


























































































































The two most common methods to develop microsatellite markers are through screening
genomic DNA libraries for microsatellite- rich regions and through searching public DNA
databases (Yu er al. 1999). The production of DNA libraries and their subsequent
screening is time consuming and expensive. Although computer databases have retined the
process of selecting microsatellite regions for primer design, large numbers of DNA
sequences are required. These are not available for most fungi and therefore, we have
tollowed the approach of Burgess et a/. (2001) in choosing ISSR-PCR or RAMS- PCR to
develop microsatellite markers for C. fimbriata. Of 52 clones that were sequenced, 22
primers were designed, and of these, 11 were polymorphic. The success rate using this
method was 21 % for clones sequenced. Burgess er al. 2001, who also used this method,
had a success rate of 35 %. This is compared to the less than 10 % success rate that is more

commonly attained when using genomic libraries (Brady et af. 1996).

Sequences of PCR products amplified using the designed microsatellite primers revealed
that the main source of polymorphisms was from mutations within the repetitive
microsatellite regions. Although it has been suggested that most microsatellites in fungi
represent AT repeats (Groppe et al. 1995), many of those in this study were of a CT repeat.
Insertions and deletions also contributed to the polymorphisms observed between isolates.
For example, the sequence data generated from the PCR amplicon using primer CF15/16 in
isolate CMW 2901 from Canada, showed there was an insertion of 12 bp which was absent
in all the other alleles sequenced. However, elsewhere in the allele sequence of this isolate,
there was a deletion of 13 bp. Thus, a size difference of only one base pair was observed,
despite the fact that the polymorphism was considerably larger. This indicates that

microsatellite data might underestimate genetic diversity.

Some alleles present in the 11 loci were unique to certain isolates or groups of isolates.
Goodwin et al. (1992) termed these types of alleles ‘pr‘i\}ate alleles’. In the North American
sub-group for example, three alleles in different loci were unique to this group and not
found in any other isolate. The same was true with the Central African sub-group that had
one of the Colombian sub-groups five unique alleles, not shared by any other isolates.
Private alleles provide evidence for reproductive isolation over a long period of time
{Fisher et al. 2000), and the fact that these groups had unique alleles further defines the
sub-groups.
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http://www.ualberta.ca/~fyehifyeh).This
http://human.stanford.edulmicrosat
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