WO 2022/207921 1/52 PCT/EP2022/058788

Cl-Fab Ci-Fab2 Cl-lgG1(N287A) scFviCHIgG1(N297A)  Cl-IgG1(N287A)-HC:TNC

]

SCFV:CI-lgG1(N297A)-HC:TNC

FIGURE 1



WO 2022/207921 2/52 PCT/EP2022/058788

anti-Flag (M2) anti-hlgG
1. C4-Fab 5. C4-IgG1(N297A)-HC:TNC
2. C4-Fab2 6. SCFv:C4-1gG1(N297A)-HC:TNC
3. C4-IgG1(N297A) 7. C4-lgG1(N-RGY)

4. sCFv:C4-IgG1(N297A)

FIGURE 2



WO 2022/207921 3/52 PCT/EP2022/058788

2.5 -~ C4-IgG1(N297A)

2.0 TNC-sc(mu)TNF(143N/145R -0~ C4(scFv)-1gG1(N297A)
- P2 ~~ C4-1gG1(N297a)-HC:TNC
2 1.5 O C4(scFv)-IgG1(N297A)-HC:TNC
o % C4-IgG(N297A)-RGY
= 1.01 = C4-Fab

0.5- -+ C4-Fab2

[
0.0 ¢

0 100 10! 102 103
construct (ng/mi)

FIGURE 3



WO 2022/207921

—_

viability (%) viability (%

viability (%)

1254
1004

254 0 C4-Fab2

O==-t T T T TIT T T TT

254 o scFv:C4-IgG1-(N297A)-

04— F—r—rrmr—r—rr
125+

1001 o=y gy
751
501
254 o 84-IgG1(N297A)-HC:TNC

o —r-rrm™—r-rrm—rrrmr—rrrr
0

4/52

v C4-1gG1(N297A)
® C4-Fab

A oligo. TNF80

@ scFv:C4-IgG1(N297A)

HC:TNC

o C4-1gG1(N-RGY)

10° 10" 10*>  10°
construct (ng/ml)

FIGURE 4

PCT/EP2022/058788



WO 2022/207921 5/52 PCT/EP2022/058788

C4-IgG1(N297A)- C4(scFv)-
C4-IgG1(N297A) HC:scFvC4 IgG1(N297A)

& & g 3 o & 4
o — % o

~

C4(scFv)-IgG1(N297A)  C4-IgG1(N297A)- C4-lgG1(N297A)- _
-HC:TNC HC:TNC HC:RGY oligo. TNF80
¥ P T T o T B W 1 L 1]
0 289 88 999588 ,°38 88 ,°dg 88 ngml

< B-actin

Patent-figure-5-lea-v1

FIGURE 5



WO 2022/207921 6/52 PCT/EP2022/058788

2.0
® C19-IgG1(N297A)-HC:TNC
1 54 O C19(scFv)-IgG1(N297A)

' O C19(scFv)-IgG1(N297A)-HC:TNC
=) V C19(scFv)-Fab2-HC:TNC
Q 1.0
[ee]
=

0.54
b
0.0+ ¢ T T T T
0 101 100 101 102 108
construct (ng/ml)
® C40(sCFv)-IgG1(N297A)
2.5 ] O C40-IgG1(N297A)-HC:TNC
O C40(scFv)-IgG1(N297A)-HC:TNC
82-0' f YV C40(scFv)-Fab2-HC:TNC
© 1.5+
]
= 1.0+ B
0.5+
0.0 bt T r Y Y T
0 10-* 10° 10' 102 103
construct (ng/ml)
1 [=
5 ® C27-1gG1(N297A)
N C27-IgG1(N297A)-HC: TNC
O C27(scFv)-IgG1(N297A)
. 1.04 O C27(scFv)-IgG1(N297A)-HC:TNC
8 V C27(scFv)-Fab2-HC:TNC
Q
= 0.54
ﬂ:
0.0t } T T T T
0 107 100 101 102 103

construct (ng/ml)

FIGURE 6



WO 2022/207921 7/52 PCT/EP2022/058788

Cl-Fab-LC:scFvCl Cl-IgG1(N297A)- Cl-IgG1(N297A)- Cl-lIgG1(N297A)-
HC:scFvCl LC:scFvCl LC:scFvCI-HC:scFvCl

LC:scFvCI-HC:scFvCI-LC:scFvCI-HC:scFvCl-  LC:scFvCI-HC:scFvCl- Cl-IgG1(N297A)-
IgG1(N297A)- IgG1(N297A)- 1gG1(N297A)- HC:TNC-scFvCI
LC:scFvCl LC:scFvCI-HC:scFvCl

FIGURE 7



WO 2022/207921 8/52 PCT/EP2022/058788

anti-Flag (M2) anti-higG
1. C4-Fab1-LC:scFvC4 5. scFv:C4-IgG1(N297A)-HC scFv:C4
2. C4-lgG1(N287A)-HC:scFvC4 6. scFv:C4-IgG1(N297A)-LC:scFvC4
3. Ca-lgG1(N297A)-LC:scFvC4 7. scFv.C4-lgG1(N297A)-LC:scFvC4-HC :scFvC4

4. C4-1gG1(N297A)-LC:SCFVCA-HC:sCFVC4 8. ScFv:C4-lgG1(N297A)-HC: TNC-scFvC4

FIGURE 8



WO 2022/207921 9/52 PCT/EP2022/058788

ol -0 C4-Fab1(1-108)
oligo. TNF80 - C4-Fab1(1-108)-LC:scFvC4
1.54 O C4-Fab2(1-114)
a & C4-Fab2(1-114)-LC:scFvC4
C 10-
[ o]
= g
0.5-
0.0-—1— T T
104 10° 10" 102 108

conc. [ng/ml]

== CA-lgG1 (N297A)

=L C4-lgG1-N297A-HC:scFvC4

-0~ C4-lgG1-N297A-LC:scFvC4

=~ C4-igG1-N297A-LC:scFv-C4-HC:scFvC4

0 10° 10" 102 103
construct (ng/ml)

24 oligo. TNF8O

—
o
9_. =0~ C4(scFv)-igG1(N297A)
© 14 -0  C4(scFv)-IgG1(N297A)-LC:scFvCA
= =~ C4(scFv)-IgG1(N297A)-HC:scFvC4
=0~ C4(scFv)-igG1(N297A)-LC:scFvC4-HC:scFvCA

0 10° ' ”1.61 ' ”1.(')2 . ”1'(')3
construct (ng/ml)

FIGURE 9



WO 2022/207921 10/52 PCT/EP2022/058788

100 g =B

75 @ C4-IgG1(N297A)
X i O C4-IgG1(N297A)-HC:scFvC4
2> O C4-IgG1(N297A)-LC:scFvC4
% 507 V C4-IgG1(N297A)-LC:scFvC4-HC:scFvC4
>

25-

01 T Y

o10" 10° 10" 10* 10°
concentration (ng/m)

100+
C4-Fab1-LC:scFvC4
C4(scFv)-lgG1(N297A)-LC:scFvC4
C4(scFv)-IgG1(N297A)-HC:scFvC4
C4(scFv)-IgG1(N297A)-LC:scFvC4-HC:scFvC4
C4-1gG1(N297A)-HC:TNC-scFvC4

\.
@

viability (%)
(3.]
<

N
i

I

0 101 102 103
construct (ng/m)

FIGURE 10



WO 2022/207921 11/52 PCT/EP2022/058788

@ specific i unspecific @ totat

1200, 1200 T— 1200
B, 500 kRLU ~TNF i T 5 B, 860 kKRLU %
£ 10 b ﬁw‘m Hela-TNFR2 10004 K23 g Hela-TNFR2 1 o Hela-TNFR2
= ] 087 R: 087 R 088
|
ed
x
[}
£
£
£
0 100 200 300 400 500 600 O 100 200 300 400 500 &00 O 100 200 300 400 500 600
Gpl-Flag-TNFwt [ng/mi] Ca-1gG1-LC:Gpl [ng/mi} C18-1gG1-LC:Gpl. [ngimi]
1200 1200 1
—~ B, 1000 kRLU Hela-TNFR2 B, B0 kALY Hela-TNFR2
o1 10004 &_"220 ngimi 1
= R 0.99
3
&
o
&
§ B, 130 kRLU
B K, 44 ngdfmil
R 0,96
0 100 200 300 400 500 600 O 100 200 300 400 500 €/
(68/69)-lgG1(N297A)-LC:Gpl. [ng/mi] CO-IgG1(N297A)-LC:GpL [ng/mi] C40-IgG1(N297A)-LC:GpL. [ng/mi]
500 500 500
B, 890 kRLU Hela-THNFR2 B, 250 kRLU Hela-TNFR2 B,.. ambiguous Hela-TNFR2
S 4004 K 2190 ng/ml 4 Ky 800 ngfmi 4 K ot significant
% R 0,99 RT098 R". not significant
- 30
x
£ 2
g
& L —
0 100 200 300 400 500 600 O 100 200 300 400 500 600 100 200 300 400 500 60O

