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[HZE] B BITEA AR E FH R T TR (WTRATL) X 28X 5T 48 W RS h 4 4k 20
BE(RASF) MPER, Fix  JEAREESE RASF, AR E hTRAIL (0,100,200 ,400 800 ,1000 ng/ml) T 4 h, ¥
i) hTRAIL X+ RASF BUISFEFNR T A HAR R 324 DRS mRNA FI%E (2509520, &8 100,200,400 .800 .
1000 ng/ml hTRAIL i il ] RASF #4784 ; 7] |3 DR5 mRNA (0. 801 0. 036 .0. 947 +0. 032 0. 969 +0. 048 .
1.052 £0.031 ,0.992 +0.072) FIZEH (0. 650 £0. 118 ,0. 803 +0. 142 0. 968 = 0. 130 0. 945 = 0. 136 .0. 864 =
0.160) ik (F =78.478 ,F =18.627 ,3] P <0.01 ) ; = ¥ £ hTRAIL (400,800 ,1000 ng/ml) Wi S RASF k4=
JHT2[(5.82+0.43)% (7.32+0.49)% .(8.78 +0.81)% ] (F =304.573,P <0.01 ), #5i hTRAIL f[i5ES
IR RV BT A A T,
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The effect of TRAIL in the apoptosis of rheumatoid arthritis synovial fibroblasts

[Abstract] Objective To investigate the effect of hTRAIL in the apoptosis of rheumatoid arthritis synovial
fibroblasts ( RASFs ). Methods
hTRAIL(0,100,200,400,800,1000 ng/ml)for 4 h,the proliferation and apoptosis of RASFs was detected by MTT

Primary culture the RASFs and then incubated with different concentrations of

assay and flow cytometry , and then the expression of DR5 was examined by RT-PCR and Western blot. One-Way
ANOVA and LSD were used for statistical analysis. Results hTRAIL (0, 100,200,400, 800, 1000 ng/ml ) had
significantly inhibited the proliferation of RASF ; While the expression of DRS mRNA (0. 801 +0.036,0.947 +
0.032,0.969 +0.048,1. 052 +0. 031 ,0. 992 +0. 072 ) and protein (0. 650 +0. 118 ,0. 803 +0. 142 ,0. 968 +0. 130,
0.945 +£0. 136 ,0. 864 +0. 160 ) increased significantly (F =78.478 ,F =18.627 ,all P <0.01) ; High concentration
hTRAIL(400,300,1000 ng/ml) can induce the apoptosis of RASF [ (5.82 £0.43)% ,(7.32 +0.49)% ,(8.78 =
0.81)% ](F =304.573 ,P <0.01). Conclusions hTRAIL can induce the apoptosis of RASF .

Fibroblasts ;

[ Key words]  Arthritis , theumatoid ; Human TNF-related apoptosis -inducing ligand ;  Death

receptor 5
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B IGE B SRR A MR MBIR, MO Z 1Y)
WFFERM], RA 1R ACET 4E A ( theumatoid arthritis syn-
ovial fibroblasts , RASF ) A9 i Ttk g3 2 L H 5L & g ML il
Z—" L AT RASF AT 3055 R 2 S B A
SRIT RA BYICHE Mg TRPE K 7 AR DG Y R T 75 i
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& ( TNF-related apoptosis-inducing ligand , TRAIL) J& it
R R IR T R EUR . B TNF-a, FasL H8%
#E TNF MR &8 nT LA S A ia T, (A 5 )5 P
HH A RKAE & HA 8K 075 5 8 240 i e
TIRESS  EOUH IE 3 AR A e B L AR R
L7 IL-1B 15 G M 56 RABIRY h 5 2o o) He
I N AT TRATL JEPR A9 B9 2 1T fi TRAIL /-5
R P IR AR TR T HRTAE T B
W PFS AT RS NA T RASF T, 361 HI05 . AR
Wit E 4 A TRAIL( hTRAIL) & A 4075 S RASF 1Y)
T, LU Sk RA B E a7 ik,
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MEREFHIE

