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Chlorpyrifos (CPF) is a broad spectrum organophosphate pesticide used for agricultural
health purposes. Its principal mechanism of toxicity is the inhibition of acetylcholinesterase. The
purpose of present study was to investigate the effects of CPF on testicular tissue and sperm
parameters in male rats. Thirty-two healthy male rats were divided into two groups: a CPF-
exposed group and a control-sham group. Control-sham group received corn oil (0.20 mL per
day). The CPF was administered orally to male rats at 37 mg kg1 BW for 45 days to evaluate the
reproductive toxicity. In all rats, sampling for histological and sperm analyses was performed
on days 5, 15, 30 and 45. The CPF caused a significant (p < 0.05) decrease in sperm count,
viability and motility and increased immature sperms and DNA damage in sperm cells. Light
microscopic analyses revealed increased arrested spermatogenesis, negative tubular
differentiation and repopulation indexes and decreased Leydig cells number. These findings
indicate that CPF has adverse effects on sperm cells and reproductive system of male rats.

© 2017 Urmia University. All rights reserved.
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Introduction

The use of pesticides in the last fifty years due to
agricultural intensification increased quickly in order to
obtain higher yields. Chemicals cause irreparable damages
to the environment as well as long-term health problems
in humans and animals.! Pesticides as man-made
chemicals designed to kill living organisms are biologically
active materials including organophosphate (OP)
compounds.? The OP compounds are various groups of
chemicals used in both domestic and industrial settings.
Instances of OPs are insecticides such as diazinon,
malathion, parathion, fenthion and chlorpyrifos (CPF). In
farm workers, chronic occupational exposure to OP
insecticides has been linked to neuropsychological effects
in some studies. These effects have included difficulties in
executive functions, psychomotor speed, memory, verbal,
attention, processing speed and visual-spatial functioning.3
The CPF with formula 0, 0 -diethyl 0- 3, 5, 6-trichloro-2-
pyridyl thiophosphonate is an OP pesticide used for
agricultural and public health purposes# Principal
mechanism of OP toxicity is inactivation of acetylcholine-
esterase (AChE) through phosphorylating of the serine
hydroxyl residue on AChE.5

Meanwhile, the induction of oxidative stress has also
been indicated in CPF toxicity. ¢ Recent investigations have
demonstrated significant associations between maternal
and paternal exposures to CPF and testicular damages.
The CPF also brought about marked reduction in
epididymal and testicular sperm counts and a decrease in
serum testosterone concentration in exposed males rats.
Further, histopathological examinations of testes showed
mild to severe degenerative changes in seminiferous
tubules at various dose levels of CPF.”

Therefore, the aim of present study was to investigate
the effects of CPF on testicular tissue and examine the
effects of this chemical compound on quantity, quality and
morphology of epididymal sperms in chronic exposure in
mature male rats.

Materials and Methods

Chemicals. The CPF 40.80% (Trust Chem Co.Ltd,
Nanjing, China) was purchased from agricultural chemical
store. The oral LD50 for CPF in rats is 270 mg kg.

Animals and treatments. All conducted experimental
protocols were approved by the ethical committee of
Urmia University based on proofed principles for
laboratory animal care (P 3.155). In order to perform
current study, 32 male Wistar rats weighing between 185
to 203 g were obtained from the Animal Resource Center
of the Faculty of Veterinary Medicine, Urmia University,
Urmia, Iran. The rats were acclimatized for a one week and
the diet and water were given ad libitum. All stress factors
were diminished into minimum and a standard condition

(12 hr light-dark cycle, temperature 25 + 2 °C, humidity
50 + 10%) was prepared. After acclimation period, all
animals were randomly divided into two groups
containing 16 rats each. The control-sham groups
received 0.20 mL corn oil (Sunar, Adana, Turkey) and in
CPF groups, CPF was administrated at a dose of 37 mg kg
body weight orally. Sampling for histological and sperm
analyses was performed on days 5, 15, 30 and 45.

Testicular weight determination. Following induction
of anesthesia with intraperitoneal injection of ketamine
(75 mg kg1; Alfasan, Woerden, The Netherlands), on days
5,15, 30 and 45 all rats in each group were euthanized by
dislocation of cervical vertebrae and immediately
following weighting of total body weight, the testes were
quickly excised free of surrounding connective tissues and
weighed on a scale (Delta Range, Tokyo, Japan).

