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Supplementary Figure 1: Flow cytometry gating strategies for panels 1 and 2. a, Data clean-up and
a shared initial gating workflow is shown. b, Panel 1: Gating strategy used to examine frequencies of
Vo1, V82, CD4" and CD8" T cells, CD4" T regs, CD8" FOXP3*CD25" T cells and frequencies of T
cells expressing CD25 or CDO95/FAS. ¢, Panel 2: Gating strategy to examine frequencies of
proliferating (Ki67") cells, naive and memory cells as well as CD27"FOXP3* cells within CD4" and
CDS8* T cells.



Gated on

Gated on

Gated on

o lymphocytes single cells 1 single cells 2
=) ]
c N
PEMC] 200k -J
S :
D < < s < o 5
- 9 Y] 9 T
o = a £ H
- 100 g
i
© g
50K 50K 4 50K Single Cells 8 E live cells
- H
e o
4y o e O o -
o S0K 100K 150K 200K 250K o S0K 100K 150K 200K 250K o 50K 100K 150K 200K 250K o 50K 100K 150K 200K 250K
D FSC-A SSC-W FSC-H SSC-A

Gated on
live cells

Gatedon T
cells

Gated on
TCR-yd neg

.

Gated on
CD56 neg

= m @
g ;] O Jroncosrcoser ‘cp34cD36:| s o a2
S A R 5 o
< < < [}
e 2 g o,
R 769 2 R < 1
5 5 5 8
E 3 g L
z = = 3w
q 10 © g |
5 5 s, g
- n T cells - < o
0 s < T S
L as .
s & ) a3
£ 0 £ £ s S
o 0 Sk 100K 150K 200K 250K o B M TR 7 i T e 10° 0 100 10t 10® 10° 0 100 10t 10°
SSC-A Comp-PE-Cy7-A : GD Comp-BV421-A :: CD56 Comp-BV510-A : CD8
> Gated on CD4+ CD8-T cells
-—
” " o o
C Y10t 946 T o10°y 748 = o 858 T 060
o i 5 < <
3 ] 3 ] & ]
S w S 1w S w S w
e 5 5 5 5
3 3 3 3
o = . E E Lo
g g g g
— ¥ g X o E ]
— Fol < ° T o I 0
(0] £ Lo £ o g g
£ . G ] g g .
U rlDZ o 103 ID‘ l()S 7103 0 103 10‘ ws —103 0 103 10‘ H)S —103 0 m3 ID‘ mS
_O Comp-PerCP-Cy5-5-A :: CD69 Comp-FITC-A :: CD161 Comp-BV650-A :: CD38 Comp-APC-A :: NKG2D
1
o Gated on CD4- CD8+ T cells
" o = =
Y100 628 Y 10° 155 el T 867 Yo 922
£ £ £ £
= I . 3 ] 3 ]
S w S w S w S w
= 5 5 5
— 2 2 2 2
2 2 2 2
q) - 100 - 100 - 10° - 100
g g g g
- - a— <
o 3 3 g o T °
E 3 E o E E
v 5 £ HE B
rm! o 103 m' ms m! 0 103 m' ws —103 0 mZ —103 0 m! m' mi
Z Comp-PerCP-Cy5-5-A :: CD69 Comp-FITC-A :: CD161 Comp-BV650-A :: CD38 Comp-APC-A :: NKG2D
~
— Gated on TCR-yd cells
o - & -
= = 5 5 5
] 3 . z
.. S 1w e S 1 S
oM 2 g : :
2 2 2 2
= N E o ]
— ] s g g
y 4 " 4 5 K
O 5 - 5 = 3 0 3
£ o E o E B
(e E £ | g g
& Comp-PerCP-Cy5-5-A :: CD69 Comp-FITC-A :: CD161 Comp-BV650-A :: CD38 Comp-APC-A :: NKG2D
Gated on NK cells
200K 152 200K 200K 4 200K
< sk < sk ol < 1s0kq < 1soxd
o O i3 i*3
2 2 9 9
b 2 2 b
o0c ] ooc ] 1o0c] 1o0c]
9 o3 J o T U o T T 0 T T
—103 0 10! l()A H)S —‘\()3 0 ll)! 10‘ ll)S rll)! ] lo3 m‘ los rml J 103 m‘ 105

Comp-PerCP-Cv5-5-A :: CD69

Comp-FITC-A :: CD161

Comb-BV650-A :: CD38

Comn-APC-A :: NKG2D

Supplementary Figure 2: Flow cytometry gating strategy for panel 3. a, Data clean-up and a shared
initial gating workflow is shown. b, Gating strategy to examine expression of CD161, CD38, NKG2D
and CD69 on T cells, NK and TCR-y5 cells.
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Supplementary Figure 3: Flow cytometry gating strategy for panel 4. a, Data clean-up and a shared
initial gating workflow is shown. Gating strategy to examine production of CXCLS, TNFa, IL-17A/F,
IFNy and IL-13 within T cells, NK and TCR-yd cells by intracellular cytokine staining. Cells were
incubated with b, Brefeldin A (BFA) only to demonstrate spontaneous cytokine production, or ¢, BFA
in addition to PMA and ionomycin to determine cytokine production after stimulation.
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Supplementary Figure 4: Flow cytometry gating strategy for panel 5. a, Data clean-up and a
initial gating workflow is shown. IL2, IL4 and IL-10 production by intracellular cytokine staining in
CD4* and CD8" T cells. Cells were incubated with b, Brefeldin A (BFA) only to demonstrate
spontaneous cytokine production, or ¢, BFA in addition to PMA and ionomycin to determine
cytokine production after stimulation. Additionally for all BFA treated samples, frequencies of recent
thymic emigrant (RTE) and CD35" CD4" and CD8" T cells were assessed.
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Supplementary Figure 5: Flow cytometry gating strategy for panels 6 and 7 a, Data clean-up and
a shared initial gating workflow is shown. Gating strategies to examine b, frequencies of B cells,
monocytes and ¢, dendritic cells.
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Supplementary Figure 6: Flow cytometry gating strategy for panel 8. Assessment of AREG
production within PBMC subsets after activation with PMA and ionomycin in the presence of
Brefeldin A (4 hours).
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Supplementary Figure 7. Diagram of the scRNAseq workflow. GEX = gene expression library.
ADT = Antibody Derived Tag library. HiSeq 2500= Illumina HiSeq 2500 sequencing system.
Nextseq = Illumina Nextseq 500 platform. A table of all Totalseq hashtags and antibodies is shown
below.



