Standard 50μL PCR Reaction using 
Promega GoTaq Flexi DNA Polymerase


Use the 5x Green GoTaq Flexi buffer in reactions that will be analysed by agarose gel electrophoresis. The blue dye migrates with a 3-5kb DNA fragment and the yellow dye migrates with a 50bp DNA fragment.
Use the 5x Colourless GoTaq Flexi buffer in reactions that will later use absorbance or fluorescence excitation methods.
	Ingredient
	Stock Concentration
	Volume in reaction
	Final Concentration

	Buffer
	5x
	10μL
	1x

	dNTPs
	1.25mM
	10μL
	0.25mM

	MgCl2
	25mM
	5μL
	2.5mM

	DMSO
	50%
	5μL
	5%

	Upstream Primer
	50pmol
	1μL
	1pmol

	Downstream Primer
	50pmol
	1μL
	1pmol

	Template DNA
	??
	1μL
	~0.5μg

	H2O
	
	16.75μL
	

	GoTaq DNA Polymerase
	5u/μL
	0.25μL
	1.25u


Colony 10μL PCR Reactions
Multiply the following volumes by the number of colonies you want to PCR, adding one or two reactions to account for pipetting error.
	Ingredient
	Stock Concentration
	Volume in reaction
	Final Concentration

	Buffer
	5x
	2μL
	1x

	dNTPs
	1.25mM
	2μL
	0.25mM

	MgCl2
	25mM
	1μL
	2.5mM

	DMSO
	50%
	1μL
	5%

	Upstream Primer
	50pmol
	0.2μL
	1pmol

	Downstream Primer
	50pmol
	0.2μL
	1pmol

	Template Colony
	
	1
	

	H2O
	
	3.55μL
	

	GoTaq DNA Polymerase
	5u/μL
	0.05μL
	1.25u


