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Abstract
Objective: Endometriosis is a gynecological syndrome that affects many women around the world. The effective management for this illness has not been determined. The aim of this study was to explore 
the effect of mesenchymal stem cells (MSCs) and metformin on Bax/Bcl-2, Ki67, VEGF, TNF-α, and endometrial implants in endometriosis mice. 
Materials and Methods: Thirty mice with  endometriosis were equally divided into 5 experimental groups (S1: 0.1 ml MSCs + 4 mg metformin; S2: 0.1 ml MSCs; S3: 4 mg metformin; S4: 0.1 ml NaCl 
9%; and S5: 4 mg metformin + subsequent 0.1 ml MSCs) for 14 days. On the 15th day, peritoneal tissues of mice and endometrial implants were removed to examine the expressions of Bax/Bcl-2, Ki67, 
VEGF, and TNF-α using immunohistochemical staining, and Allred index and endometrial implants using image tracing method with a computer. The obtained data were analyzed using the Kruskal-
Wallis and ANOVA tests, followed by the Least Significant Difference (LSD) and Mann-Whitney Post-hoc tests. 
Results: There were significant differences in the expressions of Bax/Bcl-2 (p=0.002), Ki67 (p=0.004), TNF-α (p=0.017), and endometrial implants (p=0.001) in all groups, except for VEGF (p=0.079). 
The values of S2 didn’t differ much compared to the control group (S4) in the Bax/Bcl-2 (p=0.487), TNF-α (p=0.191), and endometrial implants (p=0.2). S1 was found to have the highest Bax/Bcl-2 
(1.67±0.845) and lowest TNF-α (4.67±2.15) and endometrial implant (0.86±2.11). 
Conclusion: MSCs alone had not any beneficial effect on the treatment of endometriosis, whereas metformin by itself exhibited favorable results. The combination of MSCs and metformin at the same 
time shows superior outcomes.
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Öz
Amaç: Endometriyozis, dünyada çoğu kadını etkileyen jinekolojik bir sendromdur. Bu hastalığın etkin tedavisi henüz tespit edilmemiştir. Bu çalışmanın amacı, endometriyozis farelerinde Bax/Bcl-2, 
Ki67, VEGF, TNF-α ve endometriyal implantlar üzerinde mezenkimal kök hücrelerinin (MSC) ve metforminin etkisini incelemektir.
Gereç ve Yöntem: Otuz endometriyozisi olan otuz fare, eşit olarak 14 günlük süre için 5 deney grubuna ayrıldı (S1: 0,1 ml MSCs + 4 mg metformin; S2: 0,1 ml MSCs; S3: 4 mg metformin; S4: 0,1 ml 
NaCl %9; and S5: 4 mg metformin + ardından 0,1 ml MSC). Bax/Bcl-2, Ki67, VEGF ve TNF-a ile immünohistokimyasal boyama, Allred indeksi ve endometriyal implantları bilgisayarla görüntü izleme 
yöntemi kullanılarak incelemek için 15. günde farelerin peritoneal dokuları ve endometriyal implantları çıkarıldı. Elde edilen veriler, Kruskal-Wallis ve ANOVA testleri ve ardından En Az Anlamlı Fark 
Sınaması (LSD) ve Mann-Whitney Post-hoc testleri kullanılarak analiz edildi.
Bulgular: VEGF hariç (p=0.079) tüm gruplarda, Bax/Bcl-2 (p=0.002), Ki67 (p=0.004), TNF-α (p=0.017) ekspresyonlarında ve endometriyal implantlarda (p=0.001) anlamlı farklar görüldü. S2 değerleri, 
Bax/Bcl-2 (p=0.487), TNF-α (p=0.191) ve endometriyal implantlar (p=0.2) açısından kontrol grubuna (S4) kıyasla çok farklılık göstermedi. S1’in en yüksek Bax/Bcl-2 (1.67±0.845) ve en düşük TNF-α 
(4.67±2.15) ve endometriyal implanta (0.86±2.11) sahip olduğu bulundu.
Sonuç: MSC’lerin tek başına endometriyozis tedavisinde faydalı bir etkisi yoktur ancak metforminin kendisi, olumlu sonuçlar göstermiştir. MSC ve metformin kombinasyonu, üstün sonuçlar ortaya 
koyar.
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Introduction

Apoptosis, a programmed cell death that doesn’t 
induce an inflammatory response, has a significant role in 
the development of endometriosis where a decreased rate 
of apoptosis will encourage the survivability of endome-
trial cells.[1] This mechanism is associated with the ratio of 
B-cell lymphoma 2 (Bcl-2) and Bcl-2-associated X-protein 
(Bax), in which Bcl-2 can inhibit apoptosis, whereas Bax 
promotes cell death against the Bcl-2 effect.[2] The ratio of 
Bax/Bcl-2 is assumed to be significant in determining the 
process of apoptosis better than the individual values of 
Bax and Bcl-2 and subsequently the development of endo-
metriosis.[2] In contrast, the growth of tumor mass, recur-
rence, and endometriosis are linked with the increase of 
endometrial stem cell proliferation ability in patients with 
eutopic or ectopic endometriosis, identified with a higher 
Ki67 antigen expression.[3–5] Angiogenesis also has a major 
role in determining the development and survivability of 
endometriosis lesions, in which a decreased rate of angio-
genesis will improve the condition of endometriosis 
lesions.[6] Approximately 80% of the blood vessel is sensi-
tive to the most potent proangiogenic agent, vascular 
endothelial growth factor (VEGF).[7,8] TNF-α is a major 
pro-inflammatory cytokine that can be used as a sensitive 
and specific marker to identify and diagnose endometriosis 
in a patient.[7] A high concentration of TNF-α is commonly 
associated with an increase in  TNF-α receptor concentra-
tion and endometriosis growth.[7]

