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Atrticle Info Abstract

Article type: Objective: This study evaluated the effect of ethanol extract of Aju Mbaise (EEAM) on sperm morphology,

Research Article semen quality, sex hormonal levels, gonadosomatic index, and testicular histology of Avodart-induced rats.

Material and Methods: The study had normal control, Avodart control, EEAM control,

) ) Avodart+500mg/kg EEAM, and Avodart +1000mg/kg EEAM groups. The rats were orally administered
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0.5 mg/kg Avodart and 1 hour later treated with EEAM for 28 consecutive days. The Avodart control had
milky white semen with low Ph, volume and semen consistency compared to the normal control and EEAM
treated rats with creamy white semen with higher pH and semen consistency, respectively.

Results: The results indicated a substantial decline in spermatozoa mass motility; spermatozoa live
proportion, spermatozoa concentrations, normal spermatozoa proportions, animal live weight, paired testes
weight, and relative testicular weight in the Avodart control compared to the normal control. The Avodart
induction caused a significant reduction in the serum testosterone, follicle-stimulating hormone and
luteinising hormone levels compared to the normal control. Also, there was a substantial decline in
spermatogenic activity and the absence of mature spermatocytes in the lumen of the seminiferous tubules
in the Avodart control relative to the normal control and EEAM control. The alterations in the sperm
morphology, semen quality, sex hormonal levels and gonadosomatic index were significantly reverted to
normal in the EEAM treated Avodart induced rats in a dose-dependent manner compared to the Avodart

control.
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Conclusion: These findings showed that EEAM ameliorates Avodart toxicity and improves fertility by

restoring sperm quality and sex hormonal levels to normal in rats.

Introduction

Male infertility among the population within the
reproductive age is a global challenge, with males having
infertility or low fertility incidence accounting for about 40-
50% of the yearly reported cases of infertility. Most of them
cannot afford assisted fertilisation due to its high cost and
sometimes lack of the required facilities [1]. Male infertility is
partly attributed to a decline in the circulating serum
testosterone levels and reduction in the luteinising hormone
(LH) that primarily stimulates Leydig cells to produce
sufficient testosterone, which mediates spermatogenesis in
the testes to enhance male fertility [2, 3]. Although
microscopic and macroscopic semen characteristics are
commonly evaluated to ascertain male fertility status, sperm
concentration, sperm motility, sperm morphology, and
sperm viability are the most reliable spermatozoa indices for
predicting male fertility status [4]. A literature survey showed
that several researchers have shown that many drugs,
including antibiotics, antimalaria, anti-benign prostatic
hyperplasia, and antiandrogenic drugs, could adversely affect
male fertility via disruption of exocrine functions of the testes
and impairing spermatogenesis [5].

Avodart is a 5a-reductase enzyme inhibitor that many
reports from different studies have implicated in causing
sexual dysfunction, including structural degeneration in the
penis, which could be irreversible [6, 7]. It has been shown to
impair male fertility by causing a substantial decline in the
semen volume, semen colour, total sperm count, sperm
motility, decrease in epididymis weight, epididymal sperm
counts, prostate and seminal secretory activities [7]. The
effects of dutasteride on female fertility indicated that it
causes a decrease in litter size, feminisation of male foetuses,
elevated embryo resorption, and reduced foetal body weights.
Treatment with dutasteride causes the penis to develop
fibrosis and alters the rate of expression of androgen
receptors, and decreases hormonal levels, including follicle-
stimulating hormone (FSH), testosterone and luteinising
hormone (LH) that play critical roles in male fertility and
reproductive health [8]. Male reproductive health and fertility

are essential to sustain human existence on earth. The need

for a healthy reproductive life has necessitated a concerted
effort to reduce the rate of increasing male and female
infertility globally. Although assisted fertilisation, like in vitro
fertilisation, could help to circumvent infertility or child
bareness, not everybody could afford it due to limited
facilities, religious beliefs and reported cases of false
parenting attributed to the malpractices by the facilitators.
Thus, searching for safe, readily available, and cost-effective
potent anti-infertility agents remains a viable option for
improving male sexual health and parenting.

communities in southeast Nigeria and widely used by
nursing mothers across various regions in Nigeria for easing
efflux of dirt blood, placental residues, and boosting
immunity and lactation after birth. Many anaemic patients
consume Aju Mbaise extract to replenish their blood count
and other haematological parameters, especially those whose
religious beliefs are against blood transfusion, with most
recovering from anaemic conditions. It has been reported to
be therapeutically effective against obesity, diabetes mellitus,
ovarian cyst, altered menstrual cycle, and eczema due to its
medicinal plant composition [9. 10, 11]. Aju Mbaise contains
substantial amounts of minerals, proteins, minerals and
vitamins that contribute immensely to its therapeutic
activities, including broad-spectrum antimicrobial activities
and antihyperglycaemic [12, 13]. The pharmacological
activities exhibited by Aju Mbaise are due to the synergistic
actions of the phytochemicals contained in the medicinal
plants, including Ceiba petandra, Spondias mombine, vogelli,
Euphorbia, Uvaria chamae, Napoleona convolvuloids and
Barteria fistulosa that make up the Aju Mbaise [14, 15]. It also
has  antimalarial, antitumor, antimicrobial, anti-
inflammatory and antipyretic activities. At the same time,
many women preparing for conception consume it to induce
ovulation and sanitise their wombs for the avoidance of
preventable complications in pregnancy [15]. Having
surveyed the medicinal and therapeutic potentials of Aju
Mbaise, this study was designed to evaluate the effects of
ethanol extract of Aju Mbaise (EEAM) on sperm
morphology,

semen quality, sex hormonal levels,
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gonadosomatic index and testicular histology of Avodart-

induced rats.

Materials and Methods

Chemicals and reagents

The chemicals and reagents employed in this study
were of analytical standard from reputable chemical
manufacturers. The Avodart (drug) was sourced from GSK
(GlaxoSmithKline) companies in the United Kingdom, while
the absolute ethanol and chloroform were purchased from
Sigma-Aldrich, United States. The chemiluminescence
immunoassay kits for testosterone, follicle-stimulating
hormone (FSH), and luteinising hormone (LH) were
purchased from Autobio Diagnostics Co., Ltd. Zhengzhou,
China.

