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A study of the inhibitive effect of androgen receptor antisense RNA on androgen recep-

tor in prostate cancer cells

JIANG Jun, WANG luo-fu, FANG Yu-hua, JIN Feng-shuo, JIN Wen-sheng, LI Yan-feng (Department of Umlogy, Daping Hospi-
tal, Third Military Medical Univesity, Chongqing 400042, China)

Abstract. Objective To detect the expression of androgen receptor (AR) antisense RNA retroviral vector in
postate cancer cell LNCaP and the effect of AR antisense RNA on the expression of ARmRNA and its protein. Meth-
0ds The AR antisense RNA retroviral vector was transfected into the prostate cancer cell INCaP. The presence of
the AR inserted fragment was examined by PCR in the genomic DNA of recombinant INCaPas-AR. The expression of
AR antisense RNA and the level of AR mRNA were detected by RI'-PCR. The level of AR protein was detected by
Western blot. Results A fragment containing the AR inserted fragment was amplified by PCR in the genomic DNA
of LNCaPas— AR cells, demonstrating that the AR ¢DNA fragment was integrated into the genomic DNA of the cells.
AR antisense RNA was detected in INCaPas-AR cells by RI-PCR and the level of AR mRNA was significantly down-
regulated in INCaPas-A R as compared with INCaP and INCaPNeo (P<0.05). Western blot analysis showed a sig-
nificant reduction of AR protein in INCaPas-AR as compared with those of INCaP and INCaPNeo (P<C0. 05).
Conclusion AR antisense RNA can inhibit the AR expression in prostate cancer cell INCaP.
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6 , 10%FBS  RPMI1640 37 ‘C.5% CO, . cDNA1 , PI P2 PCR  INCap™*f
24d , lm  0.1ml 237 bp , INCaP.INCaP™® ;  cDNA2 .
. 2.d, 13 , P3.P4  B-actin PS.P6 PCR, INCaP
G418(500 1 g/ mD), 12~154d . 587 bp ,  INCap™*f 329bp 587 bp .
. LNCaP* 118 bp 587 bp . 1041 PCR
INCaP LNCaP=*, 1.5% , 2 ,
INCaP INCaP™™, . INCaP*** AR RNA
1.3 PCR #&W4ENR B KR 2 DNA P89 414
Tri Pure ( Roche) INCaP™*R, INCaP™,
LNCaP DNA, P1. P2

P1; 5°CCC TIG AAC CTC CTC GIT (GA CG 3

P2; 5°CTA ACT GAC ACA CAT TCC ACA GCC G-3°

P1.P2 pLXSN .

118 bp pL-AR-SN 329 bp.
1.4 RT-PCR #M AR & X RNA #94 &

RNA ( Roche), INCaP.
LNCaP™*®  INCaP™® RNA, AR P3
cDNA1  ¢DNA2 P3.P4

cDNAL, pLXSN PI.P2  B-actin P5. P6 D-
NA2.

P3; 5°CGGGATCOGCCCATTGACTATTACTT-3'

M: pBR328 DNA/ Bgl 1+ Hinf [ Marker; 1. INCaP®™*% 2, LNCaP™";
3: INCaP; 4 DNA Marker

1 PCR AR DNA 1.5% )
P4; 5>CCGAATTCCATAACATTTCCGAAGAC-3! Fig 1 Detection of inserted AR fragment in genome DNA
P3: 55CCA AGG CCA ACC GGG AGA AGA TGA G-3 of LNCaP™ R by PCR(1.5% agarose gel)
P6: 5°AGG GTA CAT GGT GGT GCC GCC AGA G-3
P3.P4 AR s 237 bp P5.P6
587bp.
1.5 RT-PCR 4 AR mRNA #) K -
AR P4 R AR
P3.P4 ,  B-actin , Gel Doc 2000 e
( Bio-Rad) s . ) by
1.6 Westem blot & 40 AR && &%k X
. . . [ 8 s
Lumi- LightPLUS Westem Blotting Kit » AR
N-20, IeG ( Santa Cruz),  Bio-Red M: pBR328 DNA/ Bgl H Hinf IMarker; 1,2, 3: amplification of cDNA2
X , , by primer P3. P4 and P5.P6. Lane 1. LNCaP; Lane 2; LNCaP*®; Lane

3: LNCaP**® 4, 5, 6, amplification of ¢cDNAIL by P1 and P2 Lane 4:
LNCaP; Lane 5; INCaPV*; Lane 6: INCaP™™%; 7. DNA Marker

2 RTPCR AR RNA(1.5% )
Fig2 Detection of AR antisense RNA by RT-PCR(1. 5% agarose gel)
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M. pBR328 DNA/ Bgl I+ Hnf 1 Marker; 1. INCaP®*% 2. LNCaP™; 3.1NCaP
3 RTPCR AR mRNA (1.5% )
Fig3 AR mRNA levels of the three types of cells detected
by RT-PCT(1. 5% agarose gel)

1 RT-PCR AR mRNA (n="7
Tab1 AR mRNA levels detected by RT-PCR(n=17)
Celk Rehtive optical density(x==s)
INCaP 1. 034+0.23 "
INCaPNee 1. 10+0.28 *
LNCaP AR 0.4340.11

%, P<0.05 vs INCaP**AR

2.4 MEBRFZHREG AN

] ]

. (110~ 112X 10%, 4,
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2, LNCaP™*® AR INCaP  INCaP*
- . .

1:INCaP; 2 INCaP™°; 3; INCaP®™*R
4 Western blot AR (8% SDS PAGE)
Fig 4 Detection of AR protein content in the three types of
cells by Western blot (85 SDS-PAGE)

2 Western blot AR (h="D
Tab 2 Content of AR protein in the three types of cells
detected by Western blot (n=7)

Celk Revised optical density (x &)
INCaP 34.69+0.68 "
INCaPNee 35.45+1.05"
LNCaPo AR 24.7741.032

*. P (0. 05 LNCaP®*R
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