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Construction of T-DNA inserted transformation library of sclerotium type
Verticillium dahliae strain and screening of mutants with abnormal micro-
sclerotia development
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Abstract: To illustrate the molecular mechanism underlying microsclerotial development in Verticillium dahliae,
agrobacterium tumefaciens-mediated transformation ( ATMT) was applied for insertional mutagenesis of V. dahliae conidia.
A T-DNA insertion mutant library of a sclerotium-type strain VO8DF1 including 2 000 transformants were constructed. All
of the 2 000 transformants cultured on two kinds of medium plates ( Czapek-Dox medium plate and Czapek-Dox plus cotton
root extract medium plate, or Czapek-Dox medium plate and PDA medium plate) were observed for colony morphology. 130
mutants with significant difference in colony morphology from VO8DF1 were selected, among which 14 showed abnormal mi-

crosclerotia development. Southern blot analysis indicated that T-DNAs were inserted randomly into the V. dahliae genome

and that seven mutants out of baove 14 were single-copy T-
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Fig.1 The mutants with abnormal microsclerotia development screened from VO8DF1 library on Czapek-Dox medium and Czapek-Dox

plus cotton root extract medium
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Fig.2 The mirphological mutants in VOSDF1 library

BRI IR 220 AR R PDA 5 FR3E A RO A [ORE IR 5L, A 7R IRTERE 1C2; B AR R TR A 11C3 ;5 C. 2878 (A BFAE RITR AR VOSDF1 ;D %
AFRBE IR 2H3  E L AR R BRAR 1213 3 F - 8RR Bk 617
3 FEKF PDA BE5EEFE VOSDF1 EHME KA &R EHRTEEK

Fig.3 The mutants with abnormal microsclerotia development screened from VO8DF1 library on PDA medium and Czapek-Dox medium
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Fig.4 Detection of hygromycin B resistance gene in the mu-
tants with abnormal microsclerotia development by

PCR amplification
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Fig. 5 Southern-blot analysis of T-DNA insertion in the mu-

tants with abnormal microsclerotia development
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