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Crotoxin inhibits 3H-choline uptake

Crotoxin, the major toxin from
the rattlesnake Crotalus durissus
terrificus, inhibits 3H-choline
uptake in guinea pig ileum
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Figure 1 - Effect of pre-incubation tim e w ith crotoxin (Crtx) on 3H-choline uptake inhibition

and lactate dehydrogenase (LDH) release. A, M inces of neurom uscular preparation (40 m g

in triplicate) w ere pre-incubated for different periods of tim e at 37oC in Tyrode solution in

the presence of 0.3 µM  Crtx. 3H-Choline (12 nM ) w as added and the uptake m easured after

10-m in incubation. Values are reported as percentage of total uptake (control at 37oC) and

represent the m ean and standard deviation of the m ean of 3 different experim ents.

*P<0.05 com pared to control (uptake at 37oC). Analysis of variance (P = 0) show ed that

there w as a difference betw een treatm ents. Using the F test for repeated m easures and

calculating the reverse Helm et contrasts w e observed that: control>10' (P = 0.012),

10'>20' (P = 0.014), 20'>30' (P = 0.009), 30'>60' (P = 0.024) and 60'>120' (P = 0.006).

Inset: Control (C) values obtained in 3 different experim ents at 37oC (100%  uptake) in

norm al and depolarizing m edium  (50 m M  K+) and at 4oC in norm al m edium , for 10 m in after

the addition of 3H-choline (12 nM ). *P<0.05 com pared to control at 37oC (t-test).B, LDH

released in the control condition (C) and upon incubation w ith Crtx (0.3 µM ) for different

periods of tim e at 37oC. The LDH released by the preparation treated w ith 1%  Triton X-100

w as taken as 100% . Values (m ean and standard deviation of the m ean of 3 different

experim ents) w ere not significant com pared to the respective controls (P>0.05).

20
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Figure 2 - Inhibition of the phos-

pholipase activity of crotoxin

(Crtx) decreases its effect on 3H-

choline uptake. A, Pre-incubation

of m inces (40 m g, triplicate) in

norm al Tyrode solution for 10

m in at 37oC w ith 1 µM  crotoxin

m odified w ith p-brom ophenacyl

brom ide (Crtx#) (see M ethods) or

w ith native toxin (Crtx). Values

represent the m ean and standard

deviation of the m ean of 3 differ-

ent experim ents. *P<0.05 com -

pared to the control at 37oC.

**P<0.05 com pared to the na-

tive crotoxin. Analysis of variance

show ed that there w as a differ-

ence betw een treatm ents (P =

0). M ultiple com parisons based

on the confidence intervals for

paired differences using the

Tukey test (total level of signifi-

cance = 5% ) show ed: control

(C)>Crtx; C>Crtx#, and Crtx#>

Crtx. B, M inces (40 m g, tripli-

cate) w ere pre-incubated in nor-

m al Tyrode solution (w ith Ca2+)

or in m odified Tyrode solution

(Sr2+ w as substituted for Ca2+ at

equim olar concentration and 1 m M  EGTA w as added), in the absence or in the presence of

0.3 µM  Crtx, as indicated, for 10 m in at 37oC.3H-Choline (12 nM ) w as added and the uptake

m easured after 10-m in incubation. Values represent the m ean and standard deviation of the

m ean of 3 different experim ents. *P<0.05 com pared to the control at 37oC incubated w ith

Ca2+ (Student t-test).
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