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A FIELD TECHNIQUE FOR SQUASH
PREPARATION OF ANOPHELINE
CHROMOSOMES!

S. L. SHRESTHA

Nepal Malaria Eradication Organiazation,
Kathmandu, Nepal

Stimulated by the cytogenetic studies of the
Maculipennis Complex and the Gambiae
Complex, chromosomal investigations of these
mosquitoes have become commonplace; both
salivary and ovarian polytene chromosomes
have been used. Most of the reports have come
from well-equipped laboratories, or from field
operations which are extensions of these la-
boratories (French et al. 1962, White, et al.
1975, Kanda 1979). Very few studies have
utilized field preparations, especially from de-
veloping countries. In our studies in Nepal for
example, slide quality was inferior for one or
more of the following reasons: electricity is
rarely available in the field; temporary slides,
even when sealed with wax or nail polish, tend
to dry out under our conditions; dry ice and
liquid nitrogen are not available. Faced with
these difficulties we have -evolved a system,
mostly by trial and error, which permits field
preparation of slides, about 50% of which are
readable and useful upon return to the labo-
ratory.

1. Half gravid females were collected dur-
ing early morning hours.

2. After the tip of the abdomen was severed
at the 9th segment, the ovaries were gently
teased from the abdomen and placed in a drop
of prefixative (5% modified Carnoy’s, see
below) on a nonsiliconized slide.

3. The body of the female was pinned and
labelled, with appropriate collection and iden-
tification data,

4. Ovaries which were of Christophers’
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stage 111 were transferred to a drop of mod-
ified Carnoy’s solution (equal volumes of gla-
cial acetic acid and 95% ethyl alcohol). Under
tropical conditions this fixative is good for one
week.

5. Add one. drop of stock stain (2% lacto-
aceto-orecin). Mix gently.

6. Touch a clean glass slide to the prepara-
tion and invert, so that the coverslip faces up.
Stain for 2 minutes.

7. Spread chromosomes by tapping gently.
The amount of pressure and tapping will vary
with the specimen and the species.

8. Slides may be made permanent in the
field by a modification of the old Drosophila
method. (Steps 9-11).

9. Store slides for 24 hours in a coplin jar or
staining dish with a small amount of 95% ethyl
alcohol in the bottom. Seal well, with vaseline
or similar material so that the slide is sur-
rounded by saturated alcohol vapor.

10. After 24 hours, fill the coplin jar with
absolute alcohol. Some coverslips will drop off
the slides; others may be flicked off with a
razor blade.

11. Add a drop of euparol or other mount-
ing medium and cover with a nonsiliconized
coverslip.

Slides prepared in this manner are perma-
nent. In our experience about 50% are read-
able and about 20% are good for detailed
study.
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