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- 12 8bp , 2 , 3 , 5 - 400 - 380bp |, 6
- 600 bp 4 - 10 8bp , 7
73bp 5 7 GluB3 LMW -GS
1
Tablel Primers synthesized and their sequences
Primer Base Seguence Primer Base Sequence
1 5'CACCAATCCACCATGAAGAC3 5 5TCCTGAGAAGTGCATGACATG3
2 5'TA TCA GTA GGCACCAACTCC3 6 5'CCAATCCACCATGAAGACCTTC3
3 5TTGTAGAAACTGCCATCCTTY3 7 5'GTA GGCACCAACTCCGGTGC3'
4 5'GTCACCGCTGCATCGACATA 3
123 PCR D Ovidio M 1 2 3 4 5 & 7
1, PCR 20 W, 1x buffer,
200 mmoll 4  ONTP, 50 ng, 2 5 23 130 bp—
mmol/AL M gCl, DNA 30 60ng,1U Taq 9416 bp
PCR ) 6557 bp
2+
Mg ! 4361 bp
LMW -GS PCR
(1) PCR M g** 0,
Q 625,1 250,2 500,3 125,3 750 4 500 mmolA 1 CTAB DNA
o M. ; 1 7 Suneca, Cook, 6 225,
7 Mg ,  Suneca ) : ,
5 7 PCR , M g* Fig 1 Electrophoretogran of
w heat genomic DNA extracted by CTAB
(2) PCR DNA M. M olecule standard; 1- 7. Suneca, Cook, Xiaoyan No. 6,
DNA DNA , 10 Shaanyou 225,M oxiheika, T. urartu,A e squarrosa
Suneca DNA 1,357 10 oL ( 22 LMW -GS PCR
DNA ) , 5 7 PCR 221 M g™ ] Mg”] PCR
) PCR DNA M gz"
(3) , : PCR
62 64 ( 1 2 o) IMg®™ ] PCR
PCR 1. 95 1min; 2 2 ,[Mg® 1> 25
94 1min,62 1min,72 2min,30 mmolA
, 712 7min 2. 95
Imin; 94 1min,64 1min,
72 2min, 30 , 12 7min 2000 bp
124 DNA DNA
Q 8% ; PCR
1 000 bp
1 5%
2
21 DNA ,
2 Mg*] PCR
CTAB DNA d 1 6 [Mg*] 0,Q 625,1 250, 2 500,
DNA TE 3 125,3 750 mmolA ;M.
’ Fig 2 Electrophoretogran of PCR products
, ; RNA under different concentration of M g**
DNA ( 1) 1- 6 The concentration of [M g?* ] is0,Q 625, 1 250, 2 500, 3 125,
3 750mmolA regectively;M. M olecule standard
’
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222 DNA DNA 5u.
PCR ( 3 120 4L PCR PCR
10 9 8 7 6 5 4 3 2 1

3 PCR
( DNA ) 1 6 1,2 7 34,3 8 54,4 9 74,5 10 104u;
15 1 ;6 10 2
Fig 3 Electrophoretogran of PCR products under different teanplate DNA concentration
DNA ooncentration show n as the quantity of diluted extract olution 1and 6 14 ,2and 7 3L ,3and 8 5L,
4and 9 7L ,5and 10 10 (L ; 1- 5 PCR under reaction condition 1; 6- 10 PCR under reaction condition 2

223 PCR 1 : ,
PCR , : 2(64 1min)
5 7 1(62 1min) ( 4

S,C,D Du Suneca, Cook, M. ;56

Fig 4 Primer 5and 7 PCR products under different annealing temperature
L eft 4wasunder 62 ;Right 6 was under 64
S, C,D and Duw as Suneca, Cook, A e squarrosa and moxiheika regpectively.

, , 2 3 PCR
, 17 ,
3 1 2 D GluD3
, 3 LMW -GS , 3 4
.1 5 6 10 ; 5 7
4 , , 1B GluB3
, , LMW -GS : ,
6 7 [6,8,10]
(AABBDD)
, 1min (AABB) AA) (D)
(4 DNA ,
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PCR PCR , 6 , 5 7 PCR
PCR LMW -GS , 1B
1 , 1 450 bp, B
1 2 6 7 , )
2 3 5 7 GluB3 LMW -GS
PCR , ;
; LMW -GS ,
3 4 GluD3
5 , 3 4 PCR , LMW -GS ; 5 7
D 1 , GluB3 LMW -GS
1 630 bp, 1D
, 1 26 7
3 4 GluD3 LMW -GS , PCR

2000 bp 2000 bp—
1 630 bp 1450 bp— i
1 000 bp
o 1 000 bp—
50bp
500 bp— 700 bp— ""’
5 3 4PCR 6 5 7
A. P X 6 , 6 Fig 6 Primer 5and 7 PCR products
Fig 5 Primer 3 and 4 PCR products
A. T. urarty; X. Xiaoyan 6
min, 62 1min, 72 2min, 30 , 12
7min
3
(1) LMW -GS PCR (3) 5 7 GluB3
: 20 i M g* 2 5mmolA, LMW -GS PCR ,
ANTP 200 molA , DNA 30 60 : 95 1min; 94
ng, 50ng, Tag Q5U Imin,64 1min,72 2min, 30 , 12
(2) 3 4 GluD3 7min
LMW -GS PCR ,
1 95 Imin; 94 1
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Primary study on PCR of LMW -GS genes from w heat

ZHAO Hui-xian, GUO A i-guang, FAN San-hong, ZHENG Xue
(K ey L aboratory o A gricultureM oleculeB iology, College o L if e Sciences,N orthw ester Sci=T ech U niversity o
Agriculture and Forestry, Yangling, Shaanxi 712100, China)

Abstract: The genomic DNA was extracted from wheat cultivars Suneca and Cook using CTAB
method Based on the known LMW -GS gene sequences reported in genebank, the primer 1- 7 for gecific
chromosome locus genesw as designed and synthesized A n optimal reaction systen suitable for LMW -GS
PCR was established By using the genomic DNA from gecial w heat material-hexaploid (AABBDD), te-
traploid (AABB) and diploid (AA orDD) as templates, ecificLMW -GS genes in an optimal reaction sys-
ten wasanmplified The result show ed that, primer3 and 4w ere ecific for LMW -GS genes at Glu-D 3 locus
inw heat T he size of the PCR productsw as about 1 63 kb, including promoter and thewholeCDS Primer5
and 7 were gecific for the LMW -GS genes at GluB 3 locus inwheat The size of the PCR productsw as
about 1 45 kb, including promoter and thewholeCD S These resultsw ill provide some important infoma-
tion for w heat high-quality LMW -GS gene and itspromoter cloning
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