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DNA
ISOHAIR A B C3 1cm
DNA  1/4
280bp  PCR
M A B C A B C

M: Marker 5 (¢pX174/Hinc digest)
3% Agarose 21
p53
ISOHAIR lcm 6cm
DNA 1/4 p53
PCR 1296bp second PCR 265bp)
first second
M: Marker 4 (¢ X174/ Hae digest)
3% Agarose 21
P53 first PCR

6cm DNA
DNA D

PCR
Template DNA S5pul
10><Gene 7aqg Universal Buffer S5pul
dNTP mixture (2.5mM each) 4l
primer (20pmol each/pl) 1pal
Gene 7ag NT (5units/pl) 0.5pl
H20 34.5ul

Total 50l

PCR
94 1 min.
98 15 sec.
55 15 sec.
72 30 sec.
72 5 min.

40 cycles

DNA

(exonll) semi-nested PCR(first

PCR

Template DNA

10><Gene 7aqg Universal Buffer S5pl
dNTP mixture (2.5mM each) 4pl
primer-forward (20pmol/pal) 1l
primer-reverse (20pmol/pl) 1pl
Gene 7ag NT (5units/pl) 0.25pl
H20

Total 50l

first PCR
94 1 min.
98 15 sec.
55 15 sec.
72 30 sec.
72 5 min.
second PCR
94 1 min.
98 15 sec.
60 15 sec.
72 30 sec.
72 5 min.

* S5pl

40 cycles

*first PCR 1pal

30 cycles



MCT118

MCT118 1 16
VNTR(variable number of tandem repeat)

ISOHAIR A B C3 6cm DNA DNA
1/4 MCT118 PCR
M A B C PCR
Template DNA S5pul
10><Gene 7aqg Universal Buffer S5pl
dNTP mixture (2.5mM each) 4pl
primer-forward (20pmol/pal) 1pl
primer-reverse (20pmol/pl) 1pl
Gene 7ag NT (5units/pl) 0.5pl
H20 33.5ul
Total 50l
PCR
94 1 min.
94 30 sec.
M: Marker 5 (¢ X174/ Hinc digest) 64 30 se_c. 30 cycles
3% Agarose 21 2 2 min.
72 5 min.
ISOHAIR lcm>=2 DNA
DNA 1/4 MCT118 PCR
PCR
Template DNA 5pl
10><Gene 7aqg Universal Buffer 5pl
dNTP mixture (2.5mM each) 4pl
primer-forward (20pmol/pal) 1l
primer-reverse (20pmol/pl) 1l
Gene 7ag NT (5units/pl) 0.5l
H20 33.5ul
Total 50l
PCR
94 1 min.
94 15 sec.
M: Marker 5 (¢pX174/Hinc digest) 66 15 se-c. 30 cycles
3% Agarose 21 2 2 min.
72 5 min.



T4 gene 32 protein

PCR

DNA 15cm
PCR
ISOHAIR DNA
PCR (Lane 1) DNA  1/20
(Lane 2) T4 gene 32 protein
(Lane 3)
DNA DNA(280bp) PCR
(Lane 4) T4 gene 32 protein
Lane 1: ColEl 900bp
Lane2: Lane 1 + 6cm
DNA1/20
« 900bp Lane 3: Lane 2 + T4 gene 32 protein 2p1g
Lane 4: 6cm
~ 280bp DNA1/20
DNA 280bp
Lane5: Lane 4 + T4 gene 32 protein 2pug
M: Marker 5 ((pX174/Hinc  digest)
3% Agarose 21
ColE1 PCR DNA PCR
Template DNA (ColE1/Saw96 | digest) 0.1ng 10><Gene 7aqg Universal Buffer S5pl
10><Gene 7aqg Universal Buffer S5pl dNTP mixture (2.5mM each) 4l
dNTP mixture (2.5mM each) 4pl primer-forward (20pmol/jl) 1l
primer-forward (20pmol/jl) 1pl primer-reverse (20pmol/pl) 1l
primer-reverse (20pmol/pl) 1pl Gene 7ag NT (5units/pl) 1l
Gene 7ag NT (5units/pl) 1pl H20 28l
Total H20 up to 40l Total 40l
Lanel Lane2 Lane3 Lane4  Laneb
ColE1 PCR 40l 40l 40l DNA PCR 40l 40l
DNA Opul 1l 1l DNA () 1l 1pl
T4 gene 32 protein(0.5pg/l) Opul Opul 4l T4 gene 32 protein(0.5pg/l) Opul 4pal
H20 10l ol S5pul H20 ol Spl
Total 50l 50l 50l Total 50l 50l
PCR PCR
94 1 min. 98 1 min.
94 20 sec. 98 15 sec.
55 20 sec. 20 cycles 60 15 sec. 35 cycles
72 20 sec. 72 30 sec.
72 5min. 72 5min.



