RT-PCR
(using Qiagen One Step RT-PCR kit)

Important points:

· Dilute primer stocks to 3µM to get a final concentration of 0.6µM when 10µl is added to 50µl
· Use 0.5µg of total RNA (extract with Qiagen’s RNeasy kit with DNase digestion)
· Setup Rxs on ice

· Pre-heat cycler to 50oC before placing tubes into it

· Tips for designing primers:

· Try to get primers that will amplify across exon boundaries (in the event that there is contaminating DNA)
· Use http://biotools.umassmed.edu/bioapps/primer3_www.cgi using the ‘Rodent’ mispriming repeat library
· Ensure that primers will not amplify other gene family members.

 Protocols:
· Thaw, mix and keep on ice:

· Template RNA

· Primer solutions

· dNTP Mix

· 5x QIAGEN OneStep RT-PCR Buffer

· RNase-free water
· Program thermal cycler:

· 30min at 50oC (reverse transcription)
· 15min at 95oC (initial PCR activation)
· 30 cycles of:

· 1min at 94oC (denaturation)
· 1min at 55oC (annealing)
· 1min at 72oC (extension)
· 10min at 72oC (final extension)
· Add 10µl of forward and reverse primers at 3µM primers to each tube 
· Prepare master mix (with everything but the template RNA, prepare an extra reaction’s worth to ensure enough):
· Per Reaction (30µl):
· 12.2µl of RNase-free water

· 10µl of 5x QIAGEN OneStep RT-PCR Buffer

· 2µl of dNTPs

· 2µl of QIAGEN OneStep RT-PCR Enzyme Mix
· Template RNA (btw 10-2000ng)
· For 1µg of RNA template at 0.26µg/ml, add: 3.8µl

· Immediately mix and dispense 30µl into each tube containing the primers
· Start the program, but wait for it to reach 50oC before adding tubes.
· Load and run product on an agarose gel 

· Recommended: 20µl on an 8-well, 1.5mm 2% agarose gel
