ITBRREARHEZRE &

BRI E R RE

¥H P AR T E st g o XA 2 @)
Study on the small molecular anticoagulant of snake venom (II)
3£ %3k ¢ NSC 88-2314-B-041-004
PATHEAMR 87T -8 A1 B2 88 F£T7H3lA

EHABHE
— PR

FIRAGEETFRGRBERIERN - &
fFa#¢ Crotalus atrox ¥e3 ¥ s — B A A
R hFHhEamy 4L A
croatroxase - ' 49 -+ = £ &3 SDS-PAGE ]
& % 27 kDa - f& 50 ug/ml #4 croatroxase A7
R 30 5482 1% 0 4hibey fibrinogen R &
B A clot 89 7% 4 - B 4G % croatroxase
T E W ¥ oo d B hns5ik 5] 45 f 4R )
gy B R R RE 2 2 K - 4 pg/ml 49 croatroxase
Bp o] 48 45 hoshey 24 10 548 9 ok Bt
- Croatroxase & & fn 4% hus% ik [ 05 F] &4
YR Ao B AATIER SR Rt &
B o & 4 ug/ml 84 croatroxase 5 2Hp
o 5k E oy B #F - ADP (10 uM ) At 5145
Ry o NRGBRENRLBE - SHROE
£ 785~ croatroxase P FiE iR EtE iR €
BB R R E S RE -

Mg @ wFE o~ fRERE ~ HuEt |
Abstract

A protem with anticoagulant actwity
was purified from snake venom of Crotalus
atrox by cation-exchange in SP Sepharose
column and gel-filtration in Sephacryl 5-100
column. This protein was called croatroxase
and its moleclar weight was estimated to be
27 kDa by SDS-PAGE. After 30 min
pretreatment, croatroxase rendered purified
fibrinogen incoagulable at 50 pug/ml
Croatroxase was also actve in human plasma.
It prolonged plasma recalcification time m a
dose-dependent manner. At 4 pugml
croatroxase prevented clot formation longer
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than 10 min, however, 1t had no significant
effect on platelet aggregation induced by
ADP ( 10 uM ) in platelet-rich plasma.
These results indicated that croatroxase as an
anticoagulant without effet on platelet
aggregation.
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Table I Effect of croatroxase on the recaicification
time of lmnem plasma.

Treatment Recalcification time (min )
Buffer (as control ) 5.70 47
Croatroxase (ug/ml )

1 6.240.62

2 7.0+0 .41

3 8.8x1.0

4 > 10

Sodium citrate anticoagulated plasma ( 0.45 ml ) was
preincubated with buffer or various doses of croatroxase
(2ul)at 37°C for 3 min. Then, 50 ul of CaCL, ( 100
mM ) was added and colt formation was examined at
an mterval of 30 seconds. Data was expressed as
mean+STD. m=3)

Table II Effect of croatroxase on thrombin-indiiced
Jibrin clot formation.

Treatment Clot formation
Buffer +
Croatroxase (ug/ml )

10 +

20 +

50 -

Fibrinogen in Tyrode solutin ( pH 7.35, containing
ImM CaCl, ) at a concentration of 0.5 mgml was
preincubated with buffer or various doses of croatroxase
at 37°C for 30 min. Then, boine thrombin, at a final
concentration of 0.1 Uml was added and colt
formation was determined after mcubation for 10 min
at 37°C.

+ : clot formation
— :1no clot formaiton



