Purification and Culture of Rat Olfactory Ensheathing Cells
Olfactory bulbs are dissected from 7 day old Sprague-Dawley rat pups and transferred to a petri dish in a cell culture hood. To digest the tissue, the bulbs are chopped finely using a scalpel blade and transferred to a tube containing collagenase followed by incubation at 37(C for 20 minutes. The collagenase is neutralised using soybean trypsin inhibitor and DNase.  The cells are then centrifuged and resuspended in optimal mitogen media. The olfactory bulb cells are allowed to grow at 37(C, 7 % CO2 for 5-7 days prior to purification.  To purify olfactory ensheathing cells, detached cells are incubated first with anti-p75NTR (OEC marker) followed by Easysep nanoparticles. The cells are then placed into the Easysep magnet and non-p75NTR positive cells are flushed out in a series of wash steps. The cells remaining are p75NTR positive and are seeded into a PLL-coated tissue culture flask to which optimal mitogen media is added. Purity of the OECs is determined by staining cells for glial-specific markers such as p75NTR, S100, GFAP or O4 and visualised by immunofluorescence.
Peprotech
Recombinant Human FGF-basic Cat# 100-18B
Invitrogen
Dulbecco's Modified Eagle Medium (D-MEM) (1X), liquid (Low Glucose) 
Cat# 21885-025
Collagenase Cat#17104-019
Sigma

Forskolin Cat# F6886
Soybean trypsin inhibitor Cat# T-9003
Bovine pancreas DNAse Cat# D-4263
Trypsin Cat# T4549
FBS Cat# F9665
R&D Systems

Recombinant Human NRG1­α/HRG1­α EGF Domain Cat#:  296­HR/CF

Stemcell Technologies
EasySep "Do-It-Yourself" Selection Kit Cat# 18098
Easysep Magnet Cat# 18000
AbCam
p75 NGF Receptor antibody [ME20.4] Mouse IgG1 Cat# ab8877
Dako
Polyclonal Rabbit Anti-Glial Fibrillary Acidic Protein (GFAP) Cat# Z033401
