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Background Results (cont)
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Figure 1: LYL331 displays high expression levels of c-Jun in (black), control (EF 10, NY-ESO-1: red), and LYL331 (EF10,_c-JunWT_NY-ESO-1; green) samples from (EF1a_NY-ESO-1; red) or LYL331 (EF1a_c-JunWT_NY-ESO-1; green) samples. rime rime rime i Dayo | Day14 Dayo  Day14 Dayo | Dayt4 Dayo | Dayt
combination with NY-ESO-1 TCR one representative donor. Data represent the mean value from duplicate measurements for each sample. ,n « . , w00 P=0-0017 P=0.0004
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< T N S 22 < 2 LYL33; tm trﬁsponie tlo NY-ES0-1 antigen—positive tumor cell lines Figure 5: c-Jun overexpression increases the sensitivity of LYL331 towards the NY- Mock (filled black), control (EF1a_NY-ESO-1 TCR; red), and LYL331 (EF1a_c-JunWT_NY-ESO-1 TCR; green) T cells were serially re-stimulated with the NY-ESO-1 antigen-positive A375 tumor cell line
n v n compared to the contro ESO-1 peptide compared to the control as described in Figure 6. The functional activity of LYL331 and the control was assessed against the H1703 and A375 NLR tumor cell lines at an E:T ratio of 1:1 and 1:10 at assay start (Day 0) and after 4
o % s rounds of stimulation with antigen (Day 14). (A) The cytotoxic capacity was assessed over a 162-hr time course using IncuCyte. Growth curves for a sample containing only the tumor cells are shown for
z z g |FN'Y IL-2 A Donor 3035610 Donor 3035680 Donor 3035702 comparison (open black). Data represent mean + SD from duplicate measurements for each sample from one representative donor. (B) IFNy and IL-2 cytokine secretion levels were evaluated by MSD
2 2 = = 10000~ 12000- 10000 analysis using supernatants collected from the IncuCyte assay (described in Figure 7A) after 24 hr of co-culture with H1703 or A375 NLR tumor cells. Data represent mean cytokine levels for samples from
, ggggg: - 1500  *** 3 donors. P values <0.05 derived from ratio paired t-test analyses comparing the control and LYL331 are shown.
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Human donor T cells were either left non-transduced (mock) or transduced with a LVV encoding oc Contro LYL33 EC50 EC90 Verascity Science. c-Jun overexpression with Gen-R also delayed the onset of

EF1a_NY-ESO-1 (control) or EF1a_c-JunWT_NY-ESO-1 (LYL331). Surface NY-ESO-1 TCR expression i 1 = i

was detected by ﬂ(OW cyto?netry using an anti-TCRvB13.1 ;ntibody)(Ab), and intracellular c-Jun ’ IFNy and IL-2 secretion were evaluated by Meso Scale Discovery (MSD) analysis using supernatants A T2 dose-response assay was used to assess the NY-ESO-1 antigen sensitivity of LYL331 and control T cells. T cells were co- eXha_UStlon and |mpr0\_/ed _the long-term function of LYL331

expression was detected using an anti-c-Jun Ab. TCRvB13.1 is a naturally occurring TCR variant and collected from the IncuCyte assay (described in Figure 2A) after 24 hr of co-culture with H1703 or A375 cultured with T2 cells pulsed with 10-° to 10-'2 M NY-ESO-1,57.16s SLLMWITQC peptide at an E:T ratio of 1:5. IL-2 levels were Ethics statement relative to the control in vitro

was present on approximately 3% to 6% of non-transduced T cells from the donors evaluated in these NLR tumor cells at E:T ratios of 1:1, 1:5, 1:10, or 1:20. Bars for mock (black), control (EF10_NY-ESO-1; measured in the supernatants after 24 hr of co-culture. (A) Curve fitting with non-linear regression was performed for the control

studies. Flow cytometry plots show TCRvB13.1 and c-Jun staining in gated CD8+ and CD4+ T cells. The red), and LYL331 (EF1o_c-JunWT_NY-ESO-1; green) T cells represent mean + SD of samples from 3 (EF1a_NY-ESO-1 TCR; red) and LYL331 (EF1a_c-JunWT_NY-ESO-1; green) samples using GraphPad Prism. Data shown Based on these promisin reclinical data. LYL331 has the

TCRvB13.1 gate was defined based on comparison to the mock sample, and the c-Jun gate was defined donors. IFNy graphs: ***P=0.0002 and ****P<0.0001; IL-2 graphs: ***P=0.0007 and ****P<0.0001 by ratio represent mean + SD from 2 replicate samples per donor. (B) Mean EC50 and EC90 values were calculated from the donors Experiments presented in this abstract relied on human donor material that . . P . . 9p g . ’

based on comparison to endogenous c-Jun in the control sample. Representative example from one paired t-test analysis comparing the control and LYL331 using GraphPad Prism. shown in (A). P values <0.05 derived from ratio paired t-test analysis comparing the control and LYL331 are shown. was obtained from commercial vendors. These vendors use their own potentlal to Improve clinical responses in patlents with solid
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