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Introduction

Ovarian cancer is one of the most deadly causes 
of cancer-related deaths across the globe and che-
motherapy remains the cornerstone for its mana-
gement1,2. However, despite frequent preliminary 
responses to chemotherapy, the tumors often relap-
se. Moreover, there are limited chemotherapeutic 
agents available for the management of ovarian 
cancer3,4. So far bevacizumab is the only appro-
ved therapy for ovarian cancer for which consi-
stent analytical markers are yet to be established. 
Furthermore, except for p53 signaling pathway, 
the PI3K/Akt/mTOR cascade is probably the most 
recurrently changed signaling pathway in cancer, 
such as ovarian cancer1,5. Consistent with this, first 
generation mTOR inhibitors exhibit significant an-
ti-cancer properties and many of these inhibitors 
have even been approved for the management of 
different types of cancers, which include, but are 
not limited to, pancreatic, renal and breast cancers. 
Additionally, PI3K, Akt together with second-ge-
neration inhibitors of mTOR are undergoing clini-
cal trials. Metformin is one of commonly prescri-
bed oral hypoglycemic drugs across the globe6. 
Metformin has attained increased attention in re-
cent times for its possible anticancer activity that 
is believed to be free of its hypoglycemic activity. 
Since metformin is already prescribed as hypo-
glycemic drug, there are limited toxicity-related is-
sues, which are considered as an important aspect 
of anticancer drug development7-12. The current 
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study was designed to determine the antitumor 
activity of metformin against ovarian cancer cel-
ls and to investigate its effects on TOR/PI3K/Akt 
signaling pathway. The present work is so far the 
only study that reports the anticancer activity of 
metformin via downregulating the TOR/PI3K/Akt 
signaling pathway in ovarian cancer cells.

Materials and Methods

Cell Line and Culture Conditions
Ovarian cancer cell line cell SKOV31 was procu-

red from Cancer Research Institute of Beijing, Chi-
na, and it was maintained in Dulbecco’s Modified 
Eagle’s Medium (DMEM) and was supplemented 
with 10% fetal bovine serum (FBS) and antibiotics 
(100 μg/ml streptomycin and 100 U/ml penicillin G) 
in a incubator at 37°C (5% CO2 and 95% air).

MTT (3-(4,5-Dimethylthiazol-2-yl)-2,5-Di-
phenyltetrazolium Bromide) Assay

The anti-proliferation effect of metformin on 
ovarian cancer SKOV3 cells was demonstrated 
by MTT assay. SKOV31 cells were grown at 1 
x 106 cells per well in 96‑well plates for a pe-
riod of 12 h and then exposed to 0, 10, 20, and 
40 mM metformin dose for 48 h. To each well, 
MTT solution (20 μl) was added. Before the ad-
dition of 500 µl of dimethyl sulfoxide (DMSO), 
the medium was completely removed. To solu-
bilize MTT formazan crystals, 500 μl DMSO 
were added. ELISA plate reader was used for 
the determination of optical density. 

Colony Formation Assay
For clonogenic assay, ovarian cancer cell line 

SKOV3 cells at the exponential growth phase 
were harvested and counted with a hemocyto-
meter. Seeding of the cells was done at 200 cells 
per well, incubated for a period of 48 h to allow 
the cells to attach, and then to the cell culture 
different doses (0, 10, 20 and 40 mM) of metfor-
min were added. After the treatment, the cells 
were again kept for incubation for 6 days, the 
washing was done with phospate buffered saline 
(PBS), and methanol was used to fix colonies. 
The cells were then stained with crystal violet 
for about 30 min before being counted under li-
ght microscope. 

DAPI Staining
SKOV3 cells/well at a density of 2×105 cells/

well were seeded in 6-well plates were admini-

strated with 10 to 40 mM metformin for 48 h. 
The cells were then subjected to DAPI staining. 
Afterwards, the cell sample was studied and pho-
tographs taken under fluorescence microscopy as 
previously described13. 