Animals

Male Wistar albino rats numbering thirty were obtained
from the Abia State University, Umuahia Campus animal
house and acclimatised for three weeks at the animal house at
our college. The rats were treated with dignity according to

the ethical guidelines for using animals for experiments.

Preparation of Aju Mbaise extract

Freshly prepared Aju Mbaise coils used in this study were
obtained from Mbaise market, Imo State, Nigeria, sliced into
smaller pieces and dried until a constant dry weight was
attained. The dried Aju Mbaise sample was ground into a
coarse powder, and 1000 g of it was extracted with 3.2 litres
of absolute ethanol for 72 hours with intermittent shaking. It
was filtered with a Whatman No. 1 filter paper, and the filtrate
obtained was concentrated with a rotary evaporator; the
weight of the concentrated extract was weighed, and the
percentage yield was calculated. The percentage yield was

obtained as 12.83 %, equivalent to 128 g.

Experimental design

The thirty Wistar albino rats were randomly distributed
into five groups containing an equal number of rats (n = 6).
The five groups were defined as follows:

Group 1
distilled water and Tween 80 (3:1 v/v)

Normal control (received only 2 ml/kg

n male fertility potentials

Group 2 Avodart control (received 0.5 mg/kg

Avodart without any treatment)

Group 3 EEAM control (received 1000 mg/kg
EEAM only)
Group 4 Avodart+500mg/kg EEAM (received 0.5

mg/kg Avodart and treated with 500 mg/kg EEAM)

Group 5 Avodart+1000mg/kg EEAM (received 0.5
mg/kg Avodart and treated with 1000 mg/kg EEAM)

The rats received 0.5 mg/kg Avodart/day via oral route for
28 consecutive days. Treatment with EEAM via oral route
also took place 1 hour after the daily administration of
Avodart for the 28 straight days of the study. Rats were
subjected to fasting overnight before being sacrificed on the
29th day. The rats were anaesthetised with chloroform
inhalation, blood samples for hormonal analyses were
collected via cardiac puncture, epididymis was harvested for
semen collection for investigations, and the testes were
harvested for histopathological examination. The live animal
weight and weights of the paired testes were taken, and

relative testicular weight was calculated.

Collection of semen samples

The semen, including the sperm cells, was obtained from
the epididymal pool. The rats were anaesthetised by
chloroform inhalation, and we extracted their epididymis. A
slide for examination of the semen and sperm quality was
prepared by incising the caudal region of each epididymis and
making a smear of the semen on the preheated sterile glass

slides.

Determination semen pH

The semen pH was determined with a specialised
calibrated blot paper which gives colour change
corresponding to the pH of the medium it is subjected to,

using the method of Dhuma et al. [16].

Examination of semen colour and consistency

(viscosity)
The semen colour and consistency were examined

macroscopically. A scale of 1-2 was used for the colour, with
milky white semen assigned one (1) and creamy white semen
given two (2). The semen consistency was a score of 1-4, with
1, 2, 3, and 4 representing watery semen, slightly water, thick

and very thick semen, respectively.

24 | Plant Biotechnology Persa Volume 4, Issue 2, 2022


http://dx.doi.org/10.52547/pbp.4.2.4
https://dor.isc.ac/dor/20.1001.1.26767414.2022.4.2.5.2
https://pbp.medilam.ac.ir/article-1-143-en.html

[ Downloaded from pbp.medilam.ac.ir on 2025-07-14 ]

[ DOR: 20.1001.1.26767414.2022.4.2.5.2 ]

[ DOI: 10.52547/pbp.4.2.4 ]

Abnormal
morphology)

The abnormal sperm proportions, including total head,

sperm proportion (sperm

twisted tail, bent mid-piece, total cytoplasmic droplets, total
abnormal sperm cells, and mid-piece abnormalities, were

determined according to El- Sherbiny [17].

Spermatozoa mass motility (progressive motile

sperm cells)
The spermatozoa mass motility (progressive motile sperm

cells) was examined according to the procedure outlined by
El- Sherbiny [17]. A drop of freshly collected semen samples
was smeared on preheated sterile glass slides and observed
under a light microscope at a magnification of x10 and x40

and subjectively scored in percentage.

Spermatozoa
viability)
This study determined the levels of phytochemicals and

live proportion (sperm cell

heavy metals in the extracts of F. exasperata leaves obtained

Determination of serum sex hormonal levels
The serum sex hormonal levels, including testosterone,
follicle-stimulating hormone (FSH), and luteinising hormone
(LH), were determined using Chemiluminescence
Immunoassay methods as outlined in the AutoBio

Diagnostics kits for each of the parameters respectively.

Histological examination

The testes samples collected for histopathological
examination were fixed in 10% phosphate-buffered formalin
for at least 48 hours, followed by trimming and dehydration
in graded alcohol of increasing concentrations. Each fixed
testis was rinsed in graded xylene and embedded in molten
wax. Upon solidification, they were sliced into 5um using a
microtome and placed in a water bath at 60°C for 30 minutes.
The sliced tissues were xylene and rehydrated in alcohol of
increasing strength. They were stained with Haematoxylin
dye for 15 minutes, and blueing was subsequently carried out
e with ammonium chloride. Counterstaining of the sliced

tissues was done after differentiation with a low

in Birnin Kebbi, Nigeria, and also determined their toxicity
using a modified brine shrimp lethality assay. F. exasperata is
commonly used in traditional medicine in Nigeria, but there
is a dearth of documented information about its toxicity. This
study, therefore, aimed to determine the safe doses of the
plant in order to prevent unintended fatalities among its

users.

Sperm concentration

A haemocytometer was used to determine the sperm cell
concentrations in the semen according to the method
described by Herbert [18]. Briefly, a dilution of 1: 200 was
made using a red blood cell pipette and the semen was diluted
with 10% buffered formalin solution to immobilise the sperm
cells. A drop of the sperm cell solution was used to charge the
haemocytometer and allowed 2 minutes on a wet paper to
enable sperm cells to settle. It was then mounted on a light
microscopic and observed under x 40 magnification. The
spermatozoa concentration (ml) was calculated from the

number of sperm cells counted x dilution factor x 0.04 X10°

concentration of alcohol, and permanent mounts were done
on degreased glass slides with a mountant. The slides were
viewed via a Motic™ compound light microscope. The
photomicrographs of the tissue sections from the testes were
obtained at random with a microscope camera at a

magnification of x160.

