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ABSTRACT METHODS
BACKGROUND: Development of novel immunotherapeutics in oncology is of crucial interest and their good testing at preclinical stage

relies on i) the features of the animal model used and ii) the application of an appropriate comprehensive strategy for the deep MCA205 sarcoma 1 t 1 1 MCA205 tumor rechallenge
delineation of mechanisms underlying resistance/sensitivity to a drug. tumor inoculation Anti-PDL1 (of anti-PDL 1-treated tumor-rejecting mice)
METHODS: Using a syngeneic sarcoma mouse model, treated with anti-PDL1, we investigated by intratumoral mMiCrodialysiS and flOW e

cytometry the immunometabolic profile and immune landscape of the tumor, respectively. The anti-tumor effect of PDL1 blockade was | Anti-CD8-depleting Ab I

assessed through tumor growth monitoring and tumoral biopsies were also collected for gene expression analysis. Finally, involvement of t Blood collection for control of CD8 depletion 4

CD8 T cells in the anti-tumor PDL1 blockade-mediated activity was addressed using a specific depleting antibody -based strategy.

RESULTS: When compared to a non-tumor area, data obtained from tumor microdialysates highlighted i) a slight Kynurenine pathway
activation, ii) a strong Arginase activity, and iii) a high Adenosine production. Interestingly, anti-PDL1 effect was associated with a

decrease of the tumoral Adenosine level thus arguing for an important role of the Adenosine axis in the control of the anti-tumor immune

response. In addition, PDL1 blockade led to an intratumoral CD45+ leukocytes enrichment, with a higher abundance of lymphocytes also L
displaying increased level of IFNgamma. In contrast, macrophages — CD11b+/F4:80+ - were limited upon treatment, especially the Intratumoral Microdialysis: Immunometabolic pathways metabolites content

immunosuppressive CD11b/Gr1Low/Int cell subsets, in favor of an increase of the M1/M2 macrophages ratio. Interestingly, CD8
depletion fully abrogated anti-PDL1 anti-tumor effect thus showing the unequivocal role of this population. Finally, gene expression

analysis revealed, in addition to an interferon signature, changes in genes from the myeloid / neutrophil subsets including Arg1 and key _ | o | |
chemokines Figure 1: After MCA205 sarcoma tumors were inoculated in immunocompetent C57BL/6J mice, animals were allocated to the treatment groups and processed
' either for “efficacy” or as “satellites”, for the respective experiments and readouts as mentioned above.
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PDL1 blockade triggers an anti-tumor response in the MCA205 sarcoma model MCAZ205 model exhibits a suppressive immunometabolic profile involved in the MoA of anti-PDL1 Gene expression analysis reveals an inflammatory response driven by an interferon signaling signature
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and stable CD8 depletion concomitantly with a higher proportion of CD4 T cells.
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