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Abstract
Objective: Epididymo-orchitis (EO) potentially results in reduced fertility in up to 60% 
of affected patients. The anti-inflammatory effects of Korean red ginseng (KRG) and its 
ability to act as an immunoenhancer in parallel with the beneficial effects of this ancient 
herbal medicine on the reproductive systems of animals and humans led us to evaluate its 
protective effects against acute EO.            

Materials and Methods: This animal experimental study was conducted in the Depart-
ment of Anatomical Sciences, Faculty of Medicine, Zanjan University of Medical Sciences 
(ZUMS), Zanjan, Iran during 2013-2015. We divided 50 Wistar rats into five following 
groups (n=10 per group): i. Control-intact animals, ii. Vehicle-phosphate buffered saline 
(PBS) injection into the vas deferens, iii. KRG-an intraperitoneal (IP) injection of KRG, iv. 
EO-an injection of uropathogenic Escherichia coli (UPEC) strain M39 into the vas defer-
ens, and v. EO/ KRG-injections of both UPEC strain M39 and KRG. The treatment lasted 
seven days. We then evaluated sperm parameters, number of germ cell layers, Johnson’s 
criteria, germ cell apoptosis, body weight and relative sex organs weight.   
Results: Acute EO increased the relative weight of prostate and seminal vesicles (P≤0.05). 
It also reduced sperm quality such as total motility, sperm concentration (P≤0.01), and the 
percentage of normal sperm (P≤0.001). Moreover, acute EO decreased Miller’s (P≤0.05) 
and Johnsen’s scores and increased apoptotic indexes of spermatogenic cells (P≤0.001). 
KRG treatment decreased prostate weight gain (P≤0.05) and improved the percentage of 
sperm with normal morphology, total motility (P≤0.01), and progressive motility (P≤0.05). 
The apoptotic indexes of spermatogenic cells reduced (P≤0.001), whereas both John-
sen’s (P≤0.01) and Miller’s criteria increased in the KRG-treated EO testis (P≤0.05).                       
Conclusion: Consequently, KRG ameliorated the devastating effects of EO on the sperm 
retrieved from either epididymis or testicle in rats.      
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Introduction
An urogenital tract infection (UTI) in men 

is caused by uropathogenic Escherichia coli 
(UPEC) that is also known as one of the most 
common causes of epididymo-orchitis (EO) 
(1, 2). EO caused by either sexual transited 
pathogen (3) or UTI (4) negatively affects fer-
tility (2, 5). Acute epididymitis can result in 
azoospermia by bilateral ductal obstruction  
or destruction of the seminiferous tubules (6). 
Moreover, it can lead to recurrent oligoasthe-
noteratozoospermia through defective sper-
matogenesis of inflamed testis in up to 60% of 
patients (7, 8). Although antibiotic treatments 
are considered as a standard therapy in acute 
bacterial EO (9), successful elimination of in-
vading pathogens does not necessarily mean 
that fertility can be fully reversible (8, 10, 11). 
Apart from the possibility that viable bacteri-
um inside the epididymis or prostate tissue may 
sustain chronic inflammation; there is a second 
hypothesis of a pathogenic pathway for persis-
tent chronic inflammation of the epididymis as 
a nonbacterial process after eradication of the 
causative agent. Furthermore, even after oblit-
eration of the invading pathogen by the host 
immune system within the testis, impairment 
of spermatogenesis remains irreversible (12).

Ginseng [Korean red ginseng (KRG)] is used 
as a medicine in East Asia countries. Ginseno-
sides (triterpene saponins) are the major active 
ingredients of ginseng (5, 13). Ginseng is a 
powerful antioxidant with an extensive range 
of functions (14-17) including induction of 
spermatogenesis and activation of either glial 
cell line-derived neurotrophic factor (GDNF) 
(18) or cyclic adenosine 3´, 5´-monophos-
phate (cAMP)-responsive element modulator 
(CREM) (19) in rat testes. Anti-aging effects of 
ginseng on testes function have also been docu-
mented (20). It is well established that ginseng 
exhibits a therapeutic capacity against toxic ef-
fects of environmental contaminants (21, 22) 
and chemotherapeutic drugs by protecting tes-
ticular function and improving sperm quality in 
the animal (23, 24). Different studies conduct-
ed on  animal models have found that ginseno-
sides, major active ingredients of ginseng, in-

crease luteinizing hormone (LH) secretion (25), 
enhance sperm motility, as well as promote 
sperm progression (26), capacitation and acro-
some reaction (27). Clinically, KRG enhances 
sexual functions (28), such as libido and mating 
performance (29, 30). Clinical trials have also 
confirmed that ginseng extract facilitates erec-
tile dysfunction (ED) (31, 32), improves sperm 
progressive motility, as well as  increases the 
levels of spermatozoa, plasma total, free testos-
terone, dihydrotestosterone, follicle-stimulating 
hormone (FSH), and LH (33, 34) in fertile and as-
thenozoospermic men (24, 35). 

In general, common inflammatory reactions in 
epididymis and/or testis lead to significant dam-
age to testicular function and loss of spermato-
genesis (36). The testicular immune response 
is, therefore, rendered ineffective against UPEC 
(37). The anti-inflammatory effects of KRG and 
its ability to act as an immune-enhancer (15, 38, 
39) in parallel with the mentioned beneficial 
effects of this ancient herbal medicine on the 
reproductive systems of animals and humans 
led us to evaluate its protective effects against 
acute EO.

Materials and Methods
This animal experimental study was conduct-

ed in the Department of Anatomical Sciences, 
Faculty of Medicine, Zanjan University of 
Medical Sciences (ZUMS), Zanjan, Iran, dur-
ing 2013-2015. 

Animals 

Healthy adult male Wistar rats (250-280 g) were 
purchased from Pasture Institute, Tehran, Iran. An-
imals were kept on a 12-hour light-dark cycle at 23 
± 2˚C and fed with standard pellets and water ad 
libitum. All animal experiments were conducted in 
accordance with national guidelines and protocols, 
approved by the Institutional Animal Ethics Com-
mittee (IAEC No.03/028/07). All experimental 
protocols were approved by the Ethics Committee 
of ZUMS.

