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7 E: B WSRO NSRRI SR AT AR BT (GRXRIETT 45-FLS) B #REE41MwR-2 254 (Bel-2).

Bel-2 #15¢ X & (Bax) mRNA FIER AWM, SRITERE ST BT RIOERNG . % HERAZUR AT
WHEB KT RN 4 LA RBRT R EE, 258 H FLS HEMAR IR, WS - RENSE XM (RT-PCR) M5 Bax.
Bcl-2 mRNA ik 1784k, BEE:SBE RMHE (ELISA) VAR Bax. Bel-2 EEA/K PRI, &R SXIRHANE, KIE
S 4. 8. 16 mg/L ZHRE{Zi Bax mRNA ik (P<<0.05), WEHEVEME 8. 16 mg/L ZH40H Bel-2 mRNA ik (P<<0.05. 0.01);
ARSI 4. 8. 16 mo/L 415 Bax EA/K T, B#K Bel-2 BA/KT (P<0.05. 0.01), HE —ZEHIFIEM K. £t &
BEVESTR AT e i@ 0] Bel-2 2. i Bax RAMIEIE, B RIBRN RK-FLS BTM/ER.

KRR MEREEAIR; KRB R RAEREE RN, B KA -2 B Bel-2 AHE X HE
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Effect of Apistoxin Injection on Bax and Bcl-2 expression in fibroblast-like synoviocytes
of rheumatoid arthritis

LUO Xiao-guang, ZHANG Jie-yao, LI De-yu
Shenzhen Union Hospital of Huazhong University of Science and Technology, Shenzhen 518052, China

Abstract: Objective To observe the effect of Apistoxin Injection on B-lymphoma-2 gene (Bcl-2), Bcl-2-related X protein (Bax)
mRNA and protein in human rheumatoid arthritis fibroblast like synoviocytes (RA-FLS), and to explore the mechanism of Apistoxin
Injection in treatment of rheumatoid arthritis. Methods FLS was isolated from synovium of 4 active RA patients who underwent
arthroscopic surgery or joint replacement. The expression of Bax and Bcl-2 mRNA was observed by Real time-PCR (RT-PCR) method,
and the contents of Bax and Bcl-2 protein were detected by ELISA method. Results Compared with the control group, Apistoxin
Injection 4, 8, and 16 mg/L groups could promote the expression of Bax mRNA (P < 0.05), and Apistoxin Injection 8 and 16 mg/L
groups could inhibit the expression of Bcl-2 mRNA (P < 0.05, 0.01). Apistoxin Injection 4, 8, and 16 mg/L groups could increase the
content of Bax protein and decrease the content of Bcl-2 protein (P < 0.05, 0.01), which was dose-dependent. Conclusion Apistoxin
injection may promote the apoptosis of RA-FLS by inhibiting the expression of Bcl-2 protein and promoting the expression of Bax protein.
Key words: Apistoxin Injection; rheumatoid arthritis; fibroblast like synoviocytes; B-lymphoma-2 gene; Bcl-2 related X protein
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PR G T SO S ST 2 -FLS (R T2
Bel-2 #HC X B E PR T8 F Bel-2 K52,
TR SRR T R RIE T 98 AR A LIS L B
WA .
1 #MR5E%E
1.1 BRRALKIE

BE T R K 2 P FR I 2 B 1 BT 56
BHCTHTFARL 4 AIEsIHIERIERTT & S
F, LIS 2009 4 ACR/EULAR k&2
BT RIS WhRAED, AT G AE FE.
1.2 RAEMEBIRMABN S BET

BARERRIB R R BEHRABINES
DMEM/F12 ;32511 15 mL 55058 WARIRARAE,
22 PR TR R D L2 UR I B, F F5074 PBS ¥Rk 3 1K,
BHLRYAEET L 1 mmX 1 mmX 1 mm /e, 5E
TREFEM T, I\ DMEM/F12 524553k, W& T
RS FRAA N R TR, B 3 REEHEIREL, MEIFIE
YA BB, AT SRRV A A 22 7 55
JRANM>80%, % 1: 2 #H T4, F%E 3~5 R
FLS 47525 .
1.3 {XEEFIRF

