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Effects of SIRNA-mediated Smad3 gene silence on the expression of

fibronectin and collagen | in human keloid fibroblasts
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[ Abstract JObjectives: To explorer the influence of siRNA-Smad3-mediated Smad3 gene silence on the expression of fibronectin and
collagen I in human keloid fibroblasts(KFB ). Methods: One specific Smad3-siRNA fragment and another irrelevant siRNA fragment was
respectively transfected into human primary KFB cells. RT-PCR, Western blot, immunohistochemisty and immunofluorescence were
employed to evaluate the changes in either the expression or the secretion of both fibronectin and collagen I . Restults: The expression and
secretion of both the fibronectin and collagen I in KFB were inhibited significantly by the treatment of Smad3—siRNA for 48 hours at a
final concentration of 75nmol/L as compared with those of the untreated or the irrelevant siRNA fragment treated group. Conculsion:
Smad3-siRNA could be employed to specifically inhibit the Smad3 gene expression in KFB cells and to efficiently inhibit both the

synthesis and secretion of fibronectin and collagen I .
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SEREEIEFEIT RNA EB)5 % RT-PCR RAF A E B B
TTIHE M PCR 38,

PCR: #BEBIRERIF T, N RNES B-
actin 1 Col I %2 1% GADPH BIS[# /7% # PCR ¥ 14 /5 1
YR BERER(F2), TG R(E3),

RRL&MAIT :96°C 4 min, 1 MMEH ;96°C 1 min, 54C
1 min,72 C 1 min, 35 MEFH;72C 10 min 1 MEF, UL
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LRI BB, A Bio-Rad BEBUR AR 4 B Quantity
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# 5 min. WAHAF) A, BIEIEF 10 min, F_HIF. HiN(1:200
RO RITA FN 2Dk, 4°Cid% . PBS WYL 3 K,
K 5 min AT B,37 CEELHFEE 10 ~ 15 min PBS
% 3 K, B 5 min, THHAFN] C,37°CHEF 15 min, PBS ok
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min, BT, FH 50%28 i iE A REE . HAS Nikon 76 B
BHITRBAT, KBTI Smad3 /5 Col 1 TE40MUA% B A
AR AR
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FN mRNA WP R BRE, hss A RAN 38.7%
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mRNA 7K S5IERER M B et B Ras A IR T B
25, IREHA siRNA BIZhilH FN ZEMFRE, N In-
age Master VDS IR R G451, A% (34 BR4H A RT—PCR
FWAHEEEAECREZE R 100), P ARAERER
B —actin T R AT, T Smad3 L H B AW ISR,
siRNA-smad3 534 SCB0 20 FARRE 4 Fr BERS e FRAE B9 37
FEAE 4 AR 25 %t BR4H B 38.79%F0 96.4% , Z5 82 10, (& 1),
2.2 Western Blot M & siRNA-Smad3 3F A%+ FN mRNA £ &
%ok
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smad3 THRLI A FN B MR 5K00 BB, s st
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ARRESNER, US A BRANE AR I ECEE
XEH 100),siRNA-smad3 THLIH . IpHRERHE A B et
BMAFNEFFBEETHRESNR2ERST AN BARY
33.6%H 92.7%, ERIL(E 2),
23 #EAAE(ABC % )R E SiRNA FH Smad3 & B 5t
AR R a5k FN 49 %R

B A A IR Y BT, SCEG4H FN BEMERGA RN
32.54% + 7.16%, 5% L (63.07% + 5.79% )M HA BEHER,
P<005; 4R i BUS e xd B84 FN BHMEFGAR N 5727% +
5.15%, 5% ML LB EHER, P>005, JL(E 3),
2.4 RT-PCR #Z SiRNA-Smad3 * AR5 R 4Rl
Col I X B &) mRNA &k 69%h

4y 48 h 5 ,RT-PCR P 93 B ME B IR S5 R %1 .3
HAkEFAMATE GAPDH E R A W45 M FE RS AR,
VB RT-PCR Hi A RIRIR B —3, T 3889 Col [ EH M
WS HAES AR E A RS, b g3t B4 143.7%
(P<0.05), BRfr T4 siRNA RITMH Col I R

Fik, PEEXT AR RT-PCR HHEEEER 100), 1
TN IRE N GAPDH R Wi &3 AT, Bt .
JERE R BB e xd PR Smad3 HEDH F BR 4R 920 B 43 51
R Yeas Xt R 43.7 % .93.9% (& 4),
2.5 Western Blot M % Col | @ A&

R Western blot F %54t siRNA /5 48 h, SLH4H Col 1
B RMZAEZAH I IS5 , 7S FxT IR 26.9%(P<0.05),
AR Rt B e X R Col ] BRRRLEERESH
MR LR, RAH S ER,  SREFERETIRAESTH
KFB /4 Col I E FZiXk, W H Image Master VDS Bl R 4447
255, U a3 AN B AR IECEEE R 100), 55
SEIH AR BB IRA Col | BAR BAWHE
Sy BIRFL YL 2s F%T B4 Y 26.9%F1 96.9%, W.(& 5),
26 HEREAFRD Col | HaEMRLT ST HHH

G IACFRE I B 7R IR 45 Ttk i B A B BRI
AT AN Col | BRMRRIE , ERATERRE N . AR
¥ SiRNA T3 Smad3 /& 48 h, R HEMMAERKESRT, 4
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1 Smad3-siRNA Tk B BaIFES)

FFol#

BEFFY

Smad3-siRNA(KERFHksE)

Smad3-siRNA(JE4E 7 F 488 )

5’ -GCACAUAAUAACUUGGACCTT-3’
5’-GGUCCAAGUUAUUAUGUGCTG-3’
5’-GGACAGCGGGAAAAAUCGATT-3’
5’-UCGAUUUUUCCCGCUGUCCTG-3’

x2 RYyHESIHET

734 BEFH
FN IESUFF(108 bp) 5’-GAT GTG ATG TCG ATT CCAT- 3’
BT 5’-GAT CTC TGG TCC ATG AAG AT-3’
B ~actin IE X J751 (446 bp) 5’-GTT GCG TTACAC CCT TTC TTG ACA -3’
R LFF 5’-GCA CGA ACG CTC ATC ATT CAA AA -3’
Col T IESUF% (156 bp) 5’ AGGGTCATCGTGGCTTCT -3’
B X735 5’~ CCTTCGCTTCCATACTCG -3’
GADPH 1E SUF31(450 bp) 5’ - ACCACAGTC CATGCCATGCCATCAC -3’
RUFFY 5’— CCACCACCCTGTTG CTGTAG -3’
%3 RT-PCR# &4t
SN Fills =8
10 x PCR buffer 2.5ul
25 mmol MaCl, 4pl
HBEFIE LT3 2l
B ZEE R UFF) 2pl
B —actin(GADPH) IF. X F¥% 2unl
RT3 21l
Taq DNA B& 8 1pl
dH,0 135l










