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ABSTARCT

For the protoplasts isolation from callus, only friable callus which was cultured on B5 medium under
the presence of 2,4-D and BA could be used as a source. The optimum conditions for protoplasts isolation
from callus were demonstrated by using 4% Cellulase, 0.5% Macerozyme in 11 and 13% mannitol at pH 5.6
and at log phase stage. Appropriate incubation time was found at 2 hour in the dark on the rotary shaker.
Three percents Cellulase and 0.5% Macerozyme in 10% mannitol at pH 5.2 were found to be the proper
combination for the isolation of protoplasts from intact cell growing in liquid culture. BA and 2,4-D were
proved to be essential components for the cell lines used in protoplast isolation.Same as callus the appropriate
stage was log phase. Cells regeneration from protoplasts started to divide in four days after cultivated in K8P
liquid medium without hormone.
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Figure 1 Characteristic of callus;compact cal-  Figure 2  Characteristic of cell suspension; in B5
lusin B5 supplemented with 1 mg/l BA supplemented with 0.15 mg/l NAA
and 0.15 mg/l NAA(right), and friable and 1 mg/l BA(right),and in B5 supple-
callus in B5 supplemented with 2 mg/ mented with 2 mg/l 2,4-D and 2 mg/l
I BA and 2 mg/l 2,4-D(left). BA(left).

Yield of Protoplast (x1000)
160 ¢ [ "|BE3Callus [T ey
140 | [ “|mCell Suspension |~~~ =——
1ol - TR
1000 [ T (il == .
) ol ——— i| o —
oo )l | Rl =11 AT
40" il I[‘ i’f’]i" = I == 31'; )
20 " E==IHIDE il ——| rllip= il

0.5:0.5 1.0:0.5 2.0:0.5 3.0:0.5 4.0:0.5

% Cellulase : % Macerozyme

Figure 3  Yield of protoplas isolated from callus at various concentration of cellulase and macerozyme.
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Protoplasts isolated from callus.
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Figure 6  Yield of protoplasts at various hours.
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Figure 8 Yeild of protoplasts at various concentration of mannitol.
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Figure 9  Growth curve and yield of protoplasts of callus.
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Figure 10 Growth curve and yield of protoplasts of cell suspension.
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