C31-2-1gG1(N297A)-L.C:Gpl. [ng/mi] C28-lgG1(N297A)-L.C:GpL [ng/mi] C27-lgG1(N287A)-LC:GpL [ng/mi}
B
1000.
S 00 HeLa-TNFR2
Ed @
2 6004 T
= ‘
2 4004
£
= 2004
=
0
- EEEEEEE
D oD D DO DD
53 3 3 32 3 3 3
M MW O WD W W
22 YRR
205 0 (8]
8 O
GplL-Flag-TNF

FIGURE 11



PCT/EP2022/058788

12/52

WO 2022/207921

<
&
<
o
2
v
o
%G
e
SREBRBE-
A = - = -
and
Q.
]
18
.
<
&
b=
=
4]
=]
3
SELB888R3E°
wd
£
Q
3
o
o
@
8
3 &R B RS
—d
[=%
Q
1o}
-
<
[¢]
k=3
<+
o

m.:..m P~ 0N

(%) Buipuig

(v262N) LDBI-60
(v26ZM)19B12' 120
(v262N) 1961-(69/09)
(v26ZN) 190140
{7.6ZNHOBI-6Z0
(v.6ZN)LOBIL20
(v26ZN)LOB1-0FD
(v£6ZN)1OB1-610

(v.62N)1961-80
(v/6ZN)196I-Z 10
(v16ZN) 1O6I-(69/89)
(v£6ZN) 190140
(v26ZN) 1961620
(vz62N) 1081220
(V26ZN) LOBI-0pD
(726ZM)1L90161D

{v/6ZN) 1961-6D
(v26ZN)1D01-Z 12D
(v/62N) 1901-(6o/89)
(¥26ZN)1961-vD
(V26ZN)1961-620
(v26ZNHOB1L2D
(YLBZN)LOBI-OFD
(v26ZN)LOB1-61D

(v26Z1)1961-60
(v26ZN)1OBI-Z 1ED
(v262N) 196I-(69/09)
(v262ZN) 190140
(v/6ZN) 1001620
(v262N)19B1-220
(v26ZN}DB1I-0PD
(¥26ZN)LDBI61D

FIGURE 12

1000

BEORBR
(e
(sqido} / Buipu oeds
=y

+
e
]

occupied receptors: per cell

20010°  40x10°

i)

500 750 1000

250

250 500 750

0

concentration [ng/mi}

concentration [ng/mi]

FIGURE 13



13/52

6 5 -
5 2540° T o3 TN R hamen s 2010 T S TR Ra-cynomolgus monky
- -
& 2040°+ Z 1540
z 1 £
5 1.5x10°
z Z 1.0x10°
2 1.040° 2
] 23;0 3e;00‘6 RLU 2 5.0x104
= 5 o ng/mi
3 5.0x10 e g
@
& T T T T M L3
T T T T v
400 800 1200 1600 2000 0 400 800 1200 1600 2000
C4-igG1-LC:Gpl. (ng/ml) C4-1gG1-LC:GpL (ng/ml)
5 -
5 ‘Hek-293-TNF R2-human 5 1540 Hek-293-TNF R2-cynomolgus monky
- -
& 2.0.0° [
£ " E 1.0x10°
b=} =3
z b
£ 5 Bmax= 1e+005 RLU
5 1.0x10° 4 Bmax= 3e+006 RLU 3 5 0xi0¢ 4 Kd= 50 ng/mi
@ Kd= 500 ng/m! g i R*=098
k<] R2=0,99 £
&
K] & ————
® T T T T T
0 400 00 1200 1600 2000 [ 400 800 1200 1600 2000
C19-igG1-LC:GpL (ng/ml) C19-lgG1-LC:GpL (ng/ml)
6 1.0:40°
5 80100 T NP R human 5 Fiek-203-TNFR2cynomolgus monky
-
g . & 8.0x10°
< 6.0x10° b P
H S 6.0x10°
E 4.0x10°4 £
2 2 4.0x10° 4
® 5 Bmax= 8e+006 RLU o Bmax= 8e+005 RLU
2 20:0° Kd= 300 ngfmi £ 2040° Kd= 100 ng/mi
5 R?=099 3 R:=099
& & .
T T T v T 7 v T
[ 400 800 1200 1600 400 800 1200 1600
C40-lgG1-LC:GpL (ng/ml) C40-igG1-LC:GpL (ng/ml)
§ 4.0x106 Hek-293-TNFR2-human 5 8.0x10° { Hek-293-TNFR2-cynomoigus monky
[ |3 i
= [
E 3.040° = 6.0x10°
> 5
= -
520400 E 40x10°
- 4 mak= 9e+005 RLU
2 10406 £ 2005 Kd=1100 ngimi
2 1.0x10 2 Rzoor
€ g -
0 T T T T -+ 0 T T T
0 300 600 900 1200 1500 [ 500 1000 1500
C9-igG1-LC:GpL (ng/mi) C9-1gG1-LC:GpL (ng/ml)
0x10° - 5o
5 4 Hek-203-TNFR2-human " S 4040 Hek-293-TNFR2-cynomolgus monky
- -
€ 300054 ) € 3040
'§ Bmax= very wide =
5 Kd= very wide 5
£ 2.040° R=096 E 2.0:40°
2 2
-
£ 1.040° ” 21,0405
5 5
$ -, g
[ [ 04
T T T T v
200 400 600 800 1000 400 800
C27-igG1-LC:GpL (ng/ml) €27-1gG1-LC:GpL (ng/mi)
® non-specific binding (HEK293-ve) B total binding & specific binding

FIGURE 14

Relative Light Unit (RLU)

Relative Light Unit (RLU)

5.0x10°

5.0x10° =

Relative Light Unit (RLU)
-

4.0x10° 4
3.0x10° 4
2.0x10° 4

1.0x10° 4

4.0x10° 4
3.0x10° 4
2.0x10° 4

1.0x105 <

6.6

2.0:0°

Relative Light Unit (RLU)

)
=
L
E 40x10°
3
E
2
= 2.0410°
®
z
k]
[
3 4
[J
8.0x10°

0x10°

o
S
2

Hek-293-TNFR2-murine

Hek-293-TNFR2-murine

Hek-293-TNFR2-murine

PCT/EP2022/058788

400 800

1200
C4-1gG1-LC:GpL (ngimi)

1600 2000

Bmax= 5e+005 RLU
Kd= 850 ng/mt

R2=099

T T T T T
400 800 1200 1600 2000

€19-1gG1-LC:GpL (ng/mi)

4‘:10 860 12'()0
C40-1gG1-LC:GpL (ng/ml)

Hek-293-TNFR2-murine

»
>
A
2

3.0:40°

2.0x10°

5
2
2

300 600 900 1200 1500

C9-lgG1-LC:GpL (ng/mi)

‘Hek-293-TNFR2-murine

¥ T ¥ ¥ G
0 200 400 600 800 1000

€27-1gG1-LC:GpL (ng/mi)



WO 2022/207921 PCT/EP2022/058788

14/53

@ C19 & C19-C19

C40 & C40-C40

@7 C4-C40

C4 & C4-C4
Cr4

loop

CRD 4 C27 & C27-C27
C4-C27 C18, C188, C238

| stalk

<

FIGURE 15

C4-C19

plasma
membrane

SUBSTITUTE SHEET (RULE 26)



