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[ Abstract]
polarization by regulating the Wnt3a/B -catenin signaling pathway, thereby reducing epithelial-mesenchymal transition and

Objective: This study aimed to investigate whether Bushen Tongluo prescription inhibits macrophage

excessive extracellular matrix deposition, in order to elucidate the anti-pulmonary fibrosis mechanisms of Bushen Tongluo
prescription and provide a new theoretical basis for the clinical treatment of pulmonary fibrosis. Methods: Fifty male Sprague-
Dawley (SD) rats were randomly divided into a blank group, model group, pirfenidone group, and high- and low-dose Bushen
Tongluo prescription groups. Except for the blank group, the pulmonary fibrosis model was established by intratracheal instillation
of bleomycin. Intervention was initiated on day 28 after modeling. The high- and low-dose Bushen Tongluo prescription groups were
administered Bushen Tongluo prescription at doses of 30.88, 15.44 g-kg', respectively, by intragastric gavage. The pirfenidone
group was administered pirfenidone capsules at 110 mg-kg' by intragastric gavage. The blank and model groups were given an
equal volume of normal saline by gavage, once daily for 90 days. After treatment, the level of transforming growth factor-p3,
(TGF-B,) in bronchoalveolar lavage fluid (BALF) was detected by enzyme-linked immunosorbent assay (ELISA). Morphological
changes in lung tissue and the collagen volume fraction were compared. The protein distribution and expression of E-cadherin,
cytokeratin 19, a-smooth muscle actin (¢-SMA) , vimentin, collagen type I (Col 1 ), and collagen type Il (Col Il ) in lung
tissue were detected by immunohistochemistry. The protein distribution and expression of CD68, arginase-1 (Arg-1), inducible
nitric oxide synthase (iNOS), Wnt3a, and B-catenin in lung tissue were detected by immunofluorescence. The protein expression of
Wnt3a and B-catenin in lung tissue was detected by Western blot, and the mRNA expression of Wnt3a and B-catenin was detected
by Real-time fluorescence quantitative polymerase chain reaction (Real-time PCR). Results: Compared with the blank group,
a large number of inflammatory cells infiltrated the airway walls, alveolar spaces, and interstitial tissue in the model group, with
obvious fibrous tissue hyperplasia. The level of TGF-B, in BALF was significantly increased. The protein expression of E-cadherin
and cytokeratin 19 in lung tissue was decreased, whereas the protein expression of a-SMA, Vimentin, Wnt3a, B-catenin, Col | ,
and Col Il was increased. The fluorescence-positive area ratios of CD68, Arg-1, iNOS, Wnt3a, and B-catenin in lung tissue were
increased. The protein and mRNA expression levels of Wnt3a and B-catenin in lung tissue were significantly increased (P<0.01).
Compared with the model group, all treatment groups showed varying degrees of improvement in inflammatory cell infiltration and
fibrous tissue hyperplasia in the airway walls, alveolar spaces, and interstitial tissue, decreased TGF-g, levels in BALF, increased
protein expression of E-cadherin and cytokeratin 19 in lung tissue, decreased protein expression of a-SMA, Vimentin, Col I , and
Col Il , decreased fluorescence-positive area ratios of CD68, Arg-1, iNOS, Wnt3a, and B-catenin in lung tissue, and decreased
protein and mRNA expression levels of Wnt3a and B -catenin in lung tissue (P<0.05, P<0.01). Conclusion: Bushen Tongluo
prescription can improve bleomycin-induced pulmonary fibrosis in rats by inhibiting epithelial-mesenchymal transition and reducing
excessive extracellular matrix deposition. The mechanism may be related to inhibition of the Wnt3a/B-catenin signaling pathway and
the macrophage polarization mediated by this pathway.
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FCHE A, 22 5 o ph 26, T RE AR
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o, FiE g B M SV I
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(#4391 9 1:100,1: 500, 1:300,1:200,1: 100,
1:100),4 °Cid %MW & , PBS #h ik 3 W<, %6 i — 4t ,
37 °CHFF 30 min; PBS ik 37K, 3,3 - 4 FL B K
e (DAB) 2 4,3 min, 68 T WA BRI, KR
{65 min, FH R LB 1 s, EUKIR W 10 s, i KB A ,
PR B o AR T AR 3 LT, BE A it 2H
ZUPY H BLIR B 28 b o 0 B0, {8 Gel Image ststem
ver. 4.00 % 1 , il & E-cadherin, Cytokeratin 19,
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WG A4 1H .

