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SMC migration assay (Boyden chambers)
518 RAoSMC and MAoSMC
Reagents:   - DF10 media: (DMEM/F12 medium; 10 % FBS; 1.6 mM L-glutamine; 100 U/ml 

                      Pen/Strep)

                    - SFM SMC: (DMEM/F12 medium; 1.6 mM L-glutamine; 0.2 mM L-ascorbic acid; 
                      5 ug/ml transferin; 2.8 ug/ml insulin; 100 U/ml Pen/Strep; 6.25 ng/ml Na-Selenate)

                    - SFM SMC + 0.1 % BSA

                    - Soybean trypsin inhibitor (in SFM SMC + 0.1% BSA) 0.5 mg/ml (must be fresh!)
                    - Crystal Violet (0.2 % Crystal Violet in 7% EtOH in PBS)
                    - 4 % formalin in PBS

                    - 96-well Boyden chamber plates (Millipore, cat # MAMIC8S)
                    - Trypsin solution  
Procedures:  
Growth arrest protocol:

1) Plate SMC in DF10 media at 1.5x104 cells/cm2. 

2) Grow 1-2 days in DF10 until cells have reached 70-80% confluency.

3) Wash cells with PBS and change media to SFM.

4) Grow 1-2 days in SFM (for migration 1 day).

5) Perform migration assay
Migration assay: 

1) Prepare cells: Wash cells with PBS, add trypsin (6 min maximum), add equal amount of soybean trypsin inhibitor (if cells do not want to detach pipette them strongly), spin cells at 1000 rpm for 5-7 min. Resuspend in SFM + 0.1% BSA. Count cells (If I use the same cell stock for all my migration cell groups, I count cells in two squares; if I need different cell groups (f.e. to compare WT and KO cells I count cells 2 times and use 5 squares). 
2) Dilute cells to working concentration 1x105 cells/ml with SFM + 0.1% BSA.

3) Add 150 ul of SFM + 0.1 % BSA with various concentrations of mitogen to the bottom chambers and SMC suspension - 150 μl (pipette well!)  to the upper well. Positive control – DF10, negative control – SFM + 0.1 % BSA. Combine all inserts. Avoid bubbles!
4) Incubate cells in the CO2 incubator for 18-20 hrs.

5) Remove filters and wash them gently in warm PBS. Fixed filters in 4 % formalin for 10 min at room temp.

6) Wash in PBS and incubate in Crystal Violet for 15 min. 

7) Gently remove cells from the upper surface of filters with cotton tips. 

8) Count cells from the 8-10 randomly chosen fields (magnification 20-40x) on the lower surface of the filters.
