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Background : Camptothecin (CPT), which has been used for cancer treatment and apoptosis
study, is an extract of Camptotheca acuminata Dence. It is known that CPT induces apopto-
sis as an inhibitor of DNA topoisomerase |. We investigated the possibility that camptothecin
induces anti-apoptotic bcl-2 and pro-apoptotic bax, cytochrome ¢ and caspase-3. Methods :

We performed immuocytochemical stains for bcl-2, bax and cytochrome ¢, and also performed
western blots for caspase-3 and the three proteins above using mouse 3T3 fibroblasts treated
with CPT (0.5 ¢g/mL). The immunostain for bcl-2 was done 12 hours after a microinjection of
antisense oligomer to bcl-2 in the nuclei of the cells. Results : On immunocytochemistry, bcl-
2 showed no expressions regardless of CPT treatment and microinjection of the antisense
oligomer. The expression of cytochrome ¢ was not changed before and after CPT treatment,
and bax demonstrated weak or moderate expressions at 36 and 48 hours after the treatment.
There were no expressions at 0, 12, and 24 hours after CPT treatment. On western blot, bcl-
2 exhibited no expressions before and after CPT treatment. Expressions of cytochrome ¢ and
caspase-3 increased after CPT treatment, and expressions of bax decreased 24 hours after
CPT treatment followed by a tendency of increased expressions as time went by. Conclu-

sions : In the CPT-induced apoptosis of mouse 3T3 fibroblasts, CPT induced increased expres-
sions of bax, cytochrome ¢ and caspase-3 with no expressions of bcl-2, which are associated
with the apoptosis pathway.
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Fig. 1. Camptothecin-induced apoptosis with cytoplasmic frag-
mentations begins to be seen frequently 12 hours after camp-
tothecin treatment.
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Fig. 3. On immunocytochemistry for bax 32 hours after camp-
tothecin treatment, the fibroblasts show positive reactions in their
cytoplsm.

Fig. 4. High power view of Fig. 2B5. Immunostaining for bax
shows a positive reaction in the cytoplasm.

TAEE xﬂﬁ?ﬂsﬂ BA3E Fukst AEAPEALY] 2AE
THFig. 1). WM AALA bel-2& FHE HY
A A3} %}6331 A Be AR A tHFig. 2A1-5). Bax
£ oy 2 AAR 23 CPT Foldk & 32, 36417 &
AlZke] YA mjokslA £ FEER TEEI e, CPT F
ofgh 0, 12, 24, 72717 bax7F HEE 735£ SAHFig.

re
0R
X
o
=)
i
03
-1

Fig. 5. High power view for Fig. 2C5 shows positive cytoplas-
mic staining for cytochrome c.
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Fig. 6. Western blots for cytochrome ¢ and caspase-3 show an
increased tendency of the expression after camptothecin treat-
ment. The expression of bax decreases 24 hours after CPT
treatment and then increases gradually.

2B1-5, Fig. 3, 4). Cytochrome ct rhodamine 1239] &34
A aEHi ALEA 9] W E 3} o] A A ATKFig. 5).

o2& camptothecing FoIgh F Wdo] F7skAl Fdrh
(Fig. 2C1-5).

HAA 23} ZAAMY bal-2, bax, 183 cytochrome ¢
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2 western bloto] AlYHUEH], western blot 4 A=EZ
cytochrome c&] W&L Algko] Agl wet o7 F7bsha
bax?] WAL CPT Fof & 244170l 7HA3IA T} 36, 48417F
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Aol HE A oIty Caspase-35 17 kDa (pl7) A
CPT Fof ¥ Hr} 73lA 2d=HUL CPT Fof & 4847k
71 738l HE = A THFig. 6).
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