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Microcystin-leucine-arginine (MCLR) is the most popular and toxic variant among microcystins, which
can cause severe reproductive toxicity to animals. However, the mechanisms of reproductive toxicity
induced by MCLR in amphibians are still not entirely clear. In the current study, toxicity mechanisms of
MCLR on the reproductive system of male Rana nigromaculata followed by low concentration (0, 0.1, 1,
and 10 mg/L) and short-term (0, 7, and 14 days) MCLR exposure were shown. It was observed that MCLR
could be bioaccumulated in the testes of male frogs, and the theoretical bioaccumulation factor values
were 0.24 and 0.19 exposed to 1 mg/L and 10 mg/L MCLR for 14 days, respectively. MCLR exposure
signiﬁcantly decreased testosterone (T) concentrations and increased estradiol (E2) concentrations
exposed to 1 and 10 mg/L MCLR for 14 days. The mRNA levels of HSD17B3 were downregulated, and
HSD17B1 and CYP19A1 mRNA expression levels were upregulated, respectively. Only 10 mg/L MCLR group
showed signiﬁcant induction of follicle-stimulating hormone (FSH) levels and cyclic adenosine monophosphate (cAMP) content. Moreover, AR and ESR1 mRNA expression levels were signiﬁcantly upregulated exposed to 1 and 10 mg/L MCLR for 14 days, respectively. Our results suggested that lowconcentration MCLR induced transcription changes of CYP19A1, HSD17B3, and HSD17B1 led to endocrine disorders, and caused interference of spermatogenesis by the decrease of T and abnormal gene
expressions of AR and ESR1 in the testes of R. nigromaculata.
© 2018 Elsevier Ltd. All rights reserved.
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1. Introduction
Cyanobacteria booms have become serious problems for the
aquatic environment and human environmental health due to the
production of toxic secondary cyanotoxins (van Apeldoorn et al.,
2007). Microcystins (MCs) are the main reported groups of cyanotoxins (Sabatini et al., 2015), and microcystin leucine-arginine
(MCLR) is the most popular and toxic variant among more than
100 MC isoforms (Vesterkvist et al., 2012). MCLR causes wide public
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concern because of its toxicity that poses a threat to people and
animals (Zhao et al., 2015). The World Health Organization has
recommended a drinking water safety limit of 1 mg/L for MCLR. In
recent years, many studies have indicated that a concentration
value of approximately 1 mg/L MCLR was still not safe for animals
(Jia et al., 2014; Zhang et al., 2006).
A recent study reported that 10.1 nM MCLR presented estrogenic properties in MCF-7 human breast carcinoma cell by MELN
bioassay (Oziol and Bouaïcha, 2010). It was also reported that lowconcentration MCLR could disrupt the balance of serum hormones
including testosterone (T), follicle-stimulating hormone (FSH),
and luteinizing hormone (LH) in mammals by damaging the
hypothalamic-pituitary-gonadal (HPG) axis (Wang et al., 2012),
leading to the decline of sperm quality (Li et al., 2008). Testosterone, estradiol (E2), luteinizing hormone and follicle-
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stimulating hormone are important hormones in the HPG axis,
which mediate steroidogenesis, and spermatogenesis in male
animals (Ascoli et al., 2002; Ruwanpura et al., 2010). When vertebrates were exposed to environmental contamination, the HPG
axis plays a crucial role in maintaining regulation of the serum
hormones (Chen et al., 2016). Steroidogenic acute regulatory
protein (STAR), cytochrome P450 cholesterol side-chain cleavage
enzyme (CYP11A1), cytochrome P450 17ɑ-hydroxylase/17,20lyase (CYP17A1), 3b-hydroxysteroid dehydrogenase type 2
(HSD3B2), 17b-hydroxysteroid dehydrogenase type 3 (HSD17B3),
and cytochrome P450 aromatase (CYP19A1) are important steroidogenic enzyme proﬁles along the HPG axes in testes (Miller
and Auchus, 2011). The investigation of the steroidogenic
enzyme is important to understand disorder differentiation,
reproduction, fertility, and physiological homeostasis, etc (Miller
and Auchus, 2011). In addition, estrogen receptor (ER) and 17bhydroxysteroid dehydrogenase type 1 (HSD17B1) are considered
estrogen-related genes that are mainly involved in regulating
sperm concentration and sperm motility (Lee et al., 2011).
Androgen receptor (AR) is another important factor for initiating
and maintaining spermatogenesis and male fertility (Wang et al.,
2009). Many studies have investigated whether environmental
antiandrogens could cause the disruption of AR (Ding et al., 2017;
Zhuang et al., 2016, 2017) and estrogen receptor 1 (ESR1), (Lv et al.,
2017). However, little is known about MCLR-induced reproduction
toxicity mechanisms in amphibians thus far. The investigation of
the effects of MCLR exposure on these gene expressions and
hormone levels can clarify the exact mechanisms of MCLRinduced reproduction toxicity, including endocrine disorders
and spermatogenesis disruption.
With the development of industry and agriculture, loss and
degradation of the habitat of amphibians are the factors threatening the largest number of amphibian species (Ficetola et al.,
2015). The number of R. nigromaculata species has declined in
China and Japan; this species is designated as a near-threatened
species by the International Union for the Conservation of Nature
and Natural Resources red list (Xie et al., 2007). Endocrine
disruption is another potential reason for the decrease in the
number of species of amphibians (Hayes et al., 2010; Jia et al., 2014).
Due to the high sensitivity to contamination and environmental
change-related stress, R. nigromaculata are the excellent bioindicators of environmental contamination and ecosystem health
(Hopkins, 2007). Furthermore, the highest total cyanobacteria
density was observed in summer accorded with the period of
R. nigromaculata growth and development (Cong et al., 2006), so
that R. nigromaculata are vulnerable to MCLR. Our previous studies
have found that low-concentration MCLR exposure in vivo could
lead to testis cell apoptosis, endocrine disruption, and a decline in
sperm quality of R. nigromaculata (Zhang et al., 2013; Jia et al.,
2014). Therefore, it is suitable using R. nigromaculata to investigate the mechanisms of MCLR induced-reproduction toxicity.
In the current study, the goal was to identify the mechanisms of
low MCLR exposure on the reproductive toxicity in testes of male
R. nigromaculata. The bioaccumulation of MCLR in testes was
evaluated by using high-performance liquid chromatography-mass
spectrometry (HPLC-MS) and the hormones including T, E2, LH, and
FSH were measured by enzyme-linked immunosorbent assay
(ELISA). Meanwhile, the expression of reproduction-related genes
involved sex hormones synthesis and sex hormone receptors were
also determined. This is the ﬁrst work to investigate the exact
mechanisms of MCLR-induced reproduction toxicity including
endocrine disruption and spermatogenesis disruption in
amphibian. This study would be helpful to assess the toxicological
risk of MCLR to amphibians.