Histopathological analyses. All tissue samples were
fixed in 10% saline formalin solution fixative and
subsequently, dehydrated in ethyl alcohol and cleared in
xylene for histological investigations. Sections (7 pm
thickness) were stained with hematoxylin and eosin and
iron-weigert for histopathological and morphometric
assessments. All samples were studied by multiple
magnifications (400x and 1000x). For quantification of
cells and their dimensions, a 100 pm morphometrical lens-
device was used. To measure germinal epithelium height
(GEH) and seminiferous tubules diameter (STD), 200
round or nearly-round cross-sections of the seminiferous
tubules were randomly chosen from each rat. Using an
ocular micrometer with light microscopy, the GEH at four
equidistant points of each seminiferous tubule cross-
section was measured and the mean was recorded. The
STDs were measured across the minor and major axes and
their means were obtained.® To evaluate the mononuclear
immune and Leydig cells, the number of these cells was
counted in one mm? of the interstitial connective tissue by
using morphometrical lens-device (Olympus Co,
Diisseldorf, Germany).

Tubular differentiation index (TDI). To estimate
TDI, the percentage of seminiferous tubules with more
than three layers of differentiated germinal cells from
spermatogonia type A were counted and considered to be
TDI positive.8

Repopulation index (RI) calculation. To determine
R], the ratio of active spermatogonia (spermatogonia type
B with dark nuclei as seen by iron-weigert staining) to
inactive spermatogonia (spermatogonia type A with light
nuclei as seen by iron-weigert staining) in seminiferous
tubules was calculated in prepared sections.?

Spermiation index (SPI). The SPI is the percentage of
seminiferous tubules with normal spermiation. Semini-
ferous tubules with normal spermiation were considered
to be SPI positive.10

Epididymal sperms analysis. Epididymal tissues
were dissected out carefully under a 10 time magnification
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provided by stereo zoom microscope (model TL2;
Olympus Co., Tokyo, Japan). Then, the both epididymides
(right and left) were divided into three segments; caput,
corpus and cauda. The caudal epididymal sperms were
collected by slicing the caudal part of epididymis in to
small pieces in 10 mL medium for 1-cell rat embryos
(mR1ECM) for 30 min, in an atomosphere of 5% CO: at
37 °Cin culture device (Leec Ltd., Nottingham, UK).11

Preparation of mR1ECM. To prepare the stock A,
0.239 g potassium chloride (Sigma, St. Louis, USA), 6.420 g
sodium chloride (Sigma), 1.352 g glucose (Sigma), 0.075 g
penicillin G (Sigma), 0.050 g streptomycin (Sigma), 1.90
mL sodium lactate (Sigma) were dissolved in 100 mL
distilled water and the solution was sterilized by filtration
through 0.22 um filter and stored at 4 °C. To prepare the
stock B, the reagents including 0.102 g magnesium
chloride (Sigma) and 0.294 g calcium chloride (Sigma)
were dissolved in distilled water and adjusted to the
volume of 100 mL. The solution was sterilized by filtration
through 0.22 pum filter and stored at 4 °C. All reagents
(10 mL Stock A, 10 mL Stock B, 0.210 g sodium
bicarbonate (Sigma), 0.005 g sodium pyruvate (Sigma),
0.014 g L-glutamine (Sigma), 2 mL essential amino acids
and 1 mL non-essential amino acids) were dissolved in
distilled water and adjusted to the volume of 100 mL. The
osmotic pressure was adjusted to about 244-246 mOsm.
The solution was sterilized by filtration through 0.22 pm
filter and stored at 4 °C.12

Sperm count. The epididymal sperm count was
determined by the standard hemocytometeric method.
After dilution of epididymal sperm (1:20) in distilled
water, 10 pL of this diluted specimen were transferred to
each of the counting chambers of the hemocytometer
(HBG, Hamburg, Germany) which was allowed to stand for
5 min in a humid chamber to prevent drying. The cells
were sedimentated during this time counted with a light
microscope at 400x. The sperm count was expressed as a
number of sperm per milliliter.13

Sperm viability. To determine the percentage of
sperm viability, the 20 pL of epididymal sperm suspension
were mixed with 20 pL of 0.05% eosin-Y in a sterile test
tube. After 20 sec, 50 uL of nigrosin were added and mixed
thoroughly. The mixture of stained sperm was smeared on
the slide and examined under bright field microscope
(Olympus) at 400x. A total of 200 sperm cells were
examined on each slide. Sperms with altered plasma
membrane seemed to be pink and sperms with intact
plasma membrane were not stained. Finally, the results
were expressed in percentage.'4

