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1.2
1.2.1 HSC-T6 10%
1% / DMEM
37 C.5% CO, 3d
1 o
1.2.2 MIT HSC-T6 5
x10°  / 96 200
wlo 5 \ N ( Mel 1 nmol/L
<1 pmol/L 0.1 mmol/L ) 37 C.5%
CO, 24 h
PDGF-BB( 10 ng/ml)
30 min Mel
( phosphate buffered saline
PBS) 48 h MTT(5 mg/
ml) 4 h 150 pl DMSO
96 10 min
490 nm ( optical density OD) .
1.2.3 PCR ( real-time quantitative
PCR qPCR) HSC-T6
6 24 h PDGF-
BB( 10 ng/ml) 30 min
Mel PBS 48 h  TRIzol
RNA
c¢DNA PCR GAPDH
o : PDGF-BB 157 TGCTGT-
GGCAGAGGAAACCA-3’ : 57 -GTGCGTC-

CCAGAACAAGCTA3’ 20 bp; PDGFR3
: 57 TGCTGTGGCAGAGGAAACCA3’
: 57 -GTGCGTCCCAGAACAAGCTG3’

20 bpo 195 <C 30 s 95°C 5
s+60 C 30s 40
( cycle
threshold Ct) 2 -aac o
1.2.4
24 HSC-T6 2 %
10° / 24 h
PDGF-BB( 10 ng/ml) 30 min
Mel
PBS 48 h PBS 3 (3
min / ) 95% 30 min
PBS 3 (3 min/ )
0.3% TRIton X400 15 min PBS

3 (3 min/ ) 10 min
PBS 3 (3 min/
18 h
DAB
10 s N
6 200
Plus o

1.2.5 Western blot

3% H,0,
) 4C

Image—Pro

HSC-T6
24 h
PDGF-BB( 10 ng/ml) 30 min
Mel PBS 48
h ( bicinchonininc acid
BCA) 10 pl 10% SDS
( SDS-PAGE)
( polyvinylidene fluoride PVDF) 5%
2 h o=
( a-smooth muscle actin o-SMA)
( extracellular regulated protein kinasesl /2 ERKI/
2) .pERK 1/2(1 : 2 000) 4 C
30 min PBST 3 (10 min /
) (1 :80 000) 1 h .30 min
ECL o B-actin Image)
( /
/B-actin)

1.3 SPSS 17.0
( one-way analysis of variances

ANOVA) . 3

2

2.1 Mel PDGF-BB HSC-T6

MTT oD

(F=16.741 P<0.01);
Mel 1 nmol/L 1 pmol/L 0.1 mmol/L  OD
0.1 mmol/L (F

=16.741 P <0.01) . Mel PDGF-BB
HSC-T6 (50% inhibition—
rate 1Cs,) 0. 949 pmol/L. 1.
2.2 Mel PDGF-BB HSC-T6
PDGF-BB PDGFR-$ mRNA
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HSC-T6 PDGFBB  PDGFR-# mRNA 3.4.5.
( Fongrap = 506. 659 Fipom, = 608.315 P <0.01);
Mel PDGFBB  PDGFR-
B mRNA ( Fiporss = 506.659  Fipoppg =
608.315 P <0.01) Mel
o 1.2,
1 Mel PDGF-BB HSC-T6
(x£s n=5)
0D, (%) F
0.517 £0.039 -
0.660 £0.034* 16.741 1 Mel PDGF-BB mRNA (x5 n=3)
A: : B: ; C:Mel 1 nmol/L ; D: Mel 1 pumol/L
1 nmol/L 0.482 +0. 135" 27.023 16.741 E: Mel 0. 1 mmol/L ;™ P<0.01;
1 pmol/L 0.318 +0.054** 51.773  16.741 %% p 20 0]
0.1 mmol/L 0.232+£0.039** 64.824 16.741
:*P <0.05; " P<0.05 *FP<
0.01
2.3 Mel PDGF-BB
HSC-T6 oa-SMA. ERK1 /2 pP-
ERK1/2 a-SMA  ERK1/2
HSC-T6 pERK1/2
HSC-T6 o
a-SMA.ERK1/2  p-ERK1/2
( Fa—S!\H = 19.182 FICRKI/Z = 27.612 Fp—ERKI/Z
211.068 P <0.01); : Mel 2 Mel  PDGFR-B mRNA (w5 n=3)
HSC-T6 a-SMA . ERK1/2 p— A: ;B ; C:Mel 1 nmol/L. ; D: Mel 1 pumol /L
ERK1/2 Mel E: Mel 0. 1 mmol/L :#P<0.01;
**P<0.01
ERK1 /2 .p-£RK1 /2 o
3 Mel oSMA
(x+s n=3) ICC x200
A ; B: ; C: Mel 1 nmol/L.; D: Mel 1
pmol/L ; E: Mel 0. 1 mmol/L (P <
0.01; S **P<0.01
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2.4 Western blot Mel PDGF-BB
HSC-T6 oa-SMA.ERK1/2  p-ERK1/2

