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Experimental research on RNA interference targeting Livin in treatment of

gastric carcinoma in nude mice
OIAO Min.et ol

(Department of Digestive Diseases ,the First Affiliated Hospital, Chongqing Medical University)
[ Abstract JObjective: To investigate the feasibility of gastric carcinoma gene therapy by utilizing RNA interference (RNAi) to inhibit the
expression of Livin in vivo. Methods :SGC—7901was injected into nude mice to form hypodermical gastric carcinoma.Small interference
RNA(siRNA ) homologous to Livin gene were designed, pTZU6+1-siRNA-Livin vector was constructed and injected into tumor to induce
RNAi.The changes of Livin gene expression were detected with RT-PCR and immunochemistry, the expression of Bax and Bcl-2 were
detected by western blot. Results: 14 days after transfected with pTZU6+1-siRNA-Livin,both the mRNA and the protein of Livin
decreased obviously. The level of Bax was up-regulated and the level of Bcl-2 was decreased. Conclusion: RNA interference targeting
Livin inhibits Livin expression and tumor growth , which may be related to up—regulation of Bax and down-regulation of Bel-2.
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Livin 2 T-#1#17 = (Inhibitor of apoptosis protein, [AP )
RIERH R, ST Y @ik 20913, 5 T 24 2 # mRNA
WA, 435k 1351 1 1257 BREET, FEFR K, Livin FEIEF
AR KBEHAPEIRES, B HRE R R AR 1
MrP R R, WA R R A TR Rm A
ffgt-a, B FHAE SR R R R W RE R SRR 12 1.1 A
WiAIAT MEEH A . RNA THREIEWEE RNA 5] 24 L1l ZHfEkk B SGC-7901 4R Bk i B IR ERL K%
KN ETR mRNA FERAE SRE X FVIRNE A RRE 5 MM ERM., 7T 10%/ 4 M1 i RPMI1640 K57,
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BRGSO AT REEDGE R EME L
REE Fo/%R MWERTRES S TR 9, 4
SIS E A B BRI AR SCC-7901 FIHR R T AR , SR
J5 F FA %% % 84k pTZU6+1 ¥ & Livin i 5 & 32k RNA
(Small hairpin RNA, siRNA)® & H 3 A B T RER T,
EENR:® #1977-), %, BB, HE,

MRFE: FRAG 4,
E2MB:EATEALTYAR (%H5:2008-2-121); EREFH X

FR A FBA B (%5 :XBYB2007021),

37°C, 5% CO, JEEFE %%

112 JkL  pTZU6+1 ks By B K R AL K F B R 4
TFHEYEESLREREREIREE,

1.1.3 &7 BRERIMENYIEE Xba ] | Sal I \Hind L1 EcoR
I W) B TakaRa 22 &), FRR BRI B EORA & 58
E N & L& RNA EEGAF A0 RT-PCR X H & %451 &
TakaRa ,Promega Fl Invitrogen 2> 8%, Livin BTN B
R&D AHl, Livin 54F14% GAPDH 5|44 X siRNA $3F
BB ST ESE N TRERERREATAMAER
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1.2.1 siRNA Z5MBEIHRE R BIE siRNA i E N
Livin £63 %51, %31 19 MRZEH DNA 5 B, FhiEh 8 5
B i 2 8 70 B R 24 1 3 AP 51 (TTAGTACT) , K& 1k
TTTTT, 7 BLAST #1725, B8 Ho4R B3 4R
T BB Livin 485 B R REEFS . A8 DNA 7
IR ITE Xho 1 3% Xba 1 BEVINLE BT 5 pTZU6 +1 Hilk
., MBI ELERR TS N pTZU6+1-siRNA-Livin, Xf ¥
AN E B H BoR 2 B9 B A B B RN pL1-siRNA
pL2-siRNA, & BEIFIN siRNA JF50 04518 IEX8%:5’
-TCGAGGCCTTCTCTAACCTCTCCTTTAGTACTAGGAGAGG
TTAGAGAAGGCTTTTT-3" , ;& X %% : 5’ ~CTAGAAAAAGCCT
TCTCTAACCTCTCCTAGTACTAAAGGAGAGGTTAGAGAAG
GCC-3; IE ¥ %% : 5’ “-TCGAGGGTGAGGTGCTTCTTCTGCTT
AGTACTGCAGAAGAAGCACCTCA CCTTTTT-3", J& S %%.5°
~CTAGAAAAAGGTGAGGTGCTTCTTCTGCAGTACTAAGC A-
GAAGAAGCACCTCACCC-3’,

