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Construction of recombinant plasmid containing hTERT promoter and Fcy: : Fur

gene and its Kkilling effect on ovarian cancer cells

ZHU Yuan-fang', LI Pan®, KANG Kai’, HU Li-na*, LE Ai-wen’, TANG Xiong-wen' , YANG Huan" (' Department of Ob-
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Abstract: Objective To construct a recombinant expression plasmid containing hTERT promoter and Fey
:: Fur suicide gene and to explore its killing effect on ovarian cancer cells. Methods (DIn order to construct
recombinant plasmid p2XEB-Fcy; :Fur and pGL3-Pro-Fey: :Fur, Fey: :Fur gene was amplified first from plas-
mid pORF5-Fey: : Fur using PCR and inserted into plasmid p2XEB and pGL3-promoter respectively. (2We de-
tected the expression of hTERT at mRNA level in SKOV3 and MRC-5 cells by RT-PCR and analyzed its promot-
er activity using luciferase analysis method. (3)We transfected the 2 recombinant plasmids into SKOV3 and
MRC-5 cells by ultrasound destructing microbubble and co-cultured cells with 5-FC. The changes of cell prolif-
eration and apoptosis were analyzed by CCK-8 and AO/EB dyeing. Fcy::Fur mRNA was measured by RT-
PCR. Results The plasmids of p2XEB-Fcy: :Fur and pGL3-Pro-Fcy: : Fur were constructed successfully and
identified by restriction endonuclease and sequencing. SKOV3 and MRC-5 cells showed respectively positive
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and negative expression of hTERT mRNA, with hTERT promoter activity of 26. 2% in SKOV3 cells and 0. 65%
in MRC-5 cells. Cell proliferation inhibitory rate was higher in p2XEB-Fey: : Fur/SKOV3 than that in p2XEB-
Fey: :Fur/MRC-5 (P =0.036), while the inhibitory rate was of no distinction in pGL3-Pro-Fcy: : Fur/SKOV3
and pGL3-Pro-Fey:; Fur/MRC-5 (P =0.87). Except in p2XEB-Fey:: Fur/MRC-5, large scale of cell
apoptosis and Fey:: Fur mRNA expression were found in the other three transfected groups (P < 0.01).

Conclusion The recombinant plasmid of p2XEB-Fcy: : Fur is constructed successfully, and in the combination

with 5-FC, it can kill targeted ovarian cancer cells.

Key words: human telomerase reverse transcriptase; promoter; suicide gene; clone; gene therapy; tar-

get; ovarian cancer
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KL Fey: : Fur (9850 2 B RIK OB, JF4R0T 1 &% B
LI 20 B B E H ARl A B RS R A T

1 5T

1.1 ##

pORF5-Fey: : Fur Il H InvivoGen 2\ &), PCR & 7 & h
TaKaRa /A% 758, I8 F 1K 2000 Iy H Invitrogen 23 7, CCK-8 iz,
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32 .65.130 250 500 mg/L) FIRTIRZ ) S-FC 2L:55: 72 h 5,1k
BN, HERP T 96 FLIL, AMMIA R 1.0 x 10°,200 pl (A,
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TERG YL 4 2140 P, p2XEB-Fey : : Fur/MRC-5 4 /il & K
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A: p2XEB-Fey: : Fur/SKOV3; B: pGL3-Pro-Fey: : Fur/SKOV3; C: p2XEB-Fcey: :Fur/MRC-5; D: pGL3-Pro-Fcy: : Fur/MRC-5
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0OV3; 3. pGL3-Pro-Fcy: : Fur/MRC-5; 4. p2XEB-Fcy: ;: Fur/MRC-5
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ARSI R FE P s B R, DA T % hTERT
Jah A1 Fey: : Fur BE P B A% 3R 38 Bk p2XEB-Fey: ;
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PVERT, g b 00 o) 6 DR A7 S AL 1 S St
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