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Abstract: SSR technique was optimized from DNA extraction, PCR procedure and electrophoresis detection. A
standard SSR system fitting for maize hybrid identification was established finally. The hybrid purity identification of
Nongdal08 was used as an example to explore the possibility of application of SSR technique on maize hybrid identi-
fication.
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1.2
1.2.1 DNA
2 DNA
, 1.5
mL , 300 wL ,
300 pL. DNA (100 mM Tris —=HCI, 100 mM
EDTA 8.0,500 mM NaCl, 1.5% SDS) 10 000
r/min 2 min, 300 pL
300 wL NaCl (500 mM) 1.5 mL
,  DNA ,  10%
200 wL. TE 8.0, o
1.2.2 SSR
Bﬂ’ ,
24 SSR ( 1), °
1 24 SSR
I phi0s6 9 phi053 17 bnlgl6l
2 bnlgd39 10 bnlgl97 18 bolgl62
3 phi001 11 phi072 19 bnlg666
4 phi037 12 bnlg589 20 bnlg240
5 bnlgl2s 13 bnl278 21 phi080
6 bnlgl9s 14 bnlg238 22 phiols
7 nc003 15 phil26 23 bnlg244
8 phi036 16 phi077 24 umc1196
1.2.3 SSR
(1) 020 pL : 10 mmol/L
Tris—HCI1,50 mmol/L KC1,0.001% Gelatin,2.5 mmol/L
MgCl,,0.16 mmol/L 4dNTP,0.25 pmol/L SSR ,1
Taq DNA ,2 L. DNA .
(2) ° SSR ;
CIMMYT B3, 94°C 5 min,
;94°C 1 min,60°C 2 min,72C
2 min, 35 ; 72°C 5 min;
@ SSR :95°C
2 min, ;94°C 40 s,60°C 45 s,
72C 60 s, 30 ; 72°C 7
min,
355, 45 s,
SSR . PCR

PTC-100 PCR (MJ Research, Watertown, MA)

1.2.4
(1) - PCR
o 85 W, 20 min;
(2) o

’ ’

4.5%
80 W,40 min,

CIMMYT
3,
AgNO;,0.3%

5. 10%
3 min;
) 30 min; ,
10s; (3%Na,CO;,400 WL Na,S,0s,
3mL 37 % ) ;10% o
g :10% 0.5%
;0.2% AgNO; 10
3 min;0.002%Na,S,0;
(3%NaOH ,0.4% ) ;
0.75%Na,CO; o :10%
3 min; | 105;0.2%
AgNO; (3%NaOH ,0.5%
) ;10% o

30 min;
0.1%

6 min,
min; 2,

2 min;

5 min;
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2.1.1 DNA
g DNA

500 mM NaCl, ,

DNA (1),

, DNA : ,

A260/A280 1.8,

DNA . N °

1~4 DNA DNA;
5~8 DNA,
1 DNA
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2.1.2 SSR bnlgl61 .umc1196, s
SSR PTC-100 PCR . bnlg125
4 h; SSR N 108 , ( 3):
R , PTC-100 PCR ,
2.5 h; SSR ; 1~2
,  PTC-100 PCR 2 , ,
h, 108 SSR ; ,
C 2), SSR

34507 8 9101112131415
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M: (pBR322/Msp 1);1-5.6-10.11-15:
1.2.3 5 108
2 SSR ( :bnigi2s)
108
2.1.3 SSR
1.5 h;
1h,
, 20 min, o
10 min, o
SSR
DNA DNA
, (100 ) 1~2h;
PCR , 2 h;
4.5% s 20 min, 40 min;
, 20 min,
(100 )
2.2 108 SSR
2.2.1
SSR
PIC (
) b o @
; , 25
108 6
s :bnlg125 bnlg666 phi072 bnlgd39 |

( 270bp ),

b ]

12345678 9101112

M pBR322/Msp 1); 3.9.11.12
1.2.4.6.7.10 35 :8
3 bnlg125 108 . .
222
108 N
, DNA
bnlg125 ,
0 3,
(1.2.4.6.7.10 ) (5 ) ;
8 )
2002 10 ,
108
SSR
3
(1) DNA SSR
DNA
CTAB , )
, DNA
, 1~2h
(100 ) DNA .
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