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Construction of Livin siRNA Expression Plasmid and Its Effects on Cervical
Cancer HelLa Cell
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Abstract; [Objective] To construct and identify an expression plasmid of siRNA targeting human inhibitor of
apoptosis gene livin and to investigate its effects on cervical cancer Hela cell. [Methods] The sequences targeting
livin gene were designed and synthesized, then cloned into the eukaryotic expression vector pmU6 in definite
direction. The livin stRNA plasmid was transiently transfected into HelLa cells via Lipofectamine™ 2000. mRNA
expression of livin gene was detected by RT-PCR, livin protein by Western Blot. The effects of the plasmid on
HeLa cell proliferation were analyzed by MTT assay, on the cell cycle by flow cytometry.  [Results] The livin
siRNA plasmid knocked down livin expression in HeLa cells specifically and obviously,inhibited tumor cell
proliferation (P < 0.05) and arrested the Hela cells at G1 phase. [Conclusion] The livin siRNA in Hela cell
plays a crucial role in cell proliferation and cell cycle progression. Apoptosis might be the main way of the cell death.
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C-3', Fi%31%) 5'-GAA GAT GGT GAT GGG ATT
TC-3", P44 F Bt 226 bp, ¥ #4525 pL KL
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0.05 g/LiRILZBE)  FARRKSE,
1.5 Western Blot 434

BYL S 12,24 .48 F1 96 h Wi 41 B I 24 g 41
B, BL50 we 4bMEE BB AR ST SDS-PAGE,
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Fig. 1 The screening of recombinant pmU6-livin plasmid
1: Clones transfected by pmU6 (control); 2~5,7~9; Positive

clones of pmU6 livin;6; Negative clones of pmU6 livin
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Fig. 2 Effect of pmU6 livin plasmid on livin mRNA
level in HeLa celis

I: Transfected with pmU6 (control); 2: 12 h after transfected

with pmU6 livin; 3: 24 h after transfected with pmU6 livin; 4; 48 h

after transfected with pmUG6 livin;5:96 h after transfected with pmU6
liviny; M. DNA Marker
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U Hela 0B 48 h )57 , IR Livin 2 A 09386
WS ARG, T ot BRBTRE pmU6 o Livin 26 5 19

RN & TR QTR (B 3),

Livin

B-Actin

[ 3 pmU6 livin FiIxT HeLa 208 Livin B RiAKF
EA)
Fig.3 Effect of pmU6 livin plasmid on Livin protein
level in HeLa cells

1: Transfected with pmU6 (control); 2: 12 h after transfected
with pmU6 livin; 3: 24 h after transfected with pmU6 livin; 4;
48 h afte;r transfected with pmU6 livin; 5:96 h after transfected with
pmU6 livin
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Fig.4 Effect of pmU6 livin plasmid on cell proliferation
of HelLa cells
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Fig.5 Cell cycle of HeLa cells before and after RNAi analyzed by flow cytometry

A Transfected with pmU6(control); B:24 h after transfected with pmU6 livin; C:48 h after transfected with pmU6 livin
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