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RNAi-mediated gene silencing of Bcl-2 expression
JIAN Rui, CHENG Xia-xing, AN Jing, CHEN Wei, WANG Jia-li, ZHANG Jun-lei, WAN Ying-jie, CHEN Zong-tao (De-
partment of Micwobiology, College of Medicine, Third Military Medical University, Chongging 400038 China)

Abstract: Objective To silence the expression of antiapoptotic gene bc/-2 in Hel.a cells using vector-based RNA inter-
ference (RNA1) technique. Methods A vector used to transcribe functional short interfering RNA (siRNA) was constructed,
and 64 nt oligonucleotide fragment was inserted into the downstream of the H1 piomoter. Plasmids containing different bel-2
taiget sequences were transfected into Hela cells, and then the expression level of Bel-2 was detected by indirect immunofluo-
rescence assay (IFA) and Western blotting. Results Vector-based RNAi had advantages over antisense RNA and synthesized
siRNA because it could be delivered to the target cell more efficiently, and its effect could last longer. bc/-2 expression could
be inhibited by plasmid-expressed siRNA. Three different targeting sequences were selected from bcl-2 gene, and the inhibito-
1y effect ranged from 45%] to 83.5%. Conclusion Bcl-2 expression in HeLa cells can be inhibited significantly using plas-

mid-based RNAi.
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Capital letters indicate bcl-2-targeting sequences, including sense strand and complementary antisense strand, foming a haipin structure after transcription
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Fig 2 Indirect immunofl uorescence assay shows gene siencing of Bct
2 expression at 24 h after transfection of HeLa cells with pOli-
goS1  (IFAX400)

Fig 3 Western blotting analysis shows siRNA-mediated gene siencing
of Bcel 2 expression at 72 h after transfection
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