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ABSTRACT Objective: To construct a RNA interference (RNA1) lentivirus vector of Tmubl gene, to establish a stable cell line with
Tmub1 gene knockdowned, and to detect the silence effect of Tmubl gene in rat hepatocyte cell line (BRL-3A) transfected with different
RNAI vector. Methods: Four pairs of oligonucleotide sequences of the Tmubl gene were designed and synthesized, and cloned into the
P113.7 vector digested by Xho I and Hpa I, and then the vectors were confirmed by PCR and DNA sequencing. 293T cells were cotrans-
fected with pRSV-Rev, pMDLg-pRRE, pMD2G and pll3.7, to produce lentivirus. Carrying Tmubl shRNA, BRL-3A cells were infected
with lentivirus. RNA interference effect on Tmubl expression in BRL-3A cells was detected with Western-Blot. The strongest interfer-
ence plasmid was packaged to produce Tmubl RNAi lentivirus LV256. Determine the virus titer and fittest multiplicity of infection
(MOI). After BRL-3A cells was infected, G418 antibiotic as used to screen out the stably infected cells line BRL-3A/256. The Tmubl
mRNA and protein expression in the BRL-3A/256 cells line were detected by RT-PCR and Western Blot. Results: The data demonstrated
that the lentivirus RNAi vector of Tmubl was constructed successfully. And the C0020 Sh2-Hops-256 target showed the best interference
effects. The titer of virus was 2.3% 10* TU/ml, and the fittest MOI in 293T was 60. Stably infected cells line BRL-3A/256 was successfully
established and showed low expression of Tmubl mRNA and protein. Conclusion: The lentivirus RNAi vector of Tmubl is constructed
successfully, and it had effect on the mRNA and protein expression of Tmubl. The stably transfected cells line BRL-3A/256 is estab-
lished successfully.
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CAAGG-3' 5TCGAGAAAAAAGGTTCGACTCATCTACCAAGGTCTCTTGAACCTTGGTAGATGAGTCGAACCA-3'
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