Generate cDNA
Adapted from Lory lab microarray protocol

Combine the first components for primer annealing:
	Component
	Volume or Amount
	Final Concentration

	RNA
	5 - 10 ug
	267 - 333 ng/ ul

	(NS)5 Primer (250 ng/ul)
	3 ul
	25 ng/ul

	RNase-free water
	up to 30 ul
	



Incubate using program JSScDNA1:
	Step	Temp	Time
	1	70°C	10'
	2	25°C	10'
	3	4°C	hold

While waiting, prepare the cDNA synthesis reaction in master mix format:
	Component
	Volume or Amount
	Final Concentration

	5X 1st strand buffer
	12 ul
	1x

	RNase-free water
	[bookmark: _GoBack]5.75 ul
	

	100 mM DTT
	6.0 ul
	10 mM

	10 mM dNTPs
	3.0 ul
	0.5 mM

	Superscript III (200 U/ul)
	3.25
	10.8 U/ul



Aliquot 30 ul per reaction

Incubate using program JSScDNA2
	Step	Temp	Time
	1	25°C	10'
	2	37°C	60'
	4	42°C	60'
	5	70°C	10'
	6	4°C	hold

Remove RNA

Transfer reactions to 1.5 mL tubes
Add 20 ul of 1N NaOH
Incubate 65°C for 30'
Neutralize with 20 ul of 1N HCl
Final volume is 100 ul
Purify cDNA using Qiagen PCR clean-up column
Elute in 60 ul of 0.1x EB
