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Abstract

AIM: To investigate changes in the expression of
fibrosis-related genes and proteomic expression
profile in rat hepatic stellate cells (HSCs) exposed
to the cocktail to explore potential anti-hepatic
fibrosis mechanisms of the cocktail therapy.

METHODS: After HSCs were cultured in vitro

and exposed to the cocktail for 24 h, the expres-
sion of TGF-p1, MMP-2 and TIMP-2 mRNAs and
proteomic expression profile were measured by
RT-PCR and SELDI-TOF-MS, respectively.

RESULTS: Compared to control cells, the ex-
pression level of MMP-2 mRNA significantly
increased (0.094 £ 0.051 vs 0.023 = 0.056, P <
0.05), and those of TGF-p1 and TIMP-2 mRNAs
significantly decreased (0.301 + 0.025 vs 0.503 *
0.042; 0.719 + 0.03 vs 1.204 + 0.418, both P < 0.05)
in HSCs exposed to the cocktail. A total of 176
differential proteins were identified between
control cells and treated cells, of which 32 were
up-regulated and 3 down-regulated.

CONCLUSION: The cocktail therapy exerts anti-
hepatic fibrosis activity possibly by regulating
the expression of related genes and proteins.
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T7 5. ZARER LT YA I 298 ST /AR 2
R PIR AR SIS Th B T — @ 9T AL, FEA
FEHIHIH AR 41 (hepatic stellate cell, HSC)f#)ZY
Wit EY, VR4 B A i (extracellular ma-
trix, ECM)AIAI A 711 2920 B pe 1", bt
RFIFIE, AL AR 2EH W2 LT i 1
PO T YEAL 25 W7 S PR R AT 238010 T PR TG R
RORAR 22, 3K T BRI T B 25 4E AL 259 1) i
PRI FHRIIG T R RO BT 4F did it — R A E A%
12 KR, VF2 2990 TP 2T 440 7E
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VEF T I AR YA R A R REAN TR IR Y . BB S 2
VIR N HI BN 2 11997 (Cocktail), BABHIETF
Pl R, IE BRI IE ) H 1K, AR P
EF YA S T T ).

TATHT AR BG4 SRR W, 4R (tau-
rine). KK T ILRFR T TR (epigallocate-
chin-3-gallate, EGCG)F = ¥2 4L 7 ¥ ifi (genistein)
=AY H IR R R R vk AT UK B £F
Yefu e U ARSER ) B 2 R FRT-PCR
VR AT R ST VR I AR 4l fUARH S C-T6
YA AT I R B A 2B KA FB1 (transforming
growth factor-beta 1, TGF-B1). J&ii4EE A
fi2(matrix metalloproteinase-2, MMP-2)F12H £1
4 )& B WA R F2(tissue inhibitor of metal-
loproteinase-2, TIMP-2)&IA 52, JFIH
SELDI-TOF-MS$ AR /3 HTHSC-T6 £ H 1% (¥ 221K,
DA — DR R 7 B 1 4EAL R L.
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F 2y #]); DMEM(Gibeo); I (Hyclone);
TRIzol(Invitrogen); 1% 3R A & (Fermentas);
taurine. genistein. i AFERE(DTT).
iR % (Urea). H&EMR. MR EF K
(Tris). 3-[(3-MHMELE - — L HE]-1- i g
(CHAPS). T LR e (SDS). fillk. —
IE T3 (TBP). pH3-1099 1 A g ot ik
(Apotinin). ZJi§(Acetonitrile, ACN). Jo/KIi R
BI(NaAc). =FLIR(TFA). £ LIENRIE £ fif
IR(HEPES). pH7.4W5MR 2% M (PBS). HPLC
K. 88%MME . 950 mL/L Z. [ 44 T35 [ Sigma
/A7), 2XPCR mix(TaKaRa). CO 557746 (L H
Thermo); I8 5k 5.0 HL(3E B Thermo); AH 213
BB (1 [E Zeiss); PCRAY(ZE [EBio-Rad); #%
T e 1 (A By ) e AR 43 AT &R 4
(3£ [H Bio-Rad); K& KX (3 EBio-Rad); &[]
O TRAT I ) i 43 (Ciphergen /A w]), & 11000
JrCM10(Bio-RadA ) .
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1.2.1 23 KA VR ORAE T AR KA 1)
HSC-T65Z 75 5 BT 100 mL/LJf /- L7 ¥ =
BIDMEME:; J2WH, 37 'C 50 mL/L CO 41 F
Fige. Al 5 R BRI, 2.5 o/LIHER 1
AL JEAAR. BRI SEI /e BB E K4 i
FRIEAT.

