the migration of plasticizers into gas is about 3000 times
lower than into liquid media, such as drug solutions. This observation is supported
by several other studies, all showing that DEHP migration into air is between 500 and
20,000 times lower than into a liquid media [51–55]. Consequently, we applied a corrective
factor of 3000 to estimate the amounts of plasticizers that newborns requiring respiratory
support are exposed to during their hospitalization.

Finally, we calculated the daily quantity of each plasticizer to which each patient had
been exposed to according to the MD used for his care management in NICU.
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4.4. Assessment of Biomarkers in Urine

The daily urine sample collected was stored in 6.5 mL Vacuette® Z urine tubes with
no additives (Greiner Bio-One, France), immediately shipped to the Center of Biological
Resource (CBR) on each site and kept frozen at −20 ◦C until analysis. We validated
beforehand that the entire sampling procedure did not induce any sample contamination
by the studied plasticizers.

Finally, all samples from center 2 were shipped to the coordinator site for the anal-
ysis. The urine specimens of both sites were analyzed for DEHT, DINP, DINCH and
DEHP metabolites (Figure 7) by the automated online SPE-LC-MS/MS (Solid Phase
Extraction-Liquid Chromatography- Mass Spectrometry/MassSpectrometry) method de-
veloped by Pinguet et al. [56], after a sample hydrolysis using β-glucuronidase. The uri-
nary concentrations of biomarkers were expressed in ng/mL and then creatinine-adjusted
(ng/µmol creatinine).
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4.5. Statistical Analysis

Statistical analysis was performed using Stata software (version 13; StataCorp, College
Station, TX, USA). All tests were two-sided, with type I error set at 0.05. Categorical
parameters were expressed as frequencies and associated percentages, and continuous
data as mean ± standard deviation or as median (interquartile range), according to the
statistical distribution. For each patient, the exposure to plasticizers was assessed in two
ways: exposure on the first day and daily average exposure (sum of all exposures divided
by the length of stay in days). At baseline, the patients of the two centers were compared
using the chi-squared test or the Fisher’s exact test (for categorical parameters) and the
Student’s t test or Mann–Whitney test (for quantitative parameters), as appropriate. The
Gaussian distribution was verified by the Shapiro–Wilk test and homoscedasticity by the
Fisher–Snedecor test. To assess the relationship between exposures to plasticizers, and the
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amounts of plasticizers and metabolites found in the urine, we used the Spearman’s rank
correlation coefficient for each plasticizer (ranging from −1 (a perfect negative correlation)
and 1 (a perfect positive correlation)). Linear mixed regressions were also implemented
(considering the center as a random effect) in order to see the influence of the type of MD
on the amounts of metabolites found in the urine. In these models, the dependent variable
was the amounts of metabolites found in the urine (for example DEHP metabolites) and
the independent variables were the (DEHP) exposure due to each type of MD (ECMO, EN,
infusion and PN, respiratory assistance, transfusion). Finally, the concentrations of Cx-
MINP (the most specific biomarker) before and after transfusion sessions were compared
using linear mixed models, considering the patient as a random effect (because the same
patient could have several transfusion sessions) and the time (before/after transfusion
session) as an independent variable.

5. Conclusions

We demonstrated that neonates were significantly exposed to DEHP and alternative
plasticizers that are contained in the MD used for their care management in NICU, i.e., drug
administration. Moreover, some medical procedures and some plasticizers are at higher
risk of exposure. ECMO patients are highly exposed to DEHP, for which a direct association
with urinary metabolites may be established. High DINP exposure levels are also caused
by transfusion sessions performed on neonates, with values above the DNEL fixed by
ECHA. DINCH rates found in urine of the patients without any theoretical exposure are
still a matter for debate, and raise the question of an unavoidable contamination and
toxic risk of this sensitive population. Nevertheless, due to the concern about DINP and
DINCH toxicity, both plasticizers do not represent safe candidates to replace DEHP in
the MD. Pharmaceutical firms should choose plasticizers with low migration from PVC
matrix and low toxicity, such as DEHT. However, more research is needed to determine
whether neonates who undergo intensive therapeutic interventions and receive numerous
infused drugs using only DEHT-containing devices are at higher risk for altered health
outcome (i.e., related to the endocrine disruption effect to which they are more sensitive)
than those who undergo similar treatments but are exposed simultaneously to a mixture
of plasticizers.
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CMR Cancerigen Mutagen or Reprotoxic
CRF Case Report Form
DEHP Di-ethylhexylphthalate
DEHT Di-(2-ethylhexyl) terephthalate
DNEL Derived no effect level
DINCH Di-isononylcyclohexane-1,2-dicarboxylate
DINP Di-isononylphthalate
ECHA European CHemicals Agency
ECMO Extra-Corporeal Membrane Oxygenation
EN Enteral Nutrition
GC-MS Gas Chromatography – Mass Spectrometry
HD Hemodialysis
hERα human estrogen receptor α
IPN Infusion and Parenteral Nutrition
MD Medical device
NICNAS National Industrial Chemicals Notification and Assessment Scheme
NICU Neonatal Intensive Care Unit
PN Parenteral Nutrition
PVC polyvinyl chloride
SHBG Sex Hormone Binging Globulin

