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Abstract: This study is to investigate the therapeutic effects of bone marrow mesenchymal stem cells (BMSCs) 
expressing interleukin (IL)-12 on malignant ascites tumor-bearing mice and the related mechanisms. Malignant 
ascites tumor mouse model was established by the intraperitoneal inoculation with MethA or H22 tumor cells. Mouse 
BMSCs were transfected with lentiviral vector containing IL-12, and then transplanted into these mouse models via 
intraperitoneal injection. The peritoneal permeability in these mice was evaluated and compared. The contents of 
INF-γ and VEGF in ascites were determined by ELISA. Mouse models receiving IL-12-expressing BMSCs were rechal-
lenged with tumor cells, and the animal survival was observed and analyzed. In both MethA and H22 tumor cell-
induced malignant ascites tumor mouse models, there were no significant differences in the peritoneal permeability 
between the normal saline (NS), BMSC-control, and BMSC-null groups. However, compared with NS control group, 
the peritoneal permeability was significantly decreased by IL-12-expressing BMSCs. Moreover, ELISA showed that, 
in both the MethA and H22 tumor cell-induced mouse models, compared with the NS control group, the contents of 
INF-γ in ascites were significantly elevated, while the contents of VEGF in ascites were significantly decreased, in the 
BMSC-IL-12 groups. In addition, IL-12-expressing BMSCs significantly elongated the survival of mouse models after 
rechallenging with tumor cells. IL-12-expressing BMSCs exert protective effects against malignant ascites tumor, 
and the anti-tumor effects might be associated with the enhanced anti-tumor immunity. Our findings might bring 
new insights into the treatment of tumors with immunotherapy.
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Introduction

In recent years, biotherapy has gradually 
become an important modality for the treat-
ment of tumors, in addition to surgery, chemo-
therapy, and radiotherapy. The biological 
behavior of tumor cells could be directly regu-
lated by the action of biologically active sub-
stance, or by the regulation of autoimmune  
system. Nowadays, immunotherapy and gene 
therapy for tumors have been rapidly develop-
ing, and the targeting therapy is currently one 
of the most promising therapeutic strategies 
[1, 2].

It has been shown that interleukin (IL)-12 not 
only prevents the tumor occurrence, but also 

inhibits the tumor growth and metastasis  
[3]. IL-12 is one of the suitable candidates  
for genetic immunization, which could exert 
anti-tumor effects in various animal models. 
However, to achieve satisfactory therapeutic 
effects, repeated high-dose injection of IL-12 is 
needed, which might induce systemic toxicity 
[4, 5]. Therefore, investigators have been trying 
to develop a novel treatment modality to con-
fine the effects of IL-12 within the tumor lesions, 
with enhanced efficacy and reduced toxicity [6].

Recent studies have found that bone marrow 
mesenchymal stem cells (BMSCs) can specifi-
cally migrate to the tumor site [7-11]. Therefore, 
BMSCs could be used as delivery vehicles for 
the therapeutic genes to directly inhibit and/or 
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kill the tumor cells. In this study, mouse BMSCs 
were transfected with lentiviral vector express-
ing IL-12, and the therapeutic effects of these 
modified BMSCs on malignant ascites tumor 
and the related mechanisms were investi- 
gated.

Materials and methods

BMSC isolation and culture

Male BALB/c mice, 6-8 weeks old, were provid-
ed by the Experimental Animal Center of 
Sichuan University. The isolation and culture of 
BMSCs were performed as our previously pub-
lished protocols [12]. Briefly, bone marrow was 
obtained from femurs and tibias taken from 
these mice, and the tissue was suspended with 
H-DMEM containing 10% fetal bovine serum 
(FBS) as well as penicillin and streptomycin. 
The bone marrow suspension was mixed with 
the same volume of PBS supplemented with 
2% FBS and 0.6% sodium citrate, followed by 
centrifugation at 900×g for 10 min. The cells 
were re-suspended with PBS, and spread on 
the Ficoll-Hypaque solution (1.088 g/mL). After 
centrifuged at 800×g for 20 min, the cells with-
in the intermediate zone were collected, and 
cultured with DMEM complete medium in a 
37°C, 5% CO2 incubator. 48 h later, non-adher-
ent cells were removed by washing with serum-
free DMEM. The culture medium was changed 
every 3-4 d. For purification, the primary  
cells were cultured from 2 w before the first 
passage.

