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[FZE] B# i CLC-2 & & il 1 # fh B X A\ 45 16 B 2T 4 40 il ( HConF ) 2T 2 4k 32 75 04 410 41 1
Mo FiE ¥ HConF 43y 28 (1% B4 g T #& 2000 (Lipo2000) 41 . J& X /N T4 RNA (siRNA) 41 Fl CLC-2
sIRNA % Yu 2] | L v 25 1 6 B2 AS 4SO i Ak 28, JEC il 45 20 43 3900 5R FH 2 A A Nz 2 il 300 A 5 o B B . SR 3K
B 28 6 2 it PCR VLA & 41 4 g o CLC-2 mRNA [ 3R 3K 7K 5 R A CCK-8 3051 & K il &5 41 HConF 1Y 3 A= fig
F1, BRI BE (A) {H 5 5% 30 o 40 M 4SO 0 45 40 HConF 3 T BU 9] 5 SR I 400 0 J0 S 52 38 A Transwell 3F 5% 52 50 46
4% 41 HConF 3T 8% HE 7 5 5 B B 50 246 S 360 A6 00 4% 4 ¢ e 1k AR AL 46 2R 5 SR Fl Western: blot 3 6 1 4% 41 41 i fie
Jii % 19 (Collagen) T .Collagen Il .PI3K Akt p-PI3K il p-Akt ()7 HFEA AT, LR 25 X 4 | Lipo2000
20 . JG X siRNA 2] Fil CLC-2 siRNA 4 4L 2] CLC-2 mRNA A Xf Rkt FI A i A (SR e A 22 R A Gt 2 B L
(F=90.110.198. 680,31 P<0.001) ,H CLC-2 siRNA #£ 4t 40 CLC-2 mRNA FH %} 335 5 FI 40 M A {40 8% F
Jo X siRNA 4, 22 F ¥ Geil & L (3 P<0.001) , 75 X B4\ Lipo2000 41 . JC X siRNA 41 il CLC-2 siRNA
REYL I A PR T4 B R (4. 782 1.10) % (4. 54+1.51) % (4. 82+0. 88) % F1 (28.90+0.91) % , ik b 4% 2% 5
A e it 2 3 X (F=363.260,P<0.001) , H st CLC-2 siRNA 5 e 41 40 Jfg o - W (8 % F 6 X siRNA 41, 2% 7 A5
GitERE L (P<0.001) . SAMMTELRAAMERBE & BIRLEESFYER 2T X (F=74493,
1 625.431,1P<0.001) , Ji CLC-2 siRNA 3 21 24 Mo 1T % < W] A% T 06 L siRNA 41, 40 a1 76 Ho bk W] .
T siRNA 4, 22 5 3H Gt % 3 L (3 P<0.01) o 45 20 40 i e SR T AR O R SR LU AR 2 A e 2 1 X
(F=104.692,P<0.001) ,H CLC-2 siRNA % 3t 21 41 jifd ¢ Jit i AR 46 22 B WA T 06 S siRNA 4, 22 R A e it
22 Y (P<0.001) , 44 Collagen 1 il Collagen I & 4 A XT3 ik & &% p-PI3K/PI3K FL{f Fl p-Akt/Akt Fb{H 5
WA 2 R G248 X (F=112.073 .456. 931 ,340. 889 .43. 021, P<0.001) , H: 1 CLC-2 siRNA %5 4L 4
Collagen T Fil Collagen Il &5 [ 4 %F %5 35 5 & p-PI3K/PI3K b (B Al p-Akt/Akt L {8 W & 4 T G 3 siRNA 41, 2%
SWEGIFEL (P P<0.05), Z5ig Wm0 H CLC-2 S8 38 iH 2 N 3% ikl i PI3K/ Akt {5 5 38 B%
{3k HConF I =, 410 ] 40 T 1T 5 05t & 0 B JB S e 4, 90 o 2F 4 Ak ik 72
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[ Abstract] Objective To investigate the inhibitory effect of CLC-2 chloride channel targeted blocking on
fibrosis of human conjunctival fibroblasts ( HConF). Methods HConF were divided into blank control group,
lipofectamine 2000 ( Lipo2000 ) group, nonsense small interfering RNA ( siRNA ) group, and CLC-2 siRNA
transfected group. The HConF were cultured in medium containing the corresponding transfection reagents according to
grouping. No intervention was given to blank control group. The expression level of CLC-2 mRNA of HConF was
detected by real-time fluorescence quantitative PCR; absorbance (A) value indicating the proliferative ability of
HConF was determined by CCK-8 kit;the apoptosis ratio of HConF was tested by flow cytometry ;the migration ability
of HConF was identified by cell scratch test and Transwell migration assay;the contraction rate of HConkF was assayed
by collagen contraction test;the expression levels of collagen I ,collagen I, PI3K, Akt, p-PI3K and p-Akt proteins
were measured by Western blot.  Results Significant differences were found in relative expression levels of CLC-2
mRNA and A value among four groups ( F =90. 110, 198. 680; both at P<0. 001 ). The relative expression level of
