Non-denaturing PAGE
Wash gel plates, spacers and comb with H20 followed by EtOH.

To prepare a 10ml gel (small thin gel: 6ml):
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Degas mixture under vacuum for several minutes prior to adding APS and TEMED.

Allow gel to polymerise at room temperature for at least 30m.

Prepare samples with 6x non-denaturing PAGE loading buffer .

1ml 6x gel loading buffer:

2.5mg bromophenol blue
0.25%

2.5mg xylene cyanol FF
0.25%

400mg sucrose in water
40%

store at 4C
Remove comb, rinse wells thoroughly with 1x TBE and load samples (3-5ul).
Use xc (v fluorescent) only in marker lanes and no dye in gel samples.

Run the gel at 1-8V/cm (approximately 5V/cm should be optimal) until the marker dyes have migrated the desired distance.
To stain with EtBr:

Submerge gel attached to 1 glass plate in small volume of 0.5ug/ml EtBr in 1x TBE.  Allow to stain for 10-30m at room temperature.  If necessary, destain in H20 for 10-30m.  Remove gel, blot excess liquid from surface with Kim wipes and cover with Saran wrap.  Invert the gel on a transilluminator, remove glass plate and photograph as usual. 

To detect with the phosphorimager:

Scan using the blue fluorescence mode of the Storm 860 phosphorimager.

