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NA #2m i3 K -F 90 2% F 40 3 0 (P<<0.05);Fli [ cDNA 41 %8 fio 3% 75 /K F 90 B 4K F 2 b 3 28 (P<<0. 05) ; RT-PCR % # |
FliT .COL-1 mRNA ¢ &k . 5% 204 ,FLi [ siRNA A ¥ E&F 2 E M. FLIT cDNAAY H&F AR ZHE . FLIT
siRNA 286§ Fli [ 55 COL-1 & 3 = s & A st R AR = G 445 A AR Z 0.19440. 023 F= 0. 316£0. 176, 3 2 FIK T H 4 3 4
(P<<0.0D) . FLil cDNA &) Flil 5 COL-1 ¥ 3 =& wAstk EMER T AN I & E 7.846+£1.075 4= 9. 842+1. 659,
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Study of the effect of actin remodeling protein on proliferation and differentiation of fibroblast car hypertrophic scar”
Jia Xiaoli' ,Gao Feng' ,Guan Jumei®
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[Abstract] Objective To study the role of FLi I on the proliferation and differentiation of human fibroblast hypertrophic
scar and part of the mechanism the scar formation. Methods All cases were divided into 4 groups,control group, Lipo2000 group,
Fli [ SiRNA group,Fli | ¢cDNA group. Cell proliferation was performed by WST-1,and Fli ]| mRNA expression, COL-1 mRNA
and its protein level were detected by assay to detect by RT-PCR and Western blot. Results After 48 h of transfection,the average
value of absorbance in different groups were as follows: the control group was 0. 9344-0. 153, Lipo2000 control group was 0. 910+
0.084,Fli [ siRNA group was 1.33040.216,Fli | ¢cDNA group was 0. 607£0. 042, the level of cell proliferation in Fli [ siRNA
group was significantly higher than those in the other 3 groups (P<C0. 05), while the Fli [ ¢cDNA group was significantly lower
than those in the other 3 groups (P<C0.05);Fli] mRNA,COL-1 mRNA expression by RT-PCR assay. Compared with the control
group,FLi ] siRNA group amplified bands brightness decreases, Fli | ¢cDNA amplification bands set the brightness significantly
enhanced,Fli [ and COL-1 amplification products relative gray bands value of Fli [ siRNA group was significantly lower than
those in the other 3 groups (P<C0. 05), while Fli | and COL-1 amplification products relative gray bands value of Fli | ¢cDNA
group (7.846 & 1.075 and 9. 842 4 0. 659) was significantly higher than those in the other 3 groups (P<C0.05);Fli [ and COL-
1 protein levels by Western blot. Compared with the control group and Lipo2000 group,the expression of Fli [ and COL-1 protein
in FLi [ siRNA group significantly decreased (P<C0. 05, P<C0. 01), while FLi | ¢DNA group significantly increased (P<C0. 05,
P<C0.01). Conclusion Fli [ deficiency could enhance the proliferation of fibroblasts, and could low down the Fli [ and COL-1
gene expression at transcriptional and translational level, this may be one of mechanism of scar formation.
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SR A AR 18 ~46 X, WA IR . 0 & I 1) 2 K T2
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1.2 % DMEM 835 5 (3E [H Gibeo 23 R 2845 i Jif 4 1
2N R 50,50 T B 5§ (Biosharp 24 7)) s EDTA # &
FCHUIN 35 v AL W = 25 A BR A 7)) s WST-1(SE [H Sigma 24 7D 5
Lipofectamine 2000 (G E-R/R B EEF AR A ED s Fli I siRNA
CHEF 31 5'-GCU GGA ACA CUU GUC UGU GTT-3",J" i
RSN A A s COL-1 519 (1 i £ 51 5'-CCA GTG TCC
ATG TCG CAG A-3', F i ¥ 4l 5'-TGA GCC AGC AGA
TTG AGA AC-3") ;9 £ 7 B 31 J (Gilbertsville, PA) ; i #
