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ABSTRACT
Objective: Environmental endocrine disruptors (EEDs) with a weak ability to mimic
estrogen have been associated with thyroid dysfunction. However, little is known
about the effect of nonylphenol (NP), a well-known EED, on thyroid structure.
The present study evaluates whether gestational and lactational exposure to NP
impacts growth and thyroid structure in F1 male rats.
Methods: A total of 60 rats were gavaged with NP (25, 50, and 100 mg/kg), estradiol
(E2, 30 mg/kg/day), and corn oil alone (vehicle control) from gestational day 6 to
postnatal day (PND) 21. Serum thyroid hormones free triiodothyronine (FT3), free
thyroxine (FT4) and thyroid stimulating hormone levels were detected by automated
chemiluminescence immunoassay analyzer. The NP level in the thyroid was
measured using high-performance liquid chromatography. The ultrastructure of
follicular epithelial cells was examined using transmission electron microscopy.
Histopathology was conducted using hematoxylin and eosin staining.
Results: On PND 0, exposure to 50 and 100 mg/kg/day NP led to a significant
decrease in the average litter size, litter weight and number of live pups per litter
compared to the control group (P < 0.05). Dams exposed to NP during perinatal
period demonstrated decreased serum levels of FT3 and FT4 in F1 male rats, when
compared to the control group (P < 0.05). The NP level in the control group was
3.39 ± 0.08 ng/mg, while NP levels in the low, middle, and high dose groups ranged
from 5.20 to 11.00 ng/mg. Exposure caused a dose-related increase in NP level in
the thyroid of male pups (P < 0.01). The thicknesses of the thyroid follicular
epithelium were 2.06 ± 0.37 mm in the control group and 3.97 ± 1.61 mm in the
high-dose group. The thickness of the thyroid follicular epithelium increased with
an increase in treatment dose in a dose-dependent manner (P < 0.05). The sizes
of the thyroid follicles were 1,405.53 ± 866.62 mm2 in the control group and
317.49 ± 231.15 mm2 in the high-dose group. With increasing NP dosages, animals
showed a decreased size of the thyroid follicle (P < 0.01). Thyroid follicular cells
of NP-treated rats showed mildly swollen mitochondria and dilated rough
endoplasmic reticulum in the cytoplasm.
Conclusion: Nonylphenol can cross the placental barrier and accumulate in the
thyroid of F1 male rats. Gestational and lactational exposure to NP in dams impacted
both development and growth of pups and damaged the ultrastructure of their
thyroid tissue, which may further negatively influence normal thyroid function.
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INTRODUCTION
Environmental endocrine disruptors (EEDs) are a research hotspot in environmental
hygiene. Many investigations reported that EEDs can damage multiple systems (such as
endocrine, reproductive, and immune systems), which negatively influences people’s
health (Ponzo & Silvia, 2013; Tingi et al., 2016). Nonylphenol (NP) is a representative type
of EED. It widely exists in the environment at relatively high levels (Yu et al., 2017).
NP has been reported to damage endocrine function by simulating the effect of estrogen
(Couderc et al., 2014), and can damage both tissues and organs in neonatal rats by
overcoming the placental barrier and via breastfeeding (Chang, Wun & Wang, 2012;
Ponzo & Silvia, 2013). It was also detected in human serum (Luo et al., 2016), breast milk
(Sengul & Cevdet, 2017), urine (Yu et al., 2016a), adipose tissue (Yu et al., 2017), and semen
(Rehman et al., 2018). Table 1 lists the levels of NP that were detected in the organs or
tissues of animals. Growing evidence demonstrated that an increasing risk of hepatic
(Yu et al., 2016b), renal (Yen et al., 2012), splenic (Hung et al., 2013), cardiac (Gao et al.,
2015), and cerebral (Kazemi et al., 2018) diseases in animals and humans were associated
with increased NP exposure. Furthermore, many of studies reported that EEDs
(i.e., NP) could not only influence the exposed individuals, but also their offspring.
However, the potential impacts of gestational and lactational exposure to NP on the
thyroid structure have not been reported to date.

The incidence of thyroid diseases is continuously increasing (Tingi et al., 2016; Bajaj,
Salwan & Salwan, 2016). The worldwide incidence has been reported to increase from
1.6/100,000 in 1990 to 3.2/100,000 in 2016 (Li & Li, 2018). The average detection rate
of thyroid nodules in China increased from 29.8% in 2008 to 41.3% in 2014 (Wang et al.,
2018). The incidence of thyroid diseases is related to exposure to EEDs (Wetherill et al.,
2007; Benedetti et al., 2017). Bisphenol A (BPA), poly brominated diphenyl ethers,
and polychlorinated biphenyl (PCBs) exert toxic effects on the thyroid, influence thyroid
function, and damage the thyroid tissue structure (Melzer et al., 2010; Benedetti et al., 2017;
Wetherill et al., 2007). Few studies investigated the effects of NP exposure on the
morphology and ultrastructure of thyroid tissue. In particular, no relative investigation on
the structure of thyroid tissues in neonatal rats after exposure in pregnancy and lactation
period has been published. In the present study, we investigated the dose-dependent
effect of NP exposed in dams during the perinatal period on the basic growth, development
and function as well as structure of the thyroid gland in F1 male rats. This study explored
whether exposure to NP at the perinatal period in dams would induce thyroid
dysfunction and thyroid tissue damage in F1 male rats by measuring the serum thyroid
hormone level, NP levels in thyroid tissue and by observing both the morphology and
ultrastructure changes in F1 male rats. To our knowledge, this is the first study to
investigate the effects of NP exposed in dams during the perinatal period on thyroid
function and structure in F1 male rats. This study can provide research basis for the
evaluation of the damage of NP on thyroid tissue structure.
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MATERIALS AND METHODS
Vertebrate animal study
Animal experimental procedures were approved by Zunyi Medical University Ethics
Committee (2018-1-094). All experiments were performed in accordance with guidelines
and regulations of the Zunyi Medical University.

Treatment and methods
A total of 60 female rats with body weights of 240–260 g and 20 male rats with 290–310 g
aged 8 weeks were selected and maintained at 22 ± 2 �C and humidity 50% ± 10%.
Food and water were freely available.

