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The effect of rapamycin on proliferation of Human Keloids Fibroblasts in vitro
LI Yong-feng,ZHU Shi-ze,ZHENG Zhi-fang, WANG Chao-yang,WU Wen-yi,CAl Yu-mei
(Department of Plastic Surgery,the Second Affiliated Hospital of Fujian Medical University,Quanzhou
362000,Fujian,China)

Abstract: Objective To investigate the effect of rapamycin on proliferation of Human keloid
fibroblasts in vitro, to further explore the mechanism of it. Methods With different concentrations of
rapamycin effect on cultured keloid fibroblasts, and CCK -8 assay was adopted to evaluate cell
survival.Immunohistochemistry, RT—-PCR and western blot were performed to detect the expression of
P70s6k and 4E-BP1 before and after intervention. Results CCK-8 assay detected the absorbance
of keloid fibroblasts, which decreased with the concerntrations and time increased.There were
significant differences between these groups (P <0.05). IHC (rapamycin concentration 10nmol/L
intervention), RT-PCR and western blot results showed that gene expression and protein expression
of P70s6k and 4E -BP1 were all decreased in (0.1nmol/L,1nmol/L,10nmol/L,100 nmol/L)rapamycin
concentration before and after intervention.There were significant differences between these groups
(P <0.05). Conclusions rapamycin significantly inhibited the proliferation of Human Keloids
Fibroblasts cell in vitro.rapamycin also inhibited the expression of P70s6k and 4E-BP1.
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o, Rapa , 5%CO, 37°C, 24h
20% N
e 100U/ml .100pg/ml DMEM-F12
3~4
(mammalian target of rapamycin mTOR)
o 0.25%
mTOR 1:2 2~3 20%
(PCNA) .cyclin D1, (fibronectin, DMEM-F12
FN) a- (a-SMA) ° 3~6 °
B Rapa 1.2.2
P70s6k . 5x 10/ml 2001 96
4E-BP1 Rapa o 24h
° 0.1nmol/L.1nmol/L.
10nmol/L.100nmol/L 5
1 95% ,5%C0, 37°C 24h.48h
1.1 72h CCK-8
1.1.1 5 20pl 30min
450nm A 3
=1- A A
o 9~28 6 1.2.3 P70s6k .4E-BP1
2 . 10nmol/L
1.1.2 ( N
CsiH7NO 45 914.2 10nmol/L .
) DMEM-F12 GIBCO
PAA GIBCO Cell 5x10%ml 500wl 6
Counting Kit-8 (CCK-8 ) 12h
P70s6k 12h o
4E-BP1 Sigma Beta-actin
Santa Cruz Quant cDNA 48h 4% 4°C
30min PBS  3minx3 3%H.0, 15min
PCR ABI PBS 3minx3 , P70s6k
9700 Tocan RIPA 1:100 4E-BP1
.BCA JUltraeCL 1:200
° PBS °
1.1.2 DMEM-F12 JD801
0.1nmol/L.1nmol/L.10nmol/L.100nmol/L, (AOD) .
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1.2.1 Trizol RNA
0.5~ 1mm? N 0.1lnmol/L.1
95% nmol/L.10 nmol/L.100 nmol/L
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RNA RNA  1mg/L Beta-actin [ -actin P70s6k
RT-PCR . P70s6k 4E-BP1 .
5" GGGTGGAGGATG-CATGTAT3" 1.3 SPSS11.5
5" ACACAAACATAGATGAACCCAT3" 452bp xts
4E-BP1 5" CCTGATGGAGTGTGG t
GAACT3" 5" CGGAAGGAAGGGTTCGT3" SNK-q P<0.05 o
463bp Beta-actin  -actin
5" CTGGGACGACATGGAGAAAA3® 2
5" AAGGA-AGGCTGGAAGAGTGC3" 564bp. 2.1 Rapa
94°C 5min 94°C 30s P70s6k Rapa
59°C 4E-BP1  61°C 30s 72°C 1min (AOD)
35 72°C 5min 4°C , PCR 2%
B -actin ¢
TRNA ) 2.2 P70s6k .
1.2.5 Western blot P70s6k .4E-BP1 4E-BP1 10 nmol/L
) . P70s6k
0.1nmol/L.1nmol/L.10
nmol/L.100nmol/L 48h 1
SDS-PAGE 5
100°C 5min.,
12% 5%, 3
90V 20min 150V ) AE-BP1
o 1.2mA/cm?
0.45um PVDF 4
1.5h.
o Western blot 5
30min 1:100  P70s6k 1:200
4E-BP1 4°C 1:2000 6 .
IgG H+L HRP 40min P70s6k 7
ECL . . 4E-BP1
o B -actin 8 O AOD
1 CCK-8
nmol/L  24h AOD 48h AOD 72h AOD 24h )  48h ™) 72h (D)
0 0.423+0.017 0.584 +0.012 0.674+0.015 -— -—- -
0.1 0.407£0.012 0.511+0.013* 0.539+0.016* 3.79 12.5 20.0
1 0.387+0.0644 0.490+0.022* 0.456 +0.022* 8.52 16.1 32.3
10 0.381+0.0484 0.403+0.021* 0.367+0.013* 10.0 31.0 45.7
100 0.316 +0.028* 0.333+0.007* 0.353+0.017* 25.3 43.1 47.6
AP 0.05 *P 0.01
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2 P70s6k.4E-BP1

P70s6k AOD
0.414+0.010
0.335+0.0184
0.376+0.041*

4E-BP1 AOD
0.434+0.005
0.332+0.0154
0.374+0.044*

4p<0.01
*P<0.01
3 P70s6k.4E-BP1  mRNA
nmol/L P70s6k 4E-BP1
0 0.488+0.015* 0.356+0.006*
0 0.794+0.007 0.705+0.006
0.1 0.688+0.013* 0.380+0.002*
1 0.448+0.013* 0.278+0.077*

10 0.301 +0.004*
100 0.238+0.012*

0.191 +0.003*
0.083+0.004*

A p<0.01
0.1nmol/L.1 nmol/L.10 nmol/L.100 nmol/L
%#p<0.01,
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P<0.01
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2.4 Western Blot Rapa  P70s6k.4E-BP1
Western Blot P70s6k.
4E-BP1 11 12
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P<0.05 4,
4 P70s6k .4E-BP1
nmol/L P70s6k 4E-BP1
0 0.362+0.0124 0.942+0.0394
0 0.795+0.014 1.228 +£0.069
0.1 0.700+0.011* 0.705+0.015*
1 0.399+0.012* 0.578 £0.015*
10 0.342+0.006* 0.414+0.012*
100 0.211+0.019* 0.293+0.007*
4p<0.01
0.1nmol/L.1 nmol/L.10 nmol/L.100 nmol/L
*P<0.01.
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