SPE-LC-MS/MS
(Solid Phase Extraction-Liquid Chromatography- Mass
Spectrometry/MassSpectrometry)
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19. Demirel, A.; Çoban, A.; Yıldırım, Ş.; Doğan, C.; Sancı, R.; Ince, Z. Hidden Toxicity in Neonatal Intensive Care Units: Phthalate
Exposure in Very Low Birth Weight Infants. J. Clin. Res. Pediatr. Endocrinol. 2016, 8, 298–304. [CrossRef]

20. Gaynor, J.W.; Ittenbach, R.F.; Calafat, A.M.; Burnham, N.B.; Bradman, A.; Bellinger, D.C.; Henretig, F.M.; Wehrung, E.E.; Ward,
J.L.; Russell, W.W.; et al. Perioperative Exposure to Suspect Neurotoxicants From Medical Devices in Newborns With Congenital
Heart Defects. Ann. Thorac. Surg. 2019, 107, 567–572. [CrossRef]

21. Rossi, M. Neonatal Exposure to DEHP (Di-2-Ethylhexyl Phthalate) and Opportunities for Prevention. Health Care Harm 2002, 24.
22. Stroustrup, A.; Bragg, J.B.; Busgang, S.A.; Andra, S.S.; Curtin, P.; Spear, E.A.; Just, A.C.; Arora, M.; Gennings, C. Sources of

clinically significant neonatal intensive care unit phthalate exposure. J. Expo. Sci. Environ. Epidemiol. 2020, 30, 137–148. [CrossRef]
23. Bernard, L.; Eljezi, T.; Clauson, H.; Lambert, C.; Bouattour, Y.; Chennell, P.; Pereira, B.; Sautou, V.; on behalf of the ARMED Study

Group. Effects of flow rate on the migration of different plasticizers from PVC infusion medical devices. PLoS ONE 2018, 13,
e0192369. [CrossRef]

24. Bernard, L.; Décaudin, B.; Lecoeur, M.; Richard, D.; Bourdeaux, D.; Cueff, R.; Sautou, V. Analytical methods for the determination
of DEHP plasticizer alternatives present in medical devices: A review. Talanta 2014, 129, 39–54. [CrossRef] [PubMed]

25. Consumer Product Safety Commission. Prohibition of Children’s Toys and Child Care Articles Containing Specified Phthalates.
2017. Available online: https://www.federalregister.gov/documents/2017/10/27/2017-23267/prohibition-of-childrens-toys-
and-child-care-articles-containing-specified-phthalates (accessed on 29 September 2019).

26. National Industrial Chemicals Notification and Assessment Scheme, L. 7 1,2-Cyclohexanedicarboxylic Acid, 1,2-Diisononyl
Ester (‘Hexamoll DINCH’)—Full Public Report. Available online: https://www.nicnas.gov.au/search?query=dinch&collection=
nicnas-meta (accessed on 1 March 2020).

27. Sheikh, I.A.; Yasir, M.; Abu-Elmagd, M.; Dar, T.A.; Abuzenadah, A.M.; Damanhouri, G.A.; Al-Qahtani, M.; Beg, M.A.; Yasir, M.
Human sex hormone-binding globulin as a potential target of alternate plasticizers: An in silico study. BMC Struct. Biol. 2016, 16,
15. [CrossRef] [PubMed]

28. Carlson, K. CPSC Staff Statement on University of Cincinnati Report: Toxicity Review for Di-2 -Ethylhexyl Terephthalate (DEHT);
University of Cincinnati: Cincinnati, OH, USA, 2018.

