WO 2022/053703 PCT/EP2021/075184

s W P H w e } L - &
VSV-GP-TAA
B

[ e H Mad H TLRag |

Fig. 1

1/34
SUBSTITUTE SHEET (RULE 26)



A

WO 2022/053703

% of OVA-specific

PCT/EP2021/075184

201
2
© 151
© -e- Control
|_
® 0O KWV
S 104
> - K/N/K
S . = V/KN
©
0 L] 1 "l 4I- 1
0 5 10 15 20 25
Days post priming
40
Lo 20
°g -e- Control
(0]
o - KNV/K
J o 4
20 - V/KIK
= -8~ K/KIK
5 810
R® 05
0.0
0 5 10 15 20 25
Days post priming
- Mock
2 407 e o KKKK
g Kkk * VVWVWW
& o TR e KVKK
2 8 g
g+
L.
n 0O
~ 0
w ©
G
S s o
O_O - T |§?% —1
0 10 20 30 40 50
Days post priming
Fig. 2

2/34



WO 2022/053703 PCT/EP2021/075184

A
o0
L=
g © -e- Control
% i
<>t8 " "."K/VI-.V./K
oo \i - K/Vim./K
o ©O
= §
I. L] ‘ T q IW“Q)K
0 20 40 60 80 100 120 140
Days post priming
B
£ 1x108+ **
8 L
£ 8x1054
8
3 6x105-
<o
>0
O 5 4x1054
‘*6 o
3 2x1054
S
>
=z 0-
00
C L 1x1084
S 5
£ £ 8x10°4
O ®©
[0
£
7 o 6x10° -
< [e]
5L 4x105
5%
3= i
é : 2x105
2 0

3/34



PCT/EP2021/075184

WO 2022/053703

dekokk

[ | " *
] i
*
L]
*
*

—— . %
< < s - 1 T T 1
P o P © © © © < o
= 2 = o o Py o
X x X - - — —
® N - % % x "

— o] -— 0
poo|q Jo |/

sj)esqns ||80 | 80 Alowsw slleo | 80 Atowaw Jo 10joaYd
olj109ds-yAQ 10 Jaquinn o498 ds-yYAQ 40 JaquinN

B K/VSViv./K
® K/VSVim./K

*kdkk

4x105
3x105
2x105
1x105L

s[|99 1 8@9D Alowaw o 10}oay s
oy1vads-yAQ 40 JaquinN

Fig. 3 (continued)

4/34



WO 2022/053703

-
N
1

-
o
L

o
(%]
1

% of cytokine-producing
among CD8 T cells

o
o
L

IFNy -
TNFa -
cD107  +

PCT/EP2021/075184
DD 07 D4 k13
1] t t A
TC-4 Prime Boost Splenocyte
implantation harvest
*:::*M ***-*.
] o e Control
| ¢ KK
| | o
- m KV
" A W

% of GzB among
CD8 T cells in spleen

204

+ + + +
- - + +
- + - +

F*kkk

5/34



WO 2022/053703 PCT/EP2021/075184

A
Do D7 D14 D21
TC-1 Prime Boost TiLs analysis
implantation
B
100+
L
=
2 80 m KV
e v
T Tk a w
> S 60- 1
Iy
g 8 40+ wxk Ekkk
© 0O )
€ 20-
X
0" T
PD1 - - - - + + + +
Tim3 - -+ o+ - -+ o+
KLRG1 - + - + - + - +
C
o 407 e
g aard e Control
ow
_§§ 30+ &—:‘:ﬁ— ='A | \I'jVV
= A
8¢ 201 _4 "2
£8 [
< o 10- A **_!“'
- C ° L] A
> 0 L] ]
% g 0+ t-A omA SdmA e O ... .. o A e
= 0
|FNY - - - + + + +
TNFo. - + + - - + +
cD107  + - + - + - +
Fig. 5

6/34



WO 2022/053703

control

POOOOOOOOO
Q000000000
QOO0 OOOOOD
000000000
HOOOOOOOOO
HOOOOOODOO
HOOOOOOOOO
HOHOOOOOOO
SOOOHOOOOOD
HOOCSI0000

K-v

0]0]0/0/0.0.0/0]0]0);
0]0]0/0.0.0.0/0]0]0);

tlelelelelelelelele)
eeloleleleleleele
Q000000000
0000000000
0O0HHHOBDHD

€6

2000000

K-K

0]0/0/0/0/0/0]0]0]0)
olololoelele] l&(e)
elelelelelelelelele)
elelolelelelelelel®
OOO0DO0O00
O0OOOOOODOD
O0O000OO0OGS
DOOOOOOOOD
OO0 2900
0060000060060