Determination of ROS and Mitochondrial 
Membrane Potential (MMP)

SKOV3 cells were seeded at a density of 2 × 
105 cells/well in a 6-well plate and kept for 24 
h and treated with 0 mM to 40 mM metformin 
for 72 h at 37°C in 5% CO2 and 95% air. The-
reafter cells from all samples were collected, 
washed 2 times by PBS and re-suspended in 
500 μl of dichloro-dihydro-fluorescein diaceta-
te (DCFH-DA) (10 μM) for ROS estimation and 
3,3’-dihexyloxacarbocyanine Iodide (DiOC6) (1 
μmol/l) for MMP at 37°C in dark room for 30 
min. The samples were then examined instantly 
using flow cytometer as described previously in 
literature14.

Estimation of Cell Cycle Distribution  
of HepG2 Cells

The cells seeded in 6 well plates (2 x 105 cells/
well) and metformin was administrated to the cel-
ls at the doses of 0, 10, 20 and 40 mM followed 
by 24 h of incubation. DMSO was used as a con-
trol. For estimation DNA content, PBS was used 
to wash the cells and fixed in ethanol at -20°C. 
This was followed by re-suspension in phospha-
te buffered saline (PBS) holding 40 μg/ml propi-
dium iodide (PI) and, RNase A (0.1 mg/ml) and 
Triton X-100 (0.1%) for 30 min in a dark room 
at 37°C. Afterwards, analysis was carried out by 
flow cytometry as reported previously15.

Western Blotting Analysis
The metformin-administrated cells were har-

vested and lysed. The protein concentrations of 
the lysates were quantified by bicinchoninic acid 
assay (BCA) assay using specific antibodies. 
β-actin was used as a control. From each sample 
equal amounts of protein were loaded and separa-
ted by electrophoresis on a 12% denaturing SDS 
gel. Afterwards, the proteins were then electro-
blotted onto polyvinylidene difluoride membra-
nes (0.45 m pore size).

Statistical Analysis
All experiments were carried out in at least 

three biological replicates and are expressed as 
mean ± standard deviation (SD). Statistical signi-
ficance was determined using two-way ANOVA 
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and p<0.05 was considered as significant using 
GraphPad Prism Ver. 5.01 (GraphPad Software 
Inc., La Jolla, CA, USA).

Results

Anti-proliferative Potential of Metformin 
on SKOV3 Cell Line 

To identify the anti-proliferative role of metfor-
min on ovarian cancer SKOV3 cells, the cells 
were treated with metformin concentration range 
0-40 mM for 48 h. Metformin displayed a potent 
anti-proliferative effect against SKOV3 cells with 
an IC50 of 20 mM (Figure 1a). In the colony for-
mation assay, we observed that metformin treated 
cells reduced the number of colonies in a dose-de-
pendent manner (Figure 1b). 

Metformin Prompted DNA Damage  
in SKOV3 Ovarian Cancer Cells

The cells were separated from metformin and 
DNA damage was evaluated by DAPI staining. 
Our results indicated that metformin caused DNA 
damage in a dose-dependently as evident from 
evident from the greater density of white color 
nuclei (Figure 2). 

Metformin Triggers ROS Production  
in Ovarian Cancer SKOV3 Cells

The potential of metformin to cause DNA 
damage observed through 4’,6-diamidi-
no-2-phenylindole (DAPI) staining suggested 
that metformin might induce generation of in-

tracellular ROS. Therefore, we calculated the 
ROS level at varied concentrations of metfor-
min for 48 h. The results showed that the in-
tracellular ROS levels of treated cells increa-
sed up to 310% as compared to untreated cells 
(Figure 3a). Our result suggested that metfor-
min is a potent molecule for activating ROS in 
SKOV3 cells. 

Metformin Reduces the Mitochondrial 
Membrane Potential (MMP)

ROS generation is related to mitochondrial dy-
sfunction. It disrupts the outer mitochondrial po-
tential to release the death-promoting proteins16. 
Therefore, we examined whether metformin 
reduces the MMP in SKOV3 cells treated with 
metformin at varied concentrations (0-40 mM). 
Metformin treated SKOV3 cells showed a signifi-
cant reduction in MMP in a dose-dependent man-
ner. The MMP reduced up to 58 % at 40 mM of 
metformin as compared to untreated control (Fi-
gure 3b).