Lentiviral preparation and BMSC transfection

The lentivirus-expressing pLenti6/V5-mIL-12-
Dest plasmid (Invitrogen, Carlsbad, CA, USA) 
and the ViraPowerTM Packaging Mix (Invitro- 
gen) were co-transfected into 293FT cells, with 
lipofectamine 2000 (Invitrogen). 72 h later, the 
cultured supernatant was collected by centrifu-
gation. The lentivirus of Lenti-GFP and Lenti-
null were then obtained with the pLenti6/
V5-GFP-Dest and pLenti6/V5-null-Dest plas-
mids, respectively.

For BMSC transfection, BMSCs were incubated 
with 800 mL DMEM (containing 10% FBS), 200 
mL previously described lentivirus, and 20 mL 
6 mg/mL polybrene. 24 h later, the culture 
medium was changed with 2 mL DMEM con-
taining 10% FBS. After another 24 h, these 
BMSCs were screened with 5 mg/mL blastici-

din to obtain Lenti-mIL-12-BMSCs. The expres-
sion of IL-12 was confirmed with real-time PCR 
and ELISA. With the same procedures, Lenti-
GFP-BMSCs and Lenti-null-BMSCs were also 
obtained and used as controls.

Animal modeling and grouping

Mouse model of malignant ascites tumor was 
established according to a previously published 
protocol [13]. Male BALB/c mice, 6-8 weeks 
old, were subjected to intraperitoneal inocula-
tion of 1×106 MethA tumor cells [American Type 
Culture Collection (ATCC; Rockville, MD, USA)]. 
These mice were then randomly divided into 
the following groups (n=10 per group): (1) the 
normal saline (NS) control group, in which the 
model mice were intraperitoneally injected with 
200 mL normal saline at days 2 and 7, respec-
tively, after modeling; (2) the BMSC-control 
group, in which model mice were inoculated 
with 200 mL non-transfected BMSC suspen-
sion (approximately 2×106 cells); (3) the BMSC-
null group, in which model mice were inoculat-
ed with 200 mL Lenti-null-BMSC suspension 
(approximately 2×106 cells); and (4) the BMSC-
IL-12 group, in which the model mice were  
inoculated with 200 mL Lenti-mIL-12-BMSC 
suspension (approximately 2×106 cells). The 
BMSCs were transplanted into these mouse 
models through the intraperitoneal injection. 
The ascites volume was measured every 2 d 
after treatment, and the survival of these 
mouse models was observed over the next 40 
d. On the other hand, the procedures for the 
model establishment with H22 tumor cells 
(ATCC) and the animal grouping were the same 
as the above described method. All the experi-
mental procedures were approved by the local 
Animal Care Committee.

Peritoneal permeability measurement

Mice were subjected to the intravenous injec-
tion of 0.25 mL Evans blue via the tail vein at 
10 d after modeling. After another 2 h, the mice 
were sacrificed, and the ascites was collected 
and centrifuged. The concentration of Evans 
blue was determined with a microplate reader 
(at the wavelength of 540 nm), and the perito-
neal permeability was analyzed accordingly.

Elisa

The ascites was collected at 12 d after model-
ing, and the ascites volume was recorded. The 
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contents of INF-γ and VEGF in ascites were 
measured with commercially available ELISA 
kits (Dakewe, Beijing, China), according to the 
manufacturer’s instructions [14].

Tumor cell rechallenge

After modeling and treatment, the surviving 
mice in the BMSC-IL-12 group were rechal-
lenged with 5×106 MethA or H22 tumor cells, 
and then the survival of these mice was 
observed. The BALB/c mice without any treat-
ment were rechallenged with the same amount 
of MethA or H22 tumor cells as the control group.

Statistical analysis

Data were expressed as mean ± SD. Statistical 
analysis was performed with the SPSS 19.0 
software. Student’s t test was used for the 
group comparison, and the Kaplan-Meier sur-
vival curve was analyzed with the log-rank test. 
P < 0.05 was considered statistically signifi- 
cant.

Results

IL-12-expressing BMSCs decrease the perito-
neal permeability in mice bearing malignant 
ascites tumor

To assess the effects of BMSCs expressing 
IL-12 on malignant ascites tumor, the peritone-
al permeability was analyzed in these model 
mice. The peritoneal permeability was indicat-

(Figure 1). These results suggest that IL-12-
expressing BMSCs could decrease the perito-
neal permeability in mice bearing malignant 
ascites tumor.

