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On the Isolation and Cultivation of Intracellular
Symbiotes of Oryzaephilus surinamensis L.
{Cucujidae: Coleoptera)

Association of intracellular bacterium-like micro-
organisms with Oryzaephilus surinamensis L. was first
discovered and studied by Pieraxtoxi!. Later Kocu?
worked out their morphology, development and mode
of transmission from one generation to the succeeding
one. He proved that they are passed on to the progeny
by means of ovariole infection in the early stages of
development of egg in the female beetle. Pant and
FraEnkEL?extended thestudies to include the functional

Fig. 2.— Photomicrograph of cultivated symnbiotes of
Q. surinamnesis.

aspects of the symbiosis and concluded that the sym-
biotes may be supplying some of the accessory growth
factors.

Some attempts are reported to have been made to
cultivate the symbiotes outside the body of the insect
in artificial media, but they were never successfuld. We
have now been able to cultivate successfully the bac-
terinm-like symbiotes of Oryzaephilus surinamensis on
lactosenutrient broth consisting of the following in-
gredients:

Beefextract . . . . . . 30 g
Peptone . e 50 g
Lactose . . . . . . .. 50 g
Distilled water . 1000-0 ml

pH adjusted to 7-7-2

To this medium was added the inoculum containing
symbiotes obtained from eggs. The cggs were externally
sterilized after the manner described by BEGG and Sanc?,
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The sterilizing fluid was made by mixing together mer-
curic chloride 0-3 g, sodium chloride 6-5 g, hydrochloric
acid 1:25 ml, absolute alcohol 500 ml and water to make
1000 ml. The eggs were treated in this fluid for 20 min
followed by 35 min exposure to sterile 709, ethanol and
then finally washed in sterile water for at least 5 min.
In this way egg-surface could be sterilized without any
ill effect on the cggs. A sterility test was always run by
inoculating sterilized whole eggs as such in the nutrient
medium and incubating at 37°C for 24 h after which an
absence of contamination indicated the successful sur-
face sterilization. Another batch of similarly treated
eggs was macerated in sterile water and the suspension
was transferred aseptically into the culture medium.
After 24 h of incubation at 37°C, the culture medium
was full of growing symbiotes of similar type as that
found in the egg-smear (Fig. 1}. The cultivated symbio-

Fig. 1.—Photomicrograph of egg smear of O. surinamensis showing
bacterium like symbiotes.

tes are Z2-4 w4 X 2-3 pin size and gram negative (Fig. 2).
After 30 h of incubation, they start forming long chains.
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Zusammenfassung

Bakteriendhnliche Symbionten von Eiern der O,
surinamensis sind auf kiinstlichem Laktose-Nahrboden
mit Erfolg geziichtet worden. Die Zuchtformen sehen
gleich aus wic die Symbionten der Eicr.
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