2.3.5  f g 2¢O vk (TF) K DU K B il 2H 21 CD68 .
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KT R T P8 B S W TE K B ZR T K h
6wt o B S OREBE R BT PBS SR B R A 3 IR, IR

SminifFfTHIEEE . VIRRAE TR HAMEREL
20 & [ R O A W F AR 1 (BSA) B
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YA . R MAZOEHR, B A, BT B
TWLEE il ] Aipathwell I 20 B 454, 115 CD68 |
Arg-1.,iNOS ,Wnt3a B-catenin 2¢ Y BH 1k i L HL % .
2.3.6 4E P EN i (Western blot) & i R B 2H
219 Wnt3a . B-catenin i FH F ik 42 F 2 mL % A7
BRI A Bl R i, AT Western blot 46 . BUZR £ il
2125 40 mg Z4f#% , 12 000 r-min™ B.0> 20 min, | 75 & dF
A8 A IR A U i A T b R R - R U
Tk Jrie 258 it FHL Uk ( SDS-PAGE ) Ji¢ , ¥ 40 JE v &k 3% , iR
IR i EAT LUK, SR PR 7 1 R AT L, T ) (1]
90 min, ¥ B | £} [ J5 i i1 Wnt3a, B8 -catenin 4 1A
(1:1000,1:4 000) ,4 °C/KF-4 KI5 & 2 15 ; — i
HoeHE, 451 LL 1210 000 7 B HRP LU FHT /B 9t
% W6 B T 45 min; TBST 28 b & 6 B 3 Wk, B Ik
10 min; P65 5 SR FH Ak 2% 00 8 0 i 58 I A5 )
t R 5 E B W Quantity One 4K £ 43 #r Wnt3a,
B-catenin } B-actin 577 JK JE {H , 115 Wnt3a B-catenin
5 B-actin JK FEAA 1 LEAEAE A H A4S H B AR R 5
2.3.7 Real-time PCR il & B Al 20 21 Wnt3a,
B-catenin mRNA F£ 15k B A7 Ml 4 21 50 mg $2 BL
S RNA, I8 L0 T J0 K% R I 5 2K b 5 B
RNA 2 pg 7F 20 wL & 1A & ol 4% 5 (42 °CHiE &
50 min, 85 °CHI #4 5 min & 1 ;2 1 ) & i cDNA ; H
cDNA 10 {5 i BE W 2 WL 7E 20 L S AR & ik 47
Real-time PCR JZ Jif (95 °C i 25 £ 10 min, 95 °CAZ 1
55,60 °CiE k/IE fif 30 s, 2 40 4> 7§ 3£ ) ; Wnt3a,
B-catenin mRNA J& N 2 3t K H i & -3- 0 iR I & Bl
(GAPDH) 5| ¥y fi F] Primer5.0 %% 4 % i1, i I € 4
IR DA BR S w5 B 5 LA 274 Ao B35 60 5 40
YEN mRNA AR R IK A, 510790 L 1,
2.4 SiiteEdi: R SPSS 25.0 GiiH b kAT 4e it
AT TR R DL X £ s TR, B S AT IE AR 40 A A 5
KI5 26 5 VR I, 7 IR TEZS 4341, WR TR 28 5 2%
M A LA A0, 2R HAE S B0 55 (Wilcoxon
FBRRIKE S ), P<0.05 Fm 22 R HA G L.
3 £R
3.1 b 5 7 R il €T 4E 4 R B BALF H TGF-B,
KR 525 A R BRI 4] K R BALF H
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Table 1 Primer sequences (x+s5,n=6)
214 FEAl(57-37) KB /bp Table 2 Effect of Bushen Tongluo prescription on serum BALF
Wnt3a 7 CATACTTCAAGGTGCCCACAGAG 198 levels of TGF-B, in rats with pulmonary fibrosis (x+s,n=6)

i ATTTCTCCCTCCGTCGCTCA

B-catenin |1 if TGAGGACAAGCCACAGGACTAC 110
T if TGTCCAGTCCGAGATCAGCAGT
GAPDH [l CTGGAGAAACCTGCCAAGTATG 138

T GGTGGAAGAATGGGAGTTGCT

TGF-B, /K & 3 JF 55 (P<0.01) ; 58 8 20 [b A&, nig
AE JE B 2 Kb 2% 7 AIRR] i 4K B BALF
TGF-B, /K i F MK (P<0.01) . W3 2.

