Coating Cell Culture Surfaces with

ECM Proteins via the Carbonate/Bicarbonate Buffer
Materials:

Carbonate/bicarbonate buffer




To make 500 mL stock:


15 mM Na2CO3





0.795 g



35 mM NaHCO3





1.47 g


- pH to 9.4 with glacial acetic acid


- filter sterilize

Methods:

1.
Prepare a solution of your favorite ECM protein in carbonate/bicarbonate buffer as follows:

· In general, 1 µg/cm2 of culture surface is saturating.

· Calculate the amount of ECM protein from the stock solution needed to provide

the desired coating density, accounting not only for the culture surface but also the surface area of the side of the dish that the liquid will come in contact with.

A.
For example, for a Lab-Tek chamber slide with an assumed surface area of 3 cm2 
and a desired 1.0 µg/cm2 coating density per well:

· 3.0 µg/well

· Using a volume of 0.5 mL/well, the concentration in each well is 6 µg/mL.

· Supposing we want 10 mL total volume of 6 µg/mL from a 3.0 mg/mL stock of collagen, then:


(10 ml)(6e-3 mg/mL) = (3.0 mg/mL)(V) --->  Add 20 µl of stock to 10 mL


 




             of buffer.  Aliquot 0.5ml/well.

B.
For a 6-well culture dish with a volume of 3.0 mL/well:

· Culturable surface area/well = 9.625 cm2 = r2
· Volume = 3 mL = r2h, hence h = 0.3 cm, r=1.75 cm

· Surface area = r2+ 2rh = 12.9 cm2
To achieve 1.0 µg/cm2 with a surface area of 12.9 cm2 and a volume of 3 mL/well, the concentration in each well is 4.3 µg/mL.

2.
Pipet the solution into the culture dish using the Eppendorf repeat pipettor.

3.
Refrigerate the dish overnight.

4.
Wash 2X with PBS prior to use.  Optionally, wash with Medium+0.1% BSA and 
incubate for 30-60 minutes to block any non-specific binding sites.