13

2. Material and methods
2.1. Chemicals
Standard MCLR (95% purity; HPLC) was obtained from Enzo
Life Sciences (Enzo Biochem, lnc, USA). T, E2, LH, FSH, and cyclic
adenosine monophosphate (cAMP) ELISA assay kits were purchased from Nanjing Jiancheng Bioengineering, Inc. (Nanjing,
Jiangsu, China).
2.2. Animals, animal treatment, and hormone analysis
Healthy adult male frogs (R. nigromaculata, 2 years old) were
obtained from Zhejiang Changxing Creative Ecological Agriculture
Development Co., Ltd. (Huzhou, Zhejiang, China). The frogs were
kept in aquariums (60 cm  40 cm  35 cm) ﬁlled with dechlorinated tap water (temperature at 21 ± 1  C; pH at 6.5 ± 0.5; dissolved oxygen content at 7 ± 1 mg/L) at a depth of 3 cm for 7 days
prior to all experiments. Subsequently, strong and healthy frogs
(average body length of 7.50 ± 0.20 cm; average body weight of
52.06 ± 3.15 g) were selected and randomly divided into seven
groups (n ¼ 20 per group). Among these groups, three groups were
assigned as control groups and were exposed to dechlorinated tap
water for 0, 7, and14 days, respectively. Two groups were exposed
to 1 mg/L MCLR for 7 and 14 days, and the last two groups were
exposed to 0.1 and 10 mg/L of MCLR for 14 days, respectively. The
frogs were fed with Eisenia fetida twice a day and full-exposure
solutions were renewed daily by static displacement method.
Natural light/dark cycle conditions were provided. After the end of
the exposure time, the frogs were respectively euthanized by
pithing, which aimed to destroy brain tissue in the cranial cavity
and destroy spinal cord in the vertebral canal. The following frog
dissection procedures were supported by People for the Ethical
Treatment of Animals. The testes were removed from the frogs with
clearing of adhering tissues, quickly stored at 80  C with liquid
nitrogen in preparation for cAMP assay and quantitative real-time
reverse transcription polymerase chain reaction (qRT-PCR) assay.
Frog blood was collected, separated, and stored at 20  C until the
assays for T, E2, LH, and FSH were completed. All procedures on
animals followed the guidelines for humane treatment set by the
association of laboratory animal sciences.
Testosterone, E2, LH, and FSH were measured using ELISA kits
based on the double-antibody sandwich method from Nanjing
Jiancheng Bioengineering (Nanjing, Jiangsu, China). 40 mL serum
samples, 10 mL hormone antibodies labeled with biotin, and 50 mL of
streptavidin-streptavidin-horseradish peroxidase (HRP) were
added to test wells in special 96-well plates, which have been
precoated with the respective hormone antibodies. Meanwhile,
50 mL of each standard and streptavidin-HRP were added to standard wells. The 96-well plates were incubated at 37  C for 60 min
and washed ﬁve times. Subsequently, each well was added with
50 mL chromogen solutions A and B and then incubated for
10 min at 37  C away from light. 50 mL of the stop solution was
added to terminate the reaction in each well, and the optical density was measured under 450 nm wave lengths with a microplate
reader. Hormone analysis was repeated in triplicate.
2.3. Determination of MCLR concentrations in testes by HPLC-MS
After lyophilized for 72 h, the testes were extracted with 80%
methanol (MeOH) and then centrifuged and ﬁltered. The extracted
procedures were repeated twice and the supernatants were combined for further treatment. After evaporation, the dried residues
were redissolved in 5% MeOH and applied to a preconditioned
hydrophilic lipophilic balanced solid-phase cartridge. The cartridge
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was precleaned with 10 mL 50% MeOH. Then, the cartridge with
analytes was eluted with 5 mL 30% MeOH and then 5 mL 80%
MeOH. The latter elution with targets was collected, dried, and
redissolved in 500 mL MeOH before analysis. The quantitative
analysis of MCLR was conducted by an Agilent 1100 HPLC system
equipped with an electrospray ionization mass spectrometer
(Hewlett-Packard, Palo Alto, CA). A Zorbax SB-C18 column
(150 mm  2.0 mm I.D.) was used for the separation of analytes. The
mobile phase consisted of acetonitrile and water (0.5% formic acid)
at a ratio of 35/65 (v/v), with a ﬂow rate of 0.3 mL/min. The instrument was operated in positive ion mode with the monitoring
ion of 995.4 m/z for MCLR. The MCLR was identiﬁed on the basis of
both the retention time and mass spectrum (Zhang et al., 2009). The
recoveries of MCLR ranged from 81.2% to 92.4%. The limit of
detection for MCLR in the testes was 0.02 mg/kg. All the testes
samples were extracted and analyzed in duplicate. The coefﬁcients
of variation were 4.7%e7.7% in all MCLR-treated groups.

ampliﬁcation reaction mixture of RT-PCR included 8.0 mL of SDW,
10.0 mL of power SYBR® Green Master Mix (Applied Biosystems,
Foster City, CA, USA), 0.5 mL of the forward primers, 0.5 mL of the
reverse primers, and 1.0 mL of cDNA. The thermal cycling program
was set as follows: denaturation at 95  C for 1 min, followed by 40
cycles at 95  C for 15 s and 60  C for 25 s. The expression levels of
genes were analyzed using the comparative Ct (2-△△Ct) method
(Livak and Schmittgen, 2001). The mRNA analysis was performed
for triplicate samples and repeated three times, with similar results.
2.6. Statistical analysis
Data were presented as the mean ± standard deviation (SD), and
the analysis was performed by using Origin 8.5 Software. Statistical
differences between the MCLR-treated groups and controls were
assessed using one-way analysis of variance followed by a Fisher
least signiﬁcant difference (LSD) test. P < .05 and P < .01 were
considered statistically signiﬁcant.

