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Construction of pyrosequencing-based assays to_determine frequency for
fungicide-resistance mutation alleles in genomic DNA pools
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Many specific-MOA—fun?icides have been developed and contributed to crop
and vegetable production though disease control, however, the problem of fungicide resistance
becomes serious and more complicated in many fungal plant pathogens particularly of cucumber and
tomato. In this study, we constructed the pyrosequencing assays and the suspension-array assays for
the fungicide-resistance mutations in various plant pathogen such as Botrytis cinerea and
Corynespora cassiicola. Pyrosequencing assays were useful not only to detect the fungicide
resistance mutations in each isolate of plant pathogen, but also to estimate the frequency of
fungicide resistance alleles in pooled DNA. In contrast, the suspension-array assays could be used
to determine the fungicide resistance mutations in several fungicide-target genes in a single
reaction. The combination of these two tools contributes to monitoring and management of the
fungicide-resistance pathogens in each field.
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