No rat died after 1-week of acclimation. Female rats were mated with the males at a ratio
of 3:1 (four rats per cage). Vaginal secretion was taken at 7 am every day, prepared into
smear, and observed by microscope. Pregnancy was successful if sperm was observed,
and the day was recorded as Day 0. Then, dams were raised alone. After a successful
pregnancy, the rats were randomly grouped. Body weight was recorded every day. NP was
orally administrated to the dams based on their body weight after 7 days of pregnancy.
Corn oil was given to the control group, and estradiol (E2) was given to the positive control
group. The rats that received NP were divided into low, middle, and high-dose groups
(25, 50, 100 mg/kg/day, respectively). The exposure dose of E2 was 30 mg/kg/day, and the
volume for gavage was five mL/kg/day. The doses (25, 50, 100 mg/kg/day) were chosen
according to our prior study (Xu et al., 2010), which demonstrated that the no observed

Table 1 Levels of NP detected in the organs or tissues of animals.

Tissue NP concentration Exposure dosage Gavage period Reference

Liver, rat 9.015–19.953 mg/mL 50, 100, 200 mg/kg 15 days Luo et al. (2015)

Liver, rat 0.061–3.308 mg/g 50, 100, 200 mg/kg 3 days Xiao, Li & Wu (2004)

Kidney, rat 0.031–2.723 mg/g 50, 100, 200 mg/kg 3 days Xiao, Li & Wu (2004)

Heart, rat 0.022–0.285 mg/g 50, 100, 200 mg/kg 3 days Xiao, Li & Wu (2004)

Brain, rat 0.029–0.305 mg/g 50, 100, 200 mg/kg 3 days Xiao, Li & Wu (2004)

Testis, rat 0.71–5.48 mg/mL 5, 25, 125 mg/kg 35 days Kazemi et al. (2016)

Pancreas, rat 2,045.0 ± 130.1 mg/L 200 mg/kg 60 days Yang et al. (2017)

Serum, F1 rat 2.48 ± 0.32 ng/mL 25 mg/kg 15 days (F0) Zhang et al. (2018)

Brain, mouse 4.94–5.16 ng/g – – Sun et al. (2016)

Heart, mouse 16.28 ng/g – – Sun et al. (2016)

Liver, mouse 2.24–2.94 ng/g – – Sun et al. (2016)

Subcutaneous adipose tissue, human 9.8–266.5 ng/g – – Ferrara et al. (2011)

Cyprinus carp meat 1.92 ± 0.33 – – Mortazavi et al. (2013)

Liver of cyprinus carp 3.21 ± 0.46 – – Mortazavi et al. (2013)

Fish meat 20–100 ng/g – – Shao et al. (2005)

Crucian carp meat 0.5–15 ng/g – – Liu et al. (2011)

Nile tilapia meat 0.031–0.053 mg/g 500 mg/L 10 days Ismail & Mahboub (2016)

Liver of red mullet 33.7 ± 9.9 ng/g – – Errico et al. (2017)

Red mullet meat 18.6 ± 3.5 ng/g – – Errico et al. (2017)
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adverse effect level (NOAEL) of NP was 20–40 mg/kg, therefore, 25 mg/kg was chosen
as NOAEL in this study. Moreover, observed adverse effect level of NP was 100 mg/kg,
hence 50 mg/kg was chosen according to geometric proportion. The dams were
continuously exposed from gestational days 7 until postnatal day (PND) 21 after the
neonatal F1 rats were born (ablactation). Only F1 male rats were chosen to assess the
toxicity of NP (Xu et al., 2010). Additionally, the dose by factor method, which was
described in detail in previous study (Anroop & Shery, 2016), is used to evaluate actual
human exposure. The dose by factor method is an empirical approach and use the
NOAEL of drug from preclinical toxicological studies to estimate human equivalent dose.
A flowchart depicting exposure protocols for the rats and time duration of exposure is
shown in Fig. 1.

Evaluation of developmental landmarks
The rat’s body weight was measured every day, and the dams were given corresponding
treatment doses according to their body weight. The times of ear-spreading, hair-germinating,
teething, and eye-opening were recorded. Little size and litter weights were measured
of different dose groups at birth, and the number of live male pups per little and tail length
in each group was recorded.

Detection of serum thyroid hormones
The F1 male rats were weaned after 21 days of birth and sacrificed after 73 days. Before
sacrifice, pups were fasted overnight, and anesthetized by intraperitoneal injection with
20% ethyl carbamate. Blood samples were drawn from the abdominal aorta using an
additive-free blood collection tube. The blood samples were centrifuged at approximately
8,000 rpm and 4 �C for 8 min and stored below -80 �C until hormone assay. Serum
thyroid hormones free triiodothyronine (FT3), free thyroxine (FT4), and thyroid stimulating
hormone (TSH) levels were detected by automated chemiluminescence immunoassay analyzer
(ADVID Centaur XP; Siemens Healthcare Diagnostics Inc, Shanghai, China). Detection
sensitivities for FT3, FT4, and TSH are 0.2 pg/mL (0.3 pmol/L), 0.1 ng/dL (1.3 pmol/L),
0.004 mIU/mL (mIU/L), respectively, according to the specification of the analyzer.

Histomorphological observation of the thyroid
After anesthesia, the skin of F1 male rats was incised to expose trachea and to strip
the thyroid. The left lobe of the thyroid tissues was immersed in 4% paraformaldehyde,
embedded in paraffin, dehydrated, stained with hematoxylin and eosin (HE), prepared
into sections, and observed by optical microscope. A subset of the thyroid tissues
were immersed in glutaraldehyde fixative and observed by Transmission electron
microscopy (TEM).

HE staining
The thyroids were fixed overnight at 4 �C in 4% paraformaldehyde (pH 7.2), dehydrated
through an ethanol series, cleared in xylene, embedded in paraffin, and at least four
to five consecutive four-mm sections were cut per sample. Slides were stained with HE
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Figure 1 Flowchart depicting exposure protocols and time duration of exposure. (A) Research flowchart; (B) Concrete exposure flowchart.
Full-size DOI: 10.7717/peerj.7039/fig-1
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according to manufacturer instructions. Image J software was used to quantitatively
analyze the HE sections, and measure the thickness of the follicle epithelium and the area
of single follicle.

