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rinse them off,

and put them back
in the incubation
chamber. It may be
necessary to gently
rub the stem or use
a soft brush. The
contaminants will
come back, but in
the meantime the
pathogen may have
had a chance to
sporulate.

Repeated application
of this technique has
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If surface contaminants
appear on woody stems
during prolonged

incubation then simply

stubborn fungi that take
weeks to sporulate.
Patience is a virtue here.

of Agriculture shares this
technique for obtaining
sporulation on woody
tissues. Incubate stems
upright in large graduated
cylinders with a small
amount of water in the
bottom (Figure 3). Cover
the top with Parafilm or

This method works most of
the time, even with canker
fungi that only sporulate
during a specific time of
the season.

For those of you not in areas with water
use restrictions; Rich also suggests
prolonged washing (at least 1 to 2
hours) to remove inhibitors before
isolating from roots. He has automated
this process by building a manifold
with stations for
washing several
root samples at
once.

The diagram

in Figure 4
illustrates his in-
the-sink method
which consists

of tying roots

in a cheesecloth
bag, placing this
in a beaker and
directing a gentle
stream of water
into the beaker,
letting the overflow run down the drain.
About an hour of this washing, followed
by letting the roots air dry slightly
before plating, increases the percentage

Figure 4. Richard Anacker’s “In-the-
sink” method for removing inhibitors to
isolation. (Illustration by Richard Anacker,
Maryland Department of Agriculture)

Richard H. Anacker, Plant  of successful root isolations when
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For isolating fungi that form sclerotia in
pure culture, Chuck Hodges uses a rapid
technique that avoids any reduction

in viability of the fungus. He cleans
surface contaminants by placing a single
sclerotium onto the surface of plain
water agar. Under a dissecting scope,

he rolls it around several times with a
probe or forceps, then moves it to a new
clean area of the plate and repeats the
rolling 2-3 times. This has worked well
with several species of sclerotia-forming
fungi and is especially helpful for tiny
sclerotia that may be killed by other
means of surface decontamination.
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