Real-Time Primer Efficiency Test

Note:  Efficiencies should be run on same “type” of DNA as you plan to do the experiment on; i.e. ChIP= sonicated DNA, RNA expression = cDNA or RNA w/ 2-step kit

1) Determine concentration of DNA
2) Make a dilution that’s final concentration is 1.5ng/ul
3) Make 1:10 serial dilutions so you have 4 different DNA concentrations (1.5ng/ul, 0.15ng/ul, 0.015ng/ul, 0.0015ng/ul); you will be using 5ul of these DNA dilutions for each rxn so you need 3ul ddH2O per reaction instead of 7ul
4) Put 17.5ul of each DNA sample into separate tubes (enough for 3.5rxns)
      5)  set up primer master mixes in separate eppendorfs (make one for each primer pair)
           Since you have 4 DNA samples you have 14rxns/primer pair (add 3.5 to this for 		volume error) = 17.5
		example:
		10ul of SYBR green               x 17.5   =  175
		1ul of 5uM primer set		x 17.5   =  17.5
		4ul ddH2O                             x 17.5    =  70
						TOTAL =  262.5
5) Since 3.5 rxns x 20ul rxn volume = 70; and tubes already have 17.5ul of DNA in them you need to add 52.5ul (70-17.5) of primer master mix to each DNA tube
6) Pipette 20ul of each rxn into 3 separate wells on the 96 well plate
7) Spin plate down
8) Place in real-time machine and run rxn


Calculations

ChIP enrichment 
Primer Efficiency ^ (Ct_diff.)
Ct_diff.  = (control_ChIP_Ct –test_ChIP_Ct) - (control_Input_Ct – test_Input_Ct)

Primer Efficiency =  (10^(-1/slope)) 
Where the slope is the slope of the standard curve plot
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