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®# 0 OE: HI EERHLMr p38 M1 X 3K KL ( dexamethasone, DEX) i 5 g R 40U 25200 . )ik Western
Blott #0l] DEX %} p38 i& 42 APHWT{E T . LA SB203580( SB ) PHLIT BALB/ ¢ /)~ LA I 400 iy p38 3442, 76 3.5 F1 7 b, FI AT An-
nexin V-FITC/PL L3 5 2 41 A R0 20 a8 1 5 FUH DIOC, (3) /P12 240 J A 8 00 20 67 (4 JEE e 38 C A, ) 0 400 e
SRR L, B854 DEX &30 7 MR 40D p38 & Bk BT p38 J5 DEX a7 '3 /) ol i 15 240 He i ) o6 17 5 3 5
(P <0.01) ;DEX 55 T Ba R A0 A, FEAR, [R) BHLIT p38 #4325 , DIOC, (3) BITE PLERTELNNE @& 2 (P <0.01) . &5if
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Effect of p38 inhibition on dexamethasone induced thymocyte apoptosis
WANG Tong, ZENG Yao-ying, HE Xian-hui, XING Fei-yue, LIANG Pei-yan, HE Fang ( Key Laboratory of Education Min-

istry for Tissue Transplantation and lmmunology , Jinan University, Guangzhou 510630, China)

Abstract: Objective To study the effect of p38 inhibition on dexamethasone ( DEX) induced thymocyle
apoptosis. Methods The thymocytes were isolated from male Balb/c mice. p38 inhibition caused by DEX was
detected with Western blotting. p38 pathway was blocked by SB203580 (SB), then the apoptosis was detected
by Annexin V-FITC/PI double staining flow eytometry, the mitochondrial inner membrane potential ( A, )
and cell membrane integrity change were examined with DiOC, (3 )/PI double staining flow cylometry. Results

DEX significantly reduced total p38 content in mouse thymocytes. The late phase rate of apoptosis induced by
DEX was significantly increased by simultaneous p38 blocking. DEX induced thymocyte A, decrease and the
DiOC4(3) PI' cells were significantly increased by simultaneous p38 blocking. Conclusion  Cell membrane
integrity loss in DEX induced mouse thymocyte apoptosis could be accelerated by p38 inhibition, and mitochon-
drial function change may have relationship with it.
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WEPE SPF 9% 12 ~ 15 g BALB/c /Nl .3 T8I0 W 1 55— %0
KeFESEgEh Y.L DEX SB203580( p38 i 12 445 5 P B 1
WPk SB) \p38 i REDTIA AL FINE (PL) (L-28 &G L B- —H
K [ Hepes 2y Sigma 7§ ; RPMIL640 15 3% 52 511 2 1l i
(FBS) &y Gibeo 25 8] 5 i s Annexin -FITC 4 [ Becton Dickinson
ANE(BD 4y i)Y 5 3, 3'-dihexyloxacarboeyanine iodide [ i B Di-
0C(3) ], W BB ( DMSO ) I8 [ 9 [5] Molecular Probes 4%
1] s FACSCalibur Ji S0 AR (Y A BD 24 @] 7=
1.2 B A% 4w e &4 35 1

% BALB/c /NRUTHE AL SE, JE1 48 B0 g, T 200 H I
[t . B (125 x g, 5 min) WEANM, H] 4 CEiEZELZE b
W (PBS,pH 7.2) T BL 4 Ay, S50 VEIR (125 x g, 5 min) 4 jifg 2
W, AT T 5 100 ml/L FBS (i RPMI1640 52 4= 55 F 5t v
PO LIRS MM 38 1 > 107 /L, BT 24 FLAN M I 4
AR FLAAR R | ml, £ 37 C 5% CO, fe 56 15 B 40 iy
BRI E ;
1.3 F&a4a

