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MEX MRE EHER F OE

(B_EEREHFRAEZNE, L# 200433)

RE R ol EY) R FOKEE (eflunomide) B—Fh BT R R AR AHH . X HKRERIE
BURSRAE S+ B/ AR BIE R T (PAF) B . 3E %5 SR SME SR A9 S 8 A DNA S 3. REKER K E
BB ATT1726 £ 0. 1~10 umol « L™ JEE M 2/ B KM M PAF 353 18 41 DNA &
B 3T A5 E T 2R A23187 7 S AR B B VR 40 MR AL PAF, SRR FEAD A771726 7R 2 B [E] 70 5]
BRBER MG ER . RFOREFTE PAF A FI1E PR 37 LR E I B F MBI ER .

KA OREOKTE; MIRAM; BEABERR, BSR4, M VRBIEE T

K 3K AF (leflunomide, HWA 486, LFM) & —Fifii B 4i & K& G AR T ) , B 24 B By #0
TRITZFET RN E HRBEESIRC . ARTRENCHES BRI AGY T2 ARE K IE R
RP . M/MEEE T (PAF) B —F B ZE AR S SAEST B, BRSO b1k 40 MO 70 5 427 40 M
BERRAEAN B A RAEMMRE T RAEK . AT HREKFRARIEARETE PAF =4 K
YERA K, A SCHEFE T PAF XHE SN SR A G 1 IR 40 M DNA & U 208 DL & LEM 70 E AR g =
¥y ATT1726 HIIMHILE T . IR GETREE T PRS0 R R B R A23187 55 Ay R UM I E vt 4
MR PAF HYREIH

M HE F &

MEM ,RPMI-1640 5¢ 4= 3% 55 B, A23187 Il 5 £ [ Sigma A4 H]; *H-TdR i H P E BB L
IR T BFSC0T; PAF FRMER: B # 1 Hoffmann-La Roche /A Y Hadvary 1L BB , /N4 I 3%
H & 1 (BSA) , B B2 L BR B (CPK) O b A= Yy ] S B 5 B 7= i . BRBRIULER (CP) g Merck 24 ]
P LFM R H EZ WY AT71726 i fEE Hoechst 25] ) Gert 424k, /N IMLIE (FCS) B
EEREBTE TG

i E 200~300 g, WEHESEA A Sprague-Dawley KR RKE 2.5~3. 0 kg FE =R, HHE
TEBRERZEHYPOEM.

BREREIESF SROURAZSPERES . TERH TRFEZABRCTIREAS, 4]
N R R G BN RS AE L, P RREA IR, I &7 10% FCS, HEEE 100 U » mI™'fl
GEER 100 ug - ml~'f) MEM #5585, B F 37°C,5% CO, ME 2B HE KM TSR, 2~3 dffe ik
—REHRAKHEHMER 0. 25 % BEER L IR,

ACTF 19934 5 B 28 HigF,
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DNA SR HVME A C~4 ROKFMURE , HREEHEb T %% 2 77 /fLiEFhs 96 5L
Mg b MEEE 24 h AR E, A S E R F SR, F B AH-TdR 1. 85X 10° Bq,
37°CHEF: 24 h, RS WL AR, BT, A 0. 2 ml PUARVE T 0+ $0(L B %8 °H-TdR #y & A
.
AR E WA PAF BB JTE AP T A RPMI-1640 wife K BRI, iR &1k
BIEELA 5} 10°/ml f B . Bl 1 ml % 24 FLEEFER P T 2 b, e R NEEE AN,
FFLIIA S A23187 2 ug » mI By IER R R AR R ER LFM,A771726, 484E23%3% 30 min j5 &
FLIMAZER 0.2 ml 1L, MM FHEEFI A A | ml R GRE S L0RAHE, ALK T,
— 20 CHRFAAF
PAF £ E HRERILNMIEDREERT PAF EET, AIRERREETS
0.25% BSA {5 B, B 10 wl I 2231 4 55 UM% A S R B I /AR AP AR BB ML /MR IR B R T
Wi EREA b PAF 4 & . MIERTMA CP 0.7 mmol « L™*, CPK 39.3 U « m1™'[H it ADP X Ifl /M
REMRW.

PAF X% /& 4HAE DNA & PR B RS 1

AR ¥k BE 9 PAF 32 570 B 4 90 1 {2 3 G 38 R 40 B DNA & 3, 24 PAF 3R E O 1,10
ug » mi~'Bf,*H-TdR £ A\ B WX A & i — 1, B0, BISIER R E. (PGE.) 7E il i ¥ ¥ 1,
10 ug - ml™ B B3 10 28 40 DNA 19 S AL GR D

Tab 1 Effect of platelet-activating factor (PAF) on DNA synthesis

in rabbit synovial cells in culture

Drug
{3H]-TdR incorporation (cpm)
(ug » mi=1)
Control 945741276
PAF 0.01 12105+ 24386
0.1 1293641529+
1 164504750 *
10 1681242175~ *
PGE; 1 7450+ 828~
10 52794672+

n=4, z+s, *P<0.05, **P<C0. 01 vs control

LFM,A771726 $1%]] PAF # S % /B E 4058 DNA S 5%

3 ERE KRS K& PAF 5 S A9 S 18 BE 40 M S 78 , LFM f A771726 7% 0. 1~10 pmol + L™
7 B R R B B AR A I R AR . AR, X T X B MOIR S T B U 5 , PAF 54157 WEB
2086 th 2HL A BAYMEIER R 2.
LFM,A771726 ¥4 B iE B B v 2 i ¥ 3 PAF By #2000