At present, the management of endometriosis is based 
on surgical and medical therapy designed to suppress 
estrogen synthesis, reduce endometrial implant size, halt 
the menstruation cycle, resolve pain, and improve infertil-
ity conditions.[9] However, the medical therapy of endo-
metriosis is reported to inhibit conception without any 
benefit to fertility.[9–11] In addition, the drugs used in the 
common endometriosis therapy cannot eradicate this syn-
drome and produce adverse side effects instead which 
renders long-term endometriosis therapy impossible.[9] 
Furthermore, the mainstream management of endometrio-
sis still results in a high recurrence rate of 60%.[12] 
Therefore, it is crucial to explore innovative medical treat-
ments to efficiently remedy endometriosis syndrome that 
doesn’t induce unfavorable side effects.

The use of mesenchymal stem cells (MSCs) in research 
and clinical application has advanced considerably over 
the last decade. MSCs are obtained from various tissue 
types, such as bone marrow, adipose tissue, synovial mem-
brane, dermis, peripheral blood, umbilical cord, and pla-
centa.[13] Bone marrow is the most common source to col-
lect MSC. But the harvesting procedure  is very invasive 

and carries high risks of severe pain and infection for the 
donors.[14] As opposed to bone marrow, adipose tissue 
reveals more promising benefits since it is easier to be 
extracted in a large amount from numerous body parts.[13] 
Adipose tissue is also multipotent, can be cultured for in 
vitro expansion, and has the capacity to differentiate into 
various cell lineages and potential to be utilized in regen-
erative treatment.[13] It may produce angiogenic, immuno-
suppressive, and antioxidative cytokine profiles, as well as 
discourage the production of proinflammatory cytokines 
and trigger anti-inflammatory cytokines.[13,14] Considering 
the recent etiopathology theory of endometriosis where the 
dysfunctional endometrial stem cells are the etiologic fac-
tors  of the syndrome, the treatment using MSCs is 
assumed to help replace damaged endometrial stem cells 
and improve the condition of endometriosis.[13,14] 

Metformin is an antidiabetic drug that has beneficial 
properties for endometriosis treatment, such as lowering 
estradiol expression through peripheral inhibition of ste-
roidogenic acute regulatory protein (StAR) pathway to 
decrease inflammation and proliferation markers; and it 
does not disrupt ovulation cycles of females of reproduc-
tive age.[5,15] In previous studies, the administration of this 
drug had been proven to decrease the Bcl-2/Bax ratio and 
endometrial implants in the animal models of endometrio-
sis.[2,16] Metformin can decrease proinflammatory cytok-
ines and growth factors, including TNF-α, IL-6, IL-8, and 
VEGF-23, as well as possess antitumor properties by acti-
vating AMP-activated kinase (AMPK) and inhibiting 
mammalian target of rapamycin (mTOR) to suppress pro-
liferation.[17] It also has a positive effect on NFkB and 
PI3K/AKT/mTOR signals in the cells to lower local estra-
diol expression, inhibit inflammation process, reduce pro-
liferation rates, and increase cell apoptosis, thus, providing 
an ideal microenvironment for stem cells to repair tissues 
damaged by endometriosis and encourage normal regen-
eration process.[8,18]

In our study, we aimed to determine the effect of adi-
pose-derived MSCs in metformin-administered mice on 
the expressions of Bax/Bcl-2, Ki67, TNF-α, VEGF, and 
endometrial implants.

Materials and Methods

All procedures were approved by The Health Research 
Ethics Commission of the Faculty of Medicine, Diponegoro 
University (08/EC/H/FK-UNDIP/11/2019).

Stem Cell Preparation
This experiment was performed in the laboratory of the 

Faculty of Veterinary Medicine by a veterinarian and a 
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stem cell laboratory technician. The adipose tissue was 
extracted from the abdominal and pubic area of the mice, 
then washed with running water and antiseptic prior to 
being placed in a medium transport filled with α-MEM 
(R&D Systems, US) to be processed at the Stem Cell 
Research Laboratory. The adipose tissue sample was ini-
tially treated with 10 ml sterile phosphate-buffered saline 
(PBS) and 5 ml collagenase enzyme. The sample mixture 
was shaken using a magnetic stirrer for 20 minutes and 
centrifuged at 200 rpm and 38°C. After addition of 5 ml 
α-MEM, the mixture was centrifuged at 1600 rpm for 10 
minutes and removed from the fluid. The formed clots 
from the mixture were treated with 10 ml α-MEM, resus-
pended, and placed in a Petri dish to be cultured at 37°C in 
a humidified atmosphere containing 5% CO2. After 24 
hours, the culture was treated with 5 ml PBS, shaken gen-
tly, and removed from the PBS. This procedure was 
repeated twice. Ten ml α-MEM was added into the culture 
and incubated at 37°C in a humidified atmosphere contain-
ing 5% CO2 for 5-10 days. Every 3 days, the culture was 
removed from the medium and 10 ml α-MEM was added 
to the culture media. Then 5 ml PBS and 2 ml trypsin 
(Thermo Fisher, US) was added to the mixture, shaken 
gently and incubated at 37°C in a humidified atmosphere 
containing 5% CO2 for 5 minutes.