Metformin Caused Alterations in Cell 
Cycle Distribution of Ovarian Cancer 
SKOV3 Cancer Cell Line

It was observed that the percentage of SKOV3 
cells was considerably increased in G2 at the 
concentrations of 0 to 40 mM concentrations of 
metformin causing cell arrest at G2/M checkpoint. 
After 48 h of treatment, cells in the G2/M popu-
lation increased from 14.8% in control to 51.5% 
at 40 mM concentration (Figure 4). Additional-
ly, the populations of SKOV3 cells in G2 phase 

Figure 1. Effect of indicated doses metformin on ovarian cancer cell inhibition (a) Crystal violet assay (b) Growth inhibition 
curve. All values are mean of three independent replicates ± SD.
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were marginally increased at a dose of 10 mM, 
reasonably increased at 20 mM, and dramatically 
increased at 40 mM. This metformin -induced G2 
phase increase of SKOV3 cancer cells was obser-
ved to exhibit a dose-dependent pattern.

Metformin Acid Targets m-TOR/PI3K/Akt 
Signaling Pathway

The m-TOR/PI3K/Akt signaling pathway 
is one of the main signally pathway activated 
in cancer cells. To confirm whether metfor-
min could modulate the protein expressions of 
m-TOR/PI3K/Akt signaling pathway Western 
blotting was carried to determine the expres-
sion of different proteins such as P13, AKT 
and mTOR. The findings are shown in Figure 
5 indicate an interesting outcome. Compared to 
the untreated control cells, metformin-treated 
cells showed a concentration-dependent down-
regulation of m-TOR and pm-TOR proteins. It 
also showed downregulation of PI3K/Akt pro-
tein expressions. Thus it may be concluded 
that metformin induces anticancer partly via 
m-TOR/PI3K/Akt signaling pathway.

Discussion

Ovarian cancer is among the deadly reasons 
of gynecological cancer deaths around the glo-

be. Despite preliminary responses to chemothe-
rapy, the tumors consistently relapse. Metfor-

Figure 2. Effect of indicated doses of metformin on DNA damage as depicted by DAPI staining. The images are representa-
tives of three biological replicates.

Figure 3. Effect of indicated doses metformin on (a) Mi-
tochondrial membrane potential (b) ROS generation. All va-
lues are mean of three independent replicates ± SD.
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min is extensively prescribed oral hypoglycemic 
drug and has recently received attention for its 
antitumorigenic activity. Metformin showed 
potential growth inhibition activity against 
SKOV3 cells as evident from the MMT assay. 
As reported previously, many drugs exhibit 
antiproliferative effects via induction of apop-
tosis. For instance, several chemotherapeutic 
drugs, such as cisplatin17-23 have been reported 
to alter explicit apoptotic pathways and cause 
DNA damage24. To assess whether metformin 
induces DNA damage in SKOV3, we carried 
out the DAPI staining of the treated cells. It was 
observed that metformin induces DNA damage 
in a concentration dependent manner. Further, 
it was observed that metformin treated cel-
ls displayed ROS-mediated MMP reduction22. 
Therefore the results suggest that metformin 
may induce DNA damage through increasing 
intracellular ROS and reduction in MMP. Our 
results are in agreement with studies wherein 
several anti-cancer drugs have been reported to 
target cancer cells partly by accretion of high 
levels of ROS24. Moreover, mitochondria play 
a key role in ROS25. For example, capsaicin di-
srupts MMP and mediates oxidative stress re-
sulting in apoptosis in pancreatic cancer cells26. 
Flow cytometry using propidium iodide as a 
probe was used to study effects of metformin 

on cell cycle progression. Metformin induced 
G2/M cell cycle arrest and led to a significant 
increase of cells in G2 phase dose dependent-
ly. These findings are promising since it is well 
established that ovarian cancer is one of the 
most lethal cancers and metformin could inhi-
bit this behavior27. Finally, effects of metformin 

Figure 4. Effect of indicated doses metformin on Cell cycle arrest. The results are representatives of three independent bio-
logical replicates.

