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Pamrevlumab(FG-3019 )iz p38 MAPK {51l 44
A Tenon's FERETHEAMAET BT . B 1T AT LA 4L

SCAEAE AT M EEY BEw RO
(PULACH R4 — B ERHREL Bed B 710004)

BE B AFTR § A£IE R Pamrevlumab(FG-3019 ) 3+ A Tenon's & . &F 4 4m f(HTFs ) ¢4 ¥ 58 Ao 47 Fn £ R 34000 % vh . ik &
J4H 47 He 35 SR sk 47 HTFs 89 BRI 55, 18 i3 9 % & & (Vimentin) £ 28 #2  %& & (Cytokeratin) %, 75 3 % 4 & %2 HTFs, & &%
HTFs 4% 9 #8.:Control #AAn N %% DMEM 4k 2 I M3 FRAE, H A28 m AR Bl 3% 69 FG-3019, 4% H 4R 5 %1 4 10,20,50,
100.200.,300.,400,500 pg/mL, i@ it MTT k4l FG-3019 x¢ HTFs #9 &1, &K &3 HTFs 43 4 41 Control 44 (s %% DMEM
¥ 48h) TGF-B1 41 (10 ng/mL 4§ TGF-B1 3% 48 h) TGF-B1+FG-3019 #8 (10 ng/mL 5 TGF-B1 #= 100 wg/mL FG-3019 3%
48 h) , TGF-B1+FG-3019+anisomycin £8.( 10 ng/mL #5 TGF-B1.,100 wg/mL FG-3019 #= 10 wg/mL anisomycin 3% 7x 48 h), i@it MTT
k4o EdU sk #2m) HTFs 374, @i 45 o &4 £ 3 3F 4 FG-3019 2+ HTFs # 47 44 % vé i@ i& qRT-PCR 3%, Western blotting 4 ]
CTGF.p38 MAPK .p-p38 MAPK ., o-SMA.FN #= collagen I 49 %38 £, ZER: LA KA FE LT HTFs FRABEGEMEEL
(98.17%), i 74 % & P b £ 34 (1.83%),, 15 Control 4848, 200,300,400 #= 500 pg/mL 28 & HTFs ) 28 ji& #3) 2 % BA&.( P<O.
05), 5 TGF-B1 448k, TGF-B1+FG-3019 2845 ODyup, A% T 19.64%, 38 sE 353 AR T 57.87%, 4 0 A F AL T 56.46%( P<O.
05), 15 TGF-B1 £a4akk, TGF-B1+FG-3019 2844 a-SMA FN #o collagen I % & 482 £ ik SR K BeAK T 70.78%.70.99%F= 70.04%,
CTGF mRNA #=& G4t £k S5 R Bl T 75.83%F= 60.73%(P<0.05), p-p38 MAPK & & 484} £ ik 5 44K T 70.22%(P<0.05),
5 TGF-B1+FG-3019 #8486 , TGF-B1+FG-3019+anisomycin 21493 75 . #47. £ & 454t CTGF mRNA #o % & 48 % £ ik & .p-p38
MAPK & & A0t £ 34 23 B E 3 m(P<0.05), £5i8:FG-3019 37 5-i@ id 474] p38 MAPK 455 i@ %k 47 4] TGF-B1 # 569 HTFs 3§
I AT AR R AL,

18 F R0k ; Pamreviumab(FG-3019 ) ; A Tenon's 4 % 4F 4 20 it ; 38 78 ; 45 47 ; & B 454K ; p38 MAPK 13 5 18 %
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Pamrevlumab (FG-3019) Regulates the Proliferation,
Migration and Phenotypic Transformation of Human Tenon's Cystic
Fibroblasts through p38 MAPK Signal Pathway*