3.2 0B IE 4 Ty 6l £ A Ak R R LB S R
I HE K& Masson 4% {4 7R, 25 F 4K R S0 AE B
b R B A BRI I E Ok, A BE 1 L2
A UL TS i 36 ) J5 M 9 P9 A L B 0% 4N i
i o BRIV K RS I NS IR B, SR
ERET W NLZ G R A B AR R LR R AR
FEAR b Bz 40 AR M BV, A0 B e s T T 2 2
AT LR o 5 PR AR, £F A A 2 A B B . AR

215 /g ke TGF-B,/ng-L"
2 H A 12.71%2.89
R 20 21.48+3.48"
it 3 JE i 41 0.11 15.83+3.12%
N 38 2 T e 2 30.88 14.30+1.74>
A 3 2% 7 A% R a2 15.44 13.82+1.44%

T 528 4L H B VP<0.01, 5 B 41 L £ P<0.05, ¥ P<0.01
(F£3-%10[H)
328 7 e ARG 2 S kAR Je TR 2H A R 2 1 HE
BRI B2 A B A, bR
25 75 V9] ik 2E 0 AT BE i o i K 1) S5 2H 2N 4% A i
1 M £ AE 2 2O AR g R et . LR 1

K LR e AL TR B (Masson e (1), 525 4 b #%

AU 20 R BRI D 25 AR 0 B 35 715 (P<0.01) 5 S S AY
ALY, AR JE TR 2H N 4 3 24 v 39 k20 K RS S 2
TR 2 T B (P<0.01) , #1388 £ 5 1 50) ek 20 K B
JBE S AR O B R B (P<0.05) 0 LR 3.

TE AL U2 BRI AL CLnk AR JE B A DA B 3 2% J e 790 55t 2 E. A 1 00 2% 1590+ 2 (P 2-T 10 [])

Bl #EEKST TN KR ARFEELRIZM (x100)

Fig. 1 Effect of Bushen Tongluo prescription on pathological changes of lung tissue in rats with pulmonary fibrosis (x100)

R3 IEEZAMNHAELRBRHARTELTROZN (325,
n=6)
Table 3 Effect of Bushen Tongluo prescription on fibrotic area of

lung tissue in rats with pulmonary fibrosis (x+s,n=6)

4151 /g kg YA R %
2 7.13+1.47
M 2 17.87+1.75"
M 3E Je i 41 0.11 13.55+3.329
I 3 2% 7 i ) k4 30.88 13.53+2.24%
AN 2% T ) 2 15.44 14.44+2.99”

3.3 b 2% J7 0 Bl 2 4k Ak R B ZH 2B T 2 R

MM 2 LA MRS B I b B A I A 2% 0

M, 4 G i K, JC 98 1R T T 0 R I IR 0 R 5 A T
+ 116 -

2R B A 2 23T DL R i B T AE DO, R IR T T
GRS A 25 R S 58 5 AR JE B 420 i 45 Al R 52
B, ] DL D T AE U, B R 2H D s b T 2K T
e AR S 2 i T A 0 R A R 2H B b A
J Al A B e A, B R M PR ] e . DL 2.

3.4 RN E 2% O i AR 4R AL R BRI 412 Col T
ColIll \E-cadherin,Cytokeratin 19 ,a-SMA | Vimentin
A R RIBM M Col I B A NEEH A, B0
DI AR vh T SR BE S R K I A] B 5 A 2
FL#, BERLL Col T /KT 35 715 (P<0.01) 5 SR Al
LR, AR e TR 2 N kb 5 2% 7 i R 2 Col 1
KT 25 R B (P<0.01), Col I YL {0 AR B 0, 2 B4R
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B2 #SEEFMMHALELKXRMALEBREMBFM (TEM, x8 000)

Fig. 2 Effect of Bushen Tongluo prescription on ultrastructural changes of lung tissue in rats with pulmonary fibrosis (TEM, x8 000)

T S AR R R R O 8] R 5 5 A A g, R R
2H Col M 7K F 5 & F 5 (P<0.01) ; SRR 24 e #5c, it

Col I

Col IT

A B
B3 #EEEXFNMALELKBMHEALFT Col 1. .Col IEFARHRFIEMHFM (IHC,*100)
Fig. 3 Effect of Bushen Tongluo prescription on distribution and expression of Col | and Col Il proteins in lung tissue of rats with

pulmonary fibrosis (IHCx100)

x4 HBBEEFIMTLENLKRRIMAL R Col I .Col Il Fik A4
BRI (x+s,n=6)