Figure 5. Western blots showing effect of indicated doses 
of metformin on protein expression of m-TOR/PI3K/Akt si-
gnaling pathway proteins. The images are representatives of 
three biological replicates.



Y.-L. Fu, Q.-H. Zhang, X.-W. Wang, H. He

1174

on the expression levels of various proteins in-
cluding m-TOR, pm-TOR, PI3K, p-PI3K and 
Akt were studied using Western blot assay. Re-
sults showed metformin-treated cells revealed 
a concentration-dependent downregulation of 
m-TOR and pm-TOR proteins. It also caused 
downregulation of PI3K/Akt protein expres-
sions. It has been reported that activation of the 
PI3K/AKT/mTOR pathway plays a vital role in 
ovarian cancer tumorigenesis, progression and 
chemotherapy resistance1. Therefore, inhibitory 
effect of metformin on this pathway may prove 
crucial in the treatment of ovarian cancers.

Conclusions

Metformin may prove a potential candidate 
for the treatment of ovarian cancer by controlling 
m-TOR/PI3K/Akt signaling pathway. Since limi-
ted drug options available for ovarian cancer and 
metformin have limited toxicity, it seems a strong 
option for treatment of ovarian cancer and deser-
ves further research endeavors.

Conflict of interest
The authors declare no conflicts of interest.

References

  1)	 Leary A, Auclin E, Pautier P, Lhommé C. The PI3K/
Akt/mTOR pathway in ovarian cancer: biological 
rationale and therapeutic opportunities. Ovarian 
Cancer-A Clinical and Translational Update. Cro-
atia. In Tech 2013; 275-302.

  2)	 Cancer Genome Atlas Research Network. Integrated 
genomic analyses of ovarian carcinoma. Nature 
2011; 474: 609-615.

  3)	 Altomare DA, Testa JR. Perturbations of the AKT 
signaling pathway in human cancer. Oncology 
2005; 14: 7455-7464.

  4)	 Engelman JA. Targeting PI3K signalling in cancer: 
opportunities, challenges and limitations. Nat Rev 
Cancer 2009; 1: 550-562.

  5)	 Wang P, Chen J, Mu LH, Du QH, Niu XH, Zhang MY. 
Propofol inhibits invasion and enhances paclita-
xel-induced apoptosis in ovarian cancer cells throu-
gh the suppression of the transcription factor slug. 
Eur Rev Med Pharmacol Sci 2013; 17: 1722-1729. 

  6)	 [No authors listed]. United Kingdom prospective 
diabetes study (UKPDS) 13: relative efficacy of 
randomly allocated diet, sulphonylurea, insulin, 
or metformin in patients with newly diagnosed 
non-insulin dependent diabetes followed for three 
years. Br Med J 1995; 310: 83-88.

  7)	 Kourelis TV, Siegel RD. Metformin and cancer: new 
applications for an old drug. Med Oncol 2012; 29: 
1314-1327.

  8)	 Diamanti‐Kandarakis E, Economou F, Palimeri S, Chri-
stakou C. Metformin in polycystic ovary syndrome. 
Ann N Y Acad Sci 2010; 1205: 192-198.

  9)	 Bianchi C, Penno G, Romero F, Del Prato S, Miccoli 
R. Treating the metabolic syndrome. Exp Rev Car-
diovasc Ther 2007; 5: 491-506.

10)	 Diabetes Prevention Program Research Group. Re-
duction in the incidence of type 2 diabetes with 
lifestyle intervention or metformin. N Engl J Med 
2002; 346: 393-403.

11)	 Shikhman AR, Lebedev KA. [Inhibiting effect of 
phenformin (phenethyl biguanide) on the growth 
of Ehrlich carcinoma]. Voprosy Onkologii 1981; 
27: 67-69.

