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Protoplasts Isolation and Reversion of Fomitella fraxinea
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ABSTRACT: Factors affecting protoplasts isolation and regeneration of Fomitella fraxinea were
investigated. Lytic enzyme mixture of Novozym 234, Cellulase onozuka R-10 and S-Glu-
curonidase was found to be the best for the protoplasts isolation. Osmotic stabilizer of 0.6 M
sucrose was observed as the best for protoplasts isolation. The highest number of protoplasts was
obtained from the F. fraxinea mycelium with lytic enzyme mixture and osmotic stabilizer that
had been cultured for 3 hours. The highest regeneration rate of 0.02% was achieved when the 0.6

M sorbitol was employed as osmotic stabilizer,
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Fig. 1. Mycelial morphology of F. fraxinea on various media.
*GCM; Ganoderma complete medium, CM; Mushroom complete medium, ME; Malt extract, PDA,;

Potato dextrose agar, YM; Yeast malt extract
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Table 1. Comparison of lytic enzymes for the
release of protoplasts of F. fraxinea

Table 2. Effects of the osmotic stabilizer on the
release of the protoplasts of F. fraxinea

Lytic enzymes No. of protoplasts

(x 10*mi)
Novozym 234 2.5
Cellulase onozuka R-10 0
B-Glucuronidase 0
Novozym 234+Cellulase 8.8
onozuka R-10
Novozym 234+Cellulase 8.9

onozuka+p-Glucuronidase

*Osmotic stabilizer: 0.6 M sucrose.
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Stabilizer (0.6 M) No. of protoplasts (X 10°/mi)

Sucrose 2.00
Dextrose 0.50
Sorbitol 0
KCl 0.50
MgS0,- TH,0 1.38
Mannitol 0

*Lytic enzyme: Novozym 234+Cellulase onozuka+
B-Glucuronidase.
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Fig. 2. Influence of incubation time on the release
of protoplasts from the mycelium of F.
fraxinea.
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Table 3. Effect of different osmotic stabilizer on
the reversion of F. fraxinea protoplasts

Osmotic stabilizer Reversion frequency

0.6 M) (%)
Sucrose 0.01
Mannitol 0.01
Sorbitol 0.02
Dextrose 0.01
KC1 0
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Fig 3. Reverted colonies from protoplasts of F. fraxinea on the MCM stabilized with various stabilizers.
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