Transmission electron microscopy
The thyroid glands were fixed in buffered 2.5% glutaraldehyde and 1% osmium tetroxide,
dehydrated through an ethanol series, and embedded in epoxy resin. Ultrathin slices
of thyroid about 60–80 nmwere made by ultramicrotome. The ultra-structures of follicular
epithelial cells were examined with a transmission electron microscope (HT7700; Hitachi,
Tokyo, Japan).

Analysis of NP level by HPLC
The right lobe of thyroid tissues was stored by dry preservation for NP level detection
by high-performance liquid chromatography (HPLC) as described by Luo et al. (2015).
Briefly, 10 mg of minced samples of thyroid were mixed with hexane/diethylether,
homogenized, and then centrifuged. The supernatant was evaporated in a water bath.
HPLC analysis was performed using a HP-1100 system (Agilent, Santa Clara, CA, USA).
An Eclipse XD8-C18 column (Agilent, Santa Clara, CA, USA) was used for the separation.
The mobile phase was composed of acetonitrile (eluent A) and 0.1% glacial acetic acid
(eluent B) (A/B = 85/15, v/v). The injection volume was 10 mL. The excitation and emission
wavelengths were 275 and 312 nm, respectively (Luo et al., 2015).

Statistical analysis
SPSS software, version 20.0 for Windows (SPSS Inc., Chicago, IL, USA) was used to
analyze the data. Values of all variables are presented as means ± SD. One-way analysis of
variance was applied to analyze the data, and the least significant difference (LSD)
procedure was used to test differences between groups. Statistical significance was assumed
at P < 0.05. Image J was used to quantitative analyze and measure the thickness of the
follicle epithelium and the area of single follicles.

RESULTS
Changes of developmental landmarks
On PND 0, exposure to 50 and 100 mg/kg/day NP caused a significant decrease in litter
weight in comparison to the control and low NP groups on PND 0 (P < 0.05, Fig. 2).
Oral exposure to NP showed a statistically significant effect on the average litter size and
number of live pups per litter compared to the control group (P < 0.05). Exposure to
50 and 100 mg/kg/day NP produced a significant decrease in the average litter size and
number of live pups per litter on PND 0 (P < 0.05, Figs. 3 and 4). Additionally, the tail
length of pups increased in the 50 and 100 mg/kg NP groups compared to the control
group (P < 0.05, Fig. 5). No significant difference in the body weight of pups among
treatment groups was found.

On PND 73, a significant difference in body weight was found among pups. Among the
NP treatment groups, NP affected the body weight in the pups in a dose-dependent

Wang et al. (2019), PeerJ, DOI 10.7717/peerj.7039 6/21

http://dx.doi.org/10.7717/peerj.7039
https://peerj.com/


Figure 2 Comparison of the litter weight of male pups on PND 0 among different treatment groups.
n = 6–9, �vs control, P < 0.05; †vs low NP group, P < 0.05. Full-size DOI: 10.7717/peerj.7039/fig-2

Figure 3 Comparison of average litter size on PND 0 among different treatment groups. n = 7–10,
�vs control, P < 0.05, †vs low NP group, P < 0.05. Full-size DOI: 10.7717/peerj.7039/fig-3
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manner (P < 0.05), but no significant difference was found between the NP treatment
groups and the control group (Fig. 6). In addition, NP had no effect on the developmental
landmark time (ear-spreading, hair-germinating, teething, and eye-opening) in male pups
from PND 0 to PND 15.

Changes of serum thyroid hormone levels
Dams exposed to NP during perinatal period demonstrated decreased serum levels of FT3,
FT4, and TSH in F1 male rats, when compared to the control group. Significant differences
in serum FT3 (P < 0.05) and FT4 (P < 0.05) levels rather than serum TSH level were
found among treatment groups (Fig. 7).

NP level in the thyroid
The NP level of the control group was 3.39 ± 0.08 ng/mg, while NP levels of the low,
middle, and high-dose groups were 5.45 ± 0.19, 6.78 ± 1.09, and 9.90 ± 0.60 ng/mg,
respectively. NP levels in the low, middle, and high-dose groups were significantly higher
than in the control group (P < 0.01). Similarly, the NP levels were significantly higher
in the high and middle-dose groups compared to the low dose group (P < 0.01).
Exposure caused a dose-related increase in NP level in the thyroids of male pups (P < 0.01,
Fig. 8).

Figure 4 Comparison of the number of live pups per litter on PND 0 among different treatment
groups. n = 7–10, �vs control, P < 0.05, †vs low NP group, P < 0.05.

Full-size DOI: 10.7717/peerj.7039/fig-4
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Figure 6 Comparison of body weight of male pups on PND 73 among different treatment groups.
n = 8–10, �vs low NP group, P < 0.05. Full-size DOI: 10.7717/peerj.7039/fig-6

Figure 5 Comparison of tail length among male pups on ND 0 among different treatment groups.
n = 17–43, �vs control, P < 0.05; †vs low NP group, P < 0.05.

Full-size DOI: 10.7717/peerj.7039/fig-5
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Histological change of the thyroid
Morphological change of the thyroid
The images taken with the optical microscope illustrate that the thyroid follicle epithelium
in the control group is simple cuboidal, and many large thyroid follicles could be observed,
which are filled with red jelly (Fig. 9). A small quantity of stratification was observed

Figure 7 Comparison of serum FT3, FT4, and TSH levels in F1 male rats on PND 73 among different treatment groups. n = 6, �vs control,
P < 0.05. Full-size DOI: 10.7717/peerj.7039/fig-7

Figure 8 Comparison of the NP level in the thyroids of pups on PND 73 among different treatment
groups. n = 10, �vs control, P < 0.01; †vs low NP group, P < 0.01.

Full-size DOI: 10.7717/peerj.7039/fig-8
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in the follicle epithelium in the low-dose group, and a large quantity was observed in the
middle-dose, high-dose and positive control groups.

