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[ ZE] BB BSOS MALSEXT K BUERSTET S 4e b py e m AL, ik K 120 5 SD K RBENL /> Bexd B4
BRI FROKALIBRAL R R 25 4L il B R 2541 KRR 2541 % 20 2, Bt B414h, AR 4 KR M 56 s S
[15ml/ (kg «d) " JECATE4EqL, R %/ o KRR R ZGA DB 109/ (kg «d) '.20g/ (kg +d) ' 40g/ (kg +d) ' 2IE
MALHEE T 25 4107 B - BROKABRAL LA K AL B [2mg/ (kg + d) '] BORAL T4 RAEBEKER . 6 4 AFAIERIT. X
i HE Yo 0% 504 4K BURFIE B9 2T 4L AR, S L AL VA AT AL 4 Ak A= K R F-BL(T GF-BL) E [ %k, | RT-PCR 46
WA 20K FUFALZUH T GF-PL il Smads3 Smads4 Smads7 FBRRKFFk, R IR G b 25 4 R FOK ALY £F 44k
Sy B SRR A A S A e i B L (P<0. 05 & p<20. 01); SRR A b %, 45 25 4 R ROKABRAL Y T GF-BL 2 3 %3k
B ERAT (P<<0. 01), H AP 25 HBHOKAIBRZL T GF-BL 25 19 B3 BAR (P<<0. 01) s KA I & 5857 /5 TGF-B1 Smad3,
Smad4 Smad? S THIRAK T HAMFE, B 3505 MAL Bk B8 T IR P T 27 46 K K R T GF-BL Smad3,
Smad4 mRNA FiEKFIF LI smad?” mRNA FEKF, T T Smads {558 5 KL,
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Effect of Yiqi Huoxue Huatan Method on the Transformation Growth Factor-B1/Smads Signal Pathway of Rats with Alcoholic Liver
Fibrosis

WU Lingkang': SHI Liangliang' s CHEN Chunmei' » SHAN Guodong®: WU Feng’

(1. The Second Affiliated Hospital, Zhejiang University of Chinese Medicine, Hangzhou 3100055 2. The First Affilia-
ted Hospital of Medical College, Zhejiang University)

ABSTRACT  Objective To explore the effect and mechanism of Yiqi Huoxue Huatan Method (treatment of reinforcing qi, ac-
tivating blood: and dissolving phlegm) on alcoholic liver fibrosis rats- Methods Totally 120 SD rats were randomized into con-
trol group, model group: colchicin group: and small-dosage: medium-dosage, and large-dosage Chinese medicine groups, with
20 in each- Except the control group: the other groups were all treated with alcohol intragastric feeding [15ml/(kg «d) l] to
induce liver fibrosis- Meanwhile, the small-dosage, medium-dosage, and large-dosage Chinese medicine groups were given in-
tragastric feeding with herbal decoction made by Yiqi Huoxue Huatan medicines, 109/(kg «d) ' Zog/(kg «d) ", and 4Og/
(kg * d) ! respectively.- The colchicin group was administered colchicin [ng/(kg «d) '] by intragastric feeding- And the
model group was applied equal amount of normal saline for intragastric feeding- Six months later, the rats were killed and their
livers were obtained for observation: The severity of fibrosis was determined by using the HE dyeing- The transformation
growth factor-Bl (T GF‘Bl) expression and distribution in the liver tissues of all groups were detected with the immunohisto-
chemical method- And the expression of TGF-PL and Smads3, Smads4. and Smads7 nucleic acid in liver tissues of all groups
was tested with RT -~ PCR method- Results The stage of fibrosis in the different dosage Chinese medicine groups and colchicin
group was all different from that of the model group with statistical significance (P<<0.05 or P<<0.01). Compared with the
model group; the expression of TGF-PL in all Chinese medicine groups and colchicin group was significantly decreased (P<<
0.01), and the decrease in the large-dosage Chinese medicine group was more significant than that of the colchicin group ( P<<
0.01). The dosage of Chinese medicine was correlated with the expression level of TGF-BL. Smad3. Smad4. and Smad7 nucleic
acid molecules after treatment- Conclusion Yiqi Huoxue Huatan method is effective to downregulate the expression of TGF-
Bl, Smad3, and Smad4 mRNA and upregulate the expression of smad’” mRNA.-
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FFAFEALR P EE <RIBS SERETEmE. LLTHEINL
B, PR ELEZ RZ L. PR D25 UE A g
BT S BT R, #ALE K TRl (TGF-
Bly B—FhZohRe A T & AEVEY 40 1 il 1
. AL, VETI. TR BT K AR R Y
HE o R R R AL AL s e, A
it 2 AF R Va7 AR 4L i a0 B AR, R R
BYY, A8 TGF-PL RIAAE— /N E 220 Smads 15
EAEE M, 1M TGF-B1/smads EReplilisptiiEansis
W BBV AR, ASHFF AT 1 R U
WEVE T £ 4 {0 LR, W82 JiF 4F 4k AL Fn T GF-B1/
Smads {5 5B AL, BT S0E AL IAIT
KRR HERTER4EAL Y VE T DL
1 #MREREE
1.1 sah4p

