PCR Protocol
16S and ITS PCR:
1. Make a master mix (MM) of reagents below FOR EACH PRIMER. Calculate volume you need for your number of samples. Make one extra reaction worth of the MM (to compensate for pipetting errors). Make one negative control tubes (no DNA; one for each primer pair). Make one positive control tube.
2. 
	Reagent
	Volume (uL) for 1 reaction
	Volume (uL) for __ reactions

	5x FIREpol Master Mix
	4
	

	Primer forward (10 uM)
	0.4
	

	Primer reverse (10 uM)
	0.4
	

	Water
	5
	

	Total volume
	= 9.8 uL
	=______



3. Mix well, then pipette 9.8 uL of master mix into each labeled PCR tube.
4. For each sample, flick your DNA tube to mix, add ____ uL DNA to respective PCR tube. You need to calculate how much of the sample you add. Aim for a volume that will equal to 5 ng of total DNA but does not exceed 10 ul and no less than 2 ul. If your DNA is very dilute (low in concentration) and you can’t get to 5 ng, this is ok use 10 ul and the PCR should still work. If your DNA is too concentrated, then use 2 ul at a minimum.
5. Add ____ ul of water to each tube so that the total volume in the tube is 20 ul (you need to calculate this).
6. Close PCR tubes, place into thermocycler and run the program below.
	Operation
	Temperature (°C)
	Time
	No. cycles

	Initial denaturation
	95
	
	1

	Denaturation
	95
	30 sec
	35

	Annealing
	55*
	30 sec
	

	Extension
	72
	2 min**
	

	Final extension
	72
	5-10 sec
	1



* depends on primer pair in use
** depends on length of the product (1 min/1000bp)
