WO 2019/234220 PCT/EP2019/064942
1/63

Fig. 1

anti-DLL3 anti-CD3




WO 2019/234220

N-term. ECD
DSL

EGF1

EGF2

EGF3

EGF4

EGF5

EGF6
Membr. Prox,

Human
DLL3

EGF1
EGF2

EGF 1+2

2/63

02/63
Fig. 2

EGF2 EGF3
EGF3 EGF4

EGF 2+3 EGF 3+4

EGF&
EGF5

EGF 4+5

PCT/EP2019/064942

EGF5

EGF5+6

EGF6
EG F6§ Membr. Prox.g %

EGF6 + membrane
proximal peptide



WO 2019/234220 PCT/EP2019/064942
3/63

Fig. 3A

EGF8+membrane

oSt EGF142  EGF2+2 EGF3+4  EGP4sS EGFE+6 proximal pepts

DLL3#1/CD3#1 |-

DLL3#2/CD3#1 |-

DLL3#3/CD3#1 || |

DLL3#3/CD3#2 |-

DLL3#4/CD3#1 | |

DLL3#5/CD3#1 A ‘
DLL3#6/CD3#1 j\
—— DLL3/CD3 binding protein
"""""" Secondary antibody only
DLL3/CD3 . .
- . Epitope Domain
bindi ngproteins

DLL3#1/CD3#1 | Membrane proximal peptide
DLL3#2/CD3#1 |Membrane proximal peptide
DLL3#3/CD3#1 |Membrane proximal peptide
DLL3#3/CD3#2 |Membrane proximal peptide
DLL3#4/CD3#1 |EGF4

DLL3#5/CD3#1 |EGF1

DLL3#6/CD3#1 |DSL

!
|
|
!




WO 2019/234220 PCT/EP2019/064942
4/63

Fig. 3B

EGFl+2  EGF2+3  EGF3+4  EGF4+5  EGFs+p Lo Otmembrane
proximal peptide

DLL3#8/CD3#1 | -

DsL
DLL3#7/CD3#1 | JI\
7o

DLL3#9/CD3#1 | | [f

.
T

DLL3#10/CD3#1 - [ ﬁl i
A / / I
DLL3#11/CD3#1 | Jf }“ i1 / J
=y / i)\ i\
BRI ;A i f& { KA

DLL3#12/CD3#1 | |

/ 5,
il
;‘
J
5

s,

I
J N g A

DLL3/CD3 Binding Proteins |Epitope Domain
DLL3#7/CD3#1 EGF6
DLL3#8/CD3#1 EGF4
DLL3#9/CD3#1 EGF3
DLL3#10/CD3#1 EGF1
DLL3#11/CD3#1 EGF1
DLL3#12/CD3#1 EGF1




WO 2019/234220 PCT/EP2019/064942
5/63

Fig. 3C

EGF6+membrane

DSL EGF1+2 EGF2+3 EGF3+{+ EG?{H—S EGF5+6 proximal peptide

DLL3#13/CD3#1 | | |

DLL3#14/CD3#1 | | |}

DLL3#15/CD3#1 | |

DLL3#16/CD3#1! .

DLL3#17/CD3#1 | -

DLL3#18/CD3#1: .

DLL3/CD3 Binding Proteins |Epitope Domain

DLL3#6/CD3#1 DSL

DLL3#13/CD3#1 DSL

DLL3#14/CD3#1 DSL

DLL3#15/CD3#1 DSL

DLL3#16/CD3#1 Non-DSL — non-EGF1-6—non-membrane proximal peptide
DLL3#17/CD3#1 Non-DSL — non-EGF1-6—non-membrane proximal peptide
DLL3#18/CD3#1 Non-DSL — non-EGF1-6—non-membrane proximal peptide




WO 2019/234220 PCT/EP2019/064942
6/63

Fig. 4

NCI-H82 SHP77 HEK293-
cyDLL3

DLL3#1/CD3#1 | .

DLL3#2/CD3#1

DLL3#3/CD3#1

DLL3#3/CD3#2 .