 
Mice
Thirty 3-month old Balb/c female mice, weighing 

15-20 grams, bred in, and obtained from the Faculty of 
Veterinary Medicine at Airlangga University were used 
in this study. All mice were acclimatized for one week 
in standard polypropylene cages under the supervision 
of a veterinary surgeon. The determination of the sam-
ple size was based on the WHO principles of regulatory 
acceptance of 3Rs (replacement, reduction, refinement) 
testing approaches.[19] The mice were housed under con-
trolled temperature (25±2°C), humidity (40-60%), and 
12 hours of light and dark cycles. Throughout the 
experiment, each mouse received 5 g/100 g body 
weight/day food and water ad libitum. Interventions 
applied on all test subjects complied with the Declaration 
of Helsinki regulations and the guidelines of laboratory 
animals were followed throughout. 

To induce endometriosis in mice, 1.8 mg of cyclosporine 
(Sandimmun, Novartis Indonesia) and 0.7 ml of endo-
metriosis tissues were injected intraperitoneally into the 
test subjects using a 16G needle.[20] The endometriotic tis-
sues were collected from an endometriosis patient from the 
Central General Hospital Dr. Kariadi Semarang and devel-
oped by being centrifuged two times at 2500 rpm with 
PBS, extracted  from the supernatant, then treated with  
200 IU/ml penicillin (Generik, Indonesia) and 200 μg/ml 

streptomycin (Generik, Indonesia). All mice received 
intramuscular injection of 0.05 ml 17β-estradiol 
(Ovalumon, Indonesia) on the first and fifth day. On the 
fifteenth day, the endometriotic mice were equally and 
randomly divided into five groups: S1 was given 0.1 ml 
of 2x105 adipose-derived MSCs and 4 mg metformin 
(Metformin 500 mg, Hexpharm Jaya) simultaneously for 
14 days, S2 was given 0.1 ml of 2x105 adipose-derived 
MSCs, S3 was given 4 mg metformin for 14 days, S4 was 
given 0.1 ml NaCl 0.9% for 14 days, and S5 was given 4 
mg metformin for 14 days and eventually 0.1 ml of 
2x105 adipose-derived MSCs on the last day. The met-
formin was crushed, measured, and dissolved in 0.1 ml of 
aquadest then given to the mice orally using a food tube. 
MSCs were injected intravenously into the tails of the 
mice. After 14 days, all test subjects were anesthetized 
with sulfuric ether 2% (Merck, US) and sacrificed for the 
removal of peritoneal tissue and endometrial implants 
and analysis. 

Immunohistochemistry
To prepare the immunohistochemistry specimen, the 

peritoneal tissue sample was deparaffinized using xylene 
solution for 5 minutes three times then rehydrated through 
absolute, 95%, 80%, and 70% alcohol (OneMed, Indonesia) 
baths each for two minutes respectively. Next, the speci-
men was placed in a medium filled with citrate buffer, 
heated in a decloaking chamber for 40 minutes at 97°C, 
and cooled down. H2O2 3% (OneMed, Indonesia) solution 
was added to the tissues and left for 20 minutes, washed 
with aquadest and PBS 1:9, treated with normal serum 
(BioLegend, US), left for 7.5-10 minutes, then washed 
with PBS 1:9. The primary antibody was dropped onto the 
slide, put into the cool chamber at 0-8°C overnight, and 
washed using PBS 1:9. The sample was treated with HRP 
Avidin (BioLegend, US), left for 10 minutes, washed with 
PBS 1:9, added with DAB solution (Sigma-Aldrich, 
Singapore), left for 20 minutes, and washed with aquadest 
for 10 minutes. Next, it was soaked in hematoxylin 
(Sigma-Aldrich, Singapore) for 3 minutes, lithium carbon-
ate solution (Sigma-Aldrich, Singapore) for 1 minute, 
washed with running water for 5 minutes and immersed in 
a series concentrations of alcohol solutions (70%, 80%, 
95%, and absolute) for 4 minutes each then dipped in 
xylene I and II for 10 times each and xylene III for 15-30 
minutes. The sample was mounted in Entellan (Merck, 
US) and covered with cover glass. The values of Bax, 
Bcl-2, Ki67, VEGF, and TNF-α were acquired using the 
immunohistochemical staining method and measured with 
the Allred score index.[21] The presence of the expressions 
was identified with brown-colored chromogen in the 
immunohistochemistry staining. Two pathologists were 
involved in this study. The immunohistochemical staining 
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test using pkh-26 cell linker (Sigma-Aldrich, Singapore), 
fluorescein isothiocyanate (FITC) (Sigma-Aldrich, 
Singapore), and rhodamine (Sigma-Aldrich, Singapore) 
were also performed to detect the presence of stem cells in 
the peritoneal tissue samples of mice (Figure 1). 

Examination of Endometrial Implants
The incision of mice’ endometrial implants was imaged 

on a millimeter block paper for the cross-sectional area of 
the implant to be measured in a millimeter square using the 
computer tracing method with the software ‘Image Raster.’ 

Data Analysis
The normality test for all data was made using the 

Shapiro-Wilk test. This study is an analytic comparative 
research on at least two unpaired groups. The parametric 
bivariate analysis for normally distributed data in this 
study used One-way ANOVA with Least Significant 
Difference (LSD) Post-hoc test. The Kruskal Wallis test was 
used for variables with abnormally distributed data and fol-
lowed with Mann Whitney Post-hoc test. Differences were 
considered to be statistically significant at p<0.05. All data 
analysis was performed using the SPSS software program. 

Results

All experimental mice (n=30) successfully completed 
the study procedures until they were sacrificed.

Bax/Bcl-2
The expressions of Bax, Bcl-2, and Bax/Bcl-2 of the 

mice models from each study group are shown in Table 1-3 
and Figure 2-3. The lowest mean Bax expression value 
was found in group S2, followed by groups S4, S3, S1, and 
S5. On the contrary, the S1 showed the lowest mean Bcl-2 
expression value, followed by groups S3, S2, S5, and S4. 

