Isolation and characterization of murine mammary cell
OO lines with differentiated aggressive phenotype
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F3Il cells were inoculated in the subcutis
of BALB/c mice. When the tumor reached
2000 mm3, mice were sacrificed and a
fragment of 2 mm3® of tumor was
transplanted by surgery into another
mouse. This process was repeated twice.
After that, a primary cell culture was done
and the F3II TP cell line was established in
vitro. Meanwhile, other mouse was
sacrificed and a pulmonary nodule of its
was taken and transplanted by surgery

Breast cancer is the first cause of death from female
cancer. The recurrence of the disease originated at
the level of secondary organs, or metastasis, is
responsible for 90% of deaths from cancer. The
factors that endow these cells with metastatic
functions are largely unknown. One of the
limitations in the study of tumor cells with
aggressive phenotypes is that cell lines maintained in
culture lose this ability to invade and colonize
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Cell doubling time. 1,5 x10% F3II, F311 TP and F3Il NM cells were seeded in 12-wells Cell adhesion capacity. 4,5 x10* cells F3I1l, F31l TP and F3Il NM cells were seeded in a 96-well plates and olate svith DMpEM g(y SFB. 7 days later, CFU(colony-forming unit) were fixed and
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plate. After incubation with DMEM 5% SFB for 24, 48, 72 and 96 h, each plate was incubated for 3 different times (30, 60 and 90 minutes). After washing, adherent cells were fixed and stained . . . . . L
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and gain of Fibronectin Twist The ones that are highlighted were used to identify this markers in F3ll, F3lI
mesenchymal TP and F3Il NM cell lines. (Modified of Kalluri, et al. 2009)
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Epithelial and mesenchymal markers expression in F3ll, F3Il TP and F31l NM cell
lines. The expression of the epithelial markers, E- cadherin and Pan-cytokeratin,
and the mesenchymal markers, vimentin, B-catenin and N-cadherin was
determinated by indirect immunofluorescence with specific antibodies. Left
panels: DAPI; middle panels: marker expression; right panels: merged. (200X)
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CONCLUSION

We isolated two different cell line, F3Il TP and F3Il NM that not only differ
between themselves, they are different from the parental line F3IlI.

The in vitro characterization demonstrate that the cell lines have different
doubling time, adhesion and clonogenic capacity. F3ll NM presented major
adhesion capacity and lower clonogenic potential

The three lines showed different tumoral progression in vivo. They differed in
tumor latency, tumor weight, progression and number of pulmonary nodules.

... F3Il, F3lIl TP and F3lIl NM presented different epithelial-mesenchymal
phenotype. This could explain they behaviors in vivo and in vitro
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