Supplementary Figures

CynoHER2 1 MELAAWYRWGLLLALLPPGATGTQVCTGTDMKLRLPASPETHLDMLRHLYQGCQVVQGNLELTYLPTNASLSFLQD IQEVQGYVL | AHNQVRQVPLQRLRIVRGT 105
HumanHER2 1 MELAALCRWGLLLALLPPGAASTQVCTGTDMKLRLPASPETHLDMLRHLYQGCQVVQGNLELTYLPTNASLSFLQDIQEVQGYVL | AHNQVRQVPLQRLRIVRGT 105

s1

CynoHER2 106 QLFEDNYALAVLDNGDPLNNTTPVTGASPGGLRELQLRSLTE | LKGGVL IQRNPQLCYQDT | LWKD | FHKNNQLALTL IDTNRSRACHPCSP|VCKGSRCWGESSE 210
HumanHER2 106 QLFEDNYALAVLDNGDPLNNTTPVTGASPGGLRELQLRSLTE | LKGGVL IQRNPQLCYQDT | LWKD | FHKNNQLALTL IDTNRSRACHPCSPMCKGSRCWGESSE 210

» <

S2

CynoHER2 211 DCQSLTRTVCAGGCARCKGP LPTDCCHEQCAAGCTGPKHSDCLACLHFNHSG I CELHCPALVTYNTDTFESMPNPEGRYTFGASCVTACPYNYLSTDVGSCTLVC 315
HumanHER2 211 DCQSLTRTVCAGGCARCKGPLPTDCCHEQCAAGCTGPKHSDCLACLHFNHSG ICELHCPALVTYNTDTFESMPNPEGRYTFGASCVTACPYNYLSTDVGSCTLVC 315

HumanHER2 316 PLHNQEVTAEDGTQRCEKCSKPCARVCYGLGMEHLREVRAVTSANIQEFAGCKK | FGSLAFLPESFDGDPASNTAPLQPEQLOVFETLEEITGYLY ISAWPDSLP 420

CynoHER2 316 PLHNQEVTAEDGTQRCEKCSKPCARVCYGLGMEHLREVRAVTSAN I QEFAGCKK | FGSLAFLPESFDGDPASNTAP LQPEQ::@VFETLEE ITGYLY ISAWPDSLP 420

S3
CynoHER2 421 DLSV|LQNLQV IRGR | LHNGAYSLTLQGLG I SWLGLRSLRELGSGLAL IHHNTRLCFVHTVPWDQLFRNPHQALLHTANRPEDECVGEGLACHQLCARGHCWGPGP 525
HumanHER2 421 DLSV|FONLQV IRGR | LHNGAYSLTLQGLG | SWLGLRSLRELGSGLAL IHHNTHLCFVHTVPWDQLFRNPHQALLHTANRPEDECVGEGLACHQLCARGHCWGPGP 525

CynoHER2 526 TQCVNCSQF LRGOQECVEECRVLQGLPREYVNARHCLPCHPECQPQNGSVTCFGPEADQCVACAHYKDPPFCVARCPSGVKPDLSYMP IWKFPDEEGTICQS|CP INC 630
HumanHER2 526 TQCVNCSQF LRGQECVEECRVLQGLPREYVNARHCLPCHPECQPQNGSVTCFGPEADQCVACAHYKDPPFCVARCPSGVKPDLSYMP IWKFPDEEGAICQP|CP INC 630
S4

CynoHER2 631 THSCVDLDDKGCPAEQRASPLTS | ISAVVGILLVVVLGVVFGILIKRROQK IRKYTMRRLLQETELVEPLTPSGAMPNQAQMR | LKETELRKVKVLGSCGAFGTVY 735
HumanHER2 631 THSCVDLDDKGCPAEQRASPLTS | ISAVVGILLVVVLGVVFGILIKRRQQK IRKYTMRRLLQETELVEPLTPSGAMPNQAQMR | LKETELRKVKVLGSGAFGTVY 735

>

CynoHER2 736 KGIWIPDGENVK IPVAIKVLRENTSPKANKE | LDEAYVMAGVGSPYVSRLLGICLTSTVQLVTQLMPYGCLLDHVRENRGRLGSQDLLNANCMQ | AKGMSYLEDVR 840
HumanHER2 736 KGIWIPDGENVKIPVAIKVLRENTSPKANKE | LDEAYVMAGVGSPYVSRLLGICLTSTVQLVTQLMPYGCLLDHVRENRGRLGSQDLLNWNCMQ | AKGMSYLEDVR 840