Based on the Bax/Bcl-2 expression of the mice models, the 
lowest Bax/Bcl-2 ratio was found in group S4, followed by 
groups S2, S3, S5, and S1. The LSD test showed that the 
mean Bax/Bcl-2 ratio of the control group (S4) was sig-
nificantly different compared to those of groups S1 
(p=0.001), S3 (0.030), and S5 (p=0.025). 

Ki67
The highest Ki67 expression was shown in Group S4, 

followed by groups S2, S3, S1, and S5 (p=0.004) (Table 4 
and Figure 4). Ki67 expression in the control group (S4) 
was statistically significantly higher in S4 group compared 
to those of groups (p=0.002), S2 (p=0.028), S3 (p=0.007), 
and S5 (p=0.001). 

VEGF
VEGF expression in control group(S4) was found to be 

highest, followed by S2, S3, S1, and S5 (Figure 5) (Table 
5; p=0.079). 

TNF-α
The highest TNF-α expression was found in the control 

group, followed by groups S3, S2, S5, and S1 (Figure 6); 
Table 6) (p=0.017). 

Endometrial Implant
The highest value of endometrial implant in this study 

was found in S4, followed by S2, S3, S5, and S1 (p=0.001) 
(Table 7). Implant values were found statistically signifi-
cantly higher in control group (S4) compared to S1 
(p=0.003), S3 (p=0.010), and S5 (p=0.005) groups; the 
value of S2 group was also found to be significantly differ-
ent than S1 (p=0.003) and S5 group (p=0.020), and the 
value of S1 was statistically significantly different than 
that of S3 groups (p=0.049).

Figure 1. Immunofluorescence staining of MSCs in the mice peritoneum area using: (A) FITC and (B) rhodamine. 
MSCs: Mesenchymal Stem Cells, FITC: Fluorescein Isothiocyanate
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Table 1. Bax expressions in Balb/c mice of all groups analyzed using Allred score

MSCs+Mtf (S1)
MSCs (S2)
Mtf (S3)
NaCl (S4=control)
Mtf2+MSCs(S5)

Mean±SD

4.07±1.53
2.60±0.72
3.97±0.48
3.90±0.25
4.53±1.28

Median (Minimum-maximum)

4.90 (2.00-5.20)
2.60 (1.80-3.40)
3.80 (3.60-4.80)
4.00 (3.60-4.20)
3.80 (3.40-6.60)

P*

0.036
0.036
0.036
0.036
0.036

*Kruskal-Wallis Test

Bax Expression

Table 2. Bcl-2 expression of Balb/c mice of all groups analyzed using Allred score.

MSCs+Mtf (S1)
MSCs (S2)
Mtf (S3)
NaCl (S4=control)
Mtf2+MSCs(S5)

Mean±SD

2.93±1.57
3.83±0.85
3.53±0.47
7.43±0.72
3.87±0.37

Median (Minimum-maximum)

2.80 (0,80-5.40)
3.90 (2.80-4.60)
3.40 (3.00-4.20)
7.60 (6.20-8.00)
3.90 (3.40-4.20)

P*

0.003
0.003
0.003
0.003
0.003

*Kruskal-Wallis test

Bcl-2 Expression

Table 3. Bax/Bcl-2 expression ratio in Balb/c mice of all groups analyzed using Allred score.

MSCs+Mtf (S1)
MSCs (S2)
Mtf (S3)
NaCl (S4=control)
Mtf2+MSCs (S5)

Mean±SD

1.67±0.85
0.71±0.29
1.13±0.16
0.53±0.07
1.15±0.45

Median (Minimum-maximum)

1.50 (0.77-2.75)
0.65 (0.39-1.21)
1.19 (0.86-1.31)
0.51 (0.45-0.65)
0.99 (0.81-1.94)

P*

0.002
0.002
0.002
0.002
0.002

*	 One-way ANOVA test
*	 The result of comparison between groups with Post-hoc LSD test: S1 vs S2: 0.001**; S1 vs S3: 0.050; S1 vs S4: 0.001**; S1 vs S5: 0.059; 
	 S2 vs S3: 0.122; S2 vs S4: 0.487; S2 vs S5: 0.106; S3 vs S4: 0.030**; S3 vs S5: 0.940; S4 vs S5: 0.025**
** Significantly different

Bax/Bcl2 Expression

Table 4. Ki67 expression in Balb/c mice of all groups analyzed using Allred score.

MSCs+Mtf (S1)
MSCs (S2)
Mtf (S3)
NaCl (S4=control)
Mtf2+MSCs (S5)

Mean±SD

1.93±1.32
2.97±1.03
2.47±1.22
4.93±2.45
1.53±0.59

Median (Minimum-maximum)

1.90 (0.60-3.80)
3.40 (1.40-4.00)
2.40 (0.80-4.00)
3.90 (2.80-8.80)
1.60 (0.60-2.20)

P*

0.004
0.004
0.004
0.004
0.004

*	 One-way ANOVA Test
*	 The result of comparison between groups with Post-hoc LSD test: S1 vs S2: 0.231; S1 vs S3: 0.532; S1 vs S4: 0.002**; S1 vs S5: 0.639; S2 vs S3: 0.558; 

S2 vs S4: 0.028**; S2 vs S5: 0.101; S3 vs S4: 0.007**; S3 vs S5: 0.278; S4 vs S5: 0.001** 
**	Significantly different

Ki67 Expression
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Discussion

A stem cell is an undifferentiated cell that is capable to 
proliferate, regenerate, and differentiate into specific cells 
to mend damaged cells, tissues, and organs through its 
paracrine effect by releasing cytokines, chemokines, and 

immunoregulators to encourage cell regeneration.[13,22,23] 

Several studies propose that anomalous stem cells are the 
primary cause of endometriosis due to the findings of  
abnormal morphology, biomarker surface, gap junctional 
communication, and differentiation ability of stem cells in 
endometriosis patients.[3,15] MSCs have been used in regen-

Figure 2. Comparisons of Bax expressions (red arrows) in the endometrial cells of mice among the groups. The expressions of Bax are identified with 
brown-coloured chromogen. (400x magnification).