SEHR I e pl 3 — 20T R AR MERY SD AR 150
MRS, (R 180~210g, 43558 55, dWiiT
v 25 K2 3 ) op 0 BRI [ 5250 3V AT E B
SCXK ()2009-00097, HHL o B 25 k2 5 b b i
T R,

L2 3B E5KA

HE @ik, PCR X (96 7L, g B sl 4
BRAEIRAE) . Lk S 2 HNEE IR R 2 e (it o
R R A B3R Bt KB TCF-PL £ 4t
(—30, #65. BA02900) , B3 S L EEbR 1T 4T 4
LU S BAL054) 04 [ BRI L4
THREAMRZAF] Trizol i (H#t5.308W), M-MLV
W SR (5. 00063966 ), Tag i (#H 5
1208710), 10m M/LANTP (#t5-.312K1011) #4115
T A TR (L) BIRA .,

1.3 #4%

AR MAL B 254 0y . B 30g. F & 20g,
JI1E5 20g., %49 20g., 11125 20g ., #:A5 15g., 25 20g.
F1 0% 30q I 15g S A Wi rp B 25 k2 e
R 25 AR ] K R E A2 A R
2g/m, 448 150ml: BOKAIBE - 1mg/ Frs 20 F (it
. H5321534) , B HIHIZ5 ey 23 1 A7
L4 #AH 4500

4 150 2 SD FFUR FH BEHL AT Fe 145 Hy 0ot B
28 R BB /Nl b 254 ehl k2
4 KHI 24 6 41, 4R 25 H,

VA P TE A AL e R Wy 1 5 % Sk [3 ],
Bxt BRZESN, HAR AR T LA 56" i HEE (15ml/
(kg =d) ) JE BB R, AN, o, o7l B v 25 40 43

ML 10g/ (kg «d) ", 20g/ (kg +d) " 40g/ (kg -
d) ' FREAIEMALEE 5 E . FOKABR AR K AL
B 2mg/ (kg = d) L BERLE TR R 0] A B
HKHEE . £HAH S 6 M H.

T AR R R 2 2 TR ) SR A 24 B AN TR 32 1
FERETS b, Bl B A 23 B BRI 21
FOKAIBRZL 22 2 /Nl P25 4 22 1 s E 2y
21 A oRmEPZ 21 B, 4R AT
FIRREALAMER 20 5, 45 120 2, 4038, BUITAEARAS .
ORI T 102 PEEp T HE Yet Al A
s, J BT WA PR T — 80C kAT
RT-PCR A&,

L5 HE (&7 %

ZHESCHR[4 10T IR S U — B E
Qi1 2 - = S 1 7)) 1) = i £ )
—H AR,

HREE 1995 445 e O B VAT 46 B i 75 )
TRERISWIAR HE 09 2 S AR E . BT 25 4510 53 0T bm ot SO
FNIEH T L. S1 A IR AT Y A=, i
FRANT TR X A 20 B BRI T 47 4 R s it » {HL G [ Bl
TERL:S2 A A IR IR £F 4k 3 Az wp g KRN T Tk X
SRR LRSI I DU R AT AR R TE AN S 4
1R+ S 3 o e S £F 4k K B3 4B A S FE A 52
SxAIBE IR B SRR AN 52 4 1 B BT B /N -
S4 2%y sE 2 A BB R BN K BT AL.

1.6 TGF-Bl & a7t

F S e AL BRI 4L 40 TGF-PL a4y
A FIFGRHRIE . LASH 2 ML A B — il VEBA M X
BB, ZERPE B NS A IR £ Yt
WBEYE, BHOEES TOF-BL kR AE ., ¥
AR . & BRI MPIAS-500 Z 4
VR RATR IR E SO R0 E T B,

