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Not! isin Hindill, BamHI
Signal peptide (G,S); linker stop
Fig. 8
\
‘“\\6. ,&Q’\\ &g‘\\ ,\9’\\ ,\‘g'\\
gl P e P ™
AN SRR
(kDa) M W W& W W \W®

140 4_\\]{

75
50

35
25




522

Fig. 9
e
o ‘*Q,&Q'\\ '\01\ ‘\01\ ,‘9’\\
ACTA\sePA e Lo\
PPN A
\® \%ﬁ & O S
|
Fig. 10
(A) Endogenous IL12 (B) BivalentIL12 (C) MonovalentiIL12

p40
(IL12B)

Recombinant IL12 Bi-IL12-Fc (wt IgG4) Mono-IL12-Fc (y4-A107)

(p40-p35 heterodimer) homodimer heterodimer
(70 kDa) (170 kDa) (110 kDa)



6/22

Fig. 11(A)
Bsiwi Hindlll,BamH!
IL-12.p40 (IL-12B) | H CH2 (va) CH3A (1a)
Signal tid - Human mature p40 (a.a 23-328) sTt
ignat peplide - Mouse mature p40 (a.a 23-335) op
Fig. 11(B)
Notl . Bsiwi Hindlll,BamHI
‘1' (G,4S); Linker
IL-12.p35 e
(IL-12A) | H CH2 va) ;CHIB v} .
si nalt eptide - Human matrue p35 (a.a 23-219) s!o
gnal pep - Mouse mature p35 (a.a 23-215) P
Fig. 12
(GyS); Linker\ Bsiwi Hind!ll, BamHI
IL-12.p40 / IL-12.p35 |\
(IL-12A) (IL-12A) | H CH2 (v4) CH3 (v4)

N/ 1

Signal peptide Human/mouse mature 1L-12 stop



7/22

1. Mono-hlIL-12-Fc

2. Bi-hlL-12-Fc
3. Mono-mliL-12-Fc
4. Bi-miL-12-Fc
5. Fc (A107) control
Non-reducing Reducing
Fig. 14
o2 _p2?
Asd ¥ 9%

£

[ =

o

-]

o~

dud

$ Mono-mlL-12-Fc

£ [ Mono-hiL-12-Fc

L2

5 | Bi-mIL-12-Fc

172

& | Bi-hsclL-12-Fc

L) 1 1 A l L] % L x l I L) L] L) l
0 10 20 30

Retention time (min)



8/22

Fig. 15

Normal PBMC PHA-activated PBMC
Bi-hiL12-Fc  Mono-hiL12- Bi-hiL12-Fc Mono-hiL12-Fc

Fc (A107) isotype control
{3J:1L12-Fc fusion proteins

| IPEEPE NPAP T

Pl EFSTET Y

Fig. 16

Donor 1 Donor 2 Donor 3

ol
o
)

o
P
A

e
v

Proliferatlon (OD450 nm)
(=]
w

o
-

0 04 2 10 500 041 2 10 500 041 2 i0 50

Concentration {pM) Concentration (pM) Concentration (pM)
Donor 4

£ 051 2 Fc (A107)
c @ rhiL-12
2 04 - # Bi-hlL-12-Fc
Fé 43- Mono-hiL-12-Fc
=03 =
o
B
g 020
I
0. —

0 041 2 10 50

Concentration (pM) -



922

10

T

50

: Fc (A107) isotype control
{1 : miL12-Fc fusion proteins

Fig. 17
Donor 1 Donor 2 Donor 3
500 - 2 Fe (19G4) 7
@ rhiL-12
z 4 Bi-hlL12-Fc
E {1 & Mono-hiL-12-Fc
x
3 ]
E_- kR
3 ok
0 041 2 10 50 041 2 10 50 0 0:4 1. é
Concentration {pM) Concentration (pM) Concentration (pM)
Donor 4
1500 -
dekok
1200 -
=é 800
E=)
=2
= 600
-
£ 300
o T T T
01 041 2 10 80
Concentration (pM)
Fig. 18
Normal PBMC PHA-activated PBMC
Bi-miL12-F¢ Mono-miL12-F¢ Bi-miL12-Fc Mono-miL12-Fc
120 n
~ 90 i
| 5. % p-.
2 60 ]
2 h
30 1
1] a
150 ]
o 100 ]
o 4
5 ]
o 50




10/22

Fig. 19
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Fig. 20(B)
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Fig. 21(C)
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Fig. 21(E)

(24
=]
’

oy
o
A

w
<
1

»TE%IE

ALT (IUL)
8

—~
(=)
i

LRSI
& 050 0%

S
S &

& O
Q‘:Qg\ QQ @O 6\0

Fig. 22(A)

d34, spieen

4 4 4
CD45°CD3'CD4
50 3

401
301
201

o@t g

_ CD45'CD3*CD8*

L L
XN

CD4* T cells (X106)
. 'o’. .

o
1

=3
0 o

i

»
g}
*
3

T

I'.' s®

o{"o

EEY
-

CD8*T cells (X105)

5 - CD45*CD3-CD49b*

NK cells {X10°)
w




14/22
Fig. 22(B)
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Fig. 23(B)
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Fig. 24(A)
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Fig. 24(C)

d34, spleen

CD3*CD8*CD62( hahjL -7Rbish
10 7

8-

CD8* Ty cells (x105)

Fig. 24(D)

CT26HER2/neu rechallenge

1500 - -©- Control
B 1 ug Mono-miL12-Fc
1200 -

900

600

300 -

Tumor volume (mm?3)

0

0 7 1114 182124 28
Days after protein injection



Fig. 24(E)

19/22

bo s 173

TRY I T

02| 407

527 105

| B e Bike Bk

Fig. 25(A)

PBS

0.5 ng Mono-miL.12-Fc

1 pg Mono-miL12-Fc

0.5 pg Bi-miL12-Fc

1 ug Bi-miL12-Fc

* KLRG1

d24, spleen

]

o
<

T-bet' CD8* T cells (%)
o
[ =]

MPECICDS* T (%)

SLECICD8* T (%)

d24, spleen
MPEC (KLRG1HL-7TR*)
kA
201 hd
15 Jork —_
o o
40 o
J A
N
ol &
SLEC (KLRG1YIL-7R}
- *k
]
A
30 - vl
A ° g
4 [ -]
8
10 o 3
S 48 & & 48
000‘* NI



Fig. 25(B)

Fig. 25(C)

Eomes* T-betl> CD8* T cells (%)

20/22

d24, spleen
i——L”—l
401 . s &
]
307 ® s 2 9
]
ol AL,
=)
[n]
10
0 T T T T T

pSTAT4

*kk

50 1 —

Rk

PSTAT4 expression (MFI)




Fig.

Fig.

i Isotype Control 1}

Count

21/22

25(D)

o
iy

40

20+

T-bet* CD8* T cells In dL.N (%)

25(E)

CR # Mono-miL12-Fc B Bi-miL12-Fc
IL12.Fc : anti-FcAb

1:0 1:1 1:2

pSTATA4 expression (MFI)

100

80

60

40

20 -

pSTAT4

-® Mo-miL12.Fc + anti-Fc Ab
 Bi-mlL12-Fc + anti-Fc Ab

120 11 12 14
IL12.Fc:anti-Fc Ab (Molar ratio)



22/22

Fig. 25(F)
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