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Abstract: Objective  To conduct a recombinant adeno-associated virus-2 carrying Slug-siRNA
(rAAV2-Slug-siRNA) ,and to study the effect and mechanism of Slug-siRNA on AsPC-1 cells. Meth-
ods The targeting sequence of Slug gene which can be effectively silenced in RNA inference was con-
firmed in our previous study. The DNA containing both sense and antisense Oligo DNA fragments of
the targeting sequence was designed, synthesized and cloned into the pDC316-EGFP vector. The in-
sert was confirmed by PCR and sequencing. EGFP-Slug-siRNA sequence was amplificated and PCR
product was obtained by EcoR | and Sal | digestion. pSNAV2. O-lacz-aplasmids was digested,and li-
gated with EGFP-Slug-siRNA. Transformation of DH5« with recombinant plasmids and identification
of bacterial colonies containing recombinant plasmids by L.LB-agar plate were conducted, and pSNAV
2. 0-EGFP-Slug-siRNA were extracted purified and yerified. pSNAV2. 0-EGFP-Slug-siRNA was
transfected into BHK cells by means of lipofectamine, Using G418 Selection from mixed cells, BHK-
Slug-siRNA was isolated, which was capable of Slug-siRNA expression,and was subsequenily infected
with recombinant herpes simplex virusl(HSV1-rc/AUL2) , which was able to pack the rAAV2-Slug-
siRNA to form a functional and infectiou virus. After purifiation, the packaged rAAV2-Slug-siRNA
was obtained. Western blot and RT-PCR methods was used to detect the expression of slug and PU-
MA after being infected AsPC-1 cells by Slug-siRNA for 48h, MTT and Annexin V/EGF methods
was used to detect hibition rate and apoptosis of AsPC-1 cells. Results The recombinant adeno-assoe-
iated virus-2 vector carring Slug-siRNA was constructed successfully, using RT-PCR and restriction
anzyme digestion, the destination gene was dectected. BHK-Slug-siRNA was was subsequenily infec-
ted with recombinant herpes simplex virusl(HSV1-rc/AUL2) able to pack the rAAV2-Slug-siRNA to
form a functional and infectiou virus. The recombine viral titer was 9. 23 X 10" (puf). Slug-siRNA in-
hibited the expression of Slug, at the same time, the proliferation of AsPC-1 cells was suppressed and
the apoptosis was increased, significantly. Otherwise, with the decrease of Slug, the expression of
PUMAwas increased. Conclusion The constructed, high titer, recombinant adeno-associated virus-2
vector carring Slug-siRNA was constructed successfully. RNAi-mediated Slug gene with rAAV silen-
cing could transfect to pancreatic cancer cells and silence Slug effectively and selectively, which resul-
ted in the growth and proliferation inhibition in pancreatic cancer cells. The mechanism of Slug silen-
cing in the growth and proliferation inhibition may be through upregulating expression of PUMA.
Key words: Slug gene; Small intertering RNA ; Recombinant adeno-associated virus; Pancreatic cancer; Apop-
tosis
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Mancera 25" 438 T Slug %% Y ] 175 S 52 56 BUE
Vi) 70 [0 40 988 79 & A CAn i s < PR » 6 BH Slug
IR S MR R A . Hotz 252 e n il . Slug
£ AsPC-1,Capan-1 55 &5 5% A5 Rk 1) g8 i 488 4 i %
RN A 2 rh R 2R IR L I IE 5 AR 41 21 K
B A U h IE R B s KRR, 2R Slug 5
FR AR I 1 B A R R

Wu 25 % 31, Slug 2 PUMA (p53 up-regula-
ted modulator of apoptosis) [t 7@ ZUP I ZE K, T4
Slug 1] fi# K% Slug X} PUMA By #0l. £ W58 &
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W}y Promega 24 ®] . Slug £ 3¢ B 41 1K K&
G3PDH #tfkJy Santa Cruz 24 w7 i ZHt B AL
Hril 2 &) 77 b, Lipofectamine™ 2000 24 Invitrogen
O HA R RO R R SR
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BI25HT . 45 5 A AT, DLIET 1.2, pSNAV2. -
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M:DL2000 marker; 1:negative control; 2~4:PCR product
1 pDC316-EGFP-Slug-siRNA PCR ¥ 7E
Figure 1  Analysis pDC316-EGFP-Slug-siRNA by PCR
M 1 2 3 4
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M. DIL2000 marker; 2:negative control; 1,3,4:PCR product
& 2 pSNAV2. 0-EGFP-Slug-siRNA PCR £ &

Figure 2 Analysis pSNAV2. 0-EGFP-Slug-siRNA by PCR
ML M2 | 2
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& 3 pSNAV2. 0-EGFP-Slug-siRNA Eg1J £ E
Figure 3  Analysis pSNAV2, 0-EGFP-Slug-siRNA

by restriction enzyme digestion
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Figure 4 Analysis pSNAV2, 0-EGFP-Slug-siRNA by PCR
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ZX N HE AT Neg-siRNA W 20 40 g A= K gg 22
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FE PGS 2 b Je HE [n] Y6 7 Y EE SR MG Z —  BE
PRI ) 627 L o 2 e e 200 i A A SO MR B 1Y
DR R B [ S AR 1) ZE 2 40 i e L O 8 48 i
) 23K 5 DA 5 K PR i 3% 0 o e 240 P, TS 6240
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PR AH B FACA 1/ 1 99 R 56 1) 25 SR iE 5
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Slug B/NEIRT-HE RNA JF 51 (4 B AH O 2 444
Fiki pSNAV2. 0-EGFP-Slug-siRNA, Z PCR. fiff 1]
FUN % 5, R A IE A, pSNAV2, 0-EGFP-
Slug-siRNA itk 41 8 496bp,, K4 s 1 444
Bk S EA | B A2 EE HSVI-re/AUL2 3t
Syt 2L g BHK-2, 52 &2 il F60 2% H 5 20 B A0
% H rAAV2-EGFP-Slug-siRAN, 2 ¥  H 114 A
BOf A R 9. 23X 10" (pub)

FATHE— LA T Slug F PR 2 K30 61 5 44
ARG SR B T R e 20 R B RN R T A R L 25 SRR
T Slug ek J » AT B 5k 400 1l 200 e 34 50 412 0 4 i
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