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Abstract: In this study, we investigated the effect of Cigu Xiaozhi formula on HSC-T6 activity in hypoxic
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microenvironment based on network pharmacology and computer-aided drug design, and predicted and verified its
possible targets and related signaling pathways. The potential active components and targets of Cigu Xiaozhi
formula were screened by searching Traditional Chinese Medicine Systems Pharmacology Database and Analysis
Platform (TCMSP), Encyclopaedia of Traditional Chinese Medicine (ETCM) and Bioinformatics Analysis Tool for
Molecular Mechanism of Traditional Chinese Medicine (BATMAN-TCM) databases, and the liver fibrosis related
targets retrieved from Gene Cards and Pharm GK database were integrated to obtain the potential targets of Cigu
Xiaozhi formula in the treatment of liver fibrosis. GO enrichment analysis and KEGG signaling pathway
enrichment analysis were performed on Omic Share platform, and Cytoscape software was used to construct the
"potential active ingredient-key target-pathway" network. The active components and target proteins were
subjected to molecular docking analysis by Auto Dock software. According to the results of molecular dynamics
simulation and binding free energy calculation, the top 5 active components with degree were scored. The active
components stigmasterol and f-sitosterol were subjected to molecular docking. CoCl, was used to induce HSC-T6
cells to construct hypoxia model in vitro. The cell viability was detected by CCK-8 assay, and the optimal time and
concentration of hypoxia model of HSC-T6 cells was determined to be 100 umol-L" CoCl, for 24 h. Under
hypoxia condition, HSC-T6 cells were activated, the wound healing rate was significantly increased, and the
fluorescence signal of activation marker protein o -smooth muscle actin (a-SMA) was significantly enhanced.
However, 6% drug-containing serum could inhibit the activation of HSC-T6 cells, and the wound healing rate was
significantly decreased, and the fluorescence signal of a-SMA was significantly weakened. Further studies showed
that the expressions of hypoxia-inducible factor-1a (HIF-1a), a-SMA and key proteins of Hedgehog (Hh) signaling
pathway in HSC-T6 cells were up-regulated under hypoxia, while the expressions of HIF-1a, a-SMA, Patched-1
(Ptch-1) and glioma related oncogene homology-1 (Gli-1) were down-regulated in 6% drug-containing serum
group, the YC-1 group and the cyclopamine group. These results indicated that HIF-1a and Hh signaling pathways
were involved in the activation of HSC-T6 cells, and the traditional Chinese medicine Cigu Xiaozhi formula could
inhibit the activation of HSC-T6 cells, and the mechanism may be related to the inhibition of HIF-1a expression
and the blocking of Hh signaling pathway. In conclusion, Cigu Xiaozhi formula can inhibit the activation of HSC-T6
cells by directly acting on HIF-1a and Hh signaling pathway, and exert an anti-hepatic fibrosis effect. The animal
experimental protocol has been reviewed and approved by Laboratory Animal Ethics Committee of Gansu
University of Chinese Medicine, in compliance with the Institutional Animal Care Guidelines.

Key words: computer aided drug design; Cigu Xiaozhi formula; hypoxia-inducible factor-la; rat hepatic

stellate cell; Hedgehog signaling pathway; hepatic fibrosis

JTF T 44k (liver fibrosis, LF) A& H1 2% Ff 8 M BT 45145
71 L R B SO, 1 R T PR A R ) 6 SR v ]
WRAT, A& — b LU 4l i 4h 3E BT (extra cellular matrix,
ECM) i & AR SR AR AIE s 20 F2 0, 4 A 2 St 2 7
1EIRZS 10 BF 2R 40 . (hepatic stellate cells, HSCs) %
A i A 2 B PR LS 24 4 B, 3 A PR L RS 4 44 A 4
fi %2, ECM KBTI, SEUTF A4 kAP, ZF
RIZR AT 51 A2 HSC KA e H s AL, P HIF-1a K55 =
ZLAE Y, HSC # ECM AR i 68 1 5 sk A i
¥ -la (hypoxia-inducible factor-la, HIF-la) [ T+ & B
e, HSB{E 5@ EE (Hedgehog, Hh) E5HEEES 5
JERJUE U < 55 U 5 22 M U S AT 4R AL AR, M HhE S
T S Al 245y e R BEL T IF, T R L HSC 1) il WL 2T 4 BF
41 Mo 3t A% HR A b R 1) % AL (epithelial-mesenchymal
transition, EMT), 15 £ g £ 475 & 11oWR 245 85 1) 1 %z 400
fin e RACY, A 5T R I, HIF-1a (1) 38 0 mT DA 32 75 35 o)

