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| Isodon japonica (Burm. f-) Hara var glaucocalyx ( Maxim.) |

s CT AB DN A, RAPD ( Random am plified
polymorphic NDA, ) PCR . RAPD ,
RAPD 2 25841 (dN'TPs) 0. 1 mmol/L, 0. 4 mol /L,
DNA90Ong, Taq  (Sangon) 3u,2. 341 10< buffer ( 20mmol /L Mg* ). ; PCR
93C 4 min,93C 45s,36C 755,73C 2 min, 40 . 73C 10 min
RAPD
0943 37

Abstrac  The total DN A from the young leaves of 1. japoniaa (Burm. f. ) Hara var. glaucocalyx
(Maxim. ) Hara was successfully extracted by using the developed CTAB method and a steady
system of PCR reaction for /.japonica ( Burm. f. ) Hara var. glauwcalyx ( Maxim.) Hara was
built. The optimal PCR system for RAPD analysis was as follows 0. 1 mmol /L dNTPs, 0. 4% mol/L
random primer, 90ng DNA template, 3u Taq polymerase in 251 reaction solution. The reaction
program was devised for one cycle at 93C 4 minutes and followed by 40 cycles, each with 45
seconds at 93C , 75 seconds at 37C, 2 minutes at 72C , and a final extension at 72C for 10

minutes.
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Table 1 Determination of levels from each factor in Lis(4°)

orthogonal design

DN A

Taq
dN TPs Template DNA

Levels (mmol/L) Taq polymerase Primer

() “ mol/L) (ng)
1 0.10 1.5 0.4 30
2 0.12 2.0 0.6 60
3 0. 14 2.5 0.8 90
4 0.16 3.0 1.0 120

1.3.2 PCR¥¥EHKF# =
251 : dNTPs 0. 1 mmol/L,
0. 4 mol/L, DN A90ng, Taq
X buffer ( 20 mmol/L Mgz+ ).
JEAE 2045 8 F LIEF 3

3u,2. 3110

)

45 s,

PCR 93C 4 min, 93C
36C 755,735 2 min, 40 ,
73C 10 min L. Y% (0.5
t g /ml EB) ,
2
2.1 RAPD
" DN A RAPD
, DNA
,  DNA
, TagDN A ,
o DN A
, DNA ,
DN A . .
CI CTAB TaqDN A
DN A 30~ 180 ng
, ,90 ng ,
) 90 ng
2.2 RAPD
) DN A
) PCR
) DN A dN TPs,
, 04
 mol /L
2.3 dNTPs RAPD
dNTPs 60'mol/L 83 mol/L
, 100t mol /L dN TPs
» RAPD , dNTPs )
Mg2+ ’ Mg2+ ’
RAPD
2.4 Taq RAPD
TagDN A (0. 5u)
) ; TaqgDN A
2% L
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