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Abstract: The experiment was conducted to investigate the integration site of transgene in maize MONB88017 and to establish event
specific methods for qualitative detection of MON88017 based on the left border junction fragment, which was isolated with the
amended GenomeWalker and Nested-PCR methods. Sequence alignment between the T-DNA sequence and isolated junction
fragments showed a 504 bp junction fragment of MON88017 including 336 bp of T-DNA sequence and 168 bp of MON88017
genome DNA. MONB88017 event-specific qualitative PCR method was established with the primers (MON88017-1F/R) targeting the
junction regions to produce a 446 bp product. The limit of detection for qualitative PCR assay was 0.1%. The method developed in
this work is highly specific, sensitive and suitable for MON88017 sample detection.
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F-AAATTTTGTCCTGAACCCCTAAAATCCCAGGACCGCCACCTATCATATACATACATGATCTTCTAAATACCCGATCA
GAGCGCTAAGCAGCAGAATCGTGTGACAACGCTAGCAGCTCTCCTCCAACACATCATCGACAAGCACCTITTTITGCCGG
AGTATGACGGTGACGATATATTCAATTGTAAATGGCTTCATGTCCGGGAAATCTACATGGATCAGCAATGAGTATGGTGGT
CAATATGGAGAAAAAGAAAGAGTAATTACCAATTTTTITTCAATTCAAAAATGTAGATGTCCGCAGCGTTATTATAAAAT
GAAAGTACATTTTGATAAA ACGACAAATTACGATCCGTCGTATTTATAGGCGAAAGCAATAAACAAATTATTCTAATTCGG
AAATCTTTATTTCGACGTGTCTACATTCACGTCCAAATGGGGGCTTAGATGAGAAACTTCACGATTTGGCGCGCCAAAGC

TTACTCGAGGTCATTCATATGCTTGA-3"
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Table 1 Primer pairs used in this study

Primer name Primer sequence(5'-3") Fragment size(bp)

Forward: TCCTGAACCCCTAAAATCCC
MON88017-1 446
Reverse: CTCATCTAAGCCCCCAT

Forward: GCTCTCCTCCAACACATCAT
MON88017-2 146
Reverse: ACTCTTTCTTTTTCTCCATA

Forward: ATTTTGTCCTGAACCCCTAA
MON88017-3 248
Reverse: CTCCATATTGACCACCA
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Fig. 2 Amplification of endogenous reference gene
M: 100 bp DNA 1: MON88017 2: MON810 3: MONB863 4:NK603 5:T25 6:TC1507 7:Btll 8:Bt176;9: GA21 10:
958 11: Mon531 12: 49 13: GTS40-3-2 14: 1138-2 15:

M: 100 bp DNA marker; 1: MON88017; 2: MON810; 3: MON863; 4: NK603; 5: T25; 6: TC1507; 7: Bt11; 8: Bt176; 9: GA21; 10: non-GM maize; 11: GM
cotton Mon531; 12: non-GM cotton; 13: GM soybean GTS 40-3-2; 14: non-GM soybean1138-2; 15: Blank control.
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Fig. 3 Detection for event-specific primer pair MON88017-1F/R using PCR
M: 100 bp DNA 1: MON88017 2: MON810 3: MONB863 4:NK603 5:T25;6: TC1507 7:Btll 8:Btl76 9:GA21 10:
958 11: Mon531 12: 49 13: GTS40-3-2 14: 1138-2 15:

M: 100 bp DNA marker; 1: MON88017; 2: MON810; 3: MON863; 4: NK603; 5: T25; 6: TC1507; 7: Bt11; 8: Bt176; 9: GA21; 10: non-GM maize; 11: GM
cotton Mon531; 12: non-GM cotton; 13: GM soybean GTS 40-3-2; 14: non-GM soybean1138-2; 15: Blank control.
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Fig4 Sensitivity detections for event-specific primer pair MON88017-1F/R
M: 100 bp DNA marker; MON88017 DNA 1: 50%; 2: 10%; 3: 5%; 4: 1%; 5: 0.5%); 6: 0.1%; 7: 0.05%; 8: 0.

M: 100 bp DNA marker; 1: 50%; 2: 10%; 3: 5%; 4: 1%,; 5: 0.5%; 6: 0.1%,; 7: 0.05%; 8: 0.
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