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[Abstract] Objective To explore the interfering effects of siRNA on endogenous VEGF-C genes and the
protein expression in gastric cancer cells. Methods Cultured gastric cancer cell line SGC7901 cells were prepared in
vitro. Five siRNA primers of VEGF-C were designed depending on the sequence of Accession No. BC035212. 1 in
Genbank. After homology analysis, the primers were synthesized and transfected into SGC7901 cells. The
endogenous VEGF-C mRNA level and its protein expression were observed. Results VEGF-C-siRNA was inserted
into the gastric cancer cell successfully. Five siRNA primers of VEGF-C could inhibit VEGF-C genes and protein

expression. Conclusion siRNA could block the endogenous VEGF-C genes and the protein expression in gastric

cancer cell.
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Table 1 The siRNA sequence
No. of siRNA Sense Antisense Position (bp)
VEGF-C1 5'-GAAGUUCCACCACCAAACAATAT-3"  5-UGUUUGGUGGUGGAACUUCATAT-3' 853-872
VEGF-C2 5'-CCAUGUGUGUCCGUCUACAATAT-3"  5-UGUAGACGGACACACAUGGATIT-3 195-214
VEGF-C3 5'-CCAUGCUAACAAAGACAAAdTAT-3'  5-UUUGUCUUUGUUAGCAUGGdTdT-3’ 1 084-1 103
VEGF-C4 5'-CUGUGAAUGUACAGAAAGUATAT-3' 5-ACUUUCUGUACAUUCACAGATdT-3’ 808-827
VEGF-C5 5'-UUACAGUGCCUCUCUCUCAATAT-3"  5-UGAGAGAGAGGCACUGUAAdTAT-3’ 294-313
5

Negative control 5 -UAGACAUACAACACACAGAdTAT-3'

"“UCUGUGUGUUGUAUGUCUAJTIT-3'

1.4 Lipofectamin2000 9 & siRNA %%t SGC7901
il

FE 24 FL AR b E b Al i, Yk B 4n i g R Gk )
70%~80%., ¥ 0.2 pg VEGF-C-siRNA H] opti-
MEM #i B 2 50 p L, HET4 4R 5 lipolectamine
2000, 5 2 pL H] opti-MEM # B & 50 pL, 76 % i
T E 5 min; ¥ siRNA Hi B ¥ A1 lipofectamine
2000 F BEWIRA) » 76 I CE 30 min, T A K 37
P RARIES] . 24~72 h 5560 B S R B ik
PR BENLPRTE 10 >0 BF , 1155000 ¢ 31 1) 2¢Ot 4
JHL K5 / L 114 200 L 3 50 X 100 Yo A/ g T e 3k o
1.5 SR % ¥ EE RT-PCR # il VEGF-C mRNA

ST A3k R SGCT7901 41 M 20 | B % B 4H .5
X[ VEGF-C-siRNA (56 Y4y, 4% 4 24 h
S SR 45 2H 40 g, 442 BB Trizol i 7] (Invitrogen 24
FD UL B EUS RNA, VEGF-C Ei# 519 17 %)
5-ATCAAGCGCTTCGAGCAGAA-3', VEGF-C
T Bl W F 5 5-TGGTCGGTCTTTCAGGTCA
AT-3"; GAPDH - it 51 %) J¥ % 5'-ACACCTTC
TACAATGAGC-3', GAPDH F iz 51 4 ¥ 3 5'-
CGTCACACTTCATGATG-3" (Bl ¥ J¥ % H
Invitrogen 2~ 7 & ). RT & M & fF:30 C 10
min, 42 C 30 min, 99 C 5min, 5 C 5 min, ff& %
MIRAG WA T T —4 1 PCR N, PCR XN 4%
£:94 'C 3 min; 94 C 30 5,57 C 305,72 C 45 s,
40 MR, SC K KR &8 Real Time RT-