Sperm maotility. The percentage of sperm motility was
evaluated visually by a light microscope at 400x
magnification. For this procedure, one drop of sperm
suspension was placed on a slide and a cover slip was
placed over the droplet. At least 10 fields were observed
and motile sperms percentages were calculated.4

Aniline blue staining. The aniline blue staining was
performed in order to evaluate sperm chromatin
condensation. The 5 pL of the prepared spermatozoa were
smeared and allowed to dry in laboratory temperature.
Then, the prepared smears were fixed in 3.00% buffered
glutaraldehyde (Sigma) in 0.20 M phosphate buffer (pH:
7.20) for 30 min. After that, the slides were stained with
5.00% aqueous aniline blue mixed with 4.00% acetic acid
(Merck, Darmstadt, Germany) (pH: 3.50) for 5 min and
then 100 sperm cells per slide were analyzed and the
percentage of unstained sperm heads (representing
condensed chromatin) was calculated and compared
between groups.15

Assessment of sperm DNA damage. Acridine orange
(AO; Sigma) test is a sperm chromatin structure
microscopic assay which reflects sperm chromatin
denaturation. A small aliquot of the sperm suspension was
spread on the glass slides. The slides were then air dried
and fixed in Carnoy’s solution (methanol/acetic acid, 3:1,
Sigma) for 2 hr. The slides were then stained for 5 min
with freshly prepared AO solution (19.00%) in phosphate
citrate (Sigma) dye. After washing with deionized water,
the slides were examined using a fluorescent microscope
(Leitz, Wetzlar, Germany; excitation of 450 to 490 nm).
Two hundred sperms were evaluated with a fluorescence
microscope and sperm heads with intact chromatin had
green fluorescence, while those with denatured chromatin
had orange-red staining.16

Statistical analyses. Results were analyzed using SPSS
(version 21.0; SPSS Inc., Chicago, USA). The comparisons
between groups were made by analysis of variance (One-
Way ANOVA) followed by Bonferroni post-hoc test. All
data were expressed as the mean * standard error of mean
(SEM). The statistical significance level was set at p < 0.05.

Results

Testicular weight and body weight. Both CPF and
corn oil treatments had no effect on food and water
consumptions. Corn oil did not exert any significant effect
on body weight in the control-sham group, while
administration of CPF diminished body weight in the CPF
groups. The CPF exposure caused a significant decrease in
rats body weight on days 30 and 45 compared to control-
sham and CPF group on day 5 (p < 0.05). Testicular weight
decreased significantly in CPF-administrated rats on day
45 compared to control-sham and CPF groups on days 5,
15 and 30 (p < 0.05; Table 1).

Immune mononuclear and Leydig cells number.
The interstitial connective tissue infiltration of the immune
mononuclear cells was elevated in the CPF groups in
comparison with control-sham group. Immune mono-
nuclear cells increased significantly in CPF groups on days
30 and 45 compared to control-sham and CPF groups on
days 5, 15 and 30 (p < 0.05). Leydig cells showed severe
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hypertrophy and cytoplasmic granulation in all CPF groups
as well as significant decrease in CPF groups on days 30 and
45 compared to control-sham and CPF groups on days 5
and 15 (p < 0.05). There was no significant difference in

Table 2. Effects of chlorpyrifos (CPF) on number of immune
mononuclear cells (IMC) and Leydig cells (LC) in each mm?2 of
testicular interstitial connective tissue. Values are expressed as
mean + SEM.

2 2

Leydig cells number between CPF groups on days 30 and 45 Groups LC (No. per mm?) IMC (No. per mm?)
(p > 0.05), (Fig. 1 and Table 2) 5 days

’ " ) Control 7.33+0.432 6.67 £ 0.602
Table 1. Effect of chlorpyrifos (CPF) on body weight and testicular CPF 7.33+0.602 8.33 £ 0.602
weight. Values are expressed as mean + SEM. 15 days
Groups Body weight (g) Testicular weight (g) Control 742 +0.252 6.86 +0.14a
5days CPF 9.67 £ 1.322 6.67 0432
Control 194.00 + 4.922 0.90 +0.032 30 days
CPF 195.00 + 2.17a 092 +0.02a Control 7.56 £0.332 6.15+0.142
15days CPF 3.33+0.16P 15.67 +0.72b
Control 195.90  0.342 091 +0.022 45 days
CPF 191.33 + 2.75a 0.89 + 0.012 Control 7.96 +0.092 6.69 £ (0.322
30 days CPF 3.67 £0.16b 15.50 + 0.61b
Control 195.48 + 5.52a 0.88 + 0.02a abe Different superscript letters in each column indicate significant
CPF 170.67 + 1.75b 0.84 + 0.03a differences between all groups (p <0.05).
45 days Testicular capsule thickness (TCT), germinal
Control 194.18 +3.582 0.88 + 0.002 epithelium height and seminiferous tubules diameter.
CPF 170.00 * 3.50bc 0.70 + 0.02b

abe Different superscript letters in each column indicate significant
differences between all groups (p < 0.05).