— AR AR A

RA TR0 ok 3R e 422 32 R 0G0 i B DT B
REYFIZTE S RA B . ZWIRE6 28 B X h 25
(ACR) 1B 1T 32 Wi bk i, 28 ¢ 1 52 9% 1% 3 8 1F 43
(DAS28) >2.6, BEZFMERE, ZHR LK
T HEZ DL 2t

— EERH

DMEM (/= Hi) B 97 0, R AR 1, 5 558 R (3
H Gibco 1] 5 B4 1135 ( HyClone 7] ) 5 1 7Y 5 il
(Sigma A ) 5 #3% Z (Annexin) V-EGFP 41 it 8 T- 46
M & (R st L AR R R R A R A 7] ) 5 Trizol
Reagent ( Invitrogen A ] ) , NA-Red ( 32 = KA W) £ AR
5 T) ,TaKaRa RNA PCR Kit (AMV) Ver. 3. 0 ( Takara 2
A)) s B2 hTRAIL (i /7 25 A BT R A BR A F]) 5 DRS
Antibody ( CST /3 H] , Cat#:21-3696s ) , Anti-GAPDH mon-
oclonal antibody (BB} 4: 4, Cat#: Mab5465 ) , PageRu-
ler' " Prestained Protein Marker (10 ~ 170 kDa) ( B¢F}A4=
Yy, Cat#. PM0O671) .

=k

1. RASF (AR IR J e . R AR R 3518 F
e R TG P RO 11 8 5 20 0 By M 4 B v TAE
B s MR M5 K 5 BRI H 2R, FH 38Ut PBS i Uk
3YGHALH A 1 mm’ NB, A S T R A
(4 mg/ml) [UTC M7 DMEM 55352 (2 ~ 3 SR L) ,
37 C,5% CO, HEFAHTIEE 2 h, B 20 min $#75%—
YR 5 A 285 R 440 L (0 2 200y T PSS 2 2819 5 W 4 L )
BB DAL, 1000 r/min, 10 min, 35 3, FIIA S
T ZIRPI R N (0. 02% EDTA) Y 0. 25% Jif 75 1 it
4 ml, 7£37 °C,5% CO, FEFEA P IHAL 30 min; Bk UL o
RO A A B sl B4R RS, A SE R 3 1 RTHAL,
22200 H A58 i ) 2k 0, 08 W LA S0, 1500 1/ min,
6 min, 5 35 ; F PBS 15 UE 2 WG, KR dl il 8 Bl A
R PR R RN A A A A, B
37 C,5% CO, $EFFATREFR ;24 b 5w, LERIR
WERELN , kb s, URRE2 ~3 d il 1 IR, L5
KH 4 ~9 AP REAN M, 38 2 {5 A 25 AR, NI
FES ATt T 70 Je D A 7 S

2. MTT 345 hTRAIL X} RASF 1458 (1) 52 Wil . 45
RASF L) 5000 4~/FL3EF0+ 96 LAk, % 6 N FL,0,
100 200 400 800 1000 ng/ml hTRAIL(0 ng/ml %} &
£H,100 ,200 ,400 ,800 . 1000 ng/ml AR L2 ) ; 4 W T
4 12 24 48 h J5 A MTT(5 mg/ml) , 4k2LE535 4 h
JE 2 bR WA LNEE TR, AL 150 pl —HT KL

WG T EEFRAL (490 nm) 5 4% FLIKOLEE (A) {E,
MR AR A FLINAR 9 A (EITFSE P 3ME, SERER
3K,

3. Annexin V -PI BUbR7E 0 240 A AR X 1253 Hr 41 g
FUBIPA T AR WO AR AR TR R BE hTRAIL A T3
YiffL4 h 5, FERIHBESRW, A 0. 125% A5 EDTA 1Y
TR AL MR M, B (1 ~5) x 107 A4
L, #5425V FR B 3818 =45, VA Y PBS 1T 2 Ik
(2000 t/min Z:.L> 5 min) ; JIA 500 wl 19 Binding Buffer
BRI, A5 wl Annexin V-EGFP 415, IILAS ul
Propidium lodide ,{£2]; =il G 5 ~ 15 min; 7E
L h P, 247 3 2 20 A S0 0 0L 28 A ), S 6 i A
3,

