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RNA F##I#1 B % VEGF RiZHLEHA R

AT, R

BBEE, RILE?, FLGEN( 1 WAXRFFEER, Fd& 250012; 2. LAEMNBE

Kz, Fd 250117; 3. WA KRFEFK, Fd  250012)

FEVH ZAR M A2 BN F |, VEGE B4R F B sit, 7
iR I A T 25 A PR B AR, HL B AR R
M AR T M0 P9 B A0 B A AT 22 4y 40, SR i) VEGE
FER I TR 1A A B A e SR . AR SR
JH DNA #2892 35/ i Be T4 RNA £ AR ( small
interfering RNA ,siRNA ), #4) # 4} i k7 psiRNA-VEGF
IEEE LM B 98 40 Ma( MGC-803 )VEGF ik
R

1 #MR5EFE

1.1 psiRNA-VEGF {42k

Pl Ambion siRNA #1751 4» #7 i F R4, H A
VEGF ¢DNA % {5 5 %1 ( NM003376 ), 2 4 siRNA #1F7
H B IEN ", )2 BLAST [P HT IS L 14 3
SRS SIRNA ¥0 31, 38 31 HAH B A AUEE DNAC &
1). psiRNA-VEGFI ( 1146-1164 ) I i 5 51 . 5'-
GATCCCCTCATCACGAAGTGGTGAAGTAGAGCCTTCAC
CACTTCGTGATGATTTTTGAA-3", T ¥if ¥ 5 A 5'-AG
CTTTCAAAAATCATCACGAAGTGGTGAAGGCTCTACTT
CACCACTTCGTGATGAGGG-3'; psiRNA-VEGF2( 1 341-
1359 ) F3i#FE %14 :5'-GATCCCCCATCACCATGCAGAT-
TATGTAGAGCCATAATCTGCATGGTGATGTT TT TGAA-
3", F U ¥ 51 A: 5 -AGCTTTCAAAAACAT CACCATG-
CAGATTATGGCTCTACATAATCTGCATGGTGATGGGG-
3';psiRNA-VEGF3( 1654-1672 ) |37 )7 51 4 : 5'-GATC-
CCCCGTACTTGCAGATGTGACATAGAGCTGTCACATCTG
CAAGTACGTTTTTGAA-3', F i ¥ % M. 5'-AGC
TTTCAAAAAACGTACTTGCAGATGTGACAGCTCTATGTC
ACATCTGCAAGTACGGGG-3'. HU5E DNA 724 59 nt,5’
Ui F1 3" i 3 55 A Bel 15 Hind A9 U007 80 RHA
43,5 %5 19 nt Z A% siRNA IE 5 EIHE 551, v )
ont( AT )i SRIGTE UK R 4549 ,3 %5 19 nt 5 57
Ui 19 nt S #H A, 4 siRNA J X BE, TTTTT M 5% 5%
LILES . t2= 6 U L 5E DNA 7 B iR kA5 2130
HE DNA, % 7] 7afE 2 Bgl I F1 Hind I X 1) 1) 25 J50kE
pSUPER, 15 #| psiRNA-VEGF1, psiRNA-VEGF2, psiR-

NA-VEGF3. AL RIAFFR IM 109, 2% 5 & R bbb
B, BHYE e BRI , 1 % iR BHEE IS v Yk 28 2 /8 ), 3%
A TR E,

Bl 1 siRNA 117 DNA &it == E

[ BEifEE ]
e e

K R A Y Lipofectamine 2000, 3& [E Invitrogen /A ), A
20 psiRNA-VEGF1, B 41 psiRNA-VEGF2, C 21 psiRNA-VEGF3, D 41
pSUPER, E ZH B X R 2 . %% YL iy 24 h, #eBOBT i 55 37, DL 2 x
10% /4L HFp MGC-803 M T 6 FLETIRAL, 75 40 M3 2 24 50% I, %%
YeFOR-8BRE A1 ,37°C 5% CO, 4HE T R TC I . i £
RS 12 h GRS 10% /NE LS IR 3 dkae i35 12 h
J5 EAT RNAG k] VEGF ek AR
1.3 Real Time PCR

