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SEQ ID NO: 1> N4_mAb 1_VH
QVQLKQSGPGLVQPSQSLSITCTVSGFSLTNYGVNWVRQPPGKGLEWLGVIWSGGSTDYNA
AFISRLSISKDISKSQVFFKMNSLQADDTAKYYCAREGYDGYAMDYWGQGTSVTVSS

FIG. 1

NYGVN

VIWSGGSTDYNAAFIS

EGYDGYAMDY

SEQ: 17

SEQ: 18

SEQ: 19

SEQ ID NO: 2> N4_mAb 1_VL
DIQMTQSPASLSVSVGETVTITCRASENIFSSLAWYQQKQGKSPQLLVYGATNLADGVPSRFS

GSGSGTQYSLKINSLQSEDFGTYWCQHFWGNPWTFGGGTKLEIK

RASENIFSSLA

GATNLAD

QHFWGNPWT

SEQ: 20

SEQ: 21

SEQ: 22

SEQ ID NO: 3> N4_mAb2_VH
QVQLKQSGPNLVQPSQSLSITCTVSGFSLTTY GAHWVRQSPGKGLEWLGVIWRGGSTDYNA
AFMSRLSITKDNSKSQVFFKMNSLQADDTAIYYCAKIGYDGYAMDNWGQGTSVTVSS

TYGAH

VIWRGGSTDYNAAFMS

IGYDGYAMDN

SEQ: 23

SEQ: 24

SEQ: 25

SEQ ID NO: 4> N4_mAb2_VH
DFQVTQSPASLSASVGETVTITCRTSENIHNYLA WYQQKQGKSPQLLVYNAKTLADGVPSRF

SGSGSGTQYSLKINSLQPEDFGTYYCQHFWSSPWTFGGGTKLEIK

RTSENIHNYLA

NAKTLAD

QHFWSSPWT

SEQ: 26

SEQ: 27

SEQ: 28

SEQ ID NO: 5> N4_mAb 3_VH
EVQLQQSGAELVKPGASVKLSCTVSGFNIKDTYMHWVKQRPEQGLEWIGRIDPANGNTKYD
PKFQGKATIHADKASNTAYLQLSSLTSEDAAVYYCAHYYGSSYFAMDCWGQGTSVTVSS

DTYMH

RIDPANGNTKYDPKFQG | YYGSSYFAMDC

SEQ: 29

SEQ: 30

SEQ: 31

SEQ ID NO: 6> N4_mAb3_VL
DIVMTQSHKFMSTSVGDRVSITCKASQDVSTAVAWYQQKPGQSPKLLIY WASTRHTGVPDR

FTGSGSGTDYTLTISSVQTEDLALYYCQQHYSTPLTFGAGTKLELK

KASQDVSTAVA

WASTRHT

QQHYSTPLT

SEQ: 32

SEQ: 33

SEQ: 34

SEQ ID NO: 7> N4_mAb 4 VH
DVQLQESGPDLVKPSQSLSLTCTVTGYSITSAYNWHWIRQFPGNKLEWMGYIHYSGRTNYNP
SLKSRISITRDTSKNQFFLQLNSLTTEDTATYYCARWITTATGWYLDVWGAGTTVTVSS

SAYNWH | YIHYSGRTNYNPSLKS

WITTATGWYLDV

SEQ: 35

SEQ: 36

SEQ: 37

1/9

PCT/US2021/049014



WO 2022/051591 PCT/US2021/049014

FIG. 1 (continued)

SEQ ID NO: 8> N4_mAb4_VL
DIVLTQSPASLAVSLGQRATISCRASESVANYGISFMNWFQQKPGQPPKLLIYAASNOQGSGVP
ARFSGSGSGTDFSLNIHPMEEDDTAMYFCQQSKEVPWTFGGGTKLEIK

RASESVANYGISFMN | AASNQGS | QQSKEVPWT
SEQ: 38 SEQ: 39 SEQ: 40

SEQ ID NO: 9> N4_mAb 5_VH
EVQLQQSGPDLVKPGASVKISCKASGYSFTGHYMHWVKQSHGKSLEWIGRVNPNNGGSSYN
QKFKDKAILTVDKSSTTAYMELRSLTSEDSAVYYCARDPLGGSYGFAYWGQGTLVTVSA

GHYMH | RVNPNNGGSSYNQKFKD | DPLGGSYGFAY
SEQ: 41 SEQ: 42 SEQ: 43

SEQ ID NO: 10> N4_mAb 5_VL
DIVLTQSPASLAVSLGQRATISCRASQSVTTSSYSYMHWYQQKPGQPPKLLIKYASNLESGVP
ARFSGSGSGTDFTLNIHPVEEEDTATYYCQHSWEIPY TFGGGTKLEMK

