WO 2012/076883 PCT/GB2011/052421

1/16

1400 ~~208 Binding to DT40-CCR4 positive cells

“¥=306

« \“
1200 -~308 AN S
S

§
QN
Q\N\\\\\\\\

\\Q\\\\“\I\\\ \\ >
& 8
3 \\\

=406
“\501
1000{ .0.593
601
==603
w803
~B+KM3060var
600] —"anti-GFP

800y

400

200]

> R

N
S
Q\\\\\“\\\\“\
Rty <

R SRR
R e T

- B

0,001 0,01 0,1 1 10
Hg/ml

Y-axis: MFI (PE-signal)

Figure 1 a)



WO 2012/076883 PCT/GB2011/052421

2/16
1400 w208 Binding to DT 40 negative cells
306
1200 | "7308
“#406
=501
1000 |
\\\\\\.\\‘803
800 | “““KM3060var
=*anti GFP
600 |
400
200
o  — v——
0 \ \ L
0,001 0,01 0,1 1 10

Hg/ml scFv

Y-axis: MFI (PE-signal)

Figure 1 b)



WO 2012/076883

70

60

50

40

30

20

10

3/16

1400 1 .+ CCR4-positive HEK293T
1200 1 == CCR4-negative HEK293T

1000

S
800 P
oo
e
\\@‘\\
o
&
. \}\\\\“\
600 \\“\\\\\\\\\“\“\\\\
\\vz-\\\\\\\\
\\\\\\\\\
e
9 &
400 o
S

200 1

0,001 0,01 0,1 1 10

X-axis: pyg/ml scFv  Y-axis: MFI(PE-signal)

Figure 2

PCT/GB2011/052421

\\\,\\\\\\@\\\

&
&

“\\\\\\\\\\\\\\\\\ .
\\\\\\\\\\““‘\ SN

=>KM3060var

206

2 Y
\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\\
R

501
& 503

2= 603

=+ 303
wws Anti-GFP

wwncells only

-
o
o
e
“\\“\\\\\\\\\\\\\\\\\\\
o
S

-
" oo
Saoesaannn e RN o o oo ooa oo oo a0

0,001

0,01 0,1 1 10

X-axis: scFv (ug/ml) Y-axis: MFI{PE-signal)

Figure 3

100



WO 2012/076883 PCT/GB2011/052421

400 T

350 7

300 1

250

200

150 7

100 7

50 7

- 50

4/16

400+
= 208
<t
(]
S 300- 306
X O 406
<
< o0 501
3 & 503
(/5]
a + 603
=
0- O 803
10+ 102 10° 102 104
nM scFv
Figure 4
" no ligand
STARC
“MDC

N
\
\
N S
<208 306 308 406 501 503 803 603 \
unstained
Background

Y-axis: MFI (PE signal)

Figure 5



WO 2012/076883

1600

1400

1200

1000

800 1

600 1

400 1

200 1

0,001

150~

Signaling in %

\\\‘ \\\ \\\\\\ Qe \\\“\\\‘&\\\\
\\&‘ \\\\\\\\ \\\\\\\ \\\\\\\\\\\\§

peeeee \\\\\\\\\\\\\\\\\

5/16

\\} \\\“ T

\\‘\\\\\\\\\\\\\\\Y\\\\ \&
S NN \\\\\\‘\\3\:}&‘\‘{;; g

PCT/GB2011/052421

~*=KM3060var
=208
=306
=308

Y
o
e

o
e

0,01

0,1 1

X-axis: pg/ml scFv Y-axis MFI(PE-signal)

I

l

Figure 6

\\\\\\\\\\\\\\\
AR

106

10+ 102
scFv (nM)

Figure 7

10°

w5406
501
==503
601
603
~¥803
=*=Cells only
=#= Strep-PE

10

[ ] 208

[ | 306

+ 308

A\ 406

+ 501

o 503

® 601

a 603

v 803

® KM3060var



WO 2012/076883 PCT/GB2011/052421

6/16
120
100
80
60
40
" I I I I
0‘ T T T T T T T T T
MDC 208 306 308 406 501 503 601 603 803
Y-axis: Signalling in %
Figure 8

150-

e KM3060var
—_ ] = 208
2 100- . 306
s | " 308
© o 406
g 50+ ° 501
] s 503
0- & 601
v 603
101 109 101 102 10° o 803

scFv (nM)

Figure 9



WO 2012/076883 PCT/GB2011/052421

7/16
CCRF-CEM
1500
® 306
B 406
E 10004 A 503
& A v KWwWO0761
E: 500 & Anti-GFP
= “ ﬂ O Anti-Human-PE
0-
104 10 102 10"  10° 10
IgG (nM)
Hut78
15004
® 306
[ J
B 406
E 1000 A 503
& Y  KWO0761
E: 500 < Anti-GFP
i O Anti-Human-PE
o_
|_I-I'I'rﬂll|_l-l'l'rﬂll|_l-l'rrﬂll|_l-l'rrﬂll|_l-l'l'rﬂll|
104 10 102 10"  10° 10
IgG (nM)
L-428
600
=4 ® 306
v m 406
W 400- A 503
5 Y KWwWO0761
: 200 <& anti-GFP
= [ SN O anti-Human-PE
.\\\\\N\S\\\N\“5\“\\\\-:Y
0- s L3 e M o @
T T T T T T T T
102 10 10° 10" 102
IgG (nM)

