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FIG. 24
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FIG. 27

2T2C tumor regression in mouse A431 (EGFR++/HER2+/-/CD71+) tumors
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FIG. 29
A

A431 (EGFR++/HER2+/-)

125
S )
> X 75
£ 0
= O
o -
_g 1]
=2 50
v 2
2 €
55 25
[
-2
5 Brrr : rrrd : : ]
oY N ) \90 000
Cetuximab or Cetuximab-S01861 (nl\k)
B
CaSki (EGFR+/HER2+/-)
125

—>= Cetuximab

e CEEUXIMab-
(Cys-L-501861)""

Cetuximab + 50 pM

50 Trastuzumab-saporin
= Cetuximab-
3,7
25 (Cys-L-S01861)
+ 50 pM Trastuzumab-
saporin
oY > » & \900

Cetuximab or Cetuximab-S01861 (nM)



WO 2021/259944 PCT/EP2021/067030

48 /69
FIG. 29
C
A431 (EGFR++/HER2+/-)
125 -
i
_ %
z %
% = 75
T
> T
= @
] 50
o &
2 €
& 2
g 25 -+

R I R T IR B )
0000090 ¥ o O MR

Trastuzumab-Saporin (pM)

CaSki (EGFR*/HER2*/")
125

- Trastuzumab-saporin

Trastuzumab-saporin
+ 75 nM cetuximab

Trastuzumab-saporin
+ 75 nM Cetuximab-

3,7
(Cys-L-S01861)

]
i T T vy T T

\> N> 2 > e N O O
\

& S '
o® © >

Trastuzumab-Saporin (pM)



WO 2021/259944

49 /69
FIG. 30
A
Hela (EGFR*-/HER2*/")
125
g _
> X
2o
3 S
8o
> T
T2
2
82 25
o
oY N N & \900
Cetuximab or Cetuximab-S01861 (nM)
B
A2058 (EGFR/HER2*/)
125
75
50
25
oV > N KoY &

Cetuximab or Cetuximab-S01861 (nM)

PCT/EP2021/067030

—>= Cetuximab

Cetuximab-(Cys-L-
501861)"

Cetuximab + 50 pM
Trastuzumab-saporin

Cetuximab-

3,7
(Cys-L-501861)

+ 50 pM Trastuzumab-
saporin



WO 2021/259944 PCT/EP2021/067030

50/69
FIG. 30
C
Hela (EGFR+/-/HER2+/-)
150
125 7 ==gees Trastuzumab-Saporin
£ T T T
> X 3 5 100 = 1
£8 13
'_‘.: 1 == Trastuzumab-Saporin
S 5 75 - + 75 nM Cetuximab
= @
&5
S5 >0 —&—Trastuzumab-Saporin
% 2 + 75 nM Cetuximab-
& 25 - S01861 (DAR3.7)
Y oY 0'\' Q\' ‘\' N \9 QQ O QQ
0000.@0‘0 o © S
o Trastuzumab-Saporin (pM)
D
A2058 (EG FR'/HER2+/')
150
125 . TTastuzumab-saporin
g _
>
g I e 1TAStUZUMab-saporin
=9 + 75 nM cetuximab
R
o 2
2 €
‘?‘: 2 50 - Trastuzumab-saporin
@ ™ +75nM Cetuximab-
3,7
25 (Cys-L-S01861)
t—rrrrmt—r oGt . .

SR T T T T e O
ey R & & o ® P F \900
o ‘

Trastuzumab-Saporin (pM)



WO 2021/259944 PCT/EP2021/067030
51/69

FIG. 31
A
SK-BR-3 (HER2+/ EGFR*")
125
—>= Trastuzumab
g_|
E§ . Trastuzu;nab—(Cys—L—
5 - S01861)
— 1l
> g
= QO
g ®
o @ —+— Trastuzumab + 1.5
% IS pM EGFdianthin
o2
4
55 —— Trastuzumab-(Cys-L-
501861)" + 1.5 pM
EGFdianthin
oY N O ) O
Trastuzumab or Trastuzumab-501861 (nM)
B
SK-BR-3 (HER2*/ EGFR*/")
125
F —s EGFdianthin
> X
£ 3
= O
0
(3] . .
S _g —_ EGFdianthin +
=9 2.5nM
I ©
P Trastuzumab
2 <
&2 —8- EGFdianthin +
o 2.5nM
Trastuzumab-
(Cys-L-s01861)"

QQQQ'\ 0@'& X QQ'\ 0‘0'\ 0’1\ N :\Q '\’QQ R 000
EGFDianthin (pM)



