Counting cells with Hemacytometer:

Again – don’t let cells reach confluency for > 1 day!

Dissociate cells:


Rinse with DPBS without Ca/Mg for ~ 1 min


Remove, and add a small equal volume of dPBS and Trypsin/EDTA.25% 



(for T150, add 1 ml each, for T75, add 0.5 ml each)


Leave on cells no more than 2-4 min, rotating plate, and mechanically dissociating


Add 5-10 mls DMEM + serum to flask


Pipet cells up & down for 30s – 1 min to complete dissociation


Spin cells at 500 RCF for 5 min in tabletop centrifuge


Remove media, leave ~ 0.5 ml on cells, tap several times to dissociate


Resuspend cells in 10 mls DMEM + serum, pipet up & down to disperse


Can place cells on ice if need time for next steps

Counting cells:


Dilute cells 1:10 or more (e.g. 0.5 mls of resuspended cells (above) + 4.5 mls DMEM)


Place drop ~50ul cells onto both sides of hemacytometer apparatus


Count # cells in primary 1mmX1mm square, count 5-10 squares and average 



(note: copy of the hemacytometer grid is on cell culture fridge)


Cell concentration = 10 (dilution) X (Avg # cells per square) X (104)


e.g. an average of 108 cells per 1mm square after a 1:10 dilution of the suspension = 1.08 X 107 cells/ml

Plating cells:

For lentivirus, want to plate 1.0 X 107 cells per 100mm plate the night before transfection.

So, with the above example, you would add 0.93 mls of 1.08 X 107 cells/ml suspension to each 100mm plate with an additional 10 mls of DMEM(10% FBS, 1X p/s),  the night before transfection.