TEMET FLi T 14k (CA, USA) ; ECL Plus Western blot il &
% (GE Healthcare 22 7], 2 [#) ; SYBR® Premix Ex Taq™ [[ it
# &) ; Opti-MEM T 3 IfiL 75 #% 3% 2% . TRIzol i 5 (Invitrogen 24
AL EED.
1.3 fX#% CP124S H, T4t K (Sartorius) ;s — 4 1L 5% 40 i
i 7468 CH AR Sanyo 24 ) 5 i 5 2 Jit W 2 {X ( Thermo Multi-
skan AsCant A ) ;8 TAE & GRM A D 5 18 7 AL
Uibra-cel (SONICS) ; Image Pro-Plus program(Media Cybernet-
ics Inc,Maryland, USA) ; PCR ¥ iX i 1% £ 4t (3¢ [H Transillmi-
nation 23 H) 5 K 43 B B (38 B A 7 A BF 58 BE) 5 Gene
Amp PCR System 9700 & [H $" 4 {% ( Applied Biosystems
NFED.
14 AR EAn i 7 88 53R B hn AR TE T I 35 57 I
W PBS ik 2~3 W, R 8 35 B K BT IR T L4 R B v )
IR L 7E & D it DMEM B 57 5 9 38 o R 99 5 1 mm?
FEge . MA 10 mL @ 0. 5% T BB AR AL . & T 37 CHEAE
Ak 3~4 ho oy B R AN ELR . UL PBS i 2~3 Wk, T B R
B UIE AL 1 b, ) 5B 20 min BRAT 1K, 1 000 r/min g0
5 min, 3 L3 IA S 200 U/mL WAL K 58 4 DMEM ¥ 57 3,
W T 40 ML VF - TR 1 000 r/min #6005 min LA 58 4 B 3%
AT 20 D o (R A R SRR R R AT 2 min S5 . 48 200 F B
o 5t B 2% R HR A 20 Al B B B T 85 SRR R 37 (C L5 % CO,
FFRAE P .24 h IR 5 55 AR W BE A B A 58 42 B R
Bk LRI A0 M 55 ZOMUIE 80 20 Rl L4, i B 4 ~6 R4l
M AT S
1.5 FliT siRNA Ay%% %
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T 6 fLARb A s 36 h 5 TA UL TEEIE T Flil siR-
NA250 pLsflifb, Phfe & £ 5 100 nmol/L) 5 250 pL Lipo
fectamine 2000 ZEA Ifil #& K5 3% 3 (Invitrogen /A ®]) FIE & 20
min, & fLINA 4 L Lipofectamine 2000 £ &¥) .18 & . & 6 h
JE B LA 10 26 B 2R 1l 3 ) DMEM i%?%%%?iﬁﬂ? Ao
1.5.1  WST-1 Bk £ I 240 it 3% 7 SEH 4y oA A | AL Li-
po2000 41 . FLiT siRNA 41.FLiT cDNA 21, B 54 i 20 i
PL1XT10° /FL4 R F 96 fLak B A 37 CEi R INE . 24
h 4% ARSI Ay R AT AL B AR B 6 DA AL A RN S
3L INAE 0.12.24.48 h A MUIE BB O . 37 CREFRAIFF 4 h
i T S0 7 W s E CAD L D B I 450 nm, G SR 45 2R
1.5.2 RT-PCR #l Fli [ .COL-1 mRNA %5 LI TR-
Tzol ¥ 42 WU AL £F 4 410 My & RNA, f f§ SYBR® Premix Ex
Taq™ T1 7 G AT 2 W96 E i PCR SNE B mRNA Ay 6
#,Random R 5[#7.1 pg RNA #5521 5 i cDNA, cDNA %
[Fl4FE S 5 W ) e &M B 1 X SYBR Green, 1 X Amplitaq
PCR buffer,3 mmol/L MgCl, ,dNTPs (200 pmol/L) 5[4 0.9
pmol CE A1 R .25 pL H, O #f AmpliTag Gold DNA &
fiiF1. 25884 . N 2 NADPH /9 ) b iR 2 AL & 44 [\ . 2390l 3t
BrFLT \COL-1 5 NS 2L B LR BEAE R B H 9 56 B Y
FIKWRL .
1.5.3 Westem blot 3% #: Fli [ .COL-1 TEHK FEiE Bk
W48 A 50 mmol/L 24 f# K (Tris pH=7.5,1 mmol/L
EDTA 7,50 mmol/L NaCl,0. 5% Triton-X-100) , 32 JR $£ 30
min, B0 K FIE#RA 4 CRELE . T T ERRM-R A
T e 458 JBE 1 9k (SDS-PAGE) A% 50 pL, Bk 5 55 B8 A R 41
AR BN WLAR AR 4 1 40 FF R 43 B — 4t (Fli [ L COL-1
B LD Je 9 B B0 (Bractin, 12 3 000) % A7 & 2 h, HRP
PR ZHiFE 1 h G ECL ROGIR &otJa Xt g, & L5k
ZIEFEAIEBE 3 R HA I R 45 R Gel-analyze 43 #1 8 A% 43 Hr
S IR HEAT 2 B AT, L H AR R K E S NS
Bractin [ K B LU AH 3278 85 R KF
1.6 ZEitssb B SR SPSS17. 0 B4 X $ 4 i 47 20 A7, 3t
R T R84 AL L BCR FH SRR R 5 2007 8 TR
JEE A 43 A B9 - % ] Mann-Whitney U %5 5%, Bh P<<0. 05
RESFAGIHFEL.
2 & ES
2.1 WST-1EA 40 g o8 U)o 48 h, & 21 i 2F 4 20 il
34 A B SR B R 25 LA 0. 93410, 153, Lipo2000 4 0. 910+
0.084,Fli] siRNA #H 1.330%+0.216,Fli ] ¢cDNA 24 0. 607 &
0.042,FLi [ siRNA ZH £ Jiig 3§ 58 /K - W1 8 v T Hofth 3 4 (P<<
0.05);FLi T cDNA 2 41 Jfd 3% 515 7K - B B AR T Hofh 3 4 (P
0.05), WLk 1.

