Figure S3

g B B
< )
3 2] o R
O
KB
95.5% 97.3%
FSC-A FSC-A Sirpa
C peptide antigen presentation assay
B
S 100 == NO stimulation 1000 =
£ 80 == activated
e
g 60 800
S 40
E 20 £ 600
2 0 2
CD86 CD80 IA-IE CD40 Z 400
g
200
D Cellular antigen presentation assay 0
O o & F
60 & & O
S &S
N 3
9 [
. 40
£ E CD8+ CD8+ CD4+ PD1+ NK cells Sirpa+DC
Z 6 4 10
w -
= 2 * *k 4 ns 3 ns
2 . 23 ! 28 2 o 3 |—| 2g !
. = D . @
84 8 G 8 g £ St !
o- P Joo Hao] * % 55 g c oS¢
& & FSF P g, S . |™| B 5 E g5 T
PO R b nn - Cre - 5= Eg 1
O o 0 @ <] u o1 S 5 E® 1 . 2 a k&
© o & ey ® ES ® 3 e €l =z
X [e) Q .
O«\\x@o o/\\ 0 T T 0. T T 0. T T 0 T T 0 T T
& PBS DC vax PBS DC vax PBS DC vax PBS DC vax PBS DC vax
F G tumor weight H DC vax
NK cells irna+ Ctrl aPD1 DC vax
Sirpa+DC . +PD1
400+ ; 3
*k
ns 0.64 *% ‘
03 ! 2 . B
3 2 £ 300+
+ a <
&2 & 04 g
< a [
a 3 2 2004
o s 9]
© © 0.24 £
o1 M x Y S
& r':l;] = 100
0 T 1 0.0 T T
PBS DC vax PBS DC vax 0
Figure S3

A. Representative flow cytometry results of isolated Xcr1+ cDC1s used for DC vaccine experiments.

B. Histogram of indicated marker expression gated on Xcr1+ cDC1s analyzed by flow cytometry. Xcr1+ cDCs were isolated and cultured

with (=activated) or without (=no stimulation) Polyl:C (20 pg/ml) for 4 hours before staining.

C, D. IFN-y ELISA testing the ability of Xcr1+ DCs to activate CD8+ T cells. CD8+ cells isolated from OT-1 mouse splenocyte (OT1) were
co-cultured with Xcr1+ cDC1s (DC), with or without stimulation of ovalbumin short peptide (short), ovalbumin synthetic long peptide (SLP) in
Figure S3C and MOC1esc1-OVA (full length) cell lysate (MOC1esc10VA) in Figure S3D. n=2-3.

E, F. Flow cytometric analysis of MOC1esc1 tumors (E) and DLNs (F) treated with intra-tumoral PBS or DC vaccine on days 1/4/7 post inoculation,
and harvested on day 14 post tumor inoculation. (n=8, representative data of two independent experiments.)

G. Tumor weight measured on last day of experiment in Figure 3E.

H. Photo of tumors harvested in experiment shown in Figure 3E.
Individual data with mean £ SD are plotted in Figures S3C-G. Data were analyzed using the Mann-Whitney U Test to generate two-tailed P values in

Figure S3E, F, and One-way ANOVA followed by Dunnette’ s multiple comparison was used for Figure S3G.