T4 gene 32 protein
T4 gene 32 protein PCR
T4 gene 32 protein PCR
T4 gene 32 protein

0ng 150 ng

T4 gene 32 protein (J1Q)
M 0 01 051 2 5 10 00105 1 2 5 10

M: Marker 2
(AN/HiIid EcoR | double digest)
0.8% Agarose S

15 ng 300 ng 600 ng
T4 gene 32 protein (Jg) T4 gene 32 protein (jug)
M 0 0105 1 2 510 001051 2 5 10 M 0 01 05 1 2 5 10

ColE1 PCR
Template DNA (ColE1/Sau 96 | digest) 0.1 ng
10><Gene 7ag Universal Buffer S5pl
dNTP mixture (2.5mM each) 4l
primer-forward (20pmol/jl) 1pl
primer-reverse (20pmol/pal) 1pl
Gene 7ag NT (5units/jl) 1pl
0, 15, 150, 300, 600 ng
T4 gene 32 protein 0, 0.1, 05, 1, 2, 5, 10g
H20
Total 50l
PCR
94 1 min.
94 20 sec.
55 20 sec. 20 cycles
72 1 min.



DNA

ISOHAIR A B C3 DNA
DNA
DNA 1
0.5g 10ng
4)
Lane 1. A lcm
Lane 2: A 1cm>=5
Lane 3: A 6cm
Lane 4. A 18 cm
Lane 5: A 36 cm
Lane 6: B lcm
Lane 7: B 1cm>=5
Lane 8: C lcm
Lane 9: C 1cm>=5
M: Marker 2
(N/HIimd EcoR | double digest)
*Lanel, 2,7 RNA 0.8 Agarose S
DNA
DNA
ISOHAIR 45cm 1llcm 0 6cm 6 12cm
12 18cm 18 24cm 24 30cm 30 36cm 36 42cm DNA
DNA 1/4 DNA D
280bp PCR
DNA
45¢cm 1lcm
0 6 PCR
0 36 30 24 18 12 6 E E Template DNA S5pl
E E E E E E E 10><Gene 7ag Universal Buffer S5pl
M 6 42 36 30 24 18 12 6 11 (em)  gNTP mixture (2.5mM each) 4l
primer (20pmol each/pl) 1pl
Gene 7ag NT (5units/pl) 0.5l
H20 34.5ul
Total 50l
PCR
94 1 min.
98 15 sec.
55 15 sec. 40 cycles
M: M 7 i 72 30 sec.
: Marker 5 (¢pX174/Hinc digest)
72 5 min.

3% Agarose 21



DNA

DNA
ISOHAIR 4cm 76 57 31 0
DNA DNA 1/4 DNA
D 280bp PCR
PCR
PCR
Template DNA S5pl
10><Gene 7aqg Universal Buffer S5pl
) dNTP mixture (2.5mM each) 4pl
primer-forward (20pmol/jl) 1pl
primer-reverse (20pmol/pl) 1pl
Gene 7ag NT (5units/pl) 0.5pl
H20 33.5ul
Total 50l
PCR
M: Marker 5 (¢ X174/ Hinc digest) 98 1 min.
3% Agarose 21 98  15sec.
60 15 sec. 35 cycles
72 30 sec.
72 5 min.
PCR
DNA
PCR
ISOHAIR lcm 6cm DNA
DNA 1/4 20mer 30mer
DNA D 280bp ) PCR
20mer 30mer
PCR PCR
Template DNA S5pl 94 1 min.
M 20 30 20 30 (mer) 10>Gene 7aqUniversal Buffer Spul 98 15 sec.
dNTP mixture (2.5mM each) 4pl 55 15 sec. 40cycles
20mer primer (20pmol each/pal) 1pl 72 30 sec.
Gene 7ag NT (5units/pl) 0.25pl 72 5 min.
H20 33.75pl
Total 50pl
Template DNA S5pl
10><Gene 7aqg Universal Buffer S5pl
dNTP mixture (2.5mM each) 4pl
30mer primer-forward (20pmol/pal) 1l
30mer primer-reverse (20pmol/pil) 1l
M: Marker 5 (pX174/Hinc  digest) Gene 7ag NT (5units/pal) 0.25pl
3% Agarose 21 H20 33.75pl
Total 50pl



