-— 680 — ERERMKSEEIT 2009 £ 34 % 6 85 (Journal of Chongqing Medical University 2009. Vol.34 No.6 )

% - XEHS :0253-3626(2009 )06-0680-04

Bel—2 Y THLCRE 2 251t 2Y Acc—3/CDDP g T
SIS

RKBELE FLH LRS!
(LERERKEMES —ER DRI, EK 40001652 . B RER AR O RER O fEim s, EK - 400014)

[# ZE] 8o . HIREEHETHRERUIE Bel-2 ZFE3 £ 25 Acc-3/CDDP ZHMIEAT- RN, o 3 3 siRNA & iHFRN]
F AT ST Bel-2 ZEHRRIAFEH RNA TIRFRL, A8 SR Yo £ 24T 24 Ace-3/CDDP 4EM1/5 42 FIAT MIT 5058 8 F B GER
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Effect of recombined RNAI plasmids on apoptosis of cisplatin-resistant cell line

Acc-3/CDDP

ZHANG Fu—Jun,et o

(Department of Oral and Maxillofacial Surgery ,the First Affiliated Hospital , Chongqing Medical University)
[ Abstract JObjective:To investigate the effect of the silence of Bel-2 oncogene on the apoptosis of cisplatin—resistant cell line Acc~3/CD-
DP.Methods:The recombined RNAi plasmids for Bel-2 oncogene were constituted by the four successive steps—designing of Oligo DNAs,
and were transfected into Acc—-3/CDDP cells by culturing together. The apoptosis of each cells were evaluated by MTT test, electron micro—
scope,and AO/EB fluorescent dyes respectively.Results:The OD value of RNAi group decreased with time last by MTT test,and dropped
to the lowest at 48 h.The apoptosis of RNAi group were observable through electron microscope and fluorescent dyes.The apoptosis rate in—
creased with time from 24 to 72 h after transfection.The apoptosis on each cell cycle were clear and classical.Conclusion:Recombined in—
terfering plasmids can effectively silence the expression of Bcl-2 oncogenes, and the apoptosis of cisplatin—resistant cell line Acc-3/CDDP
cells can be enhanced.
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1.1 FaH#

ACC-3 40k (R E AR se Y R PO R4 .
pSUPER RNAi System (3% [§ Ambion 22 7] ), Oligo B H B
(BT RABRAEYERBERGERAREGH). HE
THEFAE Lipofectin( 3£ H Sigma 2% 7 ) o FUR/N 2 H3EF
% (Sigma A B] ). Trizol MEMLT|4 .SYBR I( B EEIHE L
o CHASIIBEEE(DTT)(0.1M) (SSII(200U/p1) .5 x 1st
Strand Buffer . I /i 4 ( Lipafectamine2000 ) (Invitrogen 2> 8] ) o
RNA #% 41 #1 7 (40U/p1) (Promega 4 F ), dNTP (10
mmol/L,) \HS ExTaq fi & 10 x Buffer.DNasel (5U/w1).T4
DNA #% #8107 & .DNA 43 F & DL2000Marker( Takara ¥
7)), DMEM #BJfd 5% 3% 55 ( GibeolBR 42 7 ) o RPMI1640 3532

(£ E Hyclone 2+ 7] ) o RT-PCR System ( 3 [E Promega 2%
Fl). MTT .DMSO(sigma A #], b EIEA R 435 ).

1.2 E8Fik

1.2.1 SRS Ace-3 MR ZGHES B Ace-3 %1%k
HERBBANIAE 37°C 5% CO, %44 F , B F RPMI1640 538+
(& 109%/ DN , BHEBERK 300 mg/ L, NEIAREA 110 mg/L, &
BE . HEERS 200 UmD¥EFR. 765 03 ug/ml CDDP IREH
KRR HESE 3 d J , BIRIE R IR 7 4 SRR AR
F SRR, mEPEingy, B85S 10 B, HE Ace-3 41l
BERBHEREAE 7.5 1w g/ml CDDP B T IE# 4 KBNS Z A
PEAEFE VIR AINT Ace-3/CDDP,

1.2.2 it &8 Oligo DNA B A E 4 RNA T RRL.
FE L ZGTiZY Ace-3/CDDP 41

1221 #it. &AL Oligo DNA i L sRBRI T ERAE H1ith i
WAEBRAFE BT 6 4 Oligo DNA,#& 2.0 OD, /it ddH,0 A
WA 3 mg/ml W . —20CHTF. FHIRE 1,

