PCR Protocol (updated 7/1/19)
1. Acquire and label PCR tubes. Be sure to include at least 1 positive and 1 negative control for each PCR experiment.
2. Get a container of ice to keep the components on
3. Acquire the following components and put them on ice, labeling tubes if necessary:
· Molecular grade H2O in 1.5 mL microfuge tube
· KOD/primestar buffer
· dNTPs
· oligo F (10uM)
· oligo R (10uM)
· template (eg. LVS gDNA, plasmid, colony, etc.) 
· Note: KOD/primestar enzyme should be kept in the freezer until it is used as it is expensive and should be added last
4. Centrifuge the microfuge tubes to get any solution out of the microfuge tube cover 
5. If any of the solutions are frozen, be sure to vortex the microfuge tube in order to dissolve it (tubes with frozen components may not be homogenized)
· [bookmark: _heading=h.gjdgxs]DO NOT vortex the enzyme itself or any solution with enzyme because vortexing will expose it to oxygen and degrade it
6. Use PCR_worksheet.xlsx to make establish the specifics of what will be added
· The file is located in the Protocols folder
· Also setup table below to specify which primers and source DNA will be used
7. Add appropriate volume (based on PCR worksheet) of each experiment specific primer (forward and reverse) to PCR tubes
8. Add ddi H2O to negative control tube
· Template volume for 1 reaction
9. Prepare a master-mix in a 1.5 mL microfuge tube by adding the following according to the worksheet and using micropipettes:
· Add ddi H2O
· Add dNTPs
· Add KOD buffer
· Add KOD enzyme
10. Mix the master-mix solution by pipetting up and down
· Do not vortex to mix
11. Add appropriate volume of master-mix to negative control PCR tube
12. Add template to Master Mix
· Factor template volume minus 1 template reaction volume
13. Add appropriate volume of master mix to each PCR tube (except negative control) and pipette up and down to mix (conserves tips)
14. Close PCR Tubes until the caps are tight
15. Place the PCR Tubes in the thermocycler on STN 1 – the following settings should be in place:
· Heat at 94 degrees for 2 minutes,
· 94 degrees C for 20 seconds
· 50 degrees C for 30 seconds
· 68 degrees C for 1 minute/kb (adjust based on expected size of product)
· Go back to step 2 
· Repeat 32x
· 68 degrees C for 5 minutes
· 12 degrees C for infinity
	Reaction Number 
	Plasmid/Region
	Source DNA
	Primers
	Length (bps)

	1
	rpsU1
	LVS gDNA
	P742 and P743
	1165

	2
	+ control
	LVS gDNA
	KROL15, KROL16
	441

	3
	- control
	-
	KROL15, KROL16
	-