FAN Ya-zhi, HE Na, WANG Jian-ming, FENG Hai-xiao, XING Yao
( Department of Ophthalmology, the Second Affiliated Hospital of Xi'an Jiaotong University, Xi'an, Shaanxi, 710004, China)
ABSTRACT Objective: To reveal the effects of Pamrevlumab (FG-3019) on the proliferation, migration and phenotypic
transformation of human Tenon's cystic fibroblasts (HTFs). Methods: The primary culture of HTFs was carried out by tissue mass culture,
and HTFs was identified by Vimentin and Cytokeratin immunofluorescence staining. Firstly, HTFs was divided into 9 groups: control
group added the same amount of DMEM as negative control group, and other groups added different concentrations of FG-3019 with the
final concentration of 10, 20, 50, 100, 200, 300, 400, 500 pg/mL, respectively. The toxicity of FG-3019 on HTFs was detected by MTT
method. Then HTFs were divided into 4 groups: Control group (cultured with the same amount of DMEM for 48 h), TGF-B1 group
(cultured with 10 ng/mL TGF-31 for 48 h), TGF-B1+FG-3019 group (cultured with 10 ng/mL TGF-1 and 100 pg/mL FG-3019 for 48 h),
TGF-B1+FG-3019+anisomycin group (cultured with 10 ng/mL TGF-1, 100 wg/mL FG-3019 and 10 pg/mL anisomycin for 48 h). The
proliferation of HTFs was detected by MTT method and EdU method. The effect of FG-3019 on HTFs migration was evaluated by
wound healing experiment. The expression of CTGF, p38 MAPK, p-p38 MAPK, a-SMA, FN and collagen I was detected by qRT-PCR
or western blotting. Results: Immunofluorescence staining showed that vimentin was positive (98.17%) and cytokeratin was negative
(1.83%) in HTFs. Compared with Control group, the cell viability of HTFs in 200, 300, 400, 500 pg/mL groups decreased significantly
(P<0.05). Compared with TGF-B1 group, the OD g, of TGF-B1+FG-3019 group decreased by 19.64%, the proliferation index decreased
by 57.87%, and the wound healing rate decreased by 56.46% (P<0.05). Compared with TGF-1 group, the relative expression of a-SMA,
FN and collagen I protein in TGF-B1+FG-3019 group decreased by 70.78%, 70.99% and 70.04%, respectively, the relative expression of
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p-p38 MAPK protein decreased by 75.83% and 60.73%, respectively, and the relative expression of p-p38 MAPK protein decreased by
70.22% (P<0.05). Compared with the TGF-g1+FG-3019 group, the TGF-g1+FG-3019+ anisomycin group had increased proliferation,

migration, phenotypic transformation, relative expression of CTGF mRNA and protein, and relative expression of p-p38 MAPK protein

(P<0.05). Conclusion: FG-3019 partially inhibits the proliferation, migration and phenotypic transformation of HTFs induced by TGF-g1

by inhibiting p38 MAPK signal pathway.
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TGRS — R DO = AR AT A 28 e AL
B R RHE ™ SR AR, t R et S — LA AT PR B TR
. IR IES AR (glaucoma filtration surgery, GFS)#J 2 A
RGO G T TR T DGR B R R e B, SR,
ARG IRTE BT T GFS FARMMIIER, FEFERELE T
HEXF GFS 75 TR A4 By SR AR i T WURUER 4 4t L 1
I3 AT A AN A 48 GE R A L 20 S P 5T (extracellular
matrix, ECM) i BEUUR , SRR AL RS, H A, Prigd R
RIXEFYEAL W) 22 A5 FR CF5- FURWENESRIVE W 2,
XL AR, BT 5 R A 0 A R S O
BIIERAE , KR i v T AR R 1), DRI 22 75 o R
HIRIT 25

N Tenon's & i £F 4E 4l Jfd (human Tenon's capsule fibrob-
lasts, HTFs)7E GFS 5 IR TE b e 3= A/, R BT
SFERGOAAWENA 9 GFS /i FNEIERKET B
(transforming growth factor-beta, TGF-B )i i #1455 i £F 4E 40 g
(R E RRET 2 A 3G T 3T LT 2 40 1) WLRGET 4 4 i 1 43 Ak
HARHE O A FRIRIE N, 7 a- A8 A (a-smooth
muscle actin, a-SMA ) (1 /=5 2215 FIAH AN EE T ER 11, WNET 4k i 45
# 1 (fibronectin, FN ) FlI J5i ( collagen ) (I TTLAR 2 WUBLET 4k 41 i
FIICHERRIES, R, TGF-B 53 M £ 4L R4 Sy —Flr
WA ALY 2 N T AR 4 i 5

