
PCR Protocol 
 
Note: Primers should be out of the freezer as little as possible. 
 Master mix should be out of the fridge as little as possible (and never refrozen). 
 Hold master mix and primer vials by the cap whenever possible. 
 Use filtered tips whenever possible. 
 Cover tubes/caps with a kim wipe anytime you walk away from your bench. 
  
**First preheat thermocycler and ensure your programs are all ready to go.** 
 
1. Dilute primers: 
Primers usually come in 1 mM concentration, but they should be in 20 µM concentration for 
PCR.  To dilute from 1 mM to 20 µM: 

Remove master primer tube from the freezer and allow to thaw. 
Label a 1.5 mL microcentrifuge tube with the primer name and concentration. 
Use a 20-200 pipette to add 196 µL nanopure water to your tube. 
Once the master primer has thawed, briefly vortex and spin (just a few seconds each). 
Add 4 µL of 1 mM primer from master primer vial, and put it back in the freezer. 

 
2. Make PCR soup: 
PCR soup needs to contain mastermix and two primers (forward and reverse).  You will make 
one large batch of this, and then dispense it into each PCR vial.  Refer to the PCR soup cheat 
sheet to see the amounts you will need of each ingredient, given the number of PCRs you have to 
do (make 10% more than you will need). 
For one reaction: 11.25 µL mastermix; 0.625 µL of EACH primer; 0.5 µL DNA (13 µL total) 
 Remove your DNA and diluted (20 µM) primers from the freezer and set out to thaw. 
 Remove mastermix from the fridge, vortex and spin (just a few seconds each). 

Add the volume needed given the number of reactions to a 1.5 mL microcentrifuge tube. 
Return the mastermix tube to the fridge. 

 Once primers have thawed, vortex and spin, and add the appropriate amount to your tube. 
 Return primers to the freezer. 
 Briefly vortex and spin this PCR soup. 
  
3. Prepare the PCR tubes: 
 Label both the lid and side of as many ridiculously tiny little PCR vials as you will need,  
  and put them in a PCR tube rack. 

Into each tube, dispense 12.5 µL of PCR soup (use multichannel pipette to save time). 
Dispense 0.5 µL of DNA from each of your extractions into their respective PCR tubes. 
Firmly cap the vials (make sure the lids correspond to their correct tubes), vortex the  

  entire rack for 5-10 seconds, and take them to the thermocycler room. 
Centrifuge the PCR tubes for just a few seconds. 
Use the black cap-roller-thingy to first roll across the caps of the PCR tubes, and then  

  firmly press down on the cap of each tube individually using the other end of the  
  roller thingy (yes, every tube- you don’t want the contents to evaporate). 
 
4. Run the PCR: 

Open the top of the thermocycler, and make sure a heat-proof plastic rack is in place. 
Add your PCR tubes, close the lid, select your program, and press go. 
Remove your tubes once the PCR has completed, and store (in the fridge if you will be 
 running a gel soon, and in the freezer if you will do it a day or more later). 


