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DNA Molecule Construction by a Modified Overlap Extension PCR
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Abstract:  In order to assemble large fragments of DNA sequence efficiently, the study modified a advanced method, successive anneal
overlap extension PCR, base on the traditional overlap extension PCR. The method of successive anneal overlap extension PCR lengthens the
primer sequences corresponding to overlapping region between two fragments and uses successive annealing ranging from 3to 6  in each single
PCR cycles of the second PCR process. In this study, we assembled two large DNA fragments, ®3 2 and HCT, using this advanced method. A
single band was obtained with the PCR product and the sequence was proved to be right after sequencing repectively, which would contribute to
next experiments. This modified method has higher specificity and sensitivity, and is called successive anneal overlap extension PCR.
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1 ®3 o3 1 Tm
i Tm w3 2 HCT
©3aF ATCGACTATCGAGTTTGGAG 53.4 ™
©3aR GTGATCCACGCAGGAACTCT 57.4
©3aF CCGGAATTCATCGACTATCGAGTTTGGAG  63.7
©3aR AGCGACGGTCGGATCCGTGATCCACGC- 711 Tm
AGGAACTCT PCR
©3aR TCATACAGAGGAGCGACGGTCGAATTC-  71.1
GTGATCCACGCAGGAACTCT PCR
©3bF GACCGTCGCTCCTCTGTATGA 59.5 4yl Buffer 8 uL dNTPs
©3bR GTAATACGACTCACTATAGGGC 55.8 25 mmol/ul 5 L 10 pmol/ul. 1L
©3bF CGTGGATCACGGATCCGACCGTCGCTCC-  70.8
TCTGTATGA Transtart FastPfu 2.5 U/},lL 1 ],LL ddeo 30 },lL
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GGGC ddH,0 50 pL
m PCR PCR
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