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Figure 1
a) Bispecific single chain Fc b) Bispecific HeteroFc
antibody construct antibody construct
hinge hinge
CH3 CH3
linker
intra chain disulfide bond
@ @ = Charge pairing sites
X = Glycosylation site removed
c) Bispecific X-body d) Bispecific human albumin
construct fusion construct
HSA

® @ = Charge pairing sites



WO 2017/134140

N
p—
[+)]
S

CD69* T cells [%]

2(b)

100;

2/24
Figure 2

= #386
1~ #392
+ #401

PCT/EP2017/052212

BiTE scFc [pM]

= #282

BiTE hetero Fc [pM]




WO 2017/134140

CD69" T cells [%]

3(b)

100;
80;
60;
40;
20;

3(c)

801

40
20:

100:

PCT/EP2017/052212
3/24

Figure 3

= #065

1~ #823

+ #836

sl s Gl e R

10" 102 104
BiTE scFc [pM]

= #401
+ #415
+ #433

]61— ot HE

102 103
BiTE hetero Fc [pM]

: ”106“‘”

= #590
« #595

103

Bispecific X-body [pM]




WO 2017/134140 PCT/EP2017/052212
4/24

Figure 3 cont.

3(d) Donor 1

100-
— 4 ~@- CD19-scFc
Si 804 -6- cD19-scFc pos
» -
o 60-
(&) .
-
N 40-
% .
G 20' &
& . Q. . ..QM’O
o4 & oo T e e

0 104 102 100 102 10
Anti-CD19 Antibody Construct [pM]

3(e) Donor 2

100-
—_ 4 ~@- CD19-scFc
§ 804 -@- cD19-scFc pos §’ O
- &
L
o 60+
(&) .
-
- 40-
?8 ]
0O 201
o J
0-

0 104 102 100 102 10¢
Anti-CD19 Antibody Construct [pM]



WO 2017/134140 PCT/EP2017/052212
5/24

Figure 3 cont.

3(f) Donor 3
100 -
— 4 =@ CD19-scFc
é 804 -G- cD19-scFc pos
L2
o 60+
(&
e
. 40-
o
0O 20- ‘é @
O ] @- ---T o
04 ... 5. TTTTTTTTTYTYTYYTYYYS 22 S0 P

0 10'4 10'2 10° 102 104
Anti-CD19 Antibody Construct [pM]

3(g) Donor 1

100~
CD20-scFc
p—
52  80--#- CD20-hetFc
Rl
o CD20-X-Body
;.;j 60 CD20-scFc pos
- 1-= - CD20-hetFc pos
+ 40- CD20-X-Body pos
D
O 20- .
o
04 C ettt ettt ea e te e ettt

0 104 102 100 102 104
Anti-CD20 Antibody Construct [pM]



WO 2017/134140 PCT/EP2017/052212
6/24

Figure 3 cont.

3(h) Donor 2

100~

~@— CD20-scFc
<= CD20-hetFc
1=%= CD20-X-Body
~{z - CD20-scFc pos
=il - CD20-hetFc pos
-& < CD20-X-Body pos

CD69"* T cells [%]
S

104 102 100 102 10
Anti-CD20 Antibody Construct [pM]

3(i) Donor 3

100~

CD20-scFc
CD20-hetFc
CD20-X-Body
CD20-scFc pos
CD20-hetFc pos
CD20-X-Body pos

W we s SR M e wb g e Ry A0

80-

60 4

40 -

CD69" T cells [%]

i |
i 1.3 i ¥

104 16'2 1(I)° 162 1(l)4
Anti-CD20 Antibody Construct [pM]




WO 2017/134140 PCT/EP2017/052212
7/24

Figure 3 cont.

3(j) Donor 1
100+ CD33-canonical
S CD33-scFc
2 804
b =i~ CD33-hetFc
(2} 1. NI
= god™" CD33-X-Body Jii
Q . i
(%) CD33-canonical pos. :@;
- 40 - CD33-scFc pos. i
P CD33-hetFc pos.
8 20- CD33-X-Body pos.
&
y
0----.... r-
1 1 ™1 ™1 ™ ™1
0 104 102 10° 102 104
Anti-CD33 Antibody Construct [pM]
3(k) Donor 2
100+ CD33-canonical V-N--g-yg
CD33-scF % . vy
S -scFc I
X  80- 'f '
et =i~ CD33-hetFc " i
. !,
2 60 CD33-X-Body v
Q . [
O CD33-canonical pos. 1
- 40 - CD33-scFc pos. f
® CD33-hetFc pos. 0
8 20 - CD33-X-Body pos. ,; 0
o . 4

0 104 102 100 102 104
Anti-CD33 Antibody Construct [pM]



WO 2017/134140 PCT/EP2017/052212
8/24

Figure 3 cont.

3(l) Donor 3

100+ -¥- CD33-canonical
80-. + CD33-scFc
|~ CD33-hetFc

CD33-X-Body
CD33-canonical pos. ﬁ
CD33-scFc pos.
CD33-hetFc pos.
CD33-X-Body pos.