2.4. Cyclic adenosine monophosphate analysis
3. Results
The cAMP content of testes was measured using an ELISA kit
based on competition method from Nanjing Jiancheng Bioengineering (Nanjing, Jiangsu, China). Testes were homogenized in
0.65% saline solution at a ratio (1:9) of their weight, and then
centrifuged at 3000 rpm for 20 min at 4  C to achieve the supernatant samples. The cAMP content of supernatant samples was
detected according to the manufacturer's instructions, which made
some modiﬁcations compared with the ELISA kits based on double
antibody sandwich method. The cAMP analysis was performed in
triplicate.
2.5. mRNA analysis
STAR, CYP11A1, CYP17A1, HSD3B2, CYP19A1, HSD17B3, HSD17B1,
AR, and ESR1 genes have been cloned in frogs prior to mRNA
analysis. The total RNA of frog testes was extracted using Trizol
Reagent (Invitrogen, Carlsbad, CA, USA) and puriﬁed using an
RNase-free DNase Set kit (Qiagen, Valencia, CA, USA). Then, the
concentration and integrity of total RNA were determined by
monitoring 260/280 nm absorbance ratios and gel electrophoresis.
The complementary DNA (cDNA) was synthesized from total RNA
using SuperScript™ III First-Strand Synthesis SuperMix for qRT-PCR
(Invitrogen Life Technologies, Karlsruhe, Germany). Subsequently,
Primers were designed using Primer Premier 6.0 and Beacon
Designer 7.8 and shown in Tables 1 and 2. The PCR ampliﬁcation
was performed with a CFX384 Touth™ Real-Time PCR Detection
System (Bio-Rad, Hercules, CA, USA) in two-step qRT-PCR. The

3.1. MCLR concentrations in the testis of R. nigromaculata
As shown in Fig. 1, MCLR concentrations in the testes of male
frogs showed a signiﬁcant increase in a concentration and time
dependent manner after MCLR exposure. The concentrations of
MCLR were 0.076 and 0.77 mg/kg in the testes exposed to 1 and
10 mg/L MCLR for 7 days, respectively, whereas the concentrations
of MCLR were 0.019, 0.24, and 1.86 mg/kg in the testes exposed to
0.1, 1 and 10 mg/L MCLR for 14 days, respectively. The theoretical
bioaccumulation factor (BCF) of MCLR was calculated as the concentration in testes to the nominal concentration in water. The
values of BCF in testes reached 0.24 and 0.19 after 14 days of
exposure to 1 mg/L and 10 mg/L MCLR, respectively.
3.2. Serum T and E2 levels
The effects of MCLR exposure on serum T and E2 concentrations
of frogs are shown in Fig. 2. After exposure to 1 and 10 mg/L MCLR
for 14 days, T concentrations were signiﬁcantly decreased by 0.32fold and 0.65-fold, respectively (Fig. 2 A). The E2 concentrations
were signiﬁcantly increased 1.13-fold, 1.17-fold, and 1.39-fold
exposed to 0.1, 1, and 10 mg/L of MCLR for 14 days, respectively
(Fig. 2 C). In addition, the serum T and E2 concentrations signiﬁcantly changed after exposure to 1 mg/L MCLR for 7 days, which
revealed a signiﬁcant time effect (Fig. 2B and C). The results showed
low-concentration MCLR signiﬁcantly induced a decrease of serum

Table 1
Real-time PCR primers and conditions.
Gene

Genbank Accession

ESR1

KY427936

AR

KY427935

STAR

KY511420

CYP11A1

KY511417

CYP17A1

KY511418

CYP19A1

KY511419

18S (control)

AB099628.1

Primer sequences
0

0

F: 5 -GCTACAACAGCAGCAAAGACGACT-3
R: 50 - GTGCTCCATCCCTTTATTGCTCAT-30
F: 50 -GGAGGCACTGGAGCATCTGAG-30
R: 50 -CCTTCACGGTACTGGGAGTTTGA-30
F: 50 -GAGTGGAATCCCAAAGTGAAAGAAG-30
R: 50 -CAGCCAATATGCAGGTGGAG-30
F: 50 -GGATGAATCGCTTCTTGCCTCTT-30
R: 50 -GCTCATTGCTCAAATCTGCTGTC-30
F: 50 -GTGAAGGGACTGTTGCCATTGAG-30
R: 50 -GTCCAAAGGGGTTGTCTGGAAG-30
F: 50 -GAAGTCCACCAAACGATTCCTAGC-30
R: 50 -CAGGACAATTTCATTTCCGTCAGTA-30
F: 50 -CGTTGATTAAGTCCCTGCCCTT-30
R: 50 -GCCGATCCGAGGACCTCACTA-30

Size(bp)

Annealing ( C)

85

60

150

60

166

60

117

60

92

60

151

60

81

60
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Table 2
Real-time PCR primers and conditions.
Gene

Genbank Accession

Primer Sequences

Size(bp)

Annealing( C)

HSD17B1

KY427931

79

60

HSD17B3

KY427932

105

60

HSD3B2

KY427933

98

60

GAPDH (control)

FJ617544.1

F: 50 -CAGCGACACCCGTTCCCTTTA-30
R: 50 -GTCGGTATCCTGAGCCACATCTT-30
F: 50 -CCACTTTATGCACTCTATTCTGCCT-30
R: 50 -GTCACTTGCCTGTATGATGATTCCTT-30
F: 50 -GCCTTGGTCAACCCAGTGTATGT-30
R: 50 -CCGGCTATCTTCTTGGTTCCTTCT-30
F: 50 -GTCATCCCTGCTCTGAACGGAAAA-30
R: 50 -GCCTTCACTACGGCTTTGATGTCT-30

134

60

3.4. Serum luteinizing hormone and follicle-stimulating hormone
levels
The effects of MCLR exposure on serum LH and FSH concentrations are presented in Fig. 5. As shown in Fig. 5A and B, no signiﬁcant change in serum LH concentrations of frogs was observed
after MCLR exposure. For serum FSH, only 10 mg/L MCLR-treated
group in 14 days could induce signiﬁcant changes, at 1.10-fold in
frogs (Fig. 5C and D).
3.5. cAMP content
The effects of MCLR exposure on cAMP content in the testes of
male frogs are presented in Fig. 6. The cAMP content was signiﬁcantly increased by 1.50-fold exposed to 10 mg/L of MCLR for 14 days
(Fig. 6 A). However, it was signiﬁcantly decreased by 0.22-fold
exposed to 1 mg/L MCLR for 7 days (Fig. 6 B).