J8 (Sonic Hedgehog, Shh) (1) H 73 ¥, 2 1 S0 G A
IR ¥ Hh A5 Sl g DR ZH i BA T 70 0, 2E 4k
T HE 7 AT S 2 50 ORGP (nonalcoholic
fatty liver disease, NAFLD) X 5t T i Ji5 28 14 ; 44 4h s
R, B IR & A s B BENE PR PUE T
SR Y, B AR FBE SRR BL A 75 gk — 2t
Fio AW TR FH CoCl, b 2 75 5 il 51+ Tl HSC-T6
I, ) % RS AY, &0 T IR U7 1 24 ML R AT T,
FIH T H AU B 259811 (computer aided drug design,
CADD) 7 &% W 5 77 2GR oy, 2 X0 42 Tt
FERT BRAE A AT, I8 I 40 B S 8 R AT 30 00E, AT R R
241V IR J7 # ) HSC W& AL I AE FHLHI, v 259697 T
AR AR AR S

M5 RZE
TN SPF 25 fi B SD KB 20 1, Ml M 5525, K



£ H5: TR B 258 10 28365 78 JR 77 % HIF-10. /5 5 8 B 1+ 7l HSC-T6 41 i
WAL R VE F B LRI T 5T - 3051 -

(200 + 20) g, HHH R AR 2 K B W S B v b 4
fit, S8 AN A PE YV RTIE S SCXK () 2020-0001. 7]
FETIEE (24 £2) °CL A B FE 40%~70% 4+ F, H
A2 B HRBH 12 he  ACE 4 SO0 A1 H R Hh 2= 24 K 5 5k
56 2 W v ot S 56 B ) A R B R e, FLE I H R R
2R F NP IR T e (iS5 2021-258).

YHRE KU R R GE MY B sRB0 v 2R A A R
H PR (HSC-T6, CL-0116). 2 1% 77 5 Atk K 4 g
B 92 F 5 10% Ji 4 38 A 1% 5 55 K -5 5 R 0P
DMEM #5795 F 1, 2~3 Rl 1 1K, 41 2 80% il & &
I ARAX, #2113 AL AT, T 37 °C.5% CO, 15 77
FarhRE R

