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Sup. Fig 1. Immune response induced by M2 or M2h vaccine. Analysis of immune
responses measured in the spleen of C57/b6 mice vaccinated with M2 or M2h at day
0, 21 and 42 and immune responses analyzed one week after the last vaccination. A)
Upper panel shows FC analysis upon stimulation with neoantigen peptides (CD8),
lower panel with helper CD4 peptides (CD4). B) IFN-y ELISpot assay with splenocytes
restimulated with neoantigen peptides. Significance was determined using Mann-
Whitney tests (*p< 0,05 **p< 0.01)



lymphocytes singlets live FOXP3+ CD25+
2 59 All Events = 50 lympho = 59 singlets .
~Z il <5 -
Ela = | 2 Q1-UL(G,10%)04+CD26+F Op3+(9,58%)
£ = =
1 1 %
4 singlets(30,29%) 4 -
4 g 4 £
< = i}
S=] 4 [E=a s
o0 [Tl oo
n @ o=
1 7 (=]
2
] 1 Jive(a6,79%) -
: 1 1 -
i 1 B =
= —— — o S1-LLT9, 615 Q1-LR{1,E0%)
i 500 1000 0 500 10° M T o
FSC-A (x10% LD KOB25-A CD25 vinlel780-A
CD4+ IFNy+
©DB CD4 4 CD4
CD45+ CD3+ CD4/CDS8
2 59: Iive B 590045 59: 003 % | CDAvPHg+(014%)
K = =27 =, | E
PO = E 1
= ] q . <]
i ] b
1 coeearTe P
] 1 - | S
j e # 2 7
.. = 5o 5 1
SRl o2 o 1 -
ge . ] EE
1 / ¥: E
2 4 E
| j 84 ] 160,70%) =7
1 CD45(36,77%) 1 ©D3-(56,35%) cCD3421 -3 E
- e
_, i = > 0 10 10 10 10
3 > IFNg PE-A
R ] T——Tr T T
o 10t 10° 108 107 10 10°
CDAFITC-A CD4 PCE 5-A
CD4+ TNFa+
CDB CO4 4:CD4
. 50 CD45 h COASTNFa+(0,21%)
EE = .
] 3
€ 3 8
o ] o
= - ]
=, 1 a 1]
BZ ©
=] . : e B
<CO3-CD18+(49,90%) o E
=4
3 U T T T
F—T——T T oot 10° e
} s e 7 THFa PCT-A
cofis Por-A
v
CD3- CD19+ IgG+ Memory Memory
50 CD3-CD19+ % _ 4:cD8 o, 4.cD4
=] ” 3 CDBemn(,02%) COEem(1 1,61%) ~ JeDdemd 07%) CD4cm(4,86%)
= | CO1G+1g0+{0,52%) <& =
L g g
R @ 2
57 ] £
EN s s
=T o =
5773 P :D;’g
| o O
= o] . -
JCDBact(17,72%  CDBnaive(B4,65%) CD4atIE TR CD4nae(s 8%
104 108 10° 0 1 108 10° 0 10% 10° 108
19G1 lnG3a2b Violete1 0-4 CDB2L APC-ATO0-A CDB2L APC-ATOD-A
v
CD8+ IFNy+ CD8+ TNFa+ CD8+ DEX+
o ©DB C04 4008 w CDBCD44:CDE 28 : Ch&+
BE BE o4
CDB+FMo+(0,26%) CDB+TNFa+(0,28%) E
4 4 w7
e . . 34 DG+ DER+(0,07%:)
&= o & o i L
ha £-73 5
T ] L ] . d.:m
o ] o [
A Eoq 4 R
8. ] 2.1 = o
2% | 5% | o
"3 i S%
=1 =1
E| E| [=]
;uuun.uum.. T 3 T T T T T T T Ty
10° 10° 107 104 10° o 0% 10 108 107
1Fhg PE-# THFa PCT-A DEX PE-4

Sup. Fig.2 Gating strategy used in Fig. 2, Fig. 3, and Fig. 6. In all but the Fig.6 where
dextramers were used, the cells were stimulated with the neoantigen peptide pool.
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Sup. Fig. 3. A. Circulating cytokines and chemokines upon NCV. Analysis of circulating
cytokines and chemokines measured in the serum of mice vaccinated with C20-ID or
C20-IM using the protocol depicted in Fig.3 up to day 24 when mice were bled (3 days
after the second vaccination). Selected markers measured by Luminex assay are
reported. B Luciferase expression in ID and IM protocol. Mice were injected with
luciferase expressing plasmid and subjected to the ID or IM protocol used for the

vaccination study. In the graph are reported the data as photons per second on the
right representative imagines



