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[(BE] FF: & & EREARENA 61(Cyr6l)/CONL 1EH ™ LA M 5% A8 (ROP) [ 4L I 54 A= il 45
(RNV) JE B & #E 5 24 A, 0 H i E 426 F CONT /T4 RNA(CCNIL siRNA) X ROP 45 JC A& 2% FiR 7 1
ARy, B8 SRR CONT (2235 60 00 I BRI 45 N Bz i B n R /e . ik R
ik 45 REE — 0 059 RE5 PN 7 40 A ( RE/6A) 43 3] = 48 (IE 5 % R ) AVIG 480 3R 5% (IR AR 4 8K 1% 0, 5% CO, il 94%
N, H IR A S s 37, AR S 3R B8 05 37 O 40 0 43 93 5% I R 14 Lipofectamine™ 2000 4 5 % % 2 4% 44 7 Hz (i
SN HREH ) Al CONT siRNA RIK Bk (CCNT siRNA #e L2l ), T AN 5% 4 J5 24 h SR JH 00 4 s PCR 246 I 200 Jfg
o CCNI siRNA 4] ki i £k 1 00 5 70 5 F Ri 35 )5 0.24 48 72 F1 96 h =R FH 41 Jifg i1 %53 77 £5 -8 (CCK-8 ) i3
FE 25 2 240 395 1 5 22 1 A0 M AR R i 5 TR SRS 24 SR P O 2 0 R A W00 5 2 5% A0 A 0 4 A D O T T
THEFR )G 24 h R S 9 %6 4% Rl Western blot ¥4 £ I 45 20 RF/6A 41 fifd ' CCN1 #0148 W B2 2B KB
(VEGF)EHMEL, SR ML YSS 24 h FI 5805 S 0 K00 B 48 s o CCNT siRNA 1 %3k %47 . CCK-8
For 0 8 75 6 A B 77 o E] A AE S RE/6 A 48 3% A (RO RE A B BB W30, {3 CCN1 siRNA %% Je 2] 45 i 7]
SN0 A 2 T ARG I X IR IR SO R, R HE R 22 BB BT R L (Fyy = 198,45, P<0. 05
Fow =39.26,P<0.05) ;CCN1 siRNA B Yu 2l |11 % Xof 18 4 790 {8 420 %cF HR 4 400 M0 79 0 T 3R 49 1) Ry (68.91.1) %
(18.9£1.3) % F1(39. 6x1.8) % ,Hrt CCNI siRNA % YL 241 20 ffu (1 95 7= 28 B Sk 15 1 15 5 0 B 4 Fn I 400 IR 4
ZRMAGITFE X (1=2.93 2. 56,3 P<0.05) ; CCN1 Hl VEGF 25 [ 7 1 T B AL 240 f b 52 55 335, AR 4R
of HRCZL 400 i v 22 35 4 B BB B 5, CCONT siRNA S5 Ye 41 20 g of CCN1 R VEGE (1 H Xof 28 3k o 0 1% 40 % R 4 1y 1A
BTFFE(¥P<0.05), &  CCNI siRNA 5945 BE Ml RE/6A 410 i) 36 2E 42 4k H P 1-, CCN1 siRNA 7]
TR A IR T RF/6A 4ififd b CCNT Hl VEGF £ 11 19235 /K -, AT B2 i) RNV JE i i 2L
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A RNA THE; I8 PR AR IR 5 B VAT Dk 4% 5 — 00 I 58 P B2 448 e

E£WH: BERARBFIEELTA (81371045) ; L TR RIZESTE (2010225034) ; 1L 74 |
T4 E (201501020)

Inhibition of CCN1 siRNA on retinal endothelial cells Di Yu,Zhang Yiou,Wang Aiyuan,Chen Xiaolong
Department of Ophihalmology ,Shengjing Hospital of China Medical University , Shenyang 110004, China (Di Y, Wang
AY,Chen XL) ;Department of Personal ,China Medical University ,Shenyang 110122 ,China( Zhang YO)
Corresponding author; Chen Xiaolong. Email ; chenxiaolongsy@yeah. net