CynoHER2 841 LVHRDLAARNVLVKSPNHVK | TDFGLARLLD IDETEYHADGGKVP | KAMALES | LRRRF THQSDVWSYGVTVWELMTFGAKPYDG IPARE IPDLLEKGERLPQPP 945
HumanHER2 841 LVHRDLAARNVLVKSPNHVK|TDFGLARLLDIDETEYHADGGKVP |KWMALES | LRRRFTHQSDVWSYGVTVWELMTFGAKPYDG IPARE IPDLLEKGERLPQPP 945

CynoHER2 946 ICTIDVYMIMVKCWMIDSECRPRFRELVSEFSRMARDPQRFVVIQNEDLGPASPLDSTFYRSLLEDDDMGDLVDAEEYLVPQQGFFCPDPAPGTGGMVHHRHRSS 1050
HumanHER2 946 ICTIDVYMIMVKCWMIDSECRPRFRELVSEFSRMARDPQRFVVIQNEDLGPASPLDSTFYRSLLEDDDMGDLVDAEEYLVPQQGFFCPDPAPGAGGMVHHRHRSS 1050

CynoHER2 1051 STRSGGGDLTLGLEPSEEEAPRSPEAPSE@GSDVFDGDLGMGAAKGLQSLPDPSP LORYSEDPTVPLPSETDGYVAPLTCSPOPEYVNQPDVRPQPPSP%G 1155
T

HumanHER2 1051 STRSGGGDLTLGLEPSEEEAPRSP|LAPSEGAGSDVFDGDLGMGAAKGLQS LPTHDPSPLQRYSEDPTVPLPSETDGYVAPLTCSPQPEYVNQPDVRPQPPSPREG 1155
CynoHER2 1156 PLSP|ARPTGATLERPKTLSPGKNGVVKDVFAFGGAVENPEY GGAAPQPHLPPAFSPAFDNLYYWDQDP/SERGAPPSTFKGTPTAENPEYLGLDVPV 1255
HumanHER2 1156 PLP AARPAGATLERPKTLSPGKNGVVKDVFAFGGAVENPEY GGAAPQPHPPPAFSPAFDNLYYWDQDPPERGAPPSTFKGTP TAENPEYLGLDVPV 1255

Supplementary Figure 1. Amino acid pairwise alignment for cynomolgus monkey (CynoHER2/1-
1255) and human (HumanHER2/1-1255) HER2 obtained with Jalview. Non-colored regions
represent conserved amino acids and red colored and squared amino acids represent non-conserved
amino acids between human and cynomolgus HER2 sequences. Green highlighted amino acids
represent the transmembrane domain (TMD, from amino acids 653 to 675), dividing the extracellular
domain (ECD, from amino acids 23 to 652) and the intracellular domain (ICD, from amino acids 675
to 1255) reported from UniProt. The extracellular domain is further subdivided into four domains,
consisting in two L domains (domains I and III, respectively S1 and S3 indicated in blue) and two
cysteine-rich domains (domains II and IV, respectively S2 and S4 in red). The UniProt Consortium
Database P04626 ErbB2 human, https://www.uniprot.org/ accessed March 13, 2025.
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Supplementary Figure 2. Human (first panel) and cynomolgus (second panel) HER2 proteins
predicted by AlphaFold (https://alphafold.ebi.ac.uk/entry/P04626 and
https://alphafold.ebi.ac.uk/entry/ AOA2KSWUE3, respectively). The transmembrane domain is
highlighted in green to discriminate between the extracellular and intracellular domains in the
predicted protein conformations.
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Supplementary Figure 3. A Cytofluorimetric analysis on NIH 3T3 parental cell line of different anti-
human HER2 monoclonal antibodies: red profile, 4D5; green profile, MGR2; black profile,

5



trastuzumab; grey profiles, secondary antibodies. B Trastuzumab effect at indicated concentrations
on 3D-colony growth of NIH 3T3 parental cell line. For comparison with NIH 3T3 cyHER2
transfected cells, see Figure 3A. Histograms report the mean = SEM of number of colonies >90um

with an ocular micrometer in dark-field. C Representative micrographs of live agar colonies of NIH
3T3 (dark-field, Lens 2.5X, Eyepiece 12.5X).