CLC-2 mRNA and A value were significantly lower in CLC-2 siRNA transfected group than nonsense siRNA group,
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showing statistically significant differences ( both at P<0.001). The proportion of apoptotic HConF in blank control
group, Lipo2000 group, nonsense siRNA group, and CLC-2 siRNA transfected group was (4.78+1.10)%, (4.54+
1.51)%,(4.82+0.88)% and (28.90+0.91) %, respectively, and a statistically significant difference was found
(F=363.260,P<0.001). The proportion of apoptotic HConF was significantly higher in CLC-2 siRNA transfected
group than nonsense siRNA group, with a statistically significant difference ( P <0.001 ). Statistically significant
differences were found in cell migration rate and the number of migrating cells among four groups ( F = 74.493,
1 625.431;both at P<0.01). The cell migration rate of HConF in CLC-2 siRNA transfected group was significantly
lower and the number of migrating cells was significantly smaller than those of nonsense siRNA group, with statistically
significant differences (both at P<0.001). A statistically significant difference in contraction rate was found among
four groups ( F = 104. 692, P<0.001 ). The contraction rate of HConF was significantly lower in CLC-2 siRNA
transfected group than nonsense siRNA group,and the difference was statistically significant ( P<0.001). Statistically
significant differences were found in relative expression levels of collagen I and collagen Il proteins, p-PI3K/PI3K
ratio, and p-Akt/Akt ratio among four groups ( F = 112.073,456.931, 340. 889,43.021; all at P<0.001). The
relative expression levels of collagen [ and collagen Il proteins, p-PI3K/PI3K ratio and p-Akt/Akt ratio in CLC-2
siRNA transfected group were significantly lower than those of nonsense siRNA group,showing statistically significant
differences (all at P<0.05). Conclusions Targeted blocking of CLC-2 chloride channel gene expression can
inhibit fibrosis of HConF by promoting apoptosis of HConF through PI3K/Akt signaling pathway and inhibit fibrotic
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processes such as cell migration, collagen synthesis and collagen contraction.
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T OGHR I iy T B ey R T 5 | R A 22 460
P e 45 A MR, J2 ARk E R AN A M ECE IR
W BEE TR H ORI O EEF R
3R I8 TR B A Y 3 R R A X R i
JERRAL . RAE TR 254 222 % R C(mitomycin C,
MMC) F1 5-% JR W& B¢ ( 5-fluorouracil , 5-Fu ) 1 I F 32 =
T FARI R B X L8 25 W A7 (E — 5E (19 35 M A HT A
BN AR B AN T A KRR AL
PR BT IE D B X 6 IR IS AR S PURIR G
ITROBTREAR BT AW B o (12 SRR Y R
YNSRI AN E N (D0 R =Y S R S SR HE g /)
il P AN A PR b 2 — 0 R R B 5 R R A 4 AL
1 I T4 e R B P Y BRI 5 i B AT 0 I R
o S TOHIEE )T Z o T FL s A& A
R — M, 7EALA A AT LR AR A AR B
fLAN pH A RaE " EAESR, X TFAB TEES Y
IR BB DF BB RA o A VRS 8 3 (A A 52 55
TIE S 580 1 1 T8 BEL i ) Sl k-2-(3 RN Ak ) R
iz [ S5-nitro-2-( 3-phenylpropylamino ) benzoic acid,
NPPB] Al DL il A 45 B s 2F 4 40 Mg ( human
conjunctival fibroblasts, HConF ) {384 4 3T & #0141 Jig 4k
HEFAT AR . Fuchigami 45 558 & 30, AR 9 oE
JR s 32 5 3% B il 2% Jm R A B T adaE B B CLC-3 Kk
AR5 0 DS A, R CLC-3 2 5 T b @g
AR Pan S K B 54T IE CLC-2 4