Statistical analysis

Our data were subjected to a one-way analysis of variance
(ANOVA) and Duncan multiple range comparison test with
Statistical Products and Service Solutions (SPSS) version 22.
The statistical significance of our analysed data was obtained
at P < 0.05. The results were presented as mean + standard
deviation (n = 6), with results with unlike superscripts being

significantly different from the corresponding paired mean.

Results
The results in Table 1 indicated a significant rise in the

total head abnormality in the sperm cells in Avodart control
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and Avodart induced rats treated with 500 mg/kg EEAM
compared with the normal control. However, the EEAM
control and Avodart-induced rats treated with 1000 mg/kg
EEAM showed no significant rise in the total head
abnormality of the sperm cells relative to the normal control.
Conversely, the EEAM control and Avodart-induced rats
treated with 500 and 1000 mg/kg EEAM had significantly
reduced total head abnormality in the sperm cells compared
with Avodart control.

The Avodart control and Avodart-induced rats treated
with 500 mg/kg EEAM had significantly elevated levels of
sperm cells with bent mid-piece abnormality compared with
the normal control (Table 1). There was no significant
increase in the amounts of sperm cells with bent mid-piece
abnormality in the EEAM control and Avodart-induced rats
treated with 1000 mg/kg EEAM relative to the normal
control. Conversely, the EEAM control and Avodart-induced
rats treated with 500 and 1000 mg/kg EEAM, respectively,
show a significant decline in the levels of sperm cells with bent
mid-piece abnormality compared with the Avodart control.

The percentage of sperm cells with twisted tails in Table 1
showed significant elevation of the Avodart control and
Avodart-induced rats treated with 500 mg/kg EEAM relative
to the normal control. Besides, there was no significant

variation in the percentage of sperm cells with twisted tails of

Table 1: Sperm morphology of Avodart induced rats treated with EEAM

e fertility potentials

the EEAM control and Avodart-induced rats treated with

1000 mg/kg EEAM, respectively, compared with the normal
control. Contrarily, the EEAM control and Avodart-induced
rats treated with 1000 mg/kg EEAM respectively showed a
significant reduction in the percentage of sperm cells with
twisted tails compared with the Avodart control.

The results in Table 1 indicate a significant increase in the
total cytoplasmic droplets of the Avodart control in
comparison with the normal control. However, the EEAM
control and Avodart-induced rats treated with 500 and 1000
mg/kg EEAM showed a significant decline in the total
cytoplasmic droplets compared to the normal control and
Avodart control, respectively.

It was evidenced in Table 1 that there was a significant rise
in the total abnormal sperm cells in the Avodart control, and
Avodart-induced rats treated with 500 mg/kg EEAM had no
significant decline in the total abnormal sperm cells
compared with the normal control. The Avodart-induced rats
treated with 1000 mg/kg EEAM had no significant decrease
in the total abnormal sperm cells relative to the normal
control. In contrast, the EEAM control and Avodart-induced
rats treated with 500 and 1000 mg/kg EEAM significantly
reduced the total abnormal sperm cells compared with the

Avodart control.

Treatments

Abnormality (%) piece

Total Head Bent

mid- Sperm  cell Total Total

with twisted tail cytoplasmic abnormal

abnormality (%) (%) droplets (%) sperm cells (%)
Normal control 0.58+0.17a 0.07£0.01a 0.09+0.03a 1.7240.05b 2.45+0.47a
Avodart control 1.34+0.29¢ 0.44+0.02b 0.20+0.01b 3.73£0.20c 5.71£0.43c
EEAM control (1000 0.75%£0.18a 0.11+0.01a 0.07+0.01a 1.14+£0.07a 2.07+0.26a
mg/kg)
Avodart + 500 mg/kg 1.01£0.03b 0.56+0.02b 0.15+0.02b 1.65+0.54b 3.38+0.76b
EEAM
Avodart + 1000 mg/kg 0.71£0.12a 0.09£0.01a 0.10£0.02a 1.15%0.14a 2.05+0.025a
EEAM

Values are presented as mean * standard deviation (n = 6). The mean on the same column with different letter superscripts is

significantly different (P < 0.05) from any paired value.

Effects of EEAM on semen quality of Avodart-

induced rats

The EEAM control and Avodart-induced rats treated with
500 and 1000 mg/kg EEAM showed no significant increase in
the semen pH relative to the normal control (Table 2).

Conversely, there was a considerable reduction in the semen
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pH of the Avodart control compared with the normal control.
In contrast, there was a significant increase in the semen pH
of the EEAM control and Avodart-induced rats treated with
500 and 1000 mg/kg EEAM, respectively, compared with the
Avodart control.

The semen colour in Table 2 in that only the Avodart
control had milky white (1.00) semen colour compared to the
normal control with creamy colour (2.00). In contrast, the
EEAM control and Avodart-induced rats treated with 500
and 1000 mg/kg EEAM had creamy white semen colour,
respectively, relative to the normal control.

The semen consistency in Table 2 showed that the
Avodart control had significantly reduced semen consistency
compared with the normal control. However, there was no
significant variation in the semen consistency of EEAM
control and Avodart-induced rats treated with 500 and 1000
mg/kg EEAM compared to the normal control. Conversely,
the EEAM control and Avodart-induced rats treated with 500
and 1000 mg/kg EEAM had significantly increased semen
consistency relative to the Avodart control.

The percentage of spermatozoa mass motility was
significantly reduced in the Avodart control compared to the
normal control (Table 2). Conversely, the percentage
spermatozoa mass motility of the EEAM control and
Avodart-induced rats administered 500 and 1000 EEAM
mg/kg were significantly elevated compared to the normal
and Avodart controls, respectively.

