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Jun (KM1, clunIgG) 47C Tab 1 LY294002 caused dose dependent
:PBST 3 1: 200 FITC cell death in cerebellar granule neurons of
(1gG FITC) 1 h. rat pups
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"P<0.05, " P<0.0l compared with control
(control neurons were maintained in cHK medium
without LY294002) . Cerebellar granule neurons
were prepared from 8-day old rat pups. Eight-day
neuronal cultures were switched to cHK medium
with or without increasing concentrations of
1 PE3-K LY294002. Neuronal survival was assayed after
24 h by counting FDA-stained neurons in
photomicrographs of cultures . Results were shown
K" s as x s from three independent experiments

“Students” t

Fig 1 Morphological features of apoptosis induced by LY294002 50 pmol+ L™ ' and inhibitory action of
SB203580 in cultured cerebellar granule neurons. Cerebellar granule neurons were prepared from 8-day- old
Sprague- Dawley rat pups. Eight-day neuronal cultures were switched to different mediums. ( A)
Photomicrograph of cerebellar neurons in complete medium; ( B) After 24 h treatment with LY294002 50
pmol* L™ " in ¢cHK medium; ( C) After 24 h treatment with SB203580 25 pmol* L™' and LY294002 50
pmol* L™ " in ¢cHK medium . Note the typical apoptotic morphology of nuclear condensation and heterochromatin
clumping in neurons in B, but not in A and C. Black arrow, apoptotic neurons. ( Hoechst 33258 stained,
x1000)
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Tab2 SB203580 protects cerebellar granule
neurons of rat pups from apoptosis induced
by LY294002

SB203580/ pmol*L™!

Neuronal survival/ % control

0 31 .8t4.7
1 32.5+4 .9
5 46 8 £5 47"
10 70.2%*6.9"°
15 87.1 £8 37"
20 93 6t9 .57 "
25 98 .2+8.8" "
© P >0.05, P < 0.0l compared with control

( control neurons were maintained in cHK medium
containing 50 pmol® L' LY294002) . Cerebellar granule
neurons were prepared from 8-day-old rat pups. After 8
days, cultures were switched to different concentrations
of SB203580 in c¢HK medium with 50 pmol * L'
LY294002 . Neuronal survival was assayed after 24 h by
counting FDArstained neurons in photomicrographs of
cultures. The data were shown as x £ s. The
experiment was repeated three times with similar results
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Fig 2 Analysis of JNK activity in LY294002
treat ment and/ or SB203580 treated cerebellar granule
neurons by Western blot using phospho ¢ Jun( Ser63)
antibody. Cerebellar granule neurons were prepared
from 8-day-old rat pups. After 8 days, cultures were
switched to different mediums. Lane 1 . Control, 50
pmol® L ' LY294002 in cHK medium ; Lane 2. Plus
SB203580 10 pmol* L™ ' ; Lane 3. Plus SB203580 25
pmole L~
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PROTECTIVE ACTION OF THE SPECIFIC P38 MAPK INHIBITOR
SB203580 IN CEREBELLAR GRANULE NEURONS OF RAT PUPS

LI Ming Tao, WANG Werr Ya, LIN Sur Zhen, YAN Guang- Mei
( Depart ment of PharmaCOZOgy, Sun Yat-Sen University of Medical Sciences , Guangzhou 510089 , China)

ABSTRACT: AIM Tostudy the effect of the specific p38 MAPK inhibitor SB203580 on apoptosis induced
by PF3-K inhibitor LY294002 and its mechanisms in cerebellar granule neurons. METHODS  Cerebellar
granule neurons culture, agar gel eletrophoresis, and SAPK/ JNK assay kit were used to measure SAPK/JNK
activity . RESULTS Cultured cerebellar granule neurons died by apoptosis in a concentrationr dependent manner
when treated with L'Y294002, a specific inhibitor of PF3- K. But the specific p38 MAPK inhibitor SB203580
promoted the survival of cerebellar granule neurons by blocking apoptosis . This protective action was shown to
be in a concentratior dependent manner. The expression and phosphorylation of ¢ Jun increased, and the
activity of cJun N-terminal protein kinase ( JNK) was elevated when cerebellar granule neurons were cultured
with LY294002 50 pmmol* L™ ' in ¢cHK medium. But when the cerebellar granule neurons treated with
LY294002 50 pmmol* L™ ' were exposed to SB203580 25 pmmol* L™ ' , the expression and phosphorylation of ¢
Jun, and the activity of JNK all decreased evidently. CONCLUSION SB203580 inhibited the activation of JNK
and decreased the expression and phosphorylation of ¢ Jun to protect granule neurons from apoptosis induced by
LY294002 .
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