BT IEGE )5 A0 M A R R e 2 B . HE
CLC-2 S 138 38 75 15 YC IR AR 5 I8 i v 9 Ak i 7 1)
YEJA M A 2 o AP L ik RNA 0649 77 240 il
CLC-2 S8 73dH /) 35 , W 4¢ CLC-2 5% Tl i 7E
HConF i 1= i 7% | JI¢ Jt 45 180 1 B It i 4 ok A o vy A
P LA R AR SR A5 5 1 Sl g%, 5 P40 il 55 D6 IR 98 3 3
PRIR I IR BT R

1 5T

1.1

111 Z0M0&UE  HConF g [ 3% [E ScienCell 24 7],
1.1.2 F 200 X4 FMSCEr 4 40 & T 5 57
%&£ (3£ ScienCell 22 ] ) s MMC (#7 VL 1E 25 0 By A
PR ] s B4 115 ( bovine serum albumin, BSA) ( 38
Sigma 2\ ] ) 3 SDS-PAGE % i e il 18 7] &% . BCA 125
& B B-actin B g BEHLIR (AFO003) (b3 = K AE
PEARA R T 5 BRI R & H (Collagen) T H5g
Pi & (ab88147 ). Fl JH Collagen II A 7 B $1 1K
(ab6310) | Bl PI3K p85 HAFEREHUIA (sc-1637) | [
p-PI3K p85a £ 5iBEHT 1A (5¢12929) (BRI Aktl B3
PR (5¢-5298) (Bl p-Aktl 55 [ 4T 14K (5c-293125)
(&[5 Abcam 2% w] ) 5 BUAR 3 % 1k #) B ( horseradish
peroxidase , HRP) #5 iC 2§t e 1gG ( A0208) .HRP Fric
FPi/N R IgG(A0216) \CCK-8 4 Jifd 3 Az 7 1 A5 ] 1€ 571
& Annexin V-FITC 4 g 98 T4 00 20 70) & (1 DL
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%)) ; RNAiso Plus( & RNA #£HX 7)) .RNA PCR i 7
% (AMV) Ver.3.0,SYBR® Premix Ex Taq™ 1 (Tl
RNaseH Plus) ( Jt 5T TaKaRa 4\ &) ) ; Stealth /)y T 4
RNA ( small interfering RNA, siRNA ) | I J§i & 2000
(lipofectamine 2000, Lipo2000 ) . OPTI-MEM ( 3£
Invitrogen Life 2y ® ) . CO, 8% 3% 48 AR & 3 & 0 Bl
(3&[E Thermo Fisher 20 w] ) 5 8 & A 22 W flBe ( H A
Olympus 2% ®] ) ; # ¥ TAE G (H A Airtech 23 7] ) 5
LightCycler® 480 System (%t 1+ Roche 23 ]) ; i =X 41 g
1 (% E Beckman Coulter 22 5] )

1.2 F¥:

1.2.1 HConF 53¢ K 52854040 HConF FH 4T 4 41
HL % G SR B M T 37 °C KB4 5% CO, B A
Wk IR FM AT 4 20 i L P B IR ik D R 2T 4E AN i
AR KB 8L 2% BSA (100 U/ml (it B0 ) 7
R A 100 pg/ml 585 R . N HRBRFL YL il S siRNA 2
TN 240 B 2 BE 1 52 W, K HConF 43 2 28 B 4 BR4H |
Lipo2000 4, JG X siRNA £ 1 CLC-2 siRNA % ju4] , H
WS X B4R A T Ab B, Lipo2000 2 AV
Lipo2000 4b 3, J& S siRNA 4 F§ J& X siRNA fi
Lipo2000 Zh 7, CLC-2 siRNA %% Yt 4H 78 Jc X siRNA 44
B JEAl B siRNA b3, siRNA %% Yt HConF 52 55
HE 9 W, ARSI EE T 3 K,