IL-12-expressing BMSCs increase INF-γ and 
decrease VEGF contents in ascites

To investigate the mechanism through which 
IL-12-expressing BMSCs protect against malig-
nant ascites tumor, the contents of INF-γ and 
VEGF in ascites was determined with ELISA. 
Our results showed that, in both the MethA and 
H22 tumor cell-induced mouse models, no sig-
nificant differences were observed between 
the NS, BMSC-control, and BMSC-null groups 
(P > 0.05) (Figure 2). On the other hand, the 
contents of INF-γ in ascites were significantly 
elevated (P < 0.05) (Figure 2A), while the con-
tents of VEGF in ascites were significantly 
decreased (P < 0.05) (Figure 2B), in the BMSC-
IL-12 group, compared with the NS control 
group. These results suggest that IL-12-
expressing BMSCs could significantly increase 
INF-γ and decrease VEGF contents in ascites, 
which might contribute to the therapeutic 
effects of these BMSCs.

IL-12-expressing BMSCs prolong the survival of 
mouse models after rechallenging with tumor 
cells

To further investigate the effects of IL-12-
expressing BMSCs on the survival of ascites 
mice, these models were rechallenged with 

Figure 1. IL-12-expressing BMSCs decreased the peritoneal permeability in 
mice bearing malignant ascites tumor. The peritoneal permeability was indi-
cated as the concentration of Evans blue (OD540nm values) in ascites, for the nor-
mal saline (NS), BMSC-control, BMSC-null, and BMSC-IL-12 groups, from mice 
inoculated with MethA or H22 tumor cells. Compared with the NS control group, 
*P < 0.05.

ed as the concentration  
of Evans blue (OD540nm val-
ues) in ascites. Our results 
showed that, in MethA 
tumor cell-induced mouse 
models, there were no sig-
nificant differences betw- 
een the normal saline  
(NS), BMSC-control, and 
BMSC-null groups (P > 
0.05) (Figure 1). However, 
compared with NS control 
group, the peritoneal per-
meability was significantly 
decreased by the IL-12-
expressing BMSCs (P < 
0.05) (Figure 1). Similar 
results were observed for 
the H22 tumor cell-induc- 
ed mouse models bearing 
malignant ascites tumor 
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tumor cells, and then the animal survival was 
recorded and analyzed. Our results showed 
that, in the MethA tumor cell-induced mouse 
models, compared with the NS control group, 
the survival after rechallenging was significant-
ly prolonged in the BMSC-IL-12 group (P < 0.05) 
(Figure 3). Similar results were obtained for the 
H22 tumor cell-induced and -rechallenged asci-
tes mouse models (Figure 3). These results 
suggest that IL-12-expressing BMSCs could 
improve the survival of rechallenged ascites 
mice, confirming the anti-tumor effects of these 
BMSCs.

Discussion

Bone marrow mesenchymal stem cells (BMSCs) 
have been characterized by the extremely low 
immunogenicity. Bartholomew et al. [15, 16] 
show that, autologous or allogeneic transplan-

tation of BMSCs expressing human EPO would 
not induce immune rejection in baboon mod-
els. Moreover, BMSCs have the multi-direction-
al differentiation potential and the tumor-tar-
geting specificity in vivo, making the cells ideal 
vehicles for gene therapy. Furthermore, BMSCs 
could modify the pharmacokinetic characteris-
tics of the therapeutic drug molecules, which 
would achieve the long-term high efficiency 
with low toxicity and reduced side effects, 
increasing the treatment safety [17]. It has 
been shown that BMSCs carrying recombinant 
adenoviral vectors of IL-12 could exert more 
significant anti-tumor effects, compared with 
autologous BMSCs or recombinant plasmids 
alone [18].

In this study, the lentiviral vector stably express-
ing IL-12 was constructed and transfected into 
BMSCs, and then the effects of IL-12-expressing 

Figure 2. IL-12-expressing BMSCs altered cytokine levels in ascites. The contents of INF-γ (A) and VEGF (B) in ascites 
from mice inoculated with MethA or H22 tumor cells were investigated with ELISA. Compared with the NS control 
group, *P < 0.05.

Figure 3. IL-12-expressing BMSCs prolonged the survival of mouse models after rechallenging with tumor cells. The 
mouse models were rechallenged with MethA or H22 tumor cells, and then the survival was recorded and analyzed.
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BMSCs on mice bearing malignant ascites 
tumor were investigated. Our results showed 
that, compared with the NS control group, 
IL-12-expressing BMSCs could significantly 
decrease the ascites volume and prolong the 
survival of mouse models. To investigate the 
anti-tumor immunity in the treatment groups, 
the mouse models were rechallenged with a 
large amount of tumor cells, and the long-term 
survival was recorded. Our results showed that, 
the survival of mouse models was significantly 
prolonged by IL-12-expressing BMSCs, suggest-
ing the anti-tumor immunity of these cells. We 
next investigated the underlying mechanisms 
for the protective effects of IL-12-expressing 
BMSCs against malignant ascites tumor. In line 
with our results, culture supernatant of IL-12-
expressing BMSCs has been shown to induce 
strong chemotaxis and promote maturation of 
dendritic cells, which would effectively stimu-
late the anti-tumor immunity [19-21]. Moreover, 
we found that IL-12-expressing BMSCs could 
significantly increase INF-γ content, while dec- 
rease VEGF content, in ascites. Furthermore, 
the peritoneal permeability could be signifi-
cantly decreased by IL-12-expressing BMSCs. 
Taken together, these results suggest that the 
protective effects of IL-12-epxressing BMSCs 
against malignant ascites tumor might be 
achieved through the enhanced anti-tumor 
immunity.

