Additional File 2: Figure S2

250K 4

200k -

PD-1 PECy7

1 o
< 150K . z
0 ] @
]
7 ]
100K S
50K
0
- N T
0 50K 100K 150K 200K 250K 0  S0K 100K 150K
FSC-A FSC-A
10”3 10”3
] —p ]
4 4
a 10 7 U 10 73
'Y 3 Pt 3
4 o
™
m
[=]
8 177 O 1%
o d
BEE
S —— N —
0 50K 100K 150K 200K 250K 0 50K 100K 150K
FSC-A FSC-
105_
] e TIM3+
’ 414
104- -
N
7 <
>
-]
e
10 3 :
[ |
—103 -10
T T T

T T T
0 50K 100K 150K 200K 250K
FSC-A

T T T
50K 100K 150K 200K 250K

FSC-A

LAG3 APC

T T T
50K 100K 150K 200K 250K

FSC-A

250K =
200K — X
] Singlets
1 84,5
T 150K
0 )
o}
wv
('S 4
100K -
50K
—>
o]
e e e
250K 0 50K 100K 150K 250K
FSC-A
10”7
3 CMV+ .
—> 56,0
w .
- 104_
9 3
£ ]
s
=
g
> 103'-
= 3
&) E
o 4
163 3
———p —— ——
250K 0 50K 100K 150K 250K
FSC-A
105_
LAG3+ CD107a+
408 o 4] 1,93
[ 10 Lo
wn
>
-]
~
N
(=}
-
o
]
—103

T T
100K 150K 200K 250K

FSC-A

Figure S2: Flow cytometry gating strategy CMV-specific T cells. Cells were first gated on FSC-A vs SSC-A and
then further gated for viable cells based on Zombie NIR staining. Doublets were excluded by gating FSC-A vs FSC-H.
Singlets were gated for CD3+ cells and these were further gated for CDS8 expression and positive CMV tetramer
staining. CD3+CD8+CMVtet+ cells were then analyzed for their expression of PD-1, LAG-3, TIM-3 and CD107a.