V-V

010000000100,
000000006
OOOOOO0OOOO
slelelelelelalalele)
elelelelalalalalll)
0000000000
000000000
OOHHOOODOOD
OHCO0800000
0000000000

L8

Fig.6

7/34

PCT/EP2021/075184

CD8+T
CD4+ Tregs
CD4+ Teff
mMDSCs
gMDSCs
Neutro
TAM1
TAM2
NKT

NK

B

DCs

NEONCEDDOCODED

O cDcC2

i1 moDCs

l CD103 cDC1
B CcD8 cDC1
B pDC



WO 2022/053703

Mock
1.5
(2]
£
L
1 0l
£ 1.0
2
©
>
& 0.51
E
g (0/7)
0.0 v " : ‘ )
0 20 40 60 80 100
Days post tumor
VVVWV
_ 15
©
E
L
1.0
£
2
°
= 0.5
50.
£
= (0/7)
0.0 ; ‘ : : )
0 20 40 60 80 100
Days post tumor
KVKK
_ 15
(2]
E
L
g 1.01
S
°
>
g 0.5
3 (/17)
0.0 L T . .
20 40 60 80 100
Days post tumor
Fig. 7

8/34

PCT/EP2021/075184
aPD-1
,\1 .51
©
£
L
@ 1.0
=
3
(=]
>
E 0.5
0.0 T T T T 1
20 40 60 80 100
Days post tumor
KKKK
_ 1.5
“©
£
L
@ 1.04
E
2
g
E 0.54
2 (/7)
0.0 f " r T .
20 40 60 80 100
Days post tumor
KVKK + oPD-1
1.5
E
s
g 1.04
3
°
>
5 0.51
£
2 (417)
0.0 " . T )
0 20 40 60 80 100

Days post tumor



WO 2022/053703

—

(]

o
L

Percent survival
(6]
e

Survival

PCT/EP2021/075184

Ova specific
CD8* T cells [%]
S
Q@

days post treatment

© KVKK + aPD-1

—
»p o ® O
e 2 @ °

PD-1+ among OVA spec.
CD8* T cells [%]
N
Q@

o

10

20 30 40
Days post tumor
= VVVV
* KKKK
<+ KVKK

© KVKK + aPD-1

o

10 20 30
Days post tumor

Fig. 7 (continued)
9/34

40



WO 2022/053703 PCT/EP2021/075184

E
* VVVW
0.6/ R2=0.3071 * KVKK
A Vv © KVKK + aPD-1

mo.4—
A R2=o.o7.3§\,
+ 2] &7 :‘6 R?= 0.5751
0.0-
0 20 40 60 80

% Ova CD8* T cells
at d26

Tumor volume

Fig. 7 (continued)

10/34



WO 2022/053703 PCT/EP2021/075184

A
Mock oPD-L1
,-.1'5 15
P &
8 8
© 1.0 21.07
£ E
2 G
> >
205 =
- g0.5 ,/
5 (17) 5 [ (117)
e ———— : :
0 10 20 30 40 50 60 70 00510 20 30 40 50 60 70
Days post tumor Days post tumor
VVVV KKKK
15 15
5 a
: :
©1.0] @ 1.0
£ g10
=2 3
: 3
\20.5- / 50.5
5 417 E
,_0 | (4/7) ] // (0/7)
: P . 0.0+ =
0 10 20 30 40 50 60 70 :

0 10 20 30 40 50 60 70

Days post tumor Days post tumor

KVKK KVKK + oPD-L1
=15 ’ 15
E &
g 5
g1.0' 21.0-
= 3
3 3
S S
505 / 50.5]
g (1/7) g /
= oL / = = (5/7)
"0 10 20 30 40 50 60 70 0.0

K
0 10 20 30 40 50 60 70

Days post tumor Days post tumor

Fig. 8

11/34



WO 2022/053703

B

Survival

100

Percent survival
(@)}
@

PCT/EP2021/075184

--- KVKK

Adpgk specific
w S
e @

CD8* T cells [%]
N
@

—
@

20 40 60
Days post treatment

4§i

1/ L

< Mock
+* VWV
= KKKK
4 KVKK
< KVKK + aPD-L1

10 20 30
Days post tumor

Fig . 8 (continued)

