10 30

10
1~2ng/mi

templateDNA

MgCl

mixture

Red Taq(SIGMA) 25pl

Primer 1pl
templateDNA 5ul
water 19pl

primer thermostable nuclease gene
size of PCR product 280bp

SET-RPLA

initial denaturation

denaturation
anneal
extension

terminal extension

.

12

1 9x 10 cfu
10
10
condition
94 3min.
94 20sec.
62 20sec.
x 30 cycles
72 40sec.
72 7min.

2.5% agarose gel
electrophoresis EtBr



eDNA buffer

BioRad
1.0x 10
1.0x 10
DNA
1.0x 10

templat

templateDNA

120 2 1.0
x 10
90 30 130

40
10 20
30

10

1,000l sample
!
13,000rpm,10min.

!
pellet  Lysis buffer (x 2)
(13,000rpm,10min.)

!
+ Lysis buffer 200yl mix
+ proteinase k (2mg/ml) 4yl
+ lysozyne (10mg/ml) 50ul
+ ACPase 100ul (50U)
!

37 ,60min.
!
+ InstaGene™ Matrix (BioRad) 100l
!

56 ,15min.
!
100 ,8min.

1
Ph/Ch

1
EtOH

!
TE buffer 20pl
(template DNA)

10x Lysis buffer
0.5% N-laurylsarcosin
50mM Tris-HCI
25mM EDTA (pH8.0)

30
10

1.0x 10