The thicknesses of the thyroid follicular epithelium in the control, low, middle,
high-dose, and E2 groups were 2.06 ± 0.37, 2.51 ± 0.56, 2.53 ± 0.56, 3.97 ± 1.61, and 2.64 ±
0.62 mm, respectively. The thickness of the thyroid follicular epithelium increased with
an increase in treatment dose in a dose-dependent manner (P < 0.05, Fig. 10). The sizes of
the thyroid follicle in the control, low, middle, high-dose, and E2 groups were 1,405.53 ±
866.62, 651.04 ± 555.69, 496.38 ± 467.34, 317.49 ± 231.15, and 341.84 ± 293.82 mm2,

Figure 9 Effect of maternal NP exposure on thyroid morphology in pups. Magnification 400�.
(A) control group, (B) low-dose group, (C) middle-dose group, (D) high-dose group, (E) estradiol (E2)
group. Arrow: thyroid follicular epithelium. Full-size DOI: 10.7717/peerj.7039/fig-9
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respectively. With an increase in NP treatment dose, animals showed a decrease of the size
of thyroid follicles in the thyroid (P < 0.01, Fig. 11).

Ultrastructure changes of the thyroid
The cellular morphology in the control group was normal. No swelling was found in
mitochondria, and no expansion was found in the rough endoplasmic reticulum. Several
cell nuclei were quasi-circular and irregular, dominated by euchromatin. In the thyroid
follicle epithelial cells in the NP groups, mitochondria were swollen to a certain degree.
The rough endoplasmic reticulum showed expansion with irregular vesicles. The shapes of
cell nuclei were quasi-circular, and more chromatin condensation was found in the
control group. The expansion degree of the rough endoplasmic reticulum in the positive
control group was more severe. The small vesicles fused into irregular large vesicles.
The swelling degree of mitochondria became more severe, and the cell nuclei represented
irregular quasi-circular shape, dominated by euchromatin, with appearance of
condensation of part chromatin (Fig. 12).

DISCUSSION
To our knowledge, this is the first study that reports the NP level in the thyroid by HPLC,
and examined the negative effects on the thyroid structure in male F1 rats after gestational
and lactational exposure of dams to NP. The main findings of our study are that NP
impaired well-established diagnostic markers of growth such as the average litter size,
litter weight of pups, number of live pups per litter, tail length, body weight of pups,

Figure 10 Comparison of the thickness of thyroid follicular epithelia among different treatment.
�vs control, P < 0.05. Full-size DOI: 10.7717/peerj.7039/fig-10
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serum thyroid hormone level, and thyroid ultrastructure. NP exposure also caused
alterations in the thyroid follicular epithelium, the mitochondria, and the endoplasmic
reticulum in the thyroid follicular epithelial cells. In addition, exposure caused a dose-
dependent increase in the NP level in the thyroid glands of male pups.

Nonylphenol widely exists in rivers, soil, and food, and possesses many characteristics
such as difficulty of degradation, long-term residual, and bioaccumulation. It can accumulate
in animals or humans via the food chain (Crane, 2019; Günther, Räcker & Böhme, 2017).
The thyroid is an important endocrine organ, and NP exposure has been reported to
interfere with its function (He et al., 2018; Naderi et al., 2014), leading to endocrine disorder
and influencing both basic growth and development. Most of the current investigations
on the effect of NP on thyroid function mainly focus on short-term exposure using serology
detection. No study has used HPLC for the detection of the NP levels in thyroid tissues, nor
on the thyroid tissue injury of neonatal rats after maternal rats were exposed during the
perinatal period. In this study, the maternal perinatal period was used for NP exposure and
the resulting influences of NP on the basic growth and development as well as both the
structure and ultrastructure of thyroid tissue were investigated.

After dams were exposed to NP, no difference was found in body weight between
groups, and their weight growth was normal, suggesting that NP might not interfere with
the body weight growth of pregnant rats at the tested doses or the survival rate of neonatal
rats. Even so, the numbers of neonatal rats in the medium and high dose groups were
decreased, and the tail length was increased significantly compared to the control group.
The results of neonatal rats indicate that no statistical difference was observed in birth

Figure 11 Comparison of the size of thyroid follicles among different treatment groups. �vs control,
P < 0.01; †vs low NP group, P < 0.05. Full-size DOI: 10.7717/peerj.7039/fig-11
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weight, anogenital distance, times of ear-spreading, hair-germinating, teething, and
eye-opening at the early stage of growth and development, which indicates that the weight
in the high dose group was significantly higher than in the low dose group. This suggests
that high NP exposure during the perinatal period could intervene with the basic
growth and development of offspring, which has not been investigated in before. Because
exposure to NP did not stop during the lactation period, NP could be detected in the
milk at a certain level (Xie, Liu & Chen, 2014). The NP may have entered the neonatal rats
via milk, and further affected growth and development of neonatal rats. Thus, it can be
confirmed that exposure to NP during the perinatal period influences the basic growth and
development of neonatal rats in a dose-dependent manner.

Thyroid hormones are necessary for growth, development and normal bodily function.
Alterations in thyroid hormone level are one of the important indicators when thyroid

Figure 12 Electron micrographs of thyroid follicular cells from different treatment groups. Black
arrow: mitochondria, white arrow: endoplasmic reticulum). (A) control group; (B) 100 mg/kg NP group;
(C) estradiol (E2) group. Full-size DOI: 10.7717/peerj.7039/fig-12
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function changes in the body. In the present study we found that dams exposed to NP
during perinatal period demonstrated decreased serum levels of FT3, FT4 in F1 male rats,
which was consistent with previous study on the thyroid toxicity of endocrine disruptor
(Serrano-Nascimento et al., 2018).These findings show that NP could lead to the
hypoactivity of the thyroid gland.

With increasing exposure dose, the NP level in thyroid tissues increased continuously,
and there was a statistical difference between each experimental group and the control
group (P < 0.05). The high dose group had a statistical difference between the control
group, the low-dose group, and the medium-dose group (P < 0.05). This shows that
NP can be accumulated in the body and transmitted into offspring. Other EEDs, such as
BPA and PCBs, have been widely investigated. It has been reported that after female
pregnant rats were exposed to BPA at a certain dose, the thyroid function of neonatal rats
was disordered, and the tissue will be injured after being exposed to PCBs at a certain level
(Tang et al., 2013). Although there are many relevant investigations, the detection of
NP levels in the thyroid has not been reported. Through measuring the NP level in tissue,
the thyroid tissue damage could be confirmed to be directly caused by the NP in tissues.