1.2.2 siRNA #: %t HConF 4} X%} A CLC-2 £ [H K
CLC-2 siRNA H 3£ [H Invitrogen Life 2\ &) 4 i, stealth
CLC-2 siRNA & B B ¥ 3] & 5’ -UCCUCAUGAG
GAAACGCCUGCUCUU-3", H H #p 5 i 5 -AAGA
GCAGGCGUUUCCUCAUGAGGA-3’ , f HConF 4 K
£ 90% il &, AT FM B 5 5 0 M0 ) R R
2.5%10° A~/ml (4N E R, 45 4L 0.5 ml HEFh T 24 4L
BB, BT 37 C 5% CO, 4055 -4 th K5 3% 24 h,
F] OPTI-MEM %5 3% & 47 5 %5 B¢ CLC-2 siRNA (1:20)
Jo X siRNA (1 :20) il Lipo2000 ( 1:50) , = & il &
S min; ¥ # B4 19 CLC-2 siRNA H1 & X siRNA &
Lipo2000 J& 27, Z I T A& 20 min s IR 5 W) AKH B
O 20 i 8% 5 b, fff CLC-2 siRNA F1JC X siRNA f %
Wy 80 nmol/L, & F 37 °C .5% CO, F5FE4H 5557
4~6 h, LI, Wy FM OB 3R 3% ke B Jf 24 h,
POLRBE T WEIHH0 I, T 5 Je 5. i g% 24 ~
48 h, PEAT IG5 SORE AR AR A

1.2.3  sEf9et @ & PCR BEKE CLC-2 siRNA 553y
HConF U8 4% 21 40 M 5% 9 )5 4k 22 15 97 48 h, R
Trizol iz, 77 4l #12 4% 41 44 Jf1 & RNA, B 500 ng RNA 1E
10 pul 39058 5% S AR 28 o 45 78 cDNA L L 2 pl ¢DNA O

B A CLC-2 B K 5149, CLC-2 B K E 0] 51 9 )7 51
4 57 -CCCTGGTCATCTTC ATTCTCA-3’ | J% [0 51 4 ¢
%)k 5’ -TAGGTGCTGCTGT CCGTATG-3’ , 5%t i
ETLAEYR A RA A A B T8 20 pl &R 17
PCR #3240 F 95 C HAZPE 30 5595 CAZHE S s,
60 CiR K 205,72 CHEff 20 s, 3 40 DEF . A ith
L Hr:95°C 0s,20°C 15s5;65C 155,20 °C 1 s;
95°C 0s,0.1°C 1s, i GAPDH Yy N3 IR, GAPDH
SN IE 5l W F 51 8 5 -ACCACAGTCCATGCCA
TCAC-3’, I [0 5| ¥ /& %) i 5°-TCCACCACCCTG
TTGCTGTA-3" . Rl 27 i1 % % 41 HConF
CLC-2 mRNA Xt £k,

1.2.4 CCK-8 34l & 20 HConF G4 RE ) W Bk
KORZS RAF A9 45 41 HConF  H5 25 B 8 % 5% 10" 4~/ml,
Fe AL 100 wl 4570 F 96 fLAR 15 5% 24 h # KR L
1210 1Y L FE R 96 L AR N A CCK-8 ¥ ik,
37 CHi % 4 b, FHEGHR AL 8 2 FLIE P 450 nm 4b
W% Y6 (absorbance ,A) {H .

1.2.5 g 2 4 M AR 45 41 HConF P T Lb 5] %
HConF L 2.5%10° 4~/ml % i 5 Fh F 6 FLAR , 55 41 i%
4 A AL SR 24 b WA B AR AR i R R A M,
AN E EDTA [ 51 52 3 45 0. 25% Jige 25 1 T I A i 52 il B
2 M, FH 94 B R £h 2% vh IR ( phosphate buffered saline,
PBS) ¥k 2 ¥k ,4 CF 300xg £5.0> 5 min, WA 41, H]
1 £ Annexin V 255K 400 wl &7 40, %5 58 2 1x
10° A~/ml; 76 40 Ml B 37 % A S pl Annexin V-FITC
PO LIRS, T 4 CHOGMER 15 min; A PT Jt 6
WIERZRIES),4 CHOLFE 5 min; 350 HJE Jo i
U SR A 3K 40 M AL AE 488 nm K KT R
Annexin V-FITC By 4g {850 )& P1 2Lt 5¢ 6, SR H i
BV 110659 N7 T 7 S R

