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ApsTRact —Ingtructions for the eul-
tivation, isolation, and inoculation of
myecophagons nematodes are presented.
The methods utilized allowed large
numbers of fungus-feeding nematodes
to he reared and inoculated into nema-
tode-trapping fungua cultures.

Aphelenchus avence Bastian, and Neo-
tylenchus linfordi Hechler, are two
fungus-feeding nematode apecies that
were used in a study of the biologieal
relationships  between nematopbagous
fungi and myeophagous nematodes
(Moenoson, 1867). Boih speciez of nem-
atodes have hecen nsed previously in
reproductive and teeding evaluations
with mnon-predaceous fungi {Hechler,
1462a: 1962h; Pillai, 18966).

A constant supply of Aphelenchuis
arvenae and Neotylenchus Hafordi were
necessary for the investigation on the
activitieg of five predaceous fungi that
actively capture and kill living nema-
todes. The present papoer provides in-
formation concerning the methods used
in the e¢ultivation, isolation, and inoceun-
lation of 4, gvence and N. Hufordi into
nematophagous fungi cultures,

Cultures of Aphelenchus avenge and
Nentylenchus Hnufordi were maintained
on  one-guarter-strength  Difco potato-
dextrose agar at room temperature, The
myeophagous nematode gpecies and thelr
non-predaceons  food source  (Pyrenc-
chaela terrestris (Hansen) Qorenz, J.
C. Walker, and Larsen) warce trans-
ferred together every week to new one-
quarter-strength Difeo potato-dextrose-—
agar medium, Two-week-old petri-dish
culturces of nematodes were scanned us-
ing a binccular microseope and areas
of nematode concentrations were marked
off with a marking cravon on the glass
surface of the dish. From these nema-
tode-concentration areas wedge-shaped
pleces of agar were cut out and the
Ingenlum was transforred in the new

medium. The method allowed for the
maintenance of nematodes in all stages
of development as well ag high physio-
logical state of fecding and reproduc-
tion, All nemalode transfers werc made
by using a positive pressure inocula-
tion champer in order to exclude any
poegible contamination of the culinres.

For the purpose of this study nema-
todes were grown for two weeks and
then havveated for inoculation with
nematophagous fungi, The contents of
ona petri dish usually provided suffis
cient nematode numbers for most inocu-
lations,

A simple extraction apparatus was
formed by placing four layers of Kim-
wipe tlssucs between two plastic funnel
tops which rested in a Syracuse dizh
{Edwarde, 1962). Thiz apparatus and

most glasgware uged were steam ster- -

ilized at 185 psi for 15 minutes. Nema-
todes were separated from the agar
medium by pouring approximately 10-

16 ml of sterile distilled water over the .

surface of nematode stock cultures. Ne- .

matedes readily moved into the purtace

water and were unable to reenter the

agar substrate. Pyrenocchaeta terresiris

produced negligible amounts of conidia
in eculture and the water suspension
was, therefore, essentially devold of
fungus material.

device by pouring the water over the
Kimwipes. The apparatus was placed
over the Syracnse dish and the water

wis allowed to flter through the Kim-
several -
thousand nematodes had moved down

wipes. After one-half hour
into the BSyracuse dlgsh. The process
was repeated several times in order to
harvest the greatest number of nema-
todes which were present. Wematodes
eollected in this manmer were clean but
were further washed three times in
gterile distilled water by centrifugation.
Nematodes cleaned hy thiy
methad did not exhibit any bacterial or
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The water suspension
was then transferred to the extraction -

simple -






