ZIP TIPMC™

Application Protocol for Phosphopeptide Capture
Enrichment of phosphopeptides can be achieved using metal chelate ZipTips.   The choice of metal may vary depending on the peptide digest and application.  

Procedure:

1. Equilibrate tip with 50 mM MES Buffer pH 5.5, containing  30% ACN, pH 5.5, 5x:10µL. 

2. Bind 2-5 µL sample diluted with 50 mM MES Buffer pH 5.5, containing  30 % ACN, cycle 10-15x.

3. Wash tip with 50 mM MES Buffer pH 5.5, containing 30 % ACN, 3x:10 µL.

4. Wash tip with 1.0 % acetic acid/30% ACN, 3x:10 µL.

5. Wash tip with 1.0 % acetic acid, 3x:10 uL.

6. Wash with 3x:10 µL Milli-Q water. 

7. Elute phosphopeptides in 2 µL of 1.0 to 2.0 % NH4OH, cycle 3x.

8. Spot onto MALDI sample plate, let partially dry, overspot with 1 µL matrix.

Note:

THAP matrix works well for phosphopeptides (as communicated to me by J. Stults at Genentech)  

Charging the ZIP TIPMC™:
NOTE:  Prepare a 100 mM metal solution, in Milli-Q water containing 10 mM HCL for Ferric Chloride or Nickel Chloride.  Cupric Sulfate is prepared in Milli-Q water.   

1. Wash tip with 0.1% acetic acid, 10x:10 (L. 

2. Charge tip with 10 µL of metal solution, cycle 15x.

3. Wash tip with 10x:10 µL of Milli-Q water.

4. Wash tip with 10x:10 µL of 0.1 % acetic acid.