Treatments

Following one-week acclimatization, we divided 
50 adult rats into following five groups (n=10 per 
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group): i. Control-intact animals receiving no treat-
ment or surgery, ii. Vehicle-animals undergoing 
surgery and receiving an injection of normal sa-
line, iii. KRG- animals undergoing no surgery and 
receiving an intraperitoneal (IP) injection of KRG 
(15 mg/kg/daily) for seven days, iv. EO-animals 
undergoing surgery and receiving an injection of 
UPEC strain M39, and v. EO/ KRG-animals un-
dergoing  surgery and receiving injections of both 
UPEC strain M39 and KRG (15 mg/kg/daily) for 
seven days. The dosage was based on the Office of 
Monopoly, Republic of Korea (ROK)’s prescrip-
tion, and the method of Hess et al. (40) sub-acute 
toxicity study. It has showed that IP injection of 
Ginseng 15 mg/kg daily has no toxic effects on 
different organs of rats. Seven-day therapy was se-
lected based on the study of Lu (41). 

Proliferation of the bacterial strain  

UPEC strain M39 was isolated from the urine 
of a male child who was less than 5 years old, ex-
perienced UTI and was resident of Tehran, Iran. 
According to a standard laboratory protocol, the 
hemolytic (Hly) strains were isolated, cultured and 
proliferated overnight on Columbia blood agar 
plates (Merck, Germany). Chloramphenicol (Sig-
ma, USA, 20 μg/ml) was then added as a supple-
ment to the lysogeny broth (LB, Merck, Germany) 
medium.  LB medium was applied to culture the 
fresh cells in a shaking incubator at 37˚C, for the 
early exponential phase of growth [optical density 
(OD) 600=0.5~1.0]. The concentration of viable 
bacteria was calculated by the standard growth 
curves. The bacteria (2×109 cfu) were then centri-
fuged at 4500 g for 8 minutes at room temperature. 
The pellet was washed with phosphate buffered sa-
line (PBS, Merck, Germany) and resuspended in 
10 ml saline. For in vivo experiments, the bacterial 
suspension was diluted by sterile saline to 5×105 

cfu in 50 μl (OD600=0.06). A pilot study was per-
formed with different concentrations (OD600=0.2, 
0.1, 0.08, 0.06, and 0.04) of bacterial suspensions 
in order to determine the ideal concentration that 
could generate a rat model of EO. The ideal con-
centration under our laboratory conditions was 
OD600=0.06 (42).

Bacterial-induced experimental epididymo-orchitis   

Briefly, male rats were anesthetized by IP injec-
tion of ketamine (45 mg ⁄kg) and xylazine (35 mg ⁄kg) 

mixture (Ciron Drugs & Pharmaceuticals Pvt Ltd, 
India). The testis, epididymis and vas deferens 
were exposed by a scrotal incision. A total of 50 
μl of UPEC strain M39 suspension (approximately 
5×105 bacteria) was injected into the vas deferens 
of each side by a 30-gauge needle. The vas defer-
ens from each testicle was clamped at the injection 
site to prevent spread of the infection. Vas defer-
ens dilation with a transparent cauda epididymis 
that showed no fluid leakage from the injection site 
was assumed as a successful injection procedure. 
After surgery, the animals were kept under stand-
ard conditions and in individual cages until sac-
rificed with an overdose of isoflurane (Gurgaon, 
India) (42, 43).

Uropathogenic Escherichia coli detection in the 
testis

Testicles from either infected or uninfected rats 
were homogenized in 10 ml sterile PBS with a 
sterile glass potter. A total of 100 μl of each ho-
mogenized testis was streaked on an agar plate and 
incubated at 37˚C overnight. Bacterial colonies 
were checked the next morning under translucent 
light (42).

Ginseng preparation

A batch of KRG was purchased from an herbal 
drugstore, Tehran, Iran, and ground into a dried 
powder. The prepared powder (30 g) was mixed 
with 600 ml ethanol (Merck, Germany, 50%). The 
herbal mixture was boiled continuously to reach 
half of the original volume, after which the sus-
pension was centrifuged at 10000 g for 30 min-
utes. The supernatant was collected and dried in 
a SpeedVac System (Freeze Dryer alpha 1-2/ LD 
plus, Martin Christ, Germany). The dried extract 
was mixed with sterile PBS to make a stock of 100 
mg extract/ml. A 0.2-µ filter (Millipore, USA) was 
used for sterilizing the extract solution (44, 45).

Body weight and reproductive organs weight

Animals were anesthetized with an IP injection 
of a ketamine (45 mg ⁄kg) and xylazine (35 mg ⁄kg) 
mixture. The final body weights were measured. 
One side of the testicle was randomly dissected 
and weighed. After homogenizing the dissected 
testicle, 100 mg of the homogenized tissue was 
transferred into 1 ml PBS and stored at -20˚C. This 



CELL JOURNAL(Yakhteh), Vol 18, No 3, Oct-Dec (Autumn) 2016 449

Eskandari et al.

tissue was used to perform an enzyme-linked 
immunosorbent assay (ELISA, Thermo Fisher 
Scientific Inc., USA) to determine the tumor 
necrosis factor-alpha (TNF-α) concentration. 
The other testicle and remainder of the sex or-
gans (epididymis, seminal vesicles and ventral 
prostate) were dissected out and weighed. The 
body weight gain during the experiment was 
calculated by subtracting the final body weight 
from the initial weight. The relative weights of 
the reproductive organs were also measured. 
Testicular tissues were fixed in 10% buffered 
formaldehyde solution and embedded in paraf-
fin wax. The sections, 5 µm each, were cut and 
prepared for staining with a terminal deoxynu-
cleotidyl transferase dUTP nick end labeling 
(TUNEL) assay kit (Roche, Germany) for de-
tecting germ cells apoptosis.

