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Construction and identification of lentiviral vector of RNA interference of
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[ Abstract] Objective: To construct a lentiviral vector of RNA inferference( RNAi) of TGF- 1 gene. Methods: Three target sequences
were selected according to TGF B 1 mRNA sequence firstly, then three pairs of oligonucleotide sequences according to these target se—
quences and one pair of negative control oligonucleotide sequence were designed and synthesized. The annealed oligonucleotide fragments
were subcloned into pRNA-U6/Lenti plasmid. After identified by restriction enzyme digestion and sequencing , these plasmids were co—
transfected along with ViraPowerTM Lentiviral Packaging Mix into 293FT cells for the package of lentiviral particles. Then the lentiviral
vector particles were transfected into Hela cells and TGF-f 1 expression in the transfected cells was assayed by Real-Time PCR and
ELISA. Results: It was confirmed by digestion and sequencing that lentiviral vectors had the correct structure and could express high titer
of virus. After transfected into Hela cells, TGF- B 1 expression was decreased significantly by two of these lentiviral vectors at both the pro—
tein and mRNA level and the first vector had the best interefence efficiency. Conclusion: The lentivirus RNAi vector of TGF-f3 1 was
constructed successfully.
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SRR (QIAGEN) 5 i35%% 3815 & (Promega); TGF B 1 ELISA
BRA&(REEYITRARAR ) ERTREIIY(higE
YT AR F)); DMEM, 4 175 (GIBCO ) ; 7900HT % Re-
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EX#% 5 -GGATCCCGTTGAACTTGTCATAGATTTCGTTGATATCCGCGAAATCTATGACAAGTTCAATTTTTTCCAA-3’
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RXEE 5 -CTCGAGTTGGAAAAAATTGAACTTGTCATAGATTTCGCGGATATCAACGAAATCTATGACAAGTTCAACG-3’

IEX4E 5 -GGATCCCGTTTAACTTGAGCCTCAGCAGATTGATATCCGTCTGCTGAGGCTCAAGTTAAATTTTTTCCAA-3’
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