12/34

40



WO 2022/053703 PCT/EP2021/075184

A Mock aPD-1
a 1.0 &~ 1.0
E’, 0.8 LE-’, 0.8
o ®
E 0.6 E 0§
$ 0.4 S 04
o S (ol
£ 0.2 g U
= oo 1) : 00550 40 6'0(0/713'0
"0 20 40 60 80
Days post tumor Days post tumor
KKKK
J:E‘ 1.0 oﬁg 1.05
£ 0.8 % 0.8
m o
E 0.6] § 05
S 04 g 0.41 g
3 (o]
£ 0.2 £ 0.2 /
: = i& i (1/7
® ool T 0w 5)
0 20 40 60 80
Days post tumor Days post tumor
GE‘ 1.0 mE 1.0
£ 0.8 %0.8'
®
E 0.6 50_6_
o) []
S 0.4 > 0.4
2 0.2 £0.2
g™ 5 , : / (4/7)
'E 0.0l D~ (0/7) - 0 0_ z > :
"0 20 40 60 80 "0 20 40 60 80
Days post tumor Days post tumor
Fig. 9

13/34



WO 2022/053703 PCT/EP2021/075184

B Survival
— 1001 el e nt
2 :*’I"'ﬁ”é — Mock
2 Ly, - aPD-1
® b = VWW
£ 50 ! — KKKK
[ b,
o L —Kvkk
o : - KVKK + oPD-1
0 o L v :
0 20 40 60 80
Days post treatment
C
- 40,
0= < Mock
£ 2 30 + Mock + CPI
o @ + VWV
2 © 20 —2 % KKKK
- —§ <+ KVKK
w 8 10 © KVKK + CPI
Q
0 —-
0 60
Days post tumor
D
15
(]
£
&,
O~ ] e KVKK
gﬁ 1.0 R2=0.233
_—
o8& ® KVKK + CPI
= ~ 0.5 R2=0.700
E [ ]
E [ 4
0.0

' — I D
10 20 30
E7 specific CD8* T cells [%]

Fig. 9 (continued)

14/34



PCT/EP2021/075184

WO 2022/053703

Eg-7 remission day 89

0 O O O O
<t O N

[%] si192 1,800
oiioads eAQD

MC-38 remission day 76

505050.
NN ™

[%] slieo L ,8aD
o1o1199ds yb6dpy

TC-1 remission day 84

OTNHOAN=O

[%] sl1e2 1 ,8aD
oioads /3

Fig. 10

15/34



WO 2022/053703 PCT/EP2021/075184

A
Control KKKK
T 15 =19
A e
g 1.0 g 1.0
3 2
o 3]
 0.5] 2 0.5
£ £
P oot  (@5) e oo~ (/)
"0 10 20 30 40 50 60 70 0 10 20 30 40 50 60 70
Days post rechallenge Days post rechallenge
KVKK KVKK + oPD-1
;g 1.57 & 1.5
13 §
@ i ) i
£ 1.0 £ 1.0
2 3
9 O
> 0.5 2> 0.5
£ g
S 1/1 =] 4/4
= I 1) I N I /L)
0 10 20 30 40 50 60 70 0 10 20 30 40 50 60 70
Days post rechallenge Days post rechallenge

Fig. 11

16/34



WO 2022/053703

B

Control

— —
Q@ il

Tumor volume (cm?)
o
o

o
Q@

= 13
0 10 20 30 40 50 60 70
Days post rechallenge

KVKK

Tumor volume (cm?)
o - -
o 2 o

o
(=)

| (6/6)
0 10 20 30 40 50 60 70
Days post rechallenge

PCT/EP2021/075184
\ATAAY
5 1.5,
E
2
o J
g10
=
g
205
£ (3/5)
S
N ——
0 10 20 30 40 50 60 70
Days post rechallenge
KVKK + aPD-1
5 1.5
E
2
® 1 nf
£ 1.0
=
o
> 0.5]
£
200 (3/4)

0 10 20 30 40 50 60 70
Days post rechallenge

Fig. 11 (continued)

17/34



PCT/EP2021/075184

WO 2022/053703

KKK

40 60

20
Days post prime

- T T T T (]
o o o o o o
[=] w0 © < o
-

[%] si199 1,800 syoads eap
Buowe uoliodold

60

40

S -

—

20
Days post prime

-

r T T T T o
[ [ Q o o Q
m <« «© < N

[%] st129 L ,8Q9D 2u102ds eAQ
Buowe uoguodouiyd

KVK

© EECs
o SLECs
* MPECs

60

40

20
Days post prime

= T T T T o
o (@] o (@] (@] o
o (o] © <t AN
—

[%] s1199 1,800 2uy109ds eAQ
Buowe uoiodold

Fig. 12

18/34



WO 2022/053703

% of CEA-specific
among CD8+ T cells

% among CEA-specific

PCT/EP2021/075184

® Naive
O -NSVil/-
B K/K/K
O K/V8V¢/K
v K/VSV-Mad128/K
A K/VSV-Madi128Anaxa /K
vV K/VSV-ATP128/ K
100+
. vav

(2]

= -

8 604

- vaisw .