DLL3#4/CD3#1 | |

DLL3#5/CD3#1 | -

DLL3#6/CD3#1 | -

DLLACDE binding protein
********** Secondary antibody only




WO 2019/234220 PCT/EP2019/064942
7/63

Fig. 5

HEK293- HEK293- HEK293- HEK293-
huDLL1  huDLL4 huDLL1 huDLL4

DLL3#1/CD3#1 |- A antiDLLA o

I J\ anti-DLL4 I

DLL3#2/CD3#1 | f

DLL3#3/CD3#1 |

DLL3#4/CD3#1

DLL3#5/CD3#1

DLL3#6/CD3#1 |

DLL3#3/CD3#2 | A i
|
)\

DLLWCDY binding protsin
---------- Secondary sntibady only




WO 2019/234220 PCT/EP2019/064942
8/63

Fig. 6A

307 NCI-H82

xfold over background
-
£+

0 e
Y
& &
DLL3/CD3 [nM]
301 SHP77

B o
o o
i i

xfold over background
&

10-
5»«
s A ... O
&
ﬁg
DLL3/CD3 [nM]
1500 -
E Tcells -+ DLL3#1/CD3#1
2 ~+ DLL3#2/CD3#1
2 - DLL3#3/CD3#1
g - DLL3#3/CD3#2
2 -a- DLL3#4/CD3#1
o
o - DLL3#5/CD3#1
«3 -8 DLL3#6/CD3#1

N N N ) B S S &
& S - N )
o stg oF  © A

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
9/63

UYv/03
Fig. 6B

non-DSL - non-EGF1-6—non-membrane proximal peptide

140+
120+
100+

-8 DLL3#16/CD3#1
~o~ DLL3#17/CD3#1

-8 DLL3#18/CD3#1

x-fold over background

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
10/63

Fig. 6C
DSL

o 140-

5

o 120+ -8 DLL3#6/CD3#1
o

X -~ DLL3#13/CD3#1
[

§ -+ DLL3#14/CD3#1
>

° = DLL3#15/CD3#1
F)

*

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
11/63

Fig. 6D

EGF1

o
| o
=
S
.g’ -8~ DLL3#5/CD3#1
8 -+ DLL3#10/CD3#1
g - DLL3#11/CD3#1
o
< -~ DLL3#12/CD3#1
8
>
N N N A N N D S
Q@Q Q&Q KON A
R S

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
12/63

Fig. 6E
EGF3

o 1404

5

o 1204

2 100-

Q

3

§ -# DLL3#9/CD3#1
o

z

&

x

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
13/63

Fig. 6F
EGFL4

o 140+

5

) 1204

2 100-

[¢]

3

g_s -4 DLL3#4/CD3#1
5 -o- DLL3#8/CD3#1
S

x

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
14/63

Fig. 6G

EGF6

140
120+
100+

60+ ~» DLL3#7/CD3#1

x-fold over background

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
15/63

15/63
Fig. 6H

membrane proximal peptide

1404
120+
100+ DLL3#1/CD3#1

DLL3#2/CD3#1

-
—t

-&- DLL3#3/CD3#1
- DLL3#3/CD3#2

x-fold over background

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942

16/63

Fig. 61

non-DSL - non-EGF1-6 — non-membrane proximal peptide

30-
ke
=
pe 1
e
2 20-
§ & DLL3#16/CD3#1
5 - DLL3#17/CD3#1
3 104 & DLL3#18/CD3#1
°
*

0

N N N N N N Q S
Qn

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
17/63

Fig. 6J

DSL

30
O
=
=
2
2 204
8
2 & DLL3#6/CD3#1
% 10- -8~ DLL3#13/CD3#1
o -~ DLL3#14/CD3#1
2 -7 DLL3#15/CD3#1
x

0

N N N N N N QS S

O O S . N QS

g-@g S o )

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
18/63

18/63
Fig. 6K
EGF1

301
ko
o
=
o
%’ 20- -8~ DLL3#5/CD3#1
3 o -+ DLL3#10/CD3#1
| -
S 10 A DLL3#11/CD3#1
2 104
o -~ DLL3#12/CD3#1
Q
>‘<

0

A N N M LN LN O S

O (M O Q . N O

Q.

