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Construction and activity determination of modified prostatic specific promoters
rPB-DRs

ZHANG Yao, JIANG Jun, WANG Luo-fu (Department of Urology, Institute of Surgery Research, Daping Hospital, Third Military Medical
University, Chongging 400042, China)

Abstract: Objective To construct the prostatic specific promoter used to induce the gene therapy aiming at
androgen independent prostatic carcinoma and evaluate the activity. Methods — Through two steps of polymerase
chain reaction (PCR), androgen response elements ( AREs) in rPB were replaced by synthetic retinoic acid response
elements (RARFEs). Then the modified rPBs were connected with the plasmid. The activity was evaluated. Results
Constructions were confirmed to be successful by electrophoresis and gene sequencing. Conclusion  Modified PB
should be the prostatic specific promoter which can induce the gene therapy aiming at androgen-independent prostatic
carcinoma controlled by retinoic acid. After being constructed, the modified rPBs were used to confirm our ideas
about the ex’perimenl design and the capability inducing the gene expression of different modified rPBs was compared.
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Fig1 Principle and programs of construction of the rPB-DRs
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1: Product of PCR by PIP2; 2: Product of PCR by P3P6; 3: Product of
PCR by PIP4; 4: Product of PCR by PSP6; 5: Product of PCR by P3P4;
M: DI2000 marker
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Fig 2 Fragments after replacing the AREs after the first PCR
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1: tPB-DR(3A); 2: PB-DR(3B); 3: PB-DR(3C); 4: PB-DR(6);
M: DI2000 marker
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Fig3 Completed rPB-DRs after the second PCR
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1: tPB-luciz 2: PB-DR(3A); 3: PB-DR(3B): 4: rPB-DR(3C):
5: tPB-DR(6); 6: PB-DR(6); 7: pGl3-basic; M: DL15000 marker
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Fig 4 The recombinant plasmid by enzyme digestion
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Tab 1 The determination of luciferase activities

o3 B B-DR PB-DR B-DR B-DR
(3A)-luci  (3B)-luei  (3C)-luci (6)-luci

Luciferase activity  137.5  3#.4 375 4312 1560 8 752

Plasmid

basic  luci

3 itig

Bt 411 2 B i PR ] e 1 ke 2 o, T M
AIFERIGTT O R H ATRIFFE AR . H R DG AT R
SEAEPIRTE 14337 S AR 2. Eastham 25" i, 17
ST P40 97 92 905 74 ) it A I T ( ISV -k ) £) B0 B %
A, A R S A 0 R g s S, B 0 A
A, FRATTULR B M K R SC RNA P e il 47 AR 4
LA , 445 SR W M 38 26 B2 S RINA AN S W] 4100 ol iy 37 g ot
AL LNCaP Rof it 38 5 (10 189 5 S 7, (1) st 2 o] 40 o] O
F PUMEBCEE 25 %) A9 B O K e A .
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