This result indicates that thyroid tissues in the control group are relatively normal,
and the change degree in each exposure group was different. With increasing exposure
dose, the stratification in thyroid follicle epithelium becomes more severe. The number of
small follicles increased, and colloid area in the follicle decreased. According to the
statistics, the thickness of the follicle epithelium shows a statistical difference between the
high NP group and control group (P < 0.05). Although no significant difference was found
between each group and the control group, the thickness increased slightly. The result
of the thyroid follicle area demonstrates a statistical difference between each group and
the control group (P < 0.05). The area of follicle continuously decreased with
increasing exposure dose. These results are similar to the results of Xi, Li & San (2013),
because exposure time, dose, and subjects are different, as well as the detected objects
after exposure, the injury degree on tissue were also different. However, it has been
confirmed that the exposure in the perinatal period damages the structure of thyroid tissue.

It has been reported that the function of the thyroid is actively impaired by external
factors (Xi, Li & San, 2013; Andrade et al., 2018). The most significant manifestation
is a morphologic change of thyroid follicular cells. For example, the thickness of the
epithelium increased and the number of small follicles increased, while the area of follicles
decreased. NP exposure of pregnant rats damages the thyroid tissues of offspring. It is
highly possible that long-term severe thyroid damage will further aggravate the hyperplasia
of the thyroid, or even lead to a thyroid nodule. Under TEM, the organelles in the control
group were normal without significant damage. Moreover, mitochondria and rough
endoplasmic reticulum were also normal. Several of the cell nuclei showed quasi-circular
and slightly irregular shapes, dominated by euchromatin in the cell nucleus. The NP
exposure group showed that mitochondria were swollen to a certain degree. The rough
endoplasmic reticulum showed expansion with vesiculation. The shape of the cell nucleus
was quasi-circular, and more chromatin condensation was observed in the control group.
The expansion degree of the rough endoplasmic reticulum in the positive control
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group was more severe, as was vesiculation. Small vesicles fused into irregular large
vesicles. The swelling degree of mitochondria became more severe, and the cell nucleus
showed an irregular quasi-circular shape, dominated by euchromatin with appearance of
chromatin condensation.

It has been reported that mitochondrial swelling is mainly caused by deficient
production of cell energy under hypoxia (Onukwufor, Stevens & Kamunde, 2016; Wu,
2003). Under physiological stress, mitochondrial function increased, and mitochondria
increased slightly. However, the result of TEM images indicates that the mitochondrial
matrix was swollen in thyroid cells in both the NP group and the estradiol control group.
Thus, exposure to NP leads to cell damage. For the endoplasmic reticulum, expansion
of the endoplasmic reticulum has been reported (Wu, 2003) and the appearance of
vesiculation suggests a reduction of cell function. In general, this is caused by various
distortions or necrotic lesions. The TEM images in the NP exposure and positive control
groups also illustrates expansion and vesiculation. Thus, exposure to NP will damage
thyroid cells.

Investigating sexual dimorphism is important for our understanding of its influence on
thyroid function and structure. One limitation of the present study needs to be
acknowledged. Only F1 male rats were chosen for detecting the toxicity of NP. The reason
was that the thyroid hormone will fluctuate with the menstrual cycle, which is to the
disadvantage of detection. In addition, F1 male rats were chosen according to our prior
study (Yu et al., 2013; Xu et al., 2010), which showed that the estrogen-like effect of NP on
reproductive and nerve systems was mainly tested in male rats.

CONCLUSION
Although the mechanism of NP exposure on the structural change of thyroid tissue, as well
as the microstructural changes of mitochondria and endoplasmic reticulum still remain
unclear, we found that oral NP exposure of dams during pregnancy and lactation influence
the basic growth and development of neonatal rats. NP exposure of maternal rats will
enter into neonatal rats and accumulates in the thyroid tissue, directly damaging the
structure of the thyroid tissue and affecting the normal function of the thyroid.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This work was supported by the National Natural Science Foundation of China (81560527
and 81760580); the Advanced Programs of Overseas Students Science and Technology
Activities, Ministry of Human Resources and Social Security of the People’s Republic of
China [2016](08); the Key Program of Scientific and Technological Fund of Department of
Science and Technology of Guizhou Province, China (2019-1466; 2018-1429); the
Scientific and Technological Talent Support Program of the Educational Commission of
Guizhou Province of China (KY[2018]054); the Fund for Key Discipline Construction in
Zunyi Medical University (2015); the Scientific and Technological Fund of Department of

Wang et al. (2019), PeerJ, DOI 10.7717/peerj.7039 16/21

http://dx.doi.org/10.7717/peerj.7039
https://peerj.com/


Health of Guizhou Province, China (Grants gzwjkj2016-1-045 and gzwjkj2017-1-053); the
Excellent Youth Science and Technique Talents of Guizhou Province [2017]5612; and
15851 Project Talent in Zunyi municipal government, Guizhou Province (2018).

Grant Disclosures
The following grant information was disclosed by the authors:
National Natural Science Foundation of China: 81560527, 81760580.
Advanced Programs of Overseas Students Science and Technology Activities, Ministry of
Human Resources and Social Security of the People’s Republic of China: [2016](08).
The Key Program of Scientific and Technological Fund of Department of Science and
Technology of Guizhou Province, China: 2019-1466; 2018-1429.
Scientific and Technological Talent Support Program of the Educational Commission of
Guizhou Province of China: KY[2018]054.
Fund for Key Discipline Construction in Zunyi Medical University (2015).
Scientific and Technological Fund of Department of Health of Guizhou Province, China:
gzwjkj2016-1-045, gzwjkj2017-1-053.
Excellent Youth Science and Technique Talents of Guizhou Province: [2017]5612.
15851 Project Talent in Zunyi municipal government, Guizhou Province (2018).

Competing Interests
The authors declare that they have no competing interests.

Author Contributions
� Lin Wang performed the experiments, analyzed the data, prepared figures and/or tables,
authored or reviewed drafts of the paper, approved the final draft.

� Jie Xu conceived and designed the experiments, analyzed the data, contributed reagents/
materials/analysis tools, prepared figures and/or tables, authored or reviewed drafts of
the paper, approved the final draft.

