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Construction of a Lentiviral Vector Carrying RYBP Gene and Its Effect on HCT116 Cell Proliferation. Ma Wen, Chen Hong, Huang Bingren,
Chen Deng. National Laboratory of Medical Molecular Biology, Institute of Basic Medical Sciences, CAMS and PUMC, Beijing 100005, China

Abstract Objective To construct a lentiviral vector pWPI — RYBP which was packaged into lentiviral particles and infected color-
ectal carcinoma cell line HCT116 and to analyze the effect of RYBP over — expressing on cell proliferation. Methods DNA cloning tech-
nique was employed to introduce Flag protein sequence tag and multiple single restriction enzyme sites into lentiviral vector pWPI — IRES -
EGFP and renamed the vector as pWPI — linker. Then reverse transcriptase — polymerase chain reaction (RT — PCR) method was adopted to
amplify full - length encoding sequence of RYBP from human heptocarcinoma cell SK - Hep — 1, and cloned it into pWPI - linker, and
named the newly constructed lentiviral vector as pWPI — RYBP. Next, we gained recombinant virus particles in packaging cell HEK293T and
proved that the particles infected HCT116 cells with high efficiency and the expressed fusion protein flag - RYBP was also detected by West-
ern blot. In addition, using MTS method, we proved that the over — expressed RYBP inhibits HCT116 cell proliferation and the inhibitory
rate was 26. 1% . Conclusion We have successfully constructed a lentiviral vector pWPI — linker from pWPI — IRES — EGFP, which is
more convenient for target gene cloning and expressing detection. We also successfully got the expression vector pWPI — RYBP based on
pWPI - linker, and this result will lay a solid foundation for the study of biological functions and gene therapy of RYBP in the future.

Key words RYBP; Lentivirus vector; HCT116; Cell proliferation
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