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
19/63

Fig. 6L

EGF3

30+

20+

10- -& DLL3#9/CD3#1

x-fold over background

t
N

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
20/63

Fig. 6M

EGF&4

30-

-4 DLL3#4/CD3#1
-~ DLL3#8/CD3#1

x-fold over background

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
21/63

Fig. 6N

EGF6

30+

- DLL3#7/CD3#1
10-

x-fold over background

-.

=]

o %
%

%

‘?oo
0)'

o

‘0
2,

o
24
q?
7
7

7z,
%

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
22/63

Fig. 60

membrane proximal peptide

30+
o
f ol
=3
24
%’ DLL3#1/CD3#1
8 DLL3#2/CD3#1
g DLL3#3/CD3#1
o DLL3#3/CD3#2
<
>

N N
S S
& 3
,QQ Q‘Q Q° Q

N N
S & o Sy

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
23/63

Fig. 6P

non-DSL - non-EGF1-6—non-membrane proximal peptide

140-
1204

-8 DLL3#16/CD3#1
-o- DLL3#17/CD3#1

-8 DLL3#18/CD3#1

x-fold over background

N S
Q -

n
&
S
Q »

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
24/63

Fig. 6Q

DSL

]

c

2

5 DLL3#6/CD3#1
X

§ DLL3#13/CD3#1
§ DLL3#14/CD3#1
o

k] DLL3#15/CD3#1
2

x

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
25/63

Fig. 6R
EGF1

© 1404

f o

F

§, -8 DLL3#5/CD3#1
§ -+ DLL3#10/CD3#1
§ 4 DLL3#11/CD3#1
2 -0~ DLL3#12/CD3#1
9

>

N
S & & o
S S 7 °

N
&
o
Q .

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
26/63

Fig. 6S

EGF3

140-
120+

-% DLL3#9/CD3#1

x-fold over background

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
27/63

Fig. 6T

EGF4

140

-~ DLL3#8/CD3#1
~¢- DLL3#4/CD3#1

x-fold over background

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
28/63

Fig. 6U

EGF6

140
120+

-+ DLL3#7/CD3#1

x-fold over background

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
29/63

29/63
Fig. 6V

membrane proximal peptide

o 140

=

e §

o

%’ DLL3#1/CD3#1
3 DLL3#2/CD3#1
§ DLL3#3/CD3#1
© DLL3#3/CD3#2
ko4

*

N N N N Q O
“g;Q S A\ NN

N N
QQQQ &
[\% Q-

DLL3/CD3 [nM]



WO 2019/234220

% lysis relative to control

30/63

30/63
Fig. 7A

NCI-H82

DLL3/CD3 [nM]

SHP77

M ) M N LY ] &
o) . N
RGO N

DLL3/CD3 [nM]

PCT/EP2019/064942

Pt ow e

DLL3#1/CD3#1
DLL3#2/CD3#1
DLL3#3/CD3#1
DLL3#3/CO3#2
DLL3#4/CD34#1
DLL3#5/CO3#1
DLL3#6/CD3#1



WO 2019/234220 PCT/EP2019/064942
31/63

31/63
Fig. 7B

non-DSL - non-EGF1-6—non-membrane proximal peptide

1404
120-

100-
-8 DLL3#16/CD3#1

-o- DLL3#17/CD3#1
- DLL3#18/CD3#1

% Lysis relative to control

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
32/63

Fig. 7C
DSL

2 140-

foes

g 120-

2 100- & DLL3#6/CD3#1
@

2 - DLL3#13/CD3#1
% -+ DLL3#14/CD3#1
o % DLL3#15/CD3#1
o

e

=

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
33/63

Fig. 7D
EGF1
140+
120 - DLL3#10/CD3#1
100 - DLL3#11/CD3#1

-~ DLL3#12/CD3#1
-0~ DLL3#5/CD3#1

% Lysis relative to control

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
34/63

Fig. 7E

EGF3

140+
120
100+

-# DLL3#9/CD3#1

% Lysis relative to control

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
35/63

Fig. 7F

EGF4

140
120
100-
-4 DLL3#4/CD3#1
-@ DLL3#8/CD3#1

% Lysis relative to control

DLL3/CD3 [nM]



WO 2019/234220

140+
120
1004

% Lysis relative to control

36/63

Fig. 7G

EGF6

DLL3/CD3 [nM]