Fig. 1. MCLR concentrations in the testes tissues exposed to MCLR (0, 0.1, 1, and 10 mg/
L) for 7 days and 14 days. Bars represent mean ± SD. Asterisks denote signiﬁcant
differences when compared with the control (*P < .05, **P < .01).

T concentration and an increase of serum E2 concentration in male
frogs in vivo.
3.3. mRNA expression of selected genes in testes
Among the selected genes, STAR, CYP11A1, CYP17A1, HSD3B2,
CYP19A1, HSD17B3, and HSD17B1 were considered crucial steroidogenic enzyme genes on the HPG axis. The effects of MCLR
exposure on the transcription of selected genes in testes of frogs are
shown in Figs. 3 and 4. After exposure to 0.1 mg/L of MCLR for 14
days, the mRNA levels of STAR, CYP11A1, CYP17A1, and CYP19A1
were signiﬁcantly upregulated, whereas the mRNA levels of
HSD3B2 and HSD17B3 were signiﬁcantly downregulated (Fig. 3).
After 1 mg/L MCLR exposure for 14 days, the mRNA levels of STAR,
CYP11A1, HSD3B2, CYP19A1, and HSD17B1 were upregulated by 1.48, 1.65-, 1.37-, 3.16-, and 2.13-fold, respectively, whereas HSD17B3
mRNA expression levels were downregulated by 0.39-fold (Fig. 3).
After 10 mg/L MCLR exposure for 14 days, the mRNA levels of
CYP11A1, CYP19A1, and HSD17B1 were upregulated by 1.22-, 1.56-,
and 1.46-fold, respectively, whereas the mRNA levels of HSD17B3
were downregulated by 0.69-fold (Fig. 3). In addition, the mRNA
levels of CYP11A1, CYP17A1, CYP19A1, and HSD17B1 were signiﬁcantly upregulated exposed to 1 mg/L MCLR for 7 days (Fig. 4). The
mRNA levels of STAR, CYP11A1, CYP17A1, HSD3B2, and CYP19A1
tended to be upregulated and subsequently downregulated in the
concentration effect after MCLR exposure. By contrast, the mRNA
levels of HSD17B3 and HSD17B1 were signiﬁcantly downregulated
and upregulated in a concentration- and time-dependent manner
after 14 days of exposure, respectively.

3.6. mRNA expression of AR and ESR1
The effects of MCLR exposure on AR and ESR1 gene mRNA
expression in the testes of male frogs are shown in Fig. 7. After
exposure to 1 and 10 mg/L of MCLR for 14 days, the mRNA levels of
AR were signiﬁcantly upregulated by 1.55- and 1.67-fold, and the
mRNA levels of ESR1 were signiﬁcantly upregulated by 1.20- and
1.75-fold, respectively (Fig. 7 A). No signiﬁcant difference was
observed in the mRNA levels of AR and ESR1 exposed to 1 mg/L
MCLR for 7 days (Fig. 7 B).
4. Discussion
Environmental pollutants were easily absorbed into the body of
frogs due to their highly permeable skins. The bioaccumulation of
MCLR occurred mainly in the liver in mammals (Preece et al., 2017).
However, Chen et al. (2013) also detected MCLR in Sertoli cells by
immunoﬂuorescent staining. In this study, it was conﬁrmed that
MCLR could be accumulated in the testes of R. nigromaculata.
MCLR could induce endocrine disorders that led to reproduction
impairment in mice, rat, and zebraﬁsh (Wang et al., 2012; Li et al.,
2008; Su et al., 2016). As a gonadal hormone, T plays an important
role in spermatogenesis (Ruwanpura et al., 2010), and excessive E2
could result in sex reversal coupled with intersex and undifferentiated gonads in amphibians (Piprek et al., 2012), which have
adverse effects on spermatogenesis of amphibian. In the current
study, we found that T concentrations were signiﬁcantly decreased
and E2 concentrations were signiﬁcantly increased with a decrease
in the T/E2 ratio in male R. nigromaculata exposed to lowconcentration MCLR for a short period. Similar results were
observed in male zebraﬁsh induced by MCLR (Su et al., 2016). Our
previous studies have found that low-concentration MCLR induced
a decline in sperm quality of R. nigromaculata (Jia et al., 2014). Thus,
the current study suggested that low-concentration MCLR could
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Fig. 2. Testosterone (A, B) and estradiol (C, D) concentrations in the serum of male frogs exposed to different concentrations (0, 0.1, 1, and 10 mg/L) of MCLR for 14 days, and exposed
to 1 mg/L MCLR at different exposure periods (0, 7, and 14 days). Bars represent mean ± SD. Asterisks denote signiﬁcant differences when compared with the control (*P < .05,
**P < .01).

Fig. 3. Gene expression proﬁles in the testes of male frogs exposed to different MCLR
concentrations (0, 0.1, 1, and 10 mg/L) of MCLR for 14 days. Gene expressions were
expressed as fold change relative to control. Bars represent mean ± SD. Asterisks
denote signiﬁcant differences when compared with the control (*P < .05, **P < .01).

Fig. 4. Gene expression proﬁles in the testes of male frogs exposed to 1 mg/L MCLR at
different exposure periods (0, 7, and 14 days). Gene expressions were expressed as fold
change relative to control. Bars represent mean ± SD. Asterisks denote signiﬁcant
differences when compared with the control (*P < .05, **P < .01).
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Fig. 5. Luteinizing hormone (A, B) and follicle-stimulating hormone (C, D) concentrations in the serum of male frogs exposed to different concentrations (0, 0.1, 1, and 10 mg/L) of
MCLR for 14 days, and exposed to 1 mg/L MCLR at different exposure periods (0, 7, and 14 d). Bars represent mean ± SD. Asterisks denote signiﬁcant differences when compared with
the control (*P < .05, **P < .01).

Fig. 6. Cyclic adenosine monophosphate (A, B) content in the testes of male frogs exposed to different concentrations (0, 0.1, 1, and 10 mg/L) of MCLR for 14 days, and exposed to
1 mg/L MCLR at different exposure periods (0, 7, and 14 days). Bars represent mean ± SD. Asterisks denote signiﬁcant differences when compared with the control (*P < .05,
**P < .01).

induce endocrine disorders, which subsequently caused disorder in
spermatogenesis and reduction of sperm quality in male
R. nigromaculata.

