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Yeast RNA miniprep

This protocol is optimised for high throughput, but there are a few optional steps to get cleaner RNA. Without optional steps, RNA is good for agarose northerns and RT-PCR, for acrylamide northerns the longer prep can help.
Harvest 2x107 cells according to separate cell harvesting protocol, 2ml tubes containing cell pellet should be kept on ice, and thawing the pellet is unnecessary. In our hands yields are more reproducible starting from pellets frozen on N2 than from ethanol-fixed cells. If using ethanol fixed cells, wash the pellet once with cold water.
Make GTC phenol:

1:1 ratio GTC mix : phenol pH7, you need 640 µl per sample
Add 50(l-ish of glass beads and 40(l GTC phenol, vortex for 5 minutes at 4(
On ice, add 600(l GTC phenol, vortex briefly
Incubate at 65( for 10 min, then place on ice for 10 min

Add 300(l chloroform/IAA then 160(l 100mM NaOAc pH5.2, vortex briefly
Spin 5 min at 14,000rpm in a microfuge in the fume hood
For cleaner RNA, skip to the next page, or proceed below for quick prep
Remove 500(l upper phase and add to 1ml ethanol in a new tube, vortex briefly
Spin 15min at 14,000rpm 4(C, pour off supernatant into phenol waste
Add 1ml 70% ethanol, vortex well

Spin 1 minute at 14,000rpm, pour off supernatant

Spin 30s at 14,000rpm, pipette off remaining supernatant
Dry briefly (30s-2min) then pipette 7(l water onto pellet

Vortex briefly, incubate at room temperature for 10 minutes

Spin sample 30s at 14,000rpm before use

Run 3(l per lane on an agarose northern

Cleaner RNA protocol:

Add 500µl upper phase to 500(l Phenol:Chloroform:IAA

Spin 1 minute at 14,000rpm in a microfuge in the fume hood

Remove 450(l upper phase, add to 500(l Chloroform:IAA

Spin 1 minute at 14,000rpm in a microfuge in the fume hood

Remove 400(l upper phase, and add to 1ml ethanol
Spin 15min at 14,000rpm 4(C, pour off supernatant

Add 1ml 70% ethanol, vortex well

Spin 1 minute at 14,000rpm, pour off supernatant, spin again, pipette off the rest

Dry briefly (30s-2min) then re-suspend pellet in 6.5(l water per 1 OD cells


Dilute 1:10 and quantify on Nanodrop in RNA mode
Run 10(g per lane on a northern
Solutions
GTC mix:

100g GTC





100ml H2O





10.6ml 1M Na citrate pH7




4.24ml 0.5M EDTA pH8





10 minutes at 60-70(, swirl to dissolve



Add
2.1 ml (-mercaptoethanol





21.2ml 20% sarkosyl


This keeps for years at 4(, even if it turns a bit yellow…



Before use, make a 1:1 mix with phenol pH 7

phenol / chloroform / IAA:
25 parts phenol pH 7

24 parts Chloroform

1 part isoamyl alcohol
chloroform / IAA:
24 parts Chloroform : 1 part isoamyl alcohol
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