WO 2022/207921

anti-higG (M2)

15752

FIGURE 16

PCT/EP2022/058788

1. C4-lgG1(N297A)

2. C19-lgG1{D265A)

3. C40-IgG1(N297A)

4. C27-1gG1(N297A)

5. C4-lgG1(N297A)-HC:scFvC4

8. C19-IgG1(N297A)-HCscFvC19
7. C40-IgG1{N297A)-HC scFvC40
8. C27-lgG1{N297A)-HC:scFvC27
9. C4-IlgB1{N297A)-HC scFvC19
10. C4-lgG1{N287A)-HC:scFvC40
11. C4-lgG1(N287A)-HC:scFvC27

1. C4-1gG1(N297A)

2. C4-IgG1(N297A)-HC :scFvC4

3. C19-lgG1(D265A)

4. C19-IgG1(N297A)-HC:sCFVC19
5. C40-IlgG1(N297A)

6. C40-1gG1(N297A)-HC:scFVCA40
7. C27-lgG1(N297A)

8. C27-1gG1(N297A)-HC scFVC27
9. C4-IgG1(N297A)-HC:sCcFVC19
10. C4-IgG1(N297A)-HC scFvC40
11. C4-IgG1(N297A)-HC:scFVC27



WO 2022/207921 16/52 PCT/EP2022/058788

oligo. TNF80

C4-IgG1 (N297A)
C4-IgG1(N297A)-HC:scFvC4
C19-IgG1(D265A)
C19-IgG1(N297A)-HC:scFvC19
CA40-IgG1(N297A)
C40-IgG1(N297A)-HC:scFvC40
C27-IgG1(N297A)
C27-IgG1(N297A)-HC:scFvC27

IL8 [OD]

Staegtot

*]
0.0'—|'|: T T T T T

0 10* 10° 10' 102 103
construct (ng/ml)

O C4-IgG1(N297A)-HC:scFvC27
O  C4-1gG1(N297A)-HC:scFvC40
V  C4-gG1(N297A)-HC:scFvC19

0 10" 10° 10" 102 103
construct (ng/ml)

FIGURE 17



WO 2022/207921 17152 PCT/EP2022/058788

125+ O Ca-lgG1 (N297A)
@  C4-gG1(N297A)-HC:scFvC4
1004 = O C19-1gG1(D265A)
(=
= 75 @ C191gG1(N297A)-HC:scFvC19
é’ B C401gG1(N297A)
'c% 50- O C401gG1(N297A)-HC:scFvC40
= V  C27-gG1(N297A)
25- ¥ C27-1gG1(N297A)-HC:scFvC27
0ty
0102 10" 10° 10' 102 103
construct (ng/mi)

1254

1004 M= @ C4-1gG1(N297A)-HC:scFvC19
g_\i A C4-1gG1(N297A)-HC:scFvC40
> 75‘
= B C4-gG1(N297A)-HC:scFvC27
% 504
=

25+
O4—r1 r—rrr

o 10* 10° 10' 102 103
construct (ng/ml)

FIGURE 18



WO 2022/207921 18/52 PCT/EP2022/058788

A) C4-lgG1(N297A)- C19-1gG1(N297A)-
C4-gG1(N2974A) HC:scFvC4 C19-migG1(D265A) HC:scFvC19

' kY o o ! w o o o o o by o o
0 2o 8 S8 0 T o8 €89 0 2 o 8 2% 0 2o & € % ngml

C40-1gG1(N297A)- C27-1gG1(N297A)-
C40-1gG1(N297A) HC:scFvC40 C27-1gG1(N297A) HC:scFvC27
¥ w P G' T i o O‘ i i L} L] 1
0 2o 828 o0 o828 o2

l !4—- B-actin
B) C4-lgG1(N297A)- C4-lgG1(N297A)- )
C4-IgG1(N297A) HC:scFvC4 HC-scFvC19 oligo. TNF80
“’g‘""gg '3§‘¢‘Gggng/ml

FIGURE 19



19/52

elution time (min)

elution time (min)

® CalgG1(N297A)
[ C4-lgG1(N297A)-
HC:C4

O C4-lgG1(N297A)-
[Resion}

B Ca-lgG1(N297A)-
LC:C4-HC:C4

IL8 (OD)

viability (%)

B
(o -
0 10°

10™

10"

construct (ng/mi)

KYM-1

elution time (min)

WO 2022/207921 PCT/EP2022/058788
A
KkDa M 1 2 3 4
M. Marker
1. C4-1gG1(N297A)
7= 2. C4-1gG1(N297A)-HC.C4
66— 3. C4-1gG1(N297A)-LC:C4
4. C4-lgG1(N297A)-L.C:C4-HC:C4
43~
30~
20~
B C4-1gG1(N297A) C4-1gG1(N297A)- C4-1gG1(N297A)- C4-IgG1(N297A)-
. HC:C4 ke joLo:caHo:ca
10.04 e % =S
5 0] ~a 113 8EC 1 K’!MSEC ] 115 SEC 25 M7 SEC -~
I I'4
IS 7.54
z; 151 E Flag
2 5.0 pepde -
g e ] ¥
S 254
2 .
(2]
o] 04
O 5 101520 25 0 5 10 15 20 25 0 5 10 15 20 25 0 5 10 15 20 25

elution time (min)

125+
1004
754

50+ ® C4-igG1(N297A)

[ C4-lgG1(N297A)-
HC:C4

© C4-lgG1(N297A)-
LCC4

O brdt T

C4-lgG1(N297A)-
LC:C4-HC:C4

o10" 10°

10"

102 10°

construct (ng/ml)

CA4-IgG1{N297A)

CA-lgG1{N297A)-

HC:C4

C4-1gG1(N297A)-
C:.C4

C4-IgG1(N297A)-
LC:CA-HC:Ca

Y [=3
a0 8¢

=

0

o~

o
© N g
= O o

FIGURE 20

o o
=]



PCT/EP2022/058788

WO 2022/207921

20/53

; ; L¢ 34NOld
10°050s, :50°050,

pajeanun sA uoneljusouod jsaybiy #=U UyoBs yjm _
:uosLedwos 1s8)-) palied pajiel-om)  Sjuswiuadxs Juspusdapul Om) Woy 0001 €0
(S ¥ SUBsW :|0UCO pelealjun 0} Pazijeuiou siouop g=u  w/bu I
0vO-¥0 610¥0 0rO-0¥0 610610 vO¥d  CuviS
00 \ww
50 © 8
=S
29000000 -2000000-2000000-00000000-29200000--01(] 5 M
o
% ¥ R 23 m %
6l &8
0=
e
—
~0'¢C
0vO+0 61070 073-0v0 610610 7070 wm/_ﬁwo 0

I
Lo
<

(702 +£00 uiyum ,Gzao Lgdxo4)

T

O
HOH
=1

=@

o

*:mmi :»mm :W:wm T%ﬁ;m

2%

ol e
—0—i
¥
Lo

sbai| 9, abueyo pjo4

L33

T
<«
N

L33

SUBSTITUTE SHEET (RULE 26)



WO 2022/207921 21/52 PCT/EP2022/058788

(A)

TNFR2

agonists

ex vivo analysis

of spleen
do daily bioluminescence imaging da
i ‘ }
Analysis of bioluminescence signal of Tregcells FACS
(B)

404
&
2 g4
L]
]
Em ——
=
= ;g 0 - e * .
# o o g
B 104
3
&
1] T T T T T T T T l
A B IR R
C18-C19 [pgl
Heg. Ctri C18-C19 (pg Fanimal)
PBS it 30 45 n 100 150 | 230 350
# of animals 1 1 1 1 1 1 1 1 1

Figure 22



WO 2022/207921 22/52 PCT/EP2022/058788

L]
1

b
i

-

i

fold change % Tregs
Foxp3”™ within CD3* CD4"

o

C19-C19 [ug]