[ Abstract] Background Cysteine-rich 61 ( Cyr61 )/CCN1 has been reported to stimulate retinal
neovascularization ( RNV) in retinopathy of prematurity ( ROP). However, whether CCN1 small interfering RNA
(CCN1 siRNA) can inhibit or cure ROP has not been extensively investigated. =~ Objective  This study was to
investigate the regulation effect of CCN1 specific siRNA expression vector on retinal endothelial cells. ~ Methods
Rhesus choroid-retinal vascular endothelial cells ( RF/6A) were cultured under the normoxic ( normoxia control
group) and hypoxic condition (1% 0, 5% CO, with 94% N, ) in wvitro, and then lipofectamine™™ 2000 ( LF2000 )
vector plasmid with or without CCN1 siRNA was transiently transfected in the hypoxic-cultured cells as the CCNI

siRNA transfected group and hypoxic control group, respectively. Reverse transcription PCR was employed to detect
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the expression of CCNI1 siRNA plasmid 24 hours after transfection. The vatality of the cells was assayed by cell
counting kit-8 (CCK-8) 0,24,48,72 and 96 hours after cultured. Twenty-four hours after cultured,the apoptosis of the
cells was evaluated by flow cytometry, and the expressions of CCN1 and vascular endothelial growth factor ( VEGF)
proteins were detected by immunofluorescence technique and Western blot assay. Results The expression band of
CCNI siRNA was detected in the cells 24 hours after transfection of CCN1 siRNA. CCK-8 assay showed that RF/6A
cells were significantly increased over time, and the proliferating value ( absorbancy) of the cells was significantly
reduced in the CCN1 siRNA transfected group compared with in the normoxia control group and hypoxic control group
(F,_, =198.45, P<0.05;F,  =39.26,P<0.05). The apoptosis rates of the cells were (68.9+1.1)% ,(18.9+
1.3)% and (39.6+1.8)% in the CCN1 siRNA transfected group, normoxia control group and hypoxic control

group time

group,and the apoptosis rates of the CCN1 siRNA transfected group were evidently higher than those of the normoxia
control group and hypoxic control group (¢=2.93,t=2.56,both at P<0.05). CCN1 and VEGF proteins were weakly
expressed in the normoxia control group and strongly expressed in the hypoxic control group,however, their expression
intensity was evidently weakened in the CCNI siRNA transfected group. The related expression levels of CCN1 and
VEGF proteins in the CCN1 siRNA transfected group were significantly lower than those in the hypoxic control group
(both at P<0.05). Conclusions RNA interference targeting CCN1 can inhibit proliferation and promote apoptosis
of RF/6A cells. CCN1 siRNA can arrest RNV probably by downregulating the expression levels of CCN1 and VEGF in
the cells.
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ELy= )L A8 RS 9 A% ( retinopathy of prematurity,
ROP) 24 ¥ 52 1l A2 5 5 48 A 51 ke 1) 22 4 )L BCH MR
HAE R0 e BEEE Gl A2 T A0 B BT A= I 48 ( retinal
neovascularization, RNV ) f ffﬁﬁi[]_z] o RNV [l 4% & %
PEXG I, £F B A 0 N R 20 MR TS A i Ah R
(extracellular matrix , ECM ) [ F5 i , L& PN B2 40 i 338 A
AIEH I 43 Wb 1M/ Al U A AR I TR T (platelet-derived
growth factor, PDGF) , it &I Wi & s a5 o B
Az IS 25 BT R 20 e A/ T R ] A48 i ) SR A
AR, I s 2R A A R TR Y R 4 T T A L
TR g, AL OB B N 2 40 M ( retinal
endothelial cells, RECs) {4 ¥ 2% 17 N 4E RNV 1§ JE &
AR AL, B R E H 61 (cysteine-rich
61,Cyr61)/CCNI1 & —Fh B Z WA E R, 25
A 40 B 1 A R ISR A U TS DL e ECM Y
A TE IR KB R A R LA A R PR 9 e A
K S VA B 5 1B B R AR T IR, CONT 38
"l DL L R S N R A K T ((vascular endothelial
growth factor, VEGF ) | I B Ji& Jit | 3& it 4 J@ & H i
( metrix metalloproteinases, MMPs ) & J 41 i 71 &5 ) %
AR T  D)42 H AR2 0 185 2 B S R E T (H
AHEAE B BAR B AR AN AEDT 5T o ABIE5E b W50 1
CCN1 F ik XK 4R F5 19 RF/6 A 20 Ji bk 434 A F0 08 T 19
S, il R YT ROP @ 55T Y S8 3