R 40- vaAy

o v

A4
20— ; 'g v
A % v .V
PD1 - - + +
KLRG1 - + - +

19/34



WO 2022/053703 PCT/EP2021/075184

. 1200— — ® Naive
5 e . KIK/K
*%
£ 800 M O K/VSV/K
@ . v K/VSV-Mad128/K
3 400 v A K/VSV-Mad128Anaxa / K
,_ + vV  K/VSV-ATP128/K
o 2007 v &
= v
. =
o 1004 -
© i ] v
Q. —_— * v
@ 0o 1T
B
CEA specific-response
0.4~
(@)}
E *;*
ow
23031 v
o O Kk kk
8 v
q'_) o A
2802+
S o [ -
% 2 v 80 &
Sgot{ 7 *q7a v v
L ° " v
-0 o ®
0015 a- 80%4Y Oyis g0 A8 gB¥sE 5 8
IFNy - - + + + +
TNFo + + - - +
cD107 - + - + -
Fig. 14

20/34



WO 2022/053703

@
o
i

* %

(o2}
o
1

% of GzB* among
CEA-specific CD8 T cells
N N
9

o
i

Fig. 15

21/34

<> <0

PCT/EP2021/075184

K/VSVé I K

K /VSV-Mad128 / K

K / VSV-Mad128Anaxa / K
K/ VSV-ATP128 / K



WO 2022/053703

HPV-E7 specific
CD8 T cell subsets (%)

PCT/EP2021/075184

o

N
P
*
*

)

HPV-E7-specific
CD8T cells (%)

HPV-E7-specific
CD8T cells (cells / ml)

100,

Fig. 16

22/34
SUBSTITUTE SHEET (RULE 26)



PCT/EP2021/075184

WO 2022/053703

(%) s11L.8AD
dydeds /3-AdH

(Jowiny Jo B/s|[@2)
$711.8@D 2y1dads /3-AdH

Fig. 17

23/34
SUBSTITUTE SHEET (RULE 26)



WO 2022/053703 PCT/EP2021/075184

* Panel genes
wa FC>2
mm p<005

; Panel genes
mx FC<-2
me p<0.05

Fig. 18

24/34
SUBSTITUTE SHEET (RULE 26)



WO 2022/053703 PCT/EP2021/075184

Activation

Cytotoxicity

Checkpoints

Fig. 18 continued

25/34
SUBSTITUTE SHEET (RULE 26)



WO 2022/053703 PCT/EP2021/075184

Interferons

Interleukins

Fig. 18 continued

26/34
SUBSTITUTE SHEET (RULE 26)



WO 2022/053703 PCT/EP2021/075184

CD11c

Function and
activation

Cross presentation

Fig. 18 continued

27/34
SUBSTITUTE SHEET (RULE 26) ’



WO 2022/053703 PCT/EP2021/075184

Chemokines

+4.0 B mock

Fig. 18 continued

28/34
SUBSTITUTE SHEET (RULE 26)



WO 2022/053703 PCT/EP2021/075184

MHC |

MHC II

Non-classical
MHCs

Processing

Fig. 18 continued

29/34
- SUBSTITUTE SHEET (RULE 26)