WO 2021/259944 PCT/EP2021/067030
52 /69
FIG. 32
A
JIMT-1 (HER2+/-/EGFR+/-)
125 -+
=—==Trastuzumab
g
z S 75 i Trastuzumab-S01861
] (DAR4)
_g "
=3 50
g @ —&=—=Trastuzumab + 1.5 pM EGF-
g5 Dianthin
s £
o2 25 -
e« ——Trastuzumab-S01861
(DAR4) + 1.5 pM EGF-
f 6 i — rrred ' Dianthin
oY 3 O & O
Trastuzumab or Trastuzumab-SOngl (nM1)
B
MDA-MB-468 (HER2-/EGFR*)
125 -
- Trastuzumab
s TFAstuzumab-(Cys-L-
501861)"
Trastuzumab +
50 - 1.5 pM EGFdianthin
—g=— Trastuzumab-(Cys-L-
25
$01861) + 1.5 pM
EGFdianthin
0 T f T {
oY . O R \900

Trastuzumab or Trastuzumab-S01861 (nM)



WO 2021/259944 PCT/EP2021/067030
53 /69

FIG. 32
C

JIMT-1 (HER2+/-/EGFR+/-)
125

100%)

Relative cell viability (%)
(Untreated

25

S S DSOS
0000 0900 o of” © SR SRS

0 1
Wrrrm rrimf T

EGF-Dianthin (pM)

MDA-MB-468 (HER2"/EGFR*)

== EGFdianthin

—&=— EGFdianthin
+ 2.5 nM Trastuzuma

EGFdianthin
i + 2.5 NM
Trastuzumab-

4
(Cys-L-501861)

fal
w

> Y S O
& & F TS
O !

EGF-Dianthin (pM)



WO 2021/259944 PCT/EP2021/067030

54 /69
FIG. 33
A
SK-BR-3 (HER2++/EGFR+/-)
125
s Trastuzumab
R _ s Trastuzumab-(Cys-
z8 L-501861)"
5 4
s Trastuzumab + 5 pM
> s . .
3 S 50 cetuximab-saporin
g 8
'-_E 5 Trastuzumab-(Cys-L-
@ 25 501861)" +5 pM
cetuximab-saporin
Qv > N KNy \900
Trastuzumab or Trastuzumab-S01861 (nM)
B
SK-BR-3 (HER2**/EGFR*/)
150
- Cetuximab-saporin
g_
> X
235
53 cetuximab-saporin
S - + 2.5 nM trastuzumab
= v
2 €
52
& cetuximab-saporin
+ 2.5 nM trastuzumab-(Cys-
L-501861)"

S DD YYD SS
O °9°° o™ o © MR RS
N

1

Cetuximab-Saporin (pM)



WO 2021/259944 PCT/EP2021/067030

55/69
FIG. 34
A
. JIMT-1 (HER2+/-/EGFR+/-)
?
Ss
k=)
39
35
3 2 50
-
=5
o~ 25
[-'4
oY v S & &

Trastuzumab or Trastuzumab-S01861 (nM)

MDA-MB-468 (HER2/EGFR*)
125

== Trastuzumab

Trastuzumab-(Cys-L
-s01861)"

Trastuzumab + 5 pM
Cetuximab-saporin

25 Trastuzumab-(Cys-L

-501861)" + 5 pM
Cetuximab-saporin

Fen)

o 5 ® & &

Trastuzumab or Trastuzumab-S01861 (nM)



WO 2021/259944 PCT/EP2021/067030
56 /69

FIG. 34
C

JIMT-1 (HER2+/-/ EGFR+/-)
125 -+

100%)

Relative cell viability (%)
(Untreated

! a}
TrTT] T LS ARl T i T

QQQ'\/ 000'»090'\, 0‘0'\/ o> Y O '&0 000 S QQQ
D Cetuximab-Saporin (pM)'\’

MDA-MB-468 (HER2"/ EGFR*/*)
125

e Cetuximab-
saporin

cetuximab-
saporin
+2.5nM

trastuzumab

cetuximab-
saporin
+2.5nM

trastuzumab-

4
(Cys-L-SO1861)

Tt ™ 0 T TR
> Y > Y " N O O O
& & o LR RS &
o . . »
Cetuximab-Saporin (p)



WO 2021/259944
571769
FIG. 35
A
A431 (EGFR**/HER2+/’/CD71+)
125 -
X
S 100
D \
£
=)
= 75
E
Ri
2
E 50 . G
2
<
o
25
0
N Q
S & & &
Saponin (nM)
B
A2058 (EGFR’/HERZ*/'/CD71*)
125
100 -
75
50
25

