Cellular Adhesion 

to an Immobilized Protein Substrate

Date: ____________

Important Points:

· Want ~250,000 cells per well

· Very important that nitrocellulose drop remains in middle of well and doesn’t touch side of well.

· Adhesion is sensitive to swirling and vibrations; be as consistent as possible in the handling and during wash/fix. 
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· Don’t worry too much about sterility - this is only a 2hour assay.
Substrate Prep:
( 20(l drop of 1% nitrocellulose in center in each well of a 4-well plate.


1% Nitrocellulose:



( 0.1g of Hybond ECL Nitrocellulose

( 10ml MeOH

( Shake vigorously for 1hour

( Spin for 10min to pellet any impurities 

( Decant to a new 15ml tube

( Let dry for ~30min

( Coatings (example for netrin-1):

( Protein coat: 2hours at RT of 2μg/ml of Netrin-1 diluted in Hanks’


( For 100μg/ml netrin stock: 165μl in 8.25ml of Hanks per set.

( Block: 1hour at RT of 1% BSA diluted in Hanks’ and 0.2μm filtered just before use.


( 0.1g of BSA (Fisher Biotech, # BP1600-100) in 10ml HBSS per set

( Heparin Block (netrin-1 binds heparin): 1hour at RT of 1% Heparin diluted in Hanks’ and 0.2μm filtered just before use.


( 0.1g of Heparin (Sigma, # H3393) in 10ml HBSS per set

( Negative Controls: 1hour of 25μg/ml α-Netrin or 5.9μg/ml DCC-fc: 

- For one set (500μl in 16 wells): 

( αNet: 183μl of 1.13mg/ml α-Net 64 (20.03.) in 8.25ml of 0.2μm filtered 1% BSA/Hanks

or

( DCC-fc: 50μl of 1mg/ml DCC-fc (R&D, # 844-DC) in 8.5ml of 0.2μm filtered 1% BSA/Hanks’


Stock prep: 50μg DCC-fc + 50μl Hanks’


( Rinse twice with HBSS and leave in HBSS until cells are ready to be plated (DO NOT LET DRY!)
Culture:

( Prepare culture media: Neurobasal with 2% B-27 and 1% Gln

( ~250,000 cells/500μl per well
(  Culture for 2 hours at 37°C and 5% CO2 
*** Prepare fresh 4% PFA and cool on ice before Wash & Fix step ***

Wash/Fix/Stain:

( It is important to be as consistent as possible for each well and plate

( Remove media gently with a P-1000 

( Rinse twice with 500μl of cold PBS along side of well using a plastic Pasteur pipette

( Fix with 500(l of cold 4% PFA

( Stain nuclei for 30min. in 10μg/ml Hoechst 33342 diluted in PBS
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