Am5RFH B IR Bl 2w (10 @)k
5 (15 9 IR%E (20 o) 548 (12 g 15 (20 g) 1% iy
(20 g)« E WA (30 @) E X (10 )~ &5 (15 g)- Ml fd
(20 g) A= 1 (20 @) AEEH S (30 ) BT (20 g) AN
FH B (10 g) H 14k 2541 Bk, T8 H H R H R 25K 2
B JB = e Rt 257 = 4 o IR (S HY-17024)
) H MCE A &), U5 mg M 8% H 1.214 7 mL DMSO
B 1] /% 10 mmol- L B, —20 °CAR-AF, 13 i 40 i A=
K 5% 75 WRBE ) B 10 wmol- L. YC-1 (HY-14927, MCE
2 ), BU 5 mg YC-1 fH 1.642 9 mL DMSO Ft #i] &
10 mmol L™ [ BER, =20 °CLRAT, A F i FH 48 ff A= A< 3
FEIC K 10 pmol-L'. CoCl, (Ht5: 20201225) 14 H
% 8 Sigma A w], H KV FR & 0.238 g CoCl,, /] 10 mL
ALK T2V, TR ) A 0.22 pm JE 85 2218 5 I8, 1l
54k £ 4 100 mmol-L" CoCL, BEE . ¥ CoCl, B i H
DMEM =1 # 5 77 %= 43 7 e & A% 100+ 200 400+ 600 F
800 umol-L" CoCl, i 7% ¥ - CCK-8 it 71 & (k5 :
40203) g 5 _Eig R A IR A A BCA HHIE
ik 7 (5 PC0020).SDS-PAGE #1771 & (it
5: P1200).BSA (it 5: 20210920) . FT % Y6 ZE 9 35 771
(5 S2110) M B Jb 5t R 3k E FHA PR A 75 HIF-1a
otk (@5 GTX127309, 1:1 000)- ik 12 5 8 #H 56 Je Jik
1 (glioma related oncogene homology-1, Gli-1) $t {4
(#t 5 : GTX106207, 1: 1 000). a-F 1 AL UL 3 & A
(a -smooth muscle actin, a -SMA) $T #& ( #t 5 :
GTX100034, 1:1 000) 4 F Gene Tex A & ; 1191
IgG (fit 5 : RS0002, 1:10 000). i i i IgG (it 5 :
RS0001, 1: 10 000). S -actin B 73 B $7 #& (#t 5 :
YM3028, 1:10 000). i GAPDH #ii /& (it 5 : YM3215,
1:10 000) % El Immunoway A 7 ; $1i Patched-1 (Ptchl)
Fifk (5 Ab53715, 1:1 000) I [ Abcam 2

1B AR (iMark, 35 [E BioRad /A #]); Western
blot ¥ X (DYCZ-40G). Western blot Fi ¥k 1% (DYCZ-

25D). Western blot HL i (DYY-6D) (At 5/~ — M kH
A l); FEIR (SK-0180-E, SCILOGEX A w); 181 B % %
I UBE (IXS53, Olympus 2 &)); 10 2% & 6 i 15 1%
(MiniChemi 610, Jt 5% 28 2 BH 45 A IR A 7)), &l A 7
B0 ML (5424R). = K IR & U O Ml (TGL-16)
(Eppendorf 2 &),

WIBESHHE TCMS H ¥ % (http://temspw.
com/tcmsp. php), ETCM #(#& 7 (http://www. tcmip. cn/
ETCM/index. php/Home/), BATMAN-TCM % #& J&
(http://bionet. ncpsb. org/batman-tcm/), Uniprot % 4 &
(https://www. uniprot. org/), Cytoscape3.7.2 3K 1, Gene
Cards U4 & (https://www.genecards.org/) 1 PharmGK
B4 (https://www. pharmgkb. org/), String % 4 &
(https://cn.string-db.org/), DAVID #{ ¥ J# (https://david.
ncifcrf.gov/tools.jsp)o

ZEHEAPUER W ERMTFE @it
TCMSP.ETCM J BATMAN-TCM % 45 /& 43 53l LA “ 1L
s R R VAR BT e 2 BT
RO SMRE S E RN (1) W RN T i SN (= BE RN i E SN
CHEL B U NGB R A S B AR
P ET AR ZE 9 R B (oral bioavailability, OB) > 30% H.
25254, (drug-likeness, DL) > 0.18 JybritE, £ B TCMSP
Bl e, ikt s R E RS R w1
YT EE VRS MRS T W AT e
AT B RSV 5

IR EBMNIGERAY - D -5 W%
B TCMSP £4 i, 4 2805 5 b 1R v 1 1 2

P B ST B ) R R 44, FRHEAT 5 E . H Cytoscape
3.7 2B AR <0 A A3 AL R R 5

B HERATHALELBEEERESMNM
M 7F Gene Cards f1 Pharm GK £ ¥ & 1 DA “hepatic
fibrosis” 24y 4 1l kar 2 IF 21 4 AL AH O IR 2 R 0 07 ik
15 21 (1) 24 WD p 5 0 B AU HEAT ISR, RO SRAS 28 0 Y
RETT 16T A1 e TS AE/E FHEE 55