F% Trizol 857 & ( 3 [® Invitrogen 2] ) P — 2 2 R L MGC-
803 /L& RNA. SRH 20 pl i SR R 00 5 545 i cDNA : MgCl,
(25 mmol/L) 4 ul,10 x %R i 2 pl, ANTP RS #7( 10 mmol/
L)2 pl, A A RNasin® BRHZRREEM H1577) 0.5 wl, 33 5% 5L AMV
15 U,Oligo( dT );s 514 0. 5 g, & RNA 1 wg;42°C 60 min, 95C 5
min,4°C 5 min K i % 5 5¢ . Real Time PCR i3] & 4 SYBR®
Premix Ex Taq™( Ki%5 44 ), Real Time PCR 4" 341X ABI PRISM
7700 Sequence Detection Systemvm( % [ ABI ); VEGF Lg% N
AACCATGAACTTTCTGCTGTCTTG, F % 51 ¥ 4 TTCACCACTTCGT-
GATGATTCTG! ), 4744 H- B4 129 bp. RJH25 pl I BL K % :SYBR®
Premix Ex Taq™( 2 x )12.5 pl,PCR Forward Primer( 10 wmol/L )0. 5
ul, PCR Reverse Primer( 10 pmol/L )0.5 wl, ROX Reference Dye( 50
x ) 0.5 pl, M cDNA % )2.0 wl,dH,0 9.0 wpl; 95°C HiAEH: 10
$,60°C 60 5,40 MEF . HRHEHRIEE Tl ZE 1T PCR 7= W) A 5 143
Mo
1.4 ELISA

M\ VEGF ELISA {77 &( 35 R&D A w] EAEBL 450 nm
UG EATOGEC AE B YRR, byl il e BEC pg/ml ) A1
At 2l i 2 ARIEPRA Y A (EASH LV VEGF HE
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2 BRI

THLBHL psiRNA-VEGF 1) Bgl I B U 37 & & 2K , {H AT 4% Hind I
WY, LA 25 0 BH A4 ok, An I 2 ) 7R, psiRNA-VEGF1 119 BH %
SRR DLE,F, i —2 DNA 5 3E B 30 BOR G 8 2 . psiRNA-
VEGF2, psiRNA-VEGF3 fy455E [A] 1. psiRNA-VEGF %% Yy & it 40
ffif5 A,B,C 3 20 VEGF mRNA /K-F4 E 45 FFET 62.1% , 30.
3% ,16. 7% , K = W L1 VEGF ¥k BE A 4351 F % T 70. 8% , 36.
5% ,21.2% ,D TG ARk,

SEUGHE R H] RNAL H14] VEGF FIA%0R 3%, Hof ) psiRNA-
VEGF! 5 W5, (EAS I F AN SCHR AR I8 : Takei 5024 A B siR-
NA-VEGF M AR 81 i 40 L i) VEGEF J£H, VEGF mRNA P iK%k
88.6% , IR 13 VEGF He AN AR T 98. 7% %, A 5286 % A
DNA ZRARAIMI N TR siRNA , 1205 T 0HIRE R A ) 3R 55 1k 2 A iy
siRNA FH{BL, H 764U N B RS2 33k siRNA , IF T AL 2 4 4
WRTHT5 Y . DI IR A S8 VEGE 5 i ] 2% T [ &b Sciik i
B, IEE S siRNA BUFHIREREA OC: HHT siRNA $0UF 51 /Y 25 015
JE ) e A A O 5 A e AT SR ELA AR R A B AL, 0 1 5 %o
RNA FHALE I RAGT

B2 FHFRHL psiRNA-VEGF FHMEEEREKFES EE
M: Marker;A, B, C, D, E, F: K ;a, b, ¢, d, e, f:
FTRLHE Bgl 11 BEYIG ;f: BUKL F 8% Hind I B YIS

Ji e 0 57 D AR LA A PR T S 1L A B
I 4 R 5 A T A, R LA A Y S BREER T TR
SV A AR IR 1 B e 3K BEL BT A R 200 i A P 1l A
PN B A A 2 02 I N B AR B 3 SR B, 1A
YU AR TR I B8 1 BRI JE Al . RNA 400 XU
RINA A B4 JE PR 5 s UK, A by — Tl 437 9 ik PR IE
BB, BAT e Sk v e A% 1B A LR I ) 5]
MO S L, AT [ I o) 224 A ] 2 D T A0 o 2k
REATYE, X P LR R T7 iR A 2k — 25 A 5T

HEE T BRI T 1A
[ X417 ] RNA THL; VEGF; siRNA; B IE

[ FESES ] R730.54 [ TEtERIRAS ] A
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