RASQSVTTSSYSYMH | YASNLES QHSWEIPYT
SEQ: 44 SEQ: 45 SEQ: 46

SEQ ID NO: 11> N4_mAb 6_VH
QVQLQQSGPELVKPGASVRISCKASGYTFTTYYIHWVKQRPGQGLEWIGWIYPGNVNTKYTE
NFKDKATLTADKSSSTAYMQLSSLTSEDSAVYFCARGLYYFDFWGQGTTLTVSS

TYYIH WIYPGNVNTKYTENFKD | GLYYFDF
SEQ: 47 SEQ: 48 SEQ: 49

SEQ ID NO: 12> N4_mAb 6_VL
SIVMTQTPKFLLVSAGDRVTITCKASQSVNNDVAWYQQKPGQSPKLLIYYASNRDTGVPDRF
TGSGFGTDFTFTISSVQAEDLAVYFCQODYSSPYTFGGGTKLEIK

KASQSVNNDVA | YASNRDT _ | QQDYSSPYT
SEQ: 50 SEQ: 51 SEQ: 52

SEQ ID NO: 13> N4_mAb 7 _VH
QVQLQQSGPELVKPGASVKMSCKASGY TFTTY YIHWVKQRPGQGLEWIGWIYPGNAGIKSN
EKFKGKTTLTADKSSSTAYMLLSSLTSEDSATYFCARGVYFFDYWGQGTTLTVSS

TYYIH | WIYPGNAGIKSNEKFKG | GVYFFDY
SEQ: 47 SEQ: 53 SEQ: 54

SEQ ID NO: 14> N4_mAb 7_VL
SIVMTQTPKFLLVSAGDRVTITCKASQSVNNDVSWFQQKPGQSPKLLIYYASNRYTGVPDRFS
GSGYGTDFTFTITTVQAEDLAVYFCQODYSSPYTFGGGTKLEIK

KASQSVNNDVS | YASNRYT QQDYSSPYT
SEQ: 55 SEQ: 56 SEQ: 52

SEQ ID NO: 15> N4_mAb 8 VH
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FIG. 1 (continued)

QVQLQQSGPVLVKPGASVRISCKASGYTFTSYYIHWVKQRPGQGLEWIGWIYPGNVNTKYN
ENFRDKATLTADKSSSTSYMQLSSLTSEDSAVYFCARGIYYFDYWGQGTTLTVSS

SYYIH WIYPGNVNTKYNENFRD GIYYFDY
SEQ: 57 SEQ: 58 SEQ: 59

SEQ ID NO: 16> N4_mAb 8_VL
IIVMTQTPKFLLVSAGDRVTITCKASQSVNNDVAWY QEKPGQSPKLLIYYASNRDTGVPDRF
TGSGYGTDFTFTISTVQAEDLAVYFCHQDYSSPFTFGSGTKLEIK

KASQSVNNDVA | YASNRDT | HODYSSPFT
SEQ: 50 SEQ: 51 SEQ: 60

SEQ ID NO: 61>NP_112178.2 nectin-4 precursor [Homo sapiens]

MPLSLGAEMWGPEAWLLLLLLLASFTGRCPAGELETSDVVTVVLGQDAKLPCFYRGDSGEQ
VGQVAWARVDAGEGAQELALLHSKYGLHVSPAYEGRVEQPPPPRNPLDGSVLLRNAVQAD
EGEYECRVSTFPAGSFQARLRLRVLVPPLPSLNPGPALEEGQGLTLAASCTAEGSPAPSVTWD
TEVKGTTSSRSFKHSRSAAVTSEFHLVPSRSMNGQPLTCVVSHPGLLQDQRITHILHVSFLAEA
SVRGLEDQNLWHIGREGAMLKCLSEGQPPPSYNWTRLDGPLPSGVRVDGDTLGFPPLTTEHS
GIYVCHVSNEFSSRDSQVTVDVLDPQEDSGKQVDLVSASVVVVGVIAALLFCLLVVVVVLM
SRYHRRKAQQMTQKYEEELTLTRENSIRRLHSHHTDPRSQPEESVGLRAEGHPDSLKDNSSCS
VMSEEPEGRSYSTLTTVREIETQTELLSPGSGRAEEEEDQDEGIKQAMNHFVQENGTLRAKPT
GNGIYINGRGHLV

