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 Houseley lab

Basic rules for RNA work
Many labs are overly worried about RNA work. This is unnecessary as with a little care RNA work is very reliable.
1. Make sure that your distilled water supply is RNase free (either test some RNA on a gel or buy a kit for this from Ambion)
2. After isolating your RNA, always run a bit on a small glyoxal gel to check the quality. This should alert you if you have degradation problems

3. Work carefully with RNase A – this very active enzyme causes many problems

Use a separate pipette for minipreps (or midi/maxi) as buffer P1 contains concentrated RNase A, and don’t splash this buffer about

Handle stock RNase’s with a separate pipette or at the very least filter tips

Never pour miniprep supernatant into any container that will be recycled as RNAse A is not fully removed in the washing cycle. Pour directly down the sink instead.
Always remove RNase A from genomic DNA preps with phenol:chloroform

PI stained FACS samples contain vast amounts of RNase A, - use filter tips and separate pipettes, and dispose of supernatants directly down the sink.
4. Don’t sneeze over open tubes (really – snot is full of RNases!)
5. Don’t touch the insides of tubes used for RNA - pour tubes directly out of the bag, don’t stick your hand in, and don’t touch the lid when closing the tube
6. I think that RNase inhibitors are almost always pointless except under very rare circumstances. However RNAsin and the like can ease the mind when handling very important samples. VRCs cause a lot of problems and I’ve never found any decent use for them.
7. Using filter tips for RNA work is not absolutely required but can help (we do).

RNase decontamination

To decontaminate a small area/piece of equipment, put some RNaseZAP (Sigma or Ambion) on a tissue and wipe it, then rinse with distilled water

To decontaminate gel tanks, fill them with 3% H​2O2 from a fairly fresh stock, soak for 10 minutes then pour away and wash with distilled water

Try to avoid DEPC treating your solutions – it’s horrible stuff and I’ve never found it necessary.