225 4 21 A= K K F (connective tissue growth factor, CTGF)
5ZFh £ 4 ik iAo , CTGE 1 i 5 Bt 4 4 B % AL sUULAR
LR ARG, 2 AR AP BTG P A SCRARGE ¥ CTGF
P2 FHCIRA G BT, T s v i R /S | A2 i ] 4
JE, AP AT L e R B, R T OGIR B R S A5 R T
4 CTGF i RBIEAERERR 1 i v i AR (IR A IR e, 32
7~ CTGF HfAn] LMl gg i RAR X 40,

Z IR 5E 3 W] 22 345 AL B 18 (mitogen activated pro-
tein kinases, MAPKs) i&72J& CTGF iR 4F L EE N 5
HeHEEE M, AFZAN T MAPK {5 S KA 4 4B
ERK JNK .p38 il ERKS5 i@ [, p38 MAPK 25 T [T 2F 44k b
DR 97 1 IR S 78 A5 22 A 2T A 1 B P s ) R A R S, G
R, i p38 MAPK A3 AT 401 TGF-B A5 1Y L AT 4
YA AR, I HAM 25 B R N BR G5 B AL A i P i 41 4
A, Gen ZEURE I R PRI SR U8 1 50CH A L, 3R
CTGF jfi i3 p38MAPK {553 F 00 4 A BB 1 2 0 .

SR, TEFHOGIRIE AR ,p38 MAPK 553l f& & B3 T
HTFs (1) CTGF &3k i ANiE7E ,p38 MAPK 55l 2555
T CTGF 38 AR A X £F 400 , CTGF Hi 42 75 3 ik 71 ]
p38 MAPK {553l B 240 HTFs 34 A91E/, ENSMIRER
L SCHRARE

YE N 8 AR F Ml CTGFE 134 97 P Bt #& , Pamreviumab
(FG-3019) Ml A AL AEH B & 7E Z 5T R e sE , il dnih
YT HRE A PRI AT i AR AR AEA 0 1) Jg R P58 £ Ak AL AH S0
S g 2k FAE ST Pamrevliumab (FG-3019) L 41 4 b7 s &5 &, 5
FAEBRIER/N, 245 . {3 FG-3019 7 AR 1 H
ihzs A HIARDESY & 7E% %8 Pamreviumab (FG-3019)%f
HTFs A8 FIFST T B R K H oL

