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SUMMARY

In the studies of characterization of crystal prototoxin isolated from Bacillus thuringinensis var.

alesti and its bioassay to the silkworm larvae, Bombyx mori L., the following results were obtained.

1. The complete lysis of bacteria grown on the nutrient agar at 30°C in an incubator took 30

days, but the period could be reduced by a half in a devised broth media in a fermentation jar.

2. The protein toxin extracted directly from a mixture of crystals and spores without separation

of crystals and spores was pure as same as the protein toxin extracted from only crysals separated.

3. By SLS polyacrylamide gel electrophoresis of prototoxin released from crystals in alkali (pH
9.5), three different proteins in molecular weights of 120,000, 87,000, 74,000 were separated.

4. In the bioassay of the toxin to the silkworm larvae, LDs, per gram of the larvae in the 4th

instar was 0.080 pg.
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Fig 1. Appearance of bacterial spores (dark) and
crystal bodies (hyaline) after bacterial lysis
and stained with Malachite green.

X Crystals were stained with red colour and

spores were stained with green. Vegetative cells
were not seen.
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Fig 2. Absorption curve of the toxin
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Fig. 3. Protein estimation of toxin by Lowry
method.
A: the toxin isolated from a mixture of crystals-
spores directly,
B: the toxin isolated from crystals alone.

Table 2. The molecular weights, log of molecular
weights and the distance of migration of
toxin and standards in polyacrylamide gels.

Log of Distance of
Samples M.wW M.W | migration(mm)
Toxin 120,000{ 5.065| 12 band 1
(mean of two 87,000 4.940 21  band 2
samples) 74,000] 4.870 26 band 3
Bovine, albumin 69, 000> 4.838 28
Egg, albumin 45,000 4.650 43
Lysozyme 14,000] 4.146 77
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Fig 4. Diagrams of polyacrylamide gels showing
the distance of migration of toxin and
standards.
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Fig. 5. Log of the molecular weight plotted against
the distance migrated by the toxin and the
standards in polyacrylamide gels.
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