1HIR CO, 4N ES IR 40, MEFENR (KEFFH R
AN AHERAR, B 2 mL:05 mg, fits

20120301), DMEM/F12 4ifuts3%3%E (Hyclone 2
F]), RT-Reagent 1% 5 lHA7 & (HA TaKa ZEJR,
BRFTRATD, A Bax. Bel-2 BEHE b2 W B i &
(ELISA) {7#& (3£E RD A#]),
1.4 DERAEY

FRAE MTT st o6 ROk B vk i 30 4. 8.
16 mg/L HFIX R (SE4REF).
15 #%%3% - BEMERN (RT-PCR) # FLS
Bax. Bcl-2 mRNA B93KiA

IR 3~5 A HEKIAM FLS 4, 4% 5X
10* ANMmL R EEEFL 2 mL $RhN 6 FLIR T, /it
HEET. FHSRIANEIL, EH 24h. Z4Y1EH
SR PBS Pk, WERAHM, %M Trizol H At
JTESE AN RNA, ¥5515%] cDNA. Bcl-2.
Bax & & PCR 514 H i 2EY) TRERA RS AR A
Al A . EE PCR 1 M Z6 41 - 94 'C. 155,
60 C. 30s, 72 C. 30s. #t:40 MfE¥. RT-PCR
R 2 I 15 % -FLS 4 Bax. Bcl-2 mRNA [
ke SREGEA 3K, HULPIME. A Bax. Bel-2
MRNA FIEFX K, HEZERE mRNA IR
BELAR 2786 KR, HfaCt=Ct H 3R —
Ct XfHEFL[R ., RT-PCR F: K444 Fr 75 51944 FR AL 7
TN 1.

%1 FT RT-PCR HI5I¥&FRMFT
Table 1 Name and sequence of primers for RT-PCR

H K LiEEIY) RiEEY P fop
Bax 5-GTGCACCAAGGTGCCGGAAC-3 5-TCAGCCCATCTTCTTCCAGA-3 205
Bcl-2 5-CGACGACTTCTCCCGCCGCTACCGC-3 5-AGATCATCTCTGCCTGAGTATGCTT-3 318
B-action  5-CCTAGAAGCATTTGCGGTGC-3 5-TCATGAAGTGTGACGTTGAC-3 250

1.6 ELISA ;%M FLS Bax. Bcl-2 EAMIKTE
TR R A 5} 10° AN mL, 9L 2 mL 4
FiF 6 FLIR R 5 TR, iR LG o AL EE, fEH
24 ho IZHARF G UL ELISA & FiE W+
Bax. Bcl-2 & HMKTF
1.7 GotFEAIESE
SKFH SPSS 17.0 ZEitHcft, HdELL x+s #R,
] E AR FH B R 25 7 22 40 o
2 #R
2.1 4&FE5H&X FLS Bax. Bcl-2 mRNA RIS
xR bR, R 4. 8. 16 mg/L 4H
Bax mRNA FIAH i L F(P<<0.05), #7541 8.

16 mg/L 4 Bcl-2 mRNA FRiA#E R (P<<0.05.
0.01); SIEFFESR 4 mg/L 4HEbE:, WEFIESR 16
mg/L 417 B B3k Bax mRNA [{#£i5 (P<<0.01),
A0 Bel-2 mRNA [FRIA (P<<0.01). ILE 2.
2.2 WEEFHIEXEREXTK-FLS £iE& Bax.
Bcl-2 ZB RIS

xR, WEEEESNR 4. 8. 16 mg/L 41
Bax FEH/KFFE (P<0.05. 0.01), Bcl-2 &HHK
PR (P<0.05. 0.01); HigaiEgHE 4 mg/L 4
Fbie, WEERESTR 8. 16 mg/L ZH A% Bax A
KF (P<<0.05. 0.01), WEEFVESIK 16 mg/L 41T [
ik Bel-2 /K F (P<0.05). W% 3.
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F2 EEFFHRNERIEXIEA-FLS Baxs Bel-2 mRNA FiARIEM ( x+s, n=3)
Table 2 Effect of Apistoxin Injection on Bax and Bcl-2 mRNA expression in FLS of rheumatoid arthritis ( X +s, n = 3)

451 FIE/(mg LY Bax mRNA Bcl-2 mRNA
it e — 1.00040.000 1.000+0.000
W RV 4 0.683+0.100" 0.943+0.038

0.737+0.081" 0.893+0.032"

