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STUDIES ON DETECTION OF PEBRINE SPORE, NOSEMA BOMBYCIS OF
SILKWORM, BOMBYX MORI BY ENZYME LINKED IMMUNOSORBENT
ASSAY AND ANTIGEN SPOT TEST

Huang Ziran
(Department of Sericulture)
Zheng Xiangming
(Institute of Sericulture, Guangdong Academy of Agricultural Scince

ABSTBACT

The high level assay sensitivity and specficity were acheived with enzyme linked
immunosorbent assay (ELISA) for detecting pebrine spore of silkworm moth,

The antigen, made of the crushed spore by separating with ultracentrifugation, or
homogenate of the silkworm midgut infected with pebrine spore, was injected info the
rabbit, immunoserum was labelled with horseradish peroxidase by the one-step method,
Glutaric dialdehyde was used as cross-linking agent for coupling enzyme to pebrine
spore antibody protein, 0,05%H ,0, and ortho-phenylene diamine or diaminobenzidine,
4HC1 soluton was used as the subatrate of the peroxidase, A brown color was induced
w\hich indicated the spore of pebrine was found, The more accurate method by readiag
the O, D, value of the color developed by the reactioa of ELISA with spectrophotometer
at 492 nm was also used,

Recently, we described an assay for the detection of a antigen of pebrine spofe by
using nitrocellulose filter as an antibody spot test(AST), Haemolymph of the silkworm
moth or the homogenate of the midgut of silkworm was spotted on the nitrocellulose
filter, which was then left at room temperature for 15 min, Enzyme linked anti-pebrine
spore serum was applied on the filter, which was then incubated at 4°C for 2 hours,
Afterward the filter was washed 3 times by shaking for 30 min with buffer, The result
of detection was achieved by adding the substrates of H,0, and diaminobenzidine, A
brown color spot was appeared if the spore developed in the haemolymph or midgut,