Sperm characteristics

Epididymal sperm were collected by dissecting 
the caudal part of the epididymis on both sides. 
Sperm were separated from epididymal tubules 
by chopping the caudal part of the epididymis 
in 5 ml of Hams F10 solution (Sigma-Aldrich, 
USA). The solution was incubated for 5 minutes 
at 37˚C. After pipetting, one drop of sperm suse-
pension was placed on a microscope slide and 
cover slipped. At least ten microscopic fields 
were observed at ×400 magnification, while in 
situ motility, progressive motility and immotile 
sperm were expressed as a percentage of the to-
tal sperm count according to Shokri et al. (46). 
After evaluating the sperm motility, a prepared 
slide was evaluated for abnormal sperm in at 
least ten fields at ×400 magnification. Sperm 
that lacked tails, as well as those with morpho-
logically abnormal heads and tails were count-
ed. The abnormal sperm was expressed as a per-
centage of total counted sperm. The epididymal 
sperm counts were obtained using the method 
described by Shokri et al. (46). Briefly, the sus-
pension was diluted with saline that contained 
0.5% formalin, after which it was placed on an 
erythrocytometer (Neubauer type, Hausser Sci-
entific, USA) and examined under a light micro-
scope (Olympus, Japan) to determine the sperm 
count (47).

Evaluation of spermatogenesis by Johnsen’s 
and Miller’s scores

We categorized spermatogenesis by measuring 
the number of germinal cell layers and Johnsen’s 
score (as a score of 1-10) in the testes. Briefly, the 
number of germinal epithelial layers was counted 
in ten seminiferous tubules as described by Miller 
et al. (47). The scores were according to the pres-
ence or absence of the main cell types arranged in 
the order of maturity.

Germ cell apoptosis by TUNEL kit

Germ cell apoptosis was evaluated by termi-
nal deoxynucleotidyl transferase (TdT) enzyme 
mediated by TUNEL assay kit (Roche, Germa-
ny) according to the manufacturer’s instruction.  
Briefly, the 5-μm thick paraffin-embedded sec-
tions were microwave-pretreated in 10 mM cit-
rate buffer (pH=6.0, Merck, Germany) for 10 
minutes. Sections were incubated with blocking 
solution (3% H2O2 in methanol, Merck, Germa-
ny) for 10 minutes and then washed with PBS. 
The specimens were incubated with TUNEL re-
action mixture (TdT and nucleotide mixtures in 
reaction buffer) at 37˚C for 60 minutes. Finally, 
the slides were stained with converter- peroxi-
dase (POD, Roche, Germany, anti-fluorescein 
antibody, Fab fragment from sheep, conjugated 
with horse-radish POD) for 30 minutes.  At the 
last stage, the 3, 3-diaminobenzidine (DAB) 
substrate (Roche, Germany) was applied to de-
velop a brownish stain in fragmented nuclear 
chromatin of the apoptotic cells. Number of 
apoptotic cells was counted by a light micro-
scope (Olympus, Japan) at ×400 magnification. 
From each testis, a minimum of 10 sections 
were selected for quantification. And, in each 
section, 10 randomly selected seminiferous 
tubules were quantified. Therefore, apoptotic 
cells were counted for at least 100 seminiferous 
tubules in each tissue. Brownish nuclear stain-
ing was considered as a positive apoptotic cells. 
Two following apoptotic indices were used for 
evaluation: i. Apoptotic index-1 (AI-1) defined 
as the number of TUNEL-positive apoptotic 
cells per 100 tubules and ii. . Apoptotic index-2 
(AI-2) defined as the number of tubules con-
taining TUNEL-positive apoptotic cells per 100 
tubules (47).



          CELL JOURNAL(Yakhteh), Vol 18, No 3, Oct-Dec (Autumn) 2016 450

Ginseng Ef fect on The Epididymo-Orchitis

Immunoassay of tumor necrosis factor alpha

A commercial rat TNF-α ELISA kit (CUSABIO, 
China) was used to quantify TNF-content in the 
testis tissue. Samples were measured in dupli-
cate. The minimum detectable concentration of 
rat TNF-α was <1.56 pg/ml. All procedures were 
performed according to the manufacturer’s in-
structions.

Statistical analysis

Data were expressed as mean ± SE.  The one-
way analysis of variance (ANOVA) test was ap-
plied to clarify significant differences among 
groups. When a significant effect was found, the 
Tukey’s test was performed. All analyses were 
performed using the Statistical Package for the 
Social Sciences (SPSS, SPSS Inc., USA) ver-
sion 16.  The statistical significance level was 
set at P≤0.05.

Results
Invasion and localization of Uropathogenic 
Escherichia coli inside testis

Initially, all infected animals developed clinical 
symptoms of acute epididymitis in the scrotum. 
Inflammation ranged from a mildly edematous 
scrotum to severe enlargement and erythema of 
the scrotal wall. Figure 1 shows the presence and 
localization of UPEC in the testis. Testicular ho-
mogenates with sterile PBS injected (Plate A) and 
UPEC infected rats (Plate B) were streaked on agar 
plates (without antibiotic) and kept at 37˚C overs-
night. Colonies were counted under translucent 
light. In plate B, the upper third of the plate was 
related to the UPEC strain C69. The lower third 
of the same plate in the right side was related to 
the UPEC strain M39 and lower third of the plate 
in the left side was related to the bacteria UPEC 
strain C69. In this study, we selected UPEC strain 
M39 due to the strong intensity. 

Fig.1: UPEC detection in the testis using an agar plate. A. Testicular homogenates from sterile PBS injected and B. UPEC infected rats were 
streaked on agar plates without antibiotics and kept at 37˚C overnight. Colonies were counted under translucent light. In plate B, the up-
per third of the plate was related to the bacteria UPEC strain C69. The lower third of the same plate in the right side was related to the 
bacteria UPEC strain M39, and lower third of the plate in the left side is related to the bacteria UPEC strain C69. In this study, we selected 
UPEC strain M39. UPEC; Uropathogenic Escherichia coli and PBS; Phosphate buffered saline.

A B
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Body weight and sex organs weight

The relative weight of sex organs were compared 
among groups (Table 1). We observed no significant 
difference regarding to the relative weights of sex or-
gans in the KRG and vehicle groups as compared to 
the control group. There was a significant increase in 
the relative weight of the prostate [0.63 ± 0.21 (EO 
group) vs. 0.17 ± 0.02 (control group), P≤0.05], left 
seminal vesicle [0.15 ± 0.03 (EO group) vs. 0.06 ± 
0.0 (control group), P≤0.01] and right seminal vesi-
cle [0.13 ± 0.0 (EO group) vs. 0.06 ± 0.01 (control 
group), P≤0.05] of EO animals as compared to the 
control group. Fluctuations in body weight were not 
significantly different between the control group with 
both vehicle and KRG groups. EO induction caused a 
significant reduction in body weight that was defined 
as a negative weight loss in EO group (-36.66 ± 19.22 
g) as compared to a positive weight gain of control 
group (10 ± 2.88 g, P≤0.01). 

