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ROF R O 8 IR JE B B R AT 3T AR A 8 ) % # OB Bk (8 A R iR 18 it RT-PCR 2 42 il K 4% 3F % 25 RNA H19
# Rk AR P38 A RORIE B R AT Yt BB SR R R IR R AR A 49 scramble sIRNA (H19 siRNA | B H xF B siRNA ## 3¢ 4k b 3%
I 00 BB JE R AF Y tn L B dE H19 sIRNA 89 25 42 20 5 MTT 400 45 42 H19 siRNA JB A% 45 4 4m I 09 3% 54, Westing blotting ##1)
3 )5 £ % 1R K B T (vascular endothelial growth factor, VEGF ) #= % # & % $2%& & (mammalian target of rapamycin,mTOR) 9 &
2R b aAn it HI9 mRNA &9 & A £ MURIEE &4 7 9 2 % (P<0.05); 5 scramble siRNA | 1123} B siRNA A8 3L, 4%
% 48 h J5 H19 siRNA #% % 69 st ¢F 2 2m 1 H19 mRNA £ ik & 9 2 %K (P<0.05); 5 = & #F IR 4L (4% 4 B R A siRNA Fo I 44 ) Ao
P M xF PR 2L SIRNA 284800 42 A H19 89 siRNA ## % 5 | A 4 4t 4 1 89 3 58 91 2 &% 2 47 4%) ,mTOR 4= VEGF #) £ i& K F 91 2 B AK (P
<0.05). % TAE %M KA RNA HI9 69 Ak 3 7T ol 3 6 R JE 75 i 4F 2 fm B 09 3 4,
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Abstract: Objective: To investigate the effect of long non-coding RNA H19 on proliferation of human keloid fibroblasts and the
possible role of the mechanisms underlying keratinocyte proliferation. Methods: The samples were collected from 24 patients, in which
were 8 with keliods, 8 with normal scars and 8 with normal skin control. The H19 expression level in human keloid fibroblasts, normal
scars and normal skin were determined by RT-PCR. H19-siRNA, scramble siRNA and control siRNA mediated by lipfectamin were
introduced into human keloid fibroblasts, respectively. The silencing effect of H19 was verified by RT-PCR. An effect of H19 on cell
proliferation was investigated by MTT colorimetric assay. To evaluate which signaling mediators were regulated by H19 in keloid
fibroblast, the expression of mammalian target of rapamycin (mTOR) and vascular endothelial growth factor (VEGF) were tested by
western blot. Results:The data showed that H19 levels were markedly increased in human keloids ?broblasts compared with normal
controls (P <0.05). Forty-eight hours after transfection, mRNA expression of H19 in H19 siRNA treated cells was remarkedly reduced as
compared with those in the scramble siRNA and control siRNA treated cells (P <0.05).H19 siRNA treatment obviously inhibit the
proliferation of Keloid Fibroblasts (P <0.05).The study further veri?ed that H19 was associated with mTOR and VEGF, and that this

association resulted in the proliferation of human keloids ?broblasts. Conclusion: These data suggest that down-regulating the expression

of H19 strongly suppressed cell proliferation of keloid fibroblasts.
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IFAN N sIRNA FH T LA 5 B 6T R Gl A 9 42 6k
M SIRNA 5 IR FAE A YD s H19 siRNA # 3 4 (i
LI H19 siRNA f JiRD .

13 FERARA-F49 siRNA F# R EFRIEN S
i) scramble siRNAH19 siRNA. B4 X siRNA #%
PR HMEE IR 10 AT Y 20 B AT e e R 1) %, 9
PE X B siRNA 5 H i 58 B 7 21 6 A 6 7
GAPDH fE A 2. HI9 [ siRNA 4 —Ff siRNA [f]
VB A W) A0 F5 = . H19-siRNA1, 5’ -CCAACAUCA
AAGACACCAUd-TAT-3"; H19-siRNA2, 5’ -GCAG
GACAUGACAUGGUCCATAT-3"; F1 H19-siRNA3,
5’ -UAAGUCAUUUGCACUGGU UdTdT-3"5, f#41
Ji A K 21 60%~80% il 75 I, #% scramble siRNA.
H19 siRNA H Yl A S0 AT g . fp41k 8
AL, e g G G G T 37 CHERG TR 9 5
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1.4 RT-PCR # @l IncRNA # mRNA & & JiJH
JEIE AT RN ML G 1 d JE RSN, 3% RNA 43 5
TGV AT AT TR HUS RNA, Al S e sk
7l % (Promega) HEAT [ % 55, HARERAE AT BB 5
BEAT o A BN BE B R R Uk 3E AT R DU & 41
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HiL VK 45117 1006 55 i, RT-PCR 774 LA &2 40 i H 1)
FLM 5 GAPDH (63 B LU b AT HL g, RRALFEA
Rl 8 Ko B BT I 20 2R AR AN FEHL 100 mg idF
FTHEHC mRNA, 2 Ji5 25 B