1 M5

L1 bk

1L.1.1 s e bk B-RECs 48 gk (RF/6A) ,
Wy R 2 B 4 ) o

1.1.2 FZRH ALAF  RPMI-1640 55 57 i) ( 36
Gibeo 22w ) 5 Jifi 4= IfL 5 ( 26 [ Hyclone 24 &) 5 41 Jfd it
$0i7) A-8 (cell counting kit-8 ,CCK-8) ( 32 [ Beyotime
A7) 5 Annexin V-FITC 41 Jitg 94 T A& 0 50 & (5&
KeyGEN /& ] ) ; Lipofectamine ™ 2000 ( 2% [& Invitrogen
/N F) )3 CCN1,yp, /N F 4t RNA ( small interfering RNA,
siRNA) i $7 ( |7 GenePharma /&4 % : 1IFE X 4% 57 -GC
AAGAAAUGCAGCAAGACCATT-3’ |,z X 4% 5’ -UGGUC
UUGCUGCAUUUCUUGCTT-3" ) ; 4t A CCN1 % 3 [
P (ab24448) (B [F Abcam 24 7)) ; HHit A VEGF £
FEREHTAR (sc-152) (FITC #Ric S bt il 3 1gG (se-2777)
(2% Santa Cruze /A d)) . CO, %5 I 46 (1% [ Heraeus
28] WO AR B ( H A Olympus 23 w]) 5 41
it 35 % M A i 3% 5R L (36 [ Corning 24 ] ) o

1.2

1.2.1 HIMOBEFR B4rdl RE/6A 4105535 T & (R B
53 B0 10% i 25 M35 A 100 U/ml (7 5k B0 00) 75 25 2 AL
Ly RPMI-1640 35 320, 5 BLAE 37 C IR 7 K
5% CO,H120% O, Bh 555 b 15 3¢ 28 70% ~80% fil 5, 1]
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JoT i 53 %50 0. 25 % Jige W A6 I 15 Ao 40 0 A% Bk
KI5 B Sy B G B R A, R A M 3 ) TR A (IR
X B AR AR R B (K FRr % 1% 0, 5% CO, 5
94% N, UR) HRESR o RSP 58 20 i S IR 4R
XA 41 Al CCNT siRNA &% 3¢ 41, 43 5 UL g B 1k
Lipofectamine ™2000 45 %4 e 2% 2 {4 5 %z 1 500 g/l
CCNT siRNA H 41 JFOkL . 4 i o g Jm 4k 20 15 AR A PR B
THi SR 24 ho

1.2.2  ¥if%5% PCR LA 40 g tp CCNIT siRNA H 4]
FURLRg RGN ANAEEE UL )5 24 h $2 30 CCNT siRNA $% 7
A0 RNA MR8 51 3t i I 535 %) CENT
BFE S ES 1. CCNT B B )7 518 57 -CGAGGTGGA
GTTGACGAGAA-3’ , FiE/F%|} 5’ -GCACTCAGGGTT
GTCATTGGT-3" , ¥ 7=k 211 bp, 7 1495 C
WiAE P 30 5,95 CAEPE 5 5,60 CaH k 31 5,72 °C ZEAfif
2 min, 3 50 A4 1F ¥, 72 C & 10 min, J5T & 53 %L
1. 5% B3I MBS v Tk , 2R A T LA L IR 45 2R
1.2.3  CCK-8 & 40 i i3 2k 8 3 A4 40l &
T 96 fLAR, 43 B I 100 wl /) 40 i 20, T 37 C |
5% CO, By FRAA Tl & 24 h, (40 BE A 1o 43331
TEREFNS 0,24 48 .72 1 96 h 4% B — He 55 47, R
CCK-8 £ I 4 ff 35 % , 2 B CCK-8 357 & i B 5 #
VB s R AR ACTE P A 450 nm A0 4G I 45 £L 1% 28 60 35 12
DLW O BE (A) B3R 7, 22 il 200 JE0 I Ik ] ) A= 4 T £k
1.2.4 a0 A I 40 i i 8 T2 %8 &% A 40 T
Bi 3R JE 24 h SR F U 240 A AAS T 290 D A O T A 4 IR
Annexin V-FITC 20 i i T 3050 & Ui B B AT 8 7E .
D4R 14,75 em,2 000 r/min, .0 5 min, Y 45 B 7%
A0, PBS YE%, 76 0.5 ml ZZ sp i A 5 wl Annexin
V-FITC f 5 wl #9 PTIRA], S T BEDCHEE 15 min, &
9 2 A M AT 43T, 0 B AT 1 10° A~ 41 i
W cell QUEST #1443 it 45