29. Kambia, N.K.; Séverin, I.; Farce, A.; Moreau, E.; Dahbi, L.; Duval, C.; Dine, T.; Sautou, V.; Chagnon, M.C. In vitro and in silico
hormonal activity studies of di-(2-ethylhexyl)terephthalate, a di-(2-ethylhexyl)phthalate substitute used in medical devices, and
its metabolites. J. Appl. Toxicol. 2019, 39, 1043–1056. [CrossRef] [PubMed]

30. Gimeno, P.; Thomas, S.; Bousquet, C.; Maggio, A.F.; Civade, C.; Brenier, C.; Bonnet, P.A. Identification and quantification of 14
phthalates and 5 non-phthalate plasticizers in PVC medical devices by GC–MS. J. Chromatogr. B 2014, 949-950, 99–108. [CrossRef]

31. Schulz, C.; Wilhelm, M.; Heudorf, U.; Kolossa-Gehring, M. Update of the reference and HBM values derived by the German
Human Biomonitoring Commission. Int. J. Hyg. Environ. Health 2011, 215, 26–35. [CrossRef]

http://doi.org/10.1016/j.envint.2018.07.029
http://www.ncbi.nlm.nih.gov/pubmed/30336412
http://doi.org/10.1093/humupd/dmz004
http://www.ncbi.nlm.nih.gov/pubmed/30869130
http://doi.org/10.1016/j.envint.2019.105023
http://www.ncbi.nlm.nih.gov/pubmed/31351385
http://Echa.Europa.Eu/Information-on-Chemicals
http://doi.org/10.1186/1477-7827-13-4
http://www.ncbi.nlm.nih.gov/pubmed/25596636
http://doi.org/10.1016/j.toxlet.2009.05.004
http://www.ncbi.nlm.nih.gov/pubmed/19463926
http://doi.org/10.1097/EDE.0000000000000722
http://www.ncbi.nlm.nih.gov/pubmed/29028671
http://doi.org/10.3390/ijerph14101282
http://www.ncbi.nlm.nih.gov/pubmed/29064461
http://doi.org/10.3390/molecules24081558
http://www.ncbi.nlm.nih.gov/pubmed/31010227
http://doi.org/10.1289/ehp.8926
http://www.ncbi.nlm.nih.gov/pubmed/16966100
http://doi.org/10.1289/ehp.7932
http://doi.org/10.1542/peds.113.5.e429
http://doi.org/10.4274/jcrpe.3027
http://doi.org/10.1016/j.athoracsur.2018.06.035
http://doi.org/10.1038/s41370-018-0069-2
http://doi.org/10.1371/journal.pone.0192369
http://doi.org/10.1016/j.talanta.2014.04.069
http://www.ncbi.nlm.nih.gov/pubmed/25127563
https://www.federalregister.gov/documents/2017/10/27/2017-23267/prohibition-of-childrens-toys-and-child-care-articles-containing-specified-phthalates
https://www.federalregister.gov/documents/2017/10/27/2017-23267/prohibition-of-childrens-toys-and-child-care-articles-containing-specified-phthalates
https://www.nicnas.gov.au/search?query=dinch&collection=nicnas-meta
https://www.nicnas.gov.au/search?query=dinch&collection=nicnas-meta
http://doi.org/10.1186/s12900-016-0067-3
http://www.ncbi.nlm.nih.gov/pubmed/27719672
http://doi.org/10.1002/jat.3792
http://www.ncbi.nlm.nih.gov/pubmed/30847963
http://doi.org/10.1016/j.jchromb.2013.12.037
http://doi.org/10.1016/j.ijheh.2011.06.007


Metabolites 2021, 11, 252 16 of 16

32. Bui, T.T.; Giovanoulis, G.; Cousins, A.P.; Magnér, J.; Cousins, I.T.; de Wit, C.A. Human exposure, hazard and risk of alternative
plasticizers to phthalate esters. Sci. Total Environ. 2016, 541, 451–467. [CrossRef]

33. Koch, H.M.; Angerer, J. Di-iso-nonylphthalate (DINP) metabolites in human urine after a single oral dose of deuterium-labelled
DINP. Int. J. Hyg. Environ. Health 2007, 210, 9–19. [CrossRef]

34. Lin, S.; Ku, H.Y.; Su, P.H.; Chen, J.W.; Huang, P.C.; Angerer, J.; Wang, S.L. Phthalate exposure in pregnant women and their
children in central Taiwan. Chemosphere 2011, 82, 947–955. [CrossRef]

35. Lee, H.; Lee, J.; Choi, K.; Kim, K.T. Comparative analysis of endocrine disrupting effects of major phthalates in employed two cell
lines (MVLN and H295R) and embryonic zebrafish assay. Environ. Res. 2019, 172, 319–325. [CrossRef]