S.1 S.2

S.3 S.4

S.5
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Figure 3. Intergroup comparisons of Bcl-2 expressions (red arrows) in the endometrial cells of mice The expressions of Bcl-2 are identified with brown-
coloured chromogen. (400x magnification).
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Figure 4. Intergroup comparisons of Ki-67 expressions (red arrows) in the endometrial cells of mice. The expressions of Ki67 are identified with brown-
coloured chromogen. (400x magnification).
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Figure 5. Intergroup comparisons of VEGF expressions (red arrows) in the endometrial cells of mice. The expressions of VEGF are identified with brown-
coloured chromogen. (400x magnification) (VEGF: Vascular endothelial Growth Factor).
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Figure 6. .Intergroup comparisons of TNF-α expressions (red arrows) in the endometrial cells of mice. The expressions of TNF-α are identified with brown-
coloured chromogen. (400x magnification).
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erative medicine.[13] MSCs have immunosuppressive prop-
erties to treat immune-mediated illnesses, including  
improving thyroiditis conditions and enhancing thin endo-
metrium through its anti-inflammatory and immunomodu-
latory effects, as well as lowering VEGF receptors and 
TNF-α in endometrial implants.[24] MSCs can also inhibit 
mixed lymphocyte response and T-cell proliferation caused 
by mitogenic allogenic factors and regulate the immune 
system by enhancing regulatory T-cell response and lower-
ing TNF-α, interferon-gamma (IFN-γ), and IL-4.[25]

Endometriosis is a disorder where ectopic endometrial 
cells show abnormal proliferation and apoptosis.[6] 

Apoptosis has a major role in maintaining tissue homeo-
stasis and removes excessive or dysfunctional cells, which 
helps to eliminate endometrial cells expelled from the cav-
ity during menstrual bleeding and prevents the  develop-
ment of endometriosis.[6] The inability of endometrial cells 
to send apoptotic  signals and the ability of endometrial 
cells to survive from apoptosis have been linked with the 
increase of anti-apoptotic factors and the decrease of pro-
apoptotic factors.[6] In our study the administration of 
metformin alone and the combination of MSCs and met-
formin were able to increase the Bax/Bcl-2 expression 
ratio, whereas MSCs alone could not improve the ratio. 
According to multiple preceding studies, stem cells have 

Table 5. VEGF expression in Balb/c mice of all groups analyzed using Allred score.

MSCs+Mtf (S1)
MSCs (S2)
Mtf (S3)
NaCl (S4=control)
Mtf2+MSCs(S5)

Mean±SD (ng/mL)

6.57±2.54
8.30±3.04
6.57±2.80
9.87±2.02
6.20±1.70

Median (Minimum-maximum) (ng/mL)

6.90 (3.20-9.60)
 8.80 (4.20-11.40)
6.60 (3.80-11.40)

10.50 (7.00-12.00)
6.40 (3.80-8.40)

P*

0.079
0.079
0.079
0.079
0.079

* One-way ANOVA Test

VEGF Expression

Table 6. TNF-α expressions in Balb/c mice of all groups analyzed using Allred score.

MSCs+Mtf (S1)
MSCs (S2)
Mtf (S3)
NaCl (S4=control)
Mtf2+MSCs (S5)

Mean±SD (ng/mL)

4.67±2.15
7.37±2.52
7.50±2.33
8.60±0.93
5.60±1.89

Median (Minimum-maximum) (ng/mL)

4.00 (2.60-8.60)
7.20 (4.60-10.80)
6.60 (6.00-12.00)
8.00 (8.00-9.80)
6.20 (3.00-7.20)

P*

0.017
0.017
0.017
0.017
0.017

*	 Kruskal-Wallis Test
*	 The result of comparison between groups with Mann-Whitney test: S1 vs S2: 0.055; S1 vs S3: 0.036**; S1 vs S4: 0.022**; S1 vs S5: 0.420; S2 vs S3: 

0.936; S2 vs S4: 0.191; S2 vs S5: 0.259; S3 vs S4: 0.048**; S3 vs S5: 0.218; S4 vs S5: 0.003** 
** Significantly different

TNF-α Expression 

Table 7. Lengths of endometrial implants used  in Balb/c mice of all groups.

MSCs+Mtf (S1)
MSCs (S2)
Mtf (S3)
NaCl (S4=control)
Mtf2+MSCs (S5)

Mean±SD (ml)

0.86±2.10
28.36±21.14
12.19±10.24
42.41±19.90
3.61±13.63

Median (Minimum-maximum) (ml)

0 (0-5.16)
16.39 (7.54-59.93)
10.57 (0-26,160)

39.11 (21.18-71.15)
0 (0-21.660)

