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GFP fix with Propidium iodide

13 June 2006

Fix the seedling in ice cold 100% methanol for one minute. 

rinse in tris buffered tap water (20 mM tris pH7.5) for 5 min.

placed in 0.75 microgram/ml Propidiun Iodide made up in triss buffered tap water. 

stain in PI for 1 minute. 

destain 2 times 5 minutes

still too much PI staining, trying to do additional washing of the PI in buffered tap water. 

At least the GFP seemed to withstand the Metoh fix relatively well with strong signal remaining. This short methanol fix did seem to allow the PI to penetrate.  could try this methanol fix with DAPI to see if that helps penetration or with Hoest reagent. 

14 June 2006

tried again fixed for 1 minute in 100% methanol ice cold

rinse in tris buffered tap water (20 mM tris pH7.5) for 5 min.

stained for four minutes in DAPI (0.1 microgram/ml ) and Sparetely Hoechst 33258  reagent ( 5 microgram/ml)

wash 2 times 5 minutes in buffered tap water.

The DAPI staining was strong and consistant in all the nuclei.  unfortunately the GFP staining was difficult or impossible to see. 

The Hoechst staining was imtermediate but OK and the GFP could also be very weakly seen.  Unfortunately it was difficult to be sure that the signal in the GPF chanel was not bleed through from the Hoechst.  I need a wild type control to check for this. 

trying the above staining again but this time 1000 times less DAPI and Hoechst.  i.e. 0.1 nanogram/ml DAPI and 5 nanogram/ml hoechst.

with this reduced concentration there was no DAPI staining after four minutes.  the Hoechst looked pretty good at 5 nanograms per ml but was a bit spotty, not totally consistant.  I could also make out the GFP in these hoechst stained plants and could see nuclear co--localization in many cells.  the photos were not worth taking though because th GFP signal was a bit weak and it seemed to get more diffuse.  it may be that the methanol fix causes the GFP to be localized less strongly to the nucleus. 

The more I think about it the better the idea of not fixing the roots is.  The fixative is bound to have some artifacts.  Could the plants be grown on Hoechst??

