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Genetic Analysis of Sporulation in Magnaporthe grisea by

Chemical and Insertional Mutabenesis
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Insertional mutagenesis by plasmid transformation.

The basic principle of insertional mutagenesis by integra-
tive transformation has been described by Kuspa and Loomis
(1992). The transformation procedure for M. grisea was as
described by Leung et al. (1990) except that 20% sucrose in-
stead of 1.2 M sorbitol was used as osmoticum. pAN7-2, a
9.2-kb integrative plasmid containing the Escherichia coli
hygromycin B phosphotransferase gene linked to Aspergillus
nidulans regulatory sequences (Punt et al. 1987), was used in
transformation. To enhance transformation frequency, the
method of REMI as described by Schiestl and Petes (1991)
and Kuspa and Loomis (1992) was followed. We have previ-
ously shown an increase in transformation frequency by using
pANT-2 linearized with a restriction enzyme and incorporat-
ing the same enzyme into the transformation mixture (Shi et
al. 1995). [n REMI transformation, pAN7-2 was lincarized
with BamHI. Depending on the experiments, approximately
10 to 20 units of BamHI was mixed with the linearized plas-
mid in 125-ul osmotic buffer, and added to the protoplast sus-
pension to a final concentration of 40 to 80 units of BamHI
per ml of transformation mixture, Transformants obtained
from circular plasmid or REMI transformation were screened
for developmental mutations using a stereomicroscope.
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