E B EEM 4 (protein-protein interactions, PPI)
MEIES AT K015 2 1 28 w6 W 6 7 18 T AT
YAk T 72 A F A 23 N String B PR, K W0 B R
J“homo sapiens”, IR FIAH EAEFH K &R . H SCAFLR
10 TSV # 3, 5 A\ # Cytoscape3.7.2 14+, FI A
Cytoscape3.7.2 H 4 1Y “network analyzer” T 8 #E 47 ™
2% ¥ A 8 ME o M, 0 Ik = T P 3 E 1) degree 5
betweenness centrality {i, Rl 5 21 S B 51 45

OB O KO AUF A DAVID i
JFE, FEYFH 52 A “homo sapiens”, K AT A #E FE K] 4 B



- 3052 - 22224 Acta Pharmaceutica Sinica 2023, 58(10): 3049-3058

e 1E N'E 77 4 FR, £ Omic Share *F- & #E1T GO & 44
T A KEGG 15 5l % & 80 . GO ' 4 B B AR
Y)id FE (biological processes, BP). 41 Jitd I it (molecular
function, MF) #1 4 g 41 4 (cell composition, CC)
KEGG i I 73 ¥ S L IR B 5 4 Fkdin A KOBAS *F- £,
S, $ B P-value {8 #E 4T TH 7, % B R 20 4N 3L
P, 2z SR AT PR .

DFHNFIEN G FEHIF-1leEBE SR
& FIH Auto Dock # {1 73 Jll % § 28 AT 257K n
A WE R, PN FRATINE R E O RS
PR, IR 2/ o R R A% U R pdbqt B
. FIF Auto Dock Tools X 7 4 4 4k 4 pdbqt # =X )
NGy T RO R AT W BB, 45 A e T O
UL RC AR 5 2 R v] LTE BARRES T 45 A, 45 G e/
F°=5.0 kJ-mol " iiE B 73 1 5 ¥E RUC I LF, WA N2
TEIT 25 AR A AT P B8 R 0 57 2 A 3

SHMBERE  ZHP L, RS K RAR IR
o bik, B 4] £ 2 as T R 7 250K N 2.268 gomL .
20 HUMEHE S SD KRR, BENL A AP, 25 A A
2540, KBUHE B AR N 1 mL/100 g 25 A% T 557
HAEMBKES, PAHA THAES, BH RS —
W ESEB TV, Bs —IRE 1 h G, EHEEET,
T MEAL R A — IR PSR A B A . 4= 1T
4 °CYUKFH#HE 2 h, LL3 500 r-min B0 15 min 5 #
M /N0 o B I3 o TR 2R A o B 1 L, 56 °CKIR
KAE 30 min, #8FG EF0.22 pm AL E R g, R 7F
# T -20 °cCUKFE . PR AT A SE IS, 3@ CCK-8
0 i AR 24 2R 3 B D7 6F HSC-T6 11 f A4 B IR
N 6% 25 ML, B, A S aG oo bR B B S 0 I
T C R 10 mL B 24 1035 ¥R B 6% I 55 77 1 % H
(0.6 mL & 25 L35 + 0.4 mL IG5 4- 175 + 9 mL JE Al 1%
FW)o

CoCLAERKE S1ERMATEITFE HSC-T6 4l
BRI T 96 FLIR T, £ 37 °C 5% CO, 5 7= 5 P 85 97
24 h, 1 20 L 56 4 W BE S, SIS AL N & A TR B
CoCl, (0.100.200.400.600.800 wmol-L™) ff] 5 4= 5% 5%
H 100 pL, 2 E AL H 0 100 L A 55 40 Ml (1) 58 4 5% 5%
B, MAHIA T, HFERE TRFRMAT S0 E 24
A48 h g, #2810 uL WST-8 XA A REFL, F4k L &
2.5 h, 3 B B bR AXCAE 450 nm AL 5E WO (4) 18, 1T
YN 7T

ML SHEBEIE  HSC-To 410 H 2 10% fifi
- 1fiL 375 1) DMEM =1 B 56 4 55 72, i E T 37 °C. 5%
C0,.95% O, 100% ¥ & 1) 55 7246 v 15 9%, 1 25.0 cm’
(50 mL) 2 i 5% 57 UM JEC AE K 22 90% B, FH 0.25% fif 2

