
REAL TIME PCR PROTOCOL 

RNA Isolation and DNase Treatment

1. Isolate RNA on Qiagen RNeasy Mini Columns, treating RNA on-column with Qiagen DNaseI set for 30 min, room temperature.  Elute in 40μl RNase-free water.
2. Treat with 5μl RNase-free DNaseI (NEB) for 2 hrs, room temperature (required to remove trace amounts of DNA that can be problematic for some qRT targets).
3. Add 5μl NaAcetate, pH 5.5 and 150μl of 100% ethanol; precipitate at -20°C for an hour to overnight.  RNA can be stored in ethanol for 2-3 nights maximum.
4. Pellet RNA and wash with cold ethanol once.  Dry RNA pellet for 5 min at room temperature and resuspend in 50μl RNase-free water.
5. Measure final yield of RNA by spec; adjust concentration to 50 ng/μl.
Making cDNA (using Promega ImPromII RT System)

1. Add 1µl of Random Primer (0.5 µg) to 1μl (50 ng) of RNA.  Add 3μl RNase-free water to bring volume to 5μl.  Incubate for 10 minutes at 65ºC.  Cool on ice.
2. While incubating, make up master mixture as follows:
Component
1X

15X


5X Buffer

4 µl

60 µl

MgCl2

4 µl

60 µl

dNTPs

1 µl

15 µl

RT


1 µl

15 µl

H2O

5 µl

75 µl

3. Add 15 µl of master mixture to each priming reaction.  
4. Incubate at:
25ºC for 5 minutes

42ºC for 1 hour


70ºC for 15 minutes

Real Time PCR on the Light Cycler 480 (Roche)

1. Setup instrument for use with the appropriate plate (we use 384-well plate).
2. Adjust volume of cDNA samples from the ImPromII RT reactions up to 200µl
3. Set up reaction mixture for each primer probe set as follows:
	Component
	1X
	25X
	50X
	100X
	400X
	Final [ ]

	Master Mix (Vial 1)
	10.0 µl
	250 µl
	500 µl
	1000 µl
	4000 µl
	1X

	Water (Vial 2)
	4.5 µl
	112.5 μl
	225 μl
	450μl
	1800 μl
	NA

	Primer 1 (20 µM)
	0.5 µl
	12.5 µl
	25 µl
	50 µl
	200 µl
	0.5 µM*

	Primer 2 (20 µM)
	0.5 µl
	12.5 µl
	25 µl
	50 µl
	200 µl
	0.5 µM*

	Probe (2 µM)
	0.5 µl
	12.5 µl
	25 µl
	50 µl
	200 µl
	0.05 µM*

	Template
	4.0 µl
	
	
	
	
	

	VT
	20 µl
	
	
	
	
	


4. Aliquot 16 µl of reaction mixture into each well, then add 4 µl of diluted template.  
5. Spin down plate before placing in Light Cycler; press “Start Run”.
*The final concentration of each primer and probe may need to be adjusted…these are the suggested starting concentrations.

