2007 3 18 2 - 117-

BGC - 823

1 1 1 1.2 2 1 1

210093 2. 210009

(bufotalin) BGC -823

MTT Hoechst Annexin V
caspase — 3 1 pmol /L BGC - 823 50 %
BGC - 823 caspase — 3
BGC -823 caspase — 3
BGC - 823 3
R285.5 A 1003 —9783(2007)02 - 0117 - 03

Effect of Bufotalin on the Apoptosis of BGC — 823 Cells

WU Xingxin', SUN Yang', ZHOU Xiaobin', ZHANG Jian" ?, YU Boyang’, XU Qiang' (1. National Key Laboratory of
Pharmaceutical Biotechnology, School of Life Sciences, Nanjing University, Nanjing 210093; 2. Department of TCM
Prescription, China Pharmaceutical University, Nanjing 210009)

Abstract: Objective To investigate the effect of the bioconversion product of bufotalin from bufadienolide on the apopto-
sis of BGC - 823 cells and to explore its mechanism. Methods BGC — 823 cells were exposed to the compound and the
cytotoxicity was measured with MTT assay. Hoechst 33258 staining and Annexin V staining were adopted to detect apop-
tosis, and western blotting method was used for the assay of cracked caspase — 3. Results Bufotalin showed a cytotoxicity
against BGC — 823 cells in a concentration — dependent manner, the cytotoxicity of 1 pwmol was up to 50 % and above.

Bufotalin promoted BGC — 823 cell apoptosis and increased the level of activated caspase — 3. Conclusion Bufotalin can
induce the apoptosis of BGC — 823 cells and its mechanism may be through caspase — 3 pathway.
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1
1.1 Hoechst 33258 (Molecule Probe,
USA) Annexin V - FITC (

) 24 96 — well plate (Costar) RP-
MI 1640 (GIBCO) (CPT Sigma)
[3-(4, 5 -dimethyl -2 —thiazol) -2, 5-
diphenyl - 2H - tetrazolium bromide MTT Sigma]
(Dimethyl sulfoxiede, DMSO,
) (PIERCE, USA)
( ) N, N, N, N -
Tetramethyl — erylenediamine (TEMED
) Actin (BA0410) (

, ) PVDF  (Millipore, USA)
(PIERCE, USA) HRP (KPL) X -

( )
1.2 BGC - 823 ( )
1.3 (Sunrise TECAN )

(Calibur BD) CCD
(Zeiss )
1.4
1.4.1

marker

BGC - 823
8x107/L
96 12 h
1072 10°° 107" mol/L

100 pL

100 pL

37°C 5% CO; 24 h
0.5¢g/L  MTT 200 pL.
4 h 150 pL
540 nm

DMSO

1. 4.2 Hoechst 33258 96
(2x10*/ ) (
0.1 wmol /L, 1 pmol/L 10 pmol /L)
100 pL , 37°C 5% CO» 12 h
PBS (pH 7.2) 0.5
% 30 min Hoechst 33258
5 pg/mL 5 min CCD

1.4.3 Annexin V - FITC
1 000 r/min
PBS
, Annexin V - FITC 1. 25 pL.
Annexin V - FITC

S min (4 °C)

10 min

FL1

1.4.4

150 pLL (10 mmol/L HEPES; 2 mmol/L ED-
TA ; 0.1 % CHAPS; 5 mmol/L DTT ; 1 mmol/L
PMSF) 0.5h 12000g 2min 4 C

12
%  SDS -PAGE 50 pg 4 C
20 mA/ l1h
PVDF
S (0.5 % ponceaus S in 1 % acetic acid)
maker 0.1
mmol /L NaOH S (2 %
free fat milk in 10 mmol /L Tris — Cl, 50 mmol /L NaCl,
0.1 % Tween 20, pH 7. 4) 4 C
(10 mmol /L Tris — Cl, 50 mmol/L NaCl,
0.1 % Tween 20, pH 7.4) 3 1 2 5
min 3 10 min 4
C 3
2 h 3 2 min
X —
1.5 “rxxs"
Dunnett’ s test
2
2.1 BGC -823
2 BGC - 823
1 pwmol /L 61 %
[
|
E 0.8
§ in. 6 !
8 ..l T "
e
! Control IE!ufotaIinO.'! éufetalim IBufotaIin 10 I
pmol/L
2 BGC - 823
Control P <0.01
2.2 BGC -823 3
0.1 pmol/L
1 pmol/L 10 wmol /L
Annexin V
4
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