Untreated

C20 1D C20 IM
30001 2500 2500
2000 2000
@ 20001 o @
£ £ E
< E 15004 E 15004
g GE) E
E 5 5
g g g
5 . 2
g g 1000 g 1000:
2 10004 2 2
5004 500
CR: 0/6 CR: 0/6 CR: 0/6
o] T 1 o T T T T 1 o] T 1
0 50 100 0 10 20 30 40 50 0 50 100
day after injection day after injection day after injection
aCTLA + C20 IM
oCTLA4 aCTLA +C20 ID
25001 2500+ 2500
20004 20004 2000
~ _ &
® & £
£ £ £
E 1500+ £ 15004 < 1500
® o £
£ E
o (=]
> 2 5 1000
5 1000 § 10001 g
3 5 =
= [
500 500+ 5004
. CR: 6/6
. CR: 2/6 o
0 T s % 20 40 60 80 100 0 50 100
0 50 100

day after injection day after injection
day after injection y j

Sup. Fig 4 Tumor volumes of single mice. Mice were treated as depicted in Fig.4 B,
single tumor volumes were measured over time. Ratio depicts frequency of mice
with complete response (CR)
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Sup. Fig 5 Tumor re-challenge in CT26 survivor mice. Following the experimental
scheme depicted in Fig.4 B mice were treated with aCTLA-4, aCTLA-4 + C20 or left
untreated. A First tumor challenge. B Second tumor challenge. At day 70 mice
surviving the first tumor challenge (aCTLA-4 n=3 and oCTLA4 + C20 n=6) were
injected in the opposite flank with CT26 tumor cells. Untreated were mice not
previously treated with CT26 tumor cells. Six mice per group were utilized.
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Sup. Fig . 6 Memory immune response in survivor mice. Analysis of neoantigen-specific
immune responses measured in the spleen of mice Balb/c mice vaccinated as described in
the scheme of Fig. 4B and sacrificed at day 258. A) FC analysis of CD8. B) FC analysis of
CD4.
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Sup. Fig . 7 On day 20, 9 mice per group were sacrificed and tumors and splenocytes
were collected. A) Tumors and splenocytes were analyzed by FC . Frequency of CD8+
CD4* populations were gated on CD45* CD3* in live cells. CD19* B cell were gated on
CD45*CD3"in live cells. Mann-Whitney tests were conducted. B) Tumor expression of
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Supp table 1: C20 vaccine expressing CT26 neoantigens

WT Neoantigen

Symbol Seq Seq
E2f8 VILPQAPSGPSYAIYLQPAQAQMLTPP VILPQAPSGPSYATYLQPAQAQMLTPP
Aldhl LHSGQNHLKEMAIPVLEARACAAAGQS LHSGOQNHLKEMAISVLEARACAAAGQS
Slc4a3 PLLPFYPPDEALETGLELNSSALPPTE PLLPFYPPDEALE]IGLELNSSALPPTE
Nphp3 AGTQCEYWASRALGSEHSIGSMIQLPQ AGTQCEYWASRALDSEHSIGSMIQLPQ
Tdg AAYKGHHYPGPGNHFWKCLFMSGLSEV |AAYKGHHYPGPGNYFWKCLFMSGLSEV
Ubqinl DTLSAMSNPRAMQALLQIQQGLQTLAT DTLSAMSNPRAMQVLLQIQQGLQTLAT
Slc20al |[DKPLRRNNSYTSYTMAICGMPLDSFRA DKPLRRNNSYTSYIMAICGMPLDSFRA
Dhx35 EVIQTSKYYMRDVTAIESAWLLELAPH EVIQTSKYYMRDVIAIESAWLLELAPH
Als2 GYISRVTAGKDSYTALVDKNIMGYIAS GYISRVTAGKDSY|ALVDKNIMGYIAS
Agxt2l12 |EHIHRAGGLFVADEIQVGFGRIGKHFW EHIHRAGGLFVADAIQVGFGRIGKHFW
Tmem87 [QAIVRGCSMPGPWGSGRLLVSRRWSVE [QAIVRGCSMPGPWRSGRLLVSRRWSVE
Ppp6rl DGQLELLAQGALDDALSSMGALHALRP DGQLELLAQGALDNALSSMGALHALRP
Deptor SHDSRKSTSFMSVSPSKEIKIVSAVRR SHDSRKSTSFMSVNPSKEIKIVSAVRR
Napl HTPSSYIETLPKAVKRRINALKQLQVR HTPSSYIETLPKAIKRRINALKQLQVR
Cxcr7 MKAFIFKYSAKTGETKLIDASRVSETE MKAFIFKYSAKTGLTKLIDASRVSETE
Dkk2 EGDPCLRSSDCIDGFCCARHFWTKICK EGDPCLRSSDCIDEFCCARHFWTKICK
Tripl WKGGPVKIDPLALVQAIERYLVVRGYG WKGGPVKIDPLALMQAIERYLVVRGYG
Steap2 VTSIPSVSNALNWREFSFIQSTLGYVA VTSIPSVSNALNWKEFSFIQSTLGYVA
Gpcl YRGANLHLEETLAEFWARLLERLFKQL YRGANLHLEETLAGFWARLLERLFKQL
Usp26 KTTLSHTQDSSQSSQSSSDSSKSSRCS KTTLSHTQDSSQSLQSSSDSSKSSRCS




