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WE HE. B EE X Snail BIBUN I BIAZIR (miRNA) | FZME 1A R0 BRI 7 e e e YL 1Y ' 8 4 i bk
SGC-7901, J5k % i IfH%E 4 X Snail i pcDNATM6.2-GW/EmGFPmiR microRNA & 1 X o0kt I microRNA TR 5k, 4T
Pk % 1 BD 5 e e B S an ik SGC-7901 , il i 3 B 26 WA B AR SR v O LI E FE Y ROR . 4 B FASTRIRE 119
ARFEHREZREAEHT SGC-7901 4iifify, 15 2R FEHR R 26 SGC-7901 A Ay ik i . Western blot A 4 X T-Ht o . B M IR BT
KX snail 2 [(7KT-3RIAMFEM , G558 TR, Snail T-HTF 9 BBz 58 4 B0, T-HBURIBRIT 5 YL SGC-7901 21 3 £ 151
BV PSR EO0IR 85% L b AR E Z X SGC-7901 4 ity e &4 5 u g/ml, Western blot Z5 4 bR, T4k
JF31 Mi-1 %F Snail AHSR TR, 2598 I E T Snail T B FER A RN 06 A 30Tk L Fa e e yeik ,
HE—2BAF5T Snail 7 B AOVEHBEE T 30k,
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ABSTRACT Objective:To construct recombinant eukatyotic expression vector of micro-RNA for Snailgene,and screen the stably
transfected gastric carcinoma cell clone SGC-7901. Methods: Microinterference ribonucleic acid (miRNA) nucletides of Snailwere syn-
thesized and inserted into pcDNATM6.2-GW/EmGFPmiR vector, which were confirmed by sequencing, then the recombinant miRNA
vectors were transfected into SGC-7901 by Roche BD. The transfection efficiency was observed under inverted fluorescence microscope.
According to the fatal dose of blasticidin to SGC-7901, and the selection concentration of blasticidin to SGC-7901 cell. The protein ex-
pression of Snailwas detected by Western blot. Results: Sequencing suggested that miRNA eukaryotic expression vectors targeting Snial
possesse correct nucleotide sequence and read frame, and the express of the green fluorescent protein was over 85% when the transient
transfected SGC-7901 cell line observed nuder inverted fluorescence microscope. The screening concentration of blasticidin to
SGC-7901 cell was 5y g/ml. The results of Western blot showed that the sequence of Mi-1could more effectively knockdown the expres-
sion level of Snail than the others. Conclusion: miRNA eukaryotic expression vectors targeting Snial were successfully constructed and
the effectively interference miRNA were identified, and the stably transfected cell clone obtained may be useful for understanding the ef-
fect of Snail in gastric cancer.
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L1138 Roche BD #4417y 1 #8125 [ 7 24 v, 24k
¥y #4577 A& BLOCK-iTTmpol Il miRNAiExpression Vector Kit
with EmGFP ) 5 3£ [# Invitrogen 2\ 7] , Taq fiff .dNTP mix 5 H

Takara A7) ; bt A Snail HUiRM F 3 [E Abcam {5 2
7], H4E homo sapiens Snail LK T4 iTIE 5 4 % miRNA
Ke—%F ToA miRNA T 225 (EDBAPEXT R) , BARME B0 1.

Table 1. Sequences of basic pairs of miRNA

Name of mi-RNA

Sequences of Basic Pairs

Mi-1-F
Mi-1-R
Mi-2-F
Mi-2-R
Mi-3-F
Mi-3-R
Mi-4-F
Mi-4-R
Negative-F
Negative-F

GCTGTGGATTAGAGTCCTGCAGCTCGTTTTGGCCACTGACTGACGAGCTGCAACTCTAATCCA
CCTGTGGATTAGAGTTGCAGCTCGTCAGTCAGTGGCCAAAACGAGCTGCAGGACTCTAATCCAC
TGCTGAGGACAGAGTCCCAGATGAGCGTTTTGGCCACTGACTGACGCTCATCTGACTCTGTCCT
CTGAGGACAGAGTCAGATGAGCGTCAGTCAGTGGCCAAAACGCTCATCTGGGACTCTGTCCTC
TGCTGAGAAGGTCCGAGCACACGCCTGTTTTGGCCACTGACTGACAGGCGTGTTCGGACCTTCT
CCTGAGAAGGTCCGAACACGCCTGTCAGTCAGTGGCCAAAACAGGCGTGTGCTCGGACCTTCTC
TGCTGTGAGCAGCCGGACTCTTGGTGGTTTTGGCCACTGACTGACCACCAAGACCGGCTGCTCA
CCTGTGAGCAGCCGGTCTTGGTGGTCAGTCAGTGGCCAAAACCACCAAGAGTCCGGCTGCTCAC
TGCTGAAATGTACTGCGCGTGGAGACGTTTTGGCCACTGACTGACGTCTCCACGCAGTACATTT
CCTGAAATGTACTGCGTGGAGACGTCAGTCAGTGGCCAAAACGTCTCCACGCGCAGTACATTTC