1.2.5 S 5 6k I 40 e CCN1 VEGF 2 1 1y
ik HEIRJE 24 h U A0 IE i, R B 4% %
R B2, Fe5r KA, LhB i 93 %1 0. 1% Triton X-100
J¥E 10 min, PBS $E ¥, LUIAR R 70 0 1% 28 1 8 B
(bovine serum albumin, BSA) #} [4] 1 h, ¥ fil %2 $it A
Cyr 61 Z e RS (1:150) fht A VEGF £ sifEhi ik
(1:100) ,4 °C ¢ & 53 6 % m FITC 4542 % ot th
IgG(1:90) , ZRBEIHEF 1 h, i DAPT 444% 5 min,
WoEHAR L B AUE T WEIERER B BBUES 5%
U PR SRR R . e 0 DL FIPE(R 5 B AL (07
Wi E RGO, RS TR R 10 AL,
e 20 BH AR 5 O BR O WO BE (A) {BL, RO 31

1.2.6 Western blot I 40 it CCN1 . VEGF & 4
ik R IR)E 24 h AR 3 AN R EP B, 42
WORVEE 1 A 7 HL UK R S TR N AR L BT A R AT e 2R A
RIG T AL ROt B RE R . R B-actin fEN N
Z M, 455 Chemi Imager 5500 V2. 03 E 1470 #r &
i 4, ] Fluor Chen 2.0 24 E 17 8 & WO
SrtTe B B AR XS Rk 5 = B 0 E 8 R K E
{EL/B-actin Z57H7 B EEARL , 300 i 8 = (R S0 %) BR2H 2R 1 AR
XA -CCONT siRNA 5 Qe 20 7 A A ik ) /IR
X} HE 2 3 AR 0 35 HEx100%
1.3 Giit*orik

K H SPSS 13. 0 geit i ikt geit 2ot o A
IF5E I 48 BR 09 B8 BF REZ Shapiro-Wilk 46 5 £ 1F
O LL xxs FoRo AL J5 2 4 Levene K30 7 2
7o R4 20 =K P L g it 1E O IR R4
XTHEZH A1 CCN1 siRNA %% Yy 21 77 35 572 A5 [a] B 8] 1) 248 it
A AR 22 e LR T IR 2R 07 2240 Mo 3 4Tl
A T3 CCNL FI VEGF 7K [ 16 241 M v A 4 26 35
R EAZE R IR R R R 7 2500, ZH L
Bk Al LSD-r £ %, SR H WM A 56, A 5 K UE
a=0.05,

2 #R
2.1 CCNI siRNA % 3L 40 4 i b CCN1
FURLRY

i ki % JL J5 24 h, CCN1 siRNA % Yt 28 4 Jfd v m] Ul
CCN1 siRNA 4 AR P LW (- 1),

siRNA H 2H

M 1

300 bp B 1 =K H RT-PCR

TEH Y R RS R BE B PR K

M

200 bp &3] M: Lipofectamine”