FIGURE 23



WO 2022/207921

23/52

PCT/EP2022/058788
[
(A)
Fc-TNC- Fc-TNF80  Fo(DANA)- TNF80 TNC-
TNF80 TNC-TNF80 $CTNF80
1: Fe(DANA)-TNC-muTNF80
2; Fe-muTNF80
3: Fe-TNC-muTNF80
4 muTNFB0 (B)
5: TNC-sc(mu)TNF80
M: Marker
100 140 120
Fo(DANA}- Fe-TNC-
TNC-muTNF80 120 Fe-muTNF80 100+ mUTNF80
= 754 e = r'd
:é E 2 80
£ E go- E
! 501 g @ 60
< Fiag c 80 3
‘g peptide £ .ol g 401
25
® / % 20- B 207
0 o 0
5 10 15 206 25 5 10 15 20 25 5 16 15 20 25
elution time {min} elution time (min) elution time (min)
80 14
TNC-
50+ 124 se{mujTNF80
2 40 § 104 > Flag
E E o peplide
© g g
£ 20- 8
[+ g 4
‘é 10 2 2
0~ g--—..DN
5 10 15 20 2 o6 5 10 15 20 25

elution time (min)

FIGURE 24

elution time (min}




WO 2022/207921 24/52 PCT/EP2022/058788

150 -+ FC(DANA)-TNC-muTNF80
125 - Fc-muTNF80
< 100{ -0 Fc-TNC-muTNF80
2 75 - TNF80
E 50 -# TNC-sc(mu)TNF80
>
25 Kym-1 (A)
O'_H I T T T T
o 10" 10° 10' 10% 103
concentration (ng/ml)
2.0
HT1080-TNFR2
"8 1.5
(@]
e}
5 19 (8)
° 0.5
o
0'_|_| k T T T T
0 101 109 10! 102 10°

concentration (ng/ml)

FIGURE 25



WO 2022/207921 25/52 PCT/EP2022/058788

300~
= -# 340 pg
B
5 ~h 230 ug
$ 2001 -+ 15049 TNF80-2xF-
g - 100 g TNC-FC(DANA)
[
o 100 = e - 7049
s R bt o -8 45 g
& -+ 30 ug

0 ¥ ¥ T 1 b ol mpg

1 4
0 2 3 -4 PBS

Days

TNF80-20F- TNC FCDANA

>
o
]

%Tregs in CD4"
g 8

oy
L=
i

)

PBS 20 30 45 70 100 150 230 340

TNF80-2xF-TNC-FC(DANA)

FIGURE 26



PCT/EP2022/058788

26/53

WO 2022/207921

LZ 3dNOId

Buipuig oyoads m (744NL-€67H) Buipuig eloy (eA-g6zeH) Bulpuig ayoads-Uou o

(wyBu) 7d:071-(v6ZNIDBI070  (1wyBu) 1d9:07-(w262N)19BI-0%0 (IwyBu) 4NL-7d9) (IwyBu) 4N1-7d9)
008 009 00 00z 0 008 008 00v 002 oo 0001 008 009 00% 002 oo 0001 008 009 007 002 oo
_i i ] i 5 _. _ ._ -l. & i ] i § e b i i ] i
160=74 660= 24 _ 660= Y
Wb 0} = Py L0IX0S o wybu 0o} = Py QOIX0G wyBu oG} = py L0
Y 200+, = xeuwg ™ = | 114 £00+96'| = Xeulg LS| T L00+6G'¢ = Yeuw =
SRS 1001 = = 007 5
" uewnygN g5z eH UeWny-YANL-620RH) o1 xg ueny-g4NL-g6zeH L0V ) JYANL-g6ZHeH  L0X0'E
01X Y-Z4INL-E60BH UBLUNY- LM ANL-E6248HT
(uyBu) 71d9: 0Ty 6290120 (wybu) 1d9:01-Y62N)19BI-220 (wyBu) 7d9:07-y26eN)L9BI-610  (jwybu) 1d9:07-(v262N) 1961610
008 009 O00F 002 O 008 009 OOF 00 O 0002 009} 00z} 008 007 0 000Z 009} 007+ 008 007 0
] 1 i i @ O ;—W 1 ] 1 _0 l. 1 ] _- _'l.o
T‘lllrllrll\\m. L0IX0') 660=24
_ Iw/Bu ooy = Py _
0= rs00e = 807 = Yell 01 g
Py L 0n0E S (T4 £00+5 ¢ = eV E
(T 00+9G = Yeug FG0LX0'Y H01X0T
UBLINY-Z4 4N -€62-%H UeWNY | AN L-E6ZH oG UeLINY-Z44N1-€62-4eH UBLINY-|MAN1-E62-48H
(lwyBu) 1d9:0T-(vL6eNI9B60  (wyBu) 1d9:07-(v26ZN)19BI-60 (lwyBu) 7d9:97-1961-40 (lwyBu) 199:07196-70
008 009 O0F 00Z O 008 009 OOF 00Z O OOON 009 00Z) 008 007 O 0007 003) 00Z) 008 007 O
& i i O l‘ 1 i _- _io
660=zY W _ 860= 7
JuyBu (g} = Py robol JwyBu (G = Py o
T 900+0% = Yewg L0IX07 B N7 200+) = xewg U
FQOlXO'E . - [ ool <
UeLINY-Z44N1-€62-%8H UL MAN 662 4H - o0 X'y UBLINY-Z44N1-662-%eH UBLINY-| AN L-§62-%8H ] £

SUBSTITUTE SHEET (RULE 26)



WO 2022/207921 PCT/EP2022/058788

27153
B e T embiens =G~ (005-BOB)-gGTNZITAFHCITNC
~H= {005-BOB)-IgGT1{N297TANHC (A+RGY)

8 3- i~ (005-B08)-lgG1{NZ97A)-HC:scFW005-B08B)
)
o0 2
B

1 “ .z

0""!'—" L T T T T T

0 10 10° 40' 102 10°

construct (ng/ml)

FIGURE 28

SUBSTITUTE SHEET (RULE 26)



absorbance (mAU)

28/52

WO 2022/207921 PCT/EP2022/058788
(A)
C4-HC-2- C4-HC-4- c4-LC-3- C4-LC-4-
SCFVC4-23(G4S )dvarT SCFVCA-4(GAS)dvarte ScFvC4-23(G4S)dvar? CFVC4-4(G4S)4vare
1254 \ 150 \ 100 \ 200 \
1004 1204 80 160
754 90 60 120-
50 - 601 40 80
25 aggregate 30 aggregate 204 adggregate 404 aggregate k
0 — o — L 0 — g 0 ’AJJ ’
0 5 10 15 20 0 5 10 15 20 0 5 10 15 20 0 5 10 15 20
time (min) time (min) time (min) time (min)
(B)

-@- C4-HC-4-scFv-C4-4(G4S)4 (var16)
-O- C4-LC-4-scFv-C4-4(G4S)4 (var16)
| - C4-HC-2-scFv-C4-23(G4S)4 (var7)
IF c4-LC-3-scFv-C4-23(G4S)4 (var7)
—>- C4-1gG1(N297A)-HC:scFvC4

]
10°

] I
10" 102 10°

construct (ng/ml)
FIGURE 30



WO 2022/207921
2000000
e toa KD: 230 ng/mi
~ 15000004 X unsplecmc 2 0.99
3 O specific
e LY
51000000 e
- .
ke .
£
S 5000004
.................... B et
8] 8 S X : .
0 200 400 600 800 1000 1200
VHH:C18-Fc-GpL (ng/mi)
200000079 total
x unspecific .
5 18000001 specific .o
—
x
o 1000000
£
£ R?: 0,99
< 5000004
_____________ Kamuman=
1] o ZURTELS b I' "‘)t'“'l'" , I
[} 200 400 600 830 1000 1200
VHH:118-Fe-GpL (ng/mi])
2000000
e total KD: 570 ng/m|
15000004 * unspecific R2: 0,99
=] O specific
z
» 10000004
o
ﬁ -
- N,
8 sgo000d 200 T
o , B —
0 200 400 600 800 1000 1200
VHH:188-Fc-GpL (na/mi)
1500000
1250000 o KD: 800 ng/mi
. x unspécxflc R 0,06
; 10000004 ©  specific
S 750000
£ e
2 5000004 000 e
< 1 e
2500004 = a0 e

6(I)O 8(I)O 10'00
VHH:C12-Fc-GplL(ng/mi})

1200

29/52

binding (RLU) binding (RLU)

binding (RLU)

binding (RLU)