Sperm parameters

The effect of ginseng treatment on the sperm pa-
rameters are shown in Table 2. Although the vehicle 
group showed no significant difference in the percent-
age of normal sperm, there was a significant reduc-
tion (2.00 ± 0.35) in sperm count as compared to the 
control group (3.29 ± 0.00, P≤0.05). We observed no 
significant differences in terms of the sperm count and 
percentage of normal sperm between the KRG and 
control groups (Table 2).  Interestingly, in EO group, 
EO resulted in a significant reduction in sperm count 
(0.43 ± 0.11) and the percentage of normal sperm 
(53.27 ± 5.97) as compared to the relative values (2.00 
± 0.35, P≤0.01 and 90.18 ± 1.42, P≤0.01, respective-
ly) of vehicle group. Although ginseng administration 
did not prevent reduced sperm count in EO animals, 
it insignificantly increased the sperm count from 0.43 
± 0.11 in the EO group to 1.78 ± 0.33 in the EO/KRG 
group (P≤0.01). Ginseng significantly increased the 
percentage of sperm with normal morphology in the 
EO/KRG group (79.93 ± 2.90) as compared to the 
EO group (53.27 ± 5.97, P≤0.001). According to Ta-
ble 2, there was no significant difference regarding 
the percentage of sperm progressive motility between 
the vehicle and control animals. On the other hand, 
there was a significant reduction in the percentage of 
total motility in the vehicle (58.26 ± 3.87) group as 
compared to the control group (77.66 ± 6.40, P≤0.05).  
Interestingly, ginseng administration to intact animals 
significantly increased the percentage of sperm pro-
gressive motility (36.98 ± 6.52) as compared to the 
control group (16.20 ± 1.23, P≤0.05). There was no 

significant fluctuation in the percentage of total mo-
tility in the KRG group. The percentage of total mo-
tility parameter was significantly reduced in the EO 
group (24.19 ± 9.54) as compared to the vehicle group 
(58.14 ± 3.87, P≤0.01). Ginseng administration to the 
EO animals caused a significant increase in the per-
centage of total motility parameter in the EO-KRG 
group (62.77 ± 4.36) as compared to the EO group 
(24.19 ± 9.54, P≤0.01). The same pattern of increase 
was observed in the percentage of sperm progressive 
motility of EO/KRG group (27.77 ± 1.53) as com-
pared to the EO group (7.67 ± 2.23, P≤0.05).

Bacterial agglutination of sperm

Figure 2 shows that E-coli caused agglutination 
by attaching to human spermatozoa.

Germ cells apoptosis

Descriptive representation of TUNEL positive cells 
in the testis of experimental groups is shown in Fig-
ures 3 and 4. There were no significant differences in 
the AI-1 and AI-2 of both vehicle and KRG groups 
as compared to the control group. Ginseng treatment 
significantly decreased the number of TUNEL posi-
tive cells in the EO/KRG group as compared to the 
untreated infected animals [89.22 ± 3.71 (AI-1 in EO 
group) vs. 47.84 ± 0.96 (AI-1 in EO/KRG group), 
P≤0.001). AI-2, the number of TUNEL positive tu-
bules, reduced significantly in the EO/KRG group 
(25.34 ± 0.46) as compared to the untreated EO ani-
mals (47.36 ± 1.11, P≤0.001).

Johnsen’s and Miller’s scores

According to Table 3, Johnsen’s score significantly 
decreased in the EO animals (6.95 ± 0.34, P≤0.001) 
as compared to the vehicle animals (9.3 ± 0.2). Con-
comitantly, Miller’s score showed that the average 
thickness of seminiferous layers in the EO group 
(3.04 ± 0.09) was significantly lower as compared to 
the vehicle group (P≤0.05). EO/KRG animals caused 
a significant increase in both Johnsen’s (P≤0.01) and 
Miller’s (P≤0.05) criteria. There were no significant 
differences in either the Miller’s or Johnsen’s criteria 
in the vehicle and KRG groups as compared to the 
control group. 

Tumor necrosis factor alpha concentration 

TNF-α concentration did not significantly fluctu-
ate in the experimental groups (Table 4). 
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Table 1: Effects of EO and ginseng treatment on body weight and sex organs weight

Weight

Groups

Relative 
right testis 
weight (%)

Relative left 
testis weight 
(%)

Relative right 
epididymis 
weight (%)

Relative left 
epididymis 
weight (%)

Relative 
right seminal 
vesicle weight 
(%)

Relative 
left seminal 
vesicle 
weight (%)

Relative 
ventral 
prostate 
weight (%)

Weight 
 gain (g)

Control 0.47 ± 0.02 0.48 ± 0.01 0.16 ± 0.0 0.20 ± 0.02 0.06 ± 0.01 0.06 ± 0.0 0.17 ± 0.02 10 ± 2.88

Vehicle 0.46 ± 0.00 0.45 ± 0.03 0.11 ± 0.01 0.11 ± 0.01 0.09 ± 0.0 0.09 ± 0.01 0.20 ± 0.01 6.66 ± 1.66

KRG 0.51 ± 0.01 0.51 ± 0.01 0.20 ± 0.01 0.19 ± 0.0 0.08 ± 0.01 0.07 ± 0.0 0.23 ± 0.0 -6.66 ± 1.66

EO 0.50 ± 0.01 0.52 ± 0.04 0.15 ± 0.03 0.13 ± 0.02 0.13 ± 0.01 0.15 ± 0.032 0.63 ± 0.211 -36.66 ± 19.222

EO/KRG 0.49 ± 0.05 0.50 ± 0.04 0.13 ± 0.01 0.13 ± 0.01 0.14 ± 0.02 0.13 ± 0.03 0.26 ± 0.031 -15  ± 2.88

Each value represents mean ± SE. The vehicle and KPG groups were compared to the control group. The EO group was compared to 
the vehicle group. The EO/KRG group was compared to the EO group. KRG; Korean red ginseng, EO; Epididymo-orchitis, 1; P≤0.05, 
and 2; P≤0.01.