CD69"* T cells [%]

0 104 102 10° 102 104
Anti-CD33 Antibody Construct [pM]

3(m) Donor 1

100~
4 =@ CDH19-scFc

p—
5;?. 804 ~&~ CDH19-hetFc

o CDH19-X-Body

% 604-®- CDH19-scFc pos.
© 1-- CDH19-hetFc pos.
_'I:_ 40-4-4- CDH19-X-Body pos.
o

O 20-

(&)

o4.

0 104 102 100 102 104
Anti-CDH19 Antibody Construct [pM]



WO 2017/134140
9/24

Figure 3 cont.

3(n) Donor 2

100~
4 =@- CDH19-scFc

804 ~ii~ CDH19-hetFc

4 =&~ CDH19-X-Body
60-4~-& - CDH19-scFc pos.
4=l - CDH19-hetFc pos.
404-4- CDH19-X-Body pos.

20-

CD69"* T cells [%]

T

PCT/EP2017/052212

2.

&

k-3
e

s S

i

0 104 10

10° 102 104

Anti-CDH19 Antibody Construct [pM]

3(o) Donor 3

100~
4 =@~ CDH19-scFc

804~~~ CDH19-hetFc
CDH19-X-Body
604 -®- CDH19-scFc pos.
1~-= - CDH19-hetFc pos.
404-4 - CDH19-X-Body pos.

20-

CD69" T cells [%]

ooooo

0 104 10°2

1

10° 102 104

Anti-CDH19 Antibody Construct [pM]



WO 2017/134140 PCT/EP2017/052212
10/24

Figure 3 cont.

3(p) Donor 1
100-
MSLN-scF

— o DL

32 MSLN-hetFc LT

D i

» MSLN-X-Body :;

T MSLN-scFc pos g

o MSLN-hetFc pos. /

e :
+ MSLN-X-Body pos. %

O 20-

o

04- : : : SIS
1 | ] 1 | | | ]
0 104 102 10° 10%2 104
Anti-MSLN Antibody Construct [pM]
3(qg) Donor 2
100-
4 =@~ MSLN-scFc

—

5;‘3. 804~ MSLN-hetFc

N 4 =@~ MSLN-X-Body

% 60+ ~®- MSLN-scFc pos

o 4 -[Z- MSLN-hetFc pos.
_:_ 404 -9 - MSLN-X-Body pos.

o

O 204

o

0 =y % . o T I YR T Ty

0 104 102 10° 102 10
Anti-MSLN Antibody Construct [pM]



WO 2017/134140
11/24

Figure 3 cont.

PCT/EP2017/052212

3(r) Donor 3

100~

4 =@~ MSLN-scFc
Yy .
52 80-# MSLN-hetFc
0 4 === MSLN-X-Body
% 604 ~-® - MSLN-scFc pos
o 4-[Z- MSLN-hetFc pos.
_'I:— 404 -% - MSLN-X-Body pos.
%
O 20-
&
| L | | ] 1
0 104 102 10° 102 10¢
Anti-MSLN Antibody Construct [pM]

3(s) Donor 1

100~
—_ 4 —%— EGFRuvill-canonical
5;‘3. 80- -~ EGFRuvlll-scFc
n 4 =il EGFRvlll-hetFc
'—5 604 -V EGFRvlllcanonical pos.
o {~@- EGFRuvlli-scFc pos.
= 404 -+ EGFRuvlil-hetFc pos.
2
0O 201
&

0- B

104 102 10°

102 104

Anti-EGFRvIIl Antibody Construct [pM]



WO 2017/134140

w

(t) Donor 2

—
o0 Q
o o)
1 1

N
o
I

CD69"* T cells [%]
S5 8

o
1

3(u) Donor 3

100~

o)
o
1

N
o
1

CD69" T cells [%]
N £
.2

o
1

0
Anti-EGFRvIIlI Antibody Construct [pM]

PCT/EP2017/052212
12/24

Figure 3 cont.

EGFRvill-canonical

EGFRvlll-scFc ’
EGFRvlll-hetFc \"/ 3
EGFRuvlll-canonical pos. " i
EGFRVIII-scFc pos. '
EGFRvIlI-hetFc pos. ;o

]

[

!

!

--------

10+ 102 10° 102 104

EGFRyvlll-canonical
EGFRuvlil-scFc
EGFRuvlli-hetFc
EGFRuvlll-canonical pos.
EGFRvlll-scFc pos.
EGFRVvlli-hetFc pos.

0

104 102 10° 102 10
Anti-EGFRvIIl Antibody Construct [pM]



WO 2017/134140 PCT/EP2017/052212
13/24

Figure 3 cont.

3(v) Donor 1

100-

4 =¥ DLL3-canonical
-y
2 804-e DLL3-scFc
| S |
0 {~#- DLL3-hetFc
© 604 -¢. DLL3-canonical pos.
© 1-G- DLL3-scFc pos.
=404 -
+ == - DLL3-hetFc pos.
% .
0O 20-
O
0- N TETTIT TR vy

0 104 102 10° 102 10
Anti-DLL3 Antibody Construct [pM]

3(w) Donor 2

100 -
4 =¥ DLl 3-canonical

DLL3-scFc

1<~ DLL3-hetFc
DLL3-canonical pos.
DLL3-scFc pos.
DLL3-hetFc pos.