Table 4 Effect of Bushen Tongluo prescription on A4 values of
Col I and Col I expressions in lung tissues of rats with

pulmonary fibrosis (x+s,n=6)

2451 /g kg! Col I Col 1l
= HH 342.84+53.40  232.17+36.09
B 241 679.33+103.89" 404.67+62.12"
k= Je B 41 0.11  548.00+61.66” 322.00+65.29”

AW E R A4 30.88  553.67+64.32%)  327.50+55.60%

A R A A 1544 525.50+61.42°  330.17+40.41%

E-cadherin 4 {4, 52 £ 8% (0, 32 24 vh T 30U
FhHE L 3R 525 (4] He i, B A 4] E-cadherin 7K
- N R (P<0.01) 5 5 8RB, it IR e R 20
E-cadherin 7K V- B & 7} 5 (P<0.05) , %M B 38 45 )5 i
ik 7 &t 41 E-cadherin /K F & % 7+ & (P<0.01) .
Cytokeratin 19 e B 53 (0, J2 SL4 h o S A5 3
JE b R M 5 A H A He R, B 4 Cytokeratin 19
K- 2 T RE(P<0.01) 5 5B A L3, mik IR JE
ZH FUAN B 38 2% 5 R i 4H Cytokeratin 19 7K -
B ETH(P<0.05), a-SMA fi7R M kR B @, 560 X
£ S S N1 10S  E  A 1 R ES R N ey
P12 L3, BT 4 a-SMA K F BT, 2 5 A6 %

A JE TR ZH %0 B 3 25 i RS 4 Col M /K-F-PF 8
[ (P<0.05), WK 3 .34,

C D E

T2 X (P<0.01) ; S5 BIRZ b, ik 3R Je T 4 &
AN 2% K ) 4] o -SMA B3 R [ (P<
0.01). Vimentin %8 547 8 €, il 68 DX 4 v 72 1)
JEEFE LS, I A Rk S A A A,
BIRI 4 Vimentin 7K F {2 3 F+ /5 (P<0.01) 5 5 BI R4
Fe s, nik 3E JE R 20 A #h 1 3 2% 7 1K R) i 41 Vimentin
KO E T B (P<0.01) , #b B3 4% 7 & A i Al
Vimentin 7K F- B it B (P<0.05) . LA 4.3 5.

3.5 HNE A 2% X il 45 4k Ak K BRUT 41 20 CD68
Arg-1.iNOS Wnt3a B-catenin 2 [1 43 i S 3% 3k 19 5%
M CD68 . Arg-1.iNOS 3= 2 3% 35 78 il v Jis ity 76 [
W B 4T 2R 45 X s A b AR AR 4K R 41
AU CD68 , Arg-1.iNOS 22 35 i B4 55 , 946 FH 1k 1
B R W3 T 5 (P<0.01) ; SR 2] e &, b dE e
il 265 3 45y ) e AL RN A 4 O AIGR) A
fifi 41 21 CD68 ., Arg-1.iNOS % ik 5 [l K % 6 o JiF
Y35 AN ) AR B3 U B, ¢ ' PR 4 T R L 3R I 2 RIS
(P<0.01), L% 6 F5-K7; 52 A4 i, A4
K BUI 20 20 iINOS 55 Arg-1 2% B 1 AR L R 1
Fb{H i 2 B IR (P<0.01) ; 5 B 21 L 5, ik AR JE i
A1 RN B3 45 v R A LA A O IR R ALK
BRI 4 40P INOS 15 Arg-1 %€ % BH Pk 1 AR L R A9 L
R FIE(P<0.01), WET.
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E-cadherin

Cytokeratin19

Vimentin

a-SMA

A B

B4 #SE %K A XA 44 K R BT 4 42 Fh E-cadherin, Cytokeratin 19.a-SMA . Vimentin & B % 1 & R i

c D E
205 (1IHC,*100)

Fig. 4 Effect of Bushen Tongluo prescription on distribution and expression of E-cadherin, Cytokeratin 19, «a-SMA, Vimentin proteins in

lung tissue of rats with pulmonary fibrosis (IHC,x100)

K5 FNEIE K xR T 4L K R A A 2 B E-cadherin, Cytokeratin 19.a-SMA | Vimentin & B 800 (x+s5,n=6)