2000 DNA i3  1:CCN1
siRNA 5 2] ki %35

100 bp
2.2 KAAMEHHEEME LK

B A B F7 I ) ) S8 4, 4% 4 RE/Z6A 24 Jifg £ H
G I, Horh CONT siRNA e 9 2 11 240 Jif0 A= 1< 32 45
AE B0 R ZE ARG A0S B A 1D 8 Dl 30 A R D D o 4%
AR AN [] FRF ] 5 240 38 2 D (A fED) YRR L 22 5
A G511 55 L (Fyyy = 198.45, P<0.05; F,,, = 39.26,
P<0.05) ;%21 A Bl 15 7 I 1] S2E A<, 40 i A 484 A E 2 B
R T AT A A — I 1] 3 2 L[] — I I AR 4 0 1
11 CCNT siRNA F Y 1] 240 g 15 A B0 19 ] 2 AR T 1B 4
MR, ZZ A G L (H) P<0.05) (82,3 1) .
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1.25 = : -
®1 3ANAREEFFH E LG EER LR (xxs,4,)
£1.00 R I 8525 T 0 M 1
=1 45 A
= 0h 24h 48 h 72h 96 h
+0.75
1;”; TE A IR A 0.296+0.001 0.618=0.001* 0.8860.003" 0.988+0.001° 1.161x0.004"
=
§0-50 iEoupiEil 0.2960.001 0.432:0.002* 0.603:0.003* 0.663£0.003° 0.7890. 004"
0.25 CCNI siRNA # 41 0.2970.002  0.3210.001* 0.465:0.002"* 0.5390.002° 0.6250. 003"
0 128
th TE i F g =198.45,P<0.05;F ., =39.26,P<0.05. 54 {414 0 h A, P<0.05; 5% H41MH

B2 HEMAMEREE 54 RF/6A 4
i %5 H AR 3 A, CCNT siRNA 5% 3 41 1% 240 i
WARE IS siRNA /N4 RNA

2.3 KA TR AL

CCN1 siRNA #EYe 2 | 1F 5 6 B8 4] F I 420 0 i 41
ML T R (69.3+1.1)% . (19.0+1.3)%
F(40.421.8) % ,3 /™41 [6) 20 M 08 T 2R A9 IR b 4 22
SA BT L (F=268.35,P=0.023), H 1 CCNI1
sIRNA % Y 2 248 {9 0 1 32 W] I i 7 0E 0 X BRUZH FAIG
AXTIRA, ZRWAESRITFE X (1=2.93.2.56,
P<0.05) (& 3),

15X R 2] RSN R AL CCN1 siRNA F6Je2
> 77% £ 12.86% 2 52.83%

PI

Annexin V-FITC
& 3  Annexin V/PI JULEGNEAMMAET  siRNA /N FHE RNA

2.4 KA 4iMeh CCN1 F1 VEGF 2 [ 1 &k A8 1k

CCNI 25 [ 32 B 3% 35 F 40 M Jot A 40 g A, 40
OO0, MM G 0 1 A 50, IEF X IR ZH 40 i rh
CCNI FEH 2 &5 AN R4 CONT KRB E
S FHE 1M CCN1 siRNA %% YL 41 41 g v CCN1 & [ 3%
iKW . CCN1 siRNA % YL 28 | GF 5 % B8 28 A 42 0t
HEZH 20 o CCN1 SR (I R B R (A H) 20l A
80.24+4. 13 163.35+5. 32 fl 69. 56£5. 81,3 44 fifk
2= RA G L (F=213.53,P=0.015) , Hrh
AR BR A 40 g v CONT 2R 3 3k oin B2 B o 1 1E
XFHE4] ,CCNT siRNA #5241 s Hf CCNI 25 3234 53
EWH R THRAXBY, ZRWAERITFE XL
(1=2.31.3.25,P<0.05) (& 4,5).

