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[ Abstract] Objective To investigate the feasibility and specificity of
breast cancer gene therapy, we utilized RNAi to inhibit hTERT gene expression in
MCF-7 cells of breast cancer. Methods Small intererence RNA (siRNA) homol-
ogous to hTERT gene ( hTERT-siRNA) was recombined with pGenesil-1 vector,
then transfected it into MCF-7 cells of breast cancer to induce RNAi, and then de-
tected hTERT gene expression alterations and tumor cell proliferation in both
hTERT-siRNA treatment groups and control groups by MTT assay, RT-PCR and
Western blot. Results The expression of hTERT had been obviously inhibited by
siRNA. The inhibition rate of cell proliferation was 43% . The mRNA level of
hTERT was obviously decreased, and its protein expression reduced by 39. 8%.
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Conclusions  siRNA-hTERT effectively inhibited hTERT gene expression and
breast cancer cell proliferation in vitro.
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2 RNA $2BGR ] FE Y47 Lipofectamine™ 2000 14 [ Invitrogen /A ] ; PCR i
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WX B K AR FL IR s MCF-7 2R, 4228 96 fLAR , MU 235 Bl 2
10°/FL, B FEABE 3 AN FATFL, B FL AR R 200 wl, 350570 25 11 LA JG I 3
DMEM 355242 o 37 °C,5% CO, JFFETh 3G 57 24 b FEBRL I A DY H L4
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B AE/ X R A {H) x 100%
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RT kUL 45 M-MLV 3554 SR R & ,37 “C [ 60 min, PCR 43
K 50 wl S AR ZR , N cDNA 4 pl, #1547 20 pmol ,5 ul 10 x buffer,4 pl
25 mmol/L MgCl,,1 pl 10 pmol/L dNTP,Taq [iff 2. 5 U, % b5 171E A .
hTERT 94 °C 60 5,60 °C 30 s,72 °C 45 s,35 cycles; [ 0% GAPDH PN % &,
hTERT 2| %7, 1IF X: 5'-CGGAAGAGTGTCTGGAGCAA-3"; Jz . 5'-GGAT-
GAAGCGGAGTCTGGA-3' (#4474 145 bp) . GAPDH 5|4, 1F X :5'-CCATG-
GAGAAGGCTGGGG-3"; )z X : 5'-CAAAGTTGTCATGGATGACC-3' ( ¥ 18 ;= 4
208 bp) 1o RIAKAE N BATENS R 53 P ) 2% B S AR A L vk 30 min (80
V) ,EB(0.5 pg/ml) Jet, ] BIO-RAD 453 A A _EWESTFH 4 A, 10 sk 4
R
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T g R JUE L VK 0 B8 8 L REAS R 0 - B AR o R R AR ARG S 2 PVDF i | R
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h, PBST #R3% VeI 2 YR, I —#Ht (1: 200)37 CHFE 20 min, PBST 4% 4 1K, 5
min/ K, DAB FEi B, BiY 105k
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