D

$® M
» Y

Saponin (nM}

PCT/EP2021/067030

—4—S501861

—A—S501861 + 50 pM VHH-CD71-
Dianthin

—=S501861 + 50 pM VHH-Her2-
Dianthin

=2=501861 + 50 pM VHH-EGFR-
Dianthin

——501861

—A—S501861 + 50 pM VHH-CD71-
Dianthin

—= 501861 + 50 pM VHH-Her2-
Dianthin

—2—501861 + 50 pM VHH-EGFR-
Dianthin



WO 2021/259944

FIG. 36

A

Relative cell viability (Untr. = 100%)

125

100

75 -

50

25

125

100 -

75

58 /69

SK-BR-3, (HER2**/EGFR*/CD71")

PCT/EP2021/067030

--#--SPT001

—t— 501861 + 50 pM VHH-

50 -

25

CD71-Dianthin

—tk— S01861 + 50 pM VHH-
Her2-Dianthin

—— 501861 + 50 pM VHH-

MDA-MB-468, (HER2/EGFR**/CD71%)

5\9

$01861 (nM)

1 EGFR-Dianthin

-=$=--501861

SO1861 (nM)

S01861 + 50 pM VHH-CD71-Dianthin

—t— 501861 + 50 pM VHH-Her2-Dianthin

= 501861 + 50 pM VHH-EGFR-Dianthin



WO 2021/259944
59/69

FIG. 37

A MDA-MB-468 (EGFR*)

125 +
100 -

75

50

Relative cell viability (Untr. = 100%)

25

R :
PSS PSS
" Qogo Q‘Q@ o o RSN

& o

[\})

)

bivalentVHH-EGFR-Dianthin/cetuximab-saporin (pM)

PCT/EP2021/067030

—&— cetuximab-

saporin

- & =cetuximab-

saporin + 4000
nM SO1861-
EMCH

«+ cetuximab-

saporin + 76.9 nM
cetuximab-
S01861 (DAR4)

—l— bivalentVHH-

EGFR-Dianthin

— B —bivalentVHH-

EGFR-Dianthin +
4000 nM SO1861-
EMCH

++ bivalentVHH-

EGFR-Dianthin +
76.9 nM
Cetuximab-
S01861 (DAR4)



WO 2021/259944 PCT/EP2021/067030

60 /69
B A431 (EGFR*)

125 —&— cetuximab-saporin

=

=)

e

i

150 - ¢ —cetuximab-saporin

e + 4000 nM SO1861-

3> EMCH

%

-§5 «+-4++ cetuximab-saporin

= +76.9nM

b cetuximab-S01861

-% (DAR4)

&0 —&— bivalentVHH-EGFR-
Dianthin

25 - % = bivalentVHH-EGFR-
Dianthin + 4000 nM
SO1861-EMCH

0 Arrrmmt—rrrem i ‘ ‘ T e bivalentVHH-EGFR-
00@, & &Q\‘ 0@8 & F > Y P ,\9@ QQ,@ Dianthin + 76.9 nM
09& d o o » Cetuximab-501861

Ny bivalentVHH-EGFR-Dianthin/cetuximab-saporin {pM) (DAR4)



WO 2021/259944
61/69

FIG. 37

C

125

A2058, (EGFR)

o
o

~
53]

Relative cell viability (Untr. = 100%),_.

50 \
\
\
]
25
0 v . e . o |
23 oY oY > > N > N O & Ny O
e
& o @

bivalentVHH-EGFR-Dianthin/cetuximab-saporin {pM)

PCT/EP2021/067030

—— cetuximab-saporin

- & —cetuximab-saporin +
4000 nM SO1861-
EMCH

«+«4p+++ cetuximab-saporin +
76.9 nM cetuximab-
S01861 (DAR4)

== bivalentVHH-EGFR-
Dianthin

— B —bivalentVHH-EGFR-
Dianthin + 4000 nM
SO1861-EMCH

bivalentVHH-EGFR-
Dianthin + 76.9 nM
Cetuximab-S01861
(DAR4)



WO 2021/259944

FIG. 38

A

125 -

100

~
[52)

wn
o

25 e

62 /69

MDA-MB-468 (EGFR*)

Relative cell viability (Untr. = 100%)

o

o
=&

'
N
v

o
N R\

501861 (nM)

125

A2058 (EGFR')

o
o
y

~
6]

(%)
o
:

N
v

Relative cell viability (Untr. = 100%)

»Q

N
N
501861 (nM)