1 WST-1 i i IR AL AT E i 1 (T 5,n=6)

2851 0h 12 h 24 h 48 h

2 0.51240.104 0.609+0.063 0.699+0. 141 0.934740.153

Lipo2000 4 0.534740. 085 0.58940. 074 0.68740.089 0.9104+0. 084

Fli ] siRNA 4 0.493%+0.023 0.54240. 038 0.71620. 057 @b 1.330£0. 216 =

Fli| c¢DNA 2 0.479740. 087 0.58340. 114 0.54640. 063 0.607+0. 042
1. P<<0. 05,525 U4 Hb #5530 - P<<0. 05, 5 Lipo2000 4 F 4k,



EREF 201556 A% 44 5% 17 B

2.2 BEY)S R A 44N Fli T .COL-1 mRNA fi) %3k
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SLIERBER LGB L (P>0.05), IS5 GAPDH [F t
Bl R S A, % 41 Fli T mRNA 5§ COL-1 mRNA [ # #4
FreERAWRER. 55 A4, FLiT siRNA 4] Fli [
mRNA,COL-1 mRNA # 3k i 2 55, FLi [ ¢cDNA 4] Fli [
mRNA ,COL-1 mRNA FikH @358 . JH Image J F M #E47 K
BESTHT, DA A R S B O SR AR v . Z5 R R FL T siIRNA
A Flil 5 COL-1 47 1 7= ¥y %+ A7 X i BE A 43 1 B AR &
0.19440.023 1 0.316+0. 176, H K THA 3 4., 2= R A5
P2 X (P<<0.01) ;7 FLiT ¢DNA 401 FliT 5 COL-1 ¥~
7 S AT R A 2 B TE S & 7. 846 1. 075 19, 8424
1,659, 3w T HA 3 ., B A G iH ¥ B L (P<<0.01), WK
2,1,
x2 RT-PCR #& MR FEMM Fli I mRNA,
COL-1 mRNA B3t RIEE R (TEs)

205 Fli [ COL-1
Y=k 2.93140.514 4. 87240, 937
B Lipo2000 40 2.52440.742 4.16741.130
FLil siRNA 4 0.194740. 023 0.31640. 176
FLil cDNA 4 7.8461.075% 9.8421. 659

*.P<<0.01, 5755 A4 b3 ;. P<<0.01,5 Lipo2000 £ L% .
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M:DNA 73 FARICH 5 A8 H 415 B: Lipo2000 415 C: FLi T siRNA
41;D:FLi | cDNA 4,
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* 3 Western blot iZ# MBI LT 4E 4B FLi T
COL-1 EAMHEMNRIEBR (L)

205 Fli [ COL-1
EiSE 0.73140. 043 0.675+0. 255
YL Lipo2000 41 0.694=0.093 0.590£0. 124
FLiI siRNA 2 0.1534-0. 075" 0.2160. 030"
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3 3 e
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F WL FLT 201018 2 00 T2 A 5. B 40 i 5 £F 2t 4n Hd 1) 1 41
FNE I3, 8 Fli 1R AR 28 35 19 2% 38 /08 B A 450 4 18 2 189 3, 1
Fii | EH@EERBW/DRBGEE B EFMES . FLT 5k
FE SL Sk SEBRAS KL IN 0 JL 2 2R AL SURUA iR Y TRAT LR Sk A
RABGRN 5 ANRMAERN FLT ERRNAHEELRY  WE
HRERREm GG B Ay 58, s 8. Fli 1
TE /N B N RVAR A1 1) BT 4 20 B vh 346 R 30, OF ELYE (R S RE i
B SR 2T 22 WLSh B 1, I FL T % 4 2048 &2 10 40 i HL 41
BAFZENAEYRE X, BRI Rm . 0 ma 4
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5L e A AR 19 T8 B H 22 30 645 S5 R 19T LR A
FEE T, HOFL T % COL-1 i 8 45 n] g B 4 & %2 1
=,
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JR e e B 05 3R B RO S E AN M b, B gt )R 48 b,
WST-1 35450 % BURIR BT 4 40 i FLi T U0 Bk S » 1 4 7K SF
AW Tl 3 41 (P<C0.05) 511 Fli T cDNA 4 i 2F 4k 41 ifg
3 5 7K 3 R AR (P<C0. 05) B WA FIi T it [ Rl 2 35 300 38401 143
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mRNA ,COL-1 mRNA 355 H Al 3 H W ZEH . FLil D-
NA 41 Fli | mRNA,COL-1 mRNA 3k % H fth 3 41338, Fli
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THREH#HSB FLIT .COL-1 mRNA K& HREKKFET B,
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COL-1 i 1) 45 J50 3% T 48 40 it &b 35 S5 58 19 43 9 9k 20> o A T 41
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