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1 7 DNA
phi29 DNA Bacillus subtilis phi29 1)
DNA b 30 2.0 pL
2 10x Reaction buffer 1.0 uL
DNA DNA @ 100 pM 6R5S primer 2.0 uL
3’557 © DNA 5.0 puL
&) DNA >70 total 10.0 pL
kb @ 6R5S primer  rN*rN*rN*rN*rN*rN (6mer) ®
(N RNA  mix * )
DNA
DNA ° 2) 95 1 30 01 7/
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2 10x Reaction buffer 1.0 uL
phi29 DNA 25 mM dNTPs 0.8 L
phi29 DNA polymerase set 100 mM DTT 1.0 uL
10195-96 Pyrophosphatase (200 U/mL) 0.1 uL
phi29 DNA 25 uLx 4 5.1 uL
10x Reaction buffer 100 pLx 4 phi29 DNA (0.05mg/mL) 2.0 pL
1 Total 10.0 pL
_25 -20 4) 30 16 65 10 phi29
(phi29 DNA ) DNA
5) 10 5 uL
3
phi29 DNA
33 mM Tris-HC (pH 7.5) 100 mM 8
01mM EDTA 1mM DTT 1mM THP phi29 DNA
05% Tween20 05% NP-40 50 % pUC18 DNA Non-template
0.05 mg/mL phi29 DNA DNA 10
10x Reaction buffer BamH  EcoR
350 mM Tris-HCI (pH 7.6) 500 mM
140 mM 300 mM ( ) pUC18 DNA
2.7 kbp
4
Rolling circle amplification; RCA © B template | TS IE B template
Multiple displacement amplification; MDA ’ e
Multiply-primed RCA with modified RNA primer 8 (kbe)
Cell-free cloning &
§ & puUC18
5 2 (2.7 kbp)
1
RNase
0.1 pg DNA
9,000 ng/hr = 25
DNA DNA FE G
6
1x Reaction buffer 50 pg/mL M13 ssDNA
10 M M13 primer 1mM dNTPs 5mM DTT

1 U/mL Pyrophosphatase
5 ug/mL phi29 DNA
30

M13 primer 5’-GTTTTCCCAGTCACGAC-3” 17mer
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KOACH T 500-F
DTT

, code 10752-63
Pyrophosphatase Pyrophosphatase, inorganic
Roche, code 10108987001
6R5S primer HPLC
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