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Introduction

Dendritic cells (DCs) are the most potent antigen presenting cells and they are required to adapt to
low oxygen tensions, through the activation of several mechanisms including autophagy, since they
patrol hypoxic microenvironments, such as the tumour microenvironment (TME). Malignant
melanoma cells are characterized by migratory and invasive capabilities, in which Carbonic
Anhydrases are strictly involved, and by an aberrant reactivation of the embryonic developmental
pathways, e.g. Hedgehog (Hh) pathway.

Methods

Human monocyte-derived DCs were isolated from buffy coats, treated with pharmacological
autophagy inhibitors and siRNAs targeting SQSTM1/p62 and exposed to normoxia (20% O2) or
hypoxia (2% 02); DC viability was assessed by JC-1 assay; autophagic flux was evaluated by
Lysotracker confocal analysis and autophagic marker expression (Western Blot); glycolytic
enzymes and inflammatory cytokines expression was assessed by qRT-PCR.

Melanoma Cell lines (SK-MEL-28 and A375) were treated with siRNAs targeting Hh pathway
transducers and CAXII, exposed to 20% and 2% 02, and Wound healing assay, Zymography,
modified boyden chamber, Western Blot and qRT-PCR were performed.

Results

Our results showed that hypoxia-induced autophagy in DCs is mediated by PI3Ks. Furthermore, the
inhibition of the autophagic mediator/adaptor SQSTM1/p62, with either pharmacological inhibitor
or siRNA. resulted in the impairment of glycolytic, survival and inflammatory pathways. Moreover,
we demonstrated that CAXII and the Hh pathway are relevant in melanoma migration and invasion.
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