Circular Netrin Substrate

Date: ____________

Important Points:

( Rinsing with deionized water and drying (>1hr) after PDL incubation is required to create a surface that will hold the netrin drop in a circular pattern. 

( Diluting the netrin stock with dH2O reduces it solubility and promotes its binding to the substrate

Preparing the Substrate:

( Sterilize 12mm coverslips by immersion 70% EtOH and place under UV >15min.

( Place each coverslip on the bottom of a 24-well plate

( Coat with 500μl of 1μg/ml PDL for 5min

( Rinse 2x with dH2O (this step removes salt)
( Completely dry, usually for >1hour

( Dilute netrin stock 1:1 with dH​2O (this will reduce the solubility of netrin)

( Place 1-3μl of diluted netrin-1 in the center of each well

( Incubate in a humidified 37˚C tissue culture incubator for >1hr (the humidity prevents evaporation)

( Aspirate drop using a P200 tip on the vacuum

( Wash twice and leave in HBSS until plating

Conditions:
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