P*

0.001
0.001
0.001
0.001
0.001

TNF-α Expression 

*	 Kruskal-Wallis Test
*	 The result of comparison between groups with Mann-Whitney test: S1 vs S2: 0.003**; S1 vs S3: 0.0495**; S1 vs S4: 0.003**; S1 vs S5: 0.902; 
	 S2 vs S3: 0.199; S2 vs S4: 0.200; S2 vs. S5: 0.020**; S3 v s S4: 0.010**; S3 vs S5: 0.108; S4 vs S5: 0.005**
** Significantly different
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the potential to induce cell apoptosis, however, the present 
study showed that the stem cell by itself could not increase 
the rate of apoptosis.[26,27] Our findings are consistent with 
the study done in Egypt in which the serum from subjects 
with endometriosis that was treated with MSCs was not 
able to increase apoptotic cells and instead turned the stem 
cells into endometriotic cells.[28] It is believed that the 
dominant environment of endometriosis induces inflam-
mation, anti-apoptosis, and growth signal, and subsequent-
ly transforms healthy stem cells into endometriotic cells.[28] 
The administration of metformin in the mice group (S3) 
led to increase the Bax/Bcl-2 expression compared to that 
of the control group (S4). This discovery is in line with the 
mouse model in endometriosis research conducted by Tian 
et al. where mice with endometriosis that received met-
formin showed a decrease in Bcl-2 and an increase in p53 
and Bax expressions.[29] It is also assumed that there was a 
synergistic effect of MSCs and metformin that contributes 
to the higher rates of apoptosis since the mice group that 
received MSCs and metformin showed the highest Bax/
Bcl-2 expression.

The proliferation rate is also an important factor in 
measuring the success of endometriosis management.[6] 

Although all groups that received treatment showed a 
decrease in Ki67 expression compared to the control 
group, the mice that were given metformin-MSCs combi-
nation demonstrated the biggest reduction in the prolifera-
tion rate. Metformin suppresses angiogenesis and pos-
sesses antiproliferative activity related to the termination 
of cell cycle and apoptosis mediated by oxidative stress, 
AMP3 activation, and FOXO3a.[29–31] These findings are 
consistent with previous studies that showed antiprolifera-
tive properties of MSCs and metformin.[26,32,33]

Angiogenesis has a significant role in the development 
and growth of endometriotic lesions and is mediated with 
VEGF.[3] However, there was not a significant difference 
in terms of VEGF expression in all groups that may be 
related to the short duration of the experiment. According 
to a study conducted by Foda AA and Aal IAA, the admin-
istration of metformin for 3 months could decrease serum 
VEGF levels compared to control group.[34] TNF-α is a 
pro-inflammatory and proangiogenic cytokine that is asso-
ciated with the aggravation of endometriosis.[25] This study 
showed that there was a decrease in TNF-α expression in 
all experimental groups, especially the group that received 
MSCs and metformin simultaneously. This discovery is in 
line with an experiment by Omer NA et al. where endometri-
osis patients who received metformin for 3 months showed a 
reduction in pain, dysmenorrhea, IL-8, and TNF- α.[25]

In the present study, there was a significant difference 

in the endometrial implant sizes in all groups, except for 
the MSCs group. The highest reduction was found in the 
group who received metformin and MSCs. In previous 
studies, metformin has been proven to successfully cause 
reduction in the size of endometrial implants.[2,16] Metformin 
can diminish inflammatory signals and suppress  anti-in-
flammatory, anti-proliferative, and apoptotic signals by 
activating AMPK, inhibit prostaglandin and inflammation, 
lower aromatase enzyme activity, improve the hyperandro-
genic environment by elevating sex hormone-binding 
globulin (SHBG), as well as trigger apoptosis in eutopic 
endometrium by decreasing Bcl-2 and improving p53 and 
Bax.[35,36] Metformin may lower PGE2-stimulated StAR 
expression by preventing cAMP- response binding ele-
ment protein (CREB)-regulated transcription coactivator 2 
(CRTC2) by phosphorylating AMPK, thus, CREB-CRTC2 
and excessive estradiol would not be secreted. It is 
assumed that metformin activates AMPK which eventually 
suppresses the mTOR pathway through TSC2 and inhibits 
prostaglandin response and inflammation.[1] Furthermore, 
metformin can decrease insulin-like growth factor-1 
(IGF-1) receptor signal by decreasing insulin level through 
AMPK-dependent insulin receptor substrate-1 (IRS-1) 
phosphorylation which prevents tumor cell growth via 
hypoxia-inducible factor 1α (HIF-1α), p53, c-Myc onco-
gene, DICER1, and suppression of fatty acid synthesis.
[35,37–39] This antidiabetic drug can also inhibit mTORC1 
independent of AMPK that will inhibit serine ataxia 
telangiectasia mutated (ATM) protein kinase and reduce 
ROS produced by mitochondria.[35,37,38] Metformin may 
alter negative signals to positive signals for normal cell 
growth and development.[35,37] Since MSCs are sensitive to 
the environment this signal modification enables MSCs to 
properly ameliorate endometriosis as an  immunoregula-
tory, anti-inflammatory, and anti-tumor agent.[37,40]

In conclusion, our study has shown that MSC by could 
not alleviate endometriosis. Although metformin alone 
showed favorable effects in the development of endometrio-
sis syndrome, the synergistic combination of MSCs and 
metformin offered more effective and promising results for 
the future treatment of endometriosis.

Acknowledgements
The authors would like to thank the staffs of Fertility, 

Endocrinology, and Reproduction Division, Department of 
Obstetrics and Gynecology; the laboratory of Faculty of 
Veterinary Medicine and Stem Cell Research Laboratory, 
Institute of Tropical Medicine, Faculty of Medicine at 
Airlangga University.

 
Ethics Committee Approval: Our study was approved 

by The Health Research Ethics Commission of the Faculty 



48

Turk J Immunol 2021;9(1):36-49

of Medicine, Diponegoro University with the approval 
number of 08/EC/H/FK-UNDIP/11/2019.

Conflict of Interest: We do not have a conflict of 
interest to declare as well as an informed consent since our 
study was performed on mice.