W BRI BAIL 53 1 4 21, 8415 A FE . 48 FO B AL ( con-
trol £61 ), 6 Rt 440 B (30 7 5¢ 4= B 95 AL PO 0% 95 s sl SB OGR4 (SB
Only £1 ) , Mo A5 200 g LA S04 SBfil iR 77 45 min, 2 J5 4625 B ¥
DEX i S41( DEX 41) ; DEX + SB 41( DEX + SB 41) , 4l /{1 SB
P 45 min, 2 J5 WA DEX JF i af - ak st B 5. 9046
AN SEAT R, SB 2R HE O 10 wmol/L, DEX £8¥¢J# 1 pmol/L

FIH0 AE IR TS P U R AT BE A (R FR DMSO &) | B4
JHTE 24U 1 wl/ml DMSO( 265 SB 4 1 SB + DEX 410475
TR ) 1 58 G i o B e
1.4 SDS-PAGE #= Western Blot 4~#7

JHAIAE 0,30 min 1.3 h i o 5C4E A BE 20 F10 DEX 20 20 it
BARESMAT AN 1 x 10° 4, RIPA 3 2% 5 1 Lowry i #E17
HEEFTRNGE, MBS SFELELINETAEREED. 10%
SDS-PAGE WLk 5 , TE5E B Al rboté 82 1 M BERE 5% 7% 2 PVDF I
L4V J 8 R FLL i pric A5 TR TT-
BS ek iR FHHA] 4 Cad . Al A TTBS & p i -1
p38 B TSR (1: 500) —41,37 CHEF 1.5 h, TTBS PG
IAZHL,37 CTHFE 1.5 h, TTBS S Ve i 5 s A B @
Wb SRR 15 min, FIAEBK 2L 7
1.5 Annexin V-FITC/PI i X, & jé K A5 m) 4m i 8 =
BHT 357 hiad S EMMLY 5 x10° 4,0 1 ml 4 C

PBS B.L-(125 x g, 5 min) YEURAIML 2 U, B 1 HE 5 40 0 B
T80 b Y B 25 & 22 itk [ 45 4 2% opif: 10 mmol/L Hepes
( NaOH pH 7.4) ,140 mmol/L NaCl,2.5 mmol/L CaCl, |t SR )5
SRRIMAS ul Annexin V-FITC 15 pl PLY (1L PBS Fiifil, PI
P 1 50 mg/L) % 8% E AR TR % IR 5) G W IR T LS
ming FEREIIA 250 Wl 85728 vhife , FH FACSCalibur g U4 i {2
Gill . 2% EE FL2-FL1 12.5%
1.6 DIOC6(3)/ Pl A& He i X 4 HL A A ] 45 42 1K B, 4+
il DMSO #f DIOC, (3) i F 40 pmol/L 47 fiff 17 i,
=20 CLAF. s FTATIH PBS B 5 6 400 nmol/L Yy LR &
T 10 hHREY S x 10° 4, AL (AL 380 wl PBS T B 41 44
J 20 nmol/L DIOC, (3) ,37 CKHFENRS 15 min; Z /5 H0A
5 pl PLE (1L PBS BL] (0 50 pg/ml P 320 i AR
S HHCE FL2-FLI 7.5%
1.7 %itsFa®
AN A SRS i i T CELLQuest #1 WinMDI 2.8 Version
BAFIMT . SESRRARLL v £ s Fas M2 R HARRC AT ¢ RS,

2 HR

2.1 DEX #= SB 2} 4 A% 4n it p38 ¥.F 69 ¥

Western blot #5 % bl 7R 3 HRZ] p38 & B fifind () B (L AS 12 5,
il DEX £ p38 & REAE O min bz 3% , RS 77 0 (] GE 4 2 b 2 0l 55
3 IF FLAE 180 min W] 58 B : 76 30 .60 F1 180 min 0[] 45,
DEX #] p38 & Gt 5 F % 2 Al (1)

Ay #7020, By s AGRME. 10 ming 2: 30 ming 3: 60ming 4 180 min
B 1 MK ALTS p38 (Y BEET(E A #) Western Blot 5%
2.2 [T p38 &A% 40 B 69§
AWFSE Annexin V-FITC/PL X% S5 | i 2 20 Mo A #6045 5
SERL3 A AERE : D GUBAE (IEHE 40 : 2) Annexin V B4 PI
FHE R T A ) 5 C3ORLPH P B A T ) (1B 2)

Annexin V-FITC/PI 3% 70 2040 M A 25 3 7, DMSO 411
LSO 08 T G 0T T A ] R B R R R (P <0.05)
(& 2).

