Target cell binding

WO 2007/068485 PCT/EP2006/012065

1/19

P
g

e Woxe MG XOIe SO A S R 800 [] Hm o £ [E ] o ey T

Non-target cell binding |
600 -
500 -

400 - "
L 300 -
200 -

= ol
0 I
ctrl B10 B11 C11 C10 G12 F1
scFv clone

Figure 1



WO 2007/068485

1000 -

$5C-H:: §5C-Height

FLI-H: Pl

2/19

sckFv F1

800

]
=3

T T ] T T
[*] 200 400 600 800 1000

FSC-H:: FSC-Height

scFv F1

100
FL1-H:: Annexin

1000

BOO

600

400

8SC-H:: 8S5C-Helght

200

1000

FL3-H.: PI

ioe

PCT/EP2006/012065

sckv B1

T

T T
[} 200 400 600
FSC-H:: FSC-Height

scFv B1

T T
BOO 1000

10

1 10

. i4 :
100 1000
FL1-H: Annexin

Figure 2




WO 2007/068485 PCT/EP2006/012065

3/19
scFv F1 scFv B1
80 1
60 M t—e A
2 | o
@ 40 - e
T W ety
D | 1 i i |
0 0.1 1 10 0 0.1 1 10
png/ml scFv pg/ml scFv
50 -
454 D.
40
@ 35
—g 30 - i 5oFv B
LN e goFyv B10
E 25 gy 5GFV B11
2 o
Z 15 4 et 5cFy G12
el CD20 mAb
10 -
5 o
0

0 0,1 - 1 10
scFv concentration (pg/ml)

Figure 2 (éon ’t)



WO 2007/068485 PCT/EP2006/012065

4/19

507 E.
45 +
2 40 -
wn 35
)
? 30 A
E 25 e 50f v B1
: ~ scFv B10
= 20 A —k— scFv B11
:E 15 - <~ 5cFv C10
10 —tp— scFv C11
e s 0FV G12
51 —®— CD20 mAb
0 \

scFv concentration (pg/ml)

Figure 2 (con’t)



% of max

WO 2007/068485

5/19

B1 B11 C11
kDa L C
188 ———
98 ‘ N .
62— — L
‘ heavy

49— Rl o g,
38""“"—1‘. R | |

G light
28— | pph "o <4 thain

PCT/EP2006/012065

100 v 100

B1 ] ! B11
BQ - x 80
.
60 ! GO
40 - f 30 -
J’ 1‘A ‘3
ol Iy z0-
0 pranmrepr— "l/\// . e o et e . ¢ Lreer . o p—
| W s 1002 Qons ! 10 Rl 1000 16002 1 10 10D HOH] 40000
.
L

Log Fluorescence

Figure 3



WO 2007/068485

A.

Control

PCT/EP2006/012065

6/19

B11 IgG1

A 10000
_Nj 1000 -
L ]
[+)]
2 ]
©
= 100 -
E -
=
k=]
8’ 10 4
o 3
D_ o
1 S LA S N R S AL ML LA
1 10 100 1000 10000 1 10 100 1000 10000
- >
Annexin V FL~1
A ]
~10.08 0.025
1x105 4 1x105 ~
™ {10000 10000 -
ot | 3 3
T
ke
[}
¥ | 1000 H 1000
o ]
@ E
>
o
Q...
100 - 100
03 O’i
30.11 310.18 30.9
L A A muee — T e AT
0 100 1000 10000  1x10° 0 100 1000 10000 1x10°
Green FL-1

Figure 4



WO 2007/068485 PCT/EP2006/012065

7/19

Figure 4 (con’t)



WO 2007/068485 PCT/EP2006/012065

8/19

%

700 -
500 - N Granulocytes
£ Monocytes
500 - O T
B Ramos
400 - m NK
OB

300 4

Mean fluorescence (MFI)

100

Figure 4 (con’t)



bowrd ~I-B11 g5 {fmoly

houndf free

WO 2007/068485

9/19

5018 !
)
B¥ : ; : ; .
o 10 20 30 40 50 60
free “1-8119G [nk]
40 1 ¢
30 - ¢
20 A Y
10 4 ‘X
L
\.\”
o , : . .
0 50 100 150 200

bound 3-B1 IgG (fmol)

PCT/EP2006/012065

-
[

L84 IgG tmok

D

bormd

0+ Y T v
10 15

free “5.B11 IgG [nbi]