The percentage of spermatozoa live proportion in Table 2
showed a significant reduction in the Avodart control relative

to the normal control. The percentage of spermatozoa live

proportion of the EEAM control and Avodart-induced rats
treated with 1000 mg/kg EEAM were significantly higher
than the normal control. However, there was no significant
increase in the percentage of spermatozoa live proportion of
the Avodart-induced rats administered 500 mg/kg EEAM
compared with the normal control. In contrast, there was a
significant elevation in the percentage spermatozoa live
proportion of the EEAM control and Avodart induced rats
treated with 500 and 1000 mg/kg, respectively, relative to the
Avodart control.

The results in Table 2 indicated a significant decrease in
the spermatozoa concentrations of the Avodart control
compared to the normal control. Unlike the Avodart control,
the EEAM control and Avodart-induced rats treated with 500
and 1000 mg/kg EEAM demonstrated a significant rise in the
spermatozoa concentrations, respectively, compared with the
normal control. The Avodart control, the EEAM control, and
Avodart-induced rats treated with 500 and 1000 mg/kg
EEAM had significantly elevated spermatozoa concentrations
relative to the Avodart control.

There was a significant decline in the normal spermatozoa
proportions of the Avodart control and Avodart-induced rats
treated with 500 mg/kg EEAM compared to the normal
control (Table 2). The EEAM control and Avodart-induced
rats treated with 1000 mg/kg had a slight rise in the normal
spermatozoa proportion compared to the normal control.
Conversely, the EEAM control and Avodart-induced rats
treated with 500 and 1000 mg/kg EEAM displayed a
significant increase in the normal spermatozoa proportion

relative to the Avodart control.

Table 2: Semen quality of Avodart induced rats treated with ethanol extract Aju Mbaise (EEAM)

Treatments Semen pH Semen Semen Spermatozo  Spermatozo  Spermatozoa Normal

colour consistency a mass a live concentratio  spermatozoa
(1-4) motility (%) proportion n (X10%ER) proportion
(%) (%)

Normal 6.70+0.11° 2.00+0.00b  3.60+0.55"° 70.62+0.40°  84.10+1.58°  108.92+2.17°  97.55+0.47¢

control

Avodart 6.25+0.09* 1.00+0.00a 2.00+0.00? 58.86+1.63*  68.35+2.65*  84.00+2.572 94.29+0.432

control

EEAM 6.94+0.09° 2.00+0.00b  4.00+0.00° 88.04+1.09°  94.901.42¢ 152.28+3.58®  97.93+0.26°

control (1000

mg/kg)

Avodart +500 6.78+0.18% 2.00+0.00b  3.40+0.55° 75.97+0.94°  84.75+1.17°  119.29+1.18°  96.62+0.76°

mg/kg EEAM

Plant Biotechnology Persa Volume 4, Issue 2, 2022 | 27


http://dx.doi.org/10.52547/pbp.4.2.4
https://dor.isc.ac/dor/20.1001.1.26767414.2022.4.2.5.2
https://pbp.medilam.ac.ir/article-1-143-en.html

[ Downloaded from pbp.medilam.ac.ir on 2025-07-14 ]

[ DOR: 20.1001.1.26767414.2022.4.2.5.2 ]

[ DOI: 10.52547/pbp.4.2.4 ]

ale fertility potentials

Avodart + 6.95:0.16° 2.00£0.00b  4.00£0.00°
1000 mg/kg

EEAM

80.18+0.86¢

88.82+2.37°  130.84+4.20Y  97.95+0.25°

Values are presented as mean * standard deviation (n = 6). The mean on the same column with different letter superscripts is

significantly different (P < 0.05) from any paired value.

Effects of EEAM on the sex hormonal levels of

Avodart-induced rats

The results in Table 3 show a substantial decline in the
serum testosterone level of the Avodart control compared
with the normal control. Conversely, there was a significant
elevation in the serum testosterone concentrations of the
EEAM control and Avodart-induced rats treated with 1000
mg/kg EEAM relative to the normal control. Asides, the
serum testosterone level in the Avodart-induced rats treated
with 500 mg/kg EEAM showed a slight increase compared
with the normal control. In contrast, the EEAM control and
Avodart-induced rats treated with 500 and 1000 mg/kg
EEAM showed significantly elevated serum testosterone
levels compared with the Avodart control.

There was no significant reduction in the FSH

concentrations of the Avodart control in comparison with the

normal control (Table 3). Contrarily, the EEAM control and
Avodart induced rats treated with 500 and1000 mg/kg EEAM
demonstrated a significant elevation in FSH concentration
compared with the Avodart control and normal control,
respectively.

It was evidenced in Table 3 that there was a significant
depletion of LH in the Avodart control relative to the normal
control. The EEAM control and Avodart-induced rats treated
with 500 mg/kg showed no increase in the LH concentration
compared to the normal control. However, the Avodart-
induced rats treated with 1000 mg/kg EEAM showed
significantly elevated serum LH concentration compared
with the normal control. Similarly, the EEAM control and
Avodart-induced rats treated with 500 and 1000 mg/kg
EEAM exhibited a significant rise in the serum LH

concentrations relative to the Avodart control.

Table 3: Sex Hormonal levels of Avodart-induced rats treated with EEAM

Treatments Testosterone (ng/L) FSH (miu/ml) LH (miu/ml)
Normal control 10.64+0.99° 6.14+0.222 4.05+0.37°
Avodart control 6.42+0.512 5.88+0.792 2.60+0.382
EEAM control (1000 mg/kg) 13.00+0.97¢ 11.96+1.05° 4.39+0.48°¢
Avodart + 500 mg/kg EEAM 11.87+1.175¢ 8.80+1.54° 4.32+0.320¢
Avodart + 1000 mg/kg EEAM 14.31+0.98¢ 10.90£1.08° 4.70£0.25°

Values are presented as mean * standard deviation (n = 6). The mean on the same column with different letter superscripts is

significantly different (P < 0.05) from any paired value.