In conclusion, our results showed that, IL-12-
expressing BMSCs decreased the peritoneal 
permeability in mice bearing malignant ascites 
tumor. Moreover, IL-12-expressing BMSCs sig-
nificantly increased the INF-γ content while 
decreased the VEGF content in ascites. Fur- 
thermore, IL-12-expressing BMSCs could elon-
gate the survival of mouse models after rechal-
lenging with tumor cells. The anti-tumor effects 
of IL-12-expressing BMSCs might be associat-
ed with the enhancement of the anti-tumor 
immunity. Our findings might bring new insights 
into the treatment of tumors with immuno- 
therapy.

Acknowledgements

This work was supported by the National 
Natural Science Foundation of China (No. 
81470140). State Key Laboratory of Biothera- 
py, West China Hospital, Sichuan University. 

Disclosure of conflict of interest

None.

Address correspondence to: Tao Liu, Department  
of Otolaryngology, The Affiliated Hospital of Yan’an 
University, No. 43, North Street, Yan’an 716000, 
Shaanxi, China. Tel: 86-0911-2889119; E-mail: 
hxlt002@163.com; Jianrong Xu, State Key Labo- 
ratory of Biotherapy, West China Hospital, Sichuan 
University, No. 37, Guoxuexiang Road, Chengdu 
610041, Sichuan, China. Tel: 86-136 8968 4978; 
E-mail: ydwangaihong@163.com

References

[1] Rosenberg SA. Progress in human tumour im-
munology and immuno-therapy. Nature 2001; 
411: 380-4.

[2] Smyth MJ, Godfrey DI and Trapani JA. A fresh 
look at tumor munosurveillance and immun-
otherapy. Nat Immunol 2001; 2: 293-9.

[3] Shi M, Su L, Hao S, Guo X and Xiang J. Fusion 
hybrid of dendritic cells and engineered tumor 
cells expressing interleukin-12 induces type 1 
immune responses against tumor. Tumori 
2005; 91: 531-8.

[4] Ino Y, Saeki Y, Fukuhara H and Todo T. Triple 
combination of oncolytic herpes simplex vi-
rus-1 vectors armed with interleukin-12, inter-
leukin-18, or soluble B7-1 results in enhanced 
antitumor efficacy. Clin Cancer Res 2006; 12: 
643-52.

[5] Quetglas JI, Dubrot J, Bezunartea J, Sanmamed 
MF, Hervas-Stubbs S, Smerdou C and Melero  
I. Immunotherapeutic Synergy Between Anti-
CD137 mAb and Intratumoral Administration 
of a Cytopathic Semliki Forest Virus Encoding 
IL-12. Mol Ther 2012; 20: 1664-75.

[6] Williams P, Rafei M, Bouchentouf M, Raven J, 
Yuan S, Cuerquis J, Forner KA, Birman E and 
Galipeau J. A fusion of GMCSF and IL-21 initia-
tes hypersignaling through the IL-21Ralpha 
chain with immune activating and tumoricidal 
effects in vivo. Mol Ther 2010; 18: 1293-1301.

[7] Shinagawa K, Kitadai Y, Tanaka M, Sumida T, 
Kodama M, Higashi Y, Tanaka S, Yasui W and 
Chayama K. Mesenchymal stem cells enhance 
growth and metastasis of colon cancer. Int J 
Cancer 2010; 127: 2323-33.

[8] Castillo-Melendez M, Yawno T, Jenkin G and 
Miller SL. Stem cell therapy to protect and re-
pair the developing brain: A review of mecha-
nisms of action of cord blood and amnion epit-
helial derived cells. Front Neurosci 2013; 7: 
194.

[9] Barcellos-de-Souza P, Gori V, Bambi F and 
Chiarugi P. Tumor microenvironment: Bone 
marrow-mesenchymal stem cells as key play-
ers. Biochim Biophys Acta 2013; 1836: 321-
35.

