[bookmark: _Toc51227065]Generate cDNA (half protocol)*
*REACTION SIZE CUT IN HALF from Lory lab microarray protocol

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

	RNA
	3 ug
	267 - 333 ng/ ul

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

	RNase-free water
	up to 15 ul
	



To normalize all the cDNA samples to the same DNA mass, dilute with RNase-free water in PCR strip tubes. 
Example sample table with volumes of cDNA and water 
	
	
	
	
	
	cDNA
	

	Number
	Sample ID
	 
	Date isolated
	RNA Conc (ng/ul)
	RNA
	H2O
	Total RNA

	1
	1A
	LVS
	8/4/20
	424.9
	7.06
	6.44
	3000.0

	2
	1B
	
	
	419.7
	7.15
	6.35
	3000.0

	3
	1C
	
	
	449.9
	6.67
	6.83
	3000.0

	4
	2A
	LVS FTL_0146(F315L)
	
	507.3
	5.91
	7.59
	3000.0

	5
	2B
	
	
	551.9
	5.44
	8.06
	3000.0

	6
	2C
	
	
	522.7
	5.74
	7.76
	3000.0

	7
	3A
	LVS ∆pmrA
	
	422.7
	7.10
	6.40
	3000.0

	8
	3B
	
	
	292.9
	10.24
	3.26
	3000.0

	9
	3C
	
	
	315.6
	9.51
	3.99
	3000.0

	10
	4A
	LVS ∆pmrA FTL_0146(F213L)
	
	472.8
	6.35
	7.15
	3000.0

	11
	4B
	
	
	511.5
	5.87
	7.63
	3000.0

	12
	4C
	
	
	513.8
	5.84
	7.66
	3000.0

	13
	5A
	LVS ∆pmrA(sup)
	
	355.6
	8.44
	5.06
	3000.0

	14
	5B
	
	
	422.2
	7.11
	6.39
	3000.0

	15
	5C
	
	
	537.3
	5.58
	7.92
	3000.0


Note the total volume of cDNA and water is 13.5 uL.
Add the 1.5 uL (NS)5 oligo (stored in small aliquots at -80°C; take your own aliquot to use and move it to your own stock box; minimize freeze/thaw cycles) to the tubes. 

Incubate using program JSScDNA1 in the thermocycler:
	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. The number of reactions you have plus 1.5 should be the factor you multiply by. 
Example master mix calculations- this master mix would be enough for 21 cDNA reactions:
	Component
	Final Concentration
	Volume 
	x 22.5

	5X 1st strand buffer
	1x
	6
	135

	RNase-free water
	 
	2.88
	64.8

	100 mM DTT
	10 mM
	3
	67.5

	10 mM dNTPs
	0.5 mM
	1.5
	33.75

	Superscript III (200 U/ul)
	10.8 U/ul
	1.63
	36.68


*Buffer, DTT, and dNTPs should be from the cDNA reagents box (they are RNase free!)

Aliquot 15 ul of master mix per reaction into each PCR tube from the first reaction (total volume now 30ul)

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

*potential stopping point- samples can be stored at -80°C if necessary

Remove RNA from sample by degrading with sodium hydroxide:

Add 10 ul of 1N NaOH
Incubate 65°C for 30'
Neutralize with 10 ul of 1N HCl
Final volume is 50 ul
Purify cDNA using Qiagen PCR clean-up column (be very sure there is no ethanol carry-over!)
Elute in 60 ul of 0.1x EB

Check concentration by Nanodrop

Store cDNA at -80°C