36. Pelletier, M.; Glorennec, P.; Mandin, C.; Le Bot, B.; Ramalho, O.; Mercier, F.; Bonvallot, N. Chemical-by-chemical and cumulative
risk assessment of residential indoor exposure to semivolatile organic compounds in France. Environ. Int. 2018, 117, 22–32.
[CrossRef]

37. Weiss, J.M.; Gustafsson, Å.; Gerde, P.; Bergman, Å.; Lindh, C.H.; Krais, A.M. Daily intake of phthalates, MEHP, and DINCH by
ingestion and inhalation. Chemosphere 2018, 208, 40–49. [CrossRef]

38. Shi, S.; Zhao, B. Modeled Exposure Assessment via Inhalation and Dermal Pathways to Airborne Semivolatile Organic Com-
pounds (SVOCs) in Residences. Environ. Sci. Technol. 2014, 48, 5691–5699. [CrossRef]

39. Li, H.L.; Ma, W.L.; Liu, L.Y.; Zhang, Z.; Sverko, E.; Zhang, Z.F.; Song, W.W.; Sun, Y.; Li, Y.F. Phthalates in infant cotton clothing:
Occurrence and implications for human exposure. Sci. Total Environ. 2019, 683, 109–115. [CrossRef]

40. Morrison, G.C.; Weschler, C.J.; Bekö, G.; Koch, H.M.; Salthammer, T.; Schripp, T.; Toftum, J.; Clausen, G. Role of clothing in both
accelerating and impeding dermal absorption of airborne SVOCs. J. Expo. Sci. Environ. Epidemiol. 2016, 26, 113–118. [CrossRef]
[PubMed]

41. Rovira, J.; Domingo, J.L. Human health risks due to exposure to inorganic and organic chemicals from textiles: A review. Environ.
Res. 2019, 168, 62–69. [CrossRef]

42. Schütze, A.; Otter, R.; Modick, H.; Langsch, A.; Brüning, T.; Koch, H.M. Additional oxidized and alkyl chain breakdown
metabolites of the plasticizer DINCH in urine after oral dosage to human volunteers. Arch. Toxicol. 2016, 91, 179–188. [CrossRef]
[PubMed]

43. Koch, H.M.; Schütze, A.; Pälmke, C.; Angerer, J.; Brüning, T. Metabolism of the plasticizer and phthalate substitute diisononyl-
cyclohexane-1,2-dicarboxylate (DINCH®) in humans after single oral doses. Arch. Toxicol. 2012, 87, 799–806. [CrossRef]

44. Zhou, C.; Flaws, J.A. Effects of an Environmentally Relevant Phthalate Mixture on Cultured Mouse Antral Follicles. Toxicol. Sci.
2016, 156, 217–229. [CrossRef]

45. Manikkam, M.; Tracey, R.; Guerrero-Bosagna, C.; Skinner, M.K. Plastics Derived Endocrine Disruptors (BPA, DEHP and DBP)
Induce Epigenetic Transgenerational Inheritance of Obesity, Reproductive Disease and Sperm Epimutations. PLoS ONE 2013, 8,
e55387. [CrossRef] [PubMed]

46. Gaudriault, P.; Mazaud-Guittot, S.; Lavoué, V.; Coiffec, I.; Lesné, L.; Dejucq-Rainsford, N.; Scholze, M.; Kortenkamp, A.; Jégou,
B. Endocrine Disruption in Human Fetal Testis Explants by Individual and Combined Exposures to Selected Pharmaceuticals,
Pesticides, and Environmental Pollutants. Environ. Health Perspect. 2017, 125, 087004. [CrossRef]

47. Bernard, L.; Cueff, R.; Chagnon, M.; Abdoulouhab, F.; Décaudin, B.; Breysse, C.; Kauffmann, S.; Cosserant, B.; Souweine, B.;
Sautou, V. Migration of plasticizers from PVC medical devices: Development of an infusion model. Int. J. Pharm. 2015, 494,
136–145. [CrossRef]

48. Fick, A.V. On liquid diffusion. Lond. Edinb. Dublin Philos. Mag. J. Sci. 1855, 10, 30–39. [CrossRef]
49. Bourdeaux, D.; Yessaad, M.; Chennell, P.; Larbre, V.; Eljezi, T.; Bernard, L.; Sautou, V. Analysis of PVC plasticizers in medical

devices and infused solutions by GC–MS. J. Pharm. Biomed. Anal. 2016, 118, 206–213. [CrossRef]
50. Bouattour, Y.; Wasiak, M.; Bernard, L.; Pinguet, J.; Richard, D.; Le Rouzo-Grèves, M.; Dhifallah, I.; Lambert, C.; Pereira, B.;

