
W W W. N A T U R E . C O M / N A T U R E  |  1

SUPPLEMENTARY INFORMATION
doi:10.1038/nature23875

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

SS
C

-A

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

FS
C

-H

0 50K 100K 150K 200K 250K

SSC-A

0

50K

100K

150K

200K

250K

SS
C

-H

0-10 3 10 3 10 4 10 5

CD45-BUV395-A

0

-10 3

10 3

10 4

10 5

Li
ve

/D
ea

d

0 10 2 10 3 10 4 10 5

TCRB-Pacific Blue-A

0

300

600

900

1.2K

C
ou

nt

0 10 3 10 4 10 5

CD8-PerCP-A

0

10 2

10 3

10 4

10 5

C
D

4-
BV

60
5-

A

0 10 3 10 4

CD25-PE-Cy7

0

-10 2

10 2

10 3

10 4

FO
XP

3-
FI

TC
-A

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

0 50K 100K 150K 200K 250K

SSC-A

0

50K

100K

150K

200K

250K

SS
C

-H

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K
FS

C
-H

0-10 3 10 3 10 4 10 5

CD45-BUV395-A

0

-10 3

10 3

10 4

10 5

Li
ve

/D
ea

d

0 10 3 10 4 10 5

CD8-PerCP-A

0

10 2

10 3

10 4

10 5

C
D

4-
BV

60
5-

A

0 10 3 10 4

IL2RA-PE-Cy7 (yg)-A

0

-10 2

10 2

10 3

10 4

FO
XP

3-
FI

TC
-A

0 10 3 10 4

IL2RA-PE-Cy7 (yg)-A

0

10

20

30

40

50

C
ou

nt

singlets singlets

Live CD45+

CD4 SP CD4 CD8 DP

CD8 SPDN

Tregs

CD4

CD8

Live CD45+

singletssinglets

cells

Tregs

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

SS
C

-A

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

FS
C

-W

10 0 10 1 10 2 10 3 10 4 10 5

CD69-APC-A

10 1

10 2

10 3

10 4

10 5

IL
2R

A-
FI

TC
-A

T cells

singlets

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

SS
C

-A

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

FS
C

-W

0 10 3 10 4 10 5

CD44-PE-A

0

10 3

10 4

10 5

C
D

62
L-

PE
-C

y7
-A

0 10 2 10 3 10 4 10 5

CD4-PB-A

0

10 2

10 3

10 4

10 5

IL
2R

A-
FI

TC
-A

CD4+ enriched T cells
singlets

CD4+IL2RA-
naive (sorted ~2 million)

memory

a

b

c

d

e

f

0 50K 100K 150K 200K 250K

FSC-A

0

-10 3

10 3

10 4

10 5

SS
C

-A

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

FS
C

-H

0 10 3 10 4 10 5

CD45-BUV395-A

0

-10 3

10 3

10 4

10 5

Li
ve

 D
ea

d

0-10 3 10 3 10 4 10 5

CD8-PerCP-Cy5-5-A

0

-10 3

10 3

10 4

10 5

C
D

4-
BV

60
5-

A

0 10 3 10 4 10 5

IL2RA-PE-Cy7(yg)-A

0

-10 3

10 3

10 4

10 5

C
om

p-
Al

ex
a 

Fl
uo

r 4
88

-A

cells
singlets

Live CD45+

CD4

CD8

Tregs

Teff

0 50K 100K 150K 200K 250K

FSC-A

0

-10 3

10 3

10 4

10 5

SS
C

-A

0 50K 100K 150K 200K 250K

FSC-A

0

50K

100K

150K

200K

250K

FS
C

-W

0-10 3 10 3 10 4 10 5

CD4-Cy7-A

0

-10 3

10 3

10 4

10 5

AP
C

-C
y7

-A

0-10 3 10 3 10 4 10 5

FOXP3-FITC-A

0

-10 3

10 3

10 4

10 5

IL
17

A-
PE

-A

cells

singlets
Live CD4+

IL17A+
Th17

iTreg

Supplementary Info. Flow cytometry gating strategies. (a) Gating strategy for mouse immunophenotyping of spleen. Data for peripheral and mesenteric lymph nodes, as well as large intestine were 
acquired and analyzed in a similar manner. (b) Thymus flow cytometry data. (c) Sort sort strategy for naive CD4+ T cells from spleen and peripheral lymph node negatively enriched for CD4+ T cells. (d) 
Example of naive CD4+ T cell activation staining. (e) FACS from anti-CD3 treated mice. (f) NOD EDEL naive CD4+ T cell differentiation flow cytometry gating.
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Supplementary Info. Flow cytometry gating strategies. (a) Gating strategy for mouse immunophenotyping of spleen. Data for peripheral and mesenteric lymph nodes, as well as large intestine were 
acquired and analyzed in a similar manner. (b) Thymus flow cytometry data. (c) Sort sort strategy for naive CD4+ T cells from spleen and peripheral lymph node negatively enriched for CD4+ T cells. (d) 
Example of naive CD4+ T cell activation staining. (e) FACS from anti-CD3 treated mice. (f) NOD EDEL naive CD4+ T cell differentiation flow cytometry gating.


