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Supplementary Figure 1 (a) Experimental schematic diagram of in vitro co-culture model 
followed by functional analyses (b) Post-sort flow plots for three populations:  TN cells 
cultured alone, TN CD45RO+ cells, and CD4 TCM sorted from the co-culture conditions (c) 
Experimental schematic design of in vitro stimulation of naive CD8 T cells from Nur77GFP 

mice using anti-CD3/CD28 coated beads followed by phenotypic analyses (d) 
Representative flow plots and (e) Bar graph showing percent of CD44hi and CD44lo 
expressing  NR4A1 (Nur77)-GFP. 
 

 

 

 

 

 



Li
ve

/D
ea

d

CD44

CD44lo CD44hi

FS
C

NR4A1(Nur77)-GFP

Gated on 
CD8 T cells

11.3%32.9%

1.2% 82.4%

1.42%47.1%

0.71% 14.3%

C
el

ls
S

up
er

na
ta

nt

N
R

4A
1 

C
D

8 
T 

ce
lls

 
(%

 o
f p

ar
en

t)

A B
%

 N
R

4A
1 

C
D

8 
T 

ce
lls

 
A

m
on

g 
C

D
44

lo

%
 N

R
4A

1 
C

D
8 

T 
ce

lls
 

A
m

on
g 

C
D

44
hi

TN 
Alone

Sup. Cells TN 
Alone

Sup. Cells

C D

Suppl. Figure 2 

E

FSC-A
SS

C
-A

SS
C

-A
Li

ve
/d

ea
d

FSC-AFSC-A

C
D

8
SSC-H

H2Kb-SIINFEKLCD3

SS
C

-A

SS
C

-A

Gated on host live singlets

host CD3 negative 
population

-
+

M
em

or
y 

C
D

4 
T 

ce
lls

 p
ul

se
d 

w
ith

 O
va



Supplementary Figure 2 (a) Representative flow plots showing percent of CD8 T cells 
expressing NR4A1(Nur77)-GFP in two conditions: supernatant and co-culture. Percent 
(b) of parent [CD44hi and CD44lo] and (c) among CD44lo and CD44hi CD8 T cells (d) 
gating strategy for for live splenic CD8 T cells related to Fig.2E-F (e) Representative flow 
plots and bar graph showing % of host CD3negative population expressing H2Kb-
SIINFEKL peptide complex in the presence or absence of adoptively transferred memory 
CD4 T cells pulsed with Ova. 
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Supplementary Figure 3 (a) Schematic of in vivo adoptive transfer experiment. OT-I 
CD8 T cells (Thy1.1/1.2) were transferred into Thy1.2 congenic hosts either alone (n=4) 
or with CD4 TMEM cells isolated from mice ubiquitously expressing Ova (n=6). CD44/CD62L 
phenotype of OT-I cells were assessed in the spleen after seven days. (b) Representative 
flow cytometry plots and (c) Bar-graphs showing percent of OT-I cells acquiring 
effector/effector memory phenotype (CD62Lneg CD44hi) from hosts receiving OT-I alone 
or OT-I + CD4 TMEM expressing Ova. (d) Feature plots showing expression of naive/central 
memory T cell markers (top panel) versus T cell effector markers (lower panel). (e) 
Number of islets in NOD mice treated with EnoBlock versus PBS (f) Bar-graphs showing 
percent of CD44hi in pLNs isolated from EnoBlock treated NOD mice compared to PBS 
(g) Gating strategy for for pancreatic lymph nodes CD8 T cells related to Fig.4H-J 

 

 