1.2.2 448 43 % B2 RS 2 P9 4l (taurine 60
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23 L SCHR B T A

1.2.3 RT-PCR*# M TGF-B1. MMP-2%TIMP-2
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S, X0 A X RV B SRR AR SR 7R 24 h. R
M TRIzolZ M40 b MARNA. HIZ IR 5
D2 A E RN AT 5 A, RUEA 160/A 550 =
1.8-2.0. BXRNA 5 pg, KHM-MuLVi¥i # % i
W H W 5 Bic DNA. HAENCBIfGenBank 4k
Ky 5 BAT k519, 5190754 B-actin: FP:
5-AACCCTAAGGCCAACCGTGAAAAG-3',
RP'": 5-TCATGAGGTAGTCTGTCAGGT-3', j**
YK 240 bp; TGF-B1: FP: 5'-ATGGTGGACC-
GCAACAAC-3', RP: 5“TGAGCACTGAAGC-
GAAAGC-3', K% 329 bp; MMP-2: FP:
5-TGGAAGCATCAAATCGGACTG-3', RP:

W £ E
RAEFEAE
LAY U I TR A B,
HFEERNHBEH
) TP 3 1E 4%
FF 45 240 69 T A%,
Fo % e, GBS
JE K R TR & A
KeELEFRYE
X B 4 e A8y
FRA I, HIE
JA A — &6 W R
YER.



1782 ISSN 1009-3079 (print) ISSN 2219-2859 (online)  tHFHELAMZRTE 201163188 55195 55175
[ I A B c
7 L AE o K ak
L, RART-PCR bp
ERMBAEE b b 600
A K ST Z K 288 MMP-2 288 200
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TGF-pl. Mmp. 300 p-actin 30 TGF-B1 300 TIMP-2
2/ TIMP-2# 200 200 B-actin 200 B-actin
mRNARZ K 100 100
-F, #] A SELDI- 100

TOF-MSH R 5 #7
HSC-T6%m e 4%
G B T4, 3
— F IRt a8 BiA
JF k0 ST AT 4
AAE R 89 PUA .

1 JEREIERBHSC-T6HIMMP-2, TGF-B1RZTIMP-2 mMRNAZRIAEIZRY. 1: Marker; 2: XHB4; 3: X R4,

5-GCAAAGGGCAAACAAAGCA-3', =K
527 bp; TIMP-2: FP: 5-CCAAAGCAGTGAGC-
GAGAA-3', RP: 5-TCCCAGGGCACAATAAAG
TC-3', WK JE: 262 bp; PCRY HECcDNA, 444
Ji: 94 CHASTES min, 94 ‘CAPE30 s, & HiB
KILEMMP-2455 C; TIMP-2. TGF-B1J
52 °C)30 s, 72 CHEMH30 s, 72 ‘CLEMI10 min, &
FL30/MIEIR; FTAPCR“WIAE20 o/LEhHE:
K, B S R G4 B, Quantity OneX
P AR, AP AE LA 7= ) 5 B-actin R FA 43
W JE (A HE R R,

1.2.4 SELDI-TOF-MS4#7: WA IR 41, &
R P AR, IO N 2 AR R A, DO TR A
ARAS s X2k, VK EF#E30 min, 12 000 r/min
4 °C #0260 min, BU/b b e SR IR,
LR BIE W 25547 T-80 ‘C & H.

#30 pL EIRFES 90 pL CM10 Buffer,
100 pLin Nt v &AL 2 TR 4 b
PL200 r/min& 0% & 60 min)o I, SEFLIN
200 pL CMI10ZzM, 9% %5 55 min 29K, &a
5 H 120 mmol/L HEPES(pH7.4)¥kuk, W15
. S A EELAR 2K INSPA 0.5 uL, 29k 18] AR
T

JFEAN S 5% O sR 220, REBUES,
PEALTEHI800-20 000 /5t fif LU (m/z). 545305 v HX
1 A —IEH NEEN S, SR RICVS
10%. #FTHALLINONEZ kbRt 15 Fr L IF,
RGN 2 <0.1%. JR4G %S LiProteinchip
3.0ATZIE.

St F A SR ERE MG N
SPSS13.08 AT G vk 40 i, Hidli ¥ Limean+
SD# 7R, 1A LR A %, P<0.05% R A7AE
Goit g . B ARIEM G 0T K H Cipher-
gen Protein Chip# £f FlIBiomarker Wizard 544X}
O R AR A5 21 1R B 11 JTOMD6S 2 i R B 1S Ay

A60
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B 2 {HESEESELDI-TOF-MSEIL. A: X HRZH; B: A5/ 2ir4H.