Funding: We didn’t receive any funding from external 
sources to execute our research.

References

1. 	 Ahn SH, Monsanto SP, Miller C, Singh SS, Thomas R, 
Tayade C. Pathophysiology and Immune Dysfunction in 
Endometriosis. Biomed Res Int. 2015;2015:795976. 
[CrossRef]

2. 	 Mulyantoro I, Indrapraja O, Widjiati, Noerpramana NP. 
Effect of Metformin on Bcl-2/Bax Expression Ratio and 
Endometrial Implants: A Mouse Model in Endometriosis 
Study. J Biomed Transl Res. 2020;6(2):53-8. [CrossRef]

3. 	 Delbandi A, Mahmoudi M, Shervin A, Akbari E, Jeddi-
Tehrani M, Sankian M, Kazemnejad S, Zarnani A. Eutopic 
and ectopic stromal cells from patients with endometriosis 
exhibit differential invasive, adhesive, and proliferative 
behavior. Fertil Steril. 2013;100(3):761-9. [CrossRef]

4. 	 Rosa S La, Bonzini M, Sciarra A, Asioli S, Maragliano R, 
Arrigo M, Foschini MPi, Righi A, Maletta F, Motolese A, 
Papotti M, Sessa F, Uccella S. Exploring the Prognostic Role 
of Ki67 Proliferative Index in Merkel Cell Carcinoma of the 
Skin: Clinico-Pathologic Analysis of 84 Cases and Review of 
the Literature. Endocr Pathol. 2020;1-9. [CrossRef]

5. 	 Pyo J-S, Kim N-Y. Meta-analysis of prognostic role of Ki-67 
labeling index in gastric carcinoma. Int J Biol Markers. 
2017;32(4):e447-53. [CrossRef]

6. 	 Delbandi A-A, Mahmoudi M, Shervin A, Heidari S, 
Kolahdouz-Mohammadi R, Zarnani A-H. Evaluation of 
apoptosis and angiogenesis in ectopic and eutopic stromal 
cells of patients with endometriosis compared to non-endo-
metriotic controls. BMC Womens Health. 2020;20(3). 
[CrossRef]

7. 	 Machado DE, Berardo PT, Nasciutti LE. Higher expression 
of vascular endothelial growth factor (VEGF) and its recep-
tor VEGFR-2 (Flk-1) and metalloproteinase-9 (MMP-9) in a 
rat model of peritoneal endometriosis is similar to cancer 
diseases. J Exp Cancer Res. 2010;9(1):4. [CrossRef]

8. 	 Laganà AS, Garzon S, Götte M, Viganò P, Franchi M, Ghezzi 
F, Martin DC. The pathogenesis of endometriosis: Molecular 
and cell biology insights. Int J Mol Sci. 2019;20(22):1-42. 
[CrossRef]

9. 	 Elnashar A. Emerging treatment of endometriosis. Middle 
East Fertil Soc J. 2015;20(2):61-9. [CrossRef]

10. Bedaiwy MA, Barker NM. Evidence based surgical manage-
ment of endometriosis. Middle East Fertil Soc J. 
2012;17(1):57-60. [CrossRef] 

11. Dunselman GAJ, Vermeulen N, Becker C, Calhaz-Jorge C, 
D’Hooghe, De Bie B, Heikinheimo O, Horne AW, Kiesel L, 
Nap A, Prentice A, Saridogan E, Soriano D, Nelen W. 
ESHRE guideline: management of women with endometrio-
sis. Hum Reprod. 2014;29(3):400-12. [CrossRef]

12. Selçuk I, Bozdağ G. Recurrence of endometriosis; risk fac-
tors, mechanisms and biomarkers; review of the literature. J 
Turkish Ger Gynecol Assoc. 2013;14(2):98-103. [CrossRef]

13.	Falomo ME, Ferroni L, Tocco I, Gardin C, Zavan B. 
Immunomodulatory Role of Adipose-Derived Stem Cells on 
Equine Endometriosis. Biomed Res Int. 2015;141485:1-11. 
[CrossRef]

14. Gir P, Oni G, Brown SA, Mojallal A, Rohrich RJ. Human 
adipose stem cells: current clinical applications. Plast 
Reconstr Surg. 2012;129(6):1277-90. [CrossRef]

15. Figueira PGM, Abrão MS, Krikun G, Taylor HS. Stem cells 
in endometrium and their role in the pathogenesis of endo-
metriosis. New York Acad Sci. 2012;1221(1):10-7. 
[CrossRef]

16. Oner G, Ozcelik B, Ozgun MT, Serin IS, Ozturk F, Basbug 
M. The effects of metformin and letrozole on endometriosis 
and comparison of the two treatment agents in a rat model. 
Hum Reprod. 2010;25(4):932-7. [CrossRef]

17. Duque JE, López C, Cruz N, Samudio I. Antitumor mecha-
nisms of metformin: Signaling, metabolism, immunity and 
beyond. Univ Sci. 2010;15(2):122-9. [CrossRef]

18. Wu J, Xie H, Yao S, Liang Y. Macrophage and nerve interac-
tion in endometriosis. J Neuroinflammation. 2017;14(53):1-
11. [CrossRef]

19. World Health Organization. Research guidelines for evaluat-
ing the safety and efficacy of herbal medicines. 1993. 

20.	Glamour S, Hidayat ST, Prianto AS, Widjiati W. The 
Differences of Integrin ανβ3, Leukemia Inhibitory Factors 
Expression and Superoxide Dismutase Serum Concentration 
in the Provision of Kebar Extract (Biophytum petersianum 
Klotczh), Metformin, and Their Combination to Mouse mod-
els of Endometriosis. 2018. 2018;4(1):1-8. [CrossRef]

21. Vijayashree R, Aruthra P, Ramesh Rao K. A Comparison of 
Manual and Automated Methods of Quantitation of Oestrogen/
Progesterone Receptor Expression in Breast Carcinoma. J 
Clin Diagnostic Res. 2005;9(3):EC01-5.