1B -EDTA 78 40 38 78 1 A A% AR b 2, B 5~ 8 4R % 0
S 0D SR R RS a1 S IR SR B A AN = S 2
ERZ AL YC-1 41 6% & 25 M35 240 . %o B 41 1F % 1%
Fr A5G IR, SR ALK AR = % SRS, K H CoCl 4k %
7 5 B0 T T HSC-T6 41 o, 1K 35 CCK-8 45 5
100 pmol-L™" CoCl, #5 T 84 24 h. K45 2454 A
ZH: 10 pmol-L" Hh i & # 1 7 ¥ B i ; YC-1 4.
10 pmol-L™" HIF-1o 5 57 M F0 1 57 YC-1; & 24 i 4.
6% A g 7 ) WAL HE 24 h j5, SLRD4E T
100 pmol-L™" CoCl, 47 SR AL ¥ 24 h.

MEXRAESERMNE Hid5SZEE“FE"FE6IL
BRI TH, % 2.5%10° /N/FL 3 Fh HSC-T6 4 il % 2H 4H
MUAERE SR P 595 24 hJa, 200 uL 3 A Sk g 7E R
T b, BETRFRREE, (R R — 58, RIE 75 W —
. PBSYRAHM3 IR, E KN M40, i TG i By
FRIE, N 37 °C 5% CO, 55 IR 15 9%, 73 W 1E 24 F1
48 h R, Fr BRI S R X 4, WS 4l L #2, R H
YRR A H .

RIER M HSC-T6 HHEEF o-SMAKIFTRIE ¥
%20 HSC-T6 i i d Fh T 6 FLIR, £5 9% 24 h J5 W5 15 77
F, PBS ¥ 3 9K, BEIR 5 min, FH 4% £ K W # (PBS it
ill) & W [ 72 15 min, PBS %€ F 3 WK, BEX 5 min. i
TN 3% BSA ¥ 5] 7 o5 4 e, = 5 3 1 30 min, 7 3 14
W, B B I 200 pL % B 5 (1 — Pt (anti a-SMA
KIR, 1:100), B TR G 4 COKMME IR . BUHE
&8 T %855 30 min. PBS ¥E3 /&, M1\ & & 5 B
U B PO iR &b 37 °Ci% E 60 min. PBS ¥E 3 X,
5 min, # I1 DAPIE A 5 min, X AR A AT 4%, Uk
2 Z R DAPL. & /o 1E 5 B %ot BisE T WK
LB

Western blot % Il HSC-T6 #f ffi & HIF-1a.
a-SMA , Ptch-1 1 Gli-1 B9 FRIA 4R 7% S50 41 41
FFFLINN 0.5 mL RIPA 423 22 M@, $2 U5 24t N A
FH. BEEAEERFE (BCAE) Ul 15317 #
B, 5 2 A FR FE . BL 120 pg 85 A R FE A I
30 uL 5x SDSIMFEZE PR, & i S min BAE. B FIFEN
#E47 10% SDS-PAGE Jig Hi ik 2 h 4 B 8 (1, FaLIK FL i 1H
79100 V. SDS-PAGE & [ ik i %% 2 h %2 PVDF Jii; H
5% Mt JIg @k 3E A7 W UR B 3 h, TN B-actin BT BE DL
& .GAPDH #it {4 \ Ptch1 Hi%& HIF-1a HL4A . Glil Fifa
a-SMA Fifk, 4 °Cid 7% ; TBST ¥ i 3 ¥k, £ 7K 10 min,
3 AN HRP AR IE /Y =40, =R E 1 h; TBST Je i
39K, K 10 min, I N ECL ROGW &, K B 5.
GRS, IR Tmage T804 23 #r 46 717 (0 2K )
i, LL a-SMA 5 GAPDH /& JF 1 [ bt {fi, HIF-1a-



£ H5: TR B 258 10 28365 78 JR 77 % HIF-10. /5 5 8 B 1+ 7l HSC-T6 41 i
TEACHIE R B AL 9 -+ 3053
Ptch-1.Gli-1 5 g-actin K FEAE I HAE R R H I E A1 ITEELEAE FHBE .