� Feng Zeng contributed reagents/materials/analysis tools, approved the final draft.
� Xiangjun Fu performed the experiments, approved the final draft.
� Weihong Xu performed the experiments, approved the final draft.
� Jie Yu conceived and designed the experiments, analyzed the data, contributed
reagents/materials/analysis tools, prepared figures and/or tables, authored or reviewed
drafts of the paper, approved the final draft.

Animal Ethics
The following information was supplied relating to ethical approvals (i.e., approving body
and any reference numbers):

Zunyi Medical University Ethics Committee approved this study (2018-1-094).

Data Availability
The following information was supplied regarding data availability:

Raw data is available as a Supplemental File.

Wang et al. (2019), PeerJ, DOI 10.7717/peerj.7039 17/21

http://dx.doi.org/10.7717/peerj.7039#supplemental-information
http://dx.doi.org/10.7717/peerj.7039
https://peerj.com/


Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.7039#supplemental-information.

REFERENCE
Andrade MN, Santos-Silva AP, Rodrigues-Pereira P, Paiva-Melo FD, De Lima Junior NC,

Teixeira MP, Soares P, Dias GRM, Graceli JB, De Carvalho DP, Ferreira ACF,
Miranda-Alves L. 2018. The environmental contaminant tributyltin leads to abnormalities
in different levels of the hypothalamus-pituitary-thyroid axis in female rats. Environmental
Pollution 241:636–645 DOI 10.1016/j.envpol.2018.06.006.

Anroop BN, Shery J. 2016. A simple practice guide for dose conversion between
animals and human. Journal of Basic and Clinical Pharmacy 7(2):27–31
DOI 10.4103/0976-0105.177703.

Bajaj JK, Salwan P, Salwan S. 2016. Various possible toxicants involved in thyroid
dysfunction: a review. Journal of Clinical and Diagnostic Research 10(1):FE01–FE03
DOI 10.7860/jcdr/2016/15195.7092.

Benedetti M, Zona A, Beccaloni E, Carere M, Comba P. 2017. Incidence of breast, prostate,
testicular, and thyroid cancer in Italian contaminated sites with presence of substances with
endocrine disrupting properties. International Journal of Environmental Research and Public
Health 14(4):355 DOI 10.3390/ijerph14040355.

Chang LL, Wun WSA, Wang PS. 2012. In utero and neonate exposure to nonylphenol develops
hyperadrenalism and metabolic syndrome later in life. I. First generation rats (F1). Toxicology
301(1–3):40–49 DOI 10.1016/j.tox.2012.06.017.

Couderc M, Gandar A, Kamari A, Allain Y, Zalouk-Vergnoux A, Herrenknecht C, Bizec BL,
Mouneyrac C, Poirier L. 2014. Neurodevelopmental and behavioral effects of nonylphenol
exposure during gestational and breastfeeding period on F1 rats. Neurotoxicology 44(9):237–249
DOI 10.1016/j.neuro.2014.07.002.

Crane JL. 2019. Distribution, toxic potential, and influence of land use on conventional and
emerging contaminants in urban storm water pond sediments. Archives of Environmental
Contamination and Toxicology 76(2):265–294 DOI 10.1007/s00244-019-00598-w.

Errico S, Nicolucci C, Migliaccio M, Micale V, Mita DG, Diano N. 2017. Analysis and occurrence
of some phenol endocrine disruptors in two marine sites of the northern coast of Sicily (Italy).
Marine Pollution Bulletin 120(1–2):68–74 DOI 10.1016/j.marpolbul.2017.04.061.

Ferrara F, Ademollo N, Orrù MA, Silvestroni L, Funari E. 2011. Alkylphenols in adipose
tissues of Italian population. Chemosphere 82(7):1044–1049
DOI 10.1016/j.chemosphere.2010.10.064.

Gao Q, Liu S, Guo F, Liu S, Yu X, Hu H, Sun X, Hao L, Zhu T. 2015. Nonylphenol affects
myocardial contractility and L-type Ca2+ channel currents in a non-monotonic manner via G
protein-coupled receptor 30. Toxicology 334:122–129 DOI 10.1016/j.tox.2015.06.004.

Günther K, Räcker T, Böhme R. 2017. An isomer-specific approach to endocrine-disrupting
nonylphenol in infant food. Journal of Agricultural and Food Chemistry 65(6):1247–1254
DOI 10.1021/acs.jafc.6b04916.

He Y, Yang J, Huang S, Liu R, Liu H, Zheng D, Huang Q, Yang Y, Liu C. 2018. Protective effect
of mulberry crude extract against nonylphenol-induced thyroid disruption by inhibiting the
activity of deiodinase in rats. General and Comparative Endocrinology 270:90–95
DOI 10.1016/j.ygcen.2018.10.010.

Wang et al. (2019), PeerJ, DOI 10.7717/peerj.7039 18/21

http://dx.doi.org/10.7717/peerj.7039#supplemental-information
http://dx.doi.org/10.7717/peerj.7039#supplemental-information
http://dx.doi.org/10.1016/j.envpol.2018.06.006
http://dx.doi.org/10.4103/0976-0105.177703
http://dx.doi.org/10.7860/jcdr/2016/15195.7092
http://dx.doi.org/10.3390/ijerph14040355
http://dx.doi.org/10.1016/j.tox.2012.06.017
http://dx.doi.org/10.1016/j.neuro.2014.07.002
http://dx.doi.org/10.1007/s00244-019-00598-w
http://dx.doi.org/10.1016/j.marpolbul.2017.04.061
http://dx.doi.org/10.1016/j.chemosphere.2010.10.064
http://dx.doi.org/10.1016/j.tox.2015.06.004
http://dx.doi.org/10.1021/acs.jafc.6b04916
http://dx.doi.org/10.1016/j.ygcen.2018.10.010
http://dx.doi.org/10.7717/peerj.7039
https://peerj.com/


Hung CH, Yang SN, Wang YF, Liao WT, Kuo PL, Tsai EM, Lee CL, Chao YS, Yu HS,
Huang SK, Suen JL. 2013. Environmental alkylphenols modulate cytokine expression
in plasmacytoid dendritic cells. PLOS ONE 8(9):e73534 DOI 10.1371/journal.pone.0073534.