22.	García-Gómez E, Vázquez-Martínez ER, Cerbón M. 
Regulation of Inflammation Pathways and Inflammasome by 
Sex Steroid Hormones in Endometriosis. Front Endocrinol 
(Lausanne). 2019;10:935. [CrossRef]

23. Lindroos B, Suuronen R, Miettinen S. The potential of adi-
pose stem cells in regenerative medicine. Stem Cell Rev 
Reports. 2011;7(2):269-91. [CrossRef]

24. 	Worley MJ, Welch WR, Berkowitz RS, Ng S-W. 
Endometriosis-associated ovarian cancer: a review of patho-
genesis. Int J Mol Sci. 2013;14(3):5367-79. [CrossRef]

25. Omer NA, Taher MA, Aljebory HDS. Effect of Metformin 
Treatment on some Blood Biomarkers in Women with 
Endometriosis. Iraqi J Pharm Sci. 2016;25(1):28-36.

26.	Fathi E, Farahzadi R, Valipour B, Sanaat Z. Cytokines 
secreted from bone marrow derived mesenchymal stem cells 
promote apoptosis and change cell cycle distribution of K562 
cell line as clinical agent in cell transplantation. PLoS One. 
2019;14(4):1-17. [CrossRef]

27. Yang C, Lei D, Ouyang W, Ren J, Li H, Hu J, Huang S. 
Conditioned media from human adipose tissue-derived mes-
enchymal stem cells and umbilical cord-derived mesenchy-

https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659


49

I. Mulyantoro et al. Stem Cell and Metformin on Endometriosis

mal stem cells efficiently induced the apoptosis and differen-
tiation in human glioma cell lines in vitro. Biomed Res Int. 
2014;2014:1-13. [CrossRef]

28. Rasheed K, Atta H, Taha T, Azmy O, Sabry D, Selim M, 
El-Sawaf A, Bibars M, Ramzy A, El-Garf W, Anwar W. A 
novel endometriosis inducing factor in women with endo-
metriosis. J Stem Cells Regen Med. 2010;6(3):157-64. 
[CrossRef]

29. Tian C, Chen S, Tong L. Induction of Ectopic Endometrial 
Apoptosis by Metformin in Endometriosis. J Pract Obstet 
Gynecol. 2012;6:28.

30. Queiroz EA, Puukila S, Eichler R, Sampaio SC, Forsyth HL, 
Lees SJ, Barbosa AM, Dekker RF, Fortes ZB, Khaper N. 
Metformin induces apoptosis and cell cycle arrest mediated 
by oxidative stress, AMPK and FOXO3a in MCF-7 breast 
cancer cells. PLoS One. 2014;9(5):e98207. [CrossRef]

31. Yang L, Ma B, Sun G, Dong C, Ma B. Antiproliferative and 
antiangiogenic effects of metformin on multidrug-resistant 
MCF-7 cells. Int J Clin Exp Med. 2018;11(7):6776-83. 

32. Liu S, Xin X, Hua T, Shi R, Chi S, Jin Z, Wang H. Efficacy 
of Anti-VEGF/VEGFR Agents on Animal Models of 
Endometriosis: A Systematic Review and Meta-Analysis. 
PLoS One. 2016;11(11):1-15. [CrossRef]

33. Khalil C, Moussa M, Azar A, Tawk J, Habbouche J, Salameh 
J, Ibrahim A, Alaaddine N. Anti-proliferative effects of mes-
enchymal stem cells (MSCs) derived from multiple sources 
on ovarian cancer cell lines: an in-vitro experimental study. J 

Ovarian Res. 2019;12(1):70. [CrossRef]
34. Foda AA, Aal IAA. Metformin as a new therapy for endo-

metriosis, its effects on both clinical picture and cytokines 
profile. Middle East Fertil Soc J. 2012;17:262-7. 
[CrossRef]

35.	Petchsila K, Prueksaritanond N, Insin P, Yanaranop M, 
Chotikawichean N. Effect of Metformin For Decreasing 
Proliferative Marker in Women with Endometrial Cancer: A 
Randomized Double-Blind Placebo-Controlled Trial. Asian 
Pacific J Cancer Prev. 2020;21(3):733-41. [CrossRef]

36. Kinaan M, Ding H, Triggle CR. Metformin: An Old Drug for 
the Treatment of Diabetes but a New Drug for the Protection 
of the Endothelium. Med Princ Pract. 2015;24(5):401-15. 
[CrossRef]

37. Yamaguchi R, Perkins G. Deconstructing Signaling Pathways 
in Cancer for Optimizing Cancer Combination Therapies. Int 
J Mol Sci. 2017;18(6):1258. [CrossRef]

38. Gong L, Goswami S, Giaomini KM, Altman RB, Klein TE. 
Metformin pathways: pharmacokinetics and pharmacody-
namics. Pharmacogenet Genomics. 2012;22(11):820-7. 
[CrossRef]

39. Yi Y, Zhang W, Yi J, Xiao Z. Role of p53 family proteins in 
metformin anti-cancer activities. J Cancer. 2019;10(11):2434-
42. [CrossRef]

40.	Deng C, Liu G. The PI3K/Akt Signalling Pathway Plays 
Essential Roles in Mesenchymal Stem Cells. Br Biomed 
Bull. 2017;5:301.

https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659
https://doi.org/10.7150/jca.30659

