) (controlled environmental incubator

shaker) reciprocal -~ New Brunswick Scientific Co., . A
2 (centrifuge)
2.1, (refrigerated centrifuge)  J2-21
Beckman, USA.
2.2, (microcentrifuge)  KM-15200
Kubota , Japan
3 ( V-visible spectrophotometer)  uv
160 A Shimudzu 1Japan
4, ( V-transilluminator) ~ FOTO/
PREPI  Fotodyne 1US.A.
) (agarose gel elelectro-
phoresis)
5.1 2301 microdrive 1~ LKB , Sweden
5.2 (gel chamber)
6. (digital pH meter) 240 Coming ,

USA.
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1 (sonicator) -385  Heat system ultra-
sonic Inc. , . A

8. Microtips  Treff Lab , Switzerland
9
9.1 Nikon  FM-2N
9.2 (Filter)
9.3, 400 (ASA 400)
10. BH-2  Olympus , Japan
1 (waterbath) - 760
Kottermann 1Germany
12 laminar flow ~ BV-124 International
Scientific Supply Co., Thailand
13 (deepfreeze) -20° FO 535
Sanyo Electric Co., Ltd. Japan
14 -70° Forma  Scientific,
USA
15, (autoclave) Kokusan Japan
16. (vacuum oven) Hotpack corp., USA.
17 (X-ray film cassette) Okamoto
Manufacturing Co., Ltd,, Japan
18, (Hyperfilm-ECL) Amersham International pic.,
UK
19, Hybond-N Amersham International pic., UK
2.

21. 34



I} (Liquid nitrogen)

2 (Dry ice)

3 (Trizma base) , EDTA (Ethylenediaminetetraacetic acid)
Mercapteethanol , SDS (sodium dodecyl sulphate) , Phenol (AR grade)

Sigma, . A

4, (ID NA Agarose) ~ FMC Bio Products 1U.SA.

5. ECL direct nucleic
acid labeling and detection system ~ Amersham International pic , UK

6. Kodak 1US.A

T (proteinase K)
(Rnase A) Sigma , USA.

8, (EcoRI, ffindlll, Pstl Sma l)

(ft/ffind 111) Bethesda Research laboratories , Inc. (BRL) ,
USA.

6
I} (Volvaiiella volvacez) V
2 (TemUitomyces sp.)
N
21 Tl

2529



2.2,

3.1
32,
33,

T3
1] 2534

VL)

VTL®) (
VT3 |

250

-50°

19

Pichyangkura , 1990)
Pichyangkura , 1990)
, 2538
)
?
10%

Potato Dextrose Agar =(PDA)

14
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50 2
(liquid nitrogen -196 )

200 . 5 (dry ice
-719 ) 10 5
10
2. Biel ~ Parrish (1986)
(nuclear DNA) (mitochondrial DNA , mt DNA)

Garber  Yoder (1983), Biel Parrish (1986)

1 (extraction
buffer |l - IR 20 % SDS
2 /)
20 65° .
10 5 . 5
15 0° 30
4° 7000
(isopropanal) 0.8
-20° 30
8000 40
TE buffer | pH 8.0
( 2) RNase A
100 / 37° 3

( 11



8)
10,000 10
2
(
11)
3 pH 4.8 1
10 9 % 2
10,000 10
10% desiccator
TE buffer I
( 3)
Maniatis (1982)
3.
Maniatis
(1982) TE buffer
260 280 oD
260/280 18
260
OD 260 1 50

/



07% 1%  TBE buffer (0.89 M Tris,

0.89 M horic acid, 0.025 M EDTA, pH 83) 35
( 9) (plate) (comb)
(tracking dye 10) 41
(gel chamber)
8§
(ethidium bromide) 0.5 [ . TBE buffer ' 30
(dleionized water) 45
Hind 111
( X/Hind 111)
(com-
plete digestion)
Hind m
1
1-12
Hind 1l (double
distilled water) 50 (

2 )



23

Hind 1l 2,4, 6,8 10 2

(microcentrifuge)
7000/ 30 37°
3 % % 2
-20° 30 ]
TE buffer I
It
2
05423 5
Hind 111
6.1 6.1
3
4 Hmd [l 1 £coR I, Pst
6.1 6.2 ( )
3° | Sma |
25 ) 6.1

v Hind nny
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log 10

DNA-DNA Hybridization

RFLP
rDNA Schizophyllum commune Southern  blot
hybridization DNA
Enhanced Chemiluminescence (ECL) Amersham 1 .K.

(hybridize)
(Autoradiography) Southern
blotting

1
electrophoresis and processing)
TI, T3 V.VTLQ) VTG VT3

2-10 ) Hind 11
depurination solution ( 16 ) 200
10x10 . 15
dénaturation solution ( 17)
15

o e

Neutralization solution (
18) 30
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capillary blotting

Hybond N+
2 (Capillary blotting)
(Whatman -3MM)
20X SSC ( 19)
1 (Hybond N'+)
1
3 20X SSC
y A
0751 . ()
W?'r9m<0.75kq———{:
is:y;e:meroaoer S ——
P&sIc tray /
e =T = R,

capillary blotting
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3 I Hybond N+ (DNA fixation)

80° 2
1
2-8°
4, (Preparation of labelled probe)
Ribosomal DNA (rDNA)
19 kb EcoR | Xba |
Schizophyllum ~ commune rRNA
58 18 (Arima and Morinaga ,1993)
10
/ 5
5 5
(DNA lahelling reagent) Amersham, UK.
5 37
10 50 % -20°
5. Southern blot hybridization
blocking
agent ( Amersham, UK.) (magnetic
stirrer) 1 42 3
? , 0125 ./ .

42 100 / 1



pre-hybridization
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10 /
42° 100
primary wash buffer , (
20) 2 ..
55 °© 10 2
secondary wash buffer ( 21) primary wash
buffer 5 1
secondary wash buffer 30
(Autoradiography)
6.
(Detection and Autoradiography)
detection reagent 1~ 2 11
0125 [ . . detection reagent
film cassette

cassette 30
(developer solution) 3-5
(fixer solution) 10 ! 15
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