P

group, seminiferous tubules with no histological changes in
germinal cell proportion and no edema in the interstitial tissue
are present. The spermatogenesis and spermiogenesis processes
are normal and seminiferous tubules with a high proportion of
spermatozoa are observed. (H & E, 400x), B) The CPF group on
day 15, edema in interstitial connective tissue and irregular
arrangement and detachment of spermatogenic cells are
observed in some areas. (H & E, 400x), C) The CPF group on day
45, showing severe germ cell loss and vacuolization, sloughing of
germ cells into the tubular lumen and impaired spermatogenesis;
seminiferous tubules with negative tubular differentiation and
repopulation indices as well as severe edema and infiltration of
immune mononuclear cells (1) in interstitial connective tissue
can be seen. (H & E, 400x) and D) The CPF group on day 30,
exhibiting interstitial connective tissue edema, partially sloughing
of germ cells into the tubular lumen and negative repopulation
index. Spermatogonium type B (1), Spermatogonium type A (2).
Iron-weigert staining technique (400x).

As shown in Table 3, TCT was similar between control-
sham groups and CPF groups. Compared with the control-
sham group, GEH decreased significantly in CPF group on
day 45 (p < 0.05). There was no significant difference in
GEH between CPF groups on days 5, 15 and 30 and
control-sham groups (p > 0.05). There was a reduction in
STD on day 45 after CPF administration. There was no
significant difference in STD between all groups (p > 0.05),
(Fig. 1 and Table 3).

Tubule differentiation index, spermiation index
and repopulation index. The CPF caused vacuolization
in the seminiferous tubules. Also, seminiferous tubules
revealed loss of spermatogenic cells. The CPF
significantly reduced TDI on day 45 compared to control-
sham and CPF groups on days 5, 15 and 30 (p < 0.05). In
the CPF groups, SPI and RI in days 30 and 45 of
experiment were significantly decreased in comparison
with control-sham and CPF groups on days 5 and 15 (p <
0.05), (Fig. 1 and Table 3).

Fig. 2. Rat spermatozoa stained with A) Eosin-nigrosin, viable
sperm (1) remained colorless while non-viable sperm (2)
stained red, B) Aniline-blue, mature sperm (1) with discolored
protamine and immature sperm (2) characterized by nuclear
histone proteins stained dark-blue and C) Acridine orange,
green spermatozoa with double-stranded DNA (1) and yellow
spermatozoa with single-stranded DNA (2). (1000x).
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Table 3. Testicular capsule thickness, germinal epithelium height, seminiferous tubules diameter, tubule differentiation index, spermiation
index and repopulation index in all experimental groups. Values are expressed as mean + SEM.

Groups TCT (pum) GEH (um) STD (um) TDI (%) SPI (%) RI (%)
5days

Control 35.67 £ 1.04a 60.33 + 1.52a 190.33 + 2.362 98.74 + 0.59 85.85 + 1.20a 94.67 +0.792
CPF 33.00 £ 1.802 57.00 + 1.52a 191.00 + 1.802 98.17 + 0.832 85.03 + 0.907 91.16 + 2.152
15 days

Control 34.50 £ 0.612 60.75 + 1.302 190.61 + 2.402 99.08 £ 0.122 89.66 £ 0.492 93.84 +1.082
CPF 34.00 £ 1.322 57.67 £ 1.892 186.33 £ 6.652 97.56 +1.112 82.83 £ 1.162 89.00 + 0.952
30 days

Control 33.37 £2.292 60.74 £ 2.93, 191.75 £ 4.24a 98.95 + 0.162 88.19 £+ 1.852 91.49 + 1.562
CPF 32.67 £0.762 55.67 £ 1.892 190.33 £ 6.442 97.06 + 0.932 73.72 £ 1.39abc 76.87 £ 0.76b
45 days

Control 34.90 £ 1.81 61.00 £ 1.91 19295 £5.612 98.98 + 0.192 88.77 £ 3.342 93.60 + 2.182
CPF 34.33 £ 1.042 36.00 + 5.56b 184.00 + 4.762 90.35 + 0.97° 71.02 £ 1.15« 66.73 £ 1.20¢

abe Different superscript letters in each column indicate significant differences between all groups (p < 0.05).
CPF: Chlorpyrifos; TCT: Testicular capsule thickness; GEH: Germinal epithelium height; STD: Seminiferous tubules diameter; TDI:
Tubule differentiation index; SPI; Spermiation index; RI: Repopulation index.