SEQ ID NO: 62>XP_005541277.1 PREDICTED: nectin-4 isoform X1 [Macaca fascicularis]

MPLSLGAEMWGPEAWLLLLLLLASFTGRCPAGELETSDVVTVVLGQDAKLPCFYRGDSGEQ
VGQVAWARADAGEGAQELALLHSKYGLHVSPAYEGRVEQPPPPRNPLDGSVLLRNAVQAD
EGEYECRVSTFPAGSFQARLRLRVLVPPLPSLNPGPALEEGQGLTLAASCTAEGSPAPSVTWD
TEVKGTTSSRSFKHSRSAAVTSEFHLVPSRSMNGQPLTCVVSHPGLLQDQRITHILHVSFLAEA
SVRGLEDQNLWHVGREGAMLKCLSEGQPPPSYNWTRLDGPLPSGVRVDGDTLGFPPLTTEH
SGIYVCHVSNEFSSRDSQVTVDVLDPQEDSGKQVDLVSASVVVVGVIAALLFCLLVVVVVL
MSRYHRRKAQQMTQKYEEELTLTRENSIRRLHSHHTDPRSQPEESVGLRAEGHPDSLKDNSS
CSVMSEEPEGRSYSTLTTVREIETQTELLSPGSGRTEEEEDQDEGIKQAMNHFVQENGTLRAK
PTGNGIYINGRGHLV

SEQ ID NO: 63>NP_001102546.1 nectin-4 precursor [Rattus norvegicus]

MPLSLGAEMWGPEAWLLLLFLASFTGRYSAGELETSDLVTVVLGQDAKLPCFYRGDPDEQV
GQVAWARVDPNEGTRELALLHSKYGLHVSPAYEDRVEQPPPPRDPLDGSILLRNAVQADEG
EYECRVSTFPAGSFQARMRLRVLVPPLPSLNPGPPLEEGQGLTLAASCTAEGSPAPSVTWDTE
VKGTQSSRSFKHSRSAAVTSEFHLVPSRSMNGQPLTCVVSHPGLLQDQRITHTLQVAFLAEAS
VRGLEDQNLWHVGREGATLKCLSEGQPPPKYNWTRLDGPLPSGVRVKGDTLGFPPLTTEHS
GVYVCHVSNELSSRASQVTVEVLDPEDPGKQVDLVSASVVVVGVIAALLFCLLVVVVVLMS
RYHRRKAQQMTQKYEEELTLTRENSIRRLHSHHTDPRSQPEESVGLRAEGHPDSLKDNSSCS
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FIG. 1 (continued)

VMSEEPEGRSYSTLTTVREIETQTELLSPGSGRTEEEDDQDEGIKQAMNHFVQENGTLRAKPT
GNGIYINGRGHLV

SEQ ID NO: 64>NP_082169.2 nectin-4 isoform a precursor [Mus musculus]

MPLSLGAEMWGPEAWLRLLFLASFTGQYSAGELETSDVVTVVLGQDAKLPCFYRGDPDEQV
GQVAWARVDPNEGIRELALLHSKYGLHVNPAYEDRVEQPPPPRDPLDGSVLLRNAVQADEG
EYECRVSTFPAGSFQARMRLRVLVPPLPSLNPGPPLEEGQGLTLAASCTAEGSPAPSVITWDTE
VKGTQSSRSFTHPRSAAVTSEFHLVPSRSMNGQPLTCVVSHPGLLQDRRITHTLQVAFLAEAS
VRGLEDQNLWQVGREGATLKCLSEGQPPPKYNWTRLDGPLPSGVRVKGDTLGFPPLTTEHS
GVYVCHVSNELSSRDSQVTVEVLDPEDPGKQVDLVSASVIIVGVIAALLFCLLVVVVVLMSR
YHRRKAQQMTQKYEEELTLTRENSIRRLHSHHSDPRSQPEESVGLRAEGHPDSLKDNSSCSV
MSEEPEGRSYSTLTTVREIETQTELLSPGSGRTEEDDDQDEGIKQAMNHFVQENGTLRAKPTG
NGIYINGRGHLV

SEQ ID NO: 65>NP_002846.3 nectin-1 isoform 1 precursor [Homo sapiens]

