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Abstract

The second pair of ex vitro compound leaves of Neem were cultured on
Murashige and Skoog (MS) supplemented with various kinds and concentrations of
plant growth regulators. The results showed that 2.0 mg/I 1-naphthaleneacetic acid
(NAA) and 0.5-1.0 mg/I kinetin (KN) provided the highest percentage of compact
callus at 100% and the highest callus size at 4.2 mm whereas 0.5 mg/l 2,4-
dichlorophenoxyacetic acid (2,4-D) and 0.5-1.0 mg/l benzyladenine (BA) induced
and proliferated the highest percentage of friable callus at 90% and 7.5 mm,
respectively. However, when callus were subcultured on a medium supplemented
with various concentrations of BA for a month, plantlet could not be generated. The
addition of casein hydrolysate to the medium, induced shoot bud formation at 11.9%
with 4 shoot buds/ callus after a month of culture.

Isolation of protoplasts from ex vitro leaves of Neem was carried out using
various kinds and concentrations of enzymes on a gyratory shaker at 50 rpm under
darkness for 3-10 hours then the density of protoplasts was adjusted and culturing in
MS medium supplemented with various kinds and concentrations of plant growth
regulators. The results showed that 2.1-3.0 cm. wide fresh leaves incubated in 2%
cellulase Onozuka RS, 1.0% macerozyme R-10 and 0.5 M manitol gave the highest
released protoplasts at 8.9x106/g.fr.wt. Culturing of the protoplasts at a density of
5x107/ml promoted the highest first and second division at 3.0% and 1.4%,
respectively. A culture medium supplemented with 2.0 mg/l 2,4-D and 1.0 mg/l BA
for 2 days and with added liquid medium which reduced osmoticum to 0.3 M

promoted the highest division of protoplasts at 10.9% after cultured for a week. The



other two sources of explants, callus and cell suspension culture, were also
investigated for protoplast isolation. Protoplast number was recorded 5.4x10° and
3.5x104/g.fr.wt. were obtained from callus and cell suspension, respectively.
Culturing of the protoplasts in a medium supplemented with 0.5-1.0 mg/l 2,4-D and
0.5 mg/l BA resulted in cell division at 8.2% and 27.9%, respectively. Protoplasts
from callus showed the most effective since 6 cell were development after 4 days of

culture.
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