
Middle East Fertility Society Journal xxx (2017) xxx–xxx
Contents lists available at ScienceDirect

Middle East Fertility Society Journal

journal homepage: www.sciencedirect .com
Original Article
Correlation between serum and peritoneal fluid glutathione
S-transferases T1 concentration with different stages of endometriosis
http://dx.doi.org/10.1016/j.mefs.2017.07.003
1110-5690/� 2017 Middle East Fertility Society. Production and hosting by Elsevier B.V.
This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

Peer review under responsibility of Middle East Fertility Society.
⇑ Corresponding author.

E-mail address: geneticzs@yahoo.co.uk (Z. Salehi).

Please cite this article in press as: S. Mashayekhi et al., Correlation between serum and peritoneal fluid glutathione S-transferases T1 concentratio
different stages of endometriosis, Middle East Fertil Soc J (2017), http://dx.doi.org/10.1016/j.mefs.2017.07.003
Sohail Mashayekhi a, Zivar Salehi b,⇑, Ziba Zahiri c, Ebrahim Mirzajani d, Shirin Shahangian b

a Faculty of Medicine, Guilan University of Medical Sciences, Rasht, Iran
bDepartment of Biology, Faculty of Sciences, University of Guilan, Rasht, Iran
cReproductive Health Research Center, Department of Obstetrics and Gynecology, Azzahra Hospital, School of Medicine, Guilan University of Medical Sciences (GUMS), Rasht, Iran
dCellular and Molecular Research Center, Faculty of Medicine, Guilan University of Medical Sciences, Rasht, Iran
a r t i c l e i n f o

Article history:
Received 8 June 2017
Accepted 13 July 2017
Available online xxxx

Keywords:
GSTT1
Serum
Peritoneal fluid
Endometriosis
a b s t r a c t

Endometriosis is a gynecological disease defined by the histological presence of endometrial glands and
stroma outside the uterine cavity. Ectopic endometrial cell proliferation and chronic inflammation in
endometriosis were shown to be associated with oxidative stress (OS) induction. OS is a condition in
which reactive oxygen species (ROS) overproduction and antioxidant deficiency cause a shift in oxi-
dant/antioxidant balance. Glutathione S-transferases (GSTs) comprise a family of eukaryotic and prokary-
otic phase II metabolic isozymes best known for their ability to catalyze the conjugation of the reduced
form of glutathione (GSH) to xenobiotic substrates for the purpose of detoxification. The aim of this pro-
ject was to study the concentrations of GSTT1 in the serum and peritoneal fluid (PF) of patients with dif-
ferent stages of endometriosis. Frothy two PF and serum from normal and 152 from different stages of
patients with endometriosis (stage I: n = 30, stage II: n = 39, stage III: n = 43 and stage IV: n = 40) were
included in this study. The level of GSTT1 in the serum was determined by enzyme linked immunosor-
bent assay (ELISA). The results showed the presence of GSTT1 in all serum and peritoneal fluid samples,
while, starting from stages I to IV endometriosis, a significant decrease in GSTT1 concentration was seen
as compared to controls. It is concluded that levels of GSTT1 is negatively correlated with advanced stages
of endometriosis. It is also suggested that the detection of serum and/or peritoneal fluid GSTT1 concen-
tration may be valuable in the classifying of endometriosis.
� 2017 Middle East Fertility Society. Production and hosting by Elsevier B.V. This is an open access article

under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
1. Introduction

Endometriosis is a gynecological disease that affects up to 25–
40% of fertile women of reproductive age [1]. It was first described
in 1960 and it is a common, benign, estrogen dependent gyneco-
logical disorder related to pelvic pain and infertility. It is described
by the presence of endometrial tissue outside its normal location
[2]. Age, body mass index, race, alcohol use and cigarette smoking
are related to the frequency of the disease [3]. Retrograde menstru-
ation remains the dominant theory for the development of pelvic
endometriosis, [4] but the main molecular mechanisms responsi-
ble for the disease are unknown.

Many studies were shown the association of endometriosis and
oxidative stress [5]. Antioxidant treatment is one of the most
important therapeutic pathways for endometriosis. Antioxidants
can modify the development of endometrial cells in endometriosis
[6]. Oxidative stress occurs when there is a disruption between
reactive oxygen species (ROS) production and the antioxidant
defense. Cellular targets of ROS are macromolecules. To protect
themselves from the deleterious effects of ROS, cells have devel-
oped a wide range of antioxidant systems to limit production of
ROS, inactivate them and repair cell damage [7]. The impact of
oxidative stress has been shown in endometriosis, tubal infertility
and recurrent pregnancy loss [5,8,9].