Keys: FSH = follicle-stimulating hormone; LH = luteinizing hormone

Effects of EEAM on the gonadosomatic index
of Avodart-induced rats

The live animal weight in Table 4 indicated a significant
decline in the Avodart control, EEAM control and Avodart-
induced rats treated with 1000 mg/kg EEAM compared with
the normal control. The Avodart-induced rats administered
500 mg/kg EEAM indicated a slight rise in live weight
compared with the normal control. In contrast, there was a

significant rise in the live weight of the EEAM control and

Avodart-induced rats treated with 500 and 1000 mg/kg
EEAM, respectively, compared with the Avodart control.
There was a significant reduction in the weight of paired
testes in the Avodart control compared with the normal
control (Table 4). The EEAM control and Avodart-induced
rats treated with 1000 mg/kg EEAM indicated a significant
increase in their paired testes weight relative to the normal
control. The Avodart-induced rats treated with 500 mg/kg
EEAM showed a slight increase in the paired testes weight
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compared with the normal control. Conversely, the EEAM
control and Avodart-induced rats treated with 500 and 1000
mg/kg EEAM had significantly elevated paired tests weight
compared with the Avodart control.

There was a significant reduction in the relative testicular
weight of the Avodart control and a considerable increase in
the relative testicular weight of EEAM control and Avodart-
induced rats treated with 1000 mg/kg EEAM compared to the

normal control (Table 4). Conversely, the Avodart-induced
rats treated with 500 mg/kg EEAM had no significant
(P>0.05) increase in the relative testicular weight relative to
the normal control. In contrast, the EEAM control and
Avodart-induced rats treated with 500 and 1000 mg/kg
EEAM showed a significant increase in their relative

testicular weight compared with the Avodart control.

Table 4: Conadosomatic index of Avodart-induced rats treated with EEAM

Treatments Animal live weight (g) Paired testes weight (g) Relative testicular
weight

Normal control 223.86+2.41° 2.42+0.05 1.08+0.02°

Avodart control 198.84+8.12* 1.46+0.33° 0.73+0.13*

EEAM control (1000 mg/kg) 216.58+4.11° 3.39+0.10¢ 1.57+0.02¢

Avodart + 500 mg/kg EEAM 227.45+2.62¢ 2.61+0.07¢ 1.15+0.03°

Avodart + 1000 mg/kg EEAM 213.5045.71° 2.73+0.09° 1.28+0.02¢

Values are presented as mean + standard deviation (n = 5). Mean on the same column with different letter superscripts are

significantly different (P < 0.05)

Effects of EEAM on the testes histomorphology
of Avodart-induced rats

The sections of the testes of the normal control and EEAM
control in Figures 1 A and 1 C, respectively, showed the
normal testicular histo-architecture. Normal seminiferous
tubules (ST) were observed with spermatocytes in the lumen
and normal testicular interstitium (TT).

The sections of the testes of the Avodart control in Figure
1 B showed the normal testicular histo-architecture.
However, there was decreased spermatogenic activity,
evidenced by the relative absence of mature spermatocytes in
the lumen of some seminiferous tubules (DST), compared to
the relatively normal seminiferous tubules (ST) with
spermatocytes in the lumen. Testicular interstitium (TI)
showed normal histomorphology.

The sections of the testes of Avodart-induced rats treated
with 500 and 1000 mg/kg EEAM in Figures 1 D and E
indicated the normal testicular histo-architecture. However,
there was mild decreased spermatogenic activity, evidenced
by the relative absence of mature spermatocytes in the lumen
of the seminiferous tubules (DST) compared to the relatively
normal seminiferous tubules (ST) with spermatocytes in the
lumen. Testicular interstitium (TI) showed normal

histomorphology.
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Mbaise on male fertility potentials

Fig. 1 E: Photomicrograph of a testis from Avodart induced rats
treated with 1000 mg/kg EEAM

Discussion

This study evaluated the effects of ethanol extract of Aju
Mbaise (EEAM) on sperm morphology, semen quality, sex
hormonal levels, gonadosomatic index and testicular
histology of Avodart-induced rats. Optimal semen volume,
pH, spermatozoa mass motility, spermatozoa concentration,
and spermatozoa live proportion are promoted by normal
serum levels of testosterone, LH, and FSH coupled with the

functional testes are needed to ensure unhindered male

fertility potentials and reproductive life. Avodart is an
example of dutasteride used for the treatment of enlarged
prostate because of its ability to inhibit a 5a-reductase activity
which prevents the conversion of testosterone to
dihydrotestosterone responsible for the proliferation of the
prostate stromal and epithelial tissues [7]. The shrinking of
prostate size by the Avodart activity also adversely affects
prostate secretions, testicular size and functions, thereby
causing alterations in sexual desire, loss of erection, a decline
in the secretions of the accessory glands and impaired male
fertility potentials.

Sperm morphology indicates the size and shape of sperm
in semen viewed under a microscope. A substantial
percentage of sperm with normal morphology is required to
increase egg fertilisation. The reduction in the number of
sperm cells with normal morphology may indicate that
difficult to achieve egg fertilisation via sexual intercourse but
through assisted fertilisation rather than infertility. These
findings agree with previous results that abnormal sperm
morphology, even at a low level, could impair the fertilisation
rate [19]. The significantly increased total head abnormality,
bent mid-piece abnormality, sperm cell with twisted tail, total
cytoplasmic droplets and total abnormal sperm in the
Avodart control relative to the normal control indicated the
adverse effects of Avodart toxicity on the sperm morphology,
which may reduce the ability of sperm ejaculated via sexual
intercourse to access and penetrate an egg to achieve
fertilisation. This finding is in line with earlier reports that
morphological alterations of spermatozoa and motility give a
more reliable fertility prognostic measure [20, 21]. The
elevated total head abnormality, bent mid-piece abnormality,
sperm cell with twisted tail, total cytoplasmic droplets and
total abnormal sperm in the Avodart control suggest an
increased risk of the rats being infertile if there is prolonged
administration of Avodart. These showed that Avodart is not
a suitable therapeutic agent for animals or individuals of
reproductive age. The significant variation in the total head
abnormality, bent mid-piece abnormality, sperm cell with
twisted tail, and total abnormal sperm, along with
significantly reduced total cytoplasmic droplets of sperm in
the EEAM control relative to the normal control, showed that
EEAM has no toxic effects on the sperm morphology. These
findings suggest that ingestion of EEAM could reduce sperm

abnormalities, improve fertility in animals, and avoid
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infertility or assisted fertilisation. The significantly reduced
levels of total head abnormality, bent mid-piece abnormality,
sperm cell with twisted tail, total cytoplasmic droplets and
total abnormal sperm in the Avodart-induced rats treated
with 500 mg/kg EEAM compared with Avodart control
showed the protective effects of EEAM on the sperm cells.
However, these findings showed that EEAM could not
effectively reverse the sperm abnormalities associated with
Avodart toxicity as the levels of sperm abnormalities in the
rats were far above the level of sperm abnormalities in the
normal control.