ISOHAIR
1/4

2l

M1 2 3 41 2 3 4

Lane 1: A
Lane 2: A
Lane 3: A
Lane 4: B

ISOHAIR
DNA
D

M

DNA
A B 2 DNA DNA 1/10
DNA D 279bp  PCR
PCR
Template DNA 2l Spl
Syl 10><Gene 7ag Universal Buffer S5pl Spl
dNTP mixture (2.5mM each) 4pl 4l
primer (20pmol each/pl) 1pl 1l
Gene 7ag NT (5units/pl) 0.5l 0.5pl
H20 37.5ul 34.5ul
Total 50l 50l
PCR
98 1 min.
98 15 sec.
55 30 sec. 40 cycles
72 1 min.
72 5 min.
1Imm 9.7 mg
1mm 26.3 mg
34.0 mg
1mm 12.5 mg
M: Marker 5 (¢pX174/Hinc  digest), 3% Agarose 21
1mm 0.5mg 1mg 2.5mg 5mg
DNA 1/10 DNA
279bp PCR
PCR
1 25 5 (mg) Template DNA 2ul
10><Gene 7aq Universal Buffer S5l
dNTP mixture (2.5mM each) 4l
primer (20pmol each/pal) 1pl
Gene 7ag NT (5units/pl) 0.5l
H20 37.5ul
Total 50l
PCR
94 1 min.
94 30 sec.
55 30 sec. 35 cycles
M: Marker 5 (¢pX174/Hinc digest) 2 1 min.
72 5 min.

3% Agarose 21



53

ISOHAIR A B 2 DNA DNA 1/10
1/4 p53 exon 10 279bp PCR
PCR
Template DNA 2l 5pul
2l 5l 10><Gen_e Taqg Universal Buffer 5pl 5pul
dNTP mixture (2.5mM each) 4pl 4pal
M1234 1234 primer (20pmol each/pal) 1pl 1pl
Gene 7ag NT (5units/pl) 0.5l 0.5l
H20 37.5pl 34.5ul
Total 50l 50l
PCR
94 1 min.
94 15 sec.
55 30 sec. 35 cycles
72 1 min.
72 5 min.
Lane 1: A 1imm 9.7 mg
Lane 2: A 1mm 26.3 mg
Lane 3: A 34.0 mg
Lane 4. B 1mm 12.5 mg
M: Marker 5 (¢pX174/Hinc  digest), 3% Agarose 21
ISOHAIR 1mm 0.5mg 1mg 2.5mg 5mg
DNA DNA 1/10 P53 exon 10
279bp PCR
PCR
(mg) 05 1 25 5 M Template DNA . 2l
10><Gene 7aq Universal Buffer S5pl
dNTP mixture (2.5mM each) 4pl
primer-forward (20pmol/jl) 1pl
primer-reverse (20pmol/pl) 1pl
Gene 7ag NT (5units/pl) 0.5pl
H20 36.5ul
Total 50l
PCR
94 1 min.
94 30 sec.
M: Marker 5 (¢p X174/ Hinc digest) 5 30 se_c. 35 cycles
3% Agarose 21 72 1 min.
72 5 min.



