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Protocol: cDNA synthesis from ABI cDNA Archive Kit

0.1 All reagents are stored in Miguel’s -20 box
0.2 Use appropriate RNAse-free technique throughout.
0.3 Use only the highest quality RNA possible; 260:280 ~ 2.0, and 260:230 > 1.0, preferably > 2.0

1.0 Thaw all reagents except the enzyme to RT, vortex briefly and spin down gently
2.0 Dilute RNA samples to normalize concentrations between samples; don’t exceed more than 1 ug RNA per reaction.  Add dH20 to normalize the volume to 10.0 ul.
3.0 Make the master mix (adding in order):
A. 4.2 ul dH2O
B. 2.0 ul 10X rxn buffer
C. 2.0 ul random hexamers
D. 0.8 ul dNTPs
E. 1.0 ul RT enzyme
(volume per sample; multiply by the number of samples and buffer for pipetting loss appropriately)
3.1  Mix master mix with gentle pipetting
4.0  Add 10 ul master mix to each sample; cap tubes, vortex gently, and spin down.
5.0  Run program MH-RT on the old PCR machine, when complete dilute samples in dH20 to an appropriate [].



