Secretome Study from BRAFV60E melanoma cell lines resistant to
Vemurafenib
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{ INTRODUCTION }
Melanoma is a malignant neoplasia that is highly resistant to chemotherapy and radiotherapy and is associated with poor prognosis
in advanced stage. The tumor microenvironment (TME) comprises various cell types (endothelial cells, fibroblasts, immune cells,
etc.) and extra-cellular components (cytokines, growth factors, hormones, extracellular matrix, etc.) that are surrounding tumor cells
and nourished by a vascular network. The TME not only plays a pivotal role during tumor initiation, progression, and metastasis but
also has profound effects on therapeutic efficacy. The environment-mediated drug resistance is a result of continuous crosstalk
between the tumor cells and their surrounding stroma.

In order to investigate this phenomenon in the context of acquired resistance, we obtained conditioned medium (CM) from cultured
BRAFV800E-mutant Vemurafenib resistant melanoma (Vem-R) cells to study if such CM contains secreted factors able to influence
phenotypes and behaviours of Vemurafenib sensitive melanoma (Vem-S) cells.

[ MATERIAL & METHODS |

Human BRAFV69%E melanoma cell lines sensitive to Vemurafenib treatment and Vem-R pairs were used. In vitro assays were
performed to evaluate apoptosis, migration and invasion processes when we expose sensitive melanoma cells to the CM of the
Vem-R cells. Moreover, we used plasma from SCID mice with xenografts from Vem-R melanoma cells to perform the same in vitro
assays. A citoarray of 42 cytokines was performed to identify new possible biomarkers secreted in the media that could be involved
in the resistance acquisition.
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| RESULTS |
— Secreted media from Vem-R cells conditions tumor microenvironment and induces a -  Cytokine secretome profile of Vem-R cells
resistance phenotype in Vem-S cells exhibits an increase in pro-tumor cytokines
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