Sperm parameters. The CPF on days 30 and 45,
caused a significant decrease in the epididymal sperm
concentration, viability (Fig. 2A) and motility compared to
control-sham and CPF groups on days 5 and 15 (p < 0.05).
There was no significance different between CPF groups
on days 30 and 45 in above-mentioned parameters
(p > 0.05), (Table 4). As shown in Table 4, the percentages
of immature sperms increased significantly in CPF groups
on days 15, 30 and 45 compared to control-sham group (p
< 0.05), (Fig. 2B). The results of AO staining revealed that
the percentages of sperms with DNA damage in CPF-
exposed animals on days 15, 30 and 45 were significantly
higher than control-sham rats (p < 0.05). Also, there was a
significant increase in sperm damage between CPF groups
on days 15 and 45 (p < 0.05), (Fig. 2C).

Discussion

Different OP insecticides are in wide use worldwide
and 5.00% of the world’s populations are directly
exposed to these insecticides. According to recent
reports, this population is calculated to be 2.60 million
persons.'” The OP pesticides are fat-soluble macro-
molecular substances that can be absorbed through the
lungs, skin and gastrointestinal tract and bind to red
blood cell AChE. The OPs inactivate AChE by
phosphorylating the serine hydroxyl group located at
the active site of AChE.18-20

The effects of CPF on testicular and body weights were
assessed in pregnant CF-1 mice following acute duration
oral exposure at doses as high as 25 mg kg1 per day CPF in
cottonseed oil.2! A statistically significant decrease in mean
body weight gain was observed in animals exposed to 25
mg kg1 per day CPF. Similar effects have been observed in
rats.2223 A single dose of 100 mg kg CPF administered via
gavage in corn oil caused a 13.30% decrease in the body
weight of male rats after 24 hr. Decreased body weight
was not seen at doses of 50 mg kg or less.?3

Similarly, pregnant rats exposed via gavage (15 mg kg
per day in corn oil) experienced a statistically significant
decrease in mean body weight gain.2224 In this study, the
body and testicular weights in CPF-administered rats were
significantly lower than those of the control-sham groups.
This could be attributed to severe parenchyma atrophy in
the seminiferous tubules following CPF treatment. Also,
spermatogenic arrest and inhibition of steroid
biosynthesis of Leydig cells, may contribute to the decline
of testicular weight.2> Chronic exposure to CPF elicits
numbers of other toxic effects including hepatic
dysfunction, immunological abnormalities, genotoxicity,
teratogenicity, neurotoxicity and neurobehaviourial
changes.2629 Some reports have indicated that human
immune function may be altered by CPF exposure.3?
Findings of the present study showed that CPF increases
infiltration of immune mononuclear cells in the interstitial
connective tissue in test groups. Moreover, it has been
shown that CPF increases oxidative stress, apoptosis and
DNA damage in the exposed organisms.3!

It has been reported that CPF causes immunological
abnormalities and induces oxidative stress and tissue
damages. One possible mechanism may be the inhibition
of mitochondrial ATP production through the uncoupling
of oxidative phosphorylation leading to the generation of
reactive oxygen species (ROS). The ROS may be involved in
the toxicity of various pesticides.323¢ The ROS are the
product of normal cellular metabolism. Sperm is a type of
cell that manufactures free oxygen radicals. With reactive
oxygen radical production at low levels, sperm cell
capacitation, acrosomal reaction and sperm binding to the
zona pellucida take place.3” Uncontrolled ROS production
leads to sperm abnormalities, spermatogenic cells
degeneration and infertility.3® In the present study,
elevated abnormal sperms (sperms with DNA damage and
immature sperms), degenerated germinal cells and
decreased sperm motility and viability were observed in
test groups.
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Table 4. Effect of chlorpyrifos (CPF) on epididymal sperm parameters. Values are expressed as mean + SEM.