Table 2: Effect of EO and ginseng treatment on sperm count, percentage of normal sperm and motility parameters

Groups

Parameters

Control Vehicle KRG EO EO/KRG

Sperm count (×106/ml) 3.29 ±  0.00 2.00 ±  0.351 3.68 ± 0.21 0.43 ± 0.112 1.78 ± 0.33

Normal sperm (%) 88.76 ± 0.03 90.18 ± 1.42 89.12 ± 1.20 53.27 ± 5.973 79.93 ± 2.903

Progressive motility (%) 22.89 ± 2.23 13.68 ± 2.42 36.84 ± 3.951 7.67 ± 2.23 27.77 ± 1.531

Total motility (%) 77.66  ±6.40 58.24 ± 3.871 73.51 ± 1.82 24.19 ± 9.542 62.77 ± 4.362

Each value represents mean ± SE. The vehicle and KPG groups were compared to the control group. The EO group was compared to the 
vehicle group. The EO/KRG group was compared to the EO group. KRG; Korean red ginseng, EO; Epididymo-orchitis, 1; P≤0.05, 2; P≤0.01 
and 3; P≤0.001. 

Fig.2: Multiple adhesions of Escherichia coli to spermatozoa (×40 magnification). 
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Fig.3: Representative analysis of germ cell apoptosis (TUNEL positive cells) in cross-sectioned testis of experimental groups. A. Control, B. 
Vehicle, C. KRG, D. EO/KRG, and E. EO groups (×40 magnification). Arrows indicate TUNEL positive cells. TUNEL; Terminal deoxynucleotidyl 
transferase dUTP nick end labeling, KRG; Korean red ginseng, and EO; Epididymo-orchitis.

Fig.4: The effect of EO and ginseng treatment on the rat testicular germ cell apoptosis. Histogram represents the number of apoptotic 
cells per 100 tubules (AI-1) and the number of tubules that have positive cells per 100 tubules (AI-2). *; P≤0.001, KRG; Korean red ginseng, 
EO; Epididymo-orchitis, AI-1; Apoptotic index-1, and AI-2; Apoptotic index-2.
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Table 3: Effect of EO and ginseng treatment according to Johnsen’s and Miller’ scores 

Johnsen’s scores Number of germ 
cell layers

Control 8.87 ± 0.36 4.28 ± 0.23

vehicle 9.3 ± 0.20 4.13 ± 0.20

KRG 9.3 ± 0.14 4.15 ± 0.32

EO 6.90 ± 0.343 2.84 ± 0.351

EO/KRG 8.44 ± 0.372 4.06 ± 0.151

Each value represents mean ± SE. The vehicle and KRG groups were compared to the control 
group. The EO group was compared to the vehicle group. The EO/KRG group was compared 
to the EO group. KRG; Korean red ginseng, EO; Epididymo-orchitis, 1; P≤0.05, 2; P≤0.01, and 3; 
P≤0.001.

Discussion
This study evaluated the ameliorating ef-

fect of a seven-day ginseng treatment on the 
acute EO. Ginseng decreased the weight gain 
of the prostate and improved the percentage of 
normal sperm morphology, total sperm motil-
ity and sperm progressive motility in the ani-
mals induced by EO. The reduction of apop-
totic indexes in the testis of ginseng treated 
EO rats was accompanied with an increase in 
both Johnsen’s and Miller’s criteria. Ginseng 
accepted as a modulator for body weight and 
sex organs weight. Although it has been shown 
that the saponin fraction of ginseng alleviates 
body weight loss in animals exposed to dioxin 
(24). In this study, a significant weight loss in 
EO animals in a seven-day treatment was not 
fully compensated by ginseng administration. 
Contrary to previous report (48), we observed 
no significant testicular weight loss in neither 
EO group nor KRG groups. Similarly,  Hwang 
et al. showed that KRG did not affect testicu-
lar weight in aged rats (49). In our study, the 
relative weight of prostate and seminal vesicles 
increased in the EO group. Ginseng decreased 

Table 4: Effect of EO and ginseng treatment on TNF-α concentration

Control Vehicle KRG EO EO/KPG

TNF-α concentration (pg/mL) 3.40 ± 1.05 2.77 ± 0.93 5.52 ± 0.93 4.83 ± 1.24 5.16 ± 0.98

Each value represents mean ± SE. TNF-α; Tumor necrosis factor alpha, EO; Epididymo-orchitis, and KRG; Korean red ginseng.

prostate weight gain in EO animals. The puta-
tive role of ginseng in reducing prostate weight 
has also been reported by Fahim et al. (45) in 
intact animals. Since epididymitis or prostatic 
tissue inflammation depends on bacterial and 
nonbacterial processes (11, 50, 51), more re-
search is needed to elucidate the probable anti-
inflammatory mechanism of ginseng with re-
gard to the weight gain of accessory sex organs 
in acute EO.

Previous clinical and experimental studies 
have outlined the deleterious effects of patho-
genic E-coli on spermatozoa parameters (48, 52, 
53). Furthermore, different studies have shown 
the deleterious effects of experimental bacterial 
EO in rats such as morphological alterations, 
decreased motility and count of retrieved sper-
matozoa from the caudal part of epididymis (48, 
54). E-coli have been shown to affect sperm 
morphology and motility parameters through 
different mechanisms. They can adhere to 
sperm cells and impair cellular integrity (52). 
Sperm immobilization factor (SIF) isolated 
from E-coli can also induce receptor-dependent 
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immobilization of sperm (55). The presence of 
leukocytes in infected males can trigger these 
bacteria to produce reactive oxygen species 
(ROS) which can, in turn, serve as an interme-
diate in subsequent peroxidation of lipids in the 
sperm membrane (54). Previously, it has been 
shown that KRG increased the number mature 
sperm cells, the motility and the morphology of 
epididymal sperm under different experimental 
conditions (24). Probably, the protective effect 
of KRG on the sperm parameters may attribute 
to its antioxidant effects, ROS scavenging, and 
enhancement of the anti-oxidative defense sys-
tem by attenuating free radical-induced damage 
caused by UPEC (28, 56).