Hypothalamic-pituitary-gonadal axis is an important pathway
for endocrine regulation in reproduction (Soﬁkitis et al., 2008).
Among steroidogenic enzymes in HPG axis, STAR can facilitate the
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Fig. 7. AR and ESR1 gene expressions in the testes of male frogs exposed to different concentrations (0, 0.1, 1, and 10 mg/L) of MCLR for 14 days (A), and exposed to 1 mg/L MCLR at
different exposure periods (0, 7, and 14 days) (B). Gene expressions were expressed as fold change relative to control. Bars represent mean ± SD. Asterisks denote signiﬁcant
differences when compared with the control (*P < .05, **P < .01).

movement of cholesterol from the outer mitochondrial membrane
to the inner mitochondrial membrane (Miller, 2007). Our results
showed the mRNA levels of STAR were signiﬁcantly upregulated.
Thus, low-concentration MCLR could facilitate the transport of
cholesterol into mitochondria preparing for steroidogenesis.
Moreover, CYP11A1, CYP17A1, HSD3B2, and HSD17B3 are essential
for T synthesis in vertebrate gonads (Miller and Auchus, 2011).
CYP11A1 catalyzes conversion of cholesterol to pregnenolone in
mitochondria, which initiated the ﬁrst step in steroidogenesis;
pregnenolone can be catalyzed by CYP17A1 to produce 17ahydroxypregnenolone and subsequently converted to dehydroepiandrosterone (DHEA); moreover, HSD3B2 is responsible for the
conversion of DHEA to androstenedion in the gonads, and HSD17B3
is mainly produced in the testes and it can catalyze the conversion
of androstenedione into T (Miller and Auchus, 2011). A previous
study had shown the mRNA levels of 17bHSD were changed with
increasing levels of T exposed to 5 and 20 mg/L MCLR (Liu et al.,
2016). In the current study, we found that the mRNA levels of
CYP11A1, CYP17A1, and HSD3B2 were all upregulated and subsequently downregulated after MCLR exposure, whereas the mRNA
levels of HSD17B3 were always signiﬁcantly downregulated after
MCLR exposure for 14 days. Vandenberg et al. (2012) suggested that
the nonmonotonic low-concentration effects are remarkably common in studies of EDCs. Therefore, MCLR might show no dosedependent effect on the gene expression of CYP17A1 and HSD3B2
in frogs. These results showed that low-dose MCLR induced T
synthesis disturbance via down-regulation of HSD17B3 in the testes
of frogs.
Testosterone can also be regulated by CYP19A1, which play an
important role in converting T to E2 and converting androstenedione to E1 (Akhtar et al., 2011). Overexpression of CYP19A1 can
lead to the imbalance of E2 and T, and then to the disruption of
spermatogenesis (Li et al., 2001; Hecker et al., 2005). A recent study
showed that low-concentration MCLR could induce upregulation of
the mRNA expression of CYP19A1 in male and female zebraﬁsh
(Hou et al., 2016). In the current study, the mRNA levels of CYP19A1
were upregulated under low-concentration MCLR treatment,
which were in accordance with the increased production of serum
E2. Thus, the results of the current study showed upregulation of
the mRNA levels of CYP19A1 led to the imbalance of E2 and T on
male frogs induced by MCLR. Furthermore, HSD17B1 presents in
the ovary, placenta, breast, endometrium, prostate, and testes, and
is mainly responsible for converting estrone (E1) to E2 (Udomsuk
et al., 2011). Our study provided evidence that the mRNA levels of
HSD17B1 were upregulated in the testes of frogs after low-