Eb S i F B A2 P R B AT AL B, HBiomarker
Wizard Software3.1 ¥ fffiBiomarker Patterns
Software 4.0. VA Hl BEAT A OCHE 70 A, LE
WA 2 R) R T S PN, P<0.05 B A Gt
FEX.

2 BR

2.1 % REXHSCHTGF-p1. MMP-2&TIMP-2
mRNAZ A 6% em S LA, 3R 4Lm
MMP-2 mRNAKIE BT &E, 206 %0t
2 3(0.094+0.051 vs 0.02340.056, P<0.05); 1
TGF-BIAITIMP-2 mRNAZIE W] FEIE, 204
it 3(0.301 £0.025 vs 0.503£0.042; 0.719
+0.03 vs 1.2044-0.418, P<0.05, &/1).

2.2 SELDI-TOF-MS % #7 % & & 649 AL LK)
B 176F0 a7 Jot Lo AS 7] (1) 8 1 0, L5 00 BR4TAH L,
XS REH G, 32 & EIRMmAELL L, A3
AMEA NG B, A7 EAS 798.33,
6499.74, 6 896.73 %18 110 ) L8 173.96.
4.22. 4.28f%(K2,3).
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A40 MZTIERIAIT6 mo/F M HITIMP-2/K YL W& R £
» O BAEC, T L, FERFREAL IR MENFRRRE 0 o
10 5795.4+H B B M P TIMP-2[ AP B B B 7t P, #F HSCH#ITGE-BI.
6729.2+|F897.0+H NN . e - MMP-24=TIMP-2
= I R THEHSC-ToJa, FATRHRT-PCRIZAL  symrNA £ i
°0% 6500 700 JIMMP-2FITIMP-2[(JmRNA %Kik, 45 RAM, 5 "Z 22 j:é‘ ii ’@‘
- AIATLEMMP-2ft &I R B E, WTIMP2 3 0000 5 7 ¢
N s 5T B PUEERA TS R T il g B R
20 I TTMMP-2/TIMP-2 [ 3R35, T R AFEPieT it
10 732.444§0%8.8H HI7ER.
0 6 000 6500 > 000 JFFJUE 2 2 B I AR, 0 A

B 3 REASTMNEORNEZEBFEURSE, XD FR
295796, 6730, 6 898EI3TRAE LIAINER. A: WK
/H: B: AR,

HECMIII A il AR I B A 1A, 2T A 21
Y ah A AT IR, & TR R S0 R 13
HECM G il BEAR 1) A TS 2 T 7L K W,
TGF-BUESRA I I EET A g i R 112, ZEJT
YL RIE ] B 2, W EH S CIR i A
th, (FECM A 8 2, Bk, JEA7ELE IE Rt
TN, AR TSRt HERE R ZEFRAT 10
WFFT 24, A8 R T FHSC-T6 ), 5 xf 4 EhAs,
TGF-B1 I mRNAKIA & I WK, RS
X, BRATTHE TS R T ) G T I T GF-B 1
IR R AEBUT A 4EAb 1 .

MMPs £ ECM P& 1) 121 R, 1L TIMPs
R AMHEIMMPs, BHIEECMII B, M ek
LTk T AL, MMP-29) R BT /N B 7
PE I8 40 PR RN G B AN B R R R R .
WFFTIN MM P-27E £F 4E AL I B, 1T 8 Al
PRRNT AT ALK AT 310 7 A1, 2R R} A0
WG R I, 0T 5 40 T i #2 MM P-211)
FERFRIL . HEARIE LS & MMP-2
(1) 2 15 55 il 5 1k A T 7 4 Ak 308 4 3ok 0K 97 B
%, BEIAMMP-25 IF£F 440 It & A R R 2 D) AH
K, M TIMP-2175 FF4F YAk & Ji i 72 vh A 1 58,
MMP-2/TIMP-2[FJ LA T B 15 AR R F= FTHSC
H, TIMP-2AN3R1E, HSCHGE )G TIMP-24 1%
. T AR TURIL, PHBY R B Eh nT i
T GF-BIAITIMP-23 32 1M i 2k B T 4 Ak 1) 3
BRSSPI R IR R I TIMP-2
[R5, W] ) SR MMP-2 (5 1, BRAG IV ke 5t
FERF AR AL TR, JkE I 2T 4EA0 I R . I
RIFFCR I, RETRFE AT 2N T R
B S I TIMP-2/KFAE6 mo i i & T,
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