In the present study, UPEC resulted in impair-
ment of spermatogenesis through a reduction in 
Miller’s and Johnsen’s scores, and an increase 
in the apoptotic indices. It has been well-defined 
that inoculation of E-coli into the vas deferens, 
as a recognizable acute EO model,  induces de-
generation of germinal epithelial cells, tubular 
atrophy, moderate inflammation, mild intersti-
tial fibrosis, subsequent testicular damage and 
DNA breakage of testicular germ cells in the 
seminiferous epithelium (48, 52-54). Oxidative 
stress and subsequent  apoptosis of spermatozoa 
by UPEC infection is due to both invasion of 
germ cells by bacteria and the  damage of  other 
somatic cells or  whole testicular milieu after 
bacteria elimination (42, 57). Our result showed 
that KRG improved Miller’s and Johnsen’s 
scores and apoptotic indices. The protective 
and anti- apoptotic effects of panax ginseng on 
the testicular germ cells have previously been 
reported in rats (21, 24) and rabbit testes (25) 
under different experimental conditions.

Apart from pivotal role of ginseng on sper-
matogenesis through increasing cAMP-respon-
sive element modulator, mRNA and protein 
expression, its effect as an antioxidant on oxi-
dative DNA and protein damages is attributed 
to its ability to elevate the levels of enzymatic 
and non-enzymatic antioxidants (43, 55-58) to 
reduce CYP1A1-mRNA in rat testes  (17, 21) 
and to inhibit release of cytochrome C from 
mitochondria (19). Despite pro-inflammatory 
cytokines (IL-1α, IL-6 and TNF-α) synthe-

sis in the infected epididymis and testis post 
UPEC incubation, immune response is inef-
fective against its persistent presence, and the 
inflammatory  cytokines are also unable to re-
lease due to presence of virulence factors such 
as alpha-hemolysin (HlyA) (57). Similarly, our 
data showed that the lack of fluctuation levels 
of TNF-α seven days post-E-coli inoculation is 
most likely attributed to active suppression of 
the responsible signaling cascade in cytokine 
production in the testis (37). Since developing 
subsequent chronic inflammation is regulated 
by effective activation  of other signaling path-
ways rather than viable bacteria (11), KRG may 
be postulated as a beneficial treatment due to its 
anti-inflammatory and immune-enhancer prop-
erties (38, 39). Nevertheless, other pro-inflam-
matory cytokines should be evaluated.

Conclusion

Our results indicated that KRG ameliorated the 
devastating effects of EO on sperm retrieved from 
either epididymis or testicle in rats. Consequently, 
KRG with anti-oxidative, anti-microbial, and anti-
apoptotic effects could probably be a beneficial 
adjuvant along with antibiotic treatment. Thus, we 
have begun a new project on the effects of KRG 
and antibiotics on EO. 

Acknowledgments

This study was supported by a grant from the 
Zanjan University of Medical Sciences (ZUMS). 
The authors thank Mr. Hossein Hamzehei for 
his assistance with the bacterial cultures and 
Professor Andreas Meinhardt (Department of 
Anatomy and Cell Biology, Justus Liebig Uni-
versity Giessen, Germany) for his great com-
ments in making EO model. The authors have 
no conflict of interest.

References
1. Johnson JR, Scheutz F, Ulleryd P, Kuskowski MA, 

O'Bryan TT, Sandberg T. Host-pathogen relationships 
among Escherichia coli isolates recovered from men 
with febrile urinary tract infection. Clin Infect Dis. 2005; 
40(6): 813-822. 

2. Pellati D, Mylonakis I, Bertoloni G, Fiore C, Andrisani A, 
Ambrosini G, et al. Genital tract infections and infertil-
ity. Eur J Obstet Gynecol Reprod Biol. 2008; 140(1): 
3-11.

3. Soto SM, Smithson A, Martinez JA, Horcajada JP, 



          CELL JOURNAL(Yakhteh), Vol 18, No 3, Oct-Dec (Autumn) 2016 456

Ginseng Ef fect on The Epididymo-Orchitis

Mensa J, Vila J. Biofilm formation in uropathogenic Es-
cherichia coli strains: relationship with prostatitis, uro-
virulence factors and antimicrobial resistance. J Urol. 
2007; 177(1): 365-368. 

4. Wiles TJ, Kulesus RR, Mulvey MA. Origins and virulence 
mechanisms of uropathogenic Escherichia coli. Exp Mol 
Pathol. 2008; 85(1): 11-19. 

5. Rusz A, Pilatz A, Wagenlehner F, Linn T, Diemer T, 
Schuppe HC, et al. Influence of urogenital infections and 
inflammation on semen quality and male fertility. World J 
Urol. 2012; 30(1): 23-30.  

6. Osegbe DN. Testicular function after unilateral bacterial 
epididymo-orchitis. Eur Urol. 1991; 19(3): 204-208. 

7. Weidner W, Krause W, Ludwig M. Relevance of male ac-
cessory gland infection for subsequent fertility with spe-
cial focus on prostatitis. Hum Reprod Update. 1999; 5(5): 
421-432. 

8. Schuppe HC, Meinhardt A, Allam JP, Bergmann M, Wei-
dner W, Haidl G. Chronic orchitis: a neglected cause of 
male infertility? Andrologia. 2008; 40(2): 84-91. 

9. Comhaire FH, Mahmoud AM, Depuydt CE, Zalata AA, 
Christophe AB. Mechanisms and effects of male genital 
tract infection on sperm quality and fertilizing potential: the 
andrologist’s viewpoint. Hum Reprod Update. 1999; 5(5): 
393-398.

10. Fijak M, Meinhardt A. The testis in immune privilege. Im-
munol Rev. 2006; 213: 66-81. 

11. Ludwig M, Johannes S, Bergmann M, Failing K, Schiefer 
HG, Weidner W. Experimental Escherichia coli epididymi-
tis in rats: a model to assess the outcome of antibiotic 
treatment. BJU Int. 2002; 90(9): 933-938. 