122 EHHZEM GRNA HHE NUIEE Sal 1 A1 Xba 1 BEY)
FHFBAR pTZU6+] , R B IR B IE L R A Y 524, BH
Halifb i3 5% DNA F Bore T4DNA R BIER T 4 CEE
AR BAL KB IM109, Amp UHERS1E . ik SRR R B
DNA, [} EcoR 1 1 Hind M 53 3IBEY) , 3 FIAR R A B B 1) 244
pTZUG6+1 VER3T I, BEAEREE IS BTk 2 8 . W Irse ) AR
R FERE , LIESE B B DNA FrEEEREA pTZU6+1 #idk,
123 BRE FBEBEER TUAREEKN S x100MH
SGC-7901 43R T BALB/c #E IR T o SkEERTR 4
SRR RN I, B4 5 Re 1 ZHI5S) pL1-siRNA.
51 tHIRSIES EAAK pTZU6+1 TR, B MR TS 50 pe,
R LR, 37 R, WS Se B, B g A, A
V=1/2 ax b (V REEE, 2 AEE b NER)ITEHEE
1, R RT- PCR & Livin 22K #9 mRNA 254k,

1.2.4 RT- PCR # Livin mRNA /KBS Trizol 37
PEER IR 4H 2B A RNA, 2R F Qiagen 24 # # RT-PCR —#
RN E . REEAES 509 30 min,94°C 10 min, 94°C 1 min,
55% 1 min,72°C 1 min, 35 cycles, X GAPDH fEANS, 3%
AR BB ST B, & LAY GAPDH B4 N . TE .5 -CC
ATGGAGAAGGCTGGGG-3", X X :5° ~CAAAGTTGTCATGG
ATGACC-3", =4 BE 821 bp; Livin 31 ¥FFI R IE X :5°-T
CTGAGGAGTTGCGTCTGGC-3", X L :3° -TTCTTGGCCTTC
TGCGTCGG-5" , P2 4 306 bp, T84y 1%3RA8 5
JBEHLK 30 min, EB 344, BIO-RAD EHRAMTAY FARZEFHH3#
HIH TR, B Image Proc Plus3.0 (IPP3.0)i# 4747 .
12.5 SREALUEFERGI Livin EARBHNEL SHEEE
FIBPE R A B YD b, RS, SRS H IR Livin Bk
VLHAH (SABC ¥6)#4T#4E, DAB B, “H B, 3 H;
BEAH, SR A% Image Proc Plus3.0 (TPP3.0)i# 414347

1.2.6 Western blot #illl Bax 1 Bel-2 HyFx4 Mk W iiE
HAVEREE PR A DR RN, W RS, -20C
1R174 . Tl 109%SDS-PAGE 43 BS e 5%SDS-PAGE ¥

WL, BARTERIRES, AE 10 pl, 90V 18 R B2 60 min,
120V fE R IKZY 2 ho BIKTEEESSHUH EERL,4°C 25 V fHIE
IR . WRBUH NC &, i 1/500 F#&H) Bax #l Bel-2 —
B, 4°C3 5, 10 171 000 MR Sk Y AR iCm B
BB, 37°C 2R 2 h EF RN, A DAB iRl &
#ufs, BIO-RAD BRI EMBEHHIWH i RER,
R F%K {4 Image Proc Plus3.0 (IPP3.0)i#4 74347
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pL1-siRNA F pL2-siRNA [k % Hind T F1 EcoR 1 W
B, R pTZUG+1 25 AR TR IR . 19630 AgbE e ik,
pTZU6+1 2= BB G £ WA, 43919 2.8 kb RO H
BN 352 bp B/NBE; TIMIERECRIN A 2.8 kb MR A By
#1408 bp ME M B(E 1), MFERYIER,
22 RS THHBIRR

pL1-siRNA by b3 40 4R B T oA O /N T
pTZU6+1 4H(P<0.05)(F 1)
2.3 ¥ ZF RT- PCR #% Livin mRNA 7K-F 8§ £ 4L

DA B B W E DK 257 B9 52 BE SR A W7 Livin mRNA /K P 3
Ko S2BZER (A 2)BR,pL1-siRNA FURIAFRHE MR BFE T
AR Livin 9 mRNA /KP4t B8 F i,
24 SFEMLAFEEKR @I Livin &9 £ A T

X} RE4H AR U TR N Al DL ISR e, R
B E IR, A M. T pL1-siRNA BURIALEEZH 4R BUE
THAE T, MK BB AR, 8 Livin BE
FHBETITREHE 3),
2.5 Western blot A& Bax #= Bcl-2 & & &4

LI B ~actin B R R RN S AR oA, SXT R
HAHE, 54 pL1-siRNA BRI APEA L H Bax BEARE L
W, T Bel-2 EERATRE 4),
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HER—MEARE FBREE PR RAE A,
W R FAR VIR G B AT R B AT 4y , 5 B e T
PR g A, B S MR AR T, Livin BIEFE R AL
IAP EFEFRMA G Z —, R BRRES T HAE R REH
EARAMEA AR TR BAFIA HFTE, Livin E B HEE
B b B3k, 8% Livin 72 ME MR A & AR F & R B
ARERE E BRI, RNAI & 1998 LRI —FrFrEA,
Elbashir ZEPHIE 5275 W L 30 90 40 M o] LA RE A RNAL 80K, 38
FT RNAL N TR R MR Z, B8, HREes
FIF RNAi XL R0 A SNEHEEE RF AT T HE,

ARSI, AT T B AR SGC-7901 FIER B