1.2.6 4 RIJR S50 K Transwell 1T 8 52 50 46 I 45 2H
HConF IFH & (1) 4IERIESLE K44l HConF 3
SIHBEERD T 6 ALK, B SR RS I R IR B i Oy
4 wg/ml MMC {55536 4k £ 5598 2 h, 1 200 pl o
Sk T ELAE RS A0 M2 B RIE B PBS PR Y
M, A S BSA i) DMEM 4k 22 55 3%, 70 51 F X JE
J5 0 h F1 24 h ¥ i E T B AUEE T WS I,
K H1 Image] 54 0 4 25 A~ 90 B %) I 10 AR, 20 B T A%
= (WA RR A -24 h 5 QDR T D) /) 46 RR T
Fx100%, (2) Transwell TE R 5LE K FLIE N 8 um
f Transwell /N3 B T 24 FLE5 3R, % HConF K 48
Oy £ 7 I 2k AN TR Y AL B B R & & 5% 107 A4 /ml,
B 200 wl 23 4R T L%, T EMAE 20% BSA
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i) DMEM 500 pl,¥f Transwell /N & F 37 °C 5% CO,
BigrAfivh 24 h, SRR B IR 2 JF RS R RS L&
RIEF 20 L, R A% )T 5 0 40 i T 4% 2 3 T e
I8 5 I 45 58 e (0, Dt 24 B 0BT 200 %5 HLETF T ML 4%
IR, B RE AR B AR 6 R TR LT Y
IEAL A0 ML, BT M, VAL A0 i AT A% fE
1.2.7 I i S5 3o A 00 25 2H e D T BRI A %8 R
& EDTA (9 i 25 B B W 5 HConF, JE Il 1§ MEM %
2 G Fl MEM 240, % 5 mg/ml (1) Collagen T i
# .0.1 mol/L. NaOH . 10 f PBS fI HConF & & A
200:12:23:765 WA R LLAE K LR &, R & )5
Collagen T By £ it & W & O 1 mg/ml, 20 i % B Oy 2%
10° A4~/ml, K R 40 5 IR AR A W AL 0.5 ml
WE He R T 24 fLA, AW 4 ANE AL, E T 37 C,
5% CO, JEFRAAH 20 min, 2 IEEERE , HT 10 wl JowAE K
P e e 5 FLEE S B, AL 0.5 ml TR ) MEM, 4%
ZEREFR 24 b o3 I TR S ALBE SR BS f5 0 h Al 48 h 4T
HR SR T Tmage] 400 ¢ Jigg B AR, J¢ it T AR A 4 =38 =
(0 h gk i FL-48 h ki) /0 h ki AAx100% .
1.2.8 Western blot ¥4 45 20 40 Jifg tf Collagen [ .
Collagen Il \ PI3K . Akt, p-PI3K Fil p-Akt & H 3 k7K
S XA ZH AN MR AT A A B S SR LB AR
TH AR Ak T WSO 4 L, D 240 B 2 B 4
SR, BCA IR & E Rk . A AR
LR 20 g 3K H 4T SDS-PAGE 73 i, K% 3 1 M 5
JiE e BN 2= PVDF i, it 2 73 80 5 % I AR 0 0 6 A A
Fr 5 Mk Bt s g0 B LA SR I o-SMA - £ 5 BE BT 1K
(1:1000) . ELVH Collagen T B 5w BEHIIA& (1:2500) .
FUIR Collagen TN #7¢ [ Ht A (1:1500) | LK PI3K
p85 HTLFEHTIR(1:500) (BLIR p-PI3K p85Sa £ b &t
A (1:500)  BLURE Aktl B 5EBEHTAR (1:500) | B p-
Akt] B BEHTIR (1:500) K BLIE B-actin By B 4T 1
(1:1.000)4 C TR TBST 22 vh il (& KB %
0.1% Tween 20) ¥ 3 ¥, & ¥ 10 min; 43 51 & il
HRP AR A 140 BT SR T4 —H1 (1:5 000) , =
it NUBFE 2 h, TBST 2 of i P I 3 3K, £ 10 min; ]
ECL &M 454 PVDF I E — 4, THEEAN R 2
5, R M Tmage] B XS 8 450 HEAT K LA € & 03
ro LA B-actin g2, i 44 Collage I, Collagen T,
PI3K Akt ,p-PI3K HI p-Akt & X E k&, HArE
FUR 5 = HAREE 1 28717 JK J3E (B B-actin £ [ 257
TRPEAH I+ p-PI3K/PIBK J p-Akt/ Akt fi) HLH.
1.3 Gifsorik