Conversely, the significantly reduced total head
abnormality, bent mid-piece abnormality, sperm cell with
twisted tail, total cytoplasmic droplets and total abnormal
sperm in the Avodart-induced rats treated with 1000 mg/kg
EEAM comparable to the normal control showed the
protective effects of the EEAM on the sperm cells and suggest
that concomitant administration of EEAM and Avodart
could preserve fertility index in animals or individuals
undergoing Avodart treatment. The low percentage of total
head abnormality, bent mid-piece abnormality, sperm cell
with twisted tail, total cytoplasmic droplets and total
abnormal sperm in the Avodart-induced rats treated with
1000 mg/kg EEAM indicated that the sperm possess
increased ability to swim fast and penetrate viable egg for
fertilisation. These are in line with the findings of Nallella et
al., that decline in sperm count, reduced sperm motility, and
increased sperm morphological alterations are major
indicators of male infertility [22].

The significant reduction in the semen pH of the Avodart
control relative to the normal control could be attributed to
the toxic effects of Avodart on the testes and prostate gland
and the blockage of the seminal vesicles. The pH levels of
prostatic secretions regulate semen pH, seminal vesicular
secretion and accessory gland secretions and impaired
secretions or over secretions by any of them could alter the
semen acidity. Thus, the high semen acidity level of Avodart
control could be detrimental to the sperm and impede the
ability of sperm to reach and penetrate a viable egg, which
aligns with the report by Banjoko and Adeseolu [23].
However, no significant variations in semen pH of the EEAM
control and Avodart-induced rats treated with EEAM
compared to the normal control, though significantly higher

than the Avodart control, showed the protective effects of

EEAM on the rats. The increase in the semen pH in the
EEAM-treated rats could be responsible for the high sperm
motility and other sperm quality parameters in the Avodart
control, in line with the findings of Zhou et al. [24]. The
normal pH values of semen from the EEAM control and
Avodart-induced rats treated with EEAM could be attributed
to the ability of EEAM to normal pH of the seminal vesicular,
prostate gland and accessory gland secretions, thereby
maintaining optimal acid balance to enhance sperm stability,
motility and penetration of egg.

The milky white and slightly watery semen observed in
the Avodart control relative to the creamy-white, and very
thick semen of the normal colour showed slightly poor semen
quality in the Avodart control. The low semen consistency in
the Avodart control indicated that it would take a short time
for the semen to exit the reproductive tract and that fewer
spermatozoa are likely to remain in the reproductive tract for
along time. The findings suggest that the Avodart control rats
had low spermatozoa concentration in the semen and agree
with Bjorndahl and Kvist [25]. (2003). Thus, low semen
consistency in the Avodart control rats suggests that it would
be difficult for sperm to travel down the reproductive tract to
fertilise an egg which would cause a decline in the
reproductive potentials of the rats. Conversely, the creamy-
white and high semen consistency of the EEAB control and
Avodart induced rats treated with 500 and 1000 mg/kg EEAM
compared to the Avodart control showed that EEAM treated
rats had improved semen quality relative to the Avodart
control. The significantly high semen consistency in the
EEAM control and Avodart-induced rats treated with EEAM
comparable to the normal control indicated high fertility
potentials as the semen would have to spend much time in the
reproductive tract before exiting, thereby increasing the
chance of sperm in the semen having the possibility of
fertilising an egg. These findings indicated improved sperm
concentration in semen of the EEAM-treated rats in line with
the previous reports by Bjorndahl and Kvist [25]. (2003).

Spermatozoa mass motility is the percentage of sperm
cells in the semen that could penetrate the female
reproductive tract and thereby transfer haploid cells of the
male gametes to the ovary to form zygotes. The percentage of
spermatozoa mass motility, spermatozoa concentration and
semen morphology represent the major fertility parameters

commonly evaluated to establish fertility status. The

Plant Biotechnology Persa Volume 4, Issue 2, 2022 | 31


http://dx.doi.org/10.52547/pbp.4.2.4
https://dor.isc.ac/dor/20.1001.1.26767414.2022.4.2.5.2
https://pbp.medilam.ac.ir/article-1-143-en.html

[ Downloaded from pbp.medilam.ac.ir on 2025-07-14 ]

[ DOR: 20.1001.1.26767414.2022.4.2.5.2 ]

[ DOI: 10.52547/pbp.4.2.4 ]

significantly reduced spermatozoa mass motility in the
Avodart control rats relative to the normal control indicated
reduced fertility potentials due to the Avodart toxicity. The
very low spermatozoa mass motility in the Avodart control
suggests that the semen of the rats contains an increased
percentage of sperm cells with reduced progressive motility
to reach and penetrate the egg for fertilisation. The observed
effects of Avodart on spermatozoa mass motility align with
the findings of David et al., that motile sperm cells must travel
fast via a female reproductive tract for fertilisation at the
oviductal region before they can penetrate the egg [26]. The
Avodart controls might have produced many abnormal and
immature spermatozoa with low motility due to the adverse
effects of Avodart on the testes and prostate gland.

Conversely, the dose-dependent significant increase in
the percentage of spermatozoa mass motility of EEAM
control and Avodart-induced rats treated with 500 and 1000
mg/kg EEAM, respectively, showed that EEAM possesses the
therapeutic potential to boost spermatozoa mass motility and
reverse adverse effects of Avodart on sperm cell motility. The
EEAM could have promoted optimal spermatogenesis and
maturation of sperm cells along with making the sperm cells
more viable and motile to achieve fertilisation without any
assistance. The increased spermatozoa mass motility in the
EEAM-treated rats will translate into high fertility potentials
if the spermatozoa have progressive motility and agree with
Kumar and Singh that mass sperm motility is a good indicator
of fertility status [27].

