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Protoplast Isolation Technique of Osmotolerant Yeast
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ABSTRACT

Protoplasts of osmotolerant yeast strain AM-06 and AM-35 were isolated by digesting
cell wall with lytic enzyme mixture containing 10 mg zymolyase-5000, 0.1 M 2-mercaptoethanol
and 2/15 M phosphate buffer ( pH 7.5 ) in the presence of 0.6 M and 1.0 M KCl, respectively. The
higher yield of protoplast formation was obtained from cells in log phase. In term of osmotic stabi-
lizer, sorbitol and mannitol can be used instead of KCI.
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Saccharomyces calbergensis Funa 2 - 3 ww.
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agar slant ( 1% yeast extract, 2% polypeptone,
2% dextrose 1a¥ 2% agar ) 11loop ldasluerns
YPD broth 151103 50 1. Feussghumaariving
250 1. YhRIeavth 200 SOURBLIT 30 .
WU 15 — 18 3. e ues YPD
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broth #1 30 . Tily2amsin3yeglu log phase
Y . : ¢ ¥ edy vy ¥ L
nmihuuenesad aMasaan laeistnnau
X Y oA .
Mnande 2 afs Aumsazats lytic enzyme
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P=A-B x 100
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P = weidudmsiAaldslanarad
A = mnulalafiuu osmotically stabilized
YPD medium
B = swaulalaiiuvu YPD medium
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Figure 1  Growth curves of osmotolerant yeast strain AM-06
( A ) and AM-35 ( @) cultivated in YPD broth
with shaking at 200 rpm at 30°C.
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Figure 2 Effect of KCI concentration on protoplast forma-
tion of strain AM-06 ( A ) and AM-35 (@ ).

1 °
00 s . . . °
N 751
-~
c
2
T«
E
5 S0}
L
-
?
K]
-3
i<
L2
<
& 2|
0 A A A A A
0.6 0.8 1.0 1.2 1.6 2.0

Sorbitol concentration (M)

Figure 3 Effect of sorbitol concentration on protoplast
formation of strain AM-06 ( A ) and AM-35
(®).
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Figure 4 Effect of mannitol concentration on protoplast
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Figure 5 Effect of physiological stage on protoplast forma-
tion of strain AM-06 ( A ) and AM-35 ( Qo)
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Figure 6 Effect of lytic enzyme concentration on protoplast formation of strain AM-06 ( A ) and AM-35

(®) A, Zymolyase-5000 ; B, Lyticase.
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