| AR ik

L1 ##

FG-3019 i A 3 [ FibroGen, TGF-B1 41 H I H 3
Peprotech, p38 MAPK {5 il J% 14 1% 7% anisomycin Il H 32 &
MCE, 2134 (FBS) 55 % / 554 % Dulbecco i & Eagle
B #7 1k (DMEM) X1 F 26 [ Gibeo, BB AIE A
CTGF ,p38 MAPK p-p38 MAPK, «-SMA FN collagen I,
GAPDH .FITC #ric 9 1gG —Ht R S B (HRPYFRIC Y
WSS — P H ¥ [E Abcam, TRIzol i3 , PrimeScript™Il
RT Master Mix ,TB Green™ Premix Ex Taq II (Tli RNaseH Plus)
il H A Takara, MTT 7] \RIPA ZEnf \BCA 25 11 53#ik
7 \BeyoECL Plus (### ECL fb~ &G &)X A 28 =K
HEWEARBIFEI o
1.2 ik
1.2.1 HTFs HfEsMES . HTFs k[ 3 BI5OCIREE 5%
PE 1], 2o 2 9 AR IRTE LR 41-54 2 0 OSBRI E g A
HBY R 1Y Tenon's #2204, A PRHER Uk  SR S Ak A77E -80°C
N A GG 0T HTFs B JRAEES% , 553258 0 10%
(V)G A LT (FBS) A 1%75 %5 3% / 5% 3 1Y Dulbecco Bt K
Eagle #5537 5(DMEM), 5 52 55010 37°C \5%CO, HYWIEIAT .
AN B FN 2 80%F G, K HEAT AL AU IR, R 3-6 ARG 4N
AT
122 HTFs MGERHLETE P EN (Vimentin)([H]
JR AR MUbR S ) AR ML F 2 1 (Cytokeratin) (_E B AR AR EY))
B DE YL B %5 HTFs, AL TXHEUE RIS 4-5 A 40
JfLH 0.25%REE I AL, SR )5 H& 10%FBS () DMEM F; 5%
TRPC FAC B 200 BT, VR A M 8 B & 1x10° A /mL 35 R0 T 6
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LR, BT 5% CO, 37T CHFRA T 855 & 80%Hil 5, PBS ¥
Uk 3K, 4% 2 R IR E & 30 min, 0.1%0Y PBST i i
15 min, 10% (L =F M S PALHM 1 h, InABIE&E A (1:100 7
TR )R A A 48 1 (1:100 Bk ) FASEREHTAR T 37°CHERE 2 h, fin
A FITC ##i2# 1gG —H1(1:100 ##%)37°CHENIFE 1 h, A
DAPI ZiRIFE 5 min, HihI F, OB MEE T MESHI,
1.2.3 MTT 5% FG-3019 3¢ HTFs IS ¥ 80%ph &4
KA 4 i 0.25% k| AR E 1L, 285 & 10%FBS 1)
DMEM B3R BC AR , AR 225 28 1x10° ~/mL,
PL 100 pL/ fLEEFP 2 96 £LAR, 1E 5%CO,,37°C K Fiff h i 7
24h, HTFs 3£4>4 9 41 : Control 411 A Z& 4 DMEM fEH [ 4
X BRZH, FLAbZE I AAS[R) He B2 /) FG-3019 il 28 ok B 43 51y
10.20.50.100,200 300,400,500 pg/mL, H4Hi% 5 MEFL; 5
We—25 FUOM BREH (DUIMBE SR, A AR ), @i FF e, 5
FE48h 5, FHEIE A2 DGR IR RGOS 40 MY 245 1 fE A
sk BALAIA 10 pL MTT(5000 wg/mL), 4EZEE55%E 4 h, 5
B3k, AL A 100 WL By — B 5L R (dimathylsulfoxide,,
DMSO), #z% 10 min, {145 550 /W5 Ao W FH BRSO 2 45
FL 490 nm WEEEE{E (ODaggmn) o
1.2.4 MTT 3:%0 EdU ;547 FG-3019 ¥t TGF-p1 #-5#J HTFs
AN HTFs 3:4)5 4 240. H Control £ . TGF-B1 4
TGF-B1+FG-3019 24 , TGF-B1+FG-3019+anisomycin 2H , Control
HIMAZH DMEM {E Ry B YT REZH , TGF-B1 ZH AN A 10 ng/mL
) TGF-B1 ¥% 3% 48 h, TGF-B1+FG-3019 4 fin A 10 ng/mL
TGF-gl Ml 100 pg/mL FG-3019 3t #% 3% 48 h,TGF-Bl+
FG-3019+anisomycin £ il A 10 ng/mL /] TGF-g1,100 pg/mL
FG-3019 Al 10 pg/mL anisomycin L 8% 3% 48 h, R 3% &4 M
MTT #0537 o

