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3. TME composition is tumor-burden dependent
Background: The relevance of preclinical models has vastly improved with mice . 5. Comparison of global TME composition
i ; : f f * BRGSF-HIS mice were boosted with FIt3L and inoculated (10x108 cells) the TNBC cell line MDA-MB-231 and TME
bearing a huma/n Immur/]e system,\]OeDspemally In/ th,e Conte,Xt of !mmunOthera,py' BRGSF was analyzed when tumor volume reached 100-200, 400-600 and 800mm?3 MDA-MB-231 HPAFII
(BALB/c Rag2’ IL2Ry", SIRPa and FIt37) is a highly immunodeficient mouse (~400-500mm?) (~500mm?)
featuring reduced murine myeloid cells. BRGSF mice reconstituted .Wlth human conjd « Human and murine CD45* cell recruitment in the TME - 4% 40% B T cells
blood CD34* cells (BRGSF-HIS) develop functional Ilymphoid and myeloid 2 5 5 I B cells
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compartments. This engraftment is stable over a year(") and mice do not develop GvHD. = mCD45 =1 Myeloid cells
Additionally, the myeloid compartment can be transiently boosted with exogenous 8% = nepes [ Others
human FIt3L injections. Contrary to other models which overexpress human cytokines to 58%
develop human myeloid cells, Flt3L-treated BRGSF-HIS mice do not show side effects.
BRGSF-HIS mice are permissive to mouse and human cancer cell line engraftment. — TME composition varies according to engrafted cell line and tumor burden
1. Tumor growth is CD34* donor-independent in MDA-MB-231-engrafted BRGSF- + Human immune cell recruitment in the TME 6. Response to immunotherapy is donor-dependent — Example of TCE
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« BRGSF-HIS mice were boosted with FIt3L and inoculated (5x108 cells) with the triple negative breast cancer : BRGSF{;HIS mice were injected with the human pancreatic adenocarcinoma HPAFII
(TNBC) cell line MDA-MB-231 and TME was analyzed when tumor volume reached ~400-500mm? (1.5x108 cells) and treated 6 times from D7 to D24 with bispecific antibodies (CD3xTAA and
CD3xTAA + CD28xTAA at 10mg/kg)
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= Human cell types recruited shifts over time: myeloid compartment recruitment reduces in large tumors . _
- - while T cell recruitment increases = Treatment with combotherapy CD3xTAA_+ C_D28xTAA efficiently reduces tumor
2. Immune cells recruitment into the TME of MDA-MB-231 engrafted BRGSF-HIS growth in vivo
mice = Combotherapy induces systemic immunomodaulation in blood as CD4 and CD8
. . . 5 . ) 4. TME Composition is tumor type dependent T cell numbers are increased
» BRGSF-HIS mice were boosted with FIt3L and inoculated (5x10° cells) with the TNBC cell line MDA-MB-231 TME characterization of HPAFII engrafted BRGSF-HIS mice
and TME was analyzed when tumor volume reached ~ 400-500mm? 2500 Vehicle 2500 CD3xTAA CD3xTAA+ CD28XTAA
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= As seen in TNBC patients®, TME of MDA-MB-231 bearlng'j BRGSF-HIS mice is enriched in myeloid va 100 Nyelad olls o w translatable assessment of mechanism of action of
cells, mostly CD206*/CD163* M2-like macrophages Sg (CD33"CDI1b") 3 . .
= These M2-like macrophages express both ILT2 and ILT4 $e NG el L = 100% tumor uptake immunotherapies.
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