PCT/EP2022/058788

e total

x unspecific

T T T T
400 600 800 1000 1200

VHH:74-Fe-GpL (ng/ml)

o
0 200
200000
L ]
15000004 >
o
1000000
500000

total KD: 900 ng/mi
unspggnﬁc R 0,99
specific

T
0 200

4(|)O 6(I)0 8(')0 10IOO 1200
VHH: 178-Fc-GpL (ng/ml)

2000000
e total KD: 670 ng/ml
15000004 X unspecific R% 0,99
O specific
10000004
500000+
.0**
0OR mr . 7 ; ;
0 200 400 600 800 1000 1200
VHH:238-Fc-Gpl (na/mi)
1500000
o total
12500001 x  unspecific P
10000004 ©  specific
750000 o
500000 R [
250000 o KD: 3200 ng/ml
R%: 0,99
O T T T T T
0 200 400 600 800 1000 1200

FIGURE 31

VHH:36-Fc-GpL{ng/ml)



WO 2022/207921
6
4008 T S TN Re-murine
~ 3.0x10¢
35
2
o 2.0x10¢
o
£
3 Kd = 180 ng/ml
2 1.0.10¢
i R%=90
0€C-C - -8y , ' 9-
0 400 800 1200 1600 2000
3xVHH:C18-Fc-GplL (ng/ml)
5
2040° T o TNF R -mrne
—~ 1.5x10% 4
=)
z
o 1.0x10% -
c
£
£
D 5.0x104 4
Oﬁil ﬂ- T T T hd
] 400 800 1200 1600 2000
3xVHH:C74-Fc-GpL (ng/mi)
1)
A T T R TG
6
5 3.0x10
.
x
o 2.0x108
=
o
[
S 1.0,106 Kd =70 ng/ml
R?=98
0 t Oy v Y -]
)] 400 800 1200 1600 2000

binding (RLU)

3XVHH:C188-Fc-GpL (ng/ml)

3.0x108

Hek-293-TNFR2-murine

2.0:106
1.0x10° Kd = 100 ng/ml
R?=98
0 5
L) L T L) v
0 400 800 1200 1600 2000

3xVHH:C238-Fc-GpL (ng/mi)

30/52

PCT/EP2022/058788

7
25 T S TR R Tuman
2.0x107 -
5 | |
Z 1.5x107
2
5 1.0x107
=
o Kd = 1 ng/ml
5.0x10% R?= 0.99
0 T T T o
0 400 800 1200 1600 2000
3xVHH:18-Fc-GpL (ng/mi)
7
2540 T ZesTNFRa-human
2.0x107
§ u
& 154107 L
2
'g 1.0x107
o) Kd = 1 ng/ml
5.0x10° 4 R?= 099
[if c T T T T A
0 400 800 1200 1600 2000
3xVHH:C74-Fc-GpL (ng/mi)
7
2540 T TR TG Taran
2.0:107 { B g
=}
T 1.5:07
2
=5 1.0x107 4
[
ey Kd =3 ng/ml
5.0x106 - R?= 0.99
oo B T T ©
0 400 800 1200 1600 2000
3xVHH:C188-Fc-GpL (ng/ml)
7
2540 Hek-293-TNFR2-human
2.0x107 4 | |
3
& 1.507
2
5 1.0x107 3
£ Kd = 6 ng/ml
5.0x10¢ - RZ= 099
0e——T—o0— T T ©
0 400 800 1200 1600 2000

3XVHH: C238-Fc-GpL (ng/mi)

FIGURE 32



PCT/EP2022/058788

31/52

WO 2022/207921

125

T T T T
Q w0 Q o]
o M~ (1] N

(%) Buipuig 1d-4NL

FIGURE 33



WO 2022/207921
Hek-293-TNFR1-human
6.0x105
o)
e
X 401054
foy
k=
©
=
o 2.0x10°
we==z===
————m=E
em
0 OB e Oy 7 T
0 400 800 1200 1600 2000
3xVHH:C18-Fc-GpL (ng/mi)
1.5x107- Hek-293-TNFR1-human
=
F 1.0x107
>
£
2 s
£ 5.0x10°
0 T T y
0 400 800 1200 1600 2000
3XVHH:C74-Fe-GpL (ng/mi)
Hek-293-TNFR1-human
4.0x10°
3 s
7 3.0x0°
o
£ 2.0x1054
©
£
2 fox10% —
amEmIEEEET
BT L
Dg ) o ] T T
0 400 800 1200 1600 2000
3xVHH:C188-Fc-GpL (ng/mi)
Hek-293-TNFR1-human
3.0x10°
=)
7
= 2.0x10°4
o
ol
5
<
3 1.0x10°4
I
0l‘-’_"_-l-_.--.—l T T T
0 400 800 1200 1600 2000
3XVHH: C238-Fc-Gpl (ng/mi)
y 6
200 T TR R aman
1.5:10° -
@
E "
g 104105 =
a8
5.0:105 4
back. TNF-GpL TNF-GpL
- back.

32/52

binding (RLU) binding (RLU) binding (RLU)

binding (RLU)

PCT/EP2022/058788
Hek-293-T NFR2-human
6.0x10°] -=="""" AT o
4.0x10°
Kd =6 ng/ml
R?*=0.98
2.0x10°4
— ————
--"-“_--‘_—
o Ky T T T T
0 400 800 1200 1600 2000
3XVHH:C18-Fe-GpL (ng/ml)
5
B0 T S TNF RS- Framran
6.0x10° .
_________________ ©
Kd = 35 ng/ml
R?=0.90
_________________ x
A\ T T T T T
0 400 800 1200 1600 2000

3XVHH:C74-Fc-GplL (ng/mi)

Hek-293-TNFR2-human
L
4.0x10° -
Pge) o
p [}
3.0x105
2.0x10° Kd = 5 ng/mi
R?=0.98
1.0x10° J—
_._--n“"“-‘_—
03"_" T L] L] T 1
] 400 800 1200 1600 2000
3xVHH:C188-F¢-GpL (ng/mi)
Hek-293-TNFR2-human
—_ --0
3.0x10°% - ®
(o]
2.0<10° Kd = 8 ng/ml
R?=0.90
1.0x10°
I B T
O A T T T T T
1] 400 800 1200 1600 2000

3VHH:C238-Fc-GpL (ng/ml)

FIGURE 34



PCT/EP2022/058788

33/52

WO 2022/207921

HEs-p-Lad0

° 2

LaNo
Z-1a80
AR i
mfw £-1a¥D
g8 dook-¢-1G¥D
[ 9
] L0080
Higis-p-1uo
P e
3 5 LaNo N
w g w m Z-iquo g
25 1 £-1auD o
I of &
m £ i dool-¢-LauD W
$-LOHD
=
L 5| z
e~

150
100
50
30
20
10
0
200

10
25
20
15
10
5

& w @
Ma..m? mzﬂu
r%wm

(%) Bupuig Ani-1de
oD

Z-LOMD
k £-OND
dooj-g-LOuD
LaH0
Hes-o- LU

N C188-VHH(3x)-
Fo{DANAY

W C74-VHH(3x%)
Fe{DANA)

L_

- i~

(1) Bupuig 1eio) {nedi) Buipuig g0}

(A)
(B)

FIGURE 35



WO 2022/207921 34/52 PCT/EP2022/058788

3 -0 2xVHH:C12-Fc-Gpl
.................. @ 2xVHH:C36-Fc-GpL
a 2- €1} 2xVHH:C118-FcGpL
e -l 2xVHH:C178-Fc-GpL
e}
—d
—— 1-
o=
0441 T T T T T
0 101 10° 10" 102 10°3
construct (ng/ml)
2 o -~ 2xVHH:C74-Fc-GpL
O VHH:C74-VHH:C188-Fc-GpL
)
Q
o 17
=
o=
0'_I_' k T T T T T
0 101 10° 10' 102 10°

construct (ng/ml)

-@- 2xVHH:C18-Fc-GplL
O 2xVHH:C238-Fe-Gpl
4L} 2xVHH:C188-Fc-GpL

101 10° 10' 102 10°
construct (ng/ml)

