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Supplemental Figure 1. (a) Representative flow cytometry plots showing gating strategy used to
sort CD4+ (top two rows) and CD8+ (bottom two rows) memory cells T cells. (b) Frequency of MTC
subsets in resting and stimulated samples for CD4+ (left) and CD8+ (right) T cells (*p < 0.05, paired
t-test). (c) Post-sort analysis, including overlaid CCR7 by CD45RA scatter (last column), of MTC
subsets depicting purity of sorted populations.
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Supplemental Figure 3. (a-e)
Bar plots showing FDR-correct-
ed p-value of enriched gene
ontology pathways for individual
gene modules as labeled in
CD8+ T cells. Significant
enrichment level marked with
dotted line. (f-j) CD4+ T cells.
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Supplemental Figure 4. (a) Scatter plot showing intersection of DEG and DAR for CD4+
TCM. Dotted lines represent £1 log2FC. (b) Same as (a) for CD4+ TEM. (c-f) Genome
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a . b L. c .
30 30 30
s . EOMES ¢ FosL1 ¢ JUNB
5 0 . B %8 5 0 . ® 30 5 0 . ¥ 30
w . w ‘ 0 W 0
z 0 z z
2} . . =-20 2] . I-30 2] . ‘_30
-301 . -30 e -30 .
L] L . L] Y L]
-60 -60 . -60 .
50 25 0 25 50 50 25 0 25 50 50 25 0 25 50
tSNE dim 1 tSNE dim 1 tSNE dim 1
d e . f
30 30 30
P BATF:JUN ¢ . RUNX2 ¢ IRF8
5 0 ¥ 20 g 0 . ¥ 10 g 0 5
7 . iy 7 . B0 77 . &
-30 °e -30 ¢ -30 ¢
-60 . -60 -60 .
50 25 0 25 50 50 25 0 25 50 50 25 0 25 50
tSNE dim 1 tSNE dim 1 tSNE dim 1
g h i
M
! CcD4T ' CD4T,, msce | CD8T,,., MSC.
! o 8 ' I ASCL2
1 |
5 | .
1 6 !
| MEOX1 ! %) | FOSL2TBX21
1) N .
g 2 ! BATF . TBX21 & ! u“‘t;, |ZBTB49 EOMES ,
@ L % Fosi2 PRD'Y':% 8 4 : AHR 52‘5 |ELF4 .
x [ T Brc £ ‘ < Lt
5 Jdoete Fz‘xpa § ' smap3 FOPL2 rexet ¢ L .
i4 . 7} 1 E2F2 IRF5/EOMES | 3 dut «SMADT PRDM1
& ol - _L-. B LS 5 2 I Fosg®*MYBL2 /B'HLHE40 g BACH2 - 170 ®
. IRE 15 * ., + sarPROMI —RoRC 0= A
) e .l & *MAF FOXP3 LA P .
r M ot _- ?‘...'T:'.-_ -t I .
N |
! ol -2.5{ .LEF1
-2 1 | |
-1 0 1 2 3 0 25 5 7.5 -3 0 3 6
j Expression log2FC k Expression log2FC Expression log2FC
50 50
mn INSM1 ° X
-;‘3: R % AFIR ARID5A”
5 X s
¢ 25 ., 'ARID ¢ 25 . %
2 g P . o * CEBPD
[S) o TERF2 P [ 5
< [eed . M e
g 3 R 1 pRiD58
o 00 Ty 001 egha S iEia GMEBT
e & IR ) ‘
N e ;
g :CU:J ARIDSC/ e . G’%MYBLZ
c 25 é 25 . L RFe
% 3 ’
o g .
& o o
-50 g -50 .
-50 -25 00 25 50 -50 -25 00 25 50

PageRank log2FC (CD4 EM vs Naive)

PageRank log2FC (CD8 EM vs Naive)

Supplemental Figure 5. (a-f) tSNE plot from Figure 5b colored by variability around indicated binding
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Supplemental Figure 9. (a) Scatter plot showing log2-transformed fold changes (log2FC)
for DEG found to be significant in either unstimulated memory vs unstimulated naive T cells
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Supplementary Table 1: List of Antibodies

Antibody Name Fluorophore Catalog Number Company Used Concentration
(ng/mL)

CD3 BV605 300459 Biolegend 1.3
CD3 BV650 317324 Biolegend 0.2
CD3 BV450 75-0037-T100 Tonbo 1.3
CD4 BV711 344648 Biolegend 1.3
CD4 BV785 317441 Biolegend 1
CD4 PE/Cyanine7 344612 Biolegend 1.3
CD4 PE/Cyanine7 300511 Biolegend 10
CD8 APC/Cyanine7 344714 Biolegend 1.3
CD8 AF488 MHCDO0801 Thermofisher 0.2
CCR7 APC 353213 Biolegend 2.6
CCR7 AF488 353206 Biolegend 5
CCR7 BB515 565870 BD Biosciences 10
CD45RA AF700 560673 BD Biosciences 1.3
CD45RA BV650 740608 BD Biosciences 2.6
CD45RA PE/TxRed 304145 Biolegend 2
MSC Polyclonal PA5-118504 Thermofisher 10
Rabbit Polyclonal Isotype Ctrl 910801 Biolegend 10
Donkey anti-rabbit IgG PE 406421 Biolegend 0.87
AHR PE/Cyanine7 25-9854-42 Thermofisher 2
Mouse 1gG2b, « Isotype Ctrl PE/Cyanine7 25-4732-81 Thermofisher 2
HIF-1 alpha APC IC1935A R&D Sysytems 0.2
Mouse I1gG1 Isotype Ctrl APC IC002A R&D Sysytems 0.2
T-bet BV421 644815 Biolegend 1.2
Mouse IgG1, « Isotype Ctrl BV21 400157 Biolegend 1.2
EOMES PE-Cyanine5.5 35-4877-42 Thermofisher 1
Mouse IgG1, « Isotype Ctrl PE-Cyanine5.5 35-4714-82 Thermofisher 1
Puromycin AF647 MABE343-AF647 Millipore Sigma 0.45
IL-1a PE 500106 Biolegend 0.8
Mouse IgG1, « Isotype Ctrl PE 400111 Biolegend 0.8
IL-4 APC 500812 Biolegend 0.25
Rat IgG1, « Isotype Ctrl APC 400411 Biolegend 0.25
IL-2 PE/Cyanine7 500326 Biolegend 0.5
Rat 1gG2a, « Isotype Ctrl PE/Cyanine7 400521 Biolegend 0.5
IL-5 eFluour 450 48-7052-82 Thermofisher 4
Rat IgG1, « Isotype Ctrl eFluour 450 48-4301-80 Thermofisher 4
IFN-y BV711 502539 Biolegend 1
Mouse IgG1, « Isotype Ctrl BV711 400167 Biolegend 1
TNF-a BV650 502937 Biolegend 2
Mouse IgG1, « Isotype Ctrl BV650 400163 Biolegend 2
1L-22 BUV737 367-7229-42 Thermofisher 1
Mouse IgG1, k Isotype Ctrl BUV737 367-4714-81 Thermofisher 1
IL-17/IL-17A PerCP I1C3171C-025 R&D systems 1
Mouse IgG1, Isotype Ctrl PerCP 1C002C R&D systems 1
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