WERR 22 2R ( PS) 1E 8 7 T 4 AR AR RUZ i
O], VTR AR R T 500 240 RS v %) S ER R ASE P ) 76
mAMI, FRERTEANMISN A T, Z2 R PS 55 Annexin
VAR FEF T, B, K Annexin VAR L3R
(EGFP) , IFRric T ) Annexin VAE R 28 CHER , R R
AN TR T AR LA AL, AR IR SR AN I i)
YRR IR o SE M RTRE B PS MBI, {H AR [R]
el — A2 R 2 e ——L AL I 42 ( propidine iodide
Pl) , EARESE i 50 88 0 4 MR, mRE8 T 4 i DL R IR
TR X T

ZE BRI, B ZE 2 BR Annexin V /P17 A 4 iU 7k
B, A FAFR Annexin V ©/PL" B30 8 - 40 o sl 50 T
M, 22 T AR Annexin V ~/PL WIE R 4000, 45 F 28R
Annexin V */PL™ Ry FLHIET- 400

4. RT-PCR il hTRAIL X§ H:AH R 5244 DR5 mR-
NA A5 . 0,100,200 . 400 800 , 1000 ng/ml hTRAIL
T RASF 4 h Ji, il A Trizol 1 ml 22 i 40 g 45 B
RNA, 848G BT & RNA B, B2 pg RNA
AL cDNA, DR5S W51 ¥ % % R L iF . 5'-GGGAGC-
CGCTCATGAGGAAGTTGG-3", i 5'-GGCAAGTCTCT-
CTCCCAGCGTCTC-3', ¥4 182 bp, GAPDH 5|4
510 FiF 5'-ACGGATTTGGTCGTATTGGGCG-3', N
I 5'-CTCCTGGAAGATGGTGATGG-3", F= ¥ 212 bp,
B EiR eDNA 2 ul, 24K 5120 ul, #% TaKaRa RNA PCR
Kit( AMV) Ver. 3. 0 #2/E UL 45 4, Bio-Rad PCR Y
RT-PCR JZ I £5 1 : FUAE 4 95 °C 3 min; 95 °C 45 s,
55 °C 1 min.72 °C 45 s,DR4 35 MG . GAPDH 25 >
PEER BifiJe 72 °C 4EMH1 5 min, 45259 VE FH v B 446 3
B 1. 5% SRR TEE RS UK A PCR 774,
SEyH A 3 R, L GAPDH /E N2, i ] Quantity
One BAFXIER A mRNA Fik Bybf72 8 BT,

5. Western blot ¥l hTRAIL %f DR5 & [ %1k (19




. 5036- HAef R BE 2435 (TR 2012 429 A% 6 #5245 17 3 Chin J Clinicians ( Electronic Edition ) , September 1,2012 ,Vol.6,No. 17

S0 . 0,100,200 , 400 ., 800 . 1000 ng/ml hTRAIL T 4i
RASF 4 h &, 2 BUSE 1,25 we/fL, 10% + kLt
R - S TR M T Y 58 52 HiL 9K ( SDS-PAGE) Ji5 HiL 5 2 3R fi
M (PVDF) 5% B RE 0k S iR 5 2 h, Sedi A
DRS5(1: 1000 ##% ) —H1 & GAPDH (1: 5000 #if¥)4 C
WEE 15 h,FE 90 1 h 5 RAEY & GiESE R
S E A 3 YK, K Quantity One AT E =,
HCH (98 A OB (A/mm” ) 5 NS R FAOEE
{E(A/mm” ) Y HAR R FR 28 1 MR R A

6. GeiteE ot B LAXEL = bR (v £5) TR,
ZAEAS ] 181 850 L R B R 3R U7 22 43 BT ( One-Way
ANOVA) , W 418 LBk T LSD ke, v A 80l
28 SPSS 13. 0 iR/ TAR R, LA P <0. 05 N2ERA
GatE X,

5 R

1. MTT ¥4 hTRAIL X RASF 3451 A5 0
100 200 400 .800 1000 ng/ml hTRAIL 435 F it 4 12 |
24 48 h ZR R AN hTRATL X% RASF 345645 ]
BAFIEHI(P <0.001) , W1,

