






































Chapter 5 Isolation of Fungi
MYCORRHIZAS FOR FORESTRY AND AGRICULTURE and Production of Inoculum
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MYCORRHIZAS FOR FORESTRY AND AGRICULTURE

3. 50 pl of diluted suspension is spread evenly over the surface
of a Petri dish containing spore germination agar media
(Table 5.2). Plates are sealed with Parafilm™ or cellophane,
after leaving them overnight in the flow hood so excess water
can evaporate.

4. Spore germination is visibly assessed twice a week and the
percentage of germinated spores estimated. Hyphal colonies
can be observed under a dissecting microscope.

D. Identification of mycorrhizal fungi and
microbial contaminants in culture

The success of attempts to isolate mycorrhizal fungi can only be
judged by distinguishing between mycorrhizal fungi and
contaminants in culture. This task is initially very difficult, but
becomes easier with experience. Many genera of ECM fungi have
a characteristic appearance or growth form in culture that allows
them to be recognised (see Tables 5.5, 5.6). When isolating a new
fungus it is best to make three or more attempts, using different
fruit bodies, roots, etc., to allow the desired fungus to be
recognised if several fungi emerge.

Various techniques can be used to ensure new fungal cultures
are free of contaminants. Bacterial contamination is easily
recognised under the microscope and can often be eliminated
through the addition of antibiotics to culture media (Table 5.4).
Suspected soil fungi can be verified, in many cases, microscopically
because they produce conidial spores in culture, while most ECM
fungi do not. Saprobic fungi often generally have relatively narrow
hyphae without the clamp connections produced by many
basidiomycetes in culcure. Confirmation of successful isolation is
not as simple for Ascomycetes and those Basidiomycetes that do
not produce clamp connections. Thus it may be necessary to
confirm that isolates are ECM fungi by inoculating a host plant
with them under conditions suitable for ECM formation.

Morphological characteristics, such as the colour and texture
of mycelial colonies, can often be used to distinguish particular
isolates (Fig. 5S.4GH). A wide range of information obtained by
observation or by experimentation can be used to help identify
or confirm the identity of ECM fungi growing in cultures
(Hutchinson 1991). This information includes variations between
fungi in their:
|. capacity to utilise different organic carbon and nitrogen
sources,
growth rates at different temperatures,
tolerance to different fungistatic or fungitoxic chemicals,
polyphenol oxidase activity,
reactions of mycelia to stains such as Diazonium blue B,
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