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( adeno-associated virus, AAV RS FAFEREEFE 5 1, B 4% (498 S 25 1 green fluorescent protein, GFP ) A1 A £ 24T 2}
FH( multi-drug resitance, MDR1 )3 A NSME ¥ i/ #L A0 A , X5 Y soR G J2 5 3 i 4 it i) i 25 MEEA T T 0026098 . 45
R : rAAV/GFP B CD34 YA , AEFEE B BT F %2, 29 30% 08 il DL .58 . K rAAV/MDR1 i 2155 7 JE
CD34 PHEANA , 25 PCR A MTT $53ESE , 5 A MDRI SE[R 1 CD34 BHM: 40 B % BRIl 2% (T 254 5 K 5 A MDRI JE A i1 46
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Transferring Novel Gene into Human Hematopoietic Cells by Adeno-Associat-
ed Virus
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[ Abstract ]

adeno-associated virus. Methods: The GFP gene was transferred into the human hematopoietic cells by AAV vectors and

Objective: To investigate the expression of MDR1 and GFP in the human hematopoietic cells mediated by

created strong visible fluorescence by purely molecular biological means. Using adeno-associated virus vectors, we have
transferred human mdr-1 gene into human hematopoietic cells and investigated the drug resistence of human hematopoietic
cells modified with mdr-1 gene. PCR analysis confirmed that mdrl ¢DNA had been successfully transferred into the human
hematopoietic cells. An assay of MTT proved that the human hematopoietic cells modified by mdrl gene had resistance to
colchicine. Results: It was about 30% of the hematopoietic cells that expressed the green fluorescent proteins. The resist-
ance of hematopoietic cells was increased parently when the cells were infected by the crude virus stocks. Conclusion: It
is conducted that the AAV vector could successfully transfer the foreign gene into the human hematopoietic cells. The cells
modified with mdrl gene have increased the resistance to drugs.
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1.1 ZBARCAAV ), 4 B 5 ki ( Ad8 ), %# B i 75
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PCR 51#9)( 1A T2 R A B ), 4 Jf I+ SCF .
IL-3 \IL-6( DAKO 28] ), Fiit( BD 24 ) ), MiliMacs it
57 &:( Miltenyi Biotec A H] )
1.2 F4 MDR1 Ji# #H ¢ 9§ # ( rAAV/MDRI1 ) [ #4)
2]
1.3 AANE L CD34 B4 20 i (4 2l 4k B AR A1 55 32 1A
S

K FH MiniMACS( U501 &5 ) B 328 i P 43 g 1k Ak A1
JE) i P A A% 200 L, A5 %0 46 B #K i i CD34 BH 4 i
HARANEFAR Z P42 4% DMEM . CD34( 103 ~105/ml ).
fa 4 1M3E( 10% ~15% ) IL-3( 10 ng/ml ) IL-6( 50 ng/
ml ) .SCF( 100 ng/ml ).
1.4 rAAV/GFP BTG CD34 FHEAH 40 .

4ifb)5 /) CD34 FH M 40 B 75 7K Sh 55 3% 24 h,
rAAV/GFP H 215 75 B g A0 8] I T HE 40 A, 4k 2 8% 57
48 h, 7E 75Ot BB T WS GFP ££ CD34 BH: 40 i v i)

ik,
1.5 rAAV/MDRI 5455 78 Ys CD34 BHM:AH 40 g &
PCR #:i]

4lifb )5 (% CD34 FH M 48 M 7E 1K Ab 35 3% 24 h,
rAAV/MDRI 4% 5 CD34 BH M 40 i 4k 22 L 5% 77
24 h, HEECANAE DNA, BEFT PCR KGN . R 4514 95°C
5 min, 95°C 30 s, 55°C 30 s, 72°C 60 s, 3L 30 PMEH.
PCR =W #E4 7 B N WE 8 M L VK
1.6 rAAV/MDRI #2095 # &Y CD34 FHPEAH 41 i K
RN Z I e 5 57

4fiflJ5 (4 CD34 B M 40 M 75 4K AP 15 5% 24 h,
rAAV/MDRI1,rAAV/GFP T 40 9% % 4 5l 5 CD34 BH
AR ILREFE 24 b, FIBOKANZ MRS 7 BokAl &
WL R 40 we/ml)ZEHS 4 K H MTT 54840 M5 11 .

2 & R

2.1 GFP7E CD34 BHY:40Md f ik
rAAV/GFP B 4105 % 5 7ME A 40 i 3L 1% 5% 48

h J5 , FE9EE BB T WS, 29 7E 20% ~ 30% W41 it
Hr T AR e LK1 ),

1 GFP £ CD34 PRS0 A Fr iy R iX
Fig. 1 GFP expression in CD34* cells| x40 )

2.2 PCR ¥ CD34 FH:40AE A MDR1 A
P A BN 167 bp, 5K /NEFR WLE 2 ).

2 MDRI1 EYIETE
Fig.2 PCR analysis of mdrl ¢cDNA in CD34" cells
infected with extract of 293 cells, which had been
transfected with rAAV/MDR1
1: DNA molecular marker; 2: PCR product without infection
3: PCR product with infection
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iR 3 AR AT 2555 R, P =0. 017, i ]
Tr2EAN 55 RYE T 22 A 5509 W W L8, SR TAM-
HANE'ST2 L7 7 22000, R IE N4 5 rAAV/GFP
A P>0.05, U8 2 41 OD {E4 T B 2257, K%
FEHZH rAAV/GFP 40430 5 rAAV/MDRI 4%, P <



.84.

v e A iR T 2% AR 2002 Jun; 9(2)

0.05, Wil BRI Z (5] OD fHA 2= 5. #/R% MDRI
FEH B CD34 BHAE 20 B X6 B AR 2 AT 24 1 Bb R 5% 3
(K240 K GFP HE R Y CD34 BH: 4 it %k Bk K A1l 25 0 T
EiE i

3 & i

TE— BB 1) A 7 1o AR b, AT 25 B R
AR ™ E S 7B IR RO o H AT I R
X I PR A 4 AT T R 440 R S U L s ) LA R
A o R A ) S R ok B A AR T IS R R T
AR BE T B 69T 2 SO0 B BEI0 . 2 25 25 3 A
( MDR1 ) % 5 5 P-170 # 85 (1 ¢ i 1 41 21 h IR %
B30 N i T/ A 4 P 9 MDR1 36 X 2 15 7K 5F-
ANE DL BT ALY 25 9 51 R 0 1 i T B8 0 . ks
MDR1 [R5 R 2 A3 1 /4L 20 it op 2235, ) AT B 4%
BTN 25 9 09 40 i s A A R A00T U R Ak
L, T EL AT DARE Ay vk B8, 4 AT T, AT £
AT R

T SR B A G 2 ) 1 X L 4 R 2 R4S ),
HR R S 7 (T A0 4 i 22 4 T 4r 244, S 3
FEP IR L R KSR, R 1% ~3% W
T X W SRR RN T A SE N FE RS U . IR AT R
BEAE 3290 [, AT AR 43 24 4 R0 3R 4 24 0 40 .
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