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1.2.1 DNA DNA
CTAB [, D
, 1.5 mL
) 65°C 2% CTAB ( )
1% DTT)700 uL,65°C 30 min, @
, , (24:1)700 uL,
,12 000 r/min 10 min, ®
, @1 . ®
— 20°C
10 000 r/min, 10 min, ©® ;
70% 2 . 50 pL
. =20 . 5L
1% .
1.2.2

20 min,

EcoRl Mse] 2

DNA 2 o 1.

Mse | ) EcoR T ) 50 pL,
DNA 5 pl, Mse [(10 U/ul) 1 pl, 10 X Tango buffer
4 pL,ddH,O 30 pL,65C 2 h )
EcoR 1(10 U/uI)1 pll,10 X Tango buffer 1 pL,ddH, O
8 ulL,37°C 2 h,75C 15 min, 2:Mse [
EcoR T 2 )
40 pL, DNA 5 pL, 10 X Tango buffer 5 pl, Mse |
(10 U/pd) 1 plls EcoR T (10 U/ull) 1 ul, ddH, O

38 ul.37°C 2 h,75°C 15 min,
, DNA
20.,40.,60,80,100 ng/pL DNA
. 10 pL .16°C .
1.2.3 5 pL DNA

»dNTP (2 mmol/L) 2 pl, 10 X buffer 2 pL., MgCL
(25 mmol/1) 1. 2 pL, E00 (10 pmol/L) 0. 6 ul, MOO
(10 pmol/L) 0. 6 ul, Tag (5 U/ul) 0.2 ul,
ddH, O 20 pl,

, Mg”" (25mmol/L) 0. 8,
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1.2,1.6,2.0.2.5 pl, ;dNTP(2 mmol/ 2.3
L) 1.0,1.5,2.0,2.5.3.0 pul; . Mgt , .
0.4,0.6,0.8,1.0,1.2 ul;Tag (5 U/ Mg®* , .
No) 0.1,0.2,0.3 plL, , JMg?t 2.0 mmol/L,
10.20.30.40.50 , dANTP 0.1,0.15,0.2,0.25,0. 3
. mmol/L, 0.2 mmol/L
1.2.4 , 0.3 pmol/L .
. 5ul.  DNA 0.3 pmol/L \
; 6% , ; 0.3 pmol/L,
20 ‘uL 5 ‘uL 3 Taq DNA ’ ,Taq
,95°C 10 min . DNA \
5ul 6% , 1U, i
) 10.20 . .
2 i 30~50 \
2.1 DNA ’ 30750
CTAB DNA 1% °
| DNA ’ 2.4 AFLP
’ ’ DNA AFLP
. AFLP . ’ AFLP
2.4.1 DNA 100
ng/ul, 50 pL,DNA 5 pL,Mse [(10 U/pL)

1 DNA
Fig. 1 The result of temple DNA

2.2
2 .2 100~
500 bp . 1 2 .
. 1 . .
DNA AFLP .
100 ng/pl. DNA . DNA

2
.1 1; M:DL2000 marker; 2: 2,
Fig. 2 Comparison of the enzyme digestion
Note:1:one method 1;M:DL2000 marker;2:two method.

104

1 uLL, 10X Tango buffer 4 pl.,ddH, O 30 mL,65C

2 h R EcoR (10 U/‘uL)l pl, 10 X
Tango buffer 1 L,ddH,O 8 ,L,37°C 2 h,75C
15 min. 10 4L L16°C
. DNA AFLP 0
2.4.2 20 L I

:(194°C 3 min; (2)94°C 30 s;(3)56°C 30 s;
(4)72°C 1 min;(5)29 times to(2);(6)72°C 5 min; (7)

END, PCR , 30 )
o
1
Table 1 The reaction system of pre-amplification
Reagent Original concentration Dosage/ L.
5.0
Enzyme cut connection product
E00 10 pmol/L 0.6
Moo 10 pmol/L 0.6
dNTP 2 mmol/L 2.0
MgCly 25 mmol/L 1.6
Tag polymerase 5 U/pl 0.2
PCR buffer 10X 2.0
MilliQ H2 0O 8.0
2.4.3 20 L. 2,

:(1)94°C 3 min; (2)94°C 30 s;(3)65C

30 s,—0.7C/cyc; (4)72°C 1 min; (5)12 times to(2);

(6)94°C 30 s;(7)56°C 30 s;(8)72°C 1min;(9)24 times

t0(6);(10)72°C 5 min, AFLP
C 3,
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2
Table 1 The selective amplification system

Reagent Concentration Dosage/ uLL

Diluent of advance 5.0

product amplification

EcoRIpimer 50 ng/pl. 1.0

Mse] pimer 50 ng/pl 1.0

dANTP 2 mmol/L 2.0

MgClz 25 mmol/L 1.6

PCR buffer 10X 2.0

Taq polymerase 5 U/pl 0.2

MilliQ H20O 7.8

3

Fig. 3 Electrophoresis of selective amplication on polyarcylamide gels
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Optimization of AFLP System for Hot Pepper Induced by Space

ZHOU Chunryang' .GUO Ya-hua® , XIE Li-bo* , WANG Xue? . GAO Yong-1i* ,ZHOU Yu* , HUANG Feng-lan® , PENG Mu’
(1. College of Horticulture, Northeast Agricultural University, Harbin, Heilongjiang 150030 2. Horticultural Sub-Academy, Heilongjiang

Academy of Agricultural Sciences, Harbin, Heilongjiang 150069 ;3. College of Life Sciences, Inner Mongolia University for the Nationality,

Tongliao , Inner Mongolia 028000)

Abstract: In order to establish a suitable AFLP reaction system of pepper induced by space,taking 3~4 leaf stage of
pepper leaves as test materials, several significant influencing factors,including the dosage of template DNA, enzyme

digestion and ligation, pre-amplification and the dilute of pre-amplification products were optimized, and a suitable

AFLP reaction system for hot pepper induced by space was constructed. The results showed that by this optimized

system,a clear and credible AFLP fingerprint could be obtained.
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