FH R IE & .

G F M N SPSS22.0 Gtk 41K
BN T 20 MT (one-way ANOVA), £ 5 LR F
/NS (LSD RIS, Fivt &5 FAIIE = b2 (x £5)
FKIR, P<0.05H G ¥R

R

ERHBE IR B R T R R R R S U

R 4% OB > 30% H.DL > 0.18 fiFr ik, M\ TCMSP %
5t PE TR 2R A9 H 26 Y I AL IR R 43 3R 290 A,
HOL RS 3, IRZE 15, SR 174, 585 214, B
1294, #E 364, Midd T 454, ILiE 94N, T i 13
44, HEL02AN, 1 144, 2L H 134, #5104, -
B2, BEELE, RE 279 M EERS . FIH
TCMSP £ 45 i 25 1 35 P2 23 8 A0S 2, et of 7
275 o A A Uniprot 28R 2 X #E 55 5 Rk 47
FRiEfl, SRAFHN S IR 273 4 2R 1 2% T Mg 77 b
EPE R AR B . ) GeneCards & PharmGK
B ke & AR e AR A, JE15 25 259 MR R,
FHl Omicshare V- & 2 i 55 B &, 15 26 %5 78 Haﬁ‘{ﬁﬁﬁk
G306 N P A 555 5 AT 4 Ak ) B AT S B R 4R, 3
1931 214 438 SCHE A, BN 28465 AR 7 16 97 I 47 44k

2 PPINEHWES S

2 T e 7 V6 9T BT AR 4EAL I 42 A SR BEHE T S
A E| Cytoscape3.7.2 1, 43 2 & (1 5t AH B AF FH
% (B ). @ M 4% 1 4 4 # & B HIF-1a. TP53.
SERPINE1.CCNDI1.EGFR % ¥ /5 & 28 % V8 IE AL 16 I7
JH 2T 44K B S B 40 05 . HIF-lo 7] B AT di A B2 H 5
RIEFEFRIL, |36 H R LR .

Figure 1 Protein-protein interactions (PPI) network diagram of

key targets

Table 1 Basic information about the active ingredients of Cigu Xiaozhi formula. OB: Oral bioavailability; DL: Drug-likeness

Mol ID Compound OB/% DL Drug
MOL000358 Beta-sitosterol 36.91 0.75 Pseudobulbus Cremastrae seu Pleiones
MOL000449 Stigmasterol 43.83 0.76
MOLO001755 24-Ethylcholest-4-en-3-one 36.08 0.76 Pinelliae Rhizoma
MOL002670 Cavidine 35.64 0.81
MOL000275 Trametenolic acid 38.71 0.80 Poria
MOL000276 7,9(11)-Dehydropachymic acid 35.11 0.81
MOLO001645 Linoleyl acetate 42.10 1.08 Radix Bupleuri
MOL002776 Baicalin 40.12 0.75
MOL002140 Perlolyrine 65.95 0.27 Codonopsis Radix
MOL002879 Diop 43.59 0.39
MOL000953 Cholesterol 37.87 0.68 Ground Beetle
MOL001323 Sitosterol alphal 43.28 0.78 Coicis Semen
MOL001494 Mandenol 42.00 0.19
MOLO001689 Acacetin 34.97 0.24 Scutellariae Radix
MOL000173 Wogonin 30.68 0.23
MOL000359 Sitosterol 36.91 0.75 Rhizoma Alismatis
MOL000830 Alisol B 34.47 0.82
MOL001323 Sitosterol alphal 43.28 0.78 Lycii Fructus
MOLO003578 Cycloartenol 38.69 0.78
MOLO000359 Sitosterol 36.91 0.75 Crataegus Pinnatifida
MOL000098 Quercetin 46.43 0.28
MOL008647 N-trans-Feruloyltyramine 86.71 0.26 Radix Polygoni Multiflori
MOL002268 Rhein 47.07 0.28
MOL002281 Toralactone 46.46 0.24 Semen Cassiae
MOL000471 Aloe-emodin 83.38 0.24
MOL001484 Inermine 75.18 0.54 Licorice
MOL001792 DFV 32.76 0.18
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Figure 2 Gene ontology (GO) enrichment analysis of predicted target genes of Cigu Xiaozhi Formula against liver fibrosis. BP: Biological
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Figure 3 Kyoto encyclopedia of genes and genomes (KEGG) pathway enrichment analysis of predicted target genes of Cigu Xiaozhi