1.7 TGF-Bl,Smad3.Smad4.Smad7 #9 mRNA %
b ¥ Sl

i F§ RT-PCR 75 % @ 514 % it. M E R
BANK ¥ Z M TGF-BL Ml Smad3. 4.7 JEH £ 5%
H1. 2K Primer3 Wit 46 LAY TREARA A
AR, @K RNA $2H N — 80°C ki BLEUE 5K
/NG TR N & R P ERAIFBE i Lml Trizol it
. FENSAIREUS RNA . oK 2B LTE. VAT
DEPC. 7K AbH 33 il Z8 17K ., 3R BUAY RNA 40047
RN E oD {1, 3k 0D260/0D280>2, ©
WS IRAE T AY TR (L) FRAF MMLV
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WAL BV A5 & B cDNA, BUEL RNA #i R
FEUTE Ny S0kg/ 1, B 10M L RNA BN 114 oli-
godT BN 70°C /KB, Smin JEUKE. N 441 5 X 22
g 21 4ANTPMix 201 FI &K & 194, 37°C
Smin JEFIIA 2000 MMLV (141)42C 3% 60min
JEEEN T0C K. 3515 cDNA (KB K FE A7, @
PCR R W AR cDNAZM £ 54 111 Tag # 0. 211
N 44 PCRMIX ( & 10mM4dNTPO. 84,
25mmol/L MgCLZl. 21, 10 X buffle 2H1) n K £
200 Jg WAk %, % #EF 48°C 45min, 95°C min,
35cycles(95°C lmin — 61°C Imin — 72°C 2min ), 72°C
10min ¥3%. OB 101 PCR R 724 5 204 J5 i
SRS IIRET R IKAELL Sv/em BEATERIK, 175664
i, OZTSAMPEMAR MrAR B IERH S
GAPDH 5 LU{H,
L8 witFaik

KA SPSS 17. 0 Gt S AT 8 A B . 24
THEBORHE LW ECR LB R 7 200 tH R 5OR
ZH (] FE R F IR SRR A BER) ¢ d o, SR TR
18] FU R F WM S AR A OB BRI 30 SRR BORE
AIME MR Spearmen 7347,
2 #R
2.1 R K RITEBR IR R LB ELER

BEAYZH BT /N2 25 1E 8 25 IR R 27 eV AR
TR AL 1) BT /NI PR S A T B AR /NI T 2400 i S 3 22
PR BOKATRAL R R LR 4E R B3 A AR 4
[T R T 40 M HE 51 ZE 6L VA XA 4 0 40 M 1=
T s K i 25 0 ] IR IR R 4R A= (B TSR/
s KA FEA A HED B 5% /0 & RV AH IR T :
Hp ] B P 25 2 SRR OK AL B 25 22 R B R BBORE 25 /)
Fl R 22 A] WA XOR & 2 4EUTAR 3803 T2 iR
/NI BFARHES N ZEEL . R R AR

LR BIRIH AL s A S X A Z R A S
TR L (P=<0.01), g/ Hr K F] & o 25 4 S fk
IKAUBRZE A £ AL 53 BR SR 2 L s A it
2R L (P=<0.05 8 p<<0.01), Spearman fH3:
SRR 2GR R 56T AT 4R 7 W 2 M
3(r=—0.472, p<<0.01)
2.2 TGF-Bl &z aebmiss R

B e 5 H 8] b 22 X (B e i
PSS X I T GE-BL 63k i e 2, 3 B X
BRI AR S A M /DN e ] L 52 R )
Bl £F4E(RIRG . X R AL/ XI5 A 7 0 e 1E

® 1 BHKREIFHLURED) R L0 IR SR (R)

205 i SO sl S2 s3 S4
S A 2] 20 16 4 0 0 0
FERIZE 20 0 0 0 6 14
KAl 20 4 6 4 4 2
INF B 2GS 20 2 4 4 4 6
|2 o0 20 4 6 6 2 2
P b T 20 12 2 4 2 0

Vs Sk B4 B x P=0. 01; IR 4 b e, AP <<0. 05,
ANAP<0.01
AR TCFPL 53k, HAR R AR A4
RFERERER TCF-PL ik, GBedlL IR 2 B M5
N MPTAS-500 Z 1 (A (075 B P& SC AT R 4%
B OB B EREATAMT

% 2R, SR B4 TOF-PL A B
ETHE(P<<0.01); SR LR, 45 -p 25 4 koK
0. 01y, H A& 25 A Eefko KAl TGF-BL &
BEFML(P<<0.01), Spearmen #3441 & IH.
2] B 5 TGF-BL iy K P 2 A (r— —
0.679, p<<0.01),
F2 AAKR TGOl e AR ML R B (xTs)

