19) (12) (X))
2000 23668
(43) 12 25 (2000.1.25)
(51) Int.CI. «
C12N 15/00 C12N 15/00 Z
14
(21) 10 193244 (71) 593059887
(22) 10 (1998.7.8) 422
(72)
190 25
(72)
411
(72)
355 10
(72)
190 25
(74) 100091096
(€D)
(€D)

10p



(2)

DEAE

10 [Wu, R. Jay, E. and Roychoudhury, R. (1976), Meth
odsCancer Res. 12:87-176 Wilkie N.M.and Cortini
R. (1976), Journal of Virology 20:211-221]

10y

20 DEAE
[Sambrook,J., Fristsch,

E.F. and Maniatis, T. (1989), Molecular Cloning, a

laboratory manual, 2nd edition, Cold Spring Harbo

r Laboratory Press, 6:24-27] 1

PCR 5
10p

30

40

PCR

50



(3)

3 4
2.5 MNaCI-TE (pH 8.0)
5
2.5 M NaCl

10

0.2mM EDTA 10 mM
(pH 7.0)
0.2mM EDTA
200mM (pH 7.0)
EDTA
20
TNES UREA 200 mM
0.2 M EDTA 0.9 M
(g 10 20 (pH 7.0)
mh TNES UREA 70 80
56 8 24 1,000g 5 15
56
10
30 10p
(Cas (P04 )3 (OH))
(Cas (P
0:): (OH)) )
@
20
HPT(130-0520) (Biorad ) TNES 4M UREA
Code 187-37) Nakalai tesque ) 50ml
40 20ml 75

TNES  4M UREA
M TrisHCI(pH8.0) 10ml

M NaCl 60ml
0.5M EDTA(pH8.0) 20ml
20% SDS 25ml

240.24g

50 2



5
mm
75 TNES 4 UREA
75 5
56 20
10 mg ml 200u 1
80 rpm
2 )
20 ml 10
1,000 g 15 50 ml
@
50 ml
HPT(130-0520) Bio-Rad )
TE(pH 8.0)
(50ml)
35 ml
TE
2.5M NaCI-TE
2.5M NaCl TE
35 ml
10mM (pH 7.0) 0.2mM EDTA
35 ml
200mM (pH 7.0)
0.2mM EDTA
35 ml
0.9 M
(pH 7.0) 0.2mM EDTA 15ml
1000g 15 (25
)
©))
24 ml
30 ml 3Mm

(pH5.5) 15 ml Qiagen tip500

(4)

10

20

30

QIAGEN Plasmid Purificatio 40

n Handbook(January, 1997 Protocol 9

19

50

6
F A RS R - B hEDNAR
s FRHDNAR (ug)
#1 140
#2 71
#3 144
#4 74
%5 59
%8 37
#17 31
#8 88
#9 112
210 86
211 69
#12 99
#13 49
714 128
215 51
t1g 85
217 41
#18 119
#19 108
Ty 122.4(i35.2)
i 31
19
8 (1 8)
bp
(1 )
(0p g ) Alul H
infl puC118
puUC118
19
40ng PCR

Campbell, D.C., Hoekstra, K.J. and C
arter, J.G. (1997) (in) Johnston, P.A. and Haggar
t, J.(Eds.), The Bivalvia :Half a Billion Years of

Evolution-Essays in Honor of Norman D.Newell ;Uni
versity of Calgary Press (1997)

18
18 r
(5" AAGGCAGCAGGCRCGCAAAT 3%) 18 r
(5" TACKCTAYTGRAGCTGGART 3%)
PCR
PCR
:50u 1
Taq TAKARA Taq (1 )
20 pmol
NTP 10 nmol
2 mM
0.6 ml
96 30 50 1 70 2
40



(5)

PCR )
0120 0130
(185 bp) PCR 0120 1g O1
PCR 30  0.5g

19

20 PCR 0120 0130

10

BIBMD AT E )RS B - BHEEHDNAR

ol GRFE) WHDNAR(pg)
0120 (g) 25
0130 (0.5¢) 34
0120 HPT(130-0520) (Bio-Rad )
20
b 0-3g 5u g

P)

Gug/ )

Haelll puC1 bp)
18
puC1 5u g Hael 11l
18 puC118
30 ( 2)
puC118
40 ng PCR ( 3)
PCR
PCR
ITS-F 5"-GGGATCCGTTTCCGTAGGTGAACCT 10 ng PCR
GC-3" ITS-R  5"-GGGATCCATATGCTTAAGTTCAGCGGG
T-3" PCR
( ) PCR 1
kb PCR 40 1 1kb
PCR
0.3

g

PCR

TE pH 8.0
TE 10 ml 19

50 10



9
10p g Alul ,Hinf
pUC118
19
PCR PCR
1,004
(0,200
o /\
2,064
230.6m  { 26/div) 39.8mn
.504
@.100
/4i) /
6,604
3.0 ( 26/diw)  3ea.m

(6)

10
SHg Haelll
puc118
1
PCR PCR
10
1
(VY Haelll
puc118
20
PCR PCR

M #1 #2 B3 824 85 #6 #7 #8 M




7)

Alul Hinfl
# # puciis # # putiis
M 1 3 OH 1 3 O
| M |/ (bp)
Cbp) _ 23,130
__9.41%
— €557
— 4,361
—-7.327
2027
1,018 ==
506/517
396 ~~,
HhAHD
< M 7w
puUC118 é% A -
S X
NN
MO Y QM
b
(o8] (bp)
‘ - 2,038 12.216 _
(bp) — 1,816
™~ 1,018 2,038\
— 1,018 — HOB/517 1 636—
— 506/517 ’ >
396 1,018
298 —
—T7A7T -

220/201




(8)

(bp}

395
344
2287201

M 11 17 13 14 15 16 17 18 1% 20
(bp)

g8oa
300
209
100




(9)

h4HF pUCTIE M
M mes) & M

(bp)

2,036

1,636

t.018 PCREY
S@G6/517

3a9p

298

220/281




(10)

SRR B

gl

SUB/E1T e




(11)

HRHEE

HEICEEE




(12)

[ £

B




(13)

BAT 5

e dE plUOTIE
M Po@B




(14)

(72)
411
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