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[ABSTRACT] Objective: To construct a mifepristone(an oral nontoxic chemical)-inducible eukaryotic expression vector and to
evaluate its regulatory effect in vitro using luciferase reporter gene. Methods: Vector pDC-RULUC, which contains firefly lucif-
erase reporter gene,promoter and mifepristone-inducible system.was constructed by molecular biological methods. A 1. 2 kb in-
sulator was inserted to reduce the interference between two transcription units. The vector was verified by PCR, restriction en-
zyme digestion,and sequencing. pDC-RULUC was used to transfect SW620 cells using Lipofectamine2000. Cells transfected with
pGL3-Control and pGL3-Basic were used as positive and negative controls. respectively. Cotransfectant with pRL-TK renilla lu-
ciferase reporter vector was used as internal control. Cells of experimental group were incubated for 48 h in presence of different
concentrations of mifepristone after transfection and were harvested for luciferase assay by using the Dual-Luciferase Reporter
Assay System. Half of the wells were replaced with fresh medium and were measured after another 48 h. Results: The recom-
bined plasmid vector was identified by digestion with different enzyme restrictions, PCR and sequencing analysis. The relative
activity increased with the increase of mifepristone concentration. When the concentration of mifepristone reached 1>X10~°% mol/
L. the relative activity increased to approximately 50 folds of the original. No significant luciferase activity was detected when

the mifepristone was removed. Conclusion: We have successfully established mifepristone-regulated eukaryotic expression vector,
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which can be used for controllable gene expression in vitro , providing a way for gene regulation and gene therapy.
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Fig 1 Route for construction of pDC-RULUC vector
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Fig 2 Identification of pDC-RULUC vector
by restriction enzyme digestion
1:Enzyme digestion with Bg/I[ ;2:Enzyme digestion with Kpn [ ;3
D1000 ladder marker;4 : Enzyme digestion with Spe [

2.3 PCR%% H LUC K5 P9 18 % /4 ik
B pDC-RULUC, ¥ 14 J5 vl 45 416 bp B 45 5 PE 55417 .
55 BH A X BE — 50, B %o B TG S Ak L i —
S LUC AR B A A L 58 L Tk 45 5 IR 3,

] 1 1 i L

— | D00

— G

AW

B 3 ZA#H A pDC-RULUC PCR ¥ £ E
Fig 3 Identification of pDC-RULUC
vector by PCR amplification

1:Positive control; 2:1 kb marker; 3:Negative control; 4:PCR assay

2.4 AREA W ey Ak A PHPE A 6 AR %
2l kL pDC-RULUC £ 2k 3k &) il i 5 J5 19 45 41
LUC M ZRIEME F R B0 e 45 20 P9 %8 B8l 5 28 6 &R
W65 MH R, IFHE F o« R R, IE LG T A B

Xof MR R B, I — TR A A R, 25 R
WA 4 fFrs, IWE 4 0] W8 A5 55 K 3R A
R B, Bk pDC-RULUC A /D s AR Rk, A
K AR B R B 7 ok S 3R A AR T M (F s ROAE
— 7 Y [ PN S ) 0 v R G g o o L AF AE B B Y
T RO FR L YR AR R ER VR BE A F] 110 ° mol/L
B R 1 3R K 5 I8 B K 7 ok LD O 3R i 1 A
X 1 LAl 3K (19 2 50 A%, I A 4k 25 314 i ok Ak
A ER FETT F o« RAEAFIHE . 805 2250 7 iR oK
Ak B 75 5 J5 2 3 ik R Y 2 58 55 9 o R 4 1Y
R HAA B EMP<0.01), 5 H LKL (96 h)
4 435 5 8 s 45 500 o 2 0% A X 5 O 3R TR M 9
WA B 27 (P>0.05), #WHEBFEFH )G H
BRG] DR B B R 1k

250

i) L A

131

§F-R ) SampledF ) Conienl
2

Wifegrisione

POLY-Contre! —

pOLI-Auibe I

B 4 XIEFEFESEHRK pDC-RULUC KR A
Fig 4 Expression of pDC-RULUC
vector induced by mifepristone
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