Table 5 Effect of Bushen Tongluo prescription on E-cadherin, Cytokeratin 19, «-SMA, Vimentin expressions in lung tissue of rats with

pulmonary fibrosis (x+s,n=6)

2150 F /g kg E-cadherin Cytokeratin 19 a-SMA Vimentin
2 H4Y 730.67+57.99 820.67+85.26 676.83+66.49 738.83+52.56
TR 2] 507.50£85.19" 587.33+63.80" 941.17+101.79" 1043.17+152.77"
nit 3k Je fil 41 0.11 614.50+79.19 689.67+86.33% 757.17+115.15> 827.17+127.30”
AN 2%y e ) 30.88 623.33+65.64" 691.33+92.55% 766.83+128.28" 855.67+110.16%
I 38 2 {1 7 21 15.44 615.00£56.97> 691.17+83.85% 761.33+100.00% 843.50+127.42Y

Fo WEBERAXNMIHENKRMALH CD68. Arg-1.iINOS KK AT LL R F M (i+s5,n=3)

Table 6 Effect of Bushen Tongluo prescription on ratio of fluorescent positive area for CD68, Arg-1, and iNOS in the lung tissue of rats

with pulmonary fibrosis (x+s,n=3)

%

20 51 Flit/g kg Arg-1 iNOS
ek 0.11£0.02 0.57+0.02 13.11£0.12
H TR 2 3.41+0.02" 3.57+0.02" 30.36+0.34"
NI T2 i 41 0.11 0.58+0.01" 1.13+0.04> 20.04+0.13%
AN 45 R AL 30.88 0.53+0.01> 0.68+0.01" 14.05+0.21%
EN =R (i R 15.44 0.80+0.01" 1.22+0.04> 14.10+£0.10%

Whnt3a B-catenin 3 2 & iK 78 ifi ¥ 5 S A
il 3 525 F 2 LA, A R0 20 K BT 2 21 v Wnt3a,
B-catenin 2 35 T B 1S 5T , 98O BH M T FR 1L 3 1 2 T
5 (P<0.01); 5 RRIA L5, ML AR JE B 20 b ' i 4%
J7 v 00 e 2H KD E 2% 5 IR o A 2 21 Wnt3a
PR B2 9wtk BE YA AN [) R R A e %, 01 B
PETH FR L 2 W 2 G, 22 5 BR80T 27 3 L (P<
0.01); SBIRIZ LA, mib AR JE i 28 b ' 38 2% J7 i 71
a2l RN P 2% IR 50 4 i 2H 20 B-catenin 2 3k
0 R B 9 Sl ik BE Y A AN ) B 32 A Ol 8, 2 0 B 1 T

-+ 118 -

0H R B @ R % (P<0.05, P<0.01) .
& 8. &9,

3.6 Kb 5E 4 7 X B AT 4 Ak K R 4 2 b
Wnt3a/B-catenin {7 7 i & RIS 55 H
g, BEALZH Wat3a K P 3 FH i (P<0.01) 3 5
R 20 P, 4 3 4 IR 41 Wnt3a K- i 3
TRE(P<0.01), 525 {4 i, 8 8 4H B-catenin 7K
5 F 1 (P<0.01) 5 5 RERVZ L8, kAR JE B 4
A 4% 7 AR 4 B-catenin K T i 3 R &
(P<0.01)., WK 10.5%9.

N
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Bl5 #EEEZFMMAENLKRMALAR CDSER S RFZEHFM (IF, x200)
Fig. 5 Effect of Bushen Tongluo prescription on distribution and expression of CD68 proteins in lung tissue of rats with pulmonary fibrosis

(IF, x200)

Arg-1

DAPI

Merge

| IlI
| III
| III
| ..I

6 IEBEFWMALENLKBMALR P Arg- 1 EAS TR RIZHFEM (IF, x200)
Fig. 6 Effect of Bushen Tongluo prescription on distribution and expression of Arg-1 proteins in lung tissue of rats with pulmonary fibrosis

(1IF, x200)

. -----

- -----

o -----
A B C D E

7 WNEBEAMMITELKXRMALRINOSEANHRRIZMWFM (IF, x200)
Fig. 7 Effect of Bushen Tongluo prescription on distribution and expression of iNOS proteins in lung tissue of rats with pulmonary fibrosis

(IF, x200)

3.7 AN 45 Xl AT 4E AL K U4 40P B Wnt3a/ UL FOA, kAR JE B 2 40 B 3 2 7 v ) e A 4N A

B-catenin {5 5 1 J% mRNA £ IK I 54 2475 (% 77 2 2H Wnt3a mRNA 7K F- 3 3 T F& (P<0.01) .

