                                           Pro-Q Diamond Phosphoprotein Gel Stain
Sample preparation: Clean the sample
-For a 150ul sample( 150-300ug of protein), add 600ul of methanol mix well by vortexing.
-Add 150ul of Chloroform and mix well by vortexing.  
-Add 450ul of dH2O and mix well by vortexing.
-Centrifuge at 12,000rpm for 5mins.
-Discard the upper phase, keeping the white precipitation disc that forms between the      upper and lower phases.
-Add 450ul of methanol and mix well by vortexing.  Centrifuge at 12,000rpm for 5mins.
-Discard the supernatant and dry the pellet in a vacuum centrifuge for 10mins.
-Resuspend the pellet in standard 1X sample buffer for electrophoresis.

Perform Electrophoresis
Pro-Q Staining

Fix the gel:
50% methanol and 10% acetic acid.
Immerse the gel in 100ml of Fix Solution and incubate at RT with gentle agitation for at least 30 minutes.  Repeat the fixation step once more to ensure that all of the SDS is washed out of the gel.  Gels can be left in Fix Solution overnight.
Wash: dH2O
- Incubate the gel in 100ml with gentle agitation for 10mins.  
- It is important that the gel is completely immersed in the water in order to remove all of the methanol and acetic acid from the gel. 
-  Residual methanol or acetic acid will interfere with Pro-Q staining.  
- Repeat this step once.
Stain the gel:

- Incubate the gel in the dark in 50ml of Pro-Q gel stain with gentle agitation for 75-120 minutes.  Do not stain overnight.

Destain the gel: Prepare 1liter:
50ml of 1M sodium acetate, pH 4.0

750ml of dH2O

200ml of acetonitrile or 1,2-propanediol

-Incubate the gel in 80-100ml of Destain Solution with gentle agitation for 1hr at RT protected from light.  
-Repeat 2X’s.  Overnight destaining may result in a two to threefold reduction in signal intensity.    

Ruby Red Gel Staining (Total-Protein Stain)
Use polypropylene dishes.  Containers should be clean: we typically rinse the containers with ethanol before use.  Glass dishes are not recommended.

Fix the Gel: 
 50% methanol, 10% acetic acid
-Incubate the gel in the fixative solution at room temperature for 15 minutes.  Repeat.
Staining Gel:  Incubate the gel in the Undiluted Stain.

-For maximum signal strength incubate the gel overnight.  Excellent sensitivity is achieved after 3-4 hours, but overnight staining is necessary to attain the maximum linear dynamic range.

The minimal staining volumes for typical gel sizes are:


50ml, for 8cm x 10cm x 0.75mm gels


330ml, for 16cm x 20cm x 1 mm gels


500ml, for 20cm x 20cm x 1mm gels
Using too little stain will lower the sensitivity.

· For convenience, gels may be left in the dye solution longer without overstaining.

· Do not dilute the stain, as diluted stain will result in decreased signal intensity and dynamic range.

· Do not reuse the stain solution, as this will result in a significant loss of signal intensity and dynamic range.
Washing the Gel:  10% methanol, 7% acetic acid 
- To reduce background fluorescence and increase sensitivity, transfer the gel to a clean staining dish and wash for 30 minutes.  Repeat.
- Before imaging, rinse the gel in dH2O to prevent possible corrosive damage to the imager.  

Gel Drying:

· Dry the stained gel for permanent storage.

· Incubate the gel in a solution of 2% glycerol for 30 minutes.  Dry the stained gel using a gel dryer.  Note that proteins present at very low levels may no longer be detectable after gel drying.
