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ABSTRACT

The protoplast fusion technique is one of the
several ways of musbroom strain improvement. This
research deals with the formation and regeneration of

A. bitorquis protoplasts. Some factors affecting the

libration of Agaricus bitorguis (KB 629) mycelium were
investigated to maximize the protoélast yield. The
condition Qf protoplast formation ére important in
determining the vregenerative potential, The 0.6 M
mannitolrpH 6.8 (Man 6.8) was the best osmotic
stabilizer for the formation of them compared with 0.2
Mlsodiﬁm phosphate buffer pH 6.8 (SPB 6.8) and SPB 6.8
~containing 0.2, 0.6, 1.0 M NaCl and KCl. The 10—2o'days
old cultured mycelium in Malt extract liquid mediﬁm
(MELM) on shaker - gave the highest yield of
M

protoplasts. The combination of 1.5% w/v NovozymT

234 and 0.5% w/v P—Glucuronidase at 2-6 hrs



- iii
incubations time was the suitable condition for the
protoplast formation in comparison to various
concentration of single or combination of enzyme such
as CELLULASE, HEMICELLULASE, CHITINASE, NovozyM™M 234
and p—GLUCURONIDASE . Regeneration of-protoplast
was shown to be influenced by the status of media, only
in 1liquid regeneration medium (LRM) at 35° ¢ and in

malt extract liquid medium (MELM) later.



