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Technology generates SQZ® eAPCs that prime CD8* T cells in a humanized mouse model
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Background Co-squeezing Signal 2/3 mRNAs Specifically Enhance SQZ® eAPCs Drive Expansion of Antigen-Specific
Antigen-specific CD8+ T cells are critical for mounting an effective immune response against tumors. Generation Antigen-SPECifiC CD8+ T Ce" Responses CD8+ T Ce"S in 3 Humanized Mouse Model

of antigen-specific T cells require interactions with multiple signals produced by antigen presenting cells (APCs).

These signals are comprised of three components: (signal 1) the peptide-MHC complex binding to the T cell
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PBMCs squeezed with mRNAs encoding E6, E7, CD86, mbliL-2 and mblIL-12 are capable of expanding CD8* T cells transduced with synthetlc Iong peptlde Contam.mg the HLA-A*02 restricted epitope, NLVPMVATY, and. matured for
HPV16-specific TCRs. Isolated CD8* T cells from an HLA-A*02 donor were transduced with HPV16 E6 TCR or E7 TCR lentiviruses. The four hours with the TLR9 agonist, CpG. SQZ-eAPC-CMV cells were PBMCs squeezed with full-length
transduced CD8* T cells were cultured with autologous PBMCs that were squeezed in the presence of E6+E7 mRNA and/or CD86+mblL- pp65 mRNA, as well as CDS86, mb||__2’ and mblL-12 mRNA. On day 21, mice were sacrificed and

2+mblL-12 mRNA. To allow for expansion of antigen-specific CD8" T cells, squeezed PBMCs were cultured with the E6 TCR or E7 TCR : . i :
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Human PBMCs squeezed with antigen-encoding mRNA activate antigen-specific T cells in vitro. Isolated
transduced T cells for 6 days. Cells were then restimulated with the E6 or E7 minimal epitopes. Intracellular cytokine staining for IFNy

human PBMCs were squeezed in the presence of CMV p_p65’ Inﬂuen_za M1, HPV16 E6, HPVI6 E7, or KRAS was done to measure the percentage of E6 TCR T cells (C) or E7 TCR T cells (D). Squeezing all 5 mRNA into PBMCs resulted in a pp65 minimal epitopes predicted to bind HLA-A*01, HLA-A*11, HLA-A*24, HLA-B*07, or HLA-
G12V mRNA. Untreated or squeezed PBMCs were then incubated with responder cells to measure MHC-| significant increase in the percentage of the cognate HPV16-specific CD8" T cells compared to E6+E7 mRNA alone or CD86+mblL- B*35. Responses were measured by intracellular cytokine production of IFNy.
presentation of specific epitopes. For CMV pp65 and Influenza M1, primary CD8* T cells from HLA-A*02* \_ 2+mblIL-12 mRNA alone. VAR )

donors were expanded against CMV pp65,4c <45 Or Influenza M1, .. epitopes and used as responders. IFNy
production after overnight culture was measured in the supernatant by ELISA. For HPV16 E6, HPV16 E7,

and KRAS G12V reactivity, Jurkat NFAT reporter cells were transduced with TCRs specific for E6,9.35, E7;5.4, * |n vitro, squeezing of human PBMCs with antigen and CD86, mblL-2, and mblL-12 mRNAs augments antigen-specific CD8* T cell responses compared to
or KRAS G12V, ,. and used as responders for untreated PBMCs or PBMCs squeezed with the corresponding PBMCs squeezed with antigen mRNA alone

antigen-encoding mRNA. Luciferase production in the supernatant was measured by spectrophotometer.
Summary * In humanized mouse models, squeezing of human PBMCs with antigen and CD86, mblL-2, and mblL-12 mRNAs enhances antigen-specific CD8* T cell
responses and generates responses across multiple HLA types
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