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Abstract

This study was carried out to investigate the cultural characteristics and the genetic characteristics in Lepista nuda.
The mycelial cultural characteristics which include the specificity for pH, carbon source, nitrogen source and medium
were studied using petridish culture and liquid media culture respectively. The genetic characteristics were also
investigated using random amplified polymorphic DNA (RAPD) analysis. To find out the mycelial growth rate by
various medium, mycelia was cultured for 25 days in PDA, YM, MEA, GPB and Yamanaka. The Yamanaka was
superior to the other media in supporting the mycelial growth. pH6 produced the best result in the test of an
optimal pH. In experiment for optimal carbon source, starch shows 46.81+1.7mm of diameter of mycelial colony as
the best and for nitrogen source, yeast extract showed a good effect as well. In investigation for genetic
characteristics, Lepista nuda was amplified by 7 primers among 10 primers and Pleurotus ostreatus was also amplified
by 7 primers. From the RAPD analysis between two species, the band patterns were different.
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o] WA 2 wo] AHg3E 159 ujx|(Yamanaka)E A3}
Atk o5 wix # PDAu|R ¢ Z$& PDA 390 g/l, pH
542 ZA3lg o, MEAu| A= MEA 336g/], pH 542
ZA&AY. 28] YMuj A& glucose 10.0 g, peptone 5.0
g, malt extract 3.0 g, yeast extract 3.0 g agar 20.0 g/,
pH 54, GPBul A= glucose 10.0 g, peptone 10.0 g, KCl
0.3 g, potassium phosphate 0.87 g magnessium sulfate
05 g, agar 1.5%, pH 542, Yamanaka®} Z) = glucose 20.0
g, ammonium tartrate 2.0 g, potassium phosphate 1.0 g,
calcium chloride 5 mg, citric acid 1.0 g, ferric chloride
100 mg, zinc sulfate 5 mg, cupric sulfate 10 mg, man-
ganese sulfate 0.5 mg, magnesium sulfate 1.5 g, thiamine
HCl 3 mg, nicotinic acid 03 mg, folic acid 0.1 mg,
HEPES 7 g, agar 15g/], pH 542 ZA}3}4, 121°C(1.2 kg/
ar)ol] A 2087+ P 3a, clean bench oA EO Gasz
FE 2787 mme Petri disholl 50 ml¥ £33} &4
3 A% ¥, 27 5 mm9| cork borerg ©] &3t HE 3}
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Table 1. Effect of various substances on Lepista nuda

Diameter of colony Mycelial dry weight

Substances
(mm/25days) (mg/25days)
Media PDA 528+33" -
MEA 29.3x26 -
YM 83+17 -
GPB 303+%21 -
Yamanaka 543136 -
pH 4 50+00 8
5 41.8109 26
6 69.5+1.7 39
7 658133 31
8 47.0+6.9 16
Carbon sources glucose 19.0+2.2 23
sucrose 393+28 42
starch 468+17 65
Nitrogen sources ammonium tartrate 18.8+1.7 ' 8
yeast extract 31.0+32 43
peptone 245+17 32
asparagine 21022 21

JAll values are mean+standard deviation.
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Bgle] M2 FARFEEE Lotr7] st Hrhdad
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71E) A9 Q) yeast extract, B3 A2 Y9l peptone, 171
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RiREaol WAl el HALZ HE| DNAE F&317] Y3t
o A} 500 mg& pre-cooled mortard] ¢3! liguid ni-
trogen© 2 Z v g o}, vl 22 1.5ml tubed)
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%7131 Lysis buffer (50mM Tris-HCL:pH 7.2, 50mM EDTA:
pH 7.2, 3% SDS, 1% 2-mercaptoethanol) 500 & oA
2 A3, 65T Water batholA 1A]7F b wjoksla,
12,000 goliA 1587 4483t 4FE5NL micropippet
oz AFH3le FFY phenol-chloroform-isoamylalcohol
(25:24:1)& ol & 4 H, ohAl 12,000 goll | 587 €
A& 3st9c}. oA %9 phenol-chloroform-isoamylalcohol
(25:24:1)% 3] 412 H 12000 gol| A 5% 4L 8
T AFAE AFHSA 2u)e] YAE 70% ethanole ¥ 1
12,000 gollA 3%z ddEestel DNAS FAAZAH
pelletS A 23 A2 Wz, YA 80% ethanolS 200
WAE Fol 4 3 12,000 gol A 387 AAE 3R
pellet2 308 Ao AxAF|3, TE buffer 100 44
S Yo PCR A5 2 A3}tk PCRY| AM&-3H primers
Ao £AF GenotechAbol] FEA| 28t AME31 o)
PCRE $3} reaction mixture®] FAJ-& Takara PCR kit
of B AEA A uwsity. Lepista nuda®] genomic
DNA 1 4o Tag polymerase 0.5 pl(Takara), 10X buffer
10.0 pd(Takara), dNTPs mixture 8.0 yb(Takara), MgCl, 6.0
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rb{Takara), primer 1.0 p¢(Genotech)E %3 D.D.W.E 100
wW7HA Ak PCRo] ALg3E thermal cyclers 9=t

TechneA}9] Progenel 2.1, PCR Z27-& 8 5(1997)9} #
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Table 2. The number and size of amplified fragments
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DNAZS| RAPD pattern
vl Al Znpatol s A 9] A9~ Primer OPA-02, 03, 04, 07,

08, 09, 1064 2~57 9] Uetdidlen 29 oy
o] A7)+ 450~2500 bpol ¢l OPA-05, 06, 129 4= ZE
HWMeEs JepiA gt

HlaEQl el 7
08, 09, 10, 120 A 2~67H91 MES Yepglon, 29
gH o) F7)= 450~2,000 bpd o, OPA-02, 03, 0694
FEHH W=7 #2EA ¢okh(Fig. 1, Table 2).
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R =

L= Primer OPA-04, 05, 07,

L
pu

No. of amplified fragments

;Slze of frf;éments (bp)

Code Sequence 5" to 3

L nuda P. ostratus L. nuda P. ostratus
OPA-02 TGCCGAGCTG 2 0 800~500 -
OPA-03 AGTCAGCCAC 2 0 900 ~300 -
OPA-04 AATCGGGCTG 5 4 2100~ 800 2000~ 700
OPA-05 AGGGGTCTTG 0 3 - 1150~ 550
OPA-06 GGTCCCGTAC 0 0 - -
OPA-07 GAAACGGGTG 4 2 2300 ~450 1950 ~1200
OPA-08 GTGACGTAGG 5 3 2500~700 1500~ 700
OPA-09 GGGTAACGCC 4 4 1600~ 650 2100~ 450
OPA-10 GTGATCGCAG 3 6 1100 ~450 2000~ 450
OPA-12 TGCGCGATAG 0 3 - 1600 ~1000
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