concentration MCLR exposure. The results suggested that lowconcentration MCLR also stimulated conversion of androstenedione to E1 and then converted E1 to E2 by upregulating CYP19A1 and
HSD17B1 gene expression.
LH and FSH regulate reproduction, including steroidogenesis
and spermatogenesis (Burns and Matzuk, 2002). The mediation of
secretion of FSH requires aromatization to E2 in the pituitary gland,
whereas T and E2 are equally effective in mediating secretion of LH
(Pitteloud et al., 2008). In addition, inhibition of LH secretion by T
requires aromatization in the pituitary gland (Pitteloud et al., 2008).
A recent study showed that 1 and 5 mg/L MCLR exposure increased
serum FSH levels of male zebraﬁsh, but the LH levels were
decreased (Liu et al., 2016). Our results showed that lowconcentration MCLR exposure did not signiﬁcantly affect serum
LH concentrations, but signiﬁcantly increased serum FSH concentrations under 10 mg/L MCLR treatment. The stable LH levels might
be associated with the offset in negative feedback effects caused by
decreased T and increased E2. In addition, we searched for other
possible factors involved in the increase of serum FSH level. Inhibin
B is an important predominant regulator of FSH (Hayes et al., 2001),
secreted from Sertoli cells (Anawalt et al., 1996). A recent study
suggested MCLR could enter and cause damage to the Sertoli cells
(Zhang et al., 2011). Therefore, MCLR might affect the secretion of
inhibin B by damaging Sertoli cells, which led to the increase of
serum FSH level in the MCLR group.
LH stimulates steroidogenesis by generation of cAMP, which can
be used for the estimation of steroidogenic enzymes, and androgen
and estrogen production (Oury et al., 2011). A recent study reported
that FSH signaling could activate cAMP pathway in the testes (Abel
et al., 2009). Our results showed that MCLR treatment could induce
signiﬁcant increase of cAMP content. The stable cAMP content was
in conformance with stable LH levels exposed to 0.1 and 1 mg/L
MCLR, and the increased production of cAMP might be stimulated
by the increased serum FSH levels in 10 mg/L MCLR groups. In
addition, induced elevation in cAMP content could induce the
transcriptions of CYP19A1 in granulose cells (Zhang et al., 2016).
Thus, we suspected the elevation of cAMP promoted the upregulation of CYP19A1 gene expressions in testes of frogs after MCLR
exposure.
Androgen receptor can mediate androgen-induced signaling,
including spermatogenesis and male phenotype (Walters et al.,
2010). Cell-speciﬁc AR knockout in different mouse testicular cell
types, except germ cells, could lead to defects in spermatogenesis
and male fertility (Wang et al., 2009). The transcriptions of AR in
Sertoli cells could be regulated by stimulation of FSH secretion
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(Blok et al., 1989). In this study, the mRNA levels of AR were
signiﬁcantly increased after exposure to low-concentration MCLR.
The results showed that the upregulation of the mRNA levels of AR
was regulated by the elevation of FSH levels. The transcription
changes might be involved in the regulation of spermatogenesis by
minimizing the disruption of spermatogenesis after MCLR exposure
(Okuyama et al., 2014).
ER has two distinct subtypes, ESR1 and ESR2, which mediate the
role of estrogen in female and male reproduction (Carreau et al.,
2006). ESR1 presents in Leydig cells, Sertoli cells, and seminiferous tubules and can be directly induced by E2 (Marlatt et al., 2008;
Lucas et al., 2008). Both E2 and ESR1 are essential for the regulation
of male fertility and reproductive tract function (Joseph et al., 2010).
Nevertheless, a low androgeneestrogen ratio or estrogen excess
could cause interference in steroidogenesis and infertility via ERɑ in
adult mice Leydig cells (Strauss et al., 2009). Panet-Raymond et al.
(2000) indicated that ERɑ could interact directly with the AR to
antagonize AR-mediated gene transactivation. In the current study,
the results showed that the mRNA levels of ESR1 were signiﬁcantly
increased exposed to MCLR. Our previous studies have shown that
low-concentration MCLR induced a decline in sperm quality of
R. nigromaculata (Jia et al., 2014). Therefore, the upregulation of the
mRNA levels of ESR1 had adverse effects on spermatogenesis of
frogs after MCLR exposure.
5. Conclusion
In the current study, we investigated the toxic effect and toxicity
mechanism of low-concentration MCLR on the reproductive system
of male frogs. The theoretical BCF values were 0.24 and 0.19
exposed to 1 mg/L and 10 mg/L of MCLR for 14 days, respectively.
Hormone analysis showed low-concentration MCLR exposure
signiﬁcantly decreased T concentration and increased E2 concentration, causing endocrine disorders. The toxicity mechanisms were
found, including: (i) downregulation of HSD17B3 gene expression
caused the disruption of T synthesis; (ii) upregulation of CYP19A1
gene expression directly stimulated conversion of T to E2; (iii)
upregulation of CYP19A1 gene expression stimulated conversion of
androstenedione to E1 and then upregulation of HSD17B1 gene
expression stimulated conversion of E1 to E2. In addition, the
decrease of T and abnormal gene expression of AR and ESR1 caused
interference of spermatogenesis in frogs.
Compliance with ethical standards
Conﬂicts of interest
The authors declare that there are no conﬂicts of interest.
Acknowledgments
This work was ﬁnancially supported by the Natural Science
Foundation of Zhejiang Province of China (No. LY15C030007), the
Guangzhou Key Laboratory of Environmental Exposure and Health
(No. GZKLEEH201601), the Program for 151 Talents in Zhejiang
Province (No. 4108Z061700303), the Program for 131 Talents in
Hangzhou City (No. 4105F5061700104), the Excellent Talent Program in Hangzhou Normal University national innovation experiment program for university students (201710346009).
References
Abel, M.H., Baban, D., Lee, S., Charlton, H.M., O'Shaughnessy, P.J., 2009. Effects of FSH
on testicular mRNA transcript levels in the hypogonadal mouse. J. Mol. Endocrinol. 42, 291e303.

