RT PCR

· Run smart spec of RNA sample 2 ul sample in 100 ul TE for quantization
· Dilute to 1 ug/ul

DNase Treatment (Promega DNase, Rnase-free catalog# M6101)

· Dnase 1 ul

· 10X buffer 1 ul

· RNA 1 ug/ul (needs 1 ul)

· H20 enough to bring rxn to 10 ul

Add all reagents, tap to mix, spin down

Incubate at 37 degrees for 30 min.

· add 1ul stop buffer incubate 10 min. at 65 degrees to inactivate the DNase
Making cDNA (invitrogen superscript II kit)

(need kit, random primers, 10mM dNTPs)

· random primers         1 ul 

· 5 X buffer                  4 ul

· 25 mM MgCl2           4 ul

· dNTP (10mM each)   1 ul

· 0.1M DTT                  2 ul

· Promega Rnase in      0.5ul

· Superscript RT           1 ul

· H2O                            1.5 ul

· RNA (denatured)       5 ul

Thermal cycler program <cDNA>
Incubate samples 10 min at RT

Incubate samples 50 min at 42 degrees

Incubate 20 min. at 70 degrees

Store at -80. 

