+ 286 -

TEGEFEE ERFRE
Chin J Pharmacol Toxicol 2003 Aug;

2003 4F 8 H;  17(4):286 - 288

17(4) :286 - 288

IR B H THEUAS X SWO AR EHR

XEA, AR, BR
(L. JIHBER R F AR e, 2. 1 MR AR B2 F TS 0T Akt )78 M

WE: BY MNEIRFREHFFTASZTFTIHAAE
F& R 98 4 L SWO 649 £ K, AR A 5 3] 69 R B 2
FHTREFM. Fixk A MITAAX@ERF
R AT AR IR R A R A A AR S 3 A 22 B R T
mie SWO ¢9VEm . &R MIT KB 4R 2 +,SW0
mpsrik R A B D% FF o R EF (o
BTX) #4945 JA W22 450 R , Bl B SWO 2m i bk 3T3 4mfies £
R, SWO XT K202 69 4F ) R R, 3 AP E 4k
BT SWO Zafies, i X fa e Rl R ILA T4, &5i8
A 5 % 4 & L o-BTX *F SWO @ Ji A 4
HAER , LATAHER,

KB BRI, B ELT L VLB

FESES: R979.1
NERFRIRAS: A
X E 4 = 1000-3002(2003)04-0286-03

PP R A 7 UM C AV 28T
e RIS 32 B A v A o T T R I R
PR A 5 T8 SCHR , B8 X T 0 28 5 B 4 1
IS AT AR IARIE . AT H 9 3220 T
PRI R 17 AE S T 22 I R 40 i SWO O
T2, sl RO AT, DL AR AR R I 2 rp 5
B SWO I T8O IR R 410 o

1 M#5EGE

1.1 #i5iKH

SWO i1 2 JI5e S 988 AL K562 1 3T3 24 ffd £y B vl
RAFBEAE R LS B s 2t . FRERIE R TR B VLY
TR FEWE T, - SR PR FE R ( a-bungarotoxin , a- BTX )

i BER: 2002-08-07 ¥ HER: 2003-02-26

EE®IAT: XA (1957 ), J, WA JULHA, T
A, B, FENFEHEEY .

"BERMEH  E-mail: xingjs @ 163. net
316

(020) 85222706-

B, AR
510632)

FrifE e A S5 E Sigma /3w, FRHIE-LF4E R 52 W B
FE[E Whatman 23 7 , 73 525 246 8 4 Sephadex G-100 11
H Pharmacia A . i3 F b5 #EFE M Gibeo BRL
INFEIAS . 4IRS R 5L RPMI 1640, 5% [E HyClone 2
A /N I U B OO PO o i € 7 e i
(MTT) AL E (PD YR - Sigma 23 F] .
1.2 o-SRAMBENIE GSGURETE

BRI R 52 B B AR IR L ) Ui
FUEFE R, Wedn , IR . Sephadex G-100 4355 4lifb 55
0w 2R A A R R, k4, I Eh . T+ bk
i 4 - SR TR M P i v, Kk B2 R (SDS-PAGE) 1l 1 8 14 43
T, Lowry WA E B H & . RUI/INR,18~22 ¢,
$ 0452 A 10 H MR E RN E TDsoo
1.3 SRARHESREENAS o RAFFEX
SWO ) b 36

MTT 007 [Cs BV BE 5 x 10° L™ W HUE K
AR A0 M 42 B T 96 FL 41 M B R A, AL 100 L,
37°C TR 0.05 1 CO, WEAREE SR 24 he 2
X HEAH CASInAEARTIRAAS) B XT B CAS 49 ) L FH
PEXTRRZHL(S mg- L™ A0 04 B8 T 24 O B S K2, (eyclo-
heximide, CHX) %] K562 20 il H ) M R ¥l 53 K 41
(FEASRIH BE A AR SRR SE A ARV 1 oo L7,
BIETERIEHRE ] 0.6 g- L™, o-BIX HIIAHIE K
0.1 gL~ SRJG ¥4 5 A5 B ) o CO, AR Ak EL
B35 12, 24, 36, 48 5 72 ho BUHIEFAMR, L0 5
gL~ ' MTT 10 pL,4 h J5 5L 10% SDS 100 pL, CO,
WEAR SR A, O OB FEE (A), TP
570 nm, Z: KN 630 nm, H 98 40 i A= K 30
e, oK AR AR KA 50% B 9 25 4 vk
B, BV 1Cs , 227 20 X 254 () 245 8k
1.4 FHAMALLE

G277 Rl MTT S5, WA 4 A, 2000 x g 5.0
5 min, 3 7, PBS ¥k 2 ~ 3 X, 70% LB [H %E 30 min
DL b B E B9 A0 LA 4000 x g B0 5 min, PBS ¥k
1~ 2, UUEWETET 0.5 mL i PI(# RNA fi§) 1,
HEEEHCE 10 min, 200 H 5 WL 8, F i gniEi.



