SHP-2 Western Blot Protocol

1. Block membrane in 5% milk and 1X TBST for 1hr
2. Rinse membrane in 1X TBST until clear

3. Incubate primary SHP-2 antibody in 5% milk and 1X TBST (1:2500 Ab dilution)

4. Rinse until clear and then wash 3X for 10 minutes each in 1X TBST

5. Incubate with anti mouse secondary antibody for 1 hour in 5% milk and TBST

6. Rinse until clear and then wash 4X for 10 minutes each in 1X TBST

7. ECL treat membranes

Reagents:

Bio-Rad Blotting grade blocker (170-6404)

Jackson peroxidase-conjugated AffiniPure Donkey Anti-mouse IgG (715-035-150)

SHP-2 Antibody (Signal Transduction 610621)
TBST (10X):

100mM Tris-HCL (pH 8) (Fisher BP153-1)
1500 mM NaCl (Mallinckrodt chemicals 7581-06)
0.5% Tween 20 (Sigma P1379)
Homemade ECL:

Solution A: (100mM Tris pH 8.5, 2.5mM Luminol, 0.4 p-Coumaric acid)
20 mL of 1M Tris pH 8.5

180 mL dH2O

0.088 g of Luminol powder (Sigma A8511-5G)

0.0131 g p-coumaric acid (Sigma C9008-10G)

Solution B: (100mM Tris pH 8.5, 0.02% H2O2)

20 mL 1M Tris pH 8.5

180 mL dH2O

134 ul of stock H2O2 (30% stock Sigma H1009)

Use solutions 1:1 store at 4C (Keep for up to three months, but works best in the first two months)