Ismail HTH, Mahboub HHH. 2016. Effect of acute exposure to nonylphenol on biochemical,
hormonal, and hematological parameters and muscle tissues residues of Nile tilapia;
Oreochromis niloticus. Veterinary World 9(6):616–625 DOI 10.14202/vetworld.2016.616-625.

Kazemi S, Bahramifar N, Moghadamnia AA, Jorsarae SGA. 2016. Detection of bisphenol A
and nonylphenol in rat’s blood serum, tissue and impact on reproductive system. Electronic
Physician 8(8):2772–2780 DOI 10.19082/2772.

Kazemi S, Khalili-Fomeshi M, Akbari A, Kani SNM, Ahmadian SR, Ghasemi-Kasman M. 2018.
The correlation between nonylphenol concentration in brain regions and resulting
behavioral impairments. Brain Research Bulletin 139:190–196
DOI 10.1016/j.brainresbull.2018.03.003.

Li F, Li SY. 2018. Global burden of thyroid cancer. Chinese General Practice 21(26):3155–3159.

Liu J, Wang RM, Huang B, Lin C, Wang Y, Pan XJ. 2011. Distribution and bioaccumulation
of steroidal and phenolic endocrine disrupting chemicals in wild fish species from Dianchi Lake,
China. Environmental Pollution 159(10):2815–2822 DOI 10.1016/j.envpol.2011.05.013.

Luo Y, Yu J, Yang XS, Wang P, Yang XF, Ning WW, Li KB, Xu J. 2015. Improvement of
determination of nonylphenol in rat serum and liver by high performance liquid
chromatography. China Journal of Industrial Medicine 28(4):284–285.

Luo Y, Zheng GB, Yang XF, Wang DQ, Yang XS, Jing Y, Xu J. 2016. The load of serum
nonylphenol in patients with type-II diabetes mellitus. Journal of Practical Medicine
32(13):2227–2230.

Melzer D, Rice N, Depledge MH, Henley WE, Galloway TS. 2010. Association between serum
perfluorooctanoic acid (PFOA) and thyroid disease in the U.S. National health and nutrition
examination survey. Environmental Health Perspectives 118(5):686–692
DOI 10.1289/ehp.0901584.

Mortazavi S, Bakhtiari AR, Sari AE, Bahramifar N, Rahbarizadeh F. 2013. Occurrence of
endocrine disruption chemicals (Bisphenol A, 4-Nonylphenol, and Octylphenol) in muscle and
liver of, cyprinus carpino common, from Anzali Wetland, Iran. Bulletin of Environmental
Contamination and Toxicology 90(5):578–584 DOI 10.1007/s00128-013-0964-0.

Naderi M, Mousavi SM, Safahieh A, Ghatrami ER, Zargham D. 2014. Effects of 4-nonylphenol
on balance of steroid and thyroid hormones in sexually immature male yellowfin seabream
(Acanthopagrus latus). Environmental Toxicology 29(4):459–465 DOI 10.1002/tox.21772.

Onukwufor JO, Stevens D, Kamunde C. 2016. Bioenergetic and volume regulatory effects
of mitoKATP channel modulators protect against hypoxia-reoxygenation-induced
mitochondrial dysfunction. Journal of Experimental Biology 219(17):2743–2751
DOI 10.1242/jeb.140186.

Ponzo OJ, Silvia C. 2013. Evidence of reproductive disruption associated with neuroendocrine
changes induced by UV-B filters, phthalates and nonylphenol during sexual maturation in rats
of both gender. Toxicology 311(1–2):41–51 DOI 10.1016/j.tox.2013.05.014.

Rehman S, Usman Z, Rehman S, AlDraihem M, Rehman N, Rehman I, Ahmad G. 2018.
Endocrine disrupting chemicals and impact on male reproductive health. Translational
Andrology and Urology 7(3):490–503 DOI 10.21037/tau.2018.05.17.

Sengul SISE, Cevdet UGUZ. 2017. Nonylphenol in human breast milk in relation to
sociodemographic variables, diet, obstetrics histories and lifestyle habits in a turkish population.
Iranian Journal of Public Health 46(4):491–499.

Wang et al. (2019), PeerJ, DOI 10.7717/peerj.7039 19/21

http://dx.doi.org/10.1371/journal.pone.0073534
http://dx.doi.org/10.14202/vetworld.2016.616-625
http://dx.doi.org/10.19082/2772
http://dx.doi.org/10.1016/j.brainresbull.2018.03.003
http://dx.doi.org/10.1016/j.envpol.2011.05.013
http://dx.doi.org/10.1289/ehp.0901584
http://dx.doi.org/10.1007/s00128-013-0964-0
http://dx.doi.org/10.1002/tox.21772
http://dx.doi.org/10.1242/jeb.140186
http://dx.doi.org/10.1016/j.tox.2013.05.014
http://dx.doi.org/10.21037/tau.2018.05.17
http://dx.doi.org/10.7717/peerj.7039
https://peerj.com/


Serrano-Nascimento C, Calil-Silveira J, Dalbosco R, Zorn TT, Nunes MT. 2018. Evaluation of
hypothalamus-pituitary-thyroid axis function by chronic perchlorate exposure in male rats.
Environmental Toxicology 33(2):209–219 DOI 10.1002/tox.22509.

Shao B, Hu J, Yang M, An W, Tao S. 2005. Nonylphenol and nonylphenol ethoxylates in river
water, drinking water, and fish tissues in the area of Chongqing, China. Archives of
Environmental Contamination and Toxicology 48(4):467–473 DOI 10.1007/s00244-003-0266-3.

Sun Y, Wu TW, Cui R, Guo XH, Zhang BX. 2016. Determination of nonylphenol, octylphenol
and 2,4-Di-tert-Butylphenol in animal tissues by high performance liquid chromatography.
Chinese Journal of Health Laboratory Technology 26(15):2164–2167.

Tang J-M, Li W, Xie Y-C, Guo H-W, Cheng P, Chen H-H, Zheng X-Q, Jiang L, Cui D, Liu Y,
Ding G-X, Duan Y. 2013. Morphological and functional deterioration of the rat thyroid
following chronic exposure to low-dose PCB118. Experimental and Toxicologic Pathology
65(7–8):989–994 DOI 10.1016/j.etp.2013.02.001.