R 1 RIS hTRAIL 4T RASF H58 AR (x + 5)

hTRAIL AfH

(ng/ml) 4h 12 h 24 h 48 h

0 0.445 +0.058 0.453 £0.038 0.444 +0.033 0.448 +0. 026
100 0.296 £0.039 0.312 +0.057 0.387 +0.042 0.366 +0. 035
200  0.263 £0.042 0.236 £0.011 0.352 +0.036 0.354 +0. 081
400  0.253 £0.043 0.268 +0.022 0.299 +0.032 0.279 +0.016
800  0.181 +£0.021 0.178 £0.013 0. 151 £0.009 0.165 +0.010

1000 0.114 £0.032 0.129 £0.041 0.134 +£0.263 0.121 +0.032

F1H 216.33 180. 33 198. 61 163.73

PAE <0.001 <0.001 <0.001 <0.001

2. Vil AR hTRAIL X RASF JET- 1540 .
0,100,200 400 .800 ,1000 ng/ml hTRAIL 435l T i 4 h,
45 5 3 718 400 800, 1000 ng/ml hTRAIL fi£ /55 RASF
KAEWFET(P<0.001), WFE2;K 1,2,

3. hTRAIL Xf RASF A mRNA ik K520 100,
200,400 .800 ,1000 ng/ml hTRAIL T i RASF 4 h 7,
DRS ) mRNA ik TH i, 5XF A b i 22 R A it
& X, H B hTRAIL ¥ B3 5, DRS mRNA K3k iy
HiE, W33,

4. hTRAIL X} RASF A2 38 8520 : 100,200 |
400,800 ,1000 ng/ml hTRAIL T RASF 4 h J5 ,DR5 [
FEARRTE, SXIRA R A G E L, HRE
hTRAIL ¥ 5, DR5S mRNA FikTHE o] ., Wk

4,14,
F2 ORIEIVEEE hTRAIL /R T 40 i = iy
T RAMEE R (2 £5)
hTRAIL( ng/ml) LK AT A (% )
0 9 2.39 +0.22

100 9 2.49 %0. 30
200 9 2.83 =0. 33
400 9 5.82 +0. 43"
800 9 7.32 £0. 49>
1000 9 8.78 0. 81
F Al 304.573
PE <0. 001

¥ :5 0 ng/ml hTRAIL FL%7,°P <0.05; 5 100 ng/ml hTRAIL Fb
i ,"P < 0.01; 55 200 ng/ml hTRAIL [t %,°P < 0.01; 5 400 ng/ml
hTRAIL F48 ,*P <0.01 ;5 800 ng/ml hTRAIL L5, °P <0. 01

£3  R[AVESE hTRAIL %7 DR5 mRNA 55540 (x £ 5)

hTRAIL( ng/ml) L DR5 mRNA
0 9 0.742 0. 049

100 9 0.801 +0. 036"
200 9 0.947 +0. 032
400 9 0.969 0. 048"
800 9 1.052 0. 031
1000 9 0.992 0. 072
FAA 78.478
P1H <0.01

.5 0 ng/ml hTRAIL FE%Z,°P <0.05; 5 100 ng/ml hTRAIL Fb
B.'P <0.05; 5 200 ng/ml hTRAIL F #,°P < 0.05; 5 400 ng/ml
hTRAIL %8, *P <0. 05 ;5 800 ng/ml hTRAIL L%, °P <0. 05

R4 KRRV hTRAIL X} DRS FHEAFAAITIN (2 )

hTRAIL( ng/ml) fLE DRS5 &
0 9 0.491 +0. 121

100 9 0.650 +0. 118"
200 9 0.803 £0. 142
400 9 0.968 0. 130"
800 9 0.945 0. 136"
1000 9 0. 864 +0. 160™
Fa 18. 627

P <0.01

¥:5 0 ng/ml hTRAIL [L%2,°P <0.05; 5 100 ng/ml hTRAIL [t
i ,"P <0.05;5 200 ng/ml hTRAIL [%;,°P <0.05

it#

RA 22—l R G RAEPEBNA , 52 W 519 4 HLAL
21BN, R IE AR O T 1 ~ 2 SR MO A, i
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Annexin V