MCT118

3% Agarose 21

ISOHAIR 1mm 0.5mg 1mg 2.5mg 5mg
lcm DNA DNA 1/10
MCT 118 PCR
PCR
[—— Template DNA 2l
M 05 1 25 5 (mg) 10><Gene 7aq Universal Buffer 5pl
dNTP mixture (2.5mM each) 4pl
primer-forward (20pmol/pl) 1l
primer-reverse (20pmol/pal) 1l
Gene 7ag NT (5units/pl) 0.5pl
H20 36.5ul
Total 50l
PCR
94 1 min.
94 30 sec.
M: Marker 5 (X174/Hinc  digest) 55 30sec. 30 cycles
3% Agarose 21 2 2 min.
3.
DNA
ISOHAIR 1 20mg DNA DNA
1/4 DNA D 355bp PCR
PCR
M1 2 5 10 15 20 M (mg) Template DNA Spl
10><Gene 7aq Universal Buffer S5pl
dNTP mixture (2.5mM each) 4pl
primer (20pmol each/pal) 1pl
Gene 7ag NT (5units/pl) 0.5pl
H20 34.5ul
Total 50l
PCR
98 1 min.
98 10 sec.
55 15 sec. 35 cycles
M: Marker 5 (¢pX174/Hinc digest) 72 30 sec.
72 5 min.



53

ISOHAIR 1 20mg DNA DNA
1/4 p53 (intron 4 714bp) nested PCR
Second PCR
PCR
M 1 2 5 10 15 20 Template DNA
10>=<Gene 7aqg Universal Buffer Spl
dNTP mixture (2.5mM each) 4pal
primer (20pmol each/pal) 1pl
Gene 7ag NT (5units/pl) 0. 5pl
H20
Total 50l
first PCR
98 1min. oul
98 10 sec.
60 15 sec. 30 cycles
M: Marker 4 (@X174/Hae  digest) 72 Lmin.
3% Agarose 21 2 5 min.
second PCR ]
94 1 min. first PCR 1l
94 10 sec.
60 15 sec. 30 cycles
72 1 min.
72 5 min.
4,
DNA p53
ISOHAIR 1 1 2mm DNA
DNA 1/4 DNA D
355bp p53 intron 4 829bp PCR
Lane 1: DNA PCR
Lane 2: p53 ( DNA)
98 1 min.
M: Marker 5 (pX174/Hinc ~ digest) 08 10 sec
3% Agarose 21 55 15sec. | 35cycles
72 30 sec.
72 5 min.
PCR
Template DNA Spl PCR
10><Gene 7aq Universal Buffer Sl (053 )
dNTP mixture (2.5mM each) 4pal 98 1 min.
primer (20pmol each/pl) 1l 98 10 sec.
Gene 7ag NT (5units/pal) 0.5pl 60 15 sec. 30cycles
H20 34.5ul 72 1 min.
Total 50l 72 5 min.
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5.

ISOHAIR DNA
1 1x<PBS * )
2 Extraction Buffer *2)
*1) 15
1>=<PBS 300l (20,000rpm, 5min.)
( )
*2) 15

ISOHAIR Extraction Buffer 200l
[DNA ]
Extraction Buffer 200 pl™D *1) ) 2

~ Enzyme Solution 5 pl 100l
~ Lysis Solution 8 pl

?

,55 ,20
~ Enzyme Solution 5 pl

,55 10
- (1:1) 200 pul
5

C) 11K =g, 5

v
*2) @) @
200 pal ™2
H 85l

~ 3M Sodium Acetate (pH5.2) 20 pl
. TE 115pil Total 200
~ Ethachinmate 2 pl |
8

400 pl

Q) 11K =g, .15
A

70

« TE (pH8.0) 20 pl

DNA
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DNA 1/4

Lane 1: Marker

Lane 2: lcm><3

Lane 3: 1mm >=2

Lane 4: 1

Lane 5:

Lane 6: 1
Lane 7:

Lane 8:

Lane 9: Marker

Marker 1(A/Hind  digest)
0.8% Agarose S

DNA 1/10 p53 Exon
10 279bp PCR
PCR
Template DNA 2l
10><Gene 7aqg Universal Buffer S5pl
dNTP mixture (2.5mM each) 4pl
primer-forward (20pmol/pl) 1l
primer-reverse (20pmol /pal) 1l
Gene 7ag NT (5units/pl) 0.5l
H20 36.5ul
Total 50l
PCR
94 1 min.
94 30 sec.
55 30 sec. 35 cycles
Marker 5 (qpX174/Hinc digest) 2 1 min.
72 5 min.

3% Agarose 21

http://www.nippongene.com
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