Glutathione s-transferases (GSTs) constitute a superfamily that
play a key role in phase II cellular detoxification and are generally
considered as antioxidant enzymes [10]. Based on the similarity of
the amino acid sequence, GSTs have been grouped into at least
seven classes known as alpha (a), mi (m), pi (p), theta (q), zeta
(z), sigma (s), and omega (W). The GSTs catalyze the conjugation
of the glutathione (GSH) to a number of exogenous and endoge-
nous substances with electrophilic functional groups (e.g. products
of oxidative stress, environmental pollutants, and carcinogens),
n with
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thus neutralizing their electrophilic sites, and rendering the prod-
ucts more water-soluble [11].

GSTs are important because of their role in removing hyperox-
ides or by balancing H2O2 homostasis in signaling cascades [12]. It
was shown that GST Pi levels in the cerebrospinal fluid of patients
with Parkinson’s disease decreased compared to normal controls
[13]. It was also demonstrated that GST P knockout mice were
more susceptible to the neurotoxic effects and showed that GST
P may act as an endogenous regulator of stress by controlling
JNK activity [14]. The association of GSTT1 gene polymorphisms
and male infertility has been reported [15]. It has been also shown
that GSTM1 null genotype is associated with higher risk of
endometriosis in an Iranian population [16]. In this study we
aimed to analyze the levels of GSTT1 in the peritoneal fluid and
serum of patients with different stages of endometriosis.
Table 1
Characteristics of the patients with endometriosis and controls.
2. Materials and methods

2.1. Subjects

After ethic committee’s approval and informed consent the
samples of serum and peritoneal fluid (PF) from normal subjects
and patients with endometriosis were collected. Peritoneal fluid
(PF) and serum samples from normal controls (n = 42) and differ-
ent stages of endometriotic patients (n = 152) (stage I: n = 30, stage
II: n = 39, stage III: n = 43 and stage IV: n = 40) were enrolled in this
study. The controls contained of women undergoing laparoscopic
tubal ligation or diagnostic laparoscopy with no pelvic findings of
endometriosis, inflammatory disease, or uterine fibroids. Patients
that received endocrine therapy during the last six months and
women with other causes of chronic pelvic pain including infec-
tious, gastrointestinal, musculoskeletal, neurologic or psychiatric
were excluded. Samples of all cases and controls were matched
on age. None of the patients suffered from known diabetes mellitus
or infection. All participants were asked to fill out a questionnaire
on their medical history, family history of disease, infertility, surgi-
cal history, and prescribed. This research project has been
approved by the university ethics committee and has been carried
out in accordance with the Code of Ethics of the World Medical
Association (Declaration of Helsinki). The serum and PF samples
were kept at �70 �C for further analysis.
No. of patients 152
Average age (range) (years) 29.6 (24–39)
Stage of diseasea

Stage I 30
Stage II 39
Stage III 43
Stage IV 40

Number of controls 42
Average age (range) (years) 29.1 (23–39)

a Revised American Fertility Society (AFS) staging system: Stage I = minimal dis-
ease, Stage II = mild disease, Stage III = moderate disease, Stage IV = severe disease.
2.2. Analysis of GSTT1 concentration by ELISA

GSTT1 concentrations in PF and serumwere measured using the
sensitive two sited enzyme linked immunosorbent assay (ELISA)
and antiserum against human GSTT1. Microtiter plates (Human
GSTT1 ELISA Kit (Sandwich ELISA) - LS-F21079, LifeSpan BioS-
ciences, Inc.). All reagents, samples and standards were prepared.
100 ll of Sample, Standard, or Blank was added to each well and
incubate for 90 min at 37 �C. 100 ll of 1x Biotinylated detection
Antibody was added and incubated for 1 h at 37 �C. After that they
were washed three times. 100 ll of 1x HRP conjugate was added
and incubated for 30 min at 37 �C. They were washed and 90 ll
of TMB substrate solution was added and incubate for 15 min at
37 �C. 50 ll of stop solution was added and was read immediately
at 450 nm.
Fig. 1. GSTT1 concentration in the serum from controls and patients with different
stages of endometriosis (ng/ml). A decreased concentration of GSTT1 was seen to be
associated with advanced stages of endometriosis (P < 0.001).
2.3. Statistical analysis

All data presented are expressed as means ± standard error of
the mean (SEM). Statistical analysis was performed using one-
way analysis of variance (ANOVA) and only values with P � 0.05
were considered as significant.
Please cite this article in press as: S. Mashayekhi et al., Correlation between se
different stages of endometriosis, Middle East Fertil Soc J (2017), http://dx.doi
3. Results

3.1. Characteristics of subjects

Demographic and clinical characteristics of patients and con-
trols are shown in Table 1. The endometriosis patients were classi-
fied according to the American Society of Reproductive Medicine
classification (stage I-IV). Of the 152 patients, 30 (19.7%) had stage
I, 39 (25.4%) had stage II, 43 (28.2%) had stage III, whereas 40
(26.3%) patients had stage IV (Table 1).