The significant decline in the percentage of spermatozoa
live proportion in the Avodart control rats should mean that
Avodart administration caused massive death of spermatozoa
and thereby decreased their fertility potentials. The low
spermatozoa live proportion in the Avodart control could be
responsible for the low percentage of spermatozoa mass
motility in the Avodart control, which suggests that the rats
have a low fertility index. It also showed that Avodart might
have a spermicidal activity that could have caused the death
of most sperm cells in the Avodart control. The low
spermatozoa live proportion in the Avodart control indicated
impaired fertility in line with Amann and DeJarnette that
reduced sperm viability showed decreased fertility because of
the reduced chance of the fewer viable sperm cells from a
single ejaculation attaining optimal fertility [28]. On the other

hand, the elevated spermatozoa live proportion in the EEAM

le fertility potentials

control and Avodart-induced rats treated with EEAM

showed that EEAM does not possess spermicidal property.
These elevated spermatozoa live proportion in the EEAM
control and Avodart-induced rats treated with EEAM
showed that EEAM could protect the spermatozoa from the
spermicidal activity associated with Avodart toxicity. The
finding also suggests that ingestion of EEAM could improve
sperm quality by increasing the percentage of spermatozoa
live proportion, thereby increasing fertility potentials and the
likelihood of achieving fertilisation without special assistance.
These findings disagree with the previous report that the
actual number of sperm cells attaining optimal fertility should
be evaluated to ascertain fertility status instead of
spermatozoa live proportion [28].

The significantly reduced spermatozoa concentration in
the Avodart control compared to the normal control and
Avodart-induced rats treated with EEAM can be attributed to
the Avodart toxicity and impaired gonadotropin stimulation
in line with previous findings [29]. The impairment of
spermatogenesis by the toxic effects could produce fewer
sperm cells, negatively affecting fertility. The destruction of
spermatozoa by the Avodart toxicity could decrease
spermatozoa concentration and life span of the sperm cells
leading to reduced fertility if not complete infertility. This
finding showed that a decline in the spermatozoa
concentration is a major contributor to the decrease in
fertility potentials after prolonged treatment with Avodart
and other dutasteride. However, relative to the normal
control, significantly elevated spermatozoa concentration in
the EEAM control showed that Avodart administration
stimulated spermatozoa production in the rats and could
serve as a potent therapeutic agent against low spermatozoa
concentration and promotes a high fertility index. The dose-
dependent significant increase in the spermatozoa
concentrations of the Avodart-induced rats treated with 500
and 1000 mg/kg EEAM, respectively, to the Avodart control
showed the ameliorative effects of EEAM against the harmful
impact of Avodart on the spermatozoa production. The dose-
dependent increase in the spermatozoa concentrations in the
Avodart-induced rats treated with EEAM indicated that
EEAM could serve as an antifertility agent at increased doses.
The significant increase in the spermatozoa concentration of
Avodart-induced rats treated with EEAM aligns with Chua et

al., that an increase in testosterone, FSH and LH levels could
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cause increased sperm concentration and motility after
increased gonadotropin stimulation [29].

The significant reduction of the normal spermatozoa
proportion in the Avodart control relative to the normal
control indicated that administration caused a significant
decline in the fertility and reproductive potentials of the rats,
in line with the earlier reports [29]. This decline in the normal
spermatozoa proportion and the high total abnormal sperm
cells in the Avodart control showed that Avodart
administration adversely affected the quality of spermatozoa
in the rats, which would affect the ejaculated sperm to fertilise
a viable egg. In contrast, the high percentage of normal
spermatozoa proportion in the EEAM control and Avodart-
induced rats treated with EEAM further showed the anti-
infertility potentials of EEAM and its ability to boost sperm
quality in animals, similar to the findings of Amann and
DeJarnette [28]. It also showed that Avodart-induced rats
administered 1000 mg/kg EEAM mg/kg recovered better
from the adverse effects of Avodart than the rats administered
a lower dose, suggesting that a higher amount of EEAM
should be administered as the treatment for decreased
normal spermatozoa proportion or infertility.

Avodart is a member of dutasteride derivatives employed
for managing prostate enlargement due to its ability to inhibit
enzyme
dihydrotestosterone conversion (DHT). It has been observed

5a-reductase activity, preventing
that the use of dutasteride has toxic effects on the male
fertility parameters, including decline in sperm count and
motility, erectile and ejaculatory dysfunction, and therefore,
Avodart and other dutasteride are not recommended for use
on animals or patients within child bearing age [5, 30].
Testosterone is a key androgenic hormone that modulates
spermatogenesis and testicular activities in males, and its
serum levels could indicate poor sperm quality and male
infertility. The follicle-stimulating hormone (FSH) promotes
testicular growth by stimulating the Sertoli cells to synthesise
an androgen-binding protein required by the testicular tubule
that enhances the maturation of sperm cells. The serum
luteinising hormone influences male fertility via modulation
of the activities of Leydig cells that synthesise testosterone
and thus, indirectly regulate spermatogenesis because its
abnormal level could lead to infertility which is essential for
spermatogenesis. Therefore, these three hormones work in

synergy to enhance sperm quality and male fertility;