B RERIZH Wnt3a mRNA 7K 8 3 TH i (P<0.01) ; 545 325 4 e, B 40 B-catenin /K - i 2 T} 5 (P<
+ 119 -
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KT IBEEAFITMTHENLKRBRMALA D INOS S Arg-1 % FH K8 #MNEIE %K T Al £F 4E L K R Al 48 22 th Wnt3a ., B-catenin K S

HERLE L ERH I (F+s,2=3) PR AR L RE I (R+s,n=3)

Table 7 Effect of Bushen Tongluo prescription on ratio of iNOS Table 8 Effect of Bushen Tongluo prescription on ratio of

to Arg-1 fluorescent positive area in lung tissues of rats with fluorescent positive area for Wnt3a, B-catenin in the lung tissue of

pulmonary fibrosis (x+s,n=3) rats with pulmonary fibrosis (x+s,n=3) %

415 Fl /g kg iNOS/Arg-1 2051 Mt /g kg Wnt3a B-catenin

et 23.15+0.63" =HA 3.06£0.15 2.86+0.71
9 2 8.50+0.13 LRI 4] 28.68+1.06"  6.37+1.04"
i3 Je i 21 0.11 17.80+0.54% Nk Je i 25 0.11 25.70+1.34"  4.44+0.40”
S 2% T e 7 A 30.88 20.67+0.50% WEEK I E A 30.88 14.40£0.62%  3.32+0.50%
N ST 2% A1 9 2 15.44 11.57+0.34" I 3 2 7 AR 2 15.44 9.36x0.51”  3.98+0.92”

0.01); SHRIEIZH Lh 45, ML AR JE B 4L kb B8 4% 05 25 A% ﬂ’l’t\Rﬂ&ﬁﬁ’%,%%IPF%%“QH%%%‘%KE%

|44 B-catenin /K F- B # FF&E(P<0.01), W10, 2L A KRR BN P O B B84 IPF B A
4 itig Mig B VAU RERAN ISR E DB A N 5

FORT, o EEBE R 208 IPF U S s < iligs 738 S AKEE IR KR A R I, % 5 R I 45 RE L T
e, ALY S e 8 R T, SR G . SOl b, SRR R AR IPF S 5 R i 4 9 B B 9
BT A B K IPF B — 8 W R AL 1k, i3 BLRE S5, FUURD B 38 48 J7 IR T7 A o %b'ﬁ‘dﬁfmm
FEIN TG BN 5 R R E (P 2> RS R CEIR P R R e AL FER O XUBE (45 A

o -----
- -----

B8 #HBEXAMMAEUKXBMALDT WntdaZBHHERIZH I (IF, x200)
Fig. 8 Effect of Bushen Tongluo prescription on distribution and expression of Wnt3a proteins in lung tissue of rats with pulmonary

fibrosis (IF, x200)

e - - - - -
- - - - - -
o - - - - -

B9 #bhEIE % 75 3 Bl 4F 4L K R BT H R B-catenin EA DB RFRIZMF M (IF, x200)
Fig. 9 Effect of Bushen Tongluo prescription on distribution and expression of S-catenin proteins in lung tissue of rats with pulmonary
fibrosis (IF, x200)
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wnza M. D SED S e 39 kDa

p-actin 43 kDa

-catenin -.’“ 95 kDa

pracin DD DD ' :

A B C D E

B 10 B &F 481k K R 42 22 FF Wnt3a B-catenin & B R i& B ik
Fig. 10 Electrophoresis of Wnt3a and g -catenin protein
expressions in lung tissues of rats with pulmonary fibrosis

R 9 FNEIE LK T XA 4L K R A H R Waot3a, B-catenin B H
HXRIZEBWFI Gits,n=4)

Table 9 Effect of Bushen Tongluo prescription on relative
expression levels of Wnt3a and B-catenin proteins in lung tissue of

rats with pulmonary fibrosis (x+s,n=4)

Whnt3a -catenin

4151 i‘fﬂ%/gkg" /B-actin B/,B—actin

ek 0.34+0.15 0.43+0.01
TR 2] 0.62+0.06"  0.59+0.03"
Ml JE 1 25 0.11 0.53+0.11 0.45+0.03%
AN I8 25 7 R e 30.88 0.46+0.19 0.53+0.03"
I 38 2 7 {7 2 15.44 0.36+0.16"  0.52+0.03>