12. Nagaosa K, Nakashima C, Kishimoto A, Nakanishi Y. Im-
mune response to bacteria in seminiferous epithelium. 
Reproduction. 2009; 137(5): 879-888. 

13. Min JK, Kim JH, Cho YL, Maeng YS, Lee SJ, Pyun BJ, et 
al. 20(S)-Ginsenoside Rg3 prevents endothelial cell ap-
optosis via inhibition of a mitochondrial caspase pathway. 
Biochem Biophys Res Commun. 2006; 349(3): 987-994. 

14. Van Kampen J, Robertson H, Hagg T, Drobitch R. Neu-
roprotective actions of the ginseng extract G115 in two 
rodent models of Parkinson’s disease. Exp Neurol. 2003; 
184(1): 521-529. 

15. Loo WT, Cheung MN, Chow LW. The inhibitory effect of a 
herbal formula comprising ginseng and carthamus tincto-
rius on breast cancer. Life Sci. 2004; 76(2): 191-200. 

16. Khalil WK, Ahmed KA, Park MH, Kim YT, Park HH, Abdel-
Wahhab MA. The inhibitory effects of garlic and Panax 
ginseng extract standardized with ginsenoside Rg3 on 
the genotoxicity, biochemical, and histological changes 
induced by ethylenediaminetetraacetic acid in male rats. 
Arch Toxicol. 2008; 82(3): 183-195. 

17. Kang KS, Kim HY, Pyo JS, Yokozawa T. Increase in the 
free radical scavenging activity of ginseng by heat-pro-
cessing. Biol Pharm Bull. 2006; 29(4): 750-754. 

18. Yang WM, Park SY, Kim HM, Park EH, Park SK, Chang 
MS. Effects of Panax ginseng on glial cell-derived neuro-
trophic factor (GDNF) expression and spermatogenesis in 
rats. Phytother Res. 2011; 25(2): 308-311. 

19. Park WS, Shin DY, Kim do R, Yang WM, Chang MS, Park 
SK, et al. Korean ginseng induces spermatogenesis in 
rats through the activation of cAMP-responsive element 
modulator (CREM). Fertil Steril. 2007; 88(4): 1000-1002.

20. Kim IH, Kim SK, Kim EH, Kim SW, Sohn SH, Lee SC, et 
al. Korean Red Ginseng Up-regulates C21-Steroid Hor-
mone Metabolism via Cyp11a1 Gene in Senescent Rat 
Testes. J Ginseng Res. 2011; 35(3): 272-282. 

21. Lee JH, Sul D, Oh E, Jung WW, Hwang KW, Hwang TS, 
et al. Panax ginseng effects on DNA damage, CYP1A1 

expression and histopathological changes in testes of 
rats exposed to 2,3,7,8-tetrachlorodibenzo-p-dioxin. Food 
Chem Toxicol. 2007; 45(11): 2237-2244. 

22. Park WH, Chang MS, Yang WM, Bae H, Kim NI, Park 
SK. Cytoprotective effect of Panax ginseng on gallic acid-
induced toxicity in TM3 mouse Leydig cells. Fitoterapia. 
2007; 78(7-8): 577-579.

23. Hwang SY, Kim WJ, Wee JJ, Choi JS, Kim SK. Panax gin-
seng improves survival and sperm quality in guinea pigs 
exposed to 2,3,7,8-tetrachlorodibenzo- p-dioxin. BJU Int. 
2004; 94(4): 663-668. 

24. Park JS, Hwang SY, Lee WS, Yu KW, Paek KY, Hwang 
BY, et al. The therapeutic effect of tissue cultured root of 
wild Panax ginseng C.A. Mayer on spermatogenetic disor-
der. Arch Pharm Res. 2006; 29(9): 800-807.

25. Tsai SC, Chiao YC, Lu CC, Wang PS. Stimulation of the 
secretion of luteinizing hormone by ginsenoside-Rb1 in 
male rats. Chin J Physiol. 2003; 46(1): 1-7. 

26. Chen JC, Chen LD, Tsauer W, Tsai CC, Chen BC, Chen 
YJ. Effects of Ginsenoside Rb2 and Rc on inferior human 
sperm motility in vitro. Am J Chin Med. 2001; 29(1): 155-
160. 

27. Zhang H, Zhou Q, Li X, Zhao W, Wang Y, Liu H, et al. Gin-
senoside Re promotes human sperm capacitation through 
nitric oxide-dependent pathway. Mol Reprod Dev. 2007; 
74(4): 497-501. 

28. Jang DJ, Lee MS, Shin BC, Lee YC, Ernst E. Red ginseng 
for treating erectile dysfunction: a systematic review. Br J 
Clin Pharmacol. 2008; 66(4): 444-450. 

29. Hong B, Ji YH, Hong JH, Nam KY, Ahn TY. A double-blind 
crossover study evaluating the efficacy of korean red gin-
seng in patients with erectile dysfunction: a preliminary 
report. J Urol. 2002; 168(5): 2070-2073. 

30. Murphy LL, Lee TJ. Ginseng, sex behavior, and nitric ox-
ide. Ann N Y Acad Sci. 2002; 962: 372-377. 

31. Choi HK, Seong DH, Rha KH. Clinical efficacy of Korean 
red ginseng for erectile dysfunction. Int J Impot Res. 1995; 
7(3): 181-186. 

32. Kim SD, Kim YJ, Huh JS, Kim SW, Sohn DW. Improve-
ment of erectile function by Korean red ginseng (Panax 
ginseng) in a male rat model of metabolic syndrome. 
Asian J Androl. 2013; 15(3): 395-399. 

33. Salvati G, Genovesi G, Marcellini L, Paolini P, De Nuccio 
I, Pepe M, et al. Effects of Panax Ginseng C.A. Meyer 
saponins on male fertility. Panminerva Med. 1996; 38(4): 
249-54. 

34. Kang J, Lee Y, No K, Jung E, Sung J, Kim Y, et al. Ginseng 
intestinal metabolite-I (GIM-I) reduces doxorubicin toxicity 
in the mouse testis. Reprod Toxicol. 2002; 16(3): 291-298. 

