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Figure L:

A} schematic representation of construct vector MV1057
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B) schematic representation of phage display vector MV1043
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Figure 2: amino acid sequence of wildtype IgG1 Fc, as present in construct vector MV1057 {EU
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Figure 3: nucleotide and amino acid sequences of VH regions used

MFLG25_VH
gaggtgecagetggtggagtctgggggaggctiggtacagectggggggtecectgagactctectgtgeag
cotetggattecacctttageagetatgecatgagetgggtecgecaggeteccagggaaggggctggagtyg
gutctcagetattagtggtagtgotggtagecacatactacgcagactecgtgaagggecggtl.caccat.c
tocagagacaattccaagaacacgcetgtatctgeaaatgaacagectgagagecgaggacacyggeeygtgt
attactgtgcaagggccgattyggtaggegacttttgactactggggecaaggtaccectggteace

MF102E_VH
EVOLVESGGGLVOPGGSLRLESCAASGE T SSYAMSWVROAPGKGLEWVSATISESGGETYYADSVKGRETL
SRDNSKNTLYLOMNSLRAEDTAVYYCARADWWATFDYWGQGTLVT

ME1122_VH
gaggtgcagotggtggagtictgggggaggegtggtecagectgggaggtecctgagactetectgtgrag
cctotggattcacottcagtagetatggeatgcactygggtecgecaggetccaggeaaggugetggagiyg
ggtggragttatatcatatgatggaagtaataaatactatgecagactocgtgaagggecgattcacecate
tcoagagacaaticcaagaacacgctgtatectgeaaatygaacagectgagagetigaggacacggeogtat
attactgtgcaagagcectottcacgaccategecatggactattggggecaaggtacectyggteace

ME1122_VH
EVOLVESGGGVVOPSRSLRLSCAASGE TFSSYGMENVROAPGKGLEWVAVI SYDGSNKY YADSVKGRFTI
SRONSKNTLYLOMNSLRAEDTAVYYCARALFTTIAMDYWGOGTLVT

MEL337 VH
gaggtgeagoetgytggagactgggoctgaggtgaagaagecgggggectecaghgaaggtectectgeaaggetict
gactacatcttcaccaaatatgacatcaactygggtgegocaggcooctggacaagggettgaatggatgggatgy
atgagcgcectaacactggaaacacgggetatgracagaagttccagggeagaghcaccatgaccagggacacgtoc
ataaacacagcctacatggagcetgageagectgacatetggtgacacggeogtttatttctgtgegaggagtagt
ctittcaagacagagacggegeoctactatecacttegetetggacgtctggggecaagggaccacggteace

ME1337
VHEVQLVETGAEVEEPGASVEVSCRKASDY IF TRYD INWVRQAPCQGLEWMCWMSANTENTGYAQKFQGRVIMTRD
TSINTAYMELSSLTSGDTAVYFCARSSLFKTETAPYYHFALDVRGOGTTVT
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Figure 4: mass spec data of transfections A, G and H
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Figure 5
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Figure 6&:
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Figure 7:
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Figure 8;
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A} Native MS spectrum of transfection sample ZO (T366K/L351'D)
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Convoluted MS spectrum of transfection sample ZO (T366K/L351'D). The second/main peak
represents the bispecific molecule.
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Figure 9:
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Figure 10

A K409D:K392D/D399'K:E356'K
B D399K:E356K/D399K:E356'K

C K409D:K392D/K409'D:K392°D
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Figure 11:
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Fig 12:
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Figure 13:
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Figure 14:
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Figure 15:
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Figure 16:

# HADDOCK seore B-B

ara A-A

W

& HADDOCK s

ore A-B

i
Er
pr4
LA

8 HADDO




PCT/NL2013/050294

WO 2013/157954

19/33

Figure 17:
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Figure 18:

100 A T366K-L351K/L351D
h
!
|
i
M
1
= H
.
I
BB | ' non-
A [ deglycosylated
i ] Y
. R AN A

. AB T366K-L351K/L351D-Y349E

i
{
1
|
|
|
l
o
| non-
| !
I deglycPsyiated
J I‘. fl\‘\
I K& 1 “\f\‘u
] | { 4
) b r~ \\
BB /; \\--. AA tfj; e -
R S T 7 T . h—ar




PCT/NL2013/0502%4

WO 2013/157954

21/33

P A e,

YRR

;
i
%

€€/ 1e aded

it

O

%W CYhRE SR gUYhE vey

e,

- -

V6T 2indi4



PCT/NL2613/050294

WO 2013/157954

22/33

HHRE YRE guhE YYRR

i,
e
WA .

e,
e, &

o

.

o

S A

AV, MR

T e S
. e A A,
e e
TS e, A

"y e
TR A e

A,
AT
Y,

e

N,
M o
T A ., e
A e -

14671 24naly

£¢ /77 °8eyd



PCT/NL2013/050294

WO 2013/157954

23/33

IBOET-ATSET/MNTSETNOSEL

£g / ez 98ed

IGVEA-ITSET/MNI9EL

IB9ET-OTSE/MIEL

SO

{07 24n38H4



WO 2013/157954 PCT/NE2013/G50294

Figure 21:

% 1gG left after 10xFT
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Figure 22;
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Figure 24.
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Figure 25:
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Figure 26:
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Figure 27A:
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Figure 28:
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Figure 29
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