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Abstract: A modified diet overlay assay method and mmersed mulberry leaf assay method were
enployed to test the susceptibility of neonates to a novel strain of Bacillus thuringiensis GS8, isolated
fron soil sanples in China The isolate GS8 show ed high toxicity against neonates of Banbyx mori,
Spodoptera exigua and Helicoverpa amigera M omhological characteristics and physiological and
biochemical test indicated that isolate GS8 was Bacillus thuringiensis subsp. tohokuensis SDS-
polyacrylanide gel electrophoresis revealed that 130, 81 and 60 kDa proteins were the major
canponents of crystal from GS8 PCR-RF. P revealed that crylAa, crylAb, cryllb, cry2Ab and cry9Ba
genesw ere presented in the isolate GS8
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Table 1 Bioassay results of isolate GS8

. N um ber of
Tested insects

/( /mL)

Concentration of GS8 Corrected mortality

neonate tested / (gpores /mL) (%)
B ombyx mori 50 4 7 x107 100
Helicoverpa amigera 50 5 9 x10’ 100
Spodoptera exigua 50 5 9 %10’ 100
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Fig 1 The spore and crystal of isolate GS8
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Fig 2 The grow th curve of isolate GS8 and
standard strain HD -73
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Fig 3 SDS-PAGE analysis of isolate GS8 ’
1 (212, 116, 97, 66, 40 kDa); 2 GSs8
1 Represents high molecular w eight protein m arker )
(212, 116, 97, 66, 44 kDa); 2 Represents GS8 isolate
2 GS8
Table 2 Cultural characters of isolate GS8
M ediuns Color of colony Characterization and momphology of colony D issolubility coloring matter
LB
None
LB mediun Pale yellow, opacity Rough appearance, plicate, wet, rotundity colony
None
N utrient agar Pale yellow, opacity Dry, snooth gppearance, rotundity colony
None
B eef extract agar M ilk w hite, opacity Subarid, snooth appearance, rotundity colony
None
D extrose agar Ivory, opacity Plicate, subarid, rotundity colony
None
Egg yolk agar M ilk w hite, opacity Rough appearance, dry, rotundity colony
3 GS8
Table 3 Physiological and biocham ical characters of the isolate GS8
V. P o Starch .
L ecithi- . Cello- . Protein
Isolates M yco-dema Salicin  Surcrose ) A esculin hydro- ) rease
nase biose . hydrolysis
lysis
GS8 - - - + - - + + + +
thuringiensis + + + + + + + + + -
canadensis - + + + + - + + + -
tohokuensis - - - + - - + + + +
galleriae - + - + - - + + + +
aizawai - + + + - - + + + +
kurstaki - + + + - + + + + +
R R Note “ +”positive” - " negative
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Table 4 cry-type gene contents of the isolate GS8
RALP
Gene Primer Product size/bp Restriction enzyme RA P results/bp
crylAa K5un2 /K3un2 1635 Pst | & Xba | 1117,518
K5un3 /K3un3 1463 EcoR | & Pst | 726, 493, 244
crylAb K5un2 /K3un2 1557 Pst | & Xba | 1 039, 518
K5un3 /K3un3 1463 EcoR | & Pst | 726, 493, 244
cryllb S5uni /S3uni 1584 B$119 &Ban 1 156, 47, 381
cry2Ab S5un2 /S3un2 1231 Hinc &M 791, 297, 143
cry9Ba S5un9 /S3un9 1 556 Mg &Cla 910, 646

bp bp
1 353 | <
1078 20
872 — 1 156
603
281 —381
118
1 b C
4 GS8 cry PCR-RA. P

Fig 4 A garose gel electrophoresis of PCR-RF. P of isolate GS8
a cryl cry2; M. ® X174-Hae digest DNA M arker, 1 GS8-K2 PCR/Pst & Xba ; 2 GS8-K2 PCR; 3 GS8-K3 PCR /EcoR & Pst ;

4. GS8-K3 PCR; 5 GS8-S2 PCR/Hinc &M g ; 6 GS8-S2 PCR
b cryll; M. 100 bp DNA M arker, 1 GS8-S1iPCR/B9119 &Ban ; 2 GS8-Sli PCR
c GS8 cry9; M. DNA M arkerDL2 000; 1 GS8-SO9PCR/M g & Cla ; 2 GS8-S9 PCR
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