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—80 C .
1.2 DNA
DNA cTAB ", 0.3 ¢ . .
600 1L CTAB [20 g°kg CTAB, 20 mmol°L 'EDTA, 0.1mol°L 'Tris (pH8 0, 1 4 mol°L 'NaCl]
. 30 ML . 65 C 40 min. (24 1), (4
G 10min, 1 r°min ). . . ., —207C 2h.
( s ;600 ML . ( ),
1.5mL 300 ML 300 ML (24 1) 2 h,
( ) ; (24 1) 2, ( ) ;
1/10 3mol°L 'NaAc 2 . ., —20°C 2 (
), , . . 100 “L TE , —20C
(DUSOO ) (VDS ) DNA, ODxo/ODxy 1. 8,
DNA
13 1 Mg®, dNTR, . DNA
PCR ‘H Tabk 1 Test to Mg?", dNTP, primer, DNA and restriction enzyme concentration
PCR Mg 2+
Mg / dNTP /  DNA / /
dNTP, [ CD1216 (5 (mol°L™)  (mmol°L™")  *mol°L™H (mg'L ™V nkat
GCCAAGACICTGAGCAAATC 3 ’ 5 1 24 Q18 0. 40 200 133 360
CCTGTGCGAAAGCCAATCAA 3 )], 2 21 016 0.3 20 116 690
DNA 3 18 014 0. 30 100 020
¢ A R pe
PE9700 s 6 09 0 0 15 50 010
.94 C 5 min, 7 0. 10
94 C 405 58 C 8 0 ®
40s, 72°C  80s 35 1U=16.67 nlat
; 72 C 5
min, 4 C P 10mL 10 g°kg ' .
( 1. PCR 30 g kg
2 HER G40
21 Mg*
Mg PCR 1. 1 . 4
PCR Mg 1.5 mmol°L .
22 dNTP
dNTP PCR 2. 6
PCR dNTP 0. 08 mmol°L .
23
PCR 3, 7
PCR 0. 10 #mol°L '
24 DNA
DNA PCR 4. 200 mg°L ' DNA,
PCR 20 mg°L ' ., 200 mg°L "'

DNA.
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Figure 1 Effect of Mg?" concentration on PCR products’ Figure 2 Effects of ANTP concentration on PCR products’
restriction digestion (See table 1 for details) restriction digestion (See table 1 for details)
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Figure 3 Effects of primer concentration on PCR products’ Figure 4  Effects of DNA concentration on PCR products
redriction digesion (See table 1 for details) redriction digesion (See table 1 for details)
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Optimization of the reaction system for CAPS marker
analysis in Cryptomeria fortunei

YANG Ping', ZHENG Qian-jian', ZHAO Ming-shui’, TANG Ding-qin'
(1. Key Labratory for Modem Silvicultural Technology of Zhejiang Province, Zhejiang Forestry College, Linan
311300 Zhejiang China; 2. Management Office, National Nature Resewe of Mount Tianmu, Tinan 311300,
Zhejiang, China)

Abstract: An optimized system for CAPS reaction in Chptomeria fortunei is a precondition for analyzing genetic

diversity of Chptomeria fortunei. The authors optimized a reaction system for CAPS in Gyptomeria fortunei by

analyzing different factors. The esults showed that the best one was 20 1. amplification reaction solution composed
of 2. 0 L 10X Buffer, 0. 08 mmol°L 'dNTPs, 200 mg°L 'template DNA, 15 mmol°*L ' Mg® . 0.1 Mmol®
L 1pn'mer and 41. 675 nkat Tag DNA polymerase, which was amplified under the program of predenaturing at 94
Cfor Smin, followed by 35 cycles of denaturing at 94 Cfor40s, amealing 58 ‘Cfor40 s, extension 72 Cfor
80 s, and a final extension 72 “C for 5 min. The restriction digestion system corsisted of 10 I PCR products,
2.0 ML 10X Buffer; 83. 350 nkat restriction enzyme and 7. 5 L. ddH.O. [Ch, 5fig. 1tab. 8ref.]

Key words.  botany; Crhyptomeria, fortunei; , CAPS; DNA marker; reaction system; optimization