100 4

75 1

bound/ free
[423
o

L 4
25 1 °
@

0 T T T
1] 5 10 18

Bound “1-B11 lgG (fmai)

Figure 5

20



WO 2007/068485 PCT/EP2006/012065

10/19

10 T \*\\ 10 Pt \"‘\ &

~. : Pane T— al;

1000 U 1000 ™ priinimab G E

Figure 6



WO 2007/068485 PCT/EP2006/012065

Propidium lodide

}(’}i:i:j i 4 ?;:Q’:Q ‘E mn amean o e gy & A e st @ o n Fsisma st e o ,....4
6o 00 4
0K - s s
] £
.
104 : 3
“control |

11/19

i 1% wy Rlace R A a6 o2 3 ki kery WO REea e d]

% apoptotic cells

Lt

Annexin V

30
25 -
20 -
15 -

10 4

1] 1) T 1

B112 pg/ml B11 0.2 pg/ml B110.01 B1 20 pg/mi
ug/ml

Figure 7



WO 2007/068485

% apoptotic cells

% apoptotic cells

12/19

10 1
60 4
50
40+
30+
20+

104

- neg B11 B11 B11 Trastuzumab
control {0pug/m! 3pg/ml  tpg/mi 10ug/ml

€0 4

504

304

204

0d
- neg B11 B11 B11 Trastuzumab

control 10pg/mi 3ug/mi tpg/ml 10ug/mi

Figure 7 (con’t)

PCT/EP2006/012065



WO 2007/068485

% live cells

13/19

PCT/EP2006/012065

-8-CT-17 1gG1
-L=B1 IgG1
-L~B1 IgG4
~/x Rituximab




WO 2007/068485 PCT/EP2006/012065

14/19

B1-VH

Nucleotide sequence:

GAGGTGCAGCTGTTGGAGTCTGGGGGAGGCTTGGTACAGCCTGGGGGGTCCCT
GAGACTCTCCTGTGCAGCCTCTGGATTCACCTTTAGCAGCTATGCCATGAGCT
GGGTCCGCCAGGCTCCAGGGAAGGGGCTGGAGTGGGTCTCAGCTATTAGTGGT
AGTGGTGGTAGCACATACTACGCAGACTCCGTGARAGGGCCGGTTCACCATCTC
CAGAGACAATTCCAAGAACACGCTGTATCTGCARATGAACAGCCTGAGAGCCG
AGGACACTGCCGTGTATTACTGTGCGAGAGATGGGCTACTACCCCTTGACTAC
TGGGGCCAGGGTACACTGGTCACCGTGAGCTCA

Amino acid sequence:

EVQLLESGGGLVQPGGSLRLSCAASGFTFSSYAMSWVRQAPGKGLEWVSAISG
SGESTYYADSVKGRFTISRDNSKNTLYLOMNSLRAEDTAVYYCARDGLLPLDY
WGQGTLVTVSS

Figure 9
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B1-VL
Nucleotide sequence:

CAGTCTGTGCTGACTCAGCCACCCTCAGCGTCTGGGACCCCCGGGCAGAGGGT
CACCATCTCTTGTTCTGGAGGCAGCTCCAACATCGGAGGGAATGCTGTAAATT
GGTATCAGCAGCTCCCAGGAACGGCCCCCAAACTCCTCATCTATGAAAATAAT
AAGCGACCCTCAGGGGTCCCTGACCGATTCTCTGGCTCCAAGTCTGGCACCTC
AGCCTCCCTGGCCATCAGTGGGCTCCGGTCCGAGGATGAGGCTGATTATTACT
GCAGCTCATATGCGGTCAGCAACAATTTCGAGGTGCTATTCGGCGGAGGAACC
AAGCTGACGGTCCTAGGT

Amino acid sequence:

QSVLTQPPSASGTPGQRVTISCSGGSSNIGGNAVNWYQQLPGTAPKLLIYENN
KRPSGVPDRFSGSKSGTSASLAISGLRSEDEADYYCSSYAVSNNFEVLFGGGT
KLTVLG

Figure 9 (con’t)
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B11-VH

Nucleotide sequence:

GAGGTGCAGCTGTTGGAGTCTGGGGGAGGCTTGGTACAGCCTGGGGGETCCCT
GAGACTCTCCTGTGCAGCCTCTGGATTCACCTTCAGTAACGCCTGGATGAGCT
GGGTCCGCCAGGCTCCAGGGAAGGGGCTGGAGTGGGTGGCATTTATATGGTAT
GATGGAAGTAATAAATACTATGCAGACTCCGTGAAGGGCCGATTCACCATCTC
CAGAGACAATTCCAAGARCACGCTGTATCTGCAARATGAACAGCCTGAGAGCCG
AGGACACTGCCGTGTATTACTGTGCGAGATACAGTGGCTGGTACTTTGACTAC
TGGGGCCAAGGTACACTGGTCACCGTGAGCTCA

Amino acid sequence:

EVOLLESGGGLVQPGGSLRLSCAASGFTFSNAWMSWVRQAPGKGLEWVAFTIWY
DGSNKYYADSVKGRFTISRDNSKNTLYLOMNSLRAEDTAVYYCARYSGWYEDY

WGQGTLVTVSS

Figure 10
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B11-VL

Nucleotide sequence:

CAGTCTGTGCTGACTCAGCCACCCTCAGCGTCTGGGACCCCCGGGCAGAGGGT
CACCATCTCCTGCACTGGGAGCAGCTCCAACATCGGGGCAGGTTATGATGTAC
ACTGGTATCAGCAGCTCCCAGGAACGGCCCCCAAACTCCTCATCTATGATAAC
AACAATCGGCCCTCAGGGGTCCCTGACCGATTCTCTGGCTCCAAGTCTGGCAC
CTCAGCCTCCCTGGCCATCAGTGGGCTCCGGTCCGAGGATGAGGCTGATTATT
ACTGCCAGTCCTATGACAGCAGCCTCAGTGCTTGGCTGTTCGGCGGAGGAACC
AAGCTGACGGTCCTAGGT

Amino acid sequence:

QSVLTQPPSASGTPGQRVTISCTGSSSNIGAGYDVHWYQQLPGTAPKLLIYDN
NNRPSGVPDRFSGSKSGTSASLAISGLRSEDEADYYCQSYDSSLSAWLFGGGT
KLTVLG

Figure 10 (con’t)
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C11-VH

Nucleotide sequence:

GAGGTGCAGCTGTTGGAGTCTGGGGGAGGCTTGGTACAGCCTGGGGGGTCCCT
GAGACTCTCCTGTGCAGCCTCTGGATTCACCTTCGGCAGTTATGARATGAACT
GGGTCCGCCAGGCTCCAGGGAAGGGGCTGGAGTGGGTCTCAGTTATTTATAGC
GGTGGTAGCACATACTACGCAGACTCCGTGGAAGGCCGATTCACCATCTCCAG
AGACAATTCCAAGAACACGCTGTATCTGCAAATGAACAGCCTGAGAGCCGAGG
ACACTGCCGTGTATTACTGTGCGAGAGATACAAACCCGTACTACTACTACGGT
ATGGACGTCTGGGGCCAAGGTACACTGGTCACCGTGAGCTCA

Amino acid sequence:

EVQOLLESGGGLVQPGGSLRLSCAASGFTFGSYEMNWVRQAPGKGLEWVSVIYS
GGSTYYADSVEGRFTISRDNSKNTLYLQMNSLRAEDTAVYYCARDTNPYYYYG

MDVWGQGTLVTVSS

Figure 11
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C11-VL
Nucleotide sequence:

CAGTCTGTGCTGACTCAGCCACCCTCAGCGTCTGGGACCCCCGGGCAGAGGGT
CACCATCTCCTGTTCTGGAAGCAGCTCCAACATCGGAAATAATGCTGTAAACT
GGTATCAGCAGCTCCCAGGAACGGCCCCCAAACTCCTCATCTATAGGAATAAT
CAGCGGCCCTCAGGGGTCCCTGACCGATTCTCTGGCTCCAAGTCTGGCACCTC
AGCCTCCCTGGCCATCAGTGGGCTCCGGTCCGAGGATGAGGCTGATTATTACT
GCCAGTCCTATGACAGCAGCCTGAATGGTCAAGTATTCGGCGGAGGAACCAAG
CTGACAGTCCTAGGT

Amino acid sequence:

QSVLTQPPSASGTPGQRVTISCSGSSSNIGNNAVNWYQQLPGTAPKLLIYRNN
QRPSGVPDRFSGSKSGTSASLAISGLRSEDEADYYCQSYDSSLNGQVFGGGTK
LTVLG

Figure 11 (con’t)