PCT/EP2019/064942

- DLL3#7/CD3#1



WO 2019/234220 PCT/EP2019/064942
37/63

Fig. 7H

membrane proximal peptide

S 140-
g 120-
2 100+ DLL3#1/CD3#1
[43]
2 807 DLL3#2/CD3#1
© -
o 80 DLL3#3/CD3#1
g 407 ] DLL3#3/CD3#2
> 204
1 ¥ -
< QW,
N N N
O N O
QQ’QQ & &

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
38/63

Fig. 71

non-DSL ~ non-EGF1-6—non-membrane proximal peptide

P
[ =
g

0
<

& DLL3#16/CD3#1

@
<

-e- DLL3#17/CD3#1
-8 DLL3#18/CD3#1

N
e

N
e

% Lysis relative to control

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
39/63

Fig. 7J
DSL

"'é 100~
§ 80-
g B DLL3#6/CD3#1
2 - DLL3#13/CD3#1
5 40 - DLL3#14/CD3#1
» = DLL3#15/CD3#1
] 20
> 4
-
;\? 0! 1] 1 1

N N N N N N ) S

S & & B o N

S S N by N
Q‘?Q T ° °

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
40/63

Fig. 7K

EGF1

-
<
g

80+

60- -9~ DLL3#5/CD3#1
- DLL3#10/CD3#1
-4 DLL3#11/CD3#1
~o- DLL3#12/CD3#1

% Lysis relative to control

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
41/63

Fig. 7L

EGF3

b

<

o
]

w0
[~
1

=23
[~
1

B
<

-w DLL3#9/CD3#1

N
it

% Lysis relative to control

©

-

T T T 1
N N N N N O O

QQ'Q QQ Q'Q Q° N .\Q

Q> 3

?00
2,
%,

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
42/63

Fig. 7TM

EGF4
100+
80
60+ —& DLL3#4/CD3#1
404 -0~ DLL3#8/CD3#1

% Lysis relative to control

N
PN 8
&

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
43/63

Fig. 7N

EGF6

-
o
g

©
e

o
<

2

-¥ DLL3#7/CD3#1

% Lysis relative to control

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
44/63

Fig. 70

membrane proximal peptide

N
<

- DLL3#3/CD3#2

= 100

£

S 80

o -

£ o [ -~ DLL3#1/CD3#1
34

2 ~~ DLL3#2/CD3#1
© E

s - DLL3#3/CD3#1
°»

'

kny

=

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942

45/63
Fig. 8
DLL3#3/CD3#1 DLL3#3/CD3#2
— 100 ~
= =
3 B
2 & e ! 1] 8 —a— h
2 eme- £ —
T o
P 4 coeokens dhy ® cooodeon 4R
- 2
g 2 g
ey - pe)
a? 0 -l T T T T ¥ T 32
$a$\§x§\@a§§$«$\g§
DLL3#/CO3#1 [nM]
Pre-incubation EC,, [nM] Pre-incubation ECq [nM]
Oh 0.3 Oh 2
2h 0.2 2h 2.9
&h 0.2 4h 3.4




WO 2019/234220 PCT/EP2019/064942
46/63

Fig. 9

£ DLL3#3/CD3#1
-m- DLL3#3/CD3#2

100

Serum concentration [ng/ml]

i 1 £ ]
1] 100 200 300 400
hours



WO 2019/234220

PCT/EP2019/064942
47/63

47/63

Fig. 10
800 -

* * * * Treatmenrt
600 -
-# ‘Yehicle

-# DLL3#3/CD3#1
- DLL3#3/CO3#2

Tumorvolume {mm3)
8 &
= o

0 10 20 30 40 50
Day of Study



WO 2019/234220 PCT/EP2019/064942

48/63
48/63
Fig. 11
é 100+
S 80+
2 PBMCs + SHP77
g 607 (DLL3-positive cells)
5 40
s --e-- PBMCs +RKO-E6
s 207 (DLL3-negative cells
3 T ’_Q
x* 0
o I T . T P
S & & o NSRS
9& Q«@ S o ® N

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
49/63

Fig. 12

100+
®
8
- g CD4/CD25 PBMCs + SHP77
:;:: cog/cpes | (DLL3-positive cells)
%
2 --©-- CD4/CD25 | pppCs + RKO-E6
& --B-- CD8/CD25 | (DLL3-negative cells
[&]
2

