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Enrichment of fungal genetic resources by developing spore isolation method and
culture preservation method for ectomycorrhizal mushrooms
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Development of spore isolation methods for inducing germination of
basidiospores from ectomycorrhizal mushrooms, which have been known as hard-to-culture fungi,
followed by improving culture methods to establish strains of various mycorrhizal fungi and also by
development of long-term preservation method for such hard-to-preserve fungi, then establishing a
new biological resource is the purpose of this research. We isolated basidiospores of 22 genera and
115 species of ectomycorrhizal mushrooms on MNC medium, n-MNC supplemented with butylic acid or
G-MNC containing gelangum instead of agar. We also found the optimum medium is different from taxon
to taxon. By employing the freezing method known as the vermiculite method, we successfully froze
and stored 197 strains of ectomycorrhizal fungi.
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Ebios (g) 5
Malt extract (g) 15 3 10 10
Yeast extract (g) 5 05 4 1
Ammnonium tartrate (g) 0.25 05
KH2PO4 (g) 0.5 1
MgS04 - 7TH20 (g) 0.15 05
CaCl2 - 2H20 (g) 0.05
NaCl (g) 0.025
0.1% Thiamine HCI (ml) 0.1 0.05
Glucose (g) 20 10 20 10 4 10
Casamino acid (g) 0.23
0.2% ZnS04 (ml) 05
1% Fe(lll)-citrate (ml) 1 0.5
Distilled water (ml) 1000 1000 1000 1000 1000 1000 1000
Agar (g) 20 20 15 15 15 15 15
pH 5.0
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1
MNC G-MNC n-MNC YMG
22 115 4
Tricholoma, Amanita, Entoloma, Hydnum
Tricholoma
10 3 1
1 2 1 T.cf.stans 2
2 T. cf. ustale 1 2 1 7
1 1 1
n-MNC n- MNC
2 T.cf. ustale 18
16 n-MNC
7 n- 30 ppm MNC
Entoloma
E. clypeatum 14 E. sepium 4 E.
aprile 6 MNC n-MNC
E. clypeatum n-MNC MNC 3
E. sepiatum 2 E. aprile
n-MNC
E. clypeatum 13 E. sepium 4 E. aprile 4
Amanita
40 68 1
MNC n-MNC G-MNC 2
68
3 37 MNC
n-MNC 18 GMNC 16
MNC 0.80 n-MNC 3.86 5
A. cf. virgineoides n-MNC MNC 33
G-MNC
2
A. cf. lavendula MNC
n-MNC G-MNC MNC n-
Hydnum
H. repandum H. cf. repandum H. minum H. rufescens
H. albomagnum 10 MNC
n-MNC 20°C 3 H. cf. repandum G-MNC
10 MNC n-MNC
n-MNC H. minum  H. cf. repandum
3 H. cf. repandum
G-MNC MNC MNC
n-MNC MNC
10 MNC
n-
n-MNC
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TUFC
MNC 2 MA YMG 14YMG
Amanita
11 5 3 MNC
3 1 1 MNC
7 MNC
Entoloma E. abortivum MA
4 MNC Ticholoma 15 EBIOS
MA MNC 5 Boletus, Butyriboletus, Gyroporus, Gyrodon,
Srobilomyces 8 2 MA Scleroderma 2
2 MA 2
Boletinus, Suillus 12 MA Hydnum 7
MNC H. repandum
Alabatrellus, Lactarius 2 10 MNC 1/4YMG
Russula R. bella,
R. foetens, R. violeipes 3 VAYMG YGA
5 Hydnellum, Phellodon , Sarcodon, Tomentella, Thelephora 7
MNC Cortinarius 1
C. alboviolaceus Hygrophorus 1
H. fagi MNC
3
A. pantherina
A. virgineoides)
5D10T -1 /min)
TUFC 266 197
69 6
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