PEBE TS AW F L 2003 4 8 H; 17(4)

+ 287 -

1.5 SitzEabiEg
SIS x + s Fon AR 2E TR « ke

2 #R

2.1 RMESHIBELREE
LV AR I M R 2 R B4R 4 X CM-52 4
JEArIEAS 3] 10 N, SDS-PAGE Hi ik, Al 153 10 £
KB, T REE/IMNYR 6.5 ku, K EE 1]
940 kul® BT AAR PR R 7 e L TR R4
(I g IV 0 VI g | VI 04 0 VI % ) B9 LDsy 5 Chang
SE Ry B BRI LD AL, 3 ML 3 B 45 440 75
PERRFFREF (R 1)
2.2 HEX SWO MR RIEK R
B A& 75 3 X SWOH MR T B 1] 9 28 4, ML |

Tab 1. The LDs, of crude venom and its compo-

nents
Component IDsy/prg- g™
Crude venom 0.176 £0.022
Peak Il 0.149 £ 0.054
Peak [V 0.130+0.052
Peak V[ 0.151+0.064
Peak V[ 0.251+0.121
Peak VIl 0.418 £ 0.260
Peak [X 0.516 +0.102
Peak X 0.135+0.052

Kunming mice were given ip crude venon or its components. LDsy of
each peak protein was calculated by Karber's. x + s, n=10.
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Tab 2. IGC;, of different toxin incubated with SWO cells for different time
ICsy/g-L™!
Toxin
12 24 36 48 72(h)

Crude venom 1.321+£0.096 0.961 £0.078 0.782+0.028 0.461 £0.052" (2.120 £ 0.019) 0.462 +0.033
Peak [Il 0.791+0.035 0.613+0.021 0.436+0.033 0.290 +0.031" (0.794 = 0.081) 0.288 +0.022
Peak [V - 2.893+0.082 2.546+0.121 2.502+0.143 2.220+0.098
Peak X - - 4.720+0.124 4.562+0.133 4.672+0.126
a-BTX 0.068+0.011 0.044+0.009 0.038 +0.006 0.021+£0.002" *(0.203 = 0.024) 0.020 = 0.003

MTT bioassay was used to test the cytotoxicity. 5 x 10* cells incubated with the crude venom, peak [l , peak IV, peak X , «-BTX standard
respectively for 12, 24, 36, 48 and 72 h. ICs; values were calculated from curves constructed by plotting inhibitory rate of cell( % ) versus the
semilogarithm of drug concentration. The data in parentheses are the 1Csy values on 3T3 cell. x +s, n=5.
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Fig 1. DNA analysis of the peak I -induced apopto-
sis on SWO cells by flow cytometry after incubation
for48 h. A, B: 24 mg- L' peak I toxin; C: 40 mg-L"!
' @-BTX.
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Effect of several venom components of Bungarus multicinctus
on SWO cells

LIU Jie-Sheng', XING Shao-Jing?, CHEN Yong', YANG Wei-Dong'
(1. Life Science and Technology College , Jinan University , 2. Guangzhou( Jinan) Bio-Medicine

Research and Development Cenire , Guangzhou

Abstract: AIM To determine the cytotoxicity of
the venom components, and if it is induced by
apoptosis. METHODS MTT bioassay was used
to test the growth of the tumor cell. The apoptotic
effect was detected by flow cytometry. RESULTS
SWO cells were sensitive to crude venom, peak [ll
toxin and standard a-bungarotoxin, whereas other
venom components showed no effect on SWO
cells. 1Csy of three effective toxins on SWO cells
was lower than ICsy on control NIH3T3 cells. The
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sub-G1 (apoptotosis) peak did not appear in flow
cytometry. CONCLUSION  The crude venom
and peak [l toxin from Bungarus multicinctus
showed cytotoxicity on glioma cells, but no apop-
tosis was observed.
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