Pre-gating markers:

TCRp, CD4, CD8a., FoxP3

Markers:

CD62L, CD44, CD69, CXCR5,
PD1, CD49b, KLRG1, FR4,
CXCRG, KLRGT1, Ly6C, ST2,

IL23R
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CD4 Gating Strategy
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CXCR5

CD4.E/F

CXCR5- PD1- FR4hi cD73hi CD62L- CD44* CXCR6"

CD62L*CD44™ map here too
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CXCR5- PD1hi CD62L" CD44* CXCR6-
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KLRG1 highlights
the most
polarized cells
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Pre-gating markers: TCRp, CD4, CD8p

Markers: CD62L, CD44, CD127, KLRG1, CD11c, CD69: CD39, CD73;

CD49A, CD103, GITR: TIM3-
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CD8 Gating Strategy

LCMV, memory, NLT
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CD8.Q:
Gating strategies, especially for CD49A

and CD103 vary depending on the organ
(use Rosetta).

CD44% CD62L" CD127-
KLRG1- CD69*
CD49A* or CD103*

Lung

Gated on
TCRp*, CD4", CD8p*

CD8.E/F

- CD8.EIF

CD44% CD62L" CD127-
KLRG1- CD39+ CD73-
GITR- TIM3-

CD44* CD62L~ CD127-
KLRG1- CD39* CD73-
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Gating on CD11c:
DCs set the upper threshold,
CD62L+ T cells set the negative population

CD11c+ DC

f| -~ cD11c+ T cells
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Gated on
live CD45™ cells

key markers

Treg.A CD62L*
Treg.B NRP1hi FR4hi
Treg.C CD69*
Treg.D KLRG1+
Treg.E Sca-1* NRP1lo
Treg.F CD29* CD49b*

Treg Gating Strategy

Gating markers for Tregs: TCRp, CD4, CD8, FoxP3
Markers: CD62L, CD44, KLRG1, CD49B, CD29, Sca-1, FR4, NRP1

KLRG1

- Treg.A CDé2L*

CD62L

CD29* CD49b*
CD62L- KLRG1-

KLRG1*
CD62L- CD49b-

Sca-1+ NRP1lo
CD62L- CD49b- KLRG1-

NRP1hi FR4hi
CD62L- CD49b- KLRG1-

Treg.C cD69*
; CD62L- CD49b- KLRG1-

(NOT B, D, E, F)

CD69

CD62L



