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The Interference Effect of Vector-based siRNA on Survivin Gene of Human
Breast Cancer SKBr-3 Cells
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[ Abstract ] Objective: To construct the eukaryotic expression vector for RNA interferencing human survivin gene and
detect its interference effect in human breast cancer cell line( SKBr-3 ). Methods: Two target gene segments were synthe-
sized and cloned into pPSUPER vector respectively to construct two recombinant eukaryotic expression vectors: pSUPER-S1
and pSUPER-S2. The two recombinant vectors were identified by enzyme digestion analysis and DNA sequencing. Then
SKBr-3 cells were transfected with pSUPER-S1 or pSUPER-S2, together with pCDNA3 plasmid, and subjected to G418
selection. In G418-resistant cells, the interference effect was detected by RT-PCR, Western blot and immunocytochemical
staining. Results: Enzyme digestion analysis and DNA sequencing showed that the target segments were cloned into pSU-
PER vector respectively. The results of RT-PCR, Western blot and immunocytochemical staining indicated that both vec-
tors could knock down the transcription and expression of survivin gene, and that pPSUPER-S1 had better interference effect
than pSUPER-S2. Conclusion: The transcription and expression of survivin gene were inhibited effectively by the con-
structed RNAi eukaryotic expression vectors in the breast cancer cells.
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Fig.1 Enzyme digestion analysis of recombinant
plasmid pSUPER-S1 and pSUPER-S2
M: DIL2000; 1: pSPUER-EcoR | /Hindll 5
2: pSPUER-EcoR I /HindIll ; 3: pSPUER-EcoR [ /Hind Il
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RT-PCR F=#)H 3k ( & 2A ) &% Western blot EJig 24
ZEER( K 2B ) 7w, % G4 pSUPER-S1 8¢ pSUPER-S2
J&i ,SKBr-3 4l ifg 7 survivin 2 K 1 mRNA 7K -0 & (%
ik, N2 B8 B-actin i) mRNA 32 5200 5 78 2 (R K F
I, B R IR AR pSUPER-SI AT ¥ /E I TE B 4557
PEFE R, JLF 58 Ml 1 survivin 28 A 35,1
KFM o-tubulin AL
2.3 survivin 8% B9 G 20 Ak 2= A
Fie M) G U0 R AT R A AR YOI ACE AR B 1Y
—PL. =P K SABC & G 1y, BN i S AL 1 i b i
DAB (%, Jli 7K 3% B 5t Fr BEAH 7R ( 181 3 )2 48 pSU-

PER-S1 5 pCDNA3 L% L) SKBr-3 2 ffl H' survivin
A R IA 5 0] A LE 2 /1T pSUPER-S2 5 pCD-
NA3 YL ) SKBr-3 4iMI T survivin 2 1547 > 3R

ik

2 RT-PCR #1 Western blot iU 5F i
HAEB M survivin ERHNREAE T
Fig.2 The expression of survivin gene tested
by RT-PCR and Western blot
A: The transcription of survivin gene was inhibited
in transfected cells ( tested by RT-PCR ); B: The
expression of survivin protein was reduced in transfected
cells ( tested by WB); 1: Untreated SKBr-3 cells;
2: SKBr-3 cells co-transfected with pSUPER and
pCDNA3 vectors; 3: SKBr-3 cells co-transfected
with pSUPER-S1 and pCDNA3 vectors; 4: SKBr-3
cells co-transfected with pSUPER-S2 and pCDNA3 vectors

B3 ®EMmmdFeaE R pSUPER-S1 EEE N4 T survivin EARRIE
Fig.3 pSUPER-S1 is more effective in inhibiting the expression of survivin protein
A: Untreated SKBr-3 cells; B: SKBr-3 cells co-transfected with pSUPER and pCDNA3 vectors; C: SKBr-3 cells co-transfected
with pSUPER-S1 and pCDNA 3 vectors; D: SKBr-3 cells co-transfected with pSUPER-S2 and pCDNA3 vectors
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