25 =

2.5% @
oo
e
wFe
o
sl

BN AN

2.0=

Fig. 1

myH/mVL
Ve gt
VH1/VLA
VH3/VLT
VH1/VL2

VH3/VLZ

YHIVL3
YH3/VL3

\\\&\\\

myH/mVL
Ve igG
VH2/VLA
YH2/VLZ
YH2/NVLS
YH4/VLT
VH4/VL2
YH4/VL3

g e

0.01

B o agp @

s
ol
S
N

- \\\\\\\\\\\\\\“‘V‘\‘\\\\\\\\\\\\?
o

b

SO
-
e
.

o SRR \g
\\\\\\%‘\‘\‘\\k\\\ A
T

\\\\\\\\\ AN

1724



\
:
#®

& o
o R,
S N

o
=
- g

AR

2/24

& GITR LM
B C«igG1

- P-VHINL1
PYVH3NVLE

& P-VH3NVL3
F PVHIALI
go LI
P-VHINL3
P-VH4ALY
PAVHANVL2

e PAHANLS
< P-mvVH/mVL




)2

oty

a¢d

Hed DLy

Hid

3/24



0] 2.

Hbd Ot

HE

14

Hed O

Hid

4/24



vy

Hbd O8d HEY Odd

Hed Ol

Hid

5124



6/24



7124



o'k §0 g'¢ g’z g1 o't ¢ 0'¢

oy . £

LS

ov ‘b4

oM o

8/24



W a L N A

Amu.w ﬁww

@mw

AN L 9 AN DSy

00

4

9/24



-
X
2
-
-0
-z
-

AV dddAddl Ahaaammil Vi1 9 A DN OIS T §ND)

rrrsssassssssssssessssin S @ w,

— | e

rssssssssssssssssisssssn S @ W

— =

rssssssssssssssssisssssn S @ m

T— | e

S @ ya

08

06

001

10/24



A

SINEHA
A LHA e
10 SA- e
HAW @

25y e

01D e

oy-q “®
P &R

&

o )
7
v
e 7 o
77 - o
et

o

40 5 N
3o -
gv-a -

SINVEHA &
FIALHA 2

b
A

)

/

B1 sA-

HA

cofffoor
L]

11/24



ZINEHA &
LIA/LHA e
OB OA- g

TALHAW g

al

G

K4

k4

SEEZS=22

o
=
X XTI R

v LD
e
1

=)

&

={}

G

=0 L

=G

A

A

€

€

12/24



A

100000

@ x-L GITRL
& C igGi

@ D-r6

e g gresgeessesssnen g %
10 160 1000 10000

QO SEN— =% & x-L GITRL
' CkigG1

® 1-co

\\“\‘@\\\\\\\\:\\\\

\\\
S
o
®..
\@\\\\\\\\\\

B

R e B G OER ]
1000 10000

B x-L GITRL
B C«igGi

® cGio

LN 1 PR e R (]
10 100 1000 16000

13/24



§ hDR3-Fc

¥ hEpCAM-Fc
¥ hCEACAM-
FhVCAM-1

¥ hDR6-Fc

+ hLTBR-Fc
 hICAM-1-Fc
F hOX40-Fc

- hTWEAK-Fc
¥ hCD4

I hVCAM-Fc
YhBAFFR-Fc
th4-1BB-Fc
YMGITR-Fc

L cGITRFC

hGITR-Fc

. 8B

Fi

w o wm o @ o W
& M NN e e O

el
<3

§ hDR3-Fc

- hEpCAM-Fc
. hCEACAM-
+ hVCAM-1

¥ hDR6-Fc

+ hLTBR-Fc

® hICAM-1-Fc
- hOX40-Fc

- hTWEAK-Fc
- hCD4

- hVCAM-Fc

- hBAFFR-Fc
1 h4-1BB-Fc
¥MGITR-Fc

——] coMTR o

. hGITR-Fc

. BA

i

3.8 -
3.0 —
2.8 —
2.0 —
1.5 —
1.0 —
0.8 —
0.0 —

14/24



§. hDR3-Fc

+ hEpCAM-Fc
¥ hCEACAM-
F hVCAM-1

¥ hDR6-Fc

I hLTBR-Fc
b hiICAM-1-Fc
I hOX40-Fc

- hTWEAK-Fc
¥ hCD4

" hVCAM-Fc
" hBAFFR-Fc
} h4-1BB-Fc
¥ mGITR-Fc

W CGITRFC

hGITR-Fc

w oo w0 ow oo W oo
M NN o O

fon]

frnc]