K HI SPSS 19. 0 Ziit A8 F AT g it or fr . it

GEORL B4 22 Shapiro-Wilk £ 5 E 52 5 1E 2570 A1, LA
ks FIR o A5 LR 1AL KU A A 10 A 2 S L BOR B
PR J5 22 40, 41180 PO LG %R JH LSD-t £ %o
P<0.05 22 54 et 3o

2 #R

2.1 441 CLC-2 mRNA X Fika i

25 A XF BR 41\ Lipo2000 41 TG . siRNA 4] fll CLC-2
siRNA % ¢4 CLC-2 mRNA I %F %35 & 4> 514 1. 00,
0.99+0.03.0.98+0.052 F1 0.43+0. 048, i {k H # 2%
SH G % X (F=90.110, P <0.001), H
Lipo2000 41 #1 5 X siRNA 4] CLC-2 mRNA # %} % ik
EHEAXNRALK, ZERY 5% E L (P=
0.820.0.640) ; 5J¢ X siRNA 4 [ #¢, CLC-2 siRNA #%
Ju2f CLC-2 mRNA FHX} 35 & W] W BE AL, 22 % A &1t
FE L (P<0.001) (B 1),

1.2 -

:H : I I
a
0 '

2R H4] Lipo200041  JG X siRNA 4 CLC-2 siRNA 5 e 4
B 1 #&% HConF f1 CLC-2 mRNA X &REELLEE F=90.110,

P<0.001. 575 X siRNA 41 #H [, P<0. 001 ( B 5 2 77 2% 43 #7 , LSD-t
K ,n=3) Lipo2000: I 5 {& 2000;siRNA : /N F4i RNA
Figure 1

(=}
o

CLC-2 mRNA H%} 3%
o (=)
~ =
T T

8]
T

Comparison of expression levels of CLC-2 mRNA in
F=90.110, P<0.001. Compared with
nonsense siRNA group,“P < 0.001 ( One-way ANOVA, LSD-t test,
n=3) Lipo2000:lipofectamine 2000 ;siRNA :small interfering RNA

HConF among four groups

2.2 KA H G A BR T LA

25 6 B4 Lipo2000 41 G L siRNA 4 fil CLC-2
SIRNA B L L 40 0 A {43 9 1.71+0.10.1.73 =
0.07.1.80+0. 08 1 0. 65+0. 09, A fk L4 2% B4 G it
2 Y (F=198.680,P<0.001) , H Lipo2000 41 F1 TG
X siRNA 12000 A {525 FI 3 AL iR, 2 R R %R
P12 X (P=0.723.0.129) , CLC-2 siRNA %% 4L 41 4
Jfl A {EATE L siRNA ZH ] B BRI, 2 5 A g it 7 i
(P<0.001) (E 2),
2.3 4] HConF W T- % i

25 X B4\ Lipo2000 21 . JG X siRNA £ f1 CLC-2
sIRNA % Y 25 20 M I T2 5% 73 50y (4.78+1.10) %,
4.54%1.51)% (4. 82%0.88) % F1(28.90+0.91) % , i
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1.2

0.8 a

04

0
ZEATHRZL Lipo20004] JC X siRNA 4L CLC-2 siRNAF5Ye4d

B2 &4 HConF 4 A ELILE F=198.680,P<0.001. 5 X
SIRNA ZHAH L, " P<0. 001 (B 5 07 22 43 7, LSD-t K ,n=3) AW
G s Lipo2000: JIg i 14 2000;siRNA . /M4 RNA