Groups Sperm count Sperm viability Sperm motility Immature DNA damage Sperm count
(106 ml-1) (%) (%) sperm (%) (%) (106 ml-1)

5days

Control 74.67 £ 1.602 71.00 £ 2.642 71.68 +2.572 10.67 £ 0.762 8.29+0.47- 74.67 £ 1.602

CPF 73.00 £ 2.002 57.33 £2.252 57.06 + 3.062 11.00 £ 0.862 11.15+0.952 73.00 £ 2.002

15 days

Control 73.29 £ 2.062 70.83 £ 2.372 70.90 £ 1.502 10.42 £ 0.992 7.98 + 1.362 73.29 £ 2.062

CPF 68.67 + 6.822 56.67 £ 3.322 54.82 £ 2.142 20.00 + 1.80P 13.52 + 0.81b 68.67 + 6.822

30 days

Control 67.99 £ 1.592 72.58 £4.192 69.96 £ 3.672 10.22 £ 0.52a 8.07 +1.272 67.99 £ 1.592

CPF 36.33 £ 2.56b 42.00 +1.32b 42.42 +3.800 31.42 £ 2.50¢ 20.09 £ 0.94bc 36.33 £ 2.56b

45 days

Control 73.19 £ 1.692 73.99 £2.712 75.21 £ 2.542 10.30 £ 0.772 8.92+1.192 73.19 £ 1.692

CPF 31.00 + 1.50b¢c 31.33 £3.01bc 29.55 + 7.36bc 38.00 + 1.80 25.97 # 2.59bcd 31.00 £ 1.50bc

abe Different superscript letters in each column indicate significant differences between all groups (p < 0.05).

Possibly, CPF may exert oxidative stress in the testicles
of the test group rats and consequently increased sperm
abnormality. It has been demonstrated that degenerative
changes occur in the seminiferous tubules of rats received
malathion.3? Our investigations on the effects of CPF on
germinal epithelium height revealed that this parameter
decreases in test group rats. There were sloughing and
disorganization of spermatogenic cells with their
exfoliation in seminiferous tubules lumen. Thus, the
reduction in thickness of the somniferous tubules
epithelium can be due to degenerative effects of the
pesticides. Dimethoate, an OP pesticide, causes rarefaction
of Leydig cells.#® Evaluation of Leydig cells distribution in
the testicular interstitial tissue in this study revealed
significant decrease in the population of these cells only
after 30 and 45 days following CPF administration. The
results of this study showed that CPF treatment results in a
TDI positive percentage reduction on day 45. It should be
noticed that when the TDI percentage decreases, it
indicates that the epithelial layer is undergoing
degeneration and thinning. The previous studies reported
that dimethoate causes testicular damages characterized
by moderate to severe seminiferous tubule degeneration,
sloughing, atrophy and degeneration of germ cells and
partial arrest of spermatogenesis.*! Recent researches
revealed that dimethoate causes adverse effects on
reproductive performance of male mice including sperm
viability, motility and density impairment.#2 Accordingly, it
has been shown that bromopropane decreases
spermatogenesis by adversely affecting spermatogonia
followed by depletion of spermatocytes, spermatids and
spermatozoa and subsequent testicular atrophy.
Percentage of seminiferous tubules without sperms was
increased in CPF-administrated groups. Dimethoate was
also shown to be able to decrease sperm viability, motility
and density.®3 Also, we noticed that the RI decreases in CPF
groups. This indicates that the ratio of spermatogonia type
B to the spermatogonia type A reduces by CPF
administration, thus CPF treatment can lead to
spermatogonia type B population reduction.

In conclusion, these data indicate that male
reproductive tract can be considered as a target for CPF.
The CPF administration can result in histological damages
in testicular tissue, increased sperm mortality, immature
sperms and sperm DNA damage and sperm count, motility
and viability reduction. Hence, CPF may cause infertility
following chronic exposure.

Acknowledgments

This scientific work has been made possible by funding
assistance from Urmia University, for which we would like
to express our gratitude.

References

1. Xavier R, Rekha K, Bairy KL. Health perspective of
pesticide exposure and dietary management. Mal ]
Nutr 2004; 10: 30-59.

2. Peiris-John R], Wickremasinghe R. Impact of low-level
exposure to organophosphate on human reproduction
and survival. Trans R Soc Trop Med Hyg 2008; 102(3):
239-245.

3. Muioz-Quezada MT, Lucero BA, Iglesias VP, et al.
Chronic exposure to organophosphate (OP) pesticides
and neuropsychological functioning in farm workers: A
review. Int ] Occup Environ Health 2016; 22(1): 68-79.