1.1.2 B R SGC-7901 AT E R AF

1.2 Jrik

1.2.1 Tkt ¥ 4 X SER A DNA IR KRS . SR 15 3L
1A 3357 A BLOCK-iT™ Pol II miR RNAi Expression Vector
Kit with EmGFP #F47 520 7o, F 4 XF XUE Y miRNA oligo 47
W4 A S miRNA 221k Zk & pcDNA™6.2-GW/Em-GFPmiR 1,
T3 4 4~ miRNA F3R k7, 356 b 2 2 2541 DHSa ., iR
KSR R TR« (1) 525 DNA R K B 4 X545 mils
HI SRS BEE DNA KT ) ddH,O 3 A 100 u M, B AP B
HWCS u VIR A, HeulBA IR R TR K RN 4 0y
oligo IR-AWITE 95 CHIFA 5 434 , SR IF HUE 2 IR H ARV 40 20 4y
B, JEBOBLUEE DNA; (2) #4538 K5 B B0 3UEE DNA H B¢ A
10nM, 35 BAK S DNA FI pcDNA6.2-GW/EmGFP # {4 . ds
oligo, T4 DNA ligase fit & /i HER R IRAIG AE RN 30
G3ER B G TORE ; (3) BN AL TR 4 BRI 4 A4~ me b
PRI TR S EA TN e, LATRAIE 5540 v e v AR BEF 51 2
5T R 55 DNA J78—5.

1.2.2 4fusss N EEAfakk SGC-7901 & 5 JF F & 10%/)N
A L3 . 100U/mL 19 75 75 % Al 100 g g/mL 4% %5 & i RPMI
1640 Hi:3E T 37°C, 5%CO, MITRAH P .

1.2.3 FURirP g4 (D K5 ki DHSa A6 %
A ZHitEAY LB AR 1 (% 50mg/mL FPIEWE2) ,37° CHH
TR FEE R MIBFRINL Pk 5 A2 50 R A Y532 AP T 100ml 75
Mg R rik Y LB Bi L, 37°C | 180rpm/min 54 T fH R
FEIRIEFRIAE 5 (2) 4% TIANGEN 2 Py 2 JToRi i F i m) £ it
A, R TR 5 R FH 48 4043 66 BE T 2 SR DNA VR FE 5
% DNA 12T 20C & F 4.

1.2.4 BIRAUML SGC-7901 iy i AiRpvke B o 1 B
Y SGC-7901 4% 1*10° 281 T 6 FLAR , Fr 4G BE J5 K R A
I T AR AW N 0.1.2.3.4.5.6.7.8.9.10 p g/ml 11 g
FEIEAAL, T 37°C,5%CO, W54 i, 4 2 Rifk—ik
REFRIFEINZy, K53t 10 KI5 B0 e 50 T 1) B IC e
FEUE TSI EIZ M B 1R — A2, 2R B D i v JEE A —

1.2.5 /%% 4% Roche BD #H UGB #AE , EAAEHE . (1) %
RS RAF . A TR R B4 & SGC-7901 FH% ED-
TA 0.25%01) BRI A, 6 iR R BB 1AL, # 5% 107 4L,
FEFPF 6 FLAR; (2) FRANARRL A 1k 31 60% R 4T i % 15 77 5k
PUREE 7R 2 /NI JE 3% 4% 5 (3) 1T 500 1 Opti-men $%5 57 4
4p 1 BD #4450, 43 BN 2 g Mi-1 Mi-2 Mi-3 Mi-4 Al
TeR IR IR A5, B3R R Smin; (4% 6 FLikP
T M B TR0 A BRI TS 5000 15 5% Juiz iR B ok
DNA ffJ Opti-men ¥ 57 553 BN ZEASL; (5) BRESGET
37°C, 5%CO, FIRAE T %5 (6) 430 Fi% Y% 24h 48h i) & F
(RS RTAT G A2/ St 1 R W (LR R L A

1.2.6 Western blot T554% 48h J5 AL A it ( B B/ D45 L 4
Lk SEREFR) , SR FH RIPA 41 it 24 2 HL SGC-7901 41 i i &
M, BRSO e . FIA 12% SDS-PAGE #EREHLIK 1h
30min; 200mA {E i . 1Th30min ¥4 85 71 5% 2 A R 25 4k f5 (NC i)
L I S%RE UK i TBST ] NC & 1h, fdii A Snail £
TG ,4°C, 7, TBST YEBLIRBENE 15min/ 1R, 4 1%,
HRP #ric iy Fhife [gG ZHilFE 2h, TBST YEMGIRBENL 15min/
K, 4 UGECL BRI

12.7 FoEtkifize R4 LPE 6 western blot 2554 KL ER 4 pirfe
) B A A Ve B TR e e B AT T B % e R At bk, i 28
KI5 H A FRAR LA B v R AR T e bk, [l sy P 2 A 2
i IE TR TR

