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Abstract: Objective
( EMT) in rat hepatic stellate cell-T6. Methods
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To observe the effect of TGF-81 on activation and epithelial mesenchymal transition
Adopt the MTT method to screen the optimum concentration of
TGF-31 in vitro HSC-T6 cultured. After the HSC-T6 stimulation by TGF-81 of 10 pg/L for 24 hours the mor—
phology of the cells was observed under inverted phase contrast microscope the expression of F-actin which on
behalf of cotoskeletal structure was detected by immunofluorescence staining; the expression of a-SMA and
N-cadherin vimentin E-cadherin was measured by RT-qPCR; The changes of a-SMA N-ecadherin vimentin and
E-cadherin were assessed by Western blot after different concentrations (0 5 and 10 wg/L) of TGFB1 intervent—

ing HSC-T6 for 24 h. Results The optimal cell survival rate was recorded when 10 pg/L TGF-1 dealt with
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cells for 24 h. After HSC-T6 were treated with TGF1 cells stretched pseudopodia increased and turn into stel-

late cells connections were looser so that represented a significantly activated state.F-actin filaments gathered to

form stress and distributed along the long axis of the cells; The expression of a-SMA mRNA and vimentin mRNA in

experimental group was significantly higher while E-cadherin mRNA was obviously lower than the control group( P<

0.05) . TGF-B1 made the protein expression of a-SMA and N-cadherin

while E-cadherin was decreased.Conclusions

of HSC-T6.

vimentin in dose-dependent increased

TGF-1 may induce activation and epithelial-mesenchymal transition

Key words: TGF-31; hepatic stellate cells; activation; epithelial-mesenchymal transition

( hepatic fibrosis)

( hepatic stellate cells HSCs)

HSCs
= TGF-B
TGFB1
o ( epithelial-mesenchymal transi—
tion EMT)
35
EMT
TGF1 ( hepatic stellate cell-T6 HSC—
T6) HSCs
1
1.1
1. 1.1 : DMEM ( Hyclon )
( Biological Industries )
( Gibco ) ; TGFB1( PeproTech )

( Sigma ) ; Trizol ( Vazyme )

a-SMA ( ab5694) .
N-cadherin ( ab76011)
( ab8978) .

vimentin
E-cadherin( ab76055)
) ; HRP

F-actin( Bioss

IgG . FITC IsG( EMAR
)
1.1.2 HSCT6  (
) 10% 1x10° U/L .
100 mg/L DMEM 37 C.
5% CO, 48 h
70% ~80% I -
1.2
1.2.1 TGF31
HSC-T6  0.25% 10*
/ 96 12 h
0.5.10 20 pg/L TGFBI1
5 24 h
20 pL 5 g/L MTT 4 h
150 uL 10 min
490 nm (4) o
100%
(%) =( A= A) /(
A- A) x100.
1.2.2 30%10°
6 12 h
10 pg/L.  TGF-I1
24 h
1.2.3 F-actin :
2x10" 6
24 h 4% PBS 3
5 min; 0. 1% Triton X-100 20 min
PBS 3 5 min; 7.5% BSA
60 min F-actin (1°:100) PBS



TGF-B1 HSC-T6 1259
4 C FITC
(1:50) 1 h; DAPI 15 min PBS 2
o 2.1 TGF-1
1.2.4 RT-gPCR a-SMA  N-cadherin. vim—
entin  E-cadherin mRNA 5~20 pg/L TGFB1 A
24 h Trizol (P<0.05) 10 pg/L 20 wg/L
RNA 1% 10 pg/L TGF1

RNA Ao um ' A280 am RNA ( 1o

1.8~2.2 cDNA

RT-qPCR ° P oSMA Table 11 Effect of d’ff(fi;ﬁ: concentration of TGF-31

: 5'-CCACTGCTGCTTCCTCTTC-3~ » 5°CGC on the cell survival rate( +s n=S5)
CGACTCCATTCCAATS3" N-cadherin L STTATG group  concentration/( pg/L) A value survival rate/%
GTGGTGGTGATGACTGA3~ : 5°-CGGTGCTAG control 0 0. 615+0. 020 100
TGGACTACAGA-3"; vimentin : 5°-CGCCACCTT 5 0. 692:0. 021" 112.52
CGTGAATACC3” : 5°-ACCGTCTTAATCAGGA ~ TOFl 10 0.7140.022* 16.15
GTGTTCT3"; E-cadherin 1 5-GCTCGCTGAACT - = 0. 06820002 80
CCTCTGA-3” 5 TCCCCCCCACCATACATA— “P<0.05 **P<0.01 compared with control group.
3%, GAPDH 1 5"-ACGGCAAGTTCAACGGCACAG-
3 : 5"-GAAGACGCCAGTAGACTCCACGAC-3"; 2.2 TGFl
GAPDH RQ =20 10 pg/L  TGF1 HSC-T6 24 h
1.2.5 Western blot a-SMA N-cadherin D
vimentin  E-cadherin 3x10°
6 12 h
TGF31 0.5

10 pg/L 3 24 h

PBS 3 ( RIPA : PMSF =
100 : 1) 30 min EP 4 C.
12 000 r/min 15 min v 50 g/

10% SDS-PAGE
5% 60 min

a-SMA( 1 : 1000) .

N-cadherin( 1 : 1 000) .vimentin( 1 : 500) ,E-cadher—
in(1:1000) .GAPDH( 1 : 2 000) 4 C

TBST 10 minx3
IG( 1 : 2 000)
10 minx3  ECL
/GAPDH
1.3
SPSS 21. 0

+

HRP
1 h TBST
; 4

A. control group; B. 10 pg/L TGF31 group
1 HSC-I6 TGF-l1 24 h
Fig 1 Morphologic changes of HSC-T6 induced TGF-31
for 24 h( x100)

2.3 TGF-$1 F-actin
( 2A~C);TGF-B1
F-actin
( 2Db~F).
2.4 TGF-$1 HSC-T6 o-SMA. vimentin

E-cadherin mRNA

10 pg/L TGF31  a-SMA mRNA  N-cadherin



1260

Basic & Clinical Medicine

2017.37(9)

A B C. control group; D E F.10 pg/L TGF81 group; A D. F-actin skeleton structure; B. EDAPI redyeing nuclei;

C. combination of A and B; F. combination of D and E

2 TGF-B1

F-actin

Fig 2 Cytoskeletal structure changes of F-actin induced by TGF-31 observed by immunofluorescence( x100)
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Fig 3 mRNA expression of a-SMA vimentin and
E-cadherin in HSC was assessed by RT-qPCR

(x+s n=3)

HSC-T6 24 h a-SMA.
N-cadherin vimentin
: E-cadherin
( 4 2),
3
4 Western blot TGF1 HSC
oaSMA  N-cadherin.vimentin  E-cadherin

Fig 4 Protein expression of a-SMA and N-cadherin
vimentin E-cadherin in HSC was detected
by Western blot
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