alterations in any or all of them could lead to reduced fertility
or infertility in males, according to Baccetti et al [31]. The
significantly reduced testosterone, LH and no significant
decrease in the serum FSH level in the Avodart control rats
compared to the normal control could be attributed to the
effects of Avodart toxicity on the testicular functions and
pituitary gland. The low serum testosterone, LH, and FSH
levels in the Avodart control might be responsible for the low
sperm count, spermatozoa mass motility and increased
abnormal spermatozoa morphology observed in the Avodart
control relative to the normal control, EEAM control and
Avodart induced rats treated with EEAM respectively. These
findings suggest that testosterone, LH and FSH
supplementation might restore the abnormal spermatozoa
quality observed in the Avodart control to a normal level and
improve its fertility potential. The reduction in the serum sex
hormonal levels in the Avodart control rats aligns with the
previous findings that males with a substantial decrease in the
circulating serum sex hormonal levels had poor sperm quality
[33]. In addition, the significantly elevated testosterone, LH,
and FSH in the EEAM control and Avodart induced rats
treated with 500 and 1000 mg/kg EEAM, respectively, relative
to the Avodart control, showed that EEAM promotes male
fertility via stimulation of testosterone, LH and FSH
production. The substantial serum levels of testosterone, LH,
and FSH in the EEAM control and Avodart-induced rats
treated with EEAM are in tandem with the improved sperm
morphology and sperm quality observed in the rats relative to
the Avodart control. These findings agree with Baccetti et al.,
that increased serum FSH and LH levels improve sperm
quality and fertility rate by promoting spermatogenesis via
stimulation of increased testosterone production [31].

The significantly reduced animal live weight of the
Avodart control relative normal control and Avodart control
induced rats treated with EEAM respectively showed that the
Avodart control rats suffered a loss of body weight which
could have affected spermatogenesis and maturation of
spermatozoa. The substantially low sperm motility,
spermatozoa mass motility, spermatozoa live proportion,
spermatozoa concentration, and normal spermatozoa
proportion, along with highly altered sperm morphology,
suggest that massive loss in bodyweight adversely affected the
sperm quality. The reduced spermatozoa count in the

Avodart control with significantly reduced body weight is in
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line with previous findings that males with underweight had
low sperm counts, semen volume, sperm concentration and
low sperm motility compared to the normal control [33, 34].
However, the elevated EEAM control and Avodart-induced
rats treated with EEAM showed that treatment with EEAM
alleviated the adverse effects of Avodart on the body weight
of the rats. Also, the improved sperm quality and sperm
morphology in the Avodart-induced rats treated with EEAM,
contrary to the Avodart control, suggest that the
administration of EEAM increased the sperm quality and
fertility potentials of the rats. The high sperm quality and
fertility potentials of the Avodart-induced rats treated with
EEAM agree with Luque et al., that normal body weight is
essential for normal fertility [33].

The substantially reduced paired testes weight and relative
testicular weight compared to the normal control showed that
the testes of the rats were shrunk considerably by the toxic
effects of Avodart drug on the Avodart-induced untreated
rats, in line with the findings of Ikpeme et al. [35]. The
substantial decrease in the paired testes weight and relative
testicular weight relative to the normal control suggest that
having normal testes sizes and relative testicular weight are
critical to producing enough semen volume, highly motile
sperm cells with unaltered morphology along with the
required semen pH that would promote or increase male
fertility. The marked reduction in the testicular and relative
testicular weight is similar to the decrease in testicular weight
reported by Mutalip et al., on effect of testosterone,
nandrolone and stanozolol-treated rats, respectively.
Conversely, the substantial rise in the paired testicular weight
and relative testicular in the EEAM control and Avodart-
induced rats treated with varying doses of EEAM compared
to the Avodart control are attributed to the therapeutic effects
of EEAM against Avodart toxicity on the testes. These rise in
the paired testicular weight and relative testicular in the
EEAM-treated rats showed that EEAM administration
prevented the shrinking of testes associated with impaired
testicular functions. The effect of EEAM on the testes aligns
with Ikpeme et al, that increase in the spermatozoa
concentration and sperm motility are associated with
increased testes weight [35]. The Avodart-induced rats with
relatively normal paired testes weight and relative testicular
had improved sperm quality parameters and better sperm

morphology together with substantial testosterone, LH and

le fertility potentials

FSH, which indicated improved fertility potentials in the

EEAM rats compared to the Avodart control in line with
Colpi et al. [36].

The normal testicular histomorphology of the EEAM
control with unaltered spermatogenic activity similar to the
normal control showed that EEAM does not adversely affect
the testes and testicular functions. However, the normal
testicular histo-architecture of the Avodart control with a
substantial decline in spermatogenic activity and lack of
mature spermatocytes in the lumen of some seminiferous
tubules indicated that the Avodart control rats had impaired
testicular  functions. The massive decline in the
spermatogenic activity and absence of mature spermatocytes
in most of the lumen in seminiferous tubules of the Avodart
control is in line with the finding of Mutalip et al. [37]. The
low spermatogenic activity and lack of mature spermatocytes
in the lumen of some seminiferous tubules could be
responsible for the low spermatozoa mass motility, decreased
spermatozoa concentration, low spermatozoa live proportion
and increased spermatozoa abnormality in the Avodart
control and might increase the risk of infertility.
Furthermore, the normal testicular histo-architecture
observed in the Avodart-induced rats treated with 500 and
1000 mg/kg EEAM, respectively, with a mild reduction in the
spermatogenic activity compared to the Avodart control
showed restoration of the testicular functions. The effect of
EEAM on the testicular functions suggests that EEAM
administration could not completely restore the testicular
functions and might have contributed to a slight reduction in
the sperm quality and sperm morphological changes
observed in the EEAM-treated rats relative to the normal

control and agree with the findings of Mutalip et al. [37].

Conclusion

The findings of this study indicated that treatment of
Avodart-induced rats with EEAM significantly restored the
altered sperm quality, sperm morphology, paired testicular
weight, relative testicular weight, serum testosterone,
luteinising hormone, and follicle-stimulating hormonal levels
to normal. The EEAM administration also improved
testicular functions and testicular histo-architecture, and
these findings further suggest that EEAM administration

could improve fertility potential.
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Recommendations

Adequate intake of Aju Mbaise improve semen and sperm
quality.

Aju Mbaise prevents alterations of the androgen levels
and testicular functions males.

Use of Avodart for treatment purposes should be
discouraged in males of reproductive age except where the

gains outweigh the adverse effect.

List of abbreviations

EEAM = ethanol extract of Aju Mbaise; LH = luteinising
hormone; FSH = follicle stimulating hormone; ST =
seminiferous tubules; TI = Testicular interstitium; DST =

decreased spermatogenic activity in the seminiferous tubules.
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