MARMGLAGAAGRWWGLALGLTAFFLPGVHSQVVQVNDSMYGFIGTDVVLHCSFANPLPSV
KITQVTWQKSTNGSKQNVATYNPSMGVSVLAPYRERVEFLRPSFTDGTIRLSRLELEDEGVYI
CEFATFPTGNRESQLNLTVMAKPTNWIEGTQAVLRAKKGQDDKVLVATCTSANGKPPSVVS
WETRLKGEAEYQEIRNPNGTVTVISRYRLVPSREAHQQSLACIVNYHMDRFKESLTLNVQYE
PEVTIEGFDGNWYLQRMDVKLTCKADANPPATEYHWTTLNGSLPKGVEAQNRTLFFKGPIN
YSLAGTYICEATNPIGTRSGQVEVNITEFPYTPSPPEHGRRAGPVPTAIIGGVAGSILLVLIVVG
GIVVALRRRRHTFKGDYSTKKHVYGNGYSKAGIPQHHPPMAQNLQYPDDSDDEKKAGPLG
GSSYEEEEEEEEGGGGGERKVGGPHPKYDEDAKRPYFTVDEAEARQDGYGDRTLGYQYDPE
QLDLAENMVSQNDGSFISKKEWYV

4/9



WO 2022/051591 PCT/US2021/049014

N4_mAb 1
N4_mAb 2
N4_mAb 3
N4_mAb 4
N4_mAb 5
N4_mAb 6
N4_mAb 7
N4_mAb 8
PC1
higG1

ELISA Binding hNectin-4

'S
]

OD (405 nM)
N

xt e b ddwe

X X X XXX
-4 2 0 2 4
Concentration log[nM]

o
|

1
N

FIG. 2

5/9



WO 2022/051591 PCT/US2021/049014

Binding CHO-Nectin-4 - N4_mAb 1
- N4 mAb 2
2%107 -+ N4_mAb 3
-~ N4_mAb 4
181077 ~ N4_mAb5
i -- N4 mAb 6
= 11077 - N4_mAb7
5%106- — N4_mAb 8

- PC1

0- - higG1

-6
Concentration log[nM]
FIG. 3A

Binding SKBR3 &= N4_mAb 1
= N4_mAb?2
2x10°7 - N4_mAb 3
- N4_mAb 4
1-510%7 + N4_mAb5
T -- N4 _mAb 6
= 110% -~ N4_mAb 7
5%105 — N4_mAb 8

—+ PC1

0- - hlgG1

Concentration log[nM]

FIG. 3B

6/9



WO 2022/051591 PCT/US2021/049014

N4_mAb 1
N4_mAb 2
N4_mAb 3
N4_mAb 4
N4_mAb 5
N4_mAb 6
N4_mAb 7
N4_mAb 8
PC1
higG1

CHO-Nectin4

150

100

% killing
SR IE IR SR IR N N I

log[Ab], nM

FIG. 4A

N4_mAb 1
N4_mAb 2
N4_mAb 3
N4_mAb 4
N4_mAb 5
N4_mAb 6
N4_mAb 7
N4_mAb 8
PC1
higG1

SKBR3

150

100

% killing
EEEEEERE RN

log[Ab], nM

FIG. 4B

7/9



WO 2022/051591 PCT/US2021/049014

Nectin-4 Ab internalization

& N4_mAb 2
4 N4_mAb 4
- N4_mAb 6
% N4_mAb 7
> hlgG1

o+

0 8 16 24
Time after Ab treatment (h)
FIG. 5A
Nectin-4 membrane expression
10000-
750 # N4 _mAb 2
# N4_mAb 4
E ] <+ N4_mAb 6
= 50007 % N4_mAb 7
] ¢ hlgG1
2500-
0 - —r r 1 r 11
0 8 16 24

Time after Ab treatment (h)

FIG. 5B

8/9



WO 2022/051591 PCT/US2021/049014

T47D ADCC ~&- N4_mAb 1
= N4_mAb2
25000 v v -+ N4_mAb 3
£ = N4_mAb 4
S 20000 vV v
8 =+ N4_mAb5
8 15000~ -~ N4_mAb6
c
[}
S 10000- -+ N4_mAb7
c -ﬁ = N4_mAb8S
E 5000 —+ PC1 (hlgG1)
- - higG1
0 1 1 1 1 1
-3 -2 1 0 1 2
Log nM
FIG. 6A
SKBR3 ADCC ~o- N4_mAb 1
= N4 mAb2
25000 =+ N4 mAb3
]
E ,0000- - N4 mAb 4
S v - N4_mAb5
@ 15000 V e N4mAbB
c
[
8 10000- - N4_mAb7
9 é ; — N4_mAb 8
E 5000+ —+ PC1 (hlgG1)
- - higG1
0 T T T T 1
-3 -2 -1 0 1 2
Log nM
FIG. 6B

9/9



