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HT-29 cells were used to generate a stable EGFP-expressing cell line by transfection with pEGFP-N3 (Clontech Laboratories, Inc., USA). HT-29 cells were seeded in 1 mL of in DMEM medium supplemented with 5 % (v/v) FCS, 1 % (v/v) non- essential amino acids, and 1 % (v/v) penicillin-streptomycin in 24 well tissue culture plates at 1105 cells/well and grown for 48 h under standard conditions. Prior to transfection, medium was changed to standard medium without FCS and HT-29 cells were transfected with 0.8 µg plasmid DNA and 3 µL transfection reagent according to the manufacturers instructions. After 4 h of cultivation in the presence of transfection reagent and plasmid DNA, medium was changed to DMEM supplemented with 20 % (v/v) FCS and 1 % (v/v) non-essential amino acids. After 24 h of cultivation, geniticin was added to a final concentration of 0.5 mg/mL and cells were further grown on the presence of geniticin with medium changes 2-3 times per week until single small colonies became visible. The colonies were picked and subcultured separately until a sufficient number of cells for FACS analysis, experiments, and cryostocks were available. A total of four stable geneticin-resistant clones expressing EGFP were obtained. All four clones were analyzed for growth and EGFP fluorescence. Of the four clones obtained, clone 4 (HT-29/EGFP4) was selected for further experiments based on high fluorescence intensity, absence of EGFP-negative cells (Supplementary Figure S5), and indistinguishable growth characteristics compared to the parental HT-29 cell line (data not shown).
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