4. Eaton DL, Daroff RB, Autrup H, et al. Review of the
toxicology of chlorpyrifos with an emphasis on human
exposure and neurodevelopment. Crit Rev Toxicol
2008; 38: 1-125.

5. Ambali SF, Akanbi DO, Oladipo OO, et al. Subchronic
chlorpyrifos induced clinical, haematological and bio-
chemical changes in Swiss albino mice: Protective effect
of vitamin E. Int ] Biol Med Res 2011; 2(2): 497-503.

6. Uchendu C, Ambali SF, Ayo ]JO, et al. Subacute
chlorpyrifos-induced alterations in serum lipids and
some oxidative stress biomarkers in male Wistar rats:
beneficial effect of acetyl-L-carnitine. Toxicol Environ
Chem 2013; 95: 483-494.



M. Babazadeh and G. Najafi et al. Veterinary Research Forum. 2017; 8 (4) 319 - 326 325

7. Joshi CS, Mathur R, Gulati N. Testicular toxicity of
chlorpyrifos (an organophosphate Pesticide) in albino
rats. Toxicol Ind Health 2007; 23(7): 439-444.

8. Jalali AS, Hasanzadeh S, Malekinejad H. Crataegus
monogyna aqueous extract ameliorates cyclo-
phosphamide-induced  toxicity in rat testis:
Stereological evidences.Acta Med Iran 2012; 50(1): 1-8.

9. Shetty G, Wilson G, Huhtaniemi I, et al. Gonadotropin
releasing hormone analogs and testosterone inhibits
the recovery of spermatogenesis in irradiated rats.
Endocrinology 2000; 141: 1735-1745.

10.Rezvanfar MA, Sadrkhanlou RA, Ahmadi A, et al
Protection of cyclophosphamide-induced toxicity in
reproductive tract histology, sperm characteristics, and
DNA damage by an herbal source; evidence for role of
free-radical toxic stress. Hum Exp Toxicol 2008; 27:
901-910.

11.Suzuli N, Sofikitis N. Protective effects of antioxidants
on testicular functions of varicocelized rats. Yonago
Acta Med 1999; 42: 87-94.

12. Hosseinchi M, Soltanalinejad F, Najafi G, et al. Effect of
gibberellic acid on the quality of sperm and in vitro
fertilization outcome in adult male rats. Vet Res Forum
2013; 4(4): 259-264.

13. Zambrano E, Rodriguez-Gonzalez GL, Guzman C, et al. A
maternal low protein diet during pregnancy and
lactation in the rat impairs male reproductive
development. ] Physiol 2005; 563: 275-284.

14. Wyrobek A], Gordon LA, Burkhart ]JG, et al. An
evaluation of the mouse sperm morphology test and
other sperm tests in nonhuman mammals. A report of
the US environmental protection agency gene-tox
program. Mutat Res 1983; 115: 1-72.

15. Wong A, Chuan SS, Patton WC, et al. Addition of eosin to
the aniline blue assay to enhance detection of immature
sperm histones. Fertil Steril 2008; 90: 1999-2002.

16.Tejada RI, Mitchell JC, Norman A, et al. A test for the
practical evaluation of male fertility by acridine orange
(AO) fluorescence. Fertil Steril 1984; 42: 87-91.

17.David ]JG. Toxicity of imidacloprid to Galendromus
occidentalis, Neoseiulus fallacis and Amblyseius
andersoni. Exp Applied Acarol 2004; 34: 275-281.

18.Yurumez Y, Durukan P, Yavuz Y, et al. Acute organo-
phosphate poisoning in university hospital emergency
room patients. Intern Med 2007; 46: 965-969.

19.Rotenberg M, Shefi M, Dany S, et al. Differentiation
between organophosphate and carbamate poisoning.
Clin Chim Acta 1995; 234: 11-21.

20. Bo L. Therapeutic efficacies of different hemoperfusion
frequencies in patients with organophosphate
poisoning. Eur Rev Med Pharmacol Sci 2014; 18:
3521-3523.

21.Deacon MM, Murray ]S, Pilny MK, et al. Embryotoxicity
and fetotoxicity of orally administered chlorpyrifos in
mice. Toxicol Appl Pharmacol 1980; 54: 31-40.

22.Breslin WJ, Liberacki AB, Dittenber DA, et al. Evaluation
of the developmental and reproductive toxicity of
chlorpyrifos in the rat. Fundam Appl Toxicol 1996; 29:
119-130.