2 4

2.1 miRNA EAZFREAR AN 7

iE i [ Invitrogen A=) ARAT B RGP YGIE, sk
R EL TR B 1R B S 3T ZE R 55 DNA JP51
—3%, FHIR SO R B9 AUE DNA T35 51 sS4 3% A peD-
NA™6.2-GW/Em-GFPmiR # 4 (4& 1) .
2.2 1fiid M AR E I

B A R SGC-7901 2855 AN W) v 4 4% R 1l 3% 0% 77 3k
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idk 10 K ZEARURE R 4 g g/ml AN AHBET,
ELYLIS SGC-7901 AN VEIREE K 5 p g/ml, ek ey 2.5
M g/ml,

miRNA AT 5

3" miR flanking
ACGA region

5" miR flanking
region

pcDNA”"6.2-GW/

EmGFP-miR
5699 bp

% 1 pcDNA6.2-GW/EmGFP-miRNA [&]3i% K miRNA 7 A 15
Fig.1 pcDNA6.2-GW/EmGFP-miRNA and the transfected position

2.3 BEYLINM RO B O BB
H1F peDNA™6.2-GW/Em-GFPmiR #§ 1A Hi 45 4% (0 3¢ Y 4t
AR G AN R AE DO WU T LS AT 2r e

Comtrol Neg Mi-1 M2 Mi-3 Mid

3-1: westem blot £5 5%

HHFRENIE 2) , [ B HEAT A9 SM I miRNA 155

ik
2-1 2-2 2-3
- - s
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[ 2 B g AR R e R

Fig.2 fluorescence image of transfected cells
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231 Mi-3
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FCCEB: 10%10

2.4 miRNA 175 Snail LK 1954

K ] Western blot £ R & ET 37 %) Mi-1, Mi-2, Mi-3,
Mi-4 JICRLT-HE miRNA X H 3L Snail & 7Kk i H0
HVERT, 25 R 2 Mi-1 T4 750X Snail 4358 W HIHI7EH
THAEFIERN T 92%, XS RELH Tl VE R Canl& 3) o

1.5 -

N

Snail % \§
et 1N
B -actin 5 % §
LT EEE

3-2: westem blot ZZE{E

3 3-1,western blot f:l] 5 4l SGC-7901 1 Snail FR3k/KF-, G55 /R Mi-1 BYTHEAERTIR 2 , IPERT B2 JETHRAEH] 5
3-2, western blot JK B, /R Mi-1 (T4 HE R T 92%.,
Fig.3 3-1 Snail expression in SGC-7901 with Western Blot; 3-2 Scanning results of Western Blot in 3-1

3 g

JRy BRI WA g 2 PR A £ B s A e A% 1) fie Dl
(0 —25, AR A ST Ak 5 7% 52— 2 9 A ) R 1 B LA BT
T o TR 20 S 1% 0 P T 48 Y ) 4 B A e i 8 e
LR OV o spS N B ik ik A ) By e S e
Je A E R Y EMT 2 S BRI A RSE TR A BB R,
s H AR R T HIME RS,

BEF X miRNA AFFERITRA, A3 miRNA 2 —KA77E T
AN IRPE R BZ 20 21 S RRAYAR S 5/ RNA, il i 5
H mRNA Y BN G X 7R 5 55 J5 7K A 0 PR Y 28 47 9
O, FERTFLBI P, Wi miRNA S5 K2 50%0 8 F i)
il DIREMSE s miRNA JUF-2F 71240 1 it 40l
[ AN AR Rk 5 AN RAR 2 B R 4 K A A R

VIR R, HXT miRNA S8BT R, L mRNA
JEE ) RISC(RNA-induced silencing complex) ,miRNA FIf i (14
R/t RNA(SIRNA) ) 10 43509,

1984 AEREFEHE LA Snail 1 S WUR BUAAAE T 2RI ™,
NI 5 IR R TR s VIAE G, JG B & BRI B o (4R
BN R B R EZAE N, UAE R I b 44
Jit s EMTU4 K g AR AR AN BT 25 T B UIAR G, BIFE I i
Snail i3 P4 wnt/B -catrin {5518 BEAE IR 104 5E . 404k K
AN R R AR A ARG HT AT SR A8 K O AE B rh i)
YEM o ASBESEE S BTG s e TR 5% sk 2 1 Snial
) miRNA, 3 A pcDNA™6.2-GW/Em-GFPmiR 1A , Il J73IE 52
HEATTRE R AR BT ST — 3, R e 1
i SGC-7901 , ik R e Yebk . FEULHITERL YL >80%
MG T 4 APk 20 1A THECRIAE] 70%LL ., A
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WFFE3E 18] B 9O6 WAEIEE  TER YRR T 85% L I, il i

western blot #:55 4 A>T Fokr S BAPEX] BRI TR, 45

SRR 4D BOR T Mi-1 B THRRCR T, Snail 25 F13RKKF-

TR T 90% LA L (R i A B Bk B D U 1 H A

pcDNA™6.2-GW/Em-GFPmiR/Snail f& & 5 Yebk . ASHFE SN

345 T Snail miRNA B4 RCHHLTORL, [RII 57728 H B e 40 i A4

TR gtk , At —2L WIS Snail 16 B PRI BOE S
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