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A simple method of 1-2 hours technique to prepare permanent collection slides is de-
scribed and illustrated (normally the slide preparation takes 1-2 weeks). The method may
be recommended for cases when the express identification is needed: in quarantine and
plant protection services, and as an auxiliary method in molecular and applied investiga-
tions, to prove reliability of the species identification after years and future taxonomic
changes. The method includes killing, fixation, processing in glycerin, and preparation of
slides using an Eppendorf tube at high temperature (60-95 °C).
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Permanent slides of nematodes (used for differ-
ent purposes: molecular, ecological or physi-
ological investigations) serve as documents to
prove the correctness of identification, especially
after years and following taxonomical changes.

Reliable identification of nematode species can
be done mainly on specimens mounted on per-
manent collection slides. Classical methods (e.g.,
Seinhorst, 1959, 1962, 1966, 1974), their modi-
fications (Netscher & Seinhorst, 1966; De Grisse,
1969; Hooper, 1986, 1990; Sulston & Hodgkin,
1988; De Ley et al., 1995; Hall, 1996) give excel-
lent results, but the procession in glycerin takes
several days. Here is proposed a 1-1.5 hour tech-
nique of preparation with the use of routine mo-
lecular laboratory equipment or a hot plate.

1. Killing
(Figs 1-2)

It is important to maintain a high temperature
for killing and fixation. Because of this, it is bet-
ter to use only plastic vessels (Eppendorf tubes
and pipettes) and not the glass ones, because
glass is a good thermal conductor as compared
with plastic, and the fixative liquid becomes cool
more quickly.

For killing two equal Eppendorf tubes are
used: one, with alive nematodes in a minute drop
of water and a second one, filled with 4% for-
malin. Equal volumes of tubes are important, be-
cause nematodes in the first tube are to be killed
by hot formalin from the second tube. The small-
est size of tube (0.5 ml) is recommended: this
type of tube has the thinnest walls, and because

of this, temperature changes from outside reach
the inner liquid quickly. It is also minimizes the
quantity of chemicals and the possible formalin
evaporation during the procedure (this evapora-
tion is dangerous for the breathing organs of lab
workers and has to be minimum!).

The technique is to be applied only to actively
moving nematodes.

A drop of 10 µl distilled water is to be placed
to the bottom of a plastic 0.5 ml Eppendorf tube.
Thereafter the nematodes may be transferred to
the drop with a needle. Tube with alive nema-
todes may be stored for several days in a refrig-
erator at 4-8 °C before fixation. Another 0.5 ml
Eppendorf tube filled with 4% formalin is to be
put into a beaker placed on a 95 °C hot plate or
in a PCR machine adjusted to the same tempera-
ture.

The first tube with alive nematodes from the
fridge is to be exposed at a room temperature.
After the tube containing nematodes reaches the
room temperature, it is to be filled quickly with
hot formalin from the second tube. A plastic pi-
pette is used to transfer formalin. The tube with
nematodes is to be closed and shaken to prevent
worms stick to the tube walls.

2. Fixation
(Fig. 3)

The tube is immediately placed in a program-
mable thermal controller with a program: 95 °C
for 2 minutes, 65 °C for 10 minutes, 75 °C for 10
minutes, 85 °C for 10 minutes, 95 °C for 10 min-
utes. If the thermal controller is not available and
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