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Workflow cell line 

All work is conducted under sterile conditions in a biosafety cabinet 

 

EQUIPMENT, MATERIALS AND REAGENTS 

All equipment and materials have to be recorded in Lab Collector. 

The medium recipe with lot.nr of all reagents has to be recorded in individual cell line working 

sheet. 

 

 

Starting Cells from the Frozen Stock 

 

Start a cell line work sheet for each individual cell line; record the source, date of arrival, passage nr. 

Record the cell line in lab collector 

When academic source: record the source, date of arrival, medium recipe, passage nr. and reference 

contact. 

When the passage nr. Is not known (academic source) apply Toolbox passage nr. (starting with 1 

when cells first thawed)  

Always transport cells on dry ice 

When the cells have been on dry ice for few days (ordering from cell line companies): upon arrival 

store in liquid nitrogen for at least 48h 

Always use T25 flask to start a cell culture from frozen stock 

After thawing of cell culture passage them for at least 3-5 passages before freezing, record the dates 

of starting the cell culture and splitting cells in cell line working sheet, compare the morphology of the 

cells with pictures from internet (preferred source for cell pics: ATCC) 

Use T25 flask for the first 3 passages, use T75 to expand the cells for freezing (last passage) 

Always handle one cell line type! under the sterile bench 

Freeze cells when 80% confluence has been arrived 

Estimate the needed amount of cells for freezing: freeze 10 vials, 1mio cells/vial 

Prepare one extra T25 flask for cell genotyping 

Before freezing: 

Make a picture of cells under the microscope (4x and 10x) 

Take 1 ml of cell supernatant for mycoplasma test, store the cell supernatant on -20°C until the 

mycoplasma test 

Apply passage nr. (when thawing the first time, add 1 passage nr.) 

Run mycoplasma test and genotyping (contact: see lab collector) 

Dispose cells and search for alternative source if the mycoplasma test is pos. or genotyping results 

are neg. 
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Starting culture 

Prepare medium: 

Aliquot 10 ml of the pre warmed medium to a 50 ml centrifuge tube 

Prepare T25 flask with 6 ml medium and store in the incubator 

Remove the cell vial from liquid nitrogen and thaw in the 37°C water bath until nearly (80%) 

thawed 

remove the cells from vial and add slow in 10ml pre warmed medium in 50ml Falcon tube 

centrifuge:  5min, 300g, RT,  

remove supernatant 

resuspend the cell pellet in 1 ml pre warmed medium and transfer the cells in T25 Flask 

incubate at 37°C, 5% CO2 

replace medium after 24 h 

allow incubation to reach 80% confluency and then dispense in T25 flask 

 

Freezing procedure 

Thaw freezing medium and keep it cold on ice 

remove medium from flask 

rinse once with PBS 

add 1,5-2ml 0.25% Trypsin/EDTA and place the flask at 37°C until the cells detach 

resuspend the cells in 5 ml medium, transfer to 50ml sterile Falcon, take a 10µl sample to count 

cells (protocol see below) 

centrifuge 300g, 5 min, RT, remove supernatant 

resuspend the cells in cold freeze medium 1mio/ml 

add 1ml/cryovial 

place on -80°C in Isopropanol box for 24-48 h 

move to liquid nitrogen in liquid nitrogen container 

 

 

Cell counting 

resuspend the 10µl cell suspension aliquot  in 90µl Trypan blue solution (dilution 1:10) 

place this aliquot on the microscope slide with Neubauer's counting chamber.and cover with 

cover slide 

observe the cells under the microscope : dead cells are dyed black, vital cells appear white 

 

count the cells according to the following formula: 

Start counting the cells in the first square. “Cells touching the upper and left limits should be 

counted, unlike cells touching the lower and right limits which should not be taken into account” 

 

Formula 

 

Nr. of cells / 4 x 10
4
 x dilution factor (always 1:10 in Toolbox)  

Estimated nr. x 10
6 
= nr. of cells/ml 

 

 

Preparing of cells for genotyping 

Prepare one T25 for cell genotyping 

Add 0,5 ml Trypsin/EDTA solution and let the cells detach at 37°C 

Add 5 ml of medium and resuspend cells 

Transfer the cells in 15ml falcon and centrifuge 300g, 5min, 4°C 

Store the cell pellet at -80°C or -20°C until the genotyping 
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