Formula against liver fibrosis

Table 2 Binding of active ingredients with HIF-1a

Binding energy/kcal-mol’!

MOLID Active ingredient
HIF-1a
MOL000098 Quercetin =7.2
MOL000449 Stigmasterol =79
MOLO000422 Kaempferol =7.0
MOL000358 p-Sitosterol -8.3
MOL000354 Isorhamnetin =74

A

Figure 4 Molecular docking of hypoxia-inducible factor-la

(HIF-1a) protein with active constituents of Pseudobulb of Appen-
diculate Cremastra. A: f-Sitosterol and HIF-1a; B: Stigmasterol
and HIF-1a
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Figure 5 Effects of different concentrations of CoCl, on HSC-T6
cell proliferation after 24 h and 48 h treatment. n =3, x £ s. P <
0.05, "P < 0.01 vs control group

FEAGIHE L (P<0.01). SHELLE, YC-1
41 [(23.6 £ 0.6)%] P LI 4H [(28.3 = 1.0)%] 6% % 24
MY 2H [(20.1 £ 0.9)%] 4 B RIJR A i 26 B B B AIK (P <
0.01). 15 6% 7 24 MG 4 HLAR, YC-1 41 A B2 Jiie 26 441 ffa
KR VA R B8N (P < 0.01), B 287570 s 5 Rt &
2 BB S0IR 25 T HSC-T6 40 i 1 R R VA g, HoAF
A AR T Hh 3@ 2% BH W 75 A HIF-1a 7 5 1% 55 Bt
7 (E 6).

8 ZETEEAS /5 ¥ HSC-T6 4B a-SMA RiX KIS M

G b aE R B IR, 5 IEH SRR, B A
a-SMA %6k Fif (P <0.01). Z&%: T8 T 77 & 245 1.
ET TG, a-SMA %6 H B % TR (P<0.01), YC-1
I EIE T TS o-SMA %GR I TG B S 22 3, 3R W R
RE A% 75 HX HSC-T6 41 Jitd 3¢ 15 55 53 M b5 B a-SMA, 1M
6% %& % 1H A5 77 & 24 L7 fe 49 ] 3% 14 B9 HSC-Te6 41 Jitd
Fik a-SMA (B 7).
9 Z%EIEAS 5 X HSC-T6 48 fff & HIF-1a. a-SMA .
Ptch-1 70 Gli-1 EBRIARF M

5t WA He A, B4 4 HIF-1a, a-SMA L Ptch-1 Al
Gli-1 A £iA Bl (P < 0.05); 58 A H L, YC-1
MR 6% & 2 1l 4 HIF-1a+ a-SMA | Ptch-1
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Figure 6 Healing percentage of HSC-T6 cells in each group (x40). n=3,x+ s . "P<0.01 vs control group; #*P < 0.01 vs hypoxia group;

24P <0.01 vs 6% drug-containing serum group
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Figure 7 a-Smooth muscle actin (¢-SMA) fluorescence intensity in different treatment groups (x400). n =3, x+ s. P < 0.01 vs control

group; 4P < 0.01 vs hypoxia group
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Figure 8 Effect of Cigu Xiaozhi Formula on HIF-1a/Hh pathway in HSC-T6. n =3, X £s. "P < 0.05, “P < 0.01 vs control group; 4P <

0.01 vs hypoxia group; “P < 0.05 vs 6% drug-containing serum group. Hh: Hedgehog; Ptchl: Patched-1; Gli-1: Glioma related oncogene
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