19

Anawalt, B.D., Bebb, R.A., Matsumoto, A.M., Groome, N.P., Illingworth, P.J.,
McNeilly, A.S., Bremner, W.J., 1996. Serum inhibin B levels reﬂect Sertoli cell
function in normal men and men with testicular dysfunction. J. Clin. Endocrinol.
Metab. 81, 3341e3345.
Akhtar, M., Wright, J.N., Lee-Robichaud, P., 2011. A review of mechanistic studies on
aromatase (CYP19) and 17a-hydroxylase-17,20- lyase (CYP17). J. Steroid Biochem. Mol. Biol. 125, 2e12.
Ascoli, M., Fanelli, F., Segaloff, D.L., 2002. The lutropin/choriogonadotropin receptor,
a 2002 perspective. Endocr. Rev. 23, 141e174.
Blok, L.J., Mackenbach, P., Trapman, J., Themmen, A.P.N., Brinkmann, A.O., 1989.
Grootegoed, J.A., Follicle-stimulating hormone regulates androgen receptor
mRNA in Sertoil cells. Mol. Cell. Endocrinol. 63, 267e271.
Burns, K.H., Matzuk, M.M., 2002. Minireview: genetic models for the study of
gonadotropin actions. Endocrinology 143, 2823e2835.
Carreau, S., Delalande, C., Silandre, D., Bourguiba, S., Lambard, S., 2006. Aromatase
and estrogen receptors in male reproduction. Mol. Cell. Endocrinol. 246, 65e68.
Chen, L., Chen, J., Zhang, X.Z., Xie, P., 2016. A review of reproductive toxicity of
microcystins. J. Hazard Mater. 301, 381e399.
Chen, Y., Zhou, Y., Wang, X.T., Qian, W.P., Han, X.D., 2013. Microcystin-LR induces
autophagy and apoptosis in rat Sertoli cells in vitro. Toxicon 76, 84e93.
Cong, L., Huang, B., Chen, Q., Lu, B., Zhang, J., Ren, Y., 2006. Determination of trace
amount of microcystins in water samples using liquid chromatography coupled
with triple quadrupole mass spectrometry. Anal. Chim. Acta 569, 157e168.
Ding, K.K., Kong, X.T., Wang, J.P., Lu, L.P., Zhou, W.F., Zhan, T.J., Zhang, C.L.,
Zhuang, S.L., 2017. Side chains of parabens modulate antiandrogenic activity:
in vitro and molecular docking studies. Environ. Sci. Technol. 51, 6452e6460.
Ficetola, G.F., Rondinini, C., Bonardi, A., Baisero, D., Padoa-Schioppa, E., 2015. Habitat
availability for amphibians and extinction threat: a global analysis. Divers.
Distrib. 21, 302e311.
Hayes, F.J., DeCruz, S., Seminara, S.B., Boepple, P.A., Crowley, W.F., 2001. Differential
regulation of gonadotropin secretion by testosterone in the human male:
absence of a negative feedback effect of testosterone on follicle-stimulating
hormone secretion. J. Clin. Endocrinol. Metab. 86, 53e58.
Hayes, T.B., Falso, P., Gallipeau, S., Stice, M., 2010. The cause of global amphibian
declines: a developmental endocrinologist's perspective. J. Exp. Biol. 213,
921e933.
Hecker, M., Kim, W.J., Park, J.W., Murphy, M.B., Villeneuve, D., Coady, K.K., Jones, P.D.,
Solomon, K.R., Kraak, G.V.D., Carr, J.A., Smith, E.E., du Preez, L., Kendall, R.J.,
Giesy, J.P., 2005. Plasma concentrations of estradiol and testosterone, gonadal
aromatase activity and ultrastructure of the testis in Xenopus laevis exposed to
estradiol or atrazine. Aquat. Toxicol 72, 383e396.
Hopkins, W.A., 2007. Amphibians as models for studying environmental change.
ILAR J. 48, 270e277.
Hou, J., Li, L., Wu, N., Su, Y.J., Lin, W., Li, G.Y., Gu, Z.M., 2016. Reproduction impairment and endocrine disruption in female in female zebraﬁsh after long-term
exposure to MC-LR: a life cycle assessment. Environ. Pollut. 208, 477e485.
Jia, X.Y., Cai, C.C., Wang, J., Gao, N.N., Zhang, H.J., 2014. Endocrine-disrupting effects
and reproductive toxicity of low dose MCLR on male frogs (Rana nigromaculata)
in vivo. Aquat. Toxicol 155, 24e31.
Joseph, A., Hess, R.A., Schaeffer, D.J., Ko, C.M., Hudgin-Spivey, S., Chambon, P.,
Shur, B.D., 2010. Absence of estrogen receptor alpha leads to physiological alterations in the mouse epididymis and consequent defects in sperm function.
Biol. Reprod. 82, 948e957.
Lee, I.W., Kuo, P.H., Su, M.T., Kuan, L.C., Hsu, C.C., Kuo, P.L., 2011. Quantitative trait
analysis suggests polymorphisms of estrogen-related genes regulate human
sperm concentrations and motility. Hum. Reprod 26, 1585e1596.
Li, X., Nokkala, E., Yan, W., Streng, T., Saarinen, N., Warri, A., Huhtaniemi, I., Santti, R.,
Makala, S., Poutanen, M., 2001. Altered structure and function of reproductive
organs in transgenic male mice overexpressing human aromatase. Endocrinology 142, 2435e2442.
Li, Y., Sheng, J., Sha, J.H., Han, X.D., 2008. The toxic effects of microcystin-LR on the
reproductive system of male rats in vivo and in vitro. Reprod. Toxicol. 26,
239e245.
Liu, W.J., Chen, C.Y., Chen, L., Wang, L., Li, J., Chen, Y.Y., Jin, J., Kawan, A., Zhang, X.Z.,
2016. Sex-dependent effects of microcystin-LR on hypothalamic-pituitarygonad axis and gametogenesis of adult zebraﬁsh. Sci. Rep. 6, 22819.
Livak, K.J., Schmittgen, T.D., 2001. Analysis of relative gene expression data using
real-time quantitative PCR and the 2-△△CT method. Methods 25, 402e408.
Lucas, T.F.G., Siu, E.R., Esteves, C.A., Monteiro, H.P., Oliveira, C.A., Porto, C.S.,
Lazari, M.F., 2008. 17beta-estradiol induces the translocation of the estrogen
receptors ESR1 and ESR2 to the cell membrane, MAPK3/1 phosphorylation and
proliferation of cultured immature rat Sertoli cells. Biol. Reprod. 78, 101e114.
Lv, X., Pan, L.M., Wang, J.Y., Lu, L.P., Yan, W.L., Zhu, Y.Y., Xu, Y.W., Guo, M.,
Zhuang, S.L., 2017. Effects of triazole fungicides on androgenic disruption and
CYP3A4 enzyme activity. Environ. Pollut. 222, 504e512.
Marlatt, V.L., Martyniuk, C.J., Zhang, D., Xiog, H., Watt, J., Xia, X., Moon, T.,
Trudeau, V.T., 2008. Auto-regulation of estrogen receptor subtypes and gene
expression proﬁling of 17b-estradiol action in the neuroendocrine axis of male
goldﬁsh. Mol. Cell. Endocrinol. 283, 38e48.
Miller, W.L., 2007. StAR Search-What we know about how the steroidogenic acute
regulatory protein mediates mitochondrial cholesterol import. Mol. Endocrinol.
21, 589e601.
Miller, W.L., Auchus, R.J., 2011. The molecular biology, biochemistry, and physiology
of human steroidogenesis and its disorders. Endocr. Rev. 32, 81e151.
Okuyama, M.W., Shimozuru, M., Yanagawa, Y., Tsubota, T., 2014. Changes in the