WO 2022/053703

PCT/EP2021/075184

Genes uniquely upregulated in KV

Gene Fold change Gene Fold change Gene Fold change
€d36 57.35 Timd4 23.26 cr2 11.74
Ifnal 55.69 lI5ra 22.94 Lyvel 11.47
121 50.03 Cxcl2 22.63 3 1145
Cxcll 4991 Cxcr2 2248 Tnfrsf4 11.38
Gbp2b 4713 C8a 21.92 Itgh3 11.31
Lamp3 46.09 Kiral 21.81 cd5 11.15
125 43,57 Cd5%b 2147 AZm 11.14
Kira7 42.96 Cd96 21.32 Len2 11.04
Cel22 42.69 Ifna4 21.22 Epcam 11.03
Fcerla 42.53 Ccl20 2098 Ifng 10.96
C8b 42.13 Lta 20.67 Tnfrsfl3c 10.93
Defbl 4211 MbI2 20.62 Gata3 10.78
H2-0b 41.66 Tnfsf15 20.61 Ccd1ld2 10.63
9 41.36 Irf4 2049 c7 10.6
Kira3 39.83 cé6 19.88 S100b 10.53
c9 38.99 Cer9 19.14 Itgae 1047
12 38.71 Ccr3 17.82 Ifna2 10.38
CD209%e 37.28 Ticam2 17.07 Raet1 1037
Chil3 37.24 Arg2 16.66 122ral 10.3
Tdo2 35.57 Xerl 16.57 Cxcrl 10.21
Eomes 35.02 Elk1 16.32 Trem2 10.12
Cxcl5 34.91 19 16.23 Cd40lg 9.68
Prg2 34.6 Rorc 15.55 16 9.22
Pinl 33.94 Tnfsf13 1543 Ifni2 9.04
Ifnb1 32.6 Nos2 14.59 Treml 8.96
Kirblc 32.36 Ccré 14.46 Lif 8.84
Mnx1 32.22 Saal 13.86 Ccr4 8.79
Ccll 32.09 Alcda 13.66 Mpo 8.61
Slamf1 3117 Cd1d1 13.63 AdoraZa 847
Tall 30.87 Klra6 13.62 €d207 8.46
Ifi141 3047 Sele 13.6 Feer2a 8.37
7f 29.85 Cxcl13 13.58 Hras 8.37
Crp 28.82 Tnfirsfl7 13.44 Ctsg 8.09
Tnfsf18 28.67 Ambp 13.04 Tnfrsf13b 8
Ppbp 2813 Tnfsf8 12.99 Ccll7 7.77
1123r 27.74 Stégall 12.86 Serpinb2 7.73
Kirg1 26.13 Cfi 12.51 Cdhl 7.64
Mme 26.12 Ms4al 12.45 Masp2 7.64
H2-Q10 26.01 Ltf 12.42 Mst1r 7.63
1123a 25.97 Hamp 12.31 Smpd3 7.55
Ighi1 25.87 I rapl2 12.22 Sle7al1 7.39
PouZafl 25.38 [117rb 12.19 Blk 7.38

Fig. 19
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cd22 25.25 Pax5 12.15 Cd79%a 7.33
cd160 25.08 1o 12.07 Ccl28 7.27
Cd8b1 25 llla 12.02 Cerl 7.19
Ido1 24.85 Cdk1 12.01 1112b 7.05
Cxcl1l5 24.5 Pmch 11.91 Ceacaml 7.02
Tnfsf4 24.14 Cd163 11.8 14 7.01
Genes uniquely upregulated in KV (contd.)

Gene Fold change Gene Fold change Gene Fold change
Cd33 6.96 Gfil 4.62 Ly96 2.75
Cxcl3 6.93 Bmil 4.6 v Prkcd 271
C5ar1 6.87 Argl 4.55 Fecgr2b 2.64
Tpsab1 6.86 Tnfaip3 4.5 M17ra 2.58
Csf2 6.8 H17a 443 Tank 2.58
Kirb1 6.73 Tnfrsfl1b 415 Itch 2.57
Osm 6.57 Kit 4.1 Mertk 2.55
Ltk 6.53 Atg5 3.99 Thk1 2.55
Ccl24 642 Thx21 391 Ifnar2 2.54
Pnmal 6.19 Mef2c 3.9 Creb5 2.52
F13al 6.05 Tir4 3.89 Tnfsf12 2.51
Fit3 6.05 Cd3eap 3.81 Tirap 2.5
Ccdo68 6 Nt5e 3.7 Irf2 245
Chitl 5.96 Vwf 3.7 Prkce 243
Mrcl 5.96 Ticaml 3.64 Smad3 242
Csf3 5.88 Crebl 3.55 Ifnarl 2.38
Fadd 5.88 Angpt2 3.51 cd14 2.35
Angpt1 5.85 Card9 3.5 Bcl2 2.33
Gpr44 5.85 Ripk2 342 Hsd11b1 2.33
Itga2b 577 Ccnd3 3.32 Mcam 2.31
Ccl25 5.58 Irak4 3.15 Tnfrsf10b 2.26
F12 5.52 Traf3 3.09 Staté 2.23
Rag1 5.23 Ythdf2 3.04 Itga2 2.22
cxer5 5.22 Atg12 3.01 Casp8 2.21
Icam4 5.16 Ikbkg 2.99 l6ra 2.21
Tir5 51 Fut7 297 Cd276 2.16
Mr1 5.08 Abcal 295 Trp53 2.15
Bid 4.89 Ikbkb 2.89 Tubb5 2.14
Ccl27a 4.81 Irak2 2.87 Ep300 2.12
Atm 478 Mavs 2.87 Jak2 2.1
Cd44 476 Rel 2.85 Plaur 2.09
Rps6 4.69 1112rb1 2.81 Erbb2 2.05
Atg10 4.62 Dil4 2.76 Cdh5 2.02

Fig. 19 (continued)
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