
A

B

CD8 T Cells CD4 T Cells 

0 50 100
0

5

10

15

20

0 20 40 60
0

2

4

6

8

10

%
 o

f V
ia

bl
e 

C
D

45
+ 

le
uk

oc
yt

es
 

Days post-enrollment 

1262 1493 1638 

C

Supplemental Figure S1
Evans et al

Iso
ty

pe C
ontro

l

αC
D8  

αC
D4/C

D8
0

5

10

15

20

%
 o

f V
ia

bl
e 

C
el

ls

Tumor   
Spleen  

* *

** **

Iso
ty

pe C
ontro

l

αC
D4/C

D8
0

5

10

15

20

%
 o

f V
ia

bl
e 

C
el

ls

**

CD8 T Cells CD4 T Cells 

0 20 40 60
0

2

4

6

8

10
CD4 T cells
CD8 T cells

Iso
ty

pe C
ontro

l  

αC
D8

αC
D4/C

D8
0

5

10

15

%
 o

f v
ia

bl
e 

C
D

45
+ 

le
uk

oc
yt

es

****
****

Iso
ty

pe C
ontro

l

αC
D4/C

D8
0

5

10

15

%
 o

f v
ia

bl
e 

C
D

45
+ 

le
uk

oc
yt

es ****





P=0.708 P=0.305 

Supplemental Figure S2
Evans et al





 0.086%  

 99.9%  

4662 
parental 

V6.Ova 

td-Tomato H-2Db H-2Kb I-Ab 

WT  
spleen 

Isotype 
No IFNg
IFNg

Total splenocytes 
CD19+ cells 

Supplemental Figure S3
Evans et al

A 

B 

4662 
parental 

V6.Ova 

PD-L1  
Isotype 

IFNg
No IFNg



Supplemental Figure S3. Expression of MHC class I and class II and PD-L1. 

Parental 4662 and V6.OVA cells were analyzed by flow cytometry for expression of (A) 

td-Tomato, MHC class I (H2-Kb and H2-Db) and MHC class II (I-Ab) with or without IFNg 

stimulation in vitro. Positive control for MHC class II staining is shown on the bottom 

right for total wildtype (WT) splenocytes and CD19+ B cells, or  (B) PD-L1. 
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Supplemental Figure S5. Characterization of tumor-infiltrating leukocytes in 4662 

and V6.Ova tumors.  Cohorts of mice (n=5/group) were injected with 106 4662 or 

V6.Ova tumor cells s.c. and tumors were harvested at day 9 for analysis by flow 

cytometry with regard to the indicated leukocyte subsets.  Statistical analysis was 

performed by Mann-Whitney t test with significance as indicated: *p<0.05, **p<0.01. 
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Supplemental Figure S6. Tumor experiments in OVA tolerant mice. Subcutaneous growth 

of V6.OVA tumor cells in C57BL/6 wildtype (WT), CD8-depleted WT, or (A) Act-mOVA Tg mice, 

(N=3-5 mice per cohort, representative of two independent experiments, or (B) orally tolerant 

OVA mice (N=5-8 mice per cohort, one experiment). P-values shown are generated by two-

way ANOVA. 
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Supplemental Figure S7. Orthotopic growth of 4662 PDA and V6.OVA tumor cells. (A)  
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Supplemental Figure S8. Differential gene expression analysis of 4662 parental vs. 

V6.ova. Comparison of gene expression between 4662 parental and V6.ova cell lines in 

vitro as determined through RNA-seq; samples submitted in biological triplicate (n=3). 

Normalized gene transcript counts (plus pseudocount +1) and Wald test statistics p-values 

were calculated using DESeq2 v1.12.3 (R 3.3.0). *b-catenin adjusted p-value = 2.81E-12. 