3.2. Analysis of GSTT1 in the serum and PF by ELISA

Using ELISA, it was shown that the concentration of GSTT1 in
the serum and PF samples of patients with endometriosis was
lower than in control group. The results showed that all PF and
serum samples, presented GSTT1 expression, whereas, starting
from stages I to IV endometriosis, a decrease of protein expression
was observed (from stages I to IV, serum levels of 2.76 ± 0.22,
2.58 ± 0.22, 2.31 ± 0.16 and 2.21 ± 0.18 ng/ml as compared to con-
trols (3.02 ± 0.32) and peritoneal fluid levels of 1.06 ± 0.34,
0.97 ± 0.33, 0.72 ± 0.16, 0.47 ± 0.21 ng/ml respectively, as com-
pared to controls (1.43 ± 0.27) (P < 0.001) (Figs. 1 and 2). A
decreased concentration of GSTT1 is shown to be associated with
advanced stages of endometriosis.
4. Discussion

Endometriosis is a chronic inflammatory disease that is charac-
terized by the growth of endometrial tissue outside the uterine
cavity. Reduced implantation seen in patients with endometriosis
is still a matter of debate [17]. Many studies on unexplained fertil-
ity show that oxidative stress may be important in the pathophys-
iology of endometriosis [5]. Changes in the levels of soluble CD44
and soluble cMET in the serum and peritoneal fluid of patients with
different stages of endometriosis were demonstrated [18,19]. It
was demonstrated that there is a decreased serum levels of
paraoxonase-1, a lipoprotein that prevent oxidative modification
rum and peritoneal fluid glutathione S-transferases T1 concentration with
.org/10.1016/j.mefs.2017.07.003
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Fig. 2. GSTT1 concentration in the peritoneal fluid from controls and patients with
different stages of endometriosis (ng/ml). A decreased concentration of GSTT1 in
peritoneal fluid was seen to be associated with advanced stages of endometriosis.
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of low-density lipoprotein cholesterol, in the patients with
endometriosis [20]. It was also shown that the concentration of
oxidized LDL (ox-LDL) in the peritoneal fluid of patients with
advanced stages of endometriosis increases as compared to con-
trols [21]. Anti-oxidant supplementation may result in reduction
of oxidative stress in women with endometriosis. After the applica-
tion of antioxidant diet the markers of oxidative stress decreased,
while anti-oxidant markers increased in women with endometrio-
sis [22]. It has been demonstrated that GST plays a key role in
leiomyoma volume reduction induced by mifepristone, a proges-
terone receptor modulator, and GST may be considered as a bio-
marker for tailoring medical treatment of uterine leiomyoma
[23]. It has been shown that hypermethylation of the GSTP1 gene
promoter region may reduce GSTP1 expression that is related to
myometrial invasion potential of endometrial cancer [24]. Bara-
nova et al. suggested that GSTM1 detoxification system genes are
involved in the pathogenesis of endometriosis [25]. GST gene poly-
morphisms were shown to be contributed to individual suscepti-
bility to endometriosis in Tunisian and Iranian populations [26,16].

Ma et al. showed that GSTPi expression decreases in the
patients with oral squamous cell carcinoma (OSCC) and a
decreased expression of GSTPi indicating a poorer pathological dif-
ferentiation grade in OSCC tissue samples [27]. GST was shown to
be expressed in different regions of the brain [28]. Zusterzeel et al.
showed that the levels of glutathione S-transferase pi in
preeclampsia decreases and they concluded that it might indicate
a reduced capacity of the glutathione/glutathione S-transferase
detoxification system [29]. Barnette and colleagues have shown
that there is a significant decrease in GST activity in the patients
with cancer who were smokers as compared to non-smokers
[30]. The present study demonstrated that the levels of GSTT1 in
serum and peritoneal fluid of patients with endometriosis
decreased compared to normal control group. Moreover, the
expression of GSTT1 in serum and peritoneal fluid is negatively
correlated with advanced stages of endometriosis.

In is concluded that GSTT1 may be involved in the pathogenesis
of endometriosis. It is also suggested that a decreased levels of
GSTT1 is correlated with advanced stages of endometriosis. There-
fore, the detection of serum and/or peritoneal fluid GSTT1 may be
valuable in the classifying endometriosis and is a potential biomar-
ker for endometriosis and is negatively associated with the disease
stage. More study is necessary to indicate the mechanism of GSTT1
down-regulation in patients with endometriosis and to understand
the role of GSTT1 in the pathogenesis of endometriosis.
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