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Effects of recombinant adenovirus Ad-miR-29b2c¢ on
HGC-27 cell proliferation and migration

Ailing Luo, Chunyuan Du, Xuemei Zhao, Jichao Liang, and Yong Chen

Hubei Province Key Laboratory of Biotechnology of Chinese Traditional Medicine, Hubei Collaborative Innovation Center for Green
Transformation of Bio-resources, Hubei University, Wuhan 430062, Hubei, China

Abstract: We constructed recombinant adenoviruses expressing miR-29b2c¢ (Ad-miR29b2c¢), and analyzed their effects
on the proliferation and migration of HGC-27 and MGC-803 cells. miR-29b2c¢ gene was amplified by PCR from genomic
DNA and cloned into the pAdTrack-CMV vector to create the shuttle plasmid pAdT-29b2c. The recombinant plasmid was
verified by restriction enzyme digestion and sequencing. The linearized shuttle vector was mixed with an adenoviral
backbone plasmid (pAdEasy-1), followed by cotransformation into competent BJ5183 cells to generate the recombinant
plasmid pAd-miR-29b2c. Finally, recombinant adenoviral vectors were generated by transfecting the recombinant plasmid
into 293 A packaging cell line. HGC-27 and MGC-803 cells were infected with the recombinant adenoviruses expressing
pAd-miR-29b2c, then MTT and wound-healing assay were used to analyze the effects of pAd-miR-29b2c on the
proliferation and migration of HGC-27 and MGC-803 cells. The miR-29b and miR-29c levels were significantly increased
in HGC-27 cells after infected with pAd-miR-29b2c. MTT and wound-healing analysis also revealed a significant decrease
in proliferation and migration of HGC-27 and MGC-803 cells compared to the control Ad-GFP-infected cells. Furthermore,
western blotting results demonstrated that the protein expression level of §-catenin was reduced in pAd-miR-29b2c
transfected HGC-27 and MGC-803 cells. Taken together, the recombinant adenoviral vector was generated, and it can
significantly inhibit the proliferation and migration of HGC-27 and MGC-803 cells.

Keywords: miR-29, gastric cancer, recombinant adenovirus, gene therapy
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Fig. 1 PCR amplification of miR-29b2c gene sequence.
M: DL2000 marker; 1, 2: miR-29b2c fragments.
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2 EEFHRRHL pAdT-29b2c HIEGI L E
Fig. 2 Restriction endonuclease analysis of recombinant
shuttle plasmid pAdT-29b2c.

Ml 1 2
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Fig. 3 Pacl digestion of recombinant plasmid
pAd-miR-29b2¢. M1: DL2000 marker; M2: A-Hind III
digest DNA marker.
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Fig. 4 Green fluorescent protein expression in 293A cells 3 d (A) and 5 d (B) after transfected by linearized

recombinant plasmid pAd-miR-29b2c.
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Fig. 5 Real-time PCR analysis of miR-29b and miR-29¢
expression levels in HGC-27 cells after infected by
indicated adenovirus (¥**P<0.01).
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Fig. 6 Cell viability analysis of HGC-27 and MGC-803
cells treated with indicated adenovirus was measured
using an MTT assay. The Ad-GFP in experimental group
was used to normalize the total amount of adenoviruses.
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Fig. 7 Cell migration assay was conducted in HGC-27
and MGC-803 cells.

® 010-64807509

2.7 FRPEFE HGC-27 1 MGC-803 M
B! Catenin & H &KX A

Western blotting Ad-GFP
Ad-miR-29b2¢ Catenin
8
Untreated Ad-GFP Ad-miR-29b2¢

Catenin

8 EHENTE 54T 6-catenin £ HGC-27 1 MGC-803
Y0 A R B R

Fig. 8 Western blotting analysis of §-catenin protein
expression in HGC-27 and MGC-803 cells.
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