’\QQQ

PCT/EP2021/067030

—— 501861 + 1 pM
bivalentVHH-EGFR-
Dianthin

veeegeees Cet-SO1861 + 1 pM
bivalentVHH-EGFR-
Dianthin

—@—S01861 + 5 pM
bivalentVHH-EGFR-
Dianthin

- Cet-SO1861 + 5 pM
bivalentVHH-EGFR-
Dianthin

——S01861 + 1 pM
bivalentVHH-EGFR-
Dianthin

coorgeees Cet-SO1861 + 1 pM
bivalentVHH-EGFR-
Dianthin

—@— S01861 + 5 pM
bivalentVHH-EGFR-
Dianthin

-+ Cet-S01861 + 5 pM
bivalentVHH-EGFR-
Dianthin



WO 2021/259944 PCT/EP2021/067030

63 /69
FIG. 39
125 .. ~—#—A431 (EGFR++/HER2+/-)
cetuximab-S01861
(DAR4) + 50 pM
bivalentVHH-EGFR-
Dianthin

100 sodpees A431 (EGFR++/HER2+/-)
trastuzumab-501861
(DAR4) + 50 pM

bivalentVHH-EGFR-Dia

75 —@— A2058 (EGFR-/HER2+/-)
cetuximab-S01861
(DAR4) + 50 pM
bivalentVHH-EGFR-
Dianthin

50 -+-#-+- A2058 (EGFR-/HER2+/-)
trastuzumab-501861
(DAR4) + 50 pM
bivalentVHH-EGFR-Dia

Relative cell viability (Untr. = 100%)

25 —&— SK-BR-3 (HER2++/EGFR+)

cetuximab-S01861
(DAR4) + 50 pM
bivalentVHH-EGFR-
Dianthin

«seodesss SK-BR-3 (HER2++/EGFR+)
trastuzumab-S01861
(DAR4) + 50 pM
bivalentVHH-EGFR-Dia

mAb-501861 (nM)



PCT/EP2021/067030

WO 2021/259944

64 /69

VYNE g odv-¢L-loiy

VNE-T-HHA

FIG. 40

| oleIpawIalu|

VYN g ody-¢|-lony}




PCT/EP2021/067030

WO 2021/259944

65/69

FIG. 41

VA A ™M
Noale

N

e
© O \z...z

¢ ajeIpalLIau|

L LD
@so |Nz N z>\<§ <
o

¢ Slelpsus|

_._m/\((_z_.s_

NA198105 )

8

@.so%_._“)%\/\l% ﬁvz Arns(758505)
[
J

o\ﬂvﬂo
IZ\mO w
O
@é Jﬂngxwizfu Q

V4
(74LD) sexuy| feuonouNuL Q



PCT/EP2021/067030

WO 2021/259944

66 /69

FIG. 42

(HHN)-(YNG-T)-(1L981LOS-T)-Jaxul| [euooUNLI |

¥ @leIpoULIaI|

0T

N

TR

N O

-

© X
HN Yo
0 A
Iz%lkﬁ 158108 )
° L
J"




PCT/EP2021/067030

WO 2021/259944

67 /69

FIG. 43

D

AR

.

o, J%
[¢]

i

@z
M

HN™ ™0

N

9 9jeIpawWIau|

(Gw105)

oA o
) l</\w;L
L. oZ O
_EO
%o i

N

G 9jeIpawIau|

(198108 )

G o)

(Eos)

(@)
=D

9 —
oA o

N

o
. I“auzamf” S

V4
(74LD) J8yuy jeuonounyl | Q



PCT/EP2021/067030

WO 2021/259944

68 /69

FIG. 44

91

(HHNA)-(yNG-1-(#(198 LOS-T)UoJpUSP)-ISNUI| [RUOHOUNI |

11




WO 2021/259944

FIG. 45

125

69 /69

A431 (EGFR*)

100

75

50 -

25

Relative cell viability (Untr. = 100%)

0 T f

\
| »

> >
. 9000 &

125

3> > e

N o N Q
SRS S
VHH-EGFR-Dianthin {pM)

100

75

50

25

0

S S
S & §
o S

I
T

1
o> Y

Y
¥
VHH-EGFR-Dianthin {(pM)

O N ® O
> A &) O
SRS

PCT/EP2021/067030

—&— VVHH-EGFR-Dianthin

= & =VHH-EGFR-Dianthin +
4000 nM SPT001-EMCH

+o- s+« VHH-EGFR-Dianthin +
76.9 nM cetuximab-
SPTO01 (DAR4)

—a&— VHH-EGFR-Dianthin

— ¢ —VHH-EGFR-Dianthin
+4000 nM SO1861-
EMCH

veropees VHH-EGFR-Dia + 76.9
nM cetuximab-
S01861 (DAR4)