[10] Fritz V and Jorgensen C. Mesenchymal stem 
cells: An emerging tool for cancer targeting 

mailto:hxlt002@163.com
mailto:ydwangaihong@163.com


BMSCs treating malignant ascites tumor

15845 Int J Clin Exp Med 2015;8(9):15840-15845

and therapy. Curr Stem Cell Res Ther 2008; 3: 
32-42.

[11] Deng Q, Zhang Z, Feng X, Li T, Liu N, Lai J, 
Shuai L, Xiong Q, Fu C, Zou H, Wang Y, Li X, Ma 
K and Bie P. TRAIL-secreting mesenchymal 
stem cells promote apoptosis in heat-shock-
treated liver cancer cells and inhibit tumor 
growth in nude mice. Gene Ther 2014; 21: 
317-27.

[12] Xu JR, Li HX, Wang GQ, Du XB, Wei YQ and 
Zhao JM. Screening and identification of me-
senchymal stem cell strains to secret mouse 
interleukin-12 mediated with lenti-viral vector. 
Sichuan Da Xue Xue Bao Yi Xue Ban 2009; 40: 
584-7.

[13] Yoshiji H, Kuriyama S, Hickin DJ, Huber J, Yoshii 
J, Ikenaka Y, Noguchi R, Nakatani T, Tsujinoue 
H and Fukui H. The vascular endothelial growth 
factor receptor KDR/Flk-1 is a major regulator 
of malignant ascites formation in the mouse 
hepatocellular carcinoma model. Hepatology 
2001; 33: 841-7.

[14] Lu Y, Wei YQ, Tian L, Zhao X, Yang L, Hu B, Kan 
B, Wen YJ, Liu F, Deng HX, Li J, Mao YQ, Lei S, 
Huang MJ, Peng F, Jiang Y, Zhou H, Zhou LQ 
and Luo F. Immunogene therapy of tumors 
with vaccine based on xenogeneic epidermal 
growth factor receptor. J Immunol 2003; 170: 
3162-70.

[15] Ren C, Kumar S, Chanda D, Chen J, Mountz JD 
and Ponnazhagan S. Therapeutic potential of-
mesenchymal stem cells producing interferon-
alpha in amouse melanoma lung metastasis 
model. Stem Cells 2008; 26: 2332-8.

[16] Xu G, Jiang XD, Xu Y, Zhang J, Huang FH, Chen 
ZZ, Zhou DX, Shang JH, Zou YX, Cai YQ, Kou 
SB, Chen YZ, Xu RX and Zeng YJ. Adenoviral-
mediatedinterleukin-18 expression in mesen- 
chymal stem cellseffectively suppresses the 
growth of glioma in rats. Cell BiolInt 2009; 33: 
466-74.

[17] Deans RJ and Moseley AB. Mesenchymal stem 
cells: biology and potential clinical uses. Exp 
Hematol 2000; 28: 875-884.

[18] Chen XC, Wang R, Zhao X, Wei YQ, Hu M, Wang 
YS, Zhang XW, Zhang R, Zhang L, Yao B, Wang 
L, Jia YQ, Zeng TT, Yang JL, Tian L, Kan B, Lin 
XJ, Lei S, Deng HX, Wen YJ, Mao YQ and Li J. 
Prophylaxis against carcinogenesis in three 
kinds of unestablished tumor models via IL12-
gene-engineered MSCs. Carcinogenesis 2006; 
27: 2434-41.

[19] Djouad F, Charbonnier LM, Bouffi C, Louis-
Plence P, Bony C, Apparailly F, Cantos C, 
Jorgensen C and Noël D. Mesenchymal stem 
cells inhibit the differentiation of dendritic 
cells through an interleukin-6-dependent me-
chanism. Stem Cells 2007; 25: 2025-32.

[20] Huang Y, Yu P, Li W, Ren G, Roberts AI, Cao W, 
Zhang X, Su J, Chen X, Chen Q, Shou P, Xu C, 
Du L, Lin L, Xie N, Zhang L, Wang Y and Shi Y. 
p53 regulates mesenchymal stem cell-media-
ted tumor suppression in a tumor microenvi-
ronment through immune modulation. Onco-
gene 2014; 33: 3830-8.

[21] Seo SH, Kim KS, Park SH, Suh YS, Kim SJ, Jeun 
SS and Sung YC. The effects of mesenchymal 
stem cells injected via different routes on mo-
dified IL-12-mediated antitumor activity. Gene 
Ther 2011; 18: 488-95.