Figure 2 Comparison of proliferation A value of HConF among four
groups F = 198.680, P < 0.001. Compared with nonsense siRNA
group, " P<0. 001 (One-way ANOVA ,LSD-¢ test,n=3)
Lipo2000: lipofectamine 2000;siRNA ;small interfering RNA

A ; absorbance ;

TR 22 S AT G35 38 L (F = 363.260, P<0.001) ,

H1 Lipo2000 41 F1 TG X siRNA 21 ) 40 j i 7 % 5 25 1
XA W, 2R B gt B X (P =0.783,
0.976) , 57 X siRNA 4] b3 ,CLC-2 siRNA % L 41 4ff
M TR BT, 2255 A S E = L (P<0.001)
(E3),

2.4 &4 HConF T & L&

Z3 %) BR4H |\ Lipo2000 24 . JG X siRNA 41 f1 CLC-2
sIRNA %% 4y 20 41 ] 3T # 4 40 5l (35.0+1.4) %,
(32.4£2.5)% (35.122.3) % F1(5.7+1.4) % , Mk
MESH GRS X (F=74.493,P<0.001), Hp
Lipo2000 41 f1JC X siRNA 41 575 (%} BB 4 b g, 2 5
WGt 2 3% X (P=0.377.0.745) ; 575 X siRNA 4]
Fb#, CLC-2 siRNA % YU 241 241 i i 7 26 B &b AR, 25 =
ALt FE X (P<0.001) (K4) , Transwell 1T £% 52 5

25 % R JG X siRNA 21

Lipo2000 41

0h

24 h

4
X siRNA HAH L, “P<0. 001 (B % J7 2243 #7 , LSD-t #53 ,n=3)

Figure 4 Wound scratch assay for the migratory ability of HConF in four groups

F=74.493,P<0.001. Compared with nonsense siRNA group,”P<0.001 ( One-
Lip02000: lipofectamine 2000 ;siRNA ;: small interfering RNA

50 pm)
way ANOVA ,LSD-¢ test,n=3)

B : Comparison of HConF migration rate among four groups

M RR LI & A HConF EBIFR A 4L RJRIE (X100, 45 R =50 pum)
Lipo2000; i§ ffi fA& 2000 ;siRNA : /N T3 RNA

25 %R A Lipo2000 21
3 3
10 2 107567 2
102 10%4
10t 10'4
0 f : u: :
10 7 10" 45—
o zﬁg S
10° 100 10° 10° 10" 100102 10°
JESCSiRNA 41 CLC-2 siRNA e
10 c2 107561 c2
10 104
10 1011:
10

T T
10° 10! 10* 10°

30

25

I T (%)

T Il = En

ZERTHRAL Lipo200041  JC X siRNA 4L CLC-2 siRNA §43e4] @

B3 &4 HConF FHTBRIEE A4 A HpE
CL: AT 5 C2 - I 4 T 40 B 5 C3 - TE 6 40 5 C4 - S 300 U4 v 4 il
B 4L A0 i 8 o R g AL LB F =363.260, P<0.001. 5 7€ X
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Figure 3 Comparision of HConF apoptosis among four groups
Cl: dead cells;
C2:late apoptotic cells; C3: normal cells; C4. early apoptotic cells
B:Comparison of apoptosis rate among four groups F = 363.260,
P<0.001. Compared with nonsense siRNA group,”P<0.001 ( One-way
ANOVA ,LSD-t test,n=3)  siRNA:small interfering RNA ; Lipo2000:
lipofectamine 2000

A:Flow cytometry scatter plots of HConF apoptosis
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Figure 5 Transwell migration assay of HConF in four groups A :Migration of HConF ( Crystal violet X
200,bar=20 wm) B:Comparison of the number of migrating HConF among four groups F =1 625.431,

P<0.001. Compared with nonsense siRNA group,“P < 0.01 ( One-way ANOVA, LSD-¢ test,n = 3)
Lipo2000; lipofectamine 2000 ;siRNA : small interfering RNA
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Figure 6 Collagen gel contraction assay of HConF A . Contraction of HConF in four groups at

different time points B :Comparison of contraction ratio among four groups F=104.692,P<0.001.

Compared with nonsense siRNA group, “P<0.001 ( One-way ANOVA,LSD- test,n=3)
lipofectamine 2000 ; siRNA : small interfering RNA
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