12)	 Cohen MH, Strauss BL. Enhancement of the antitu-
mor effect of 1, 3-bis (2-Chloroethyl)-1-Nitrosou-
rea (BCNU) by Phenylethylbiguanide (Phenfor-
min). Oncology 1976; 33: 257-259.

13)	 Sun SY, Hail N, Jr Lotan R. Apoptosis as a novel 
target for cancer chemoprevention. J Natl Cancer 
Inst 2004; 96: 662-672.

14)	 Chiang JH, Yang JS, Ma CY, Yang MD, Huang HY, 
Hsia TC, Kuo HM, Wu PP, Lee TH, Chung JG. Dan-
thron, an anthraquinone derivative, induces DNA 
damage and caspase cascades-mediated apop-
tosis in SNU-1 human gastric cancer cells throu-
gh mitochondrial permeability transition pores 
and bax-triggered pathways. Chem Res Toxicol 
2011; 24: 20-29.

15)	 Chiang LC, Ng LT, Lin IC, Kuo PL, Lin CC. Anti-pro-
liferative effect of apigenin and its apoptotic in-
duction in human Hep G2 cells. Cancer Lett 2006; 
237: 207-214.

16)	 Munagala R, Kausar H, Munjal C, Gupta RC. Wi-
thaferin A induces p53-dependent apoptosis by 
repression of HPV oncogenes and upregulation 
of tumor suppressor proteins in human cervical 
cancer cells. Carcinogenesis 2011; 32: 1697-
1705.

17)	 Maitra R, Porter MA, Huang S, Gilmour BP. Inhibi-
tion of NFkappaB by the natural product Withafe-
rin A in cellular models of cystic fibrosis inflamma-
tion. J Inflamm (Lond) 2009; 6: 15.

18)	 Hissin PJ, Hilf R. A fluorometric method for deter-
mination of oxidized and reduced glutathione in 
tissues. Anal Biochem 1976; 74: 214-226.

19)	 Chipuk JE, Bouchier-Hayes L, Green DR. Mitochon-
drial outer membrane permeabilization during 
apoptosis: the innocent bystander scenario. Cell 
Death Differ 2006; 13: 1396-1402.

20)	 Azuma M, Tamatani T, Ashida Y, Takashima R, Hara-
da K, Sato M. Cisplatin induces apoptosis in oral 
squamous carcinoma cells by the mitochon-
dria-mediated but not theNF-kappaB-suppressed 
pathway. Oral Oncol 2003; 39: 282-289.

21)	 Yoneda K, Yamamoto T, Osaki T. p53- and p21-in-
dependent apoptosis of squamous cell carcinoma 



Metformin mitigates ovarian cancer SKOV3 cell growth 

1175

cells induced by 5-fluorouracil and radiation. Oral 
Oncol 1998; 34: 529-537.

22)	 Abal M, Andreu JM, Barasoain I. Taxanes: micro-
tubule and centrosome targets, and cell cycle de-
pendent mechanisms of action. Curr Cancer Drug 
Tar 2003; 3: 193-203.

23)	 Ferreira CG, Epping M, Kruyt FA, Giaccone G. Apop-
tosis target of cancer therapy. Clin Cancer Res 
2002; 8: 2024-2034. 

24)	 Malaguarnera, L. Implications of apoptosis regu-
lators in tumorigenesis. Cancer Metastasis Rev 
2004; 23: 367-387. 

25)	 Ding H, Han C, Guo D, Chin YW, DingY, Kinghorn 
AD, D’Ambrosio SM. Selective induction of apop-
tosis of human oral cancer cell lines by avocado 
extracts via a ROS-mediated mechanism. Nutr 
Cancer 2009; 61: 348-356. 

26)	 Kowaltowski AJ, de Souza-Pinto NC, Castilho RF, 
Vercesi AE. Mitochondria and reactive oxygen spe-
cies. Free Radic Biol Med 2009; 47: 333-343.

27)	 Yan HC, Fang LS, Xu J, Qiu YY, Lin XM, Huang HX, 
Han QY. The identification of the biological cha-
racteristics of human ovarian cancer stem cells. 
Eur Rev Med Pharmacol Sci 2014; 18: 3497-3503.


