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Abstract: Genomic DNA of 10 maize varieties were extracted from the embryos using CTAB method, and suit—

able ISSR(Inter—simple sequence repeats) reaction system was established with multifactor orthogonal experiment.

The feasible ISSR primers were screened which could be used to distinguish 10 varieties based on the ISSR finger—

prints. The results showed that: (D The optimized ISSR reaction system, namely 20 . L reaction system contained 1 x
PCR buffer, 1.5 mmol/L Mg*, 0.375 mmol/L ANTP, 0.5 pwmol/L primer and 2.5U Taq DNA polymerase. 2101 poly—
morphism bands were obtained steadily in 10 maize varieties by 11 ISSR primers chosen from 40. 3AIl of the 10 va—

rieties could be differentiated from each other based on their specific bands established by primer UBC808.
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Table 1  The orthogonal design for optimizing ISSR

reaction system

% A B C D
No. (Mg, mmol/L) (ANTP, mmol/L) (Primer, pmol/ L) (Taq, U)

1 1.5 0.125 0.25 0.5
2 2.5 0.250 0.50 0.5
3 4.0 0.375 0.75 0.5
4 2.5 0.375 0.25 1.5
5 4.0 0.125 0.50 1.5
6 1.5 0.250 0.75 1.5
7 4.0 0.250 0.25 2.5
8 1.5 0.375 0.50 2.5
9 2.5 0.125 0.75 2.5
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Fig.1 The electrophoresis of YMO1-YM10 DNA
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Fig.2 ISSR amplification result based on orthogonal test
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Table 2 The sequence of 11 ISSR primers

%5 No. 52l Sequence
UBCsy AGAGAGAGAGAGAGAGT
UBCigos AGAGAGAGAGAGAGAGC
UBCgs CTCTCTCTCTCTCTCTG
UBCgpy CACACACACACACACAA
UBCgg CACACACACACACACAG
UBCg; TCTCTCTCTCTCTCTCC
UBCis ACACACACACACACACC
UBCygy ACACACACACACACACG
UBCsy GAGAGAGAGAGAGAGAYG
UBCsg GGCGGCGGCGGCGGLGGL
UBCgs GGATGGATGGATGGAT
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Fig.3  The electrophoresis of ISSR—PCR with UBCg
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