35. Zhang H, Zhou QM, Li XD, Xie Y, Duan X, Min FL, et al. 
Ginsenoside R(e) increases fertile and asthenozoosper-
mic infertile human sperm motility by induction of nitric 
oxide synthase. Arch Pharm Res. 2006; 29(2): 145-151. 

36. Schuppe HC, Meinhardt A. Immune privilege and inflam-
mation of the testis. Chem Immunol Allergy. 2005; 88: 
1-14. 

37. Bhushan S, Tchatalbachev S, Klug J, Fijak M, Pineau C, 
Chakraborty T, et al. Uropathogenic Escherichia coli block 
MyD88-dependent and activate MyD88-independent 
signaling pathways in rat testicular cells. J Immunol. 2008; 
180(8): 5537-5547. 

38. Du XF, Jiang CZ, Wu CF, Won EK, Choung SY. Synergistic  
immunostimulating activity of pidotimod and red ginseng 
acidic polysaccharide against cyclophosphamide-induced 
immunosuppression. Arch Pharm Res. 2008; 31(9): 1153-
1159. 

39. Gao H, Wang F, Lien EJ, Trousdale MD. Immunostimu-
lating polysaccharides from Panax notoginseng. Pharm 



CELL JOURNAL(Yakhteh), Vol 18, No 3, Oct-Dec (Autumn) 2016 457

Eskandari et al.

Res. 1996; 13(8): 1196-1200.  
40. Hess FG Jr, Parent RA, Stevens KR, Cox GE, Becci PJ. 

Effects of subchronic feeding of ginseng extract G115 in 
beagle dogs. Food Chem Toxicol. 1983; 21(1): 95-97.

41. Lu Y. Uropathogenic Escherichia coli (UPEC) cause im-
pairment of spermatogenesis by inducing programmed 
necrosis. Presented for the Ph.D., Giessen. Justus Liebig 
University. 2011.

42. Vieler E, Jantos C, Schmidts HL, Weidner W, Schiefer 
HG. Comparative efficacies of ofloxacin, cefotaxime, and 
doxycycline for treatment of experimental epididymitis due 
to Escherichia coli in rats. Antimicrob Agents Chemother. 
1993; 37(4): 846-850. 

43. Liou CJ, Li ML, Tseng J. Intraperitoneal injection of ginseng 
extract enhances both immunoglobulin and cytokine pro-
duction in mice. Am J Chin Med. 2004; 32(1): 75-88.

44. Becker LC, Bergfeld WF, Belsito DV, Hill RA, Klaassen 
CD, Liebler DC, et al. Safety assessment of Panax spp 
root-derived ingredients as used in cosmetics. Int J Toxi-
col. 2015; 34(3 Suppl): 5S-42S.

45. Fahim MS, Fahim Z, Harman JM, Clevenger TE, Mullins 
W, Hafez ES. Effect of Panax ginseng on testosterone level 
and prostate in male rats. Arch Androl. 1982; 8(4): 261-263.

46. Shokri S, Aitken RJ, Abdolvahhabi M, Abolhasani F, Gha-
semi FM, Kashani I, et al. Exercise and supraphysiologi-
cal dose of nandrolone decanoate increase apoptosis in 
spermatogenic cells. Basic Clin Pharmacol Toxicol. 2010; 
106(4): 324-330.

47. Miller DC, Peron SE, Keck RW, Kropp KA. Effects of hy-
pothermia on testicular ischemia. J Urol. 1990; 143(5): 
1046-1048.

48. Demir A, Turker P, Onol FF, Sirvanci S, Findik A, Tar-
can T. Effect of experimentally induced Escherichia coli 
epididymo-orchitis and ciprofloxacin treatment on rat 
spermatogenesis. Int J Urol. 2007; 14(3): 268-272. 

49. Hwang SY, Sohn SH, Wee JJ, Yang JB,  Kyung JS, Kwak 

YS , et al. Panax ginseng improves senile testicular func-
tion in rats. J Ginseng Res. 2010; 34(4): 327-335. 

50. Tanaka K, Fujisawa M, Arakawa S, Kamidono S. Local 
expression of cytokine messenger RNA in rat model of 
Escherichia coli epididymitis. J Urol. 1995; 154(6): 2179-
2184. 

51. Diemer T, Huwe P, Michelmann HW, Mayer F, Schiefer 
HG, Weidner W. Escherichia coli-induced alterations of 
human spermatozoa. An electron microscopy analysis. Int 
J Androl. 2000; 23(3): 178-186.

52. Diemer T, Weidner W, Michelmann HW, Schiefer HG, Ro-
van E, Mayer F. Influence of Escherichia coli on motility 
parameters of human spermatozoa in vitro. Int J Androl. 
1996; 19(5): 271-277. 

53. Fraczek M, Szumala-Kakol A, Jedrzejczak P, Kamienic-
zna M, Kurpisz M. Bacteria trigger oxygen radical release 
and sperm lipid peroxidation in in vitro model of semen 
inflammation. Fertil Steril. 2007; 88(4 Suppl): 1076-1085.

54. Kumar V, Prabha V, Kaur S, Kaur K, Singh SK. Receptor 
dependent immobilization of spermatozoa by sperm im-
mobilization factor isolated from Escherichia coli: proof of 
evidence. Int J Urol. 2011; 18(8): 597-603. 

55. Han JY, Ahn SY, Oh EH, Nam SY, Hong JT, Oh KW, et al. 
Red ginseng extract attenuates kainate-induced excito-
toxicity by antioxidative effects. Evid Based Complement 
Alternat Med. 2012; 2012: 479016.

56. Bhushan S, Schuppe HC, Tchatalbachev S, Fijak M, Wei-
dner W, Chakraborty T, et al. Testicular innate immune de-
fense against bacteria. Mol Cell Endocrinol. 2009; 306(1-
2): 37-44. 

57. Zhang QH, Wu CF, Duan L, Yang JY. Protective effects 
of total saponins from stem and leaf of Panax ginseng 
against cyclophosphamide-induced genotoxicity and ap-
optosis in mouse bone marrow cells and peripheral lym-
phocyte cells. Food Chem Toxicol. 2008; 46(1): 293-302. 