PCR core kit (5256 20 B 7™ A% #e 32 70) 6 3 W B il
FAY %% & 7000 Sequence Detection system ( & [
ABI A 7)), Smart Cycler [ 520} 52 & PCR Y B 36
gxilbrEdh 4 st 4. 45 R Comparative
Delta-delta Ct & #E47 43 # - BIKE B il 45 #¢ 5 59 Ct
EEEARASRHEMZE . A5 2 5 KA E R Y
Kk,
1.6 Western blot #&ill VEGF-C & B &KX

ScuesreHIE 1.5, ALy 24 h s o3 e
FA MM T EP &b, P2 BUA il 2 8 1, Bradford
ORI BT . AR e RN & U W AT
Ve, —¥Hih BHt AN VEGF-C £ s R ik, Hio ik Jir
31+ 500, L GAPDH AN Z. Hiik ik Z 1 1 ¢
1 000, 2% Fluor Chem™ 8900 B % i 1% M Ak 2 K&
Y F& 4 (Alpha Innotech /A #], 36 E) #17 E 12 4
#r s bandscan5. 0 FA-I E & F1 %4 19K BE L JF 0 H
AR 2R IR B /N 2 8 2% R B Y U AELAE R i
B AR B i
L7 SHiFEFE

A xts Fon., ZAMES LR HBNR
RT3 0. AL LLBCR AT ¢ K5 . a=0. 05,

2 HR

2.1 BE4H SGCT01 45k R E T
B SGC7901 L Ye iRk R e ST BT fE 4k {0
VR K T MM R ekt B IER ., H

JG 24 h R FOL BB T LS, Beg Ry . 2 gt



742 PO R 2 2 i (BE 22 D

A4

BOT AR R R 720, WHE L,
2.2 tRAEMZHHIME
P o 1 2 DA P 6 R R DNA $8 015501 Xof
OB AR LLIEOEAR 5 3k B 3 A B T 48 0 i
TG EE (threshold cycle, Ct) A 2 Ak b5, 2 ) b5 1
M4k A PEAR OGP R*=0. 998 5,
2.3 [ siRNA ¥ VEGF-C mRNA ik 1) 8
GG 158 Y R A siRNA Xt VEGF-C (1T
Yook B A Hoh VEGF-C5 T4 J5 i VEGF-C
mRNA ik & K 18 X 10" 4% Il #/ug mRNA;

VEGF-C4 T # J5 By VEGF-C mRNA % ik & K
7.37X10" #£ 01 8/ pg mRNA; VEGF-C3 TR 1
VEGF-C mRNA ik R 5. 45X 10" 4% 01 %/ pg
mRNA; VEGF-C2 T#J5 ) VEGF-C mRNA ik
o 10X 10 #% %0/ pg mRNA; VEGF-C1 4
JG1) VEGF-C mRNA ik H:12. 4 X 10" $#I1
#/pg mRNA, Z5 4150 Hr.5 40 22 5 L4 it
BN (P>0.05),5 % VEGF-C-siRNA 7 fig 41 #1
VEGF-C mRNA g3k, WHE 2,

2.4 7F[E siRNA X VEGF-C EEF AWM

WA R AALITR. v
-:""0‘. 075 gl 2400
B 5 Negative
o "..;.. o . 2000 control
;:-.-- . " 1600 |4+~ VEGF-C5
o o e A o A M= vEaE-ci
SGUNE T E [T VEGF-C2
5 e int T 800 £+ |
Rk oy LM 2 e VEGF-C4
Be ae NG 400 | P . VEGF-C3
&5, yeste 0]%+ auN
4-. P _“'-.?.- ) ¥
”??9 : Sl 10 20 30 40
[‘ nile ;._7:_ - 2 Cycle number

1 HFEFHBMKELBHBERE. X200
Fig 1 Cell fluorescent micrograph after transfection. X200
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Fig 3 Expression levels of VEGF-C protein detected by Western blot
M. Marker; 1. SGC7901 cell line; 2. VEGF-C1; 3. VEGF-
C2; 4. VEGF-C3; 5. VEGF-C4; 6. VEGF-C5; 7. Negative control
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