A4 HTFs L 1x10° 4> / FLAY %5 BEHERR 3 24 FLAR 2540
FHIS , ] 4%22 82 I 22 38 [ 5 30 min, [ 0.1%Triton X-100 7E
0.1%FPHERREN 5% 2 min, PBS YEMIE, A 200 pL (15 10 uM
EdU 7 37°CIFHE 1 h, 30 B AR Y G R 4N . 345 FE 4L
(%)=EdU FHPESC / 405 %x100%,,
1.2.5 4 O@A LW IEH FG-3019 XJ HTFs B4THIRM 4%
HTFs B2Fp 2 547 36 3% 119 6 FLIBRFRA, K532 & 80%-90%fl &
J& 10 WL R fIRE 28 0 Sk 3 2% T 4 M f5fe45% IX., PBS VR
3R UARBREIR AN, MARNFEZ P ab 3, FA % 5 2L,
PR —2 XTI, dRZEBETR 48 h 5, THEI EAH 22 WA TR
SIS AT IR, BEBLE UL 5 A IRAE LS (100 £ ) BiAH,
FH Image J FAFINEAT 1 R/NFHHE D B4 2R
1.2.6 qRT-PCR #MERFE RIEKFE 40 AY & RNA
TRIzol ifF|#2 B, RNA f PrimeScript™II RT Master Mix #£47
Wik, ZURFUN 20 pL. BEJG, f#iH TB Green™ Premix Ex
Taq I1( Tli RNaseH Plus ) 125 [E{f]  BIO-RAD CFX96 52 %%
JtxE & PCR {17 qRT-PCR . % mRNA FeikH—b A 55k
K (GAPDH), $#fiRk H 222 kit i 143 8. 519514 F
CTGF:5-GCCA GGTACC ATGACCGCCGCCAGTA TGGGC-
3',5-CTGC GAATTC TCATGCCATGTCTCCGTACAT-3',
GAPDH : 5-GGGAAGGTGAAGGTCGGAG-3', 5-GGGGTCAT
TGATGGCAACA-3',

1.2.7 Western blotting ;5 MEBEAHRIEKE [FHIAEH
B  RIPA 22 whii SR B B S AR 1 . 1 BCA FR 43 #T
A& E MR, HEE (20 wg/ KiH) 75 10%
SDS-PAGE BEEHh /3By, SRJ5 4 8 11 45 5 # 21 PVDF JiE
L 5% AR A WAL 1 h, SRJS RIS 4T CTGE (1:2000 7
) .p38 MAPK (1:3000 #i %% ) .p-p38 MAPK (1:3000 i),
a-SMA (1:2000 Fi 8 ) .FN(1:5000 #i #% ) .collagen I(1:1000 Fi
B )F GAPDH(1:3000 # B8 ) —41 4 Cit I E . S5 Kl
5 R it AL Y (HRP )1 (9 1L £ 50 S —H0 (1:3000 i RE)
FiFH 1 h. H] BeyoECL PlusGEf ECL {7 2oLl &) i
5%, JF ] Image Plus Pro /- 4% 2 11 2% (AN 3Rk &
L3 GEitEE s

SR e A 6 I, 1] IBM SPSS 22.0 RO AR 47
IIWT o GER LAY B bR EZE IR o L I0) 22 53 0 R B R 207
22501 ARG HEAT Tukey K3 o P<0.05 K 22 A G2 Lo

2HR

2.1 HTFs M EFENEFRERILEE

HTFs B T 2RIEEREE 2588 .. MR, 20
B S PDE , AN BT BiAs . fefRe e e ye (o i  HTFs s e
P PEFRIR(98.17% ) , A AA 2 B R A (1.83%), LI,
2.2 FG-3019 xf HTFs B4

MTT LB 453 s AR EE ¥ FG-3019 X HTFs 1% J1

Vimentin DAPI Merge

DAPI

Cytokeratin

B | HTFs B S FMEM R R R EE
Fig. 1 Morphological observation and immunofluorescence identification
of HTFs
Note: A: Morphological observation of HTFs, magnification: x200;
B: immunofluorescence staining of vimentin and cytokeratin,

red is vimentin or cytokeratin, blue is DAPI, magnification: x200
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5% m (F=105.700,P<0.001). 5 Control 414 It ,200,
300,400 F1 500 pg/mL 20 9 HTFs {49 40 i 35 J7 35 5 2 AR
(P<0.05), $iH1>4 FG-3019 ¥ AT 200 pg/mL [% HTFs
Pk B, 2253 el FG-3019 Mk i & R 100 pg/mL, I
2,

FG-3019 concentration

& 2 REIRER FG-3019 Xt HTFs HE 1%
Fig. 2 Toxicity of different concentrations of FG-3019 to HTFs

Note: compared with Control group, *P<0.05.

