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S1 Gating strategy for DC subsets in the: skin draining LN
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Gating strategy of LN and skin explants from FIt3L-secreting B16 tumor treated mice vs.
untreated controls:
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Figure S1. (A) Representative schematic of cDC and migDC subset gating in LN, (B) Representative
gating schema for skin explant gating from FIt3L treated Langerin GFP mice and (C) skin explant
gating from control and FIt3L treated C57BL/6 mice. For skin explants, ear halves were pooled from 3
individual mice and harvested at 72 hours. (D) LN and skin explant gating from C57BL/6 mice treated
with B16-FIt3L tumors vs untreated controls. (E) During FITC painting the majority of the
inflammatory infiltrate observed within the Langerin- gate and are CD24 low. (30 hours, n=3 mice,
average percentage +/- standard deviation shown).



PS&&Ze 31 of 33

a LN: 160
1000 o
. B[t treated 2 140
) E =
2 100 Control 5 o 120
a £t 100
g I EE: 80
- -
w1 I 1 I I [ K E’Q 60
o
= 01 I == 40
o o
]
€ 0.01 20
2 0
= 0.001
(@] oy oy » b‘x (% b‘x (%
SERS QP ap )
00\ OO\ xooq/ ><Qo xooq’ XOQ pom ~0’O > '\\ox
& & Qrb Qrb N\ r\'{o \'{o N )
§ & & & 5L S
& & S & 8 & & R RO
b\/ é\/ &\Q Q}\ Q}\ 2 o) QQ O’b O‘b
S & & & & & & F N
NSEENMEN NN V V v
b Skin explant:
4.5
T 4 BF[t3L treated
X 3.5
T3 Control
(]
Q2 25
E »
£15
T 1
o
0.(5) -
Q“-" o <l N
XOO\ O * 00\\ «00\
) & & &
b\’(b@ \9‘@ \,"’(\% NS
‘b(\
\/O
t 5
Q
g €< 18
S 45 "Fit3Ltreated 55 0
x 4 =
5 35 Control =8 14
525 5@ 10
S 2 ow 8
—_— - =
° © 6
] 1.? e 4
O'g | [ | I g - N I I
P . p . P SR CalEPN SIS N RPN SRR RPN 14
o & W X o Y & S QP o)
& & PV PN PSSP
S L J S N S L Lol T XU S
L & X PN NSRRI G
S &S NPV FEL PP PO
& & L RN L7 & PP L &LELESL
XSS S SRR AR AR S
LIPS SR U S s F Rl fb‘\g\,'b(\ RN
NN RN N ¢ VNV NV Vv

Figure S2. Quantitation of CD24+ and CD24- migratory DC subsets from FIt3L treated and control mice (a.
LN and b. skin explants). For LNs, the mean cell numbers (log) plus and minus the standard deviation from
pooled axillary and brachial LNs are depicted. One of three replicate experiments shown.
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Figure S3. Representative flow cytometry gating of Zbtb46-DTR mice vs. C57BL/6 controls 24 hours post DT
administration. DC from (A) skin draining LNs (B) skin explants.
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Gating strategy for CFSE divided T cells:
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Figure S4. Representative gating of CFSE diluted OT1 (Va2, CD8+) T cells cultured with DC subsets and OVA
(one of three triplicate wells is shown per sample from duplicate experiments).