Tingi E, Syed AA, Kyriacou A, Mastorakos G, Kyriacou A. 2016. Benign thyroid disease in
pregnancy: a state of the art review. Journal of Clinical & Translational Endocrinology 6:37–49
DOI 10.1016/j.jcte.2016.11.001.

Wang DM, Zhou Q, Huo YT, Yu S, Wang SR. 2018. Research progress of influential factors
for thyroid nodules. Chinese Journal of General Surgery 27(5):635–641
DOI 10.3978/j.issn.1005-6947.2018.05.017.

Wetherill YB, Akingbemi BT, Kanno J, McLachlan JA, Nadal A, Sonnenschein C, Watson CS,
Zoeller RT, Belcher SM. 2007. In vitro molecular mechanisms of bisphenol A action.
Reproductive Toxicology 24(2):178–198 DOI 10.1016/j.reprotox.2007.05.010.

Wu ZB. 2003. Ultrastructural diagnosis. First edition. Shanghai: Shanghai Scientific & Technical
Publishers.

Xi Y, Li D, San W. 2013. Exposure to the endocrine disruptor nonylphenol alters structure
and function of thyroid gland in rats. Regulatory Peptides 185:52–56
DOI 10.1016/j.regpep.2013.06.004.

Xiao Q, Li Y, Wu D. 2004. Determination of bisphenol A and 4-nonylphenol in rat tissues by
high performance liquid chromatography with fluorescence detection. Chinese Journal of
Chromatography 22(6):579–582.

Xie MY, Liu XZ, Chen YJ. 2014. Review on exposure level of nonylphenol in food and related
biological toxicity profile. Journal of Food Science and Technology 32(1):1–7.

Xu J, Wang Y, Yu J, Jamal HH, Liu XY, Fan QY, Li Y. 2010. Toxic effect of gestational exposure
to nonylphenol1 on F1 male rats. Birth Defects Research Part B: Developmental and Reproductive
Toxicology 89(5):418–428 DOI 10.1002/bdrb.20268.

Yang J, Yu J, Wang P, Luo Y, Yang XF, Yang XS, Li WM, Xu J. 2017. The adverse effects of
perinatal exposure to nonylphenol on carbohydrate metabolism in male offspring rats.
International Journal of Environmental Health Research 27(5):368–376
DOI 10.1080/09603123.2017.1373275.

Yen C-H, Sun C-K, Leu S, Wallace CG, Lin Y-C, Chang LT, Chen Y-L, Tsa T-H, Kao YH,
Shao P-L, Hsieh C-Y, Chen Y-T, Yip H-K. 2012. Continuing exposure to low-dose
nonylphenol aggravates adenine-induced chronic renal dysfunction and role of rosuvastatin
therapy. Journal of Translational Medicine 10(1):147 DOI 10.1186/1479-5876-10-147.

Yu C-J, Du J-C, Chiou H-C, Yang S-H, Liao K-W, Yang W, Chung M-Y, Chien L-C, Hwang B,
Chen M-L. 2016a. Attention deficit/hyperactivity disorder and urinary nonylphenol levels:
a case-control study in Taiwanese Children. PLOS ONE 11(2):e0149558
DOI 10.1371/journal.pone.0149558.

Wang et al. (2019), PeerJ, DOI 10.7717/peerj.7039 20/21

http://dx.doi.org/10.1002/tox.22509
http://dx.doi.org/10.1007/s00244-003-0266-3
http://dx.doi.org/10.1016/j.etp.2013.02.001
http://dx.doi.org/10.1016/j.jcte.2016.11.001
http://dx.doi.org/10.3978/j.issn.1005-6947.2018.05.017
http://dx.doi.org/10.1016/j.reprotox.2007.05.010
http://dx.doi.org/10.1016/j.regpep.2013.06.004
http://dx.doi.org/10.1002/bdrb.20268
http://dx.doi.org/10.1080/09603123.2017.1373275
http://dx.doi.org/10.1186/1479-5876-10-147
http://dx.doi.org/10.1371/journal.pone.0149558
http://dx.doi.org/10.7717/peerj.7039
https://peerj.com/


Yu J, Fan Q-Y, Binli H, Biao Z, Zheng F, Jianmei L, Xu J. 2013. Joint neurodevelopmental and
behavioral effects of nonylphenol and estradiol on F1 male rats. International Journal of
Environmental Health Research 23(4):321–330 DOI 10.1080/09603123.2012.733936.

Yu J, Luo Y, Yang XF, Yang MX, Yang J, Yang XS, Zhou J, Gao F, He LT, Xu J. 2016b.
Effects of perinatal exposure to nonylphenol on delivery outcomes of pregnant rats and
inflammatory hepatic injury in newborn rats. Brazilian Journal of Medical and Biological
Research 49(12):e5647 DOI 10.1590/1414-431X20165647.

Yu J, Yang XS, Luo Y, Yang XF, Yang MX, Yang J, Zhou J, Gao F, He LT, Xu J. 2017.
Adverse effects of chronic exposure to nonylphenol on non-alcoholic fatty liver disease in
male rats. PLOS ONE 12(7):e0180218 DOI 10.1371/journal.pone.0180218.

Zhang H-Y, Xue W-Y, Zhu Y-S, Huo W-Q, Xu B, Xu S-Q. 2018. Perinatal exposure to
4-nonylphenol can affect fatty acid synthesis in the livers of F1 and F2 generation rats.
Toxicology Research 7(2):283–292 DOI 10.1039/c7tx00316a.

Wang et al. (2019), PeerJ, DOI 10.7717/peerj.7039 21/21

http://dx.doi.org/10.1080/09603123.2012.733936
http://dx.doi.org/10.1590/1414-431X20165647
http://dx.doi.org/10.1371/journal.pone.0180218
http://dx.doi.org/10.1039/c7tx00316a
http://dx.doi.org/10.7717/peerj.7039
https://peerj.com/

	Influence of nonylphenol exposure on basic growth, development, and thyroid tissue structure in F1 male rats
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusion
	Reference



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


