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Cell Culture Protocol

Step 1:  Pretreat Slides

· Start with sterile, uncharged, glass chamber slides

· Coat with Poly-D-Lysine(10 ug/mL in 1X PBS) for 1 hour at RT

· from stock (1 mg/mL)  add 135 uL to 13.5 mL PBS (200uL/well; 8 slides); Aspirate off and dry briefly

· Coat with Laminin (5 ug/mL in 1X PBS) @ 37 degrees for 3 hours to overnight

· from stock (1.1 mg/mL) add 46 uL in 10 mL PBS for 150 uL/well; Aspirate, Do not allow to dry 

· Store slides with PBS @ 4 degrees for up to two weeks

Step 2: Feeder Layer (Primary culture)

Serum Free Medium: Neurobasal/B27

Serum Medium: DMEM/FBS

- Everything must be on ice.  All centrifuging @ 4 degrees 

Collection of Feeder Layer Precursors

· Remove embryos from mother into cold Hank’s buffer (HBSS).  

· Isolate and remove cortex from embryo and perform light trituration with large bore plastic pipette in serum free medium @ 4 degrees

Dissociation of Cells

· Transfer cortex fragments and medium into eppendorf tubes

· Centrifuge at low speed (1000 g for 3 minutes) 

· Remove all but 100 ul of supernatant.

· Resuspend in Trypsin/DNase I solution (.05% trypsin, 10 ug/mL Dnase I in HBSS with 0.5 mM EDTA) (DNAse stock 10 mg/mL in HBSS) @ 37 degrees for approx. 15 min. to dissociate cells (water bath shaker optional)

· For non-proteolytic dissociation, resuspend in 10 ug/mL Dnase I in DMEM for 15 min @ 37 degrees.

· Inactivate enzymatic dissociation by adding 2 volumes of cold serum medium (DMEM/FBS)

· Spin down at low speed (800 g for 4 minutes); aspirate all but about .3 mL of supernatant (containing trypsin, Dnase, connective tissue, and DNA fragments)

· Add 1 mL of serum free medium (NB/B27)

· Triturate mixture to completely dissociate cells with fire polished glass Pasteur pipettes (repeat spin and trituration if necessary; use smaller bore 2nd time)

· Add 4 mL of serum medium and pipette cells through cell strainer into 50 mL falcon tube (be sure to rinse trituration tube with serum medium); 

· Transfer to 15 mL tube and spin down (800 g for 5 minutes; aspirate all but 1 mL of supernatant.  Resuspend cells.  

· Check cell density with hemacytometer

· Count cells within triple line boundary(1 sq. mm)

· Multiply number of cells by 104 to get cells per mL

· 5*106 cells/mL; .2mL/well (feeder)

· 1*106 cells/well (feeder)

· Bring to proper volume with serum medium

· Transfer to Glass Chamber Slides 

· Aliquot .2 mL into each well 

· Place setup into incubator. Allow to acclimate for at least 1 hour.

Step 3: GFP Donor Layer
· Harvesting, dissociating, and diluting preparations are the same

· Dilute to 10,000 cells/mL (1,000 cells/well)

Combining Feeder and Donor Cells

· Remove .1 mL from feeder layer

· Replace with .1 mL of donor layer mixture in each well 

· Approximately two hours later, introduce BrdU pulse and return to incubator.  BrdU concentration is 4 ug/well, dilute from 5 mg/mL stock

· Apply BrdU for 12-18 hours.  

Changing Medium

· DIV 1 (day after cells plated)

· Change out entire media with 50% serum free / 50% serum-supplemented media

· DIV 2

· Again dilute by 50% with serum free medium supplemented with bFGF (growth factor) 

*DIV = Day In Vitro*

Step 4:  Fixation

· DIV 3

· Aspirate off medium

· Fix with paraformaldehyde for 3-4 hours at 4 degrees (fill half way, place on shaker)

· Rinse 3x with PBS (stable in PBS for up to a week @ 4 degrees)

Step 5: Immunocytochemistry

·  Remove chambers, try to leave silicone barrier intact

· Ready for current immuno methods.