A 038-
0.6 *
= " &
§ 0.4
o
0.2
0.0-
A N 9 9
\$° & Q Q\
3 .
RS <<o‘" & *0\0
X e@
N N S
&K
C Control TGF-B1

EdU

Hoechst

Merge

& 3 FG-3019 %t TGF-B1 55/ HTFs 50

2.3 FG-3019 ¥F TGF-B1 %S4 HTFs 15 EI 400

MTT #aii gt R R AR BRZH A9 ODuson 227 A GEH 24
X (F=57.700,P<0.001), 5 Control #H 4 It ,TGF-B1 £H 1y
ODyom F+ & T 44.54% (P<0.05), 5 TGF-1 41 #H I ,
TGF-B1+FG-3019 41 1) ODaspun FEfIK T 19.64% (P<0.05). 5
TGF-B1+FG-3019 40 #f H. , TGF-B1+FG-3019+anisomycin 21 ff]
OD oo FHE5 T 7.52%(P<0.05) ., WLIE] 3A,

EdU Y (e 25 5 R AN [R) Ab B 40 A0 38 5+ B0 S A e
7 Y (F=232.363,P<0.001), 5 Control ZH#H ., TGF-B1 4H 1%
B HE B FE I T 418.15% (P<0.05), 5 TGF-gl 41 41 It ,
TGF-B1+FG-3019 2H 1Y 3 5 455U FRAK T 57.87%(P<0.05), 5
TGF-B1+FG-3019 41 #H [+, , TGF-B1+FG-3019+anisomycin 41 [/
TS BO R T 38.93%(P<0.05). LK 3B-C.
2.4 FG-3019 ¥t TGF-p1 i S5H) HTFs #1THIR N

P PV G SR AR R AN R AL B 1 1 A R 2 S
Gt L(F=110.621,P<0.001), 5 Control ZH4{ Y, TGF-B1
A0 A RT R T 143.34%(P<0.05), 5 TGF-B1 41MiLL,
TGF-B1+FG-3019 4 1); 1 @& R AR T 56.46%(P<0.05), 5
TGF-B1+FG-3019 40 #f H. , TGF-B1+FG-3019+anisomycin 21 ff]
Yir R AR T 47.53%(P<0.05). LK 4.

B 504
& 40- x
>
3
Z 304
S &
£ 20 4
<
S 104
(-9
0_
Y & 9 9
& N Q N
& & P
& &
&S

TGF-B1+FG-3019 TGF-B1+FG-3019
+anisomycin

B
o Sayl

Fig. 3 The effect of FG-3019 on the proliferation of HTFs induced by TGF-1

Note: A: cell viability detected by MTT experiment; B and C: cell proliferation detected by EdU staining, magnification: x200;

compared with Control group, *P<0.05; compared with TGF-g1 group, “P<0.05; compared with TGF-31+FG-3019 group, “P<0.05.
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Oh 48h

>

TGF-B1+ TGF-B1 Control
FG-3019

TGF-B1+FG-3019
“+anisomycin

[ 4 FG-3019 %4 TGF-p1 ¥55H HTFs 81T

B
50-
*
& 40+
P
= 304 &
£
2 #
o
f=}
=
g 10-
0_
> N 9 O
& R S
S < &
& & ¢ @S
IR
& &
L

IR

Fig. 4 The effect of FG-3019 on the migration of HTFs induced by TGF-g1

Note: A: cell migration detected by wound healing experiment, magnification: X 200; B: wound healing rate; compared with Control group, *P<0.05;

compared with TGF-B1 group, “P<0.05; compared with TGF-g1+FG-3019 group, “P<0.05,

A TGF-pl+
TGF-pl+ FG-3019+
FG-3019 anisomycin

TGF-BI

Control

collagen I

e —
GAPDH i A S a—

= Control ==m TGF-f1 mmm TGF-f1+FG-3019

10+ mm  TGF-B1+FG-3019+anisomycin

{ =

6=

Relative protein expression level

a-SMA FN
5FG-3019 %} TGF-B1 %5 HTFs B «-SMA FN #1 collagen 1 & B R X HIE200
Fig. 5 The effect of FG-3019 on the expression of a-SMA, FN and collagen I in HTFs induced by TGF-g1

collagen I

Note: A: Western blotting detected a-SMA, FN and collagen I protein levels; B: a-SMA, FN and collagen I protein relative expression; compared with
Control group, *P<0.05; compared with TGF-B1 group, “P<0.05; compared with TGF-31+FG-3019 group, “P<0.05