FIGURE 36



WO 2022/207921 35/52 PCT/EP2022/058788

(A) [ . Sk
XVHH:C18-Fc(DANA)
2 LI 3xVHH:C74-Fc(DANA)
a -@- 3xVHH:C188-Fc(DANA)
o -O- 3xVHH:C238-Fc(DANA)
©
=s1'd/
0'-1_' I T T T T
0 10 100 101 102 103
construct (ng/ml)
(B)

-l 3xVHH.C18-Fc(DANA)
IF 3xVHH:C74-Fc(DANA)

_—
> -@ 3xVHH:C188-Fc(DANA)
= O  3xVHH:C238-Fc(DANA)
=
o
>

25

0'_I_' k T

0 107 10° 101 10% 103
construct (ng/ml)

FIGURE 37



WO 2022/207921 36/52 PCT/EP2022/058788

B
VHH:C188-F¢ 2xVHH:C188-Fc-GpL 3xVHH:C188-Fc
1504 \ 4004 % 754 | pg;%e
ésw 3204 \ 604 x
8 90 2404 454
g . Fiai% - | . V
e 4
§ 60 pep! 160 | g 30
R ¥ 1 | peptide ;
30- - 80+ x 185
30 [em o s o AN o
204~ ¢ 5 10 15 20 © 5 10 15 20 0 5 10 15 20
elution time (min) elution time (min) elution time (min)
D
100 A=
£ 754
&
5 50
= -0~ VHH:C188-Fc
-k~ 2XVHH:C188-Fo-Gpl 25' &= 2XVHH.C188-F¢-Gpl
A 3XVHHC188-Fc =0~ VHH:C188-Fc 0 A HXVHH.C188-Fe
gty T T T T S e— P rm—— T
0 10* 10° 10' 102 10° 0 10 10° 10' 102 103
construct (ng/ml) construct (ng/ml)

FIGURE 38



PCT/EP2022/058788

WO 2022/207921

37/53

(ju/Bu) 1on1sU0D

(jwy/Bu) 1onnsuoo

8¢ FANOId

¢0b 0L 0L o0 0L O ¢0b z0L ,0L 40L ,OL O
.!!..w...SE!il—!it!lini!llii”.l_lhl @ i 3 5 ¥ [P | o
04881 HHAXS i{. 04-88LOHHA =0~  94-88LOHHAXE .{-
doo488LOHHA ¥ [GT HWOoL8BIOHHAT ¥
2:4-88LOHHA -0~ =.
-0S &
5
-G/ %
-001
d
(uiws) swy uoinis (uiw) swigy uonngs (unu) swy uopnie .
¢ Sh 0 S 0 0 S O S 0 0Z S 0 § 0 e s wd S
TS, 0 ——— 0 et 0 | — ()
, I A o
| 1 i y . ] » % i
| | St » M -08 | -0€
_ - apidad 5 » -8
| Hoe petd 09t | opndod oo &
- . Beld L g
-
p | ;mv ,é& Hom 3 ‘ s [0
a 09 X Loze Lozt Wm i s -6
o oL 0or R ost ﬂ.nc A,m,r/%w/ ,ﬂw@
O/N//NIO/N/N,/.O R
04-88LOHHAXE d9-04-88L DI HHAXE 04-88LOHHA n%% nerOVwou
g o v
¥

SUBSTITUTE SHEET (RULE 26)



WO 2022/207921 38/52 PCT/EP2022/058788

A B
&
FAVHHC180(GAS IVHHC188(G48)3 BVHHC188(G45)5 @@{.1} @) 43
-FelDurv) “Fo(Dure} “Fe{Durvy -
s |
backbone
c 1 SXVHHC1RB(GASI-Fol Durv)
. BVHHCIBBIGES)a AVHHCIBEIGESS 2 DVHHCI8BGISFeily)
33VH§§{§?{§43}1 ,Fc{;‘{;) ) ,,mgﬁ, B SHHC1BHCAS)S FeiDun)
5004 N 2504 \ 2504 \
% 4 2004 200
3004 1504 1504
2004 1004 100+
®
100 504 50
1 (7
5 W 16 20 § 10 15 5 10 15 20
D
o VR TEBGAS1-Fa{Durv)
. o SVHCIBHOS o Duy)
8‘ L VEHCIBSGASIS Foi D)
Q M VIR Fe DANA}
2
0

0 10° 100 10" 10®  10°
construct (ng/mi)

FIGURE 40



WO 2022/207921 39/52 PCT/EP2022/058788

VHH:C188  2xVHH:C188 3XVHH:C188 .
(A) NG LA NG 3XVHH:C188-Fc

VHH

TNC

, ) VHH:C188 3XVHH:C188 VHH:C188
VHH:C188-Fc  2xVHH.C188-Fc 1451(N297A) -Fc(DANA) -TNC-FC(DANA)

(B) VHH.C188-TNC
2xXVHH:C188-TNC
3XVHH:C188-TNC

3xVHH:C188-F¢

trme

o 10" 10° 10" 102 103
construct (ng/ml)

i ¢ VHHCI88-Fc

20 W 2VHHCI88-Fo
R LI VHH185-gG1(N297A)
N 1.5 -@  3XVHHC188-Fo(DANA)
C -©  VHHC186-TNC-Fo(DANA)
o0 -
o 1.0

0.5 é

00— v

0 107 10° 10! 102 10°
construct (ng/ml)

FIGURE 41



WO 2022/207921

40/52

Cd-variant-

PCT/EP2022/058788

7

8 9 10 11

12 13

14 15 16

B
- Cia-vari
BT a— e
i @ Civart+PG ':0'_.
62 ~A- Civar2+PG
e
[va]
= 14
>
0
o 10’ 102 10°
construct (ng/mi)
- Chva? _
~k— CA-var8
2_-@- Ca-var? +FG p,__e
8 -A- Civars+ PG ‘,‘
)
o
=
0
0 107 102 103
construct (ng/ml)
-@- Cdvartd
& Cavard -
,\2' Q- Civarid +PG __.Q
O A~ Civarid + PG .9
9/ l' A
L
2 14 _a‘é R
- .,_O ae
pop
0
0 10! 102 103

construct (ng/ml)

|-@- _Cd-var3 S
—h— Cd-vard g
2 Q= Civar3 +PG é“‘J
> |=A- C4vard +PG -
a a
e
3
= 11
[ 4
0-—

0 101 102
construct (ng/ml)

10°

0
0 10! 102 10°
construct (ng/mi)
& C4varls
[ Cavarie J R
AZ‘ “@- CAvari5+PG u'
) “A- Chvart6+PG _aAde
o A8
© R4 .
e
ot
0+
0 10! 102 103
construct (ng/mi)

FIGURE 42

01
102
construct (ng/ml)

102

L
0 10" 102
construct (ng/ml)

& Cdvarti
—— C4wari2 ’6
21 “©- C4vart1+PG o:,’

103

-l C4-gG1(N29TA)

£ cagcineeTay +FG

0
0 10!

102
construct (ng/mi)

E‘"E

102



WO 2022/207921 41/52 PCT/EP2022/058788

3xVHH:C188-variant-
1 2 3 4 5 6 7 8

GAS)1- (G4S)3- (G4S)5-
12 13( 11-( 4) { 14)

9 14 1

10 N1

-@- 3XVHH.C188-var5
-©- 3xXVHH.C188-var6
-
=

IVHH:C188-WT
3xVHHC188-vart

-

© 3XVHHC188-varT
- 3xVHHC188-var?

e =g

= 3

3xVHH.C188-var8
—k- 3xVHHC188-var9

3XVHH.C188-var3
= 3xVHH.C188-var4

@ xVHH.C188-vari0 %
3xVHH:C188-var11 3xVHH.C188-var14(G48)1
4 i 3);\.'HH;C188-\\I/::12 -©- 3xVHHC188-var14(G4s)3
_E_ 3XVHHC188-var13 f - 3xVHHC188-vari4(G48)5
=&+ 3xVHH:C188-Fc(DANA) =k~ 3xVHH:C188-(G4S)1-Fe(Durv)
0'_I'| =T T T T T T T 0'_I-| =T T T T T T T
0 10 102 10 10° 10" 102 10°% 0 10 102 10* 10° 10" 102 10°
construct (ng/mi) construct (ng/ml)

FIGURE 43



WO 2022/207921
" g 2.4+ woe Sk P
20
T
x 0
r ‘g 16-
§5
5 =124 _—
Bt %’ ..... J_ ........ J_ ......
g cg-é 0.8
L 1 1 100 1000
n=16 n=46 50 n=46
C4-1gG1(N297A)-He-scFvC4
[ng/mi]
w24, .
o
2 é 204
=
1.6-
%g T T
5 Z 124 —
R N==T o
g i 0.8 I
1 10 100 1000
n=12 n=12 =12 n=12
C40-1gG1(N297AJHCscFvC40
[ng/mi]

42/52

N
S
!

