Real-Time PCR on cDNA samples
Original protocol by Heather McManus, edited by Kathryn Ramsey

Each experiment will need at least one test primer and one control primer for each sample
Example:	3 biological replicates = 3 DNA samples 
Using two primer pairs = 6 different reactions

Each different reaction type must be run in triplicate on the real-time plate
Example:  6 reactions =  18 wells

Each Individual reaction = 20 µL  
10 µL PowerUp SYBR Green Master Mix 
  1 µL 5uM combined forward and reverse primer 
  1 µL cDNA (~1.5 ng/ul, can base off efficiency tests)
  8 µL ddiH2O

The use of master mixes increases the consistency between samples; therefore follow the method below for setting up the plate

For each reaction type (primer/DNA combination) set up a master mix equal to 3.5 reactions:
1) Put 3.5µL of DNA type into strip tubes

2) To determine the amount of each primer master mix to create, identify the number of reactions for each primer pair (i.e. #DNA samples x 3.5) and add 3.5 to this number to account for additional pipetting error
		Example: 6 DNA samples per primer pair = 6 x 3.5 + 3.5 = 24.5

3) Set up primer master mixes in separate 1.5 mL tubes (make one for each primer pair)
		Example:
		10 µL PowerUp SYBR Green Master Mix	x 24.5    =  245.0 µL
		  1 µL 5µM combined F and R primer	x 24.5    =    24.5 µL
		  8 µL ddiH2O					x 24.5    =  171.5 µL
								TOTAL =  465.5 µL

4) Add primer master mix to tubes containing DNA. 
3.5 reactions x 20 µL volume = 70 µL. DNA tubes already have 3.5µL of DNA. Add 66.5 µL of primer master mix to each tube

5) Pipette 20 µL of each reaction into 3 separate wells on the 96 well plate using dispense option on multichannel

6) Spin plate down

7) Place in real-time machine and run using the same program used to determine that the primers are appropriately efficient. 

GSC computer login:
K_Ramsey Lab
Password:
Roche480


To make 5uM primer set stocks:  
270 µL Molecular Grade H2O
  15 µL 100uM combined forward primer 
  15 µL 100uM combined reverse primer
*Ensure you vortex 100uM stocks vigorously in order to ensure complete thawing
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