Chennell, P.; et al. Quantification of bis(2-ethylhexyl) phthalate released by medical devices during respiratory assistance and
estimation of patient exposure. Chemosphere 2020, 255, 126978. [CrossRef]

51. Demir, A.P.T.; Ulutan, S. Migration of phthalate and non-phthalate plasticizers out of plasticized PVC films into air. J. Appl. Polym.
Sci. 2012, 128, 1948–1961. [CrossRef]

52. Li, B.; Wang, Z.W.; Lin, Q.B.; Hu, C.Y. Study of the Migration of Stabilizer and Plasticizer from Polyethylene Terephthalate into
Food Simulants. J. Chromatogr. Sci. 2016, 54, 939–951. [CrossRef]

53. Takehisa, H.; Naoko, E.; Masahiko, S.; Katsuhide, T.; Moriyuki, O.; Keizoh, S.; Mutsuko, T.; Kenji, K.; Shin’Ichiro, N.; Toshio,
O. Release behavior of diethylhexyl phthalate from the polyvinyl-chloride tubing used for intravenous administration and the
plasticized PVC membrane. Int. J. Pharm. 2005, 297, 30–37. [CrossRef]

54. Yuan, H.; Hao, Q.; Su, R.; Qi, W.; He, Z. Migration of phthalates from polyvinyl chloride film to fatty food simulants: Experimental
studies and model application. J. Consum. Prot. Food Saf. 2019, 15, 135–143. [CrossRef]

55. Kim, J.; Kim, S.; Lee, C.; Nah, J.; Hahn, A. DEHP Migration Behavior from Excessively Plasticized PVC Sheets. Bull. Korean Chem.
Soc. 2003, 24, 345–349. [CrossRef]

56. Pinguet, J.; Kerckhove, N.; Eljezi, T.; Lambert, C.; Moreau, E.; Bernard, L.; Boeuf, B.; Decaudin, B.; Genay, S.; Masse, M.; et al. New
SPE-LC-MS/MS method for the simultaneous determination in urine of 22 metabolites of DEHP and alternative plasticizers from
PVC medical devices. Talanta 2019, 198, 377–389. [CrossRef]

http://doi.org/10.1016/j.scitotenv.2015.09.036
http://doi.org/10.1016/j.ijheh.2006.11.008
http://doi.org/10.1016/j.chemosphere.2010.10.073
http://doi.org/10.1016/j.envres.2019.02.033
http://doi.org/10.1016/j.envint.2018.04.024
http://doi.org/10.1016/j.chemosphere.2018.05.094
http://doi.org/10.1021/es500235q
http://doi.org/10.1016/j.scitotenv.2019.05.132
http://doi.org/10.1038/jes.2015.42
http://www.ncbi.nlm.nih.gov/pubmed/26058800
http://doi.org/10.1016/j.envres.2018.09.027
http://doi.org/10.1007/s00204-016-1688-9
http://www.ncbi.nlm.nih.gov/pubmed/26976210
http://doi.org/10.1007/s00204-012-0990-4
http://doi.org/10.1093/toxsci/kfw245
http://doi.org/10.1371/journal.pone.0055387
http://www.ncbi.nlm.nih.gov/pubmed/23359474
http://doi.org/10.1289/EHP1014
http://doi.org/10.1016/j.ijpharm.2015.08.033
http://doi.org/10.1080/14786445508641925
http://doi.org/10.1016/j.jpba.2015.10.034
http://doi.org/10.1016/j.chemosphere.2020.126978
http://doi.org/10.1002/app.38291
http://doi.org/10.1093/chromsci/bmw025
http://doi.org/10.1016/j.ijpharm.2005.02.015
http://doi.org/10.1007/s00003-019-01249-x
http://doi.org/10.5012/jkcs.2003.47.4.345
http://doi.org/10.1016/j.talanta.2019.01.115

	Introduction 
	Results 
	Study Population 
	Assessment of Plasticizers’ Exposure 
	Assessment of Biomarkers in Urine 

	Discussion 
	Materials and Methods 
	Study Population 
	Study design 
	Assessment of Plasticizers Exposure 
	Assessment of Biomarkers in Urine 
	Statistical Analysis 

	Conclusions 
	References

