KERKXFZIR 2013 F£5 38 &5 12 #8 ( Journal of Chongging Medical University 2013.Vol.38 No.12 ) — 1419 —

FARWAY  DOI:10.11699/cyxh20131206

s 52k S 2 1 Survivin 813 shRNA 5 a5 118 44 &t S 0
HepG-2 #ifiirh CD133 JE P4 ik i

O LSARLE K FIH
(1. FEIRIERICFRERN B S B U B 2 T2 TR 40001652 TP i B I 0= Mg Bk, K. 400016)

[# ZE)B8. EMREEERYER ST Suvivin IRSI9/NAE I RNA(shRNA) , i3 T HepG-2 R4 CD133 )33k,
X S 4N MG TR AR 2B B S (W2, 77 3% . ORI pEntr—Surp—shRNA EAZ FR 404 | 56 % HepG-2 TN, Hela 41111,
293T M @35 71 shRNA T3 1 B, i i T P due A T R4 A CD133 T4 7 B, F 41 24K pAd. Surp—shRNA972 , pAd.Surp -
shRNA2377, pAd.Surp-shRNA485 J{-0ifi 1% 2 2 %63k shRNA 9 Y 5i b . BAd. Surp-shRNA972, Ad.Surp-shRNA2377 , Ad.Surp-
shRNA485 G5/ Wik s HepG—2 I ANMIME , 2257 Ad.Surp—shRNA972, Ad.Surp-shRNA2377 , Ad.Surp—shRNA485 5280 4H |
BEYLIOETELL NS (4L, BT 4R | I F RT-PCR H1 Western blot #:1 CD133 mRNA F14E [ 355 , MTT 31 Tran—
swell KGN AN AR SN 5E FE 22 RE ) B8R . ORI T Survivin Ji 81 FIRHE) shRNA EAZ Fk H K pEntr—Surp-shRNA |
1E 293T 2 Ml bk TS5, M AE Hela , HepG -2 4H Ml bk P2 6 2 3k B i UESZ Survivin HAT PR 5E 5 1 . @ D) % Ad.Surp-
shRNA972, Ad.Surp—shRNA2377, Ad.Surp—shRNA485 N5 . @RT-PCR Fil Western blot £ %1 i 715 Ad.Surp—shRNA972 (Ad.Surp-
shRNA2377, 45 & ] CD133 mRNA FIHE 1 335 B RCHR ; T3 S 00 41 5 25 I 41 AH b mRNA 301 58 53371 4 (63.44 £ 0.02) %
(56.98 + 0.03)%; Ad.Surp—shRNA972  Ad.Surp-shRNA2377 , Ad.Surp—shRNA485 £H 2 (1411543 31 7 (55.43 £ 0.40)% . (48.65 +
0.20)% ., (34.67 + 0.40) % ; JZ 45 20 AN AL (38 57 A= 22 6E 32 2 HA S, Ad Surp-shRNA972 A= KA A (72.88 +0.74) %,
Ad.Surp—shRNA2377 A A=KAMHIE H7(59.90 + 0.87)% , Ad.Surp-shRNA485 A A K AMH| A (30.18 £ 0.95) %, G5t : ilyRg 4 Sk
JABIF Survivin BB T8 shRNA GBI FH CD133 ZEH AR, W0 @A HepG-2 B E AN HAZE T,
[ 3&4837 |Survivin; CD133; /N& J& RNA ; IFfi
[FEBRBHEEHES]Q754 [ XEkFRAERD ] A [Y7E B HA )2013-02-21

Regulation of shRNA adenovirus construction by tumor specific promoter
Survivin and inhibitory effect of Survivin on expression of CD133 gene

in HepG-2 cells
LI Fang',ZOU Dongling’,CAO Shu', LI Shaolin’
(1. Teaching and Research Section of Radiology ,Basic Medical College ,Chongqing Medical University;
2. Department of Maternity Oncology ,Chongqing Tumor Hospital)

[ Abstract]Objective : To construct small hairpin RNA driven by tumor specific promoter Survivin and to discuss the effects of down—
regulating CD133 expression in HepG-2 cells line on proliferative and invasive ability of hepatoma cell. Methods ;: DpEntr—Sur—
shRNA eukaryotic expression vector was built and HepG-2 cells, Hela cells and 293T cells were transfected. @shRNA interference
fragments were designed and CD133 interference fragments with the best effect were screened out. Carriers were reconstructed ; Ad.
Surp—shRNA972, Ad.Surp—shRNA485, Ad.Surp—shRNA2377 adenovirus were packed;stable expression of shRNA transfection cloning
was screened out 972,2377,485 experimental groups were established by transfecting HepG-2 cells with Ad.Surp—shRNA972, Ad.
Surp—shRNA2377, Ad.Surp—shRNA485 ; untransfected group was taken as blank control group RT-PCR and Western blot were used
to test CD133 mRNA and protein expression; MTT and Transwell method were used to detect the proliferative and invasive ability of
cell in vitro. Results ; DSurvivin promoter regulated shRNA eukaryotic expression vector of pEntr—Sur—shRNA was successful con—

structed. Fluorescence was seen in Hela and HepG-2 cells but not in 293T cells indicating tumor specificity of Survivin promoter. (2)

