
Supplemental Figure 4

Supplemental Figure 3. CTL Avatars are characterized by high levels of granzyme B and robust production of 
IFNγ and TNFα following PMA/Ionomycin stimulation. Α). The gating strategy used for gating of live CD8+ T cells. 
B-D) Compares the cytotoxin and cytokine profiles for control PBMCs, unstimulated CTL avatars, and CTL avatars stimu-
lated with PMA and Ionomycin. E) Compares the percentage of live stimulated CTL avatars that are positive for Granzyme 
B (GZMB), IFNγ, TNFα, IL-17A, IL-5, and IL10.
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Supplemental Figure 5

A. Gating Strategy for Live Cells
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Supplemental Figure 5. Viability Analysis of IGRP CTLs following IFN-priming
Viability analysis was performed on IGRP-CTLs using flow cytometry following 2-hour cytokine priming. Representative 
Gating Strategy shown (A). Viability determined by Live/Dead Viability dye staining after 2 hour IFN-priming and 4 hour 
incubation (B) or 16 hour incubation (C) in media.
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Supplemental Figure 6

Supplemental Figure 6. Phospho Flow Cytometry for pSTAT3, pSTAT5, and pSTAT6 following T1-IFN Treatment. 
(A) Phospho Flow Cytometry was performed on IGRP-CTLs treated with IFNα (1000U/mL) over several time points (5, 
15, 30, 60, and 120min) to characterize T1-IFN STAT signaling. Representative histograms for phosphorylated STAT3, 
STAT5, and STAT6 are displayed. (B) IGRP-CTLs were treated with IL-2 (1000U/mL) for 30 minutes and assessed for 
phosphorylated STAT5 by phospho flow cytometry. A representative histogram is displayed. (C) IGRP-CTLs were treated 
with IL-4 (1000U/mL) for 30 minutes and assessed for phosphorylated STAT6 by phospho flow cytometry. A representa-
tive histogram is displayed. 
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Supplemental Figure 7

Supplemental Figure 7. Information regarding Primer Pairs used for Chromatin Immunoprecipitation
Schematics detailing the sequences, expected size product and position of the primer pairs  within the promoter of 
granzyme B are displayed (A & B).

GZMB Promoter Primer Pair 1
Product Size: 111
Forward Primer: 5’-tcacttcataggcttgggttcct -3’
Reverse Primer: 5’- ctctgggtgcttgtgtgagaatc -3

ReverseForward

GZMB
-640bp -570bp -75bp

A.

GZMB Promoter Primer Pair 2
Product Size: 152
Forward Primer: 5’-ctgtgagcctgttatgtgctgag -3’
Reverse Primer: 5’- ggacgtttgtggtgctaaattgc -3’

ReverseForward

GZMB
-640bp -570bp -75bp

B.

  Legend
 Proximal  STAT1/STAT4 Binding Site
 STAT 1 Binding Site
 Distal STAT1/STAT4 Binding Site
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