2.5 FG-3019 3¢ TGF-p1 %5 HTFs REELRI T

ANFEAL B o-SMA FN Fil collagen 1 2 4 A1 %) & ik &
% S it B X (F=542.223,P<0.001;F=382.829, P<0.001;
F=488.089, P<0.001), 55 Control ZH4H t., TGF-B1 ZHHY a-SMA |
FN il collagen I (1) & H AH X X AR K FH & T 314.17% .
614.67% F1 564.23% (P<0.05), 5 TGF-gl #4 #H It ,
TGF-B1+FG-3019 41/ a-SMA FN #il collagen I [ [ FH X} 2%
KERKRBEALT 70.78% .70.99% F1 70.04% (P<0.05), 5
TGF-B1+FG-3019 #H #H I, , TGF-B1+FG-3019+anisomycin £ [
a-SMA FN Hl collagen I i 25 FH A X R A BIRK K & T
190.50% . 142.85%F1 103.60%( P<0.05), VLI 5,
2.6 FG-3019 3¢ TGF-B1 i 5 # HTFs i CTGF 31X 1 p38
MAPK {5 Si# BiE W A

AR FRZ %) CTGF () mRNA FIE X Rk e 2 50
i1t 2 2 X (F=715.694,P<0.001;F=167.089,P<0.001),
Control Z1AH tt., TGF-B1 £/ CTGF mRNA Fl# [ AH X} =ik it
AT T 722.74%7F1 408.50%(P<0.05), 5 TGF-B1 4AH L,
TGF-B1+FG-3019 4 ) CTGF mRNA FI 8 [ #H % 32 ik &t 43 5]
KA T 75.83%71 60.73%(P<0.05), 5 TGF-B1+FG-3019 Z14H
I, TGF-B1+FG-3019+anisomycin 1) CTGF mRNA F1#E 4 40
AR ITHE T 217.24%FH1 130.30%(P<0.05), VLK 6,

AR AL BEZH () p-p38 MAPK 4 325 25 A Giit e
X (F=383.153,P<0.001), & Control 28 4 It , TGF-B1 4H ity
p-p38 MAPK 2 LA X KA & THim T 423.41%(P<0.05), 5
TGF-B1 414t , TGF-B1+FG-3019 £ p-p38 MAPK Z& [ AH %}
FIBEREL T 70.22%(P<0.05). 5 TGF-B1+FG-3019 2Lt
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Relative mRNA expression of CTGF >

6 FG-3019 3¢ TGF-B1 % 5# HTFs b CTGF FRiXHIsM0
Fig. 6 The effect of FG-3019 on the expression of CTGF in HTFs induced by TGF-g1
Note: A: CTGF mRNA level detected by qRT-PCR; B: CTGF protein level detected by Western blotting; C: Relative expression of CTGF protein;

compared with Control group, *P<0.05; compared with TGF-B1 group, “P<0.05; compared with TGF-31+FG-3019 group, “P<0.05.

TGF-p1+
TGF-B1+ FG-3019+
Control ~ TGF-B1

p-p38 MAPK | R S -
PO R S S—

FG-3019 anisomycin

mm Control mmm TGF-f1 mmm TGF-pI+FG-3019

mm  TGF-B1+FG-3019+anisomycin
6 "

Relative protein expression level

p38 MAPK p-p38 MAPK
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Fig. 7 The effect of FG-3019 on the activation of p38 MAPK signaling pathway in HTFs induced by TGF-g1
Note: A: Western blotting detected p38 MAPK and p-p38 MAPK protein levels; B: p38 MAPK and p-p38 MAPK protein relative expression levels;

compared with Control group, *P<0.05; compared with TGF-B1 group, “P<0.05; compared with TGF-31+FG-3019 group, “P<0.05.
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