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w2t E 1 PCROAH &1 A 7R M B9 4 vl
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4 B At 5 A2 48~ 5], ANNEXIN V-FITC/PI 1=
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o

1.4.2 ELISA A& 8 B 4 i, £ & IL-1a, TNF-
o ANGPTL4 VEGF & %k  $408 ELISA U5 &1
B AT HEA THRAE AR UE it R DUAE i | 15 B B Mkt
WU, Ve, I, S0, S, BEIOE BE (optical
density, OD) {8, ZEFRHE R Ze A B3 AR Y 1L-1oc \ TNF-

o ANGPTL4 VEGF [ .

1.4.3 qRT-PCR %4 RA 8 B 2 i HIF-1o mR-
NA &5 $RECRA T8 B0 8 RNA, bR AR I
RNA Zif8 eBE J stk o b T i sy 188 .
BEE G 2 G0 0 72 B Y 3 X K P2 o K B AL
HIF-la 854 5'-GAACGTCGAAAAGAAAAGTC-
TCG-3', Fii5 |4 5'-CCTTATCAAGATGCGAACTCA-
CA-3",5|¥HK 124 bp, B-actin L 3iF5 |4 5'-CAT-
GTACGTTGCTATCCAGGC-3', F i8] 4 5'-CTCCT-
TAATGTCACGCACGAT-3", 5| ¥ 250 bp.

1.4.4 Western blot ;x4 & e, HIF-1a  Be-
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P b, PERE, R 2 B 25 OD 4 A i
oM.
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R Z T T I B 40 i 48 h )i, HM TR T,
TR (8.90 £0.61)% . (5.01 +1.94)% ,
ZRAGIFEX(P<0.01) ; SEHEAKRZHHLL
B, LEF 21 Toiit B2 At 48 h J 40 A0 T2 2 W i Ft
L =R AT FE L (P<0.01), JWEL,
2.2 ELISA # i8R 40 fa £ 7% IL-18. TNF-a,
ANGPTL-4 VEGF WyRiAKFE 525 XA
55, LEF 4 055 AN B 24 4 1L-18 .\ TNF-oe , ANGPTL-
4 \VEGF FA W BETHE (P <0.01) ; 5EAHKE
FA %, LEF 41 1L-18, TNF-o , ANGPTL4 | VEGF
Tk mBREIR(P <0.01) . WK1,
2.3 LEF Xf RA B 408 HIF-1a« mRNA F{iER
FoMm 525 O B LA LEF 2 AR Z 4L
B IR ME HIF-1ao mRNA FIRHBEK (P <0.01),
S5EABEZH ALK, LEF 4109 3 E40 i HIF-1o
mRNA KB WFEL(P <0.01) . WK 2,
2.4 Western blot # il HIF-1«. Beclin-1, BNIP3
BEFRIE HSEOXRALK,LEF 4 HAKEZ
ZH 1) ¥ JEE 4 Bfg HIF-1oc Beclin-1 \BNIP3 2 [ ik 3
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Fig.1 Effect of each group on apoptosis of synovial cells after 48 hours

A - C:blank control group,LEF group, tripterygium glycosides group.

*R1 BAFBEMAMLEERD IL-1B, TNF-o, ANGPTL4 , VEGF b3 (v £5,n=6)
Tab.1 Comparison of IL-18, TNF-o, ANGPTL-4 and VEGF in synovial cell supernatant of each group(x +s,n=6)

Group IL-18 TNF-a ANGPTL4 VEGF

blank control 89.23 £23.74 10.92 £2.41 267.63 +54.36 36.70 +11.57
LEF 124.71 £74.09 * *# 37.65 +4.16* ** 391.05 £40.03 * ** 52.13 £25.92* *#
tripterygium glycosides 359.46 +38.85" * 50.38 +8.91" " 603.86 +21.73 " " 89.54 +26.83 " *

** P <0.01 s blank control group; *P <0. 01 vs tripterygium wilfordii polyglycoside group.
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Fig.2 HIF-1a« mRNA expression
a: blank control group; b: LEF group; c: tripterygium glycosides
group; ** P <0.01 vs blank control group; *P <0. 05 vs tripterygium
wilfordii polyglycoside group.
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<0.05), WE 34,
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Fig.3 Protein bands of HIF-1«, Beclin-1, and
BNIP3 in synovial tissue of each group
a: blank control group; b: LEF group; c: tripterygium glycosides

group.
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Fig.4 Protein bands of HIF-1«, Beclin-1, and BNIP3 in synovial tissue of each group

a:blank control group;b:LEF group;c:tripterygium glycosides group; * P <0. 05 vs blank control group; *P <0. 05 vs tripterygium wilfordii polyg-

lycoside group.
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B BGEAR A R IX —F5 3K, i LEF (%45 F 32 224 %)
DCRIE IR LA, AR 45 R o, LEF 404
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Effect of leflunomide regulating HIF-1« signal pathway on

autophagy of synoviocytes in rheumatoid arthritis
Lan Weiya' ,Ma Wukai’, Yao Xueming”, Jiang Zong',Xiong Lang' , Yang Shufen®, Tang Fang’
('The Second Clinical College of Guizhou University of Traditional Chinese Medicine ,Guiyang 550025 ;
*Dept of Rheumatology and Immunology , The Second Affiliated Hospital of
Guizhou University of Traditional Chinese Medicine ,Guiyang 550001 )

Abstract Objective To investigate the effect of leflunomide ( LEF) on the expression of associated autophagy
genes in synoviocytes of rheumatoid arthritis (RA) by regulating HIF-1« signal pathway. Methods Three genera-
tions of RA synovial cells were divided into blank control group, LEF group and Tripterygium wilfordii polyglyco-
sides group. The blank control group was added with the same volume of DMEM culture medium. The drug group
was treated with LEF ( concentration 0.2 mg/ml) and Tripterygium wilfordii polyglycosides ( concentration 0. 03
mg/ml) , the proliferation and apoptosis of synovial cells were detected by flow cytometry, the expression of IL-1j3,
TNF-a, ANGPTL4 and VEGF was detected by ELISA, the expression of HIF-la« mRNA was detected by qRT-
PCR, and the expression of HIF-1 o, Beclin-1 and BNIP3 protein was detected by Western blot. Results Com-
pared with Tripterygium wilfordii polyglycosides group, the expression of IL-1 o, TNF-ac, ANGPTL4 and VEGF in
synovial supernatant of LEF group decreased; compared with the blank control group, the expression of HIF-1«
mRNA in synovial cells of LEF group and Tripterygium wilfordii polyglycosides group decreased, and the effect of
LEF group was the most obvious; compared with the blank control group, the protein expressions of HIF-1a, Bec-
lin-1 and BNIP3 in synovial cells of LEF group and Tripterygium wilfordii polyglycosides group decreased, and the
effect of LEF group was the most obvious. Conclusion LEF can inhibit the expression of inflammatory factors in

RA synovial cells , inhibit HIF-1« signaling pathway , inhibit the expression of autophagy-related genes Beclin-1
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and BNIP3, and improve the pathological state of synovitis.
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