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Legend for supplementary figure S1.

S1 Gating strategy for cytotoxicity assay

a. NOD T cells were electorporated with InsB,s ,;/B,m/CD3-{ mRNA (top row) or electroporated without RNA (second row) and
were incubated with PKH26-labeled target CHIB2 hybridoma cells, at an effector:target E:T ratio of 10:1 for 24 hours. PKH26-
labeled target cells alone are shown in the bottom row. The analysis was performed by flow cytometry, detecting cells
damaged by cytotoxicity, with TOPRO-3 added just prior to analysis. The gating strategy is shown. Total cells were gated and
then after gating for single cells, the populations that were labeled with PKH26 and those stained by TOPRO-3 are shown in the
middle panel. The % killed cells are shown in the right panels with cells stained with TOPRO3 calculated as a percentage of total
PKH26-labeled target cells.

b. NODT cells were electorporated with InsB, . ,5/B,m/CD3-{ mRNA (top row) or electroporated without RNA (second row) and
were incubated with PKH26-labeled target G9 insulin-reactive CD8 T cells at an effector:target E:T ratio of 5:1 for 24 hours.
PKH26-labeled target cells alone are shown in the bottom row. The analysis was performed by flow cytometry, detecting cells
damaged by cytotoxicity, with TOPRO-3 added just prior to analysis. The gating strategy is shown. Total cells were gated and
then, after gating for single cells, the populations that were labeled with PKH26 and those stained by TOPRO-3 are shown in the
middle panel. The % killed cells are shown in the right panels with cells stained with TOPRO3 calculated as a percentage of total
PKH26-labeled target cells.
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