B E WA S A23187 2 ug » ml7 R R[E B EERY LFM, BE A771726 — 2 iR 5% 30 min, $2 L
J5ll PAF &8, R A, & 0. 1~10 umol « L™ JEEI A EE B EME PAF =4, Hitb
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e 2R RKEHEGR 3.
Tab 2 Inhibitory effects of leflunomide and its metabolite A771726 on platelet activating
factor (PAF 1 pg « ml™') induced DNA synthesis in rabbit synovial cells in culture

Drug [3H]J-TdR incorporation (cpm)
(umol » L™1) RPM1-1640 PAF
Control 1259041773 76444941

Leflunomide 0.1 11527 +2941 5696 +948*
1 1025141474 48594594+
10 992141251~ 43424531+
AT71726 0.1 1021241067 43274531+~
1 92784803 38934479+~
10 75214892~ * 35904526+
WEB 2086 1 994841052~ 49501655+ *
10 72741903+ ¢ 48074349+ *

n=4, z+s, *P<0.05, **P<0.01 »s control

Tab 3 Inhibitory effects of leflunomide and A771726 on the production of platelet-
activating factor (PAF) from A23187 stimulated rat peritoneal macrophages

Drug PAF content(ng/10° cells)
(umol « L) Leflunomide AT71726
Control 7.014+0.82 6.854+0.73
0.1 5.83+1.21* 5.49+1. 45~
1 4.454+0.92** 4.574+0.61"*
10 3.52+0.68*~ 2.49+0.87~

n=5, z=s, *P<C0.05, **P<0. 01 s control
LFM %l PAF 7= & i 8k F
gk PR, A23187 FBHY E WA MR B PAF 7E 30 min ;A3 5%, 7E Br & M @ B 8] 5 |,
LFM #1 A771726 10 umol « L™ 2 B EMHEIEH (B 1),

BAF content (ng/10° cells)
1
g

l
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Fig 1 Time course of platelet-activating factor (PAF) production from rat peritoneal
mactrophages (® —®) and inhibition by leflunomide (O—O 10 pmol « L™') and A771726
(A—n 10 pmol + L™1). n=5,z+s, *P<C0. 05, **P<C0. 01 »s control.
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T AR B R R KB R TR W EEARBE LSRR FZREMNE,
AFEMERIEE TN R 1 FMEFE S AR RIS . A SCHRIRE PAF X418
PR TE R A BEN T SIEM T PGE, 21K X MM & M DNA, X EH —BHIET PAF
FES R AL ST R PR B AL o R FORFF R AL R & B —Fh T i 57 nEME DT R 5 S 1R
Wl ERAEBE XK BRAFRTT R, /NRERMERT R NSRRI ER T REH LS WIT
010 LM § 1R R AN [F] T S B 1t 7f s AR B AR T R 25 . FA TR B LFM R HAE R &=
BB ATTI726 X G ¥ BEA0 K38 78 R A B055 6 0 ) 4F A . PAF #5555 WEB 2086 t,5E 4
i B 2R K PAF %5 89 % 1 AL 40 B3 A, 3R 7R SX R A 2 il PAF 24K 89 .

PAF [Z 15 5 RAERRE AT TR, EWAI R 4 PAF (W EHMMZ —. AR,
LFM [ A771726 #R6E B & M| A23187 55 K WU e B W40 U B il PAF, LFM MORTA #5812
L PAF (1EA ., MR H = ETRERARIEZ —. ALRERKIN,LFM ) EZR Y
AT71726 B 5 LFM MIEYE R L $87R LFM W] gE Rl ad s A771726 THRE/EA

& £ X ™
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LEFLUNOMIDE INHIBITS PAF INDUCED DNA SYNTHESIS
IN RABBIT SYNOVIAL CELLS AND PAF PRODUCTION
FROM RAT PERITONEAL MACROPHAGES

DW Ju, QY Zheng, HB Wang and J Fang
(Department of Pharmacology , School of Pharmacy, Second Military Medical University , Shanghai 200433)

ABSTRACT Leflunomide (LFM, HWA 486) is an isoxazol derivative with antiphogistic and
novel immunomodulating properties. It has been shown to be very effective in preventing and curing
arthritis. In this report we found that platelet-activating factor (PAF) at 0. 1~ 10 ug + ml~! signifi-
cantly stimulated DNA synthesis in cultured rabbit synovial cells. While LFM and its metabolite
AT771726 elicited inhibitory effects on this action of PAF. These two agents were also shown to
markedly inhibit A23187 induced PAF production from rat peritoneal macrophages. The inhibition
was dose and time-dependent. The inhibitory effects of LFM and A771726 on DNA synthesis in
synovial cells and PAF production from macrophages may play an important role in the anti-
inflammatory effects of LFM.
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