NN N 0
o o o
» [ ] ¥ [ ] [
gi@ 1
i 4] +

CD69" T cells [%]
N
<
o)

o
1

o } -
T B
3 ;
.98 %ﬁ . G I T Y O P . “ue “ . 0 .
LI L |

0 104 102 102
Anti-DLL3 Antibody Construct [pM]



WO 2017/134140 PCT/EP2017/052212
14/24

Figure 3 cont.

3(x) Donor 3

100-

{4 =¥ DLL3-canonical
e
52 80--@ DLL3-scFc
" {-#- DLL3-hetFc
) 604 -¢¥- DLL3-canonical pos.
© -®- DLL3-scFc pos.
= 404 -
+ ~{=1 - DLL3-hetFc pos.
o .
©
o
o
AeEE .

0 104 102 100 10% 10
Anti-DLL3 Antibody Construct [pM]

3(y) Donor 1

100~

4 =@~ CD70-scFc
r~
X 804-G- CD70-scFc pos.
Rl
L)
o 60-
Q
-
N 40
% .
a 204 &= -=--- -9
O
04----... e qieiiiiiiiiiiiiiiine e VY

0 104 102 100 102 104
Anti-CD70 Antibody Construct [pM]



WO 2017/134140 PCT/EP2017/052212
15/24

Figure 3 cont.

w

(z(1)) Donor 2

100~

— 4 =@ CD70-scFc
é 804 -3 CD70-scFc pos.
P .
o 60-
O J
-
= 404
% .
O 20+ LY
&) . @ -~~~ -
04----- ittt TRy e
0 104 102 10° 102 104
Anti-CD70 Antibody Construct [pM]
3(z(2)) Donor 3

100~

4 =@=- CD70-scFc

e

X 804-®- CD70-scFc pos.

Rmall

» .

o 60-

(&) .

-
+ 40 Q- concaw- O

Eg .

O 20-

r-s
04+ oe-- F e e ettt
1 | | T T ™1

0 104 102 100 102 104
Anti-CD70 Antibody Construct [pM]



WO 2017/134140 PCT/EP2017/052212
16/24

Figure 3 cont.

3(aa)

100 -
. PBMC
=]
s, 804-6- PBMC (CD14°CD33)
0
© 60-
o
-
+ 40-
o
Eg 20
o

0-

102 10-' 10° 10" 102 10° 104
FLT3-scFc [pM]



WO 2017/134140 PCT/EP2017/052212
17/24

Figure 4

2,5

s BITE SCFC

=== canonical BITE

BIiTE hetero Fc

Absorption 450nm

100,00 25,00 6,25 1,56 0,39 0,10 0,02



WO 2017/134140 PCT/EP2017/052212

18/24
Figure 5
0 _
- Compound la
—o Compound 1b
:-g 1“§ g Compound lc
Eg -
g%
=]
£2 -
g
= 2 Blee—
e
S =
58 -
i
A
“ o e
= -
“‘mi'i{izlii;li;
a8 9% 144 192 240 28 36
Time [hi
10
&= Compound 2a
e Conpound 2b
e Compound 2d
e COmpound 2¢

%1

H?!H;

1.1

dose nosmalized to 15 peikg

g

P !H%Hl

HLE-BITE® serum concentration {amol],

m‘tliﬂiiz:jkgll’



WO 2017/134140

i

LA

I

g

L.g Hifﬂl

HLE-BITE® serum concentration {nmol],
dose normalized to 15 pe/fke
®

.00t

PCT/EP2017/052212
19/24
Figure 5 cont.
—4— Compound 3a
it Compound 3b
v Compound 3¢
e COmpound 3d

10

o
e
o
s
o

i!iiﬁ”i iRm BRIl

g

[ §§¥§ﬂ’

HLE-BITE® serum concentration [nmoll,
dose normalized to 15 ug/ke
E-d

S001




WO 2017/134140 PCT/EP2017/052212
20/24

Figure 5 cont.

i

~#=  Compound Sa
i Cotnpound Sh
e« Compound Sc

i L HH%)

5’!‘:
| tsmid

dose normalized to 15 pgfikg

=

L H?!i%i

HLE-BITE® serum concentration [amod],




WO 2017/134140

1w

dose normalized to 15 pgfke

HLE-BITE® serum concentration [nmol],

D40

&
f=
ped

LU

21/24

Figure 6

PCT/EP2017/052212

4 Compound 9
-4~ Compound 4a
~a Compound 1a
i COMpound 8
4 Compound 3a
~ie Compound 5a
i Compound 6a
~g Compound 7
wge COmpound 2a

8

240

3




WO 2017/134140 PCT/EP2017/052212
22/24

Figure 7




WO 2017/134140 PCT/EP2017/052212
23/24

Figure 8A
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