VEGF 2 [ 35 B2 3 15 1 40 i 5 A4 i 4%, S 4 o
Y, A M AL G 8 O BE B 08 . TE B X IR 2 40 i h

24 hib#e,"P<0.05; 545 [ 414 48 h 142, °P<0.05; 545 [ 2014 72 h L, " P<0. 05 5 T [7] i ] 45,
TE 0 IR 2H LU #E, ©P<0. 05 (W Bl % J7 24047, LSD— 43 3%)  siRNA /M T4 RNA

DAPI CCN1

TEH X IR ZH

R4 RRZH

CCN1 siRNA #5440

B4 %40 RF/6A fffith CCN1 E E ik (FITC x600) CCN1
FEAAMEREAELOISE  siRNAMTHE RNA

& 180.01 4
= 160.0[

W 140.0

*HE{ 120.0F E5 %% RF/6A
= 100.0" Mt CCN1 B8
S 80.0f b MREER SiF
ﬁ‘ 60.0F WX A,
E\é 40.0F *P<0. 05 ; 5 % 40 %
E 20.0f B4 %, P<0. 05
= 0.0 (n=10)  siRNA:

' ERXIRGL RAM AL CONIsiRNARES /N T8 RNA

VEGF 5 [ 5 55 335 , I A0 BR 4 40 i o 52 58 PH 1k 3R
ik, MM CCN1 siRNA ¥ v 240 VEGF # [ 3 ik Wl 55 .
CCN1 siRNA B Y4 21 | 1F %o fZH R0 AR 40 %5 AR 20 40 i
H VEGF B ik 5 B (A {H) 7031 2 102.59+5. 91
179.45+5. 94 1 89.48+5.35,3 M MAK L i E FH
Giil & L (F=187.25,P=0.010) , H ik 40 % IR 20
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4 j h VEGF 2 11 3% 35 5% B B il 5 T 1E & X MR 41,
CCNI siRNA % v 28 4 ffd b VEGF 25 [ 33K 9 W]
MFMAX A, ZR W ARITFE L (1=3.16,
4.23,P<0.05) (K 6,7),

DAPI VEGF

TEH % B

R4 BR 20

CCN1 siRNA Y40

B 6 &4 RF/6A #fffidh VEGF & | %% (FITC x600) VEGF
HEEHERE RGO VEGF. L4 N 2 2 K A 7 siRNA . /N F
&t RNA

& 2000r e -
\:-\: 180.0 7 HREER
| 160.0 & /3 RF/6A 44 fifu
ﬁ 140.0 h VEGF ZH %
95 120.0 EER H5IEH X
3 1000 mog &,
= 800 *P<0. 05 15 4 4F
JJ;S 60.0 IR 2]t " P<0. 05
E‘?j( 40.0 (n=10) siRNA;
S 200 AN F i RNA;
= 00 VEGF : il 45 14 2 7

ERARAL [REIAL CONLSRNABERL kT

2.5 Kdl4nMeh CCN1 F1 VEGF 2 H &k 48 1k
IEH X I 40 b CCN1 Fil VEGF 8 [ R 3k 450l
9 RE 55, AR AN BRAL 40 i CCN1 FD VEGF 25 1 3%
ik FkA B, , CONT siRNA % Yy 20 552 1F & % i 20 FiAIR
AT IR AL IR B Ik 55 . 3 4l CCN1 Fl VEGF 2
IR Rk | B IR L E R A G ¥ 8 L (F=
167.23,P=0.037;F=214.42,P=0.025) , H: i {5 %t
TR YN H CCN1 I VEGF 8 19 1 AH % 38 1k 5 0 g 9
TIEH X B 41, CCN1 siRNA 5% 4L 2] 4fi jfg th CCN1 F
VEGF Z& [ (A 6 3¢ 35 & B I8 F AR 0 I 4L, 22 5

WA G #E L (4 P<0.05), CCN1 siRNA % 4L 2]
CCNI F1 VEGF & [ 3= 5 0 &l 2 43 5 o~ 27.11%
26.64% (8,3 2) .,

1 2 3

& 8 Western blot &

CCN1 - S 7 RF/6A 40 f
CCN1 #1 VEGF a1

CF HIRIEE IEH AR
VEGT - - e 41 CCN1 il VEGF & [
Fak A B AR X

B-actin | EEEE—_G_ S S 2] CCNI R VEGF EEH

45 BB CCN1 siRNA
M FRSR S  LER X B4 2. KA X B4]  3:CCN1 siRNA
¥eyedl  VEGF.: & Wk /ERKEF

*2 KA CCN1 EEF VEGF BEEMENRIEZLE (xxs)

