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[Abstract ] Objective To investigate whether bone marrow cells ( BMC) transfected with multidrug
resistance gene-1 (mdr-1) can tolerate to the killing effect of overdose mycophenolate mofetil ( MMF ).
Methods BMC were transfected with recombinant adenovirus, Ad-EGFP-mdr-1. Expression levels of mdrl
mRNA and protein were detected by RT-PCR, Western blotting and daunorubicin (DAM) , respectively. The
survival of mdr-1 transfected BMC after treatment with MMF at different concentrations was detected by MTT.
Results The transfection efficiency of the virus was 30. 14% , and the survival rate of BMC was 89.25%.
The mdr-1 mRNA and protein were functionally expressed in transfected BMC. The expressed product, P-gp,
was found to have a pumping function induced by mdr-1. No obvious difference was found in survival of mdr-1

transfected BMC (P >0.05). Conclusion mdr-1 transfected MBC can efficiently tolerate to overdose MMF,

thus providing a basis of its in vivo experiments.
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I (RG] SE2 i o PEZS FOU IR R MMF) 6 BEZE (A A MMF 2535 i 7)) 1
AN Y MM R 3 2H (¥ 2 4331 R 10,30 .60 wg/ml) (%5
1 MHS7E TR A MMF LA RS A AL 20 me/kg,
1.1 ## Kk 60 me/kg, #5 w 4% 120 mg/kg) , BB 18 & fL; 1E

AR Ad-ECFP-mdr-1 & HEK 293 4 g rhy K [ F}
Rep )L BE B % PRI FE G2 36 5 HEME{d BE BN R R 10 ~ 12 5]
%, BT 220 ~250 g, W H LRt FIAR A B 5 A RNA R0
&, e IR &, 1037 sl R & 0 26 [ Promega 23 W] 5 4
PUEL P-gp Z 5EREHUIAIL H Tmgenex A Hl .,

1.2 Fi&
12,1 EARBEEENY R Rk 2R
BRI HEK293, il 5 70 WA 40 i A KOR S B2 pl
Ad-EGFP-mdr-1 J5 85 55 4L 55 3% T 250 ml 3% 352 0 A9 HEK
2033598 3 ~ 5 d, RERER 4 40 ML BF S5, 1 000 r/min .0
5 min; FRIFANNE , WOR 155 B0 S0, IR AF T - 20 °C Ff s
¢ HEK293 4il i 2 x 10°/FL 3R 6 FLAR h , UG 27 50 7R A
] LU BIRRRE(1: 107 ~ 1:10") A Fhif BE 3 452 4L AL 400 pl
TR EERRR 37 °C,5% CO, 757 24 h, 5.0 IR AN, R TR
AN GFP A0 M 8 5 2 51 4 =3 o 20 Ao 2 14
THPE G EETE (pfu/ml) = GFP LN ERL < W 2 15 7 B A%
/0.4 ml,
1.2.2 BN REUESEAIMA G & SOk g BN BT
AbFE, TETE A T BT BB e B 57 4 LA 3 ml el
5 IMDM 35755 w4 -1 v 22 48 5 ) 1l o 2 VR 5 BB 4
RO CLA A B TR0 A T (R 1. 077) 7 40 B i g
LA TIE 112 000 o/min .0 20 mins W AR B
B W W 5 G V5 0 40 LS 7 > 90% . i A& 20% FBS 11
IMDM R5R B TIR ST, HoH4 F I iy 2.0 x 10°4~/ml (19 4
M, A Ad-EGFP-mdr-1 3% % 8% Yt &5 % ( multiplicity of
infection, MOI) =50, HZT 53K RZ D& 10% BSA 0.1 ml,
TPO 10 ng/ml, FLt-30 ng/ml,SCF 20 ng/ml,G-CSF 15 ng/ml, IL-
30 ng/ml,IL-65 ng/ml,3% L-Glu 10 pl, PBS FALHs 5 i hy X
HRZH . WLEE AN A8 A= ROIR B , 01t i Bl B AR 4 (5 9 G 2R 1 AY
Fik; YL 48 h )5 WA, 1 000 v/min .0 5 min, 2 E
1%, PBS H R AT, i X 40 L ASCRS I A e 4%
1.2.3  EREAMAERY mdr-1 mRNA K 4R 338 KCF A *e
JH RT-PCR ] % mdr-1 mRNA 2£35/KF, mde-1 5[4 5'-
AAAGCTGTCAAGGAAGCCAA-3", 1 iiE5|4 5'-ACTCCATCATCG
AAA CCA GC3', ¥ 3ay=¥y4 157 bp, Western blot il 5 P-gp
EHARIK, S5 R Quantity One 4. 0 R 73 B 8 4 (SE [ Bio-
Rad 24 #)) #4434 5047
1.2.4  FLAERHLTHAN G364 M P-gp 19ThAE  KE
BEANMIH K 2. 0 x 10°/ml (1) 40 MBI ALK E N 7.5 pg/ml
) 2552537 °C,5% CO,L 0% EF 30 min;1 500 v/min &[> 5 min,
FHAS /N LT A5 B B SR vk A RO M SR 24155 32537 C,
5% CO, 55 10 min; LA S E (LR 10 pg/ml, 2% 11
HAEIRE ; YOt WA WSS P-gp IIIRE
1.2.5 MMT AN [R) ik BE MME Ab 33 5 1556 20 i 47 3% 1% 0
AT 6 FLAR , B4R R 5. 0 x 10°4~/ml;