»
7

=
o
L

-
[
L

©
il

Fold change % Tregs

PCT/EP2022/058788

I

(Foxp3* within CD3* CD4")

N,
i A A
. .

Fold change % Tregs
j=)
i

=mE

1000

1 10 100
n=14 n=14 n=14 n=14
C19-lgG1-(N297A)-Hc-ScFvC19
[ng/ml]

{Foxp3* within CD3* CD4")

FIGURE 44

100 1000

1 10
n=4 n=8 n=§ n=12
3xC188(G48)1-Fe(Durv)
[ng/mi]



WO 2022/207921 43/52 PCT/EP2022/058788

&; 2.0+ w 2.0
O & 18- . 8 = 18-
@ @
T © 16- iL © 45
= r . E i‘ ] .o
@ 1.4 A ——
28 28 —t
B ° 1.24 s ° 1.24 Y
) e
z E 1.0 3 "é 104 0en ODODODOD -+ n L I
E 0.8 r : L 08 r T
uT 100 ng/ml uT 100 ng/mi
C4-1gG1(N297A)He-scFvC4 C4-1gG1{N297A)Hc-scFvC4
m 4 - 12+
@ = L
;2 52
= . o=
o 8 — 3 8-
S - lﬁ o
ot 24 © 6
g, E g g L ]
g % £ 8 44
5 14 PONRY VY W— E_l:,) ii-‘
kS 5 2 —t
% bt % Rl PR QMO+ < 5 w5 v r e ®o i
1 0 ¥ T 4] Y ;
uT 100 ng/ml b uT 100 ng/mi
C4-lgG1{N29TA)Hc-scFvC4 C4-1gG1(N297A)He-scFvC4
g 2.0 FE 4n
=2 181 o CI)
T8 T 8%
% 3,“ 1.6+ A s & f:“ -
D ey 14+ . 8 o 2+ |
2 . ga —%‘
8 5 12 £ 5
O (2N O B 14 V.V WP
- § 404ceeees e o <+ 55w s a s rn e e s o :@
& (=}
[T 0.8 T r w [ r T
ur 100 ng/ml uT 100 ng/ml
C4a-1gG1(N297A)He-scFvC4 C4-1gG1(N297A)Hc-scFvC4

FIGURE 45



WO 2022/207921 44/52 PCT/EP2022/058788

B
=
i

o
;-‘ %
os® e
. .
0 Oy S R e

uT 10 100 1000 ng/mi uT 10 100 1000 ng/mi
3XVHHC188(G4S)1-Fe(Durv) 3XVHHC188(G4S)1-Fe(Durv)

2.0+
)

1.8 . 1.8+

-
{2o]
5

=y
fom T 5 B 4
x X X

AEIEEER o R N R e e
o
0.8

(among FoxP3™ Teells)

Fon QY
&

Fold change MFI FoxP3
(among FoxP3™ Tcells)
I

-‘ ,
E )
®
'
1 K__*.._,].
.}—9——-’. °
Fold change MF1 CD25

Tk
I
o
1

e
i
»

]

b

Fold change MFI 4-1BB
(among FoxP3" Tcells)
e

............................

Fold change MFI ICAM-1

o
<3

(among FoxP3" Tcells)
i '
e

uT 10 100 1000 ng/mi

uT 10 100 1000 ng/mi
3xVHHC188(G4S)1-Fe(Durv)

3XVHHC 188(G4S)1-Fe(Durv)

oy
¥
L
]

E.
i
e
L

Fold change MFI GITR
(among FoxP3" Tcelis)
Fold change MFI TIGIT
(among FoxP3" Tcells)

e Ao o QU+ 455 w5 b vrn e B S g g e i S e

0 : ' . , 0 ' . - ;
ur 10 100 1000 ng/mi ut 10 100 1000 ng/mi
3XVHHC188(G4S)1-Fe(Durv) 3XVHHC188(G4S)1-Fe(Durv)

FIGURE 46



WO 2022/207921 45/52 PCT/EP2022/058788

A
Gm
3 3 - ,
30
©
28 2 1
g O
5 €
% 2 1=
2 &
(5] ! l
m
e i [ i i
Isotype 30ug 300 ug 3000 pug
controt
C4-C4 (C4-1gG1
{N29TAFHC seFvC4)
B .

dr

ﬁg%
]

Lad
i

Fold Change of Tregs
from CD3"CD4"
T T

6 1 i H i
Isotype 30 pg 300 ug 3000 pg
control

SVHH.C188-
FelDANA)

FIGURE 47



WO 2022/207921 46/52 PCT/EP2022/058788

Isotype control FC(DANA)-TNC-muTNF80
25 985
e Oh e
@ Bh e
204 4. 12h 204 .
_ |w 24n R 2 g
E 154 .4 48h %1& A )
§ @ 72h g le= % f
217 0. 96n S R 1
5+ 5+ B Z
8- '**"*tﬁ%t uitnﬁauini i3 «“g g—-@vté"*ﬁ*“@ 8
Q- Q“"“‘“‘“’f T 13 ¥
10‘3 195 ’!O““ 10‘3‘ 192 10% 104 R}“‘ 109 10%
Serum (%) Serum (%)
FIGURE 48
A B
5 4
g
@ 4 )
ko &
2 5
5 2 3
§ s
L,
g 14 =
i
0 -
@'g‘é "(‘;4;@5’
& \SSX\@
oF &

FIGURE 49



PCT/EP2022/058788

47/52

WO 2022/207921

(A)

<
z
S
%, &
%, | 8
s o
sy
=
)
%
%
8 1 1] L] | ] &NW
S v = o o N
o Lo yo o o vl
(%) sigein jo Aousnbaid Basy

(B)

¥
[}
© H X
Pl fo
! %
H nvhow
¥
: )
© llﬁﬂ. .&Y
: %,
/4
: &w
: )
L ] e F &
N I
E &0.
: %
® © T N o ®
- - - o - o
.00 ,£00 uiyym edxoy

sboi] v, eBueys pjod

FIGURE 50



WO 2022/207921

>

100

B0+

80+

Survival (%)

404

o

s 8

Relative T cell signal (%) O
8

L]
L

Y

10 20 30
Days after alio-HCT

40

48/52 PCT/EP2022/058788

. C19-1gG1(N29TA)-
HC;scFvC19 ®
-# {sotype control 8 44
Bone >
Marrow §
&
& ~ @
& \s
& “3‘?‘ {;’% “Vi@‘x
of &&\ é&'x 8¢
7 Isotype control o
m C18-IgG1{N297TA)
HC;scFvC19

s Bone Marrow

FIGURE 51

023 Isotype control

e C18-1gG1{N29TA)-
HC;scFvC19



WO 2022/207921 49/52 PCT/EP2022/058788

8

e
&%
i

kT -

L
-

T hosoemnnnsmanonnnn

O

5%
A

% Treg
{Foxp3* within CD3* CD4™)
3
Fold change % Tregs

-

s
G

ur 110 100 1000 110 100 1000
CA41gG1(N207A)}He-SCFVCA C4-IgG1(N297A)-He-scFvC4
[ng/mij Ingimij

(FoxP3* within CD3* CD4")

FIGURE 52



WO 2022/207921 50/52 PCT/EP2022/058788

3XVHHC188(G45)1-Fe(Durv) - SEQ ID NO: 330
(C188parental + G4S + Cl188parental + 43 + Cl88parental + hinge + Fc(Durvalumab)

