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Preparation of small interfering RNA expression cassette based on PCR technique
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Abstract:
(siRNA)

expression cassette to improve the efficiency of RNA interference.

Objective To modify the current PCR-based method for rapid and efficient preparation of small interfering RNA
Methods The U6 promoter sequence was

amplified by PCR using the genomic DNA of K562 cells as the template, and cloned into pMD18-T vector which served as the
template for further PCR amplification with the primers on the plasmid. The amplified product was directly used as the
template for preparing siRNA expression cassette. The siRNA expression cassette targeting p53 gene was amplified, verified
by sequencing, and transfected into SH-SY5Y cells. After a 48-hour transfection, the cells were harvested and the total RNA
was for RT-PCR for evaluating the effect of RNA interference.
promoter sequence cloned from K562 cells. After transfection of SH-SYS5Y cells for 48 h with siRNA expression cassette, the

Results The sequencing result confirmed the correct U6

p53 gene expression was inhibited at the mRNA level in comparison with the control cells as demonstrated by RT-PCR
detection. Conclusion The siRNA expression cassette prepared using the established method described hereby can be well
applicable in RNA interference research.

Key words: RNA interference;

SH-SY5Y cells

small interfering RNA; U6 promoter; expression cassettes; polymerase chain reaction;

RNA RNA interference, RNAIi PCR
RNA double stranded RNA, dsRNA siRNA
dsRNA 21-23nt PCR  siRNA
RNA(small interference RNA, siRNA) p53
mRNA siRNA , PCR
siRNA siRNA expression cassettes, 1
SECs PCR siRNA 1.1
1.1.1 PremixTaq AMYV Oligo(dT)
RNA pol IIT 18 pMD 18-T vector PCR
siRNA RNA pol III siRNA Takara Trizol
SECs Lipofectamine™2000 Invitrogen
1.1.2 K562 XL-100
:2005-09-09 SH-SY5Y
1977-
1.2

E-mail: Wenli@fimmu.com



484 - (J South Med Univ) 26
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