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ABSTRACT : For the development of a sporeless strain of P. ostreatus we used sporeless strain ASI 2069. We have recovered both
nuclear types of strain ASI 2069 as monokaryons of nh9, nh15, nh26 and nh36 (here after referred to as neohaplonts) by protoplasting
the mycelium. Crosses between neohaplonts and SSI’s(single spore isolates) obtained from a sporulating commercial strain ASI 2180.
Five excellent strains are selected from 30 bred strains by quality of fruitbodies and spore number. To development of molecular markers
linked to sporeless strain of P. ostreatus, we are screened helicase, recombinase(DMC1) and topoisomerase(Spo11) genes related meiosis
by PCR and sequencing. Among three genes, Spoll gene was identified into molecular marker of sporeless from neohaplonts and bred
strains of P. ostreatus.
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Table 1. mating reaction between neohaplonts isolated from sporeless P. ostreatus ASI 2069

Nh15 Nh36 Nh26 Nh34
Nh15 - - + +
Nh36 - - + +
Nh26 + + - —(+)
Nh34 + + -+ -

Table 2. Characteristics and spore formation of hybrids between neohaplonts isolated from sporeless P. ostreatus ASI 2069

(neoh;\lpi.oﬂx?:g:glfaryon) (g\/(lti(tj;e) Individual number thiitklrazss Igggteh Cap size fo?rggtr%n
G145 (nh26 x 19) 158 12.5 1.9 48 7.5 T
9 (nh26 x 28) 209 14.0 1.2 35 7.9 -+
G179 (nh36 x 16) 75 7.0 1.4 9.0 3.8 -
G182 (nh36 x 20) 74 11.0 1.2 53 4.8 +
G187 (nh36 x 45) 65 17.0 1.0 45 3.5 -
G191 (nh36 x 29) 120 63.0 1.8 55 45
4 (nh36 x 36) 165 51.0 0.9 4.0 45
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Fig. 1. Schematic of chromosome arrangements during the syn—
chronous meiotic progression of Coprinus cinereus (Celerin
et al, 2000).

Fig. 1. Spore print color of 2. ostreatus ASI 2001(A) and sporeless P,

ostreatus ASI 2069(B).
4 HHHHHHHHH HHH H1-

B Fig. 2. Identification of Spo11(Topoisomerase Il) from hybrids of A

ostreatus ASI 2180 monokaryon and of sporeless P, ostreatus

Fig. 2. Isolation of neohaplonts using protoplast isolation and ASI2069 protoclone. A:Spo1 1 primer design, B:PCR products,
regeneration method. A : Protoplasts, B : Regeneration M: 100bp marker, a: ASI2 180, b: ASI2069-Nh26, c: ASI2069—

Nh36, d: G182, e: G179, : G187, g: G191, h: G194,
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