23.Moser VC. Comparisons of the acute effects of
cholinesterase inhibitors using a neurobehavioral
screening battery in rats. Neurotoxicol and Teratol
1995; 17: 617-625.

24.Corley RA, Calhoun LL, Dittenber DA, et al
Chlorpyrifos: A13-week nose-only vapor inhalation
study in Fischer 344 rats. Fundam Appl Toxicol 1989;
13:616-618.

25. Sujatha R, Chitra K, Latchoumycandane C, et al. Effect of
lindane on testicular antioxidant system and
steroidogenic enzymes in adult rats. Asian | Androl
2001; 3:135-138.

26.Rahman MF, Mahboob M, Danadevi K, et al
Assessment of genotoxic effects of chlorpyriphos and
acephate by the comet assay in mice leucocytes. Mutat
Res 2002; 139: 516-547.

27.Harfod AJ, Halloran K, Wright PFA. The effects of in
vitro pesticide exposures on the phagocytic function of
four native Australian freshwater fish. Aquatic Toxicol
2005; 75: 330-342.

28.Verma RS, Mehta A, Srivastava N. In vivo chlorpyrifos
induced oxidative stress: Attenuation by antioxidant
vitamins. Pest Biochem Phys 2007; 88: 191-196.

29.Ahmed NS, Mohamed AS, Abdel-Wahhab MA.
Chlorpyrifos-induced oxidative stress and histological
changes in retinas and kidney in rats: Protective role of
ascorbic acid and alpha tocopherol. Pest Biochem Phys
2010; 98: 33-38.

30. Thrasher ]D, Madison R, Broughton A. Immunologic
abnormalities in humans exposed to chlorpyrifos:
Preliminary observations. Arch Environ Health 1993;
48: 89-93.

31. Gupta SC, Siddique HR, Mathur N, et al. Adverse effect
of organophosphate compounds dichlorvos and
chlorpyrifos in the reproductive tissues of transgenic
Drosophila melanogaster: 70 kDa heat shock protein as
a marker of cellular damage. Toxicology 2007; 238:
1-14.

32.Trasher |D, Heuser G, Broughton A. Immunological
abnormalities in human chronically exposed to
chlorpyrifos. Arch Environ Health 2002; 57: 181-187.

33. Goel A, Dani V, Dhawan DK. Protective effects of zinc on
lipid peroxidation, antioxidant enzymes and hepatic
histoarchitecture in chlorpyrifos-induced toxicity.
Chem Biol Interact 2005; 156: 131-140.

34.]Jett DA, Navoa RV. In vitro and in vivo effects of
chlorpyrifos on glutathione peroxidase and catalase in
developing rat brain. Neurotoxicology 2000; 21: 141-145.

35.1Ishii N, Senoo-Matsuda N, Miyake K, et al. Coenzyme
Q10 can prolong C. elegans lifespan by lowering
oxidative stress. Mech Ageing Dev 2004; 125: 41-46.



326 M. Babazadeh and G. Najafi et al. Veterinary Research Forum. 2017; 8 (4) 319 - 326

36.Joshi CS, Mathur R, Gulati N. Testicular toxicity of
chlorpyrifos (an organophosphate Pesticide) in albino
rats. Toxicol Ind Health 2007; 23(7): 439-444.

37.Dwivedi PD, Das M, Khanna SK. Role of cytochrome
P450 in quinalphos toxicity: Effect on hepatic and brain
antioxidant enzymes in rats. Food Chem Toxicol 1998;
36:437- 444.

38.de Lamirande E, Jiang H, Zini A, et al. Reactive oxygen
species and sperm physiology. Rev Reprod 1997; 2(1):
48-54,

39.Sikka SC. Relative impact of oxidative stress on male
reproductive function. Curr Med Chem 2001; 8:
851-862.

40.Uzun FG, Kalender S, Durak D, et al. Malathion-induced

testicular toxicity in male rats and the protective effect
of vitamins C and E. Food Chem Toxicol 2009; 47:
1903-1908.

41.Ferdinand N, Pierre W, Augustave K, et al. Effect of
Dimethoate (an organophosphate insecticide) on the
reproductive system and fertility of adult male rat. Am
] Pharmacol Toxicol 2014; 9: 75-83.

42.Farag AT, Ahmed F, Aswad E, et al. Assessment of
reproductive toxicity of orally administered technical
dimethoate in male mice. Reprod Toxicol 2007; 23:
232-238.

43.Sayym F. Histopathological effects of dimethoate on
testes of rats. Bull Environ Contam Toxicol 2007; 78:
479-484.