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942

50/63

Fig. 13

—e— CD4/Granzyme B ]
—a—  CD8/Granzyme B
—— CD8/Perforin

—ae—  CD4/Perforin

--o-- CD4/Granzyme B |
--B-- CD8/Granzyme B
--a~- CD4/Perforin

% positive T cells

--&-- CD8/Perforin

DLL3/CD3 [nM]

PBMCs + SHP77
(DLL3-positive cells)

PBMCs + RKO-E6
(DLL3-negative cells



WO 2019/234220 PCT/EP2019/064942
51/63

Fig. 14A

2 500 000
20000007 PBMCs + SHP77
£ (DLL3-positive cells)N
e o B
= —o-- PBMCs + RKO-E6
3 BT (DLL3-negative cells
L
500000 % PBMCs

09— |
Q

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942
52/63

Fig. 14B

150 600+
— PBMCs + SHP77
£ 100 000 DLL3-positive cells
fe]
O,
= --©-- PBMCs + RKO-E6
% 50 000 X PBMCs
= %. ...

01— |
Q

DLL3/CD3 [nM]



WO 2019/234220 PCT/EP2019/064942

53/63
53/03
Fig. 15
PBMCs + SHP77 PBMCs + RKO-E6
DLL3/CD3 (DLL3-positive) (DLL3-negative)
76%| . 0.7%
200nM % 7 o
100 < o
2nM i i: g i:
o 457%
0.02nM § 7 7
20 - 20
0.0002nM £ ] I
o ¥ . "m’ ¢
i o

onm § L

- 24 -

¥ W
g

¥ i Laid N
) o

1
Comp-FITC-A Comp-FITC-A



WO 2019/234220 PCT/EP2019/064942
54/63

54/63
Fig. 16

~ 120

—

® ® o

© o o

| I I
Fed
[

N A
o o
1 1

% Lysis (relative to ctrl

DLL3/CD3 [nM]

--@-- PanT cells

—m— naive T cells



WO 2019/234220 PCT/EP2019/064942
55/63

Fig. 17

—~ 120-

% Lysis (relative to ctrl

DLL3/CD3 [nM]

---a--- CD4T cells
—»— (CD4 Central Memory T cells



WO 2019/234220 PCT/EP2019/064942
56/63

Fig. 18

ctrl.

% Lysis (relative to

DLL3/CD3 [nM]

---A-- CDAT cells
—o— (D4 Effector Memory T cells



WO 2019/234220 PCT/EP2019/064942
57/63

Fig. 19

— 120~

o
S5O 0 O
$ 388

20+

% Lysis (relative to ctrl

DLL3/CD3 [nM]

—3 D8 T cells
a3 CDB+/CDA45 RA+ Effector Teells



WO 2019/234220 PCT/EP2019/064942
58/63

Fig. 20

)

-
N
g

100+
80+
604
40+
204
0 Iﬁ:&—g
09@0\09@" Q'QQN
DLL3/CD3 [nM]

--v--- CD8T cells
—e— (CD8 memory T cells

% Lysis (relative to ctrl.




WO 2019/234220 PCT/EP2019/064942

59/63
Fig. 21

5 - ]

4‘ _&
© 3- ]
| %
O
O
n 2

0

Vehicle  DLL3/CD3



WO 2019/234220

1500000

1000000+

500000+

ECL values

N N D

60/63

Fig. 22

PCT/EP2019/064942

) ®
LN
DLL3 protein [ng/ml)

Q
N

- &= DLL3#3
v DLL3#4
--x-- DLL4#5



WO 2019/234220 PCT/EP2019/064942
61/63

Fig. 23

—eo— DLL3#1
--m-- DLL3#2
-a DLL3#H3
-¥-- DLL3#4

x-fold over background

P o0 O .
S anti-DLL3 [nM]



WO 2019/234220 PCT/EP2019/064942
62/63

Fig. 24




WO 2019/234220 PCT/EP2019/064942

63/63
Fig. 25
SHP77 NCI-H82 NCI-H2286
e e ugm #
» ’ B
0 ‘% o
¥+ . o .
9 %
—
0 o
@ @
-
. .

[sotype control