20

X. Jia et al. / Environmental Pollution 236 (2018) 12e20

immunolocalization of steroidogenic enzymes and the androgen receptor in
raccoon (Procyon lotor) testes in association with the seasons and spermatogenesis. J. Reprod. Dev. 60, 155e161.
Oury, F., Sumara, G., Sumara, O., Ferron, M., Chang, H., Smith, C.E., Hermo, L.,
Suarez, S., Roth, B.L., Ducy, P., Karsenty, G., 2011. Endocrine regulation of male
fertility by the skeleton. Cell 144, 796e809.
Oziol, L., Bouaïcha, N., 2010. First evidence of estrogenic potential of the cyanobacterial heptotoxins the nodularin-R and the microcystin-LR in cultured
mammalian cells. J. Hazard Mater. 174, 610e615.
Panet-Raymond, V., Gottlieb, B., Beitel, L.K., Pinsky, L., Triﬁro, M.A., 2000. Interactions between androgen and estrogen receptors and the effects on their
transactivational properties. Mol. Cell. Endocrinol. 167, 139e150.
Piprek, R.P., Pecio, A., Kubiak, J.Z., Szymura, J.M., 2012. Differential effects of
testosterone and 17b-estradiol on gonadal development in ﬁve anuran species.
Reproduction 144, 257e267.
Pitteloud, N., Dwyer, A.A., DeCruz, S., Lee, H., Boepple, P.A., Crowley, W.F., Hayes, F.J.,
2008. Inhibition of luteinizing hormone secretion by testosterone in men requires aromatization for its pituitary but not its hypothalamic effects: evidence
from the tandem study of normal and gonadotropin-releasing hormone-deﬁcient men. J. Clin. Endocrinol. Metab. 93, 784e791.
Preece, E.P., Hardy, F.J., Moore, B.C., Bryan, M., 2017. A review of microcystin detections in Estuarine and Marine waters: environmental implications and human health risk. Harmful Algae 61, 31e45.
Ruwanpura, S.M., McLachlan, R.I., Meachem, S.J., 2010. Hormonal regulation of male
germ cell development. J. Endocrinol. 205, 117e131.
Sabatini, S.E., Brena, B.M., Pire, M., de Molina, M.C.R., Luquet, C.M., 2015. Oxidative
effects and toxin bioaccumulation after dietary microcystin intoxication in the
hepatopancreas of the crab Neohelice (Chasmag- nathus) granulate. Ecotox.
Environ. Safe 120, 136e141.
Soﬁkitis, N., Giotitsas, N., Tsounapi, P., Baltogiannis, D., Giannakis, D., Pardalidis, N.,
2008. Hormonal regulation of spermatogenesis and spermiogenesis. J. Steroid
Biochem. 109, 323e330.
Strauss, L., Kallio, J., Desai, N., Pakarinen, P., Miettinen, T., Gylling, H., Albrecht, M.,
Makela, S., Mayerhofer, A., Poutanen, M., 2009. Increased exposure to estrogens
disturbs maturation, steroidogenesis, and cholesterol homeostasis via estrogen
receptor alpha in adult mouse Leydig cells. Endocrinology 150, 2865e2872.
Su, Y., Li, L., Hou, J., Wu, N., Lin, W., Li, G., 2016. Life-cycle exposure to microcystin-LR
interferes with the reproductive endocrine system of male zebraﬁsh. Aquat.
Toxicol 175, 205e212.
Udomsuk, L., Juengwatanatrakul, T., Putalun, W., Jarukamjorn, K., 2011. Down
regulation of gene related sex hormone synthesis pathway in mouse testes by
miroestrol and deoxymiroestrol. Fitoterapia 82, 1185e1189.
van Apeldoorn, M.E., van Egmond, H.P., Speijers, G.J., Bakker, G.J., 2007. Toxins of
cyanobacteria. Mol. Nutr. Food Res. 51, 7e60.
Vandenberg, L.N., Colborn, T., Hayes, T.B., Heindel, J.J., Jacobs, D.R., Lee, D.H.,

Shioda, T., Soto, A.M., vom Saal, F.S., Thomas, W.W., Zoeller, R.T., Myers, J.P.,
2012. Hormones and endocrine-disrupting chemicals: low-dose effects and
nonmonotonic dose responses. Endocr. Rev. 33, 378e455.
Vesterkvist, P.S., Misiorek, J.O., Spoof, L.E., Toivola, D.M., Meriluoto, J.A., 2012.
Comparative cellular toxicity of hydrophilic and hydrophobic microcystins on
Caco-2 cells. Toxins 4, 1008e1023.
Walters, K.A., Simanainen, U., Handelsman, D.J., 2010. Molecular insights into
androgen actions in male and female reproductive function from androgen
receptor knockout models. Hum. Reprod. Update 16, 543e558.
Wang, R.S., Yeh, S., Tzeng, C.R., Chang, C., 2009. Androgen receptor roles in spermatogenesis and fertility: lessons from testicular cell-speciﬁc androgen receptor knockout mice. Endocr. Rev. 30, 119e132.
Wang, X., Ying, F., Chen, Y., Han, X., 2012. Microcystin (-LR) affects hormones level of
male mice by damaging hypothalamicepituitary system. Toxicon 59, 205e214.
Xie, F., Lau, M.W.N., Stuart, S.N., Chanson, J.S., Cox, N.A., Fischman, D.L., 2007.
Conservation needs of amphibians in China: a review. Sci. China C Life Sci. 50,
265e276.
Zhang, H.J., Cai, C.C., Wu, Y.Z., Shao, D.D., Ye, B.H., Zhang, Y., Liu, J.Y., Wang, J., Jia, X.Y.,
2013. Mitochondrial and endoplasmic reticulum pathways involved in
microcystin-LR-induced apoptosis of the testes of male frog (Rana nigromaculata) in vivo. J. Hazard Mater. 252e253, 382e389.
Zhang, H.Z., Zhang, F.Q., Li, C.F., Yi, D., Fu, X.L., Cui, L.X., 2011. A cyanobacterial toxin,
microcystin-LR, induces apoptosis of sertoli cells by changing the expression
levels of apoptosis-related proteins. Tohoku J. Exp. Med. 224, 235e242.
Zhang, J., Zhang, H., Chen, Y., 2006. Sensitive apoptosis induced by microcystins in
the crucian carp (Carassius auratus) lymphocytes in vitro. Toxicol. In. Vitro 20,
560e566.
Zhang, H., Zhang, J., Zhu, Y., 2009. Identiﬁcation of microcystins in waters used for
daily life by people who live on Tai Lake during a serious cyanobacteria
dominated bloom with risk analysis to human health. Environ. Toxicol. 24,
82e86.
Zhao, Y., Xie, L., Yan, Y., 2015. Microcystin-LR impairs zebraﬁsh reproduction by
affecting oogenesis and endocrine system. Chemosphere 120, 115e122.
Zhang, Y.L., Guo, K.P., Ji, S.Y., Liu, X.M., Wang, P.L., Wu, J., Gao, L., Jiang, T.Q., Xu, T.,
Fan, H.Y., 2016. Development and characterization of a novel long-acting recombinant follicle stimulating hormone agonist by fusing Fc to an FSH-b subunit. Hum. Reprod 31, 169e182.
Zhuang, S.L., Wang, H.F., Ding, K.K., Wang, J.Y., Pan, L.M., Lu, Y.L., Liu, Q.J., Zhang, C.L.,
2016. Interactions of benzotriazole UV stabilizers with human serum albumin:
atomic insights revealed by biosensors, spectroscopies and molecular dynamics
simulations. Chemosphere 144, 1050e1059.
Zhuang, S.L., Lv, X., Pan, L.M., Lu, L.P., Ge, Z.W., Wang, J.Y., Wang, J.P., Liu, J.S.,
Liu, W.P., Zhang, C.L., 2017. Benzotriazole UV328 and UV-P showed distinct
antiandrogenic activity upon human CYP3A4-mediated biotransformation.
Environ. Pollut. 220, 616e624.