16 1.367+0.2377""

0.777+0.100™""

Hxtealtbse: "P<0.05 TP<001l; SEENE 4 mg LT AL T"P<0.01
“P<0.05 P <0.01vs control group; ¥ ¥P < 0.01 vs Apistoxin Injection 4 mg L' group

®3 BEEHRAERIEXTL-FLS Bax. Bol-2 EEFIAHSEM ( x+s, n=3)
Table 3 Effect of Apistoxin Injection on Bax and Bcl-2 protein expression in FLS of rheumatoid arthritis ( X +s, n = 3)

2H 531 FIE/(mg LY Bax/(ng mL ™) Bcl-2/(ng mL™Y)
it i — 31.890+1.593 73.173+6.687
WS 4 35.673+0.770° 62.213+3.516"
40.207+2.752"" 56.007 +5.039™
16 41.80041.204""" 51.010+2.614™"

SRR P<0.05 TP<001:; SRR 4 mg L AR "P<005 "'P<0.01
“P<0.05 P <0.01vs control group; “P <0.05 “*P <0.01 vs Apistoxin Injection 4 mg L * group

3 e

HHMIIETE . TR REEAR I A s, A
R, ISR P IR,
WU B RT3 CLIT R, S 51 pam i & L,
o Bel-2 K o mEEEME, Bel-2 %
WA N ST AR, 2 n[5h 3 K2E: fi
FT-HE, 0 Bel-xI. Bel-2 2% {240 T,
1 Bax. Bcl-xs. Bad.Bak &; LT #5 [, 41 BH3-only.
YEJy Bel-2 FR b e HAT ARG A T R A
Bel-2 & 7F i€ ¥ 14 bk 208 4N i op e B 4k 5 67t
(14 :18) HW7 S BRI —Fh i 2L, Bel-2
FIE B kAN IR -2 BRI gmd 1) 7=, M 4T
i 26, R TIRBAEED, 0 T&AE. HEMN
FRZ AR b, TR R fUR R R, I 52
L7 A PR S PR T 0 T ol R 4 4 g s A
Bel-2 11 A= 12 A FH A& 142 40 i ) A7 3 3 i 2
545 S AL T i H g T, Sugiyama 250
ESEAE R T 4 1 A il i 2255 Bel-2. p53.
p21. c-myc, IMiEH NHEEARET FREEHIAR
i, N R DT 2 FE 3 T R B P e 2 FLS
R RE P T ER Bel-2 . Bax &R
LT T, 5 Bel-2 XA, —Ha R8RS
TRARE Bax 5 H SR AR (R T-HEE Bax
T RN SR AR IR AL B AR S, BRI

TP T, ZMIESHSFEBAEROS, 3405
P JPETE A Bel-2 M5 Bax V8 A%,
X Bax 75 A2 (R T3 R EAT PR A O 2,

RS I PRI 9 U SIS S VLR T e 2R X
KATRIMEPRIEAR o« W FE 3R I RE IR 9T 8K
WEPE S S T Ky R AT R
] TNF-a. IL-1B 2840 R 77K 7 B 2 2o 2R R
VO S DT RS R IR B i i JEL P FH ESR . CRP
SEFEARIOP, 2 AR P Y ik i A Ox e 2
PEICT R (A T8 A B, I B DK i 35 U0 9 TS
DS B G 2 P DR 4 R D i KR IR o

AR TR, BETSW 4. 8. 16 mg/L
AT LA HE Bax mRNA [1RiE, #4535 8.
16 mg/L 4] Bel-2 mRNA ik X2 RIB RS
#-FLS iEW Bax. Bel-2 & AER, i E SR 4.
8. 16 mg/L ¥Jnl 47 Bax /K, HFEK Bel-2
HERKY, HIXE(ERA —ERFIREHECE, 3
HF G VR SV AT RESE L ) Bel-2 B2 i Bax
HEHE MR, BB XIE T K -FLS T HI1E
FH o BT HIAIF FE 32 /m b 23R R PT 5 5 I KB O T1T 4% -
FLS TS, 25 G AN SRR 45 3L, FIALHI T RE S0 Bel-2.
{it Bax FisA <O, ASLIRY T IS GYT
KRBT R A E RN, b RRahRia T8
PIBITT RERAE T — 5 IR S -
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