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Construction and Identification of Hsa — micorRNA - 96 - 5p Down Lentivirus Expression Vector. Zhu Wangyu, Zhang Yuhui, Zhang
Weizhong ,et al. Department of General Surgery ,Cell and Molecular Biology Laboratory ,The Affiliated Zhoushan Hospital of Wenzhou Medi-
cal University , Zhejiang 316021 , China

Abstract Objective To construct and identify a hsa — micorRNA —96 down lentivirus expression vector. Methods According to
the gene sequence of hsa — microRNA - 96, we designed and synthesized two pairs of single stranded oligonucleotides hsa — microRAN -
96 —5p — inhibition — a and hsa - miR - 96 -5 p — inhibition — b. The powder of primers was then dissolved in the annealing buffer and to
be annealed. The double enzyme digested GV280 lentivirus vectors were linked to the annealing double — stranded DNA via T4 DNA lig-
ase. The constructed recombinant vectors were identified by single colony PCR and DNA sequencing after the colony isolation. The con-
centration of lentivirus was detected by the fluorescence and drug screening method. Results The single colony PCR and DNA sequen-

cing confirmed that the purpose anti — hsa — microRNA - 96 oligonucleotide was correctly inserted into the lentivirus vectors. The concen-
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tration of lentivirus was 3 x 10° TU/ml determined by the fluorescence and drug screening method. Conclusion

It could be concluded

that hsa — microRNA —96 down lentivirus expression vector was successfully constructed and identified, providing an experimental basis

for further study on the biological behavior of microRNA - 96 and its mechanism in lung cancer cells.
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microRNAs ( miRNAs ) & — J5 9E 45 8% Ik 4 F
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