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Figure 1:

A) schematic representation of construct vector MV1057
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Figure 2: amino acid sequence of wildtype IgG1 Fc, as present in construct vector MV1057 (EU

numbering scheme applied)
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Figure 3: nucleotide and amino acid sequences of VH regions used

MEF1025_VH
gaggtgcagctggtggagtctgggggaggcttggtacagectggggggtccecctgagactcectectgtgeag
cctctggattcacctttagcagctatgccatgagectgggtceccgecaggctceccagggaaggggctggagtyg
ggtctcagctattagtggtagtggtggtagcacatactacgcagactccgtgaagggeccggttcaccate
tccagagacaattccaagaacacgctgtatctgcaaatgaacagectgagagecgaggacacggecgtgt
attactgtgcaagggccgattggtgggcgacttttgactactggggccaaggtaccctggtcacce

ME1025_VH
EVOLVESGGGLVOPGGSLRLSCAASGETEFSSYAMSWVRQAPGKGLEWVSAISGSGGSTYYADSVKGRETI
SRDNSKNTLYLOMNSLRAEDTAVYYCARADWWATEDYWGQGTLVT

MEF1122_VH
gaggtgcagctggtggagtctgggggaggcgtggtccagectgggaggtccecctgagactcectectgtgeag
cctctggattcaccttcagtagctatggcatgcactgggtccgeccaggctceccaggcaaggggctggagtyg
ggtggcagttatatcatatgatggaagtaataaatactatgcagactccgtgaagggccgattcaccate
tccagagacaattccaagaacacgctgtatctgcaaatgaacagectgagagectgaggacacggecgtgt
attactgtgcaagagccctcttcacgaccatcgeccatggactattggggccaaggtaccctggtcacce

MEF1122_VH
EVOLVESGGGVVQOPGRSLRLSCAASGETEFSSYCMHWVRQAPGKGLEWVAVISYDGSNKYYADSVKGRETI
SRDNSKNTLYLOMNSLRAEDTAVYYCARALEFTTIAMDYWGQGTLVT

MF1337 VH
gaggtgcagctggtggagactggggctgaggtgaagaagccgggggcectcagtgaaggtctcectgcaaggettcet
gactacatcttcaccaaatatgacatcaactgggtgcgccaggcccectggacaagggcttgaatggatgggatgg
atgagcgctaacactggaaacacgggctatgcacagaagttccagggcagagtcaccatgaccagggacacgtcce
ataaacacagcctacatggagctgagcagcectgacatctggtgacacggecgtttatttctgtgecgaggagtagt
cttttcaagacagagacggcgccctactatcacttcecgectcectggacgtectggggccaagggaccacggtcacce

ME1337
VHEVQLVETGAEVKKPGASVKVSCKASDY IFTKYDINWVRQAPGOGLEWMGWMSANTGNTGYAQKFQGRVTMTRD
TSINTAYMELSSLTSGDTAVYFCARSSLEFKTETAPYYHFALDVWGQGTTVT



PCT/NL2013/050294

WO 2013/157954

4/33

A, GandH

1ons

mass spec data of transfecti

Figure 4

wT

o

T ROR 3N A S porase nn. 17 Fexch 159mM Ao ph& 8

Y

o

N

Sy

struct 41 K320

Const

D399K
XAQED

2.2 18 (S 0Ri} & Greach iy SHwmdt ainde pH2.B BU panase STon

SU%EA_30°d8_1EY

02




WO 2013/157954

2.2 of3 {5°ai} H Saxes
PO

PCT/NL2013/050294
5/33

H

MFEL2E

Constrynt 5: E356K
E357X
KA39D
KI200

RO

i B0t amAc piHT.S SU pgriase 3Yoss

a N\

w e oncocoed

S

hiN

$A500




PCT/NL2013/050294

WO 2013/157954

Figure 5
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Figure 6
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Figure 7:
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Figure 8:
Zx ol PR (BRSO naiva
I L \ ool
A) Native MS spectrum of transfection sample ZO (T366K/L351’D)

B) 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/D399’K:E356'K

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

366KL351K-1351DY349D 51K-L351EL368D
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Figure 16:
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Figure 17:
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Figure 18:
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Figure 19A:
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Figure 19B:
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Figure 21:

Average 10x FT n=3
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Figure 22:
A
Fib coat, 0.5 ug/ml IgG
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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 27B:
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Figure 29:
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