
	Step
	Stage
	Temperature (°C)
	Time
	Number of Cycles

	1
	Initial Denaturation
	94–95
	5 min
	1

	2
	Denaturation
	94–95
	35 s
	30

	3
	Annealing
	58-60
	35 s
	30

	4
	Extension
	72
	45 s (per 1 kb)
	30

	5
	Final Extension
	72
	5 min
	1

	6
	Hold
	4
	∞
	—