A MMF J5%6 3.7 14 R BT, BALRANA 150 wl 1Y
s Eh K — I E AR ( DMSO) 2 ml, FBEFRIAE 492 nm J & R E
HALO R B[ D(492) ],
1.3 %itE o

SR SPSS 10. 0 Zeit it , 22 4 R B & 7 22 55 Mk
995 R 200, AR FRBCR A ¢ K .

2 HR
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A: A P-gp Frfked Rakamie; 1. & P-gp ZhAked R mAe
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MTT y:45 5 R 2R R e B MME b PR 96 4 mdr-1 3
PRI B A BB ES 1.3.5 K& T R D(492) 53504 10 peg/ml
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B, R mE AR RETH 2D . A mde-1 FEPIf T
Tq21. 1, HAmt 1) P-gp H 1 280 N FERR R FEAL AL, 4H
X B 170 x 107, 28 (1R 40 4k 140 x 107, b
$£15 30 x 107, P-gp 43T N S A1 C 3 52401 N R R
SERE A 12 A5 RS 45 RA 35, 20 M J5E 1) 5% AK S A1 TR B
24 ATP 85 5L E . P-gp s — Rl AE =K 245 )
WA, T Z R T VB LR g 255 IR A
VAN, T TR 24 W 5 T kG AR 0 N R R
T, BEAH ML AN B = X P-gp A3 B9 PRAPBILT] , 3% A
HUAR A BETR 32 K574 MMF 477 (1 ¢ B R R 7
U, e A D5 B8 B0 fn) B, RS AR S SR R
MMF s AMYBETRT AcR, X g K 7 20 BB 6
e 52 %, iR #) — i SRR H Y o

FATHTIO 5T & B, B A 55 G mdr-1 FE A 59 B 56
AR, AL R AT i 32 K 2 AT . FRT, 52
5 2 FH RN 7 3 0 o 40 B 0 200 M« 5 B 38 0 i
FGREMEERTE o 2 WO A0 40 Pt 30 2 (H e 4li 4k i
J& B AT AN M 2l B B v AR Ak AR A
AR 26T, 3 B A4k A 40 B DR 855 R 4K & i i = R
DA% o 200 e 10 AR A R S P 20 TR 358 R 56 I 4
SERTRRAE T, B e R e, AR ST
FRAVTRFH 205 s i 5 % 7 3 5 40 6 Ay 90 4 e
FrIERFE Y 5 Wl R 7 e e Jo A 1 1 20 i it iR
2 89% e AT , WM REARIE TS PR 56 sk 2 5 i 1 77
T AT EBE e . FRATTR A5 mdr-1 ) % 52 2%
IREEYLR R S YR 30. 14% . RT-PCR K Western
blot JIESL, 4 Y4 20 - HE 4 HL Y mdr-1 mRNA & P-gp 3%
KB T MR, TR LR R HE L S E s, e e
mdr-1 - BEAN LT 263810 P-gp BA 25W SMERE 19 4
YIE D E s MTT 32 Wk — 25 & AL 4 mdr-1 JE 04 9 8
HEZ L BB 6% AR AR AN 327 2 4575 2 3 A% T8 AL i 1Y
MMF fb57 , UE A% 4 mdr-1 J& K5 9 323k 7= 4 P-gp , g
KAFHNHEZE AE B MME 22 AR S0, AR 30 i =40
J, DT A 10— 25 R A PR B8 F 0L T 3Rtk . FRATTIE &
WYL 3 T 14 d (B REER A AN P-gp 63k AR
WAHPE2ZES (HELE TREE, HERIERLIRE,
N VEREFE YL 3 d 0B BEAN M UEAT A A, LA By 1k B e it
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