Figure 10



PCT/GB2011/052421

WO 2012/076883

8/16

50%Human serum

ERRRRN

g
=]
—
[
2]
<
©
g
>
I
BN
o
~

1y
=
y—

=
°
3
<<
|18

sy

B
R

7

5001

400+

Samples

10% Human serum

I 50%Human serum

NN
]

B

(%) Buipurg Bulureway

Samples

Figure 11



WO 2012/076883

Alexa-647 (MDC-SNAP)

Median-PE

400+

300+

200+

150+

100+

504

9/16

DL R AL 1L BN R AL R R R |

107

102

10 10°
IgG (nM)

PCT/GB2011/052421
® 306
N 406
s 503
v KWO0761
cells

T 33T v v svoom|

10°

| DL L L L. B R R L)L R R L |

107

102

10 10°
IgG (nM)

Figure 12

102

T v riom v oo

10°

102

306

406

503
KwW0761
cells



WO 2012/076883 PCT/GB2011/052421

10/16
125%- ¢ Noligand

i o CCL17 25nM
= 100%-
< ! 4 CCL17+antibody
S 759, o No ligand T
2 §\ . v CCLt 1250M
o 50%1 . R CIERN e CCL17+antibody
= o N \I\\\
= M . \\\ y 4
3 25%-4 . ooo t0000000000 0000 :o o\;‘\o\\‘o‘“;“o‘\‘o}‘\o\“o“‘i‘\‘?l?o

0%-"— T T T
0 10 10° 10°

19G (ng/ml)

Figure 13



WO 2012/076883 PCT/GB2011/052421

11/16

1504 ® 306
406
8100' A 503
%’ V  Kwo0761
% 90
8
0
> o0d-eeenen. B e
) S R
-50-
oy st vt rrrrm
106 10 102 10° 102
IgG (nM)
150+
® 306
1004 H 406
A 503
V  KwWO0761

Cytotoxicity (%)
(3]}
o
]

i
]
gl
E
yy
w
2
b
p

-50-
v rrremg LI L | LI m R | T v oot
103 10 10 10° 107
IgG (nM)

Figure 14



PCT/GB2011/052421

WO 2012/076883

12/16

—

n

—

Oo)

© o

EX 503 (6

trol (Triton)

©
— "
‘.....v/u c

o
N~
-
©
7C..m
© x T
= © o
X = =2
1 B
104

150+

100+

>

(%)

1
(=4
e

}o1x03 0349

1
o

Figure 15



WO 2012/076883 PCT/GB2011/052421

13/16
45— Body Weight
] @~ Gr. A(control)
. 40- -9~ Gr. B (KW0761)
o]
- ] ~e~ Gr. C (306)
L ]
o 337 g = Gr. D (406)
] "
% 307 v ~&- Gr. E (503)
'c -
o ]
@ 253
20-
10 15 20 25 30 35 40 45 50 55
Days post Ti
135 Relative Body Weight
130 . A (control)
£ 125 . B (KW0761)
(o]
s 120 . C (306)
115 . D (406)
£ 110 . E (503)
8 105
n
2 1003-----
95
90

10 15 20 25 30 35 40 45 50 55
Days post Tl

Figure 16



WO 2012/076883

Tumor volume (mm?)

Tumor volume (mm?)

Tumor volume (mm?)

4000

- [ @
(=] (=] [=]
(=3 (=3 (=3
o o o
1 1 1

(=]
L

4000

- [ @
(=] (=] [=]
(=3 (=3 (=3
o o o
1 1 1

o
L

4000

- [ @
(=] (=] [=]
(=3 (=3 (=3
o o o
1 1 1

o
L

10

10

10

14/16

Group A (control)

R R s e R aaann
15 20 25 30 35 40 45 50 55

Days post Tl

Group C (306)

R R s e R aaann
15 20 25 30 35 40 45 50 55

Days post Tl

Group E (503)

R R R a R a|
15 20 25 30 35 40 45 50 55

Days post Tl

Figure 17

Tumor volume (mm?)

Tumor volume (mm?)

4000

3000

2000

4000

3000

2000

1000+

10

10

PCT/GB2011/052421

Group B (KW0761)

AR R B e N R
15 20 25 30 35 40 45 50 55

Days post Tl

Group D (406)

.
:
§

!

R RREa R s Rt
15 20 256 30 35 40 45 50 655

Days post Tl



WO 2012/076883

Tumor volume (mm?®)
—

Percent survival

TDT (days)

15/16

Animals alive >30 days

v

PCT/GB2011/052421

1/5 4/10

500
1 Gr. A (control)
000 Gr. B (KW0761var)
1 ~e~ Gr. C (306)
500- ~m- Gr. D (406)
] . ~a~ Gr. E (503)
0- i
—_———r———r———r—
10 20 30 40 50
Days post Ti
Survival proportions
100
| -©~ Gr. A(control)
80 ¥~ Gr. B (KW0761) ns
1 ~-@- Gr.C (306) * P=0.0117
Goj B~ Gr. D (406) ns
404 &~ Gr. E (503) ** P=0.0061
20+
0_
10 15 20 25 30 35 40 45 50 55
Days post Ti
Tumor Doubling Time (Day23)
154 *
A
10
WA
_ °
vV . R
°
5- ——  ¢° ::rir
i; A
89—6 Vv ... ... A
o °
]
0_
T T T T T
AN N ) ) Q)
& & & & &
g & L o &
v PR o o) (o)
0(' 0(.

Figure 18



WO 2012/076883 PCT/GB2011/052421

16/16

10-fold

Figure 19



