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Abstract

The optimum culture media for callus induction from stems, nodes and leaves of
Euphorbia milii Desmoulin was studied. It was found that nodes cultured on MS (Murashige and
Skoog) solid medium supplemented with 1.0 mg/l 2,4-D gave the largest size of callus formation
(1.95 cm in diameter) and the calli were compact and green. Node-derived callus initiated on MS
medium containing 2.0 mg/l Kinetin gave the highest number of shoot (12.10 shoots per callus)
when cultured on MS medium supplemented with 3.0 mg/l BA.The obtained shoots were small,
short and green. For root induction, all shoots were transferred to MS medium supplemented with
either IAA IBA NAA or hormone free MS medium. The results revealed that MS medium
containing 3.0 mg/l NAA gave the highest number of roots (15.80 roots per shoot explant). The
obtained roots were brown, long, branch and healthy. Rooted shoots were carefully acclimatized
in sterile vermiculite for 30 days. After acclimatization, complete and healthy plants were
transplanted to pots and grown in the greenhouse with a 100 % survival rate. Normal looking
Euphorbia plants with flowers were obtained.

Protoplasts were isolated from 30 days old leaves collected from aseptically
grown Euphorbia plantlets. One gram fresh weight of leaves was digested with 10 ml of enzyme
solution containing 1 % (w/v) Cellulase ‘‘Onozuka R-10 °, 0.5 %(w/v) Driselase, 0.5%(w/v)
Macerozyme R-10 and 0.4 M mannitol. The leaves were kept in darkness for 24 hours prior to
protoplast isolation. The mixture of leaves and enzyme solution was incubated at 30 11 °C under
dark condition for 3 hours on a gyratory shaker with an agitation speed of 50 rpm. The average
yield of isolated protoplasts was 4.62 x 10° protoplasts/g.f.wt and viability as monitored by FDA
was 84.14%. The protoplasts were cultured at a density of 1 x 10’ protoplasts/ml in MS semi-

solid medium supplemented with 1.0 mg/l NAA, 1.0 mg/l BA and 0.4 M mannitol under dark
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condition. Within 5-6 days in culture, wall formation was clearly visible (58.30%). After 7 days

in culture, cell division was started; however, cell colony was not evident.
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