Protein Coating of 96-well Plates
MATERIALS

Adhesive protein of interest


Sodium Carbonate/Bicarbonate Buffer
Tissue culture treated 96-well plate

Pluoronic
PBS
METHODS

1. Make calculations of your adhesive matrix protein of interest and dilute in the appropriate buffer.  Make calculations based on the surface area of the plate.

a. 96-well plate: ~0.3cm2
b. 24-well plate: ~2cm2
c. Most proteins do best in Sodium Carbonate/Bicarbonate buffer

d. Type I Collagen should be diluted in 0.02M Acetic Acid

e. Refer to product data sheets to check.

f. Dilute in an appropriate volume (100uL per well works well for 96-well plates)

2. Pipette solution into culture dish.  Use a multi-channel pipette for a 96-well plate.

3. Incubate the dish overnight at 4C

4. The following day, aspirate protein solutions and block protein adsorption with 100uL (for 96well plate) of 10mg/ml Pluoronic in PBS overnight at 4C

a. To test blocking, do an experiment with both serum and serum-free plated cells at different concentrations of Pluoronic and BSA.  This concentration of pluoronic was verified with HEP3B cells in serum-free media.

5. Post-blocking, wash wells 1X with PBS before plating cells.