1.5 Westing blotting 4 7| 4% 3 J5 & £F % 2 Je. VEGF
#= mTOR #) &5 # YL 48 h 5 A4, flifH &
FIRGAFI & G = ) R IUE (1, Frfa S 1E 4 FE it
B F 3847 . Bradford ¥ % )i, #E4T SDS-PAGE #i
JE LUK, A FH R A v B IO, P, — B A, LS A
4 K Al 7 (vascular endothelial growth factor,
VEGP) . 1% % #l 8 1 (mammalian target of
rapamycin,mTOR) FlI caspase-3 $i 1A ¥ H 5
santa cruz 2~ m , PefiE, HRP bric [ —Ht G4 tH 40
VA E 1 h, PeE S, BCL S5 . Image J AT K
I Mrahi B, GAPDH (santa cruz) /E 0 N 5

1.6 MTT k4 ml i R B R AF e mpo vy 35 35 1)
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BN E g 1% 104 AN /mL (40 BB R T 96
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{F SE AR 78 7 AR, BEARA BRI IE R 490 nm [
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1.7 %ot B RHA SPSS19.0 At AT 4t
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Mo
2 H#R
2.1 K4#3E% % RNAHIO £ EF AR5 Rk ZE
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AR IE R TR A AT 4 4 23 b R AP B T
TERIRIZ I8 U Rk B W Ty, 5 AT 8 AH Lo AT
BEG U HZER (P<0.05 . WE 1.

A1 =ZH@A® P HI9mRNA 2% (Xt S)

I B ITRALER IR L2 TIRIZHE AR
0.21 0.22 0.86*
0.11 0.12 0.75*
0.09 0.23 0.65*
0.14 0.09 0.14*
0.23 0.12 0.96*
0.22 0.21 0.75%
0.15 0.32 0.34*
0.23 0.27 0.79*

0.1725% 0.05676
s 5 I R BGARR AL L, * P <0.05.
22 KEEEETHME EEEBIETIHCER,
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WG, A B ER U2 E T (P<0.05) . W& 2.
k2 ZAMLP RS LM HI9mRNA A% % (Xt S)

0.1975+ 0.08067 0.6550+ 0.27670*

[ 56 HELAH siRNA scramble siRNA H19 siRNA
0.42 0.53 0.01°*
0.60 0.40 0.05*
0.70 0.60 0.09*
0.63 0.91 0.06*
0.64 0.43 0.01°%*
0.32 0.65 0.02*
0.85 0.22 0.03*
0.86 0.92 0.01%*

0.6280+ 0.1880 0.5825+ 0.2440 0.0350+ 0.0293*

#: 55 scramble siRNA . B3 siRNA AH L, *P <0.05.
23 HEBRFgmipigiie T 5 PXE
1A L, H19 siRNA #% 4% J5 18 B 2T 4 41 f 385 5 7
12,24 A1 48 h WY 2244, SGeit2 2 B (P
<0.05) . W#% 3.

3 BB RL LM HAG T (Xt S)

7% (41 (0D {#) TR e 41 (OD fE) t P{4
12h  0.1982+ 0.0279 0.1421% 0.0153 20.03 <0.01
24h  0.2563% 0.05127 0.2015% 0.0281 3.25 <0.01
48h  0.3143 0.0984 0.2312% 0.0315 2.79 <0.05
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2.4 B U5 R AT Y m B Stat3 F2 mTOR 4 % 4L
53 (AP PET BRALAR L, H19 siRNA 46 4241 11
VEGF HI mTOR ik /KB W FEAIG, 77 2 & 4l

ZR((P<0.05. WE4.% 5.
F 4 =Amd VEGF Rz kF (Xt 9)

HHH Uik D gt H19 siRNA #44]
0.96 0.87 0.36%
0.91 1.13 0.49%
1.12 0.86 0.34%
0.89 0.92 0.28%
0.87 0.89 0.31%
0.950+ 0.1007 0.934% 0.1119 0.356% 0.0808*

TE: S A ALRFIER IR LE, *P <0.05.
A5 ZAmLoF mTOR £k K+ (Xt S)

T E IS 4ot 20 H19 siRNA £ JL4
0.72 0.65 0.12%
0.61 0.79 0.19%
0.49 0.56 0.27%
0.69 0.60 0.11%*
0.54 0.57 0.23*
0.610+ 0.09721 0.634+ 0.09397 0.184% 0.06914*

VE: 52 AU YT AU L, * P <0.05.
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1.3 %it$ 5% izl SPSS13.0 it #4748
TN, TFEVERILIS S basE2ERIR, R
5, P<0.05 A& HA G = o
2 H#R

24 451 B LA i iy S 349 03 R 20 2K R
(469.74+ 45.36) pmol/L, il J5i y (245.60+ 15.31)
pwmol/L, il J5 i IHET 22 7K1 W SR AR 4 ifiL i, 22
SEHA G2 X (P<0.05) W3 1. )5 44k 48
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P <0.05 <0.05 <0.05

R 2 T AAdiiots (X£S) mmolL

n ik B ) 4
1l i 30 3.90+ 026  4.12+ 0.15  136.56x 0.77  1.11£ 0.77
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P >0.05 >0.05 >0.05 >0.05
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t 2.300 -1.837 4367
P <0.05 <0.05 <0.05
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