F 10 518 4 75 3 A LF 4 4L K R B 2H 42 B Wnt3a, B-catenin
mRNA RAMIHID (x£s5,n=4)

Table 10 Effect of Bushen Tongluo prescription on expression
levels of Wnt3a and S -catenin mRNA in lung tissue of rats with

pulmonary fibrosis (x+s,n=4)

20 51 Fl /g kg Wnt3a B-catenin
ek 1.19+0.18 1.52+0.49
TR 2] 6.22+1.08"  4.39+2.98"
nt Ak Je mi 41 0.11 2.27+0.85"  1.83+0.84%
EN e i 30.88 1.97+1.42°  1.64+0.99%
I 38 2 77 {1 ) 21 15.44 2.83+0.79"  1.56+0.44%

e B R AN DR e EH R J7 PR R
e Al E ORI A 25 B[R B Kb 45 A
FH 5 BURAL e AU 265 A0 e T8 265 B T, BC A0 36 AR Tl
LT 8 5 22 4 4 IR B, B 25 Brb B R B ok
FHAE Z T, 5 R T XU 465 0 T 3R AR A i AT
B, 36 B2 M e XU o 5 BRRL i DL B Ak
P VELAS 4%, = 25 I ON AR 2G5 AR H B0 A 2y O
RE LR Z AL R o W25 & 1, L 25 A il 2 B L BR 5 45

ZY) o PR I R WL 5% e 30 R B 4% 7 AE L
3 IPF H0 35 W 1 PRI M 1 0% 55 5 TH A 3097 &, EL g
i 45 5 R 6 min B ATHE B, MO R E AR
AR S AE W AT W R WL 58 ) B it B, i — DRI AN
8 2% 77 iR 9T IPF W FE FHLE

S5 v R FH R R T il 27 4R OR R
HE J Masson 4 {8 W %< & B, 45 AL 20 K Bl A0 BE i
0L T) J5T 20 21 N K AR PR A MR VT | £ 4 4 4L A
b AT G Il 2R A RE A SR IS BT . il £ 4 Ak
JE i JUE 2T R 45 4 AR Tz DLAR  ECM A3 1Y AR R
Je L FEARIE 2~ Col T \Collll /& ECM 11 &
BERL A MR 2 BRGSO S5 A B i i -
F 40 ML AE TGF-B, WAE T T 4503 0A T, ) L &7 4
I B e Ak, OF A TE] BT, S H G B ECM, 3 B 21
YA b i) Kk A0 o -SMA | Vimentin 2 L% £F 4 41
Ml KRR RMEEDEF 4L AN b Rk FA
7" E-cadherin , Cytokeratin 19 J& — Fl fig 1% 4k £5 I
B A RS E M R B5 G L 7R U0 Ak b BE B8 B 1L
oo RS Bl 415 40 MR A8, 25 R IE AN 38 43, U it
1 R A0 25 8 A ZE L O & AR A R AR AR AR
1 a-SMA | Vimentin , E-cadherin , Cytokeratin 19 1] )}
1 R b s Pk 2R 1 ke S BRI IR b R A B EMT . 7EA
S R 2H KRR AR R DR £ £F 4 40 41
B 3 A il ZH 20 Col T . Col Il /K -3 71 i, W
KEMAZU I T ECM 55 DA ; il 41 21 fifi it |
J% 5 i ¥ E-cadherin . Cytokeratin 19 7K 5 [ , [A] i
0 i % 8 «-SMA |, Vimentin /K - TF 5 , 2 B 4 10 4
KB b Rz i & A T EMT. 28405 38 45 7736
ISP, FRATT A B, K RN 2H 23 v 5 M A iR i L 2T 4
2 LU A AR AL LA T i, R BRI 4 2L R Col 1
5 Col Il 7k F ¥y % {% , i 3% " E-cadherin.
Cytokeratin 19 7K *F Jt 5 , a-SMA | Vimentin 7K - [
%, 3 e WD B 38 2% U7 RE S A ) ECM i B DA B K
SR U b R 40 B ) EMUT 5ol 7, 5 24000 1) il 21 4 1k 1
o