EEND. 5 % FEmail:lifang19878687@163.com Adenovirus of Ad.Surp -shRNA972, Ad.Surp —shRNA2377 and
B 6 IR A Ad.Surp—shRNA485 were successfully packaged. 3)According
BIS51E#E : & #, Email : Shaolinli202@sina.com, to results of RT —PCR and Western blot,mRNA and protein

ELWBE:BRaAHAFLALFTIHRNA (45 .81171365), levels were inhibited significantly by Ad.Surp-shRNA972 and
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Ad.Surp—shRNA2377 mRNA inhibition rates were(63.44 +0.02)% and (56.98 +0.03)% in experiment group and blank group and
protein inhibition rates were (55.43 +0.40)%, (48.65 = 0.20)%, (34.67 £ 0.40)% in Ad.Surp—shRNA972 group, Ad.Surp-shRNA2377

group and Ad.Surp—shRNA485 group. Cell proliferative and invasive abilities of cells in experiment group were inhibited with inhibi-
tion rates of (72.88 £0.74)%, (59.9 +£0.87)% and (30.18 £0.95)% in Ad.Surp—shRNA972 group, Ad.Surp—shRNA2377 group and

Ad.Surp—shRNA485 group. Conclusions ; Tumor specific promoter Survivin regulating adenovirus mediated shRNA can decrease

CD133 suppression and inhibit proliferation and invasiveness of HepG-2 hepatoma cell.
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Fig.1 Construction of pEntr—-EF1-shRNA
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shRNA 38 52 T4 3 08 AR, 3% A i 1Y shRNA927 |
shRNA485 . shRNA2377 43 9illi% 323 pEntr—Surp 284K I ; #7
1Y pEntr—Surp—shRNA i Gateway 257 & 55 41 IR 9 75 i
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Fig.2 Enzyme electrophoresis map for recombinant plasmid
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Fig.3 Adenovirus packing titer measured by flow cytometry
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PR SRR, AR LI 4,
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Fig.4 Fluorescence expressions after plasmid transfection
(100x )
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Fig.5 Fluorescence expressions after adenovirus transfection
(100x )

2.5 RT-PCR #7441 CD133 mRNA £ ik A
PR-PCR 255 WA 6, Ad.Surp-shRNA972  Ad.Surp-shRNA
2377 41 CD133 mRNA ik 7KF-FIoR Ab B AH B BH B KR AIG,

TRBEIIAAE SRR Ad Surp-shRNA972 Ad Surp-shRNA2377, Ad.
Surp-shRNA485 %5 A IR EE(H 5331 96.60 +4.67 ,102.10 =
3.68.167.76 + 4.51 173.10 + 3.53 ;i@ i i 47 s i 4 5 25 (4]
AHEL mRNA #2535 4 (63.44 +0.02)%(P=0.013) , (56.98 +
0.03)%(P=0.026) , T Ad.Surp—shRNA485 0 mRNA ik /K
523 A 2 R TS R L (P=0.192) , K HICD133
mRNA %3k,

100 bp
200 bp
300 bp 4 B-actin
400 bp «CDI33
500 bp
700 bp

1 000 bp

1. Ad.Surp—shRNA972;2. Ad.Surp-shRNA2377;
3. Ad.Surp—shRNA485;4. %5 141 ; M. DNA1000 marker

E 6 RT-PCR#&ill CD133 EHE mRNA FRik &5 A F ik &
Fig.6 Gel electrophoresis figure of CD133 mRNA expression
detected by RT-PCR

2.6 Western blot ¥ &40 & F ik K-F

Western blot 455 UL 7, Ad.Surp-shRNA972, Ad.Surp -
shRNA2377, Ad.Surp—shRNA485 S5 21 525 Al M L, S
FEIR W REAR, BT RGO BEE A BT S5 502 CD133 B3R
TRAKOE IR AN 23500 0 73.34 £2.98 78.58 +341.83.35 +2.45
102.95 + 4.89, G4y Fr sl i /R S 41 525 FI41AH HE CD133
HE R 223 51 (55.43 £ 0.40) %(P=0.024) . (48.65 +
0.20)%(P=0.019) . (34.67 + 0.40)%(P=0.020) , 13t I fis 5/
51 CD133 shRNA BEZERR /K F | T MATE4n b ¢b133
MR,

1 2 3 4

I3 g el . “1201@

GAPDH
—

1. Ad.Surp—shRNA972;2. Ad.Surp—shRNA2377;
3. Ad.Surp-shRNA485;4. 75 41

E 7 Western blot #&ill HepG-2 #BAtifk CD133 EHRiLIER
Fig.7 CD133 protein expressions in HepG-2 cells detected
by Western blot

2.7 MTT #il 4w B3 s M

AdSurp-shRNA972 ZH M4y (72.88 +0.74) % , Ad.Surp-
ShRNA2377 L1354 (59.9 + 0.87)% , Ad.Surp-shRNA48541
T (30.18 +095)%, Ad SurpshRNA972 £ (72.88 +
0.74)% W B & T Ad.Surp-shRNA2377, Ad.Surp—shRNA485 4
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Fig.8 Cell growth inhibition rate after adenovirus transfected

detected by MTT
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A. Ad.Surp-shRNA972 B. Ad.Surp-shRNA2377

C. Ad.Surp—shRNA485 D. &[4

B9 Transwell #I4HMEZEEE T ( SLmELEE,200x )
Fig.9 Cell invasion ability detected by Transwell

( crystal violet,200 x )
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