20 531) A CCNL & [H VEGF &

1E 5 X HE 41 16 0. 19+0. 02 0.20=0. 02

A% ST R 21 16 0.90+0. 02* 1.72+0.01°
CCN1 siRNA 34 16 0. 12+0. 03 0. 43+0. 01

F 167. 230 214. 420

P 0. 037 0.025

1 : 545 F 1) CCNL siRNA F% Q41 L 42, * P<0. 05 (2 [ 3% 07 2 70 #r
LSD-t #5495 )  VEGE: il % N A I 7 siRNA . /N4 RNA

()

Wit

CCN 2 I 2t 11 119 26, 11 LA 408 i B0 2 5 B 25 4, i
I Y200 R T ) R B RS AT AR A R 0 A 22 o B Gy
&, RIS EATTHE 3T A2 055 TR B L b R 2 e I 5 B A1 4
ARV T AR E B EEMT . CON KR E A
Sl SE P CONT AEAS[R) 48 fa v 1 2% 35 52 2 i M5 5 It
R i S Z MK EALS A, TREE S5 Wat,
%% 5 N T -kB ( nuclear factor-kB, NF-kB) | [i& & & %
ity Akt S5 {5 5t 55 B R 4 L b 20 L TR 1 258, A
RNV s Fi #7366 25 DG B A0 A (o0 o (B AT [ P9 b 3
CCNT siRNA J& &G REGZ 0] RNV JE J i i w20

AT R SRR R BE 1 55 Y REZ6A 20 i 452 41
ROP [{ & 5MEE#I BF5E CCNIT siRNA %F RE/6A 4 i =
KA LRI CCNT VEGF 25 3R IK 2 . AWFFE ik
JI# Lipofectamine™2000 Jiig Ji {4 % Y ik 71 %5 &) i 13 40
JHLE 5 e st A i, o 3 IR R B R /N 1) B i A2 /0N,
e Ji5 %t 4 M 5475 /0, T FE S BOAS B I I I 8 SR 0k
E A PEAT R Y B )5 O T B e s g g
R R N BH B 7 B A, X A i i B e B . A T
REAR LT, A BF 5% v 6 Mg 0T 44 5 50K 1) 3 B B )
£ 38 1 240 1 2 % ) 45 TR AR L R P S R A

AW 5T R CCK-8 3 A5 I 2 2 J5i R % 44 Jfd 47
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TR AE K B I 45 5 B R CCNT siRNA %53 RF/6A
20 60 5 40 6 ) 396 2 R T RN A K R A I R S B AL AR
SN A 41 41 i B 508 59, CCNT siRNA 3 2 5% 5% J5 3%
BRI BR ML A 400 1) CONT XF RECs (14 34 A= i o) 341 11
SEMAN MBI R B AR R AR
KXY AR % B CCN1 siRNA %5 e 4 RECs i 7= % B g
e T OE F 6 BECAL AR SO0 B4, oF — 2 E 52 CCN1
siRNA ] RECs i3 2 J2 3 i 5 5 RECs 8 T2 1 52
BRI

AR5 v 38 5 40 B G 95 5 O 4 R Rl Western blot
Fr il 5 7R, CCN1 siRNA A REHE 43 #4101l RF/6A 2 ity
t CCN1 Al VEGF 35 1 19 4635, X A RE 5 B = 40 i
PRI B BRI R A R TR EA

H R — BRI R, BFGE % W), VEGF f£ %

P RNV B0 2 3 539, & RNV B A i 6 4 [N
£ ARWFIESE R BoR, i RNAL AR 30 ] CCN1
(235 7] F 98 RECs o VEGF (3 3% , i i ] RNV
{EY

Zi BTk AR S5 K CONT siRNA % e 31 it 42 41
J R D T30 ) 40 B CONT 9 2 35, AT 42 #E RECs
T, 1) RECs 938 A, 3k i 400 ) RNV (7% 8 .
A7 45 F ELAT B 9 17 R RF 7S 0 1, A5 B RNV
PG 1 B 168 4 B 3T 10 07 1 R AR

&% ik
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