Yeast RNA maxi prep v1.3
v1.3
Houseley lab

Yeast RNA isolation 20ml/50ml
This is the standard Tollervey Lab prep that David developed.

Spin 20ml 50ml of OD550 0.5 culture 5 minutes 4000rpm, 

Remove all supernatant, freeze pellet on N2, store at -80(
Add 0.4ml 1ml GTC phenol mix, 0.6ml 1.5ml glass beads

Vortex 5 minutes at full speed

Add 6ml 15ml GTC phenol mix, vortex briefly
Incubate 10 minutes at 65(
Leave on ice 10 minutes

Add 1.6ml 4ml NaOAc Mix, 3ml 7.5 ml chloroform, vortex

Spin 20-30 minutes at 4600rpm, 4(
Remove 5ml 12ml aqueous phase and put in 15ml 50ml tube with 5ml 12ml phenol chloroform IAA, vortex

Spin 5 minutes at 4600rpm, 4(
Remove 4.5ml 11ml aqueous phase and put in 15ml 50ml tube with 4.5ml 11ml chloroform, vortex
Spin 5 minutes at 4600rpm, 4(
Remove 4ml 10ml aqueous phase and put in 15ml 50ml tube with 11ml 30ml EtOH, invert

>30 minutes at -80(
Spin 30 minutes at 4600rpm, 4(
Wash 2ml 5ml cold 70% EtOH

Dry

Resuspend in 40(l 100(l H​2O
GTC Phenol Mix:

100g GTC





100ml H2O





10.6ml 1M Na citrate pH7




4.24ml 0.5M EDTA pH8




10 minutes at 60-70(




2.1 ml (-mercaptoethanol





21.2ml 20% sarkosyl




Add phenol pH 7 to 50% final concentration


NaOAc Mix:

3.3ml 3M NaAc pH5.2




0.2ml 0.5M EDTA pH8




1ml 1M Tris-HCl pH8




water to 100ml
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