Farmer Lab PCR Protocols

	Component
	Initial Concentration
	Volume/reaction
	Final Concentration

	10X PCR buffer
	10X
	5μl
	1X

	MgCl2
	25 mM
	4μl
	2mM

	dNTP mix
	1.25 mM
	4μl
	100μM (25μM ea)

	Forward Primer
	10 μM
	2.5 μl
	0.5 μM

	Reverse Primer
	10 μM
	2.5 μl
	0.5 μM

	Taq DNAPolymerase
	1 unit/μl
	1 μl
	0.02 units/μl

	Template DNA
	30 - 60 ng/μl
	1 μl
	0.6 –1.2 ng/μl

	Sterile dH20
	-----
	30 μl
	-----


If template DNA is not ~50 ng/μl just use more and adjust the dH20 accordingly.

 
1) Make a master mix containing:

5μl 10X PCR buffer

4μl  MgCl2 (25 mM)


X       (number of reactions + 1)

4μl  dNTP Mix (1.25 mM)

30μl sterile distilled H2O

---add the components in the order listed above

(example: if you are doing 7 reactions your master mix would contain enough material for 8 reactions giving you 40μl 10X buffer, 32 μl MgCl2, 32 μl dNTP mix, and 240 μl dH2O.)

2) Dispense the master mix @ 43μl per PCR tube.

3) Dispense primers in pairs @ 2.5μl per tube

(example: if you are doing multiple primer pairs dispense the forward primer from the first pair to all the tubes that require it.  Then dispense the reverse primer that is complementary to the forward primer.  Then move on to the next primer pair. This prevents misloading or not loading of all primers)

4) Dispense template @ 1μl per tube (if template is very dilute you might have to load more, just make sure you compensate by using less H2O in your master mix so that reaction volume is always 50μl)

5) Prepare the Taq solution by diluting the appropriate amount of stock Taq DNA polymerase to 1 unit/μl with sterile distilled H2O. 

6) Dispense diluted Taq @ 1μl per tube.

(if you want to do ‘hot start’ PCR, add Taq after the tubes have reached denaturation temperature.