1 S e A A5 Y IR 5 Tk 4 i il ek M1/M2
WAL KB SIS V-5 2 5 IPF W R4 R RS,
I\ ORER 2 IR S S i 5 R NE RN
B ZL,H M1 ik BE A% 38 il i) 0 PR B 2 K
W 2 R LA B LT, BF 5 I 7 TPF S8 il 55 o
Y B A A ML DT IS B, OF 2 5 42 i s L
T 24 40 i TG b B B £F 4 Ak JEPY INOS 1 S M
AU W A0 B AL 0 bR S L RE A% 26 Gk M1 AL I 4
FEL R b A 25 5% — Dy T, M2 L I 4 L e R
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HE B8 5 AR A (R B A Ak 7T BB 175 kv 2R
P 2 4 Ak, 91 4038 5 43 W TGF-B, 25 41 i IR 7 1 38 1k
OF 2 40 e 2E B ECM 2R 11 K 5§ EMT af #20,
Arg-11E Ry M2 B9 50 240 A% Ak 09 b 2R 40, B8 8 O i
M2 AU I A1 A% b i R BE T T CD68 A S
A 0% 38 F ARG L BB 08 ELWL S W il 2H 21 W 4 i
W A B o AR5 K B, AR AL 41 K BRI 4 4
CD68 , Arg-1.iNOS & ik [ B 55 , 5¢ 6 ok & T 5
2640 B 4 T IR YT S L A5 4 25 4L 4 21 CD68 |
Arg-1.iNOS & ik i [l K 52 't it B 14345 A [ 2 32 1)
B, X A BN 1 GE 4% J7 AT RE Gl i 52 i CD6S |
Arg-1.iNOS By K ik , #E i 5% ] EMT & ECM & ## ,
Foe LA il il 27 4 Ak 19 B %

WatJ& —F )iz s W o L B TS A 19
Ffr Wt & (1, Horb, Wnt3a o] 3 S il i 1 R 40 i 1
B 2T Ak A 3 Ak RS SR G B, R A G B L 5y
b PR T g AR AL G 2, 5 AT 4 Ak % D) AH
K AR — M OLT M R A0 Ay s AR D 1
Wnt3a 25 [, i it 7 B-catenin £ 15 % 3K &2 & 1K B 2
b EAMEZEA, SRR, Y EERGE,
Wntdaf [H W 2, S HZ KRS S B RERE S
PR fRAR , 5 B IR N B-catenin KB R 4E ,iHS Fif
L R N 4 J ik AR 1 -7 L4 JE O T AR 1 -9 A
LR (a6 JE I 5 S EMT 564000, 2 5
YAt . A BT KB, Wat/B-catenin £ iy F
20 A Ak L U I, B S5 T B £ Ak, SR
Wnt3a/B-catenin {5 5 i f% & 75 68 98 18 1o 5 105 40 it 1
foad B2 2 5 il 4F e Akl B, H g AS B . ZEAS BT
G, AR TR A K BRI 4 4 h Wnt3a . B-catenin £ [ M
mRNA ik ¥ & T 25 [ 4], X % B Wnt3a/B-catenin
o I E K B ZF A fb AR B TR IO ()
I, R 20 B 41 A fk AR AR ) CD68 | Arg-1.iNOS
PR IR A (AL T L 2% B Wat3a/B-catenin {5
53 [ 1T R E A0 A b AR S 5 il 2F 4R AL
1M 4 B 38 2% 7 BE 0% R IK K R 41 21 b Wnt3a,
B -catenin [ #& FH &% mRNA 3 ik /K F |, [A] i} B A%
CD68 , Arg-1.iNOS %G5 i, 3 36 W 41 ' 3 4% 7 ]
I8 U/ i 36 Rz 40 B 43 10 Wnt3a 25 1, 410 i IR R
A VR A 980 i 5 P B-catenin A BB 45, F 1 10 4
I 200 A0 A 2o A DT 80 5 il 2T A4 A R B

LR AR TS5 AL, AT W) A0 R W AN 15 38 45 U7 v g
S 400 )b B 200 - O 4 A Ak e 2 B A0 B T
o BEUTRR, DA T o 3 ol ok 5 3R i 300 K BRUA &4F 44k
FLHLHI T i 5 0 # Wnt3a/B-catenin {5 53 [ & HAy
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FHE MG ER T AR R

Wnt3a/B-catenin {558 i 1 il 71 w5k [A] B B 52 46,

HAAG AL B o T 7 50 ATy o 1k — 20 S 4
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