Annexin V

Annexin V

Bl Annexin V/PIFA KL HTATIRASFIHT:. 1A: 0 ng/ml hTRAILK:
%4 WG RASFRIFAMIT-2; 1B: 400 ng/ml hTRAIL:; 774 hJii RASFHI 31
T-%; 1C: 800 ng/ml hTRAIL;FE4 hjGRASFHI RT3, 1D: 1000 ng/ml
hTRAILH:5%4 h/SRASF¥ B TR

9.00+

8.00+

FE T (%)
5

N woowm
(=3 o o
o o o
1 L 1

T T
0.00 100.00

0 100 200 400 800

1000 TRAIL(ng/ml)

| T T T
200.00 400.00 800.00 1000.00 (ng/mD
E2 RASEHT-H
0 100 200 400 800 1000 hTRAIL(ng/ml)

DR I w —> 48 kDa

P p——— caron I——— .- . )
o L ©

E3 AWK EFhTRAILADRS mRNA R IA K0

RA T8 IRZH b LA 4ERE 1 40 D ( fibroblast-like sy-
noviocytes , FLS) it A= Jf-A B WEAAM . T 40 . B A
MR R E . RAFL (14930 J3 38 Az — 7 T30 2o 4 12y 3
TR FrE ) = A A R BOCTT IR, 53— 5 T, il B
SERE LA 9 ) B TR Rl R /R . RAFL 3546
TR0 iy A A A R A =X T A K
T oo i f5le =, 3 1 9 3 PR B S AF A Ak %) 41 A 40
EA

TRAIL /& Wiley 25°' F 1995 4F 15 ¥k & BT s e 1k,

El4 ASFEHRIZEhTRAILGRASFE 255 M50

iy, —E LI, BT TRAIL 6 B A4S 2 1935 5 i
TR YR T R TEMRE & A T T 52 T, 22 T
PRIG RIS T TRAIL FOWEFEVAY TR . TRAIL
A7 5 Fpaz .2 PNIET-3Z 4K (death receptor ,DR) , {45
DR4 F1 DRS ;2 MR 3ZAK ( decoy receptor, DeR) , f§if
DcR1 F1 DeR2 ;1 NAIVEPESL T 52 /K47 % (osteoprote-
gerin, OPG ) SFET SR AR T 2 A R , DR4 Al
DRS fEfil & BRIHT- USRI ANMLIS R , A A R

ZUFFE R B, TRAIL RE45 ] B B fe s 1 P2 ik 1Y
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Tl A3E RA' ) Sh et g 2 W, TRAIL 697 fE
B AW DBA/1J /N U 75 S M 515 22 (collagen-in-
duced arthritis, CIA) (¥R HHERE , X 322 T TRAIL
BT AR AN GIE T T TG A AR o X AP T RA & SwHL I
FORHIVE R , T B8 -5 98k B 20 R 76 Ak T B R TR AR
BRI IL IR LA D8 DBCR AR T AT C I RS
PR 1 S5A TR U TRAIL RES 3R
HA W 05 VE I R 7 PURE & 575 4 (antigen-in-
duced arthritis , AIA ) e o K H RA B MWM T 415
X TRAIL S0 T-HUR ' DF5c M, ok A AR &
FHRARFRAE = B AL RA B FLS, % TRAIL
Ve BRI A e 22 5

ARSZIGHFSE MTT &553: /R, N4l TRAIL & A fE
ARCAMH RA BB W AT e p 2 K N R
W 50 IR 4 %, 100 ng/ml hTRAIL 1E FH ¥ )&
RASF B JH -3 (2.49 +0.30 )% ,200 ng/ml TRAIL
YEHIWR B, RASF FUH P T30 (2.83 £0.33) % , 2 5
TG 247 L (P >0.05) 1M 24 hTRAIL ¥ & 4 400
800,1000 ng/ml, RASF WA =381 i L7, 43 5 K
(5.82+0.43)% (7.32 £0.49)% _(8.78 +0.81)%,
LREG L (P <0.05), K% hTRAIL ¥ & 1y
BWiTHE  TRAIL A1 Z &K DRS mRNA M2 [ 3Rk 7K
BT, BRI RS TR, ZFREA SRR
X(P<0.01), P48 TRAIL T RASF, o] figsd 1 I
T-RAREME, 3 MIBYT RA, SEGE i R4t T 5
(AR5 SIS

& % X #
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