§* hDR3-Fc

¥ hEpCAM-Fc
¥ hCEACAM-
I hVCAM-1

' hDR6-Fc

{ hLTBR-Fc
b NICAM-1-Fc
f hOX40-Fc

- hNTWEAK-Fc
¥ hcD4

{ hVCAM-Fc
I hBAFFR-Fc
} h4-1BB-Fc
¥ mGITR-Fc

. | cGITR-FC

hGITR-Fc

3.5
3.0
2.5

2.0
1.5

1.0
0.5
0.0

15/24



§ hDR3-Fc

- hEpCAM-Fc
} hCEACAM-
f hVCAM-1
 hDR6-Fc

t hLTBR-Fc
I hicAM-1-Fc
T hOX40-Fc

- hTWEAK-Fc
¥ hCD4

[ hVCAM-Fc

Y hBAFFR-Fc
{ h4-1BB-Fc

¥ mGITR-Fc
&\\\\\\\\\\\\\\\\\\\\\\\\% cGITR-Fc

hGITR-Fc

we w o w o w 9
©w o o &N v - o o

16/24



oG
VH1/VL

G —G1 G

17124



A 1000000 5 Fig. 10
f A o DAs
® .02
* G-G10
100000 + » myH/mvL
* e VHINVLI
@ VH3/VLZ
& |ligGi
10000 §
10 100 1000 10000
& 1000000 3
+ D-AG
® |.C2
@ (3-G10
100000 4 w MVH/mYL
e VHIVL1
@ VHIVL2
& |igG1
10000 3
10 100 1000 10000
C 1000000 ;
* D-AB
® [ C2
* G-G10
100000 3 + mVH/mVL
] @ VHI/VLI
@ VH3NVL2
& |lgGt




25000+
| 4 D-A6-lgGH
| B VHINL1-gGT fem =i

19/24



3000+

2000+

1000+

2000+

1000+

108-17

Ab

VH1/VL1

Ab + GITRL

D-A6

VH1/VLA

D-A6

20/24

anti-GFP




40000-

< VHT/NVLT
300004 &+ N297A VH1/NLA
& D-A6

8- N297A D-A6

20000+

10000+

“s \H1/VLT
< N297A VH1/VL1
* D-A6

@ N297A D-A6
10000+ ¥ .

1 10 100 1000 10000

21/24



Bococizumab

 Brigkinumab
- Ustekinumab
« [-Af

R
\\v\\m\\e\\we&\\\\

%,

S
T
+ N297A-D-AG I

z
4

,0'

&

0.54

= Bococizumab
= Briakinumab
-« Ustekinumab
= D-AB

- N2G7A-D-A8

é\&

\\
- 3
\\\\‘\\\w . aw \\\\\
=

oo

c =
N g
\

&%

?&’w\mw@\ws%\ik\\‘ S I

0.0

............ 38
o NN
N S
%““““ \ \\"“‘\\‘h&
R
o

P2

7z

a.

257

2.01

1.5

1.0+

001 0.01 0.1

= Bococizumab

a\““\\\ AT =
. a » =
- Briakinumab o <
. " o ‘b\\\
- Ustekinumab  } o
Y
& N
= D-AB A
N
# N297A-D-AG N
o &
e N
“s o
S
&‘,y "1A~
R B o o
& & S
&t S \\‘ IR R o '\‘e& & a\\\ N S v \\ﬁ
P S

SO &« \‘\\’

0.01

{go00agRoogoaRPORRaRsed

0.1

22/24



g000L 0001 001 0L
s
| \\\\\\\\@
i 00001
00002
=0000C
0000V
. -0000§
100-19v-0 @
LOB-LIA/LHA &

00009

00001

0001

001

@.\\\\\\\\\\3

v.62N-1901-9v-0 @
LOO-LIA/LHA w
InuLDo-9v-a &

00001

-00002

-0000¢

00007

-0000S

23/24



0000L 0001 001 01 00001 0001 001 0L

e ——— Mﬁ et 0 S et 0
o -00001 -00001
@. RMW 00002 -0000Z
EnSxx\x\&.\. -3 i
e S ) 0000¢ 0000¢
AN P 7 0000V -0000Y
- \ 00005 -00005
. 7 00009 00009
y 0000L 0000£
7 Lopizo @ [00008 ong [00008
LOB- I/ LHA = FO0006 HA ¥ -00006
YT ® Loooool Lobii e Logooos

24/24



