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Method for sanger sequencing
A fragment of 517bp containing mutation was amplified by Extaq using primer:
Forward: 5’-TAGGCATGATTCCAACCCCA-3’
Reverse: 5’-CTGACGGGCAAGGAACAAAA-3’.
The reaction was assembled following manufacturer's instruction.
The PCR program
	Temperature
	Time
	Cycle

	94℃
	5min
	1

	94℃
	30s
	10

	65-55℃(touch down 1℃ per cycle)
	30s
	

	72℃
	30s
	

	94℃
	30s
	30

	55℃
	30s
	

	72℃
	30s
	

	72℃
	5min
	1

	12℃
	hold
	



The fragment was sequenced using ABI 3500. The reverse primer was used for sequencing.


