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Stem Node Leaf

ig i g Sterilized with clorox 25 % , 10 min

Rinsed thoroughly in sterile distilled water

Cultured on MS + 2,4-D, 2iP, Kinetin
(0.0, 0.5, 1.0, 1.5, 2.0 mg/1)

60 days

Recorded

A v o @ o 9 9 ) =
DINN 1 DITHOUULAAATIN AU VD uaﬂﬂ‘ﬂm%u

Figure 1 Callus induction from stem node and leaf of E. milii Desmoulin.
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Incubate in enzyme solution Cell-protoplast suspension
Leaf
Supernatant+debris

&

1000 rpm centrifugation =%

protoplast Pipette suspension and filter through
Crude protoplast suspension

stainless steel screen

rotoplast

sucrose solution é; sucrose ’

1000 rpm centrifugation
debris

Transfer protoplasts on top sucrose Resuspened in washing solution

solution

d' am 4
7NN 2 A5uenIng Inwaiaa

Figure 2 Protoplast isolation procedure.
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Table 1  Types and concentrations of enzymes

Concentration
Enzyme Cellulase R-10 Driselase Macerozyme R-10
(%) (%) (%)
El 1 - -
E2 1 - 0.5
E3 1 0.5 -
E4 1 0.5 0.5
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Table 2 Types of medium for protoplast culture.

Growth regulators (mg/1)

Type of medium 2,4-D BA NAA

1 0.5 0.5 -

2 1.0 1.0 -

3 1.5 1.5 -

4 2.0 2.0 -

5 - 0.5 0.5
6 - 1.0 1.0
7 - 1.5 1.5
8 - 2.0 2.0
9 - 2.0 1.0
10 - 3.0 1.0
11 - 4.0 1.0
12 - 5.0 1.0
13 0.5 1.0 1.0
14 1.0 1.0 1.0
15 1.5 1.0 1.0

16 2.0 1.0 1.0
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