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Figure 1. PSMA TriKE induces specific NK cell activation against PSMA-expressing prostate cancer cell = L1, 2l O PSMA TRKE, 20% O,
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line. NK Cell degranulation (detected by presence of CD107a) and cytokine production of IFNy and TNFa measured via flow IL-15, 1% O PSMA TriKE, 1% O,
cytometry after co-culture of peripheral blood mononuclear cells (PBMC) with PSMA+ prostate cancer cell line, C4-2, or PSMA Figure 4. PSMA TriIKE sustains NK cell cytolytic
knockout (KO) C4-2_, at effector to target (E:T)_ratio of 2:1 with no treatment, 3nM IL-15 or 3nM PSMA TriIKE. N=4; mean + SEM capacity after long term incubation in hypoxia.
(Two-way ANOVA with Tukey’s multiple comparison test); * p < 0.05. Representative IncuCyte live cell imaging assay showing
the normalized percent of C4-2 alive over time. NK cells
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receptor of NK cells. Figure 2. PSMA TriKE preferentially enhances NK cell proliferation. A) Representative histograms of cell trace violet Figure 5. PSMA TriKE maintains NK cell
« an arm that binds to prostate-specific membrane (CTV) dye dilution indicating proliferation of NK cells within PBMC after 7 days culture with no treatment (NT), 3nM IL-15 or 3nM dearan Ia.tion after co-culture with MDSC. NK cel
antigen (PSMA) that is highly and specifically PSMA TriKE. B) Cumulative results of NK cell fold expansion in 2A) with indicated treatments; N=9; mean £ SEM (Friedman with 9 U | 9 h uitu ¥ - dce 3
expressed on mCRPC Dunn’s multiple comparison test); * p < 0.05, *** p< 0.0001 C) Representative histograms of T cell proliferation within PBMC after 7 were co-cu tl_”e with -monocytes o Cylokine-induce
- - . - : days culture with indicated treatments represented by CTV dye dilution. monocyte-derlv_e d MDSCs for 5 days with 0.06nM IL-15 or
* an interleukin (IL)-15 moiety that Is essential for 3nM PSMA TriKE. C4-2 were used as tumor targets to
NK cell survival, proliferation, priming and motility. induce NK cell degranulation, detected by CD107a staining.
A) CD16- NK92 B) CD16+ NK92 N=6 (Sidak’s multiple comparisons test); ** p < 0.01.
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Figure 3. CD16 Is involved In the enhanced delivery of IL-15 by PSMA TriKE. Best fit curve of fluorescent emitted Acknowledgements: This work is supported by the Department of Defense (WELXWH-20-1-
mCRPC by Resazurin reagent that Is reduced by metabollcally active and viable A) CD16- NK92 or B) CD16+ NK92 after 48 hours 0659). The University Flow Cytometry Resources (UFCR), University of Minnesota, was used for
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® = ® iIncubation with a serially diluted range of IL-15 or PSMA TriIKE; N=3. llustrations were made using Biorender.com.




