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Glyoxal Agarose Gels

Add glyoxal mix to samples in a 5:1 glyoxal mix : sample ratio then incubate at 55( for 1 hour.  As DNA co-migrates with RNA on these gels, a DNA ladder can also be glyoxylated and run on the gel. To make ladder visible, add a further 0.3µl ethidium solution
 to the ladder glyoxalation reaction. We put a little bit of loading dye containing only bromophenol blue in a spare lane to track migration.
Make a 150ml 1x BPTE gel (normally 1.2%), cool to 55( and pour

Fill tank with 1x BPTE, spin samples briefly and load
Run 15cm gel at 150V until bromophenol blue is ~2cm from bottom (about 1.5 hours) this keeps all RNA on, further if required. Max 6V/cm.
Photograph the gel, then wash 20 minutes with 75mM NaOH
Wash 20 minutes in neutralising solution (1.5M NaCl, 0.5M Tris pH 7.5)
Transfer to Hybond N+ O/N with 6x SSC and UV cross link (see genomic southern protocol for a better description)
10x BPTE:

30g PIPES free acid




60g Bis-Tris free base




20ml 0.5M EDTA pH8.0




Water to 1000ml, stir to dissolve, check pH is neutral-ish
Glyoxal mix (routine use):




6ml DMSO




2ml glyoxal (40% solution from sigma)




1.2ml 10x BPTE




0.6ml 80% glycerol




Store at -80(, add ethidium bromide to 20µg/ml just before use

Glyoxal mix (higher quality). One tube, enough for 21x 15µl reactions:



1x 260µl aliquot of DMSO:glyoxal




44µl 10x BPTE




22µl 80% glycerol




0.65µl 10mg/ml Ethidium bromide
Deionisation of glyoxal
Check pH of glyoxal by pipetting a small amount on pH paper (will be ~pH4), keep this paper as a reference

Mix 2.5ml glyoxal (40% solution) with 2.5g mixed bed resin (Sigma) in a 15ml tube, put on rollers for 1 hour

Test the pH – when glyoxal is ready to use the pH is >5.5

If the pH is still low, move the glyoxal to a new tube containing 1g resin and put on rollers for 1 hour

Repeat this step until the pH is >5.5 (normally 2-3x)

Mix 3 volumes of fresh DMSO with 1 volume deionised glyoxal (check the volume as you will have lost some during the process). Split into 260µl aliquots in PCR tubes and freeze at -80(
� Buy a bottle of 10mg/ml ethidium bromide, split into aliquots and freeze. An aliquot can be freeze-thawed but throw away when ladder stops resolving. Old ethidium solutions compromise glyoxalation reactions (really – we’ve checked)


� Buy glyoxal MB grade, deionize on mixed bed resin (see Sambrook and Russell), mix 1:3 with freshly opened DMSO, put 260µl aliquots in PCR tubes and freeze at -80(. The improvement from using deionised glyoxal is relatively small in our hands and we rarely bother.
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