DVOLVESGGGSVQTGGSLTLSCAISGSTSERYCLGWFRQOAPGREREGVAATSLTGRGAQFYADSVKGRFTISLDDA
KNTLYLOMDSLRPDDTAVYYCAEDVGFLCGYDSDNDPFYDWGQGTQVTVSS VOLVESGGGSVOTGGS
LTLSCAISGSTSERYCLGWFRQAPGREREGVAATSLTGRGAQFYADSVKGRFTISLDDAKNTLYLOMDSLRPDDTA
VYYCAEDVGFLCGYDSDNDPFYDWGQGTQVIVSS! DVOLVESGGGSVOTGGSLTLSCAISGSTSERYCLG
WFRQAPGREREGVAATSLTGRGAQFYADSVKGRFTISLDDAKNTLYLOMDSLRPDDTAVYYCAEDVGFLCGYDSD
NDPFYDWGQGTQVIVSSEPKSDKTHTCPPCPAPEFEGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDP
EVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHODWLNGKEYKCKVSNKALPASIEKTISKAK
GQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTV
DKSRWQQGNVFSCSYMHEALHNHYTQKSLSLSPGK* SEQ ID NO: 163

3XVHHC188-var14(G4S)1-Fc¢(Durv) - SEQ ID NO: 331
( C188variantl4 + + CI88variant14 + | + Cl188variant14 + hinge + Fc(Durvalumab)

EVOLVESGGGLVQPGGSLRLSCAISGSTSERYCLGWFRQAPGKGREGVAATSLTGRGAQFYADSVKGRFTISLDD
AKNTLYLOMNSLRAEDTAVYYCAEDVGFLCGYDTDNEPFYDWGQGTLVTVSS( SEVOLVESGGGLVOPG
GSLRLSCAISGSTSERYCLGWFROAPGKGREGVAATSLTGRGAQFYADSVKGRFTISLDDAKNTLYLOMNSLRAE
SEVOLVESGGGLVQPGGSLRLSCAISGSTSERY
CLGWFRQAPGKGREGVAATSLTGRGAQFYADSVKGRFTISLDDAKNTLYLOMNSLRAEDTAVYYCAEDVGFLC
GYDTDNEPFYDWGQGTLVTVSSEPKSDKTHTCPPCPAPEFEGGPSVFLFPPKPKDTLMISRTPEVTCVVVD
VSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHODWLNGKEYKCKVSNKALPASIE
KTISKAKGOPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGSF
FLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK

FIGURE 53
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C4-1sG1(Durv)-HC:scFvC4(G4S)4

Light chain (C4-VL + durva-CL) - SEQ ID NO: 332

DIVMTQSHKFMSTSVGDRVSITCKASQDVDTAVAWYQQKPGQSPKLLIYWASTRHTGVPDRFTGS
GSGTDYTLTISSVQAEDLARYYCQQYYSVPWTFGQGTKVEIKRTVAAPSVFIFPPSDEQLKSGTASV
VCLLNNFYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVT
HQGLSSPVTKSFNRGEC* SEQ ID NO: 164

Heavy chain (C4-VH + DURVA/CHI + Hinge + CH2 + CH3] + scFvC4(C4-Vh-linker-C4-VL)-)
-SEQ ID NO: 333

QVQLLQSGPELVKPGASVKLSCKASGYSFTSYDINWVKQRPGQGLEWVGWIYPRDGDTKYNEKFK
GKAILTVDTSSNTAYMNLHSLTSEDSAVYFCARLTGPYWYFDVWGTGTTVTVSSASTKGPSVFPLA
PSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQ
TYICNVNHKPSNTKVDKRVEPKSCDK THTCPPCPAPEFEGGPSVFLFPPKPKDTLMISRTPEVTCVVV
DVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKA
LPASIEKTISKAKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTP
PVLDSDGSFFLY SKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGKQVQLLQSGPELVKP
GASVKLSCKASGYSFTSYDINWVKQRPGQGLEWVGWIYPRDGDTKYNEKFKGKAILTVDTSSNTA
YMNLHSLTSEDSAVYFCARLTGPYWYFDVWGTGTTVTVSSGGGGSGGGGSGGGGSGGGGSDIVM
TQSHKFMSTSVGDRVSITCKASQDVDTAVAWYQQKPGQSPKLLIYWASTRHTGVPDRFTGSGSGT
DYTLTISSVQAEDLARYYCQQYYSVPWTFGQGTKVEIK*  SEQ ID NO: 165

FIGURE 54
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Cdvar7-1eG1(Durv)-HC:scFvC4var7(G4S)4

Light chain ~= C4var7-VL + durva-CL) - ) - SEQ ID NO: 334
DIQMTQSPSSLSTSVGDRVTITCKASQDVDTAVAWYQQKPGQSPKLLIY WASTRHTGVPSRFSGSGS
GTDYTLTISSLQPEDVATYYCQQYYSVPPTFGGGTKLEIKRTVAAPSVFIFPPSDEQLKSGTASVVCL
LNNFYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQG

LSSPVTKSFNRGEC*

Heavy chain ~= C4var7-VH + DURVA[CHI + Hinge + CH2 + CH3] + scFvC4var7[C4-Vh_2-
linker-C4-VL 3] =) - SEQ ID NO: 335

QVQLVQSGPEVKKPGASVKVSCKASGYSFTSYDINWVRQAPGQGLEWMGWIYPRDGDTKYAEKF
QGRVTLTVDTSSSTAYMELSSLRSEDTATYFCARLTGPYWYFDVWGQGTLVTVSSASTKGPSVFPL
APSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGT
QTYICNVNHKPSNTKVDKRVEPKSCDKTHTCPPCPAPEFEGGPSVFLFPPKPKDTLMISRTPEVTCVV
VDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNK
ALPASIEKTISKAKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKT
TPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGKQVQLVQSGPEVK
KPGASVKVSCKASGYSFTSYDINWVRQAPGQGLEWMGWIYPRDGDTKYAEKFQGRVTLTVDTSSS
TAYMELSSLRSEDTATYFCARLTGPYWYFDVWGQGTLVTVSSGGGGSGGGGSGGGGSGGGGSDIQ
MTQSPSSLSTSVGDRVTITCKASQDVDTAVAWY QQKPGQSPKLLIYWASTRHTGVPSRFSGSGSGT
DYTLTISSLQPEDVATYYCQQYYSVPPTFGGGTKLEIK

C4varl16-I1eG1(Durv)-LC:scFvC4varl16(G4S)4

Light chain ~= C4vari6-VL + durva-CL + scFvC4varl6/C4-Vh_4-linker-C4-VL 4] - ) - SEQ ID
NO: 336
DIQMTQSPSSLSASVGDRVTITCKASQDVDTAVAWYQQKPGQSPKLLIYWASTRHTGVPSRFSGSGS
GTDYTLTISSLQPEDVATYYCQQYYSVPPTFGGGTKLEIKRTVAAPSVFIFPPSDEQLKSGTASVVCL
LNNFYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQG
LSSPVTKSFNRGECQVQLVQSGPEVKKPGASVKVSCKASGYSFTSYDINWVRQAPGQGLEWMGWI
YPREGDTKYAEKFQGRVTLTVDTSSSTAYMELSSLRSEDTATYFCARLTGPYWYFDVWGQGTLVT
VSSGGGGSGGGGSGGGGSGGGGSDIQMTQSPSSLSASVGDRVTITCKASQDVDTAVAWYQQKPGQ

SPKLLIYWASTRHTGVPSRFSGSGSGTDYTLTISSLQPEDVATYYCQQYYSVPPTFGGGTKLEIK*

Heavy chain ~= C4varl6-VH + DURVA/CHI + Hinge + CH2 + CH3] - ) - SEQ ID NO: 337
QVQLVQSGPEVKKPGASVKVSCKASGYSFTSYDINWVRQAPGQGLEWMGWIYPREGDTKYAEKF
QGRVTLTVDTSSSTAYMELSSLRSEDTATYFCARLTGPYWYFDVWGQGTLVTVSSASTKGPSVFPL
APSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGT
QTYICNVNHKPSNTKVDKRVEPKSCDKTHTCPPCPAPEFEGGPSVFLFPPKPKDTLMISRTPEVTCVV
VDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNK
ALPASIEKTISKAKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKT

TPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK*
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