25 kA oD f#
papiebicl 20 0. 20040. 010
PRI ZH 20 0. 25340. 009 *

FRAKAL B 2H 20 0. 22940. 0082
INFR B R 24 20 0. 230=£0. 0022
il 24l 20 0. 22740. 0082
Al EPZ4H 20 0.219740. 0054%

T SR R, * P<<0.01; SRR L, AP<<0.01; 5Fk
TKAIBRAL L5, # p<<0.01
2.3 TGF-P1/Smads RT-PCR 434 %

% 3 7% ANFA4LE TGF-BL/Smad347 %4> T

M FEACE A 22 7 (P<0.01), 5% B4 g,
AR TGF-PL Smad3.Smad4 mRNA 7K F-HH 5
VAT Smad?7 mRNA B I (P<<0.05 5 P
0.01); AL AL, v, KR E P 2540 TCF-
Bl .Smad3.Smad4 mRNA /KP4 A5 [ F2 B 4t < 18
Il Smad? mRNA Fi( P<<0. 05 5 p<<0.01): 5%k
IKALBR 2R He 45 K] B h 25401 TGF-PL, Smad3,
Smadd K VIR LE—E B T (P=0.05 5 p<
0.01), Spearmen FHSEPE/HT R, 25 & 54
F7J5 TGF-PL A1 Smad3. 4.7 £ 44 R 4> F- i F 1 K
S AN (r= —0. 33, p<<0. 05, ;= —0. 379, p
<<0. 05, ;= —0. 346, p<<0. 05, ;=0. 4, p<<0. 05) ,
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F3 KAKE TGF-BL/Smads RT-PCR ¥ 145 ik (xs)

25 E TGF-R1 Smad3 Smad4 Smad?
S HaZH 20 0.2240. 10 0.3740. 22 0.8940. 35 1. 4020. 82
BRI 20 2.041.02%* 1.6941.01%~ 2.6674-1.48% " 0.764-0.29%
FOKALBRER 20 1.2740.76 1. 40+0. 78 1. 6740. 68 1.1740. 56
INFI B 254 20 1.680. 93 1.5740. 70 2.47+0.99% 0. 810. 40
rha | 2 20 1. 2940. 55 1. 2440.75 1. 4540. 674 1. 3940, 3744
FeHl B h 254 20 0.384+0. 14007 % 0. 620, 2400% 0. 880, 5740% 1.564-0. 3204

T SR ERALEES, ¥ P<C0.05, * * p<<0.01; AL L#, A P<0. 05, AAP<0. 01; 5HKAIMRALL &, £ P<<0.05, # £ p<<0.01

3 g

TG BT 420 PR R 1T DA 43 A TR RS P A s T
FEVERT 5 TERS PR AT £F 4E A RS PERTRE AL 4 A2
R ARV G S0 A YR R AT T AL BT AL Y
FA R R AR 2 B IC JR A 4 K BB A H AT
s BEERIRZEME (HSC) B30E FIRF 8216 AL /2 AT £ 4
LR SHE, HSC #24L WAL LT 4E 20 ifL (MFB ) » 433
KEHMINER (ECM) . ECM 8 & BUK T FEfR
BT 4™ . TGF-BL B Bt fE by — 4
PR E S 3 T T GF Bl A {5538 4) Smad Kk
SIS EER A % . TGF-BL E$454 TBRII 5@
1t B-Z BB ) #:45 4 TBRIL JEK TGF-BL/TBRII
BEYIFRHE S TBRI AR 1L BERR{L A TBRI
AT LAVE AL 32 1A% Fe ¥ Smad (Smad2 5% Smad3) ff H:
BERRAY . 3538 FI & Smad (Smad4) 45 & TE BRI &
B LRI TR N A ok TR 2RI
AN T GF-BL i 577 AL 1 LE W) 228N AN ] 1] 38k
SR A K PR AT A R
S, TGF-BL 25 7 FF£F e AL i 72 o e R i
B4 Smad A LE TGF-BL 32k 5 &1k i
—RAeW HENES ST A EA G hRE.
ALK T GF-BL R R 75 14 I\ 200 i Pt N 40
¥, SEF4Efb RN Rk A (%,

AP EAEERNE L, WRH MR NI Z,
PR, FELLV YN, 2 BAFRIMT RAT B A
W LAAMITIR , PR EIRME, SO ERR A, NI
TEIMAT., VA 24 o BB 32 15 BA %A 36 I
AEEIE MK N B T IRV E A S A R St
ARG SRR BHTI G BA . 1% 245 & B8 2 S AL
2R

26 AR S6TTEREER . BRAI4L SD KEUE
BT PO SR TR VERF AT R4 s T 2 SE IMAE
PR AT, & A L4 a2 1 —
SERREERY ], X PP IEIVE H S ROKALBEA T T
P T HLs Fhia T F AR SEERSTE I P9 5 H 2 75 A

IEAESG: #E—2B AT AR B, & S I AL 58 2k %
TGF‘Bl‘ Smad3, Smad4 & FPWEAE A, WXt
Smad? kA LM, T HAE S5 78 B X
VRAE A S h 2570 & R B EARSCYE . SR AR UG 1L
gL e 1L % TGF-BL/Smads {55 B 1 &
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