* 1 BEHTHRRAMHTREEEFFF OligoDNA F 7

R R & OligoDNA ¥
Bl IEX% 5’ -gATCCCCgCTgCACCTgACgCCCTTCTTCAAgAgAgAAggeCeTCAggTgCAgCTTTTTA-3
gCTgCACCTgACgCCCTTC
Bl R X ¥ 5’ —-AgCTTAAAAAgCTgCACCTgACgCCCTTCTCTCTTgAAgA AgeeCeTCAgeTegCAgCege—3’
B2 EX5E 5’ —gATCCCCCCgegAgATAgTeATgAAgTTCAAgAgACTTCATCACTATCTCCCggTTTTTA-3"
CCgegAgATAgTgATgAAg
B2 Y #E 5’ -AgCTTAAAAACCgggAgATAgTgATgAAgTCTCTTgAACTTCATCACTATCTCC Cggege~3’
B3 IEXH 5’ -gATCCCCgACTCTgCTCAgTTTggCCTTCAAgAgAggCCAAACTgAgCAgAgTCTTTTTA-3’
gACTCTgCTCAgTTTggCC

B3 G X4 5 -AgCTTAAAAAgACTCTgCTCAgTTTegCCTCTCTTEAAgzCCAAACTgACAgAETCage—3’

1222 HEFAEH RNA THIR  (1DRHE Bl-2 EH
) cDNA 50 45Ut 3 4> siRNA ¥007 5, AL 6 5REH
R, (2)0ligo DNA iRk FHBUFR X OligoDNA 1 11,48 pl
3B & 22 1 (100 mmol/L NaCl F1 50 mmol/L HEPES pH 7.4)iE
A3, 90°C 4min.56°C 10 min,30°C 60 min, ZHBFER T 10C,
EHSHTEB RN 20 C KRR, (3)#EE:  H Hind ITA
Bgl W RIS UIREESY] pSUPER.neo+gfp 204K, HEEIY&E{L
B R3B KR B Oligo DNA i BRAAAL S5 A, 3 b B2k
=3:1 ROBE/R LT, IRAIE T 42°C/KIE 5 min, 3L BRHEA
vk JHCE S min, FIK EAA 8 p ] REGEEFHE G, EES
AFH 16 W LIBSE T 16°CKE 2h, (4564 FEFEALRTA
Bgl MIRFEI N UIBERG U&= . BUD 8 ] BE= A
100 11 ToplOF BRZAEH , HIMIR S, VKB E 45 min,42°C
IKIBEBRTE 90 s, B 7 BT ALK 5 min, IIABUEARITCHIE
LB ¥ 900 p 1, RREENES)G T 37CRIRE T 1.0h, 553
200 r/min, ZF/5 6 000 r/min B0 2 min, K EUIRE 5110
FHEFEFEZ00 pg/m)MUAE(100 w g/mDE LB HE
AR, LT 37TCIRAE IR (SR AR
T EEPE A R E S 6 A, A Aldr 48 B1-1.B1-2.B1-3,
Bl1-4,B1-5.B1-6.B2-1,B2-2 B2-3 B2-4 B2-5.B2-6 .B3-1.

B3-2.B3-3.B3-4.B3-5.B3-6, /T 3 ml LB iR 1% 5

(HEFTER 100 pgml MPWHE 100 pg/ml),37CIRE
(250 r/min)1%3E 16 h,

1.223 EAFRKA/DEME B37CHERE (250 v/min)
Fad W B 1.5 ml, 6 000 /min B.0 2 min WEFEEE ,
ik NEHIR & (Sigma 28 8] ) #E4T FANER .

1224 EHFRMULSE HBEHEEPMERERR
DNA, B 10 p 1 FERABRL A EcoR 1 #1 Hind WEY % EE
2H ks, E AR OB B YIS A 287 bp A/ EEPE AR AN,
EAFREIY S A 227 bp /N B 3 B

1225 Mg FAE Y B Bol-2 MG EIT R 2
wg YL 1P AR AR MR £ 2T 25 Acc-3/CDDP 41, B
pSUPER.neo+gfp BARBEM R ik CFP GREXRNED , BLF
TV BB T W LG A0k,

123 MITHRBWARBIER BOHEAE KB4
F 9196 LAk, BHL 100 w1, HEHR 1054 /ml, % 24 h 48 h,
72 3 S IREERHE] A, AR 3 AR B AR R IR A, 4
WaHbRER . IS EAFRBE 10 p LIRS HIE 5L
FAREEATR, A 100 ] BREHFTRAEER 2 K.
40 p 1 FP FR A S FIERE S EH B, £
60 w1, RS, AE B TAMER . A CO, IFFR ¥4
20h, M3 5, A RPMI1640 B3 B BIHEFE 24 h,