Mol e ML 7E 3.5 f1 7 h SR =24 Ol (22, 63
2.55)% .(42.92 £1.67)% f1(46.34 £2.22)% , 5.3 & T4 4
SHL,AFH M (6.97 £0.39)% (8. 18 £1.35)% F1(9. 46 +
0.77)% (P <0.01) s AR B 50T, SB only 21 2 i if 152 50 51 A
(10,23 £1.11)% (13.72+0.86)% F1(12.25 £1.28)% ,
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F3hFS h S MMAAGITFESR,(P<0.01); DEX +SB
AE3IhFS h it A R R B E /T DEX (P <
0.01),7 h Bt S5 B EEF DEX 41, (P <0.01) (E2).

DEX fi#& i SRR B E® THBLA (P <0.01);
SB only ZHBE AP 15 R AE 7 h S BYARR ¥ ER (P <
0.01) , HAMELERARREE(P<0.05).;DEX + SB 41E 3.5
7 h B e R TR 5 (1,49 £0.61)% (7.34

1.52)% F1(16.88 £ 1.38)% , H:1,5 h #1 7 h B ¥ & F DEX

#,(P<0.01)(E2).
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DiOC, (3) /Pl R 45 - 85, DEX 41 Ay, e {65 1T 40 i A 52
WA AR A (41,22 £1.27)% , B3 TR HE4 (14, 19 =
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ExETREEF(P<0.05); DEX + SB 4% B 4 fd #¢ 4
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ERK 43, (Al 128 472 BEL BT 5 240 M 08 15 110 AH O ( 8%
8 53 30k ) 5 [RI, FRAT A i ) iZ 2 FE % INK 7%
O BELOBT A ] s o SC k38D o 1 T p38 K RE I F
TR QR A T T AR R, FRATTG I DEX 25
p38 MRAR ML M f A MR T SR, ASHIF A4 R S i
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DEX BELIT 1 B4 5 40 34 7 A1 5% 9 MAPK 4, DEX
I M 240 L R0 T P AL o 3 0 AN SR AL B Y MAPK {5
5 ARV B T SR {3 368 40 ) S LT S B

AWIEFE L H o, BELWT p38 5, Mt it 400 i o 1 g
m,JFH B RS DEX G EER(E 2) . p38 Liif
A W RS , BT MKK3 f1l MKK6 , H #7 2 %1 MKK6/p38
w1 S 5 S, i MKK3/p38 i 12 5 4 1k % U1 4H
$%1, Salmon 2" §6 15 H 75 BT 537 7 A 5 11 400 i 0
rorp R SB203580 BH K p38 A fE 4 il i 1=, Park
A4 [ F 9 2 W IR AT 5 S 1 [ A L 1
if BELWT p38 SEELAY . X BRI e T, AR A0 i 248 7R
FRAFAA , p38 AT LA 55 AL ) A A7 BPE T, X 5 A
TEMIEE AT AT HPE o T AE SR ) FH A S R sh i o
KL NWEIGPET: 5 p38 R AEIE W MG w LR,
WA S AR P IE p38 A 1S o e i 40 i o
T M, p38 7 I N A e A1 T R LA —
SEWVRFIRYE il — 2L 5 p38 7 i 32 1 A5 i 4
A REENRER X,

WFFE R, DEX AT LA 5 /) M e 240 i 2 14k 2%
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