: PDGF-BB
HSC-T6 oa-SMA | ERK1/2

ERK1/2 ( Fu—SM,—\ =14.210 Fipan =
105.055 Fypo = 191.438 P <0.01) ; Mel

HSC-T6 aSMA  ERK1/2
; ERK1/2 ERK1/2
Mel HSC-T6 ERK1/2
(F o griin =191.438 P <0.01) ¢ 6.7,
3

ECM

4 Mel ERK1/2
(x+s n=3) ICC x200

A: ;B ; G Mel 1 nmol/L ; D: Mel 1
wmol /L ; E:Mel 0. 1 mmol/L ; P <
0.01; 1 **P<0.01

5 Mel p-ERK1/2
(x+s n=3) ICC x200

A ; B: ; C:Mel 1 nmol/L. ; D: Mel 1
wmol /L ; E: Mel 0. 1 mmol /L ; P <
0.01; D **P<0.01

o HSCs ECM
o HSCs
PDGF-BB HSCs
PDGF
HSCs PDGFR
PDGF ® . PDGF  PDGFR
ERK1/2
ERK1/2

( mitogen activited protein kinase MAPK)
ERK1/2
o ERK1 /2
HSCs
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6 Western blot Mel oSMA
(x+s n=3)
A: , B ; G Mel 1 nmol/L ; D: Mel 1 pmol/L
E: Mel 0. 1 mmol/L :"P<0.01; P
<0.05 ** P<0.01
o ERK1/2
PDGF HSCs i
Mel
’ Mel
Mel
. 10
Mel PDGF
PDGF/ERK
Shajari et al Mel
5- HSCs
Mel
2 Mel 1 mmol /L
1 nmol/L.1 pmol/L
0.1 mmol/L Mel o
PDGF-BB( 10 ng/mL) HSC-T6
" PDGF-BB HSCs
MTT
PDGF-BB HSC-T6
Mel PDGF-BB HSC-T6
; qPCR Mel PDGF-BB
HSC-T6 PDGFBB PDGFR{3 mRNA o

7 Western blot Mel ERK1/2.p-ERK1/2
(x+s n=3)
A: ERKI1/2/B-actin; B: p£RK1/2/ERKI1/2; 1: 28
;3:Mel 1 nmol/L ;4:Mel 1 pmol/L  ;5: Mel 0. 1 mmol/L
:#P<0.01; 1 **P<0.01
Western blot Mel
PDGF-BB ERK1/2
PDGF-BB HSC-T6 a-SMAERK1/
2 ERK1/2
PDGF/ERK1 /2 Mel
oa-SMA | ERK1/2 pERK1/2
o Mel PDGF-BB.
PDGFR-3 ERK1 /2
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interface with destruxin A5 to selectively block PDGF-BB/PDGFR—-

Effects of melatonin on the proliferation of HSC-T6 cells

induced by PDGF-BB and its mechanism
Zhang Yujie Hong Rutao Jie Lei
( Dept of Gastroenterology The First Affiliated Hospital of Anhui Medical University Hefei 230022)

Abstract Objective To investigate the molecular mechanism of anti-fibrosis of melatonin in HSC-T6 cells stimu—
lated by PDGF-BB. Methods The HSC-T6 cells were divided into five groups: control group model group melato—
nin (1 nmol/L 1 pmol/L 0.1 mmol/L) group. Cell proliferation was analyzed by MTT assay. The mRNA expres—
sion levels of PDGF-BB and PDGFR- were detected by qPCR. The protein expression levels of a-SMA ERK1/2
and pERK1 /2 were detected by immunohistochemical and Western blot. Results  The effects of different doses of
melatonin on HSC-T6 cells demonstrated that melatonin could significantly reduce the proliferation of PDGF-BB-in—
duced HSC-T6 cells and suppress the mRNA expression levels of PDGF-BB and PDGFR—-3. In addition melatonin
could suppress the protein levels of a-SMA ERK1/2 and p-ERK1/2 in PDGF-BB-induced HSC-T6 cells. Conclu-
sion  These findings show that melatonin can inhibit the proliferation and activation of HSC-T6 cells. Its mecha-
nism may be related to the inhibition of PDGF-BB PDGFR-3 expression and the suppression of ERK1/2 signaling
pathway.
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