PCR Analysis after first-strand cDNA synthesis

Assemble in PCR tubes on ice (√ off after each step for each sample):
	
	5 ul of first-strand cDNA or water for negative control

	
	12.5 ul of 2X Taq PCR mix (contains Taq polymerase, dNTPs, Mg, buffer)

	
	1 ul of forward primer (10 pmol/ul stock)

	
	1 ul of reverse primer (10 pmol/ul stock)

	
	5.5 ul of sterile water

	
	25 ul total volume


primers for plant EF1 gene (for control cDNA) are EF1 Forward and EF1 Reverse
Typical PCR program 

	Step 1
	94 for 2’

	Step 2
	94 for 30’’

	Step 3
	55 for 30’’

	Step 4
	72 for 1’

	Step 5
	back to step 2 39 times

	Step 6
	72 for 5’

	Step 7
	hold at 4


