Protocols 

Making Solutions

EGTA(100ml, 0.5M): 

weight 19.02g EGTA, add 50 ml MQ H2O. Directly add NaOH(dry) into the solution.

Calibrate and measure with PH meter. Add 1N NaOH solution until PH=7.4

Add MQ H2O until 100ml.

Medium(10%): 

Get 1 liter DMEM, add 110ml FBS, 11ml penecillin/streptomyosin, 11ml sodium pyrovate, 11ml L-Glutamine

Cell Culture

Thawing Cells: 

Warm up medium(10%),2% gelatin. Coat flask with 2% gelatin.

Warm vial in 370C water bath, wait until a little icy. 

Get medium, mix cell solution and medium in 15 ml centrifuge tube. 

Spin down (1000rpm, 3-5min), resuspend in 10%medium and plate on flask.

Splitting Cells: 

Warm up 2% gelatin, 10% medium, PBS, 0.5x trypsin. 

Coat flasks with gelatin. Alternative way: put flasks in 4oC for 1h

Take out cell contained flask, aspirate the old medium, 3x PBS wash

Incubate 0.5x trypsin, 2ml/75cm2, 1-2min in 37oC, gently rock and pat, monitoring under microscope until all the cells are floating

Add medium in the cell solution, spin down

Resuspend and plate in new flasks.

Freezing Cells: 

Make cocktail in cold: 70% DMEM, 20% FBS, 10%DMSO.

Warm up 10% medium, PBS, 0.5x trypsin

Take out cell contained flask, aspirate the old medium, 3x PBS wash

Incubate 0.5x trypsin, 2ml/75cm2, 1-2min in 37oC, gently rock and pat, monitoring under microscope until all the cells are floating

Add medium in the cell solution, spin down

Resuspend in cocktail, put in -70oC for overnight. Transfer to liquid Nx next day

Transfection (lipofectamin):
