SUPPLEMENTARY DATA
Supplementary Figure S1

SIP(F8):

Sequence of monomer: EVQLLESGGGLVQPGGSLRLSCAASGFT
FSLFTMSWVRQAPGKGLEWVSAISGSGGSTYYADSVK

GRFTISRDNSKNTLYLQMNSLRAEDTAVYYCAKSTHLY
LFDYWGQGTLVTVSSGGGGSGGGGSGGGGEIVLTQSP

GTLSLSPGERATLSCRASQSVSMPFLAWYQQKPGQAPR
LLIYGASSRATGIPDRFSGSGSGTDFTLTISRLEPEDFAYV
YYCQQMRGRPPTFGQGTKVEIKSGGSGGPRAAPEVYAF
ATPEWPGSRDKRTLACLIQNFMPEDISVQWLHNEVQLP
DARHSTTQPRKTKGSGFFVFSRLEVTRAEWEQKDEFIC

RAVHEAASPSQTVQRAVSVNPESSRRGGC

Calculated mass of monomer: 38728

IgG(F8) HC:
EVQLLESGGGLVQPGGSLRLSCAASGFTFSLFTMSWVR
QAPGKGLEWVSAISGSGGSTYYADSVKGRFTISRDNSK
NTLYLQMNSLRAEDTAVYYCAKSTHLYLFDYWGQGTL
VTVSSASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFP
EPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVP
SSSLGTQTYICNVNHKPSNTKVDKKVEPKSSDKTHTSP
PSPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDV
SHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVYV
SVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKG
QPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVE
WESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQ
QGNVFSCSVMHEALHNHYTQKSLSLSPGK

Calculated Mass of Heavy Chain: 48796

IgG(F8) LC:
EIVLTQSPGTLSLSPGERATLSCRASQSVSMPFLAWYQQ
KPGQAPRLLIYGASSRATGIPDRFSGSGSGTDFTLTISRL
EPEDFAVYYCQQMRGRPPTFGQGTKVEIKRTVAAPSVF
IFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNAL
QSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVY
ACEVTHQGLSSPVTKSFNRGEC

Calculated Mass of Light Chain: 23480

Amino acid sequences and calculated mass of SIP(F8) monomer and IgG(F8) light
and heavy chain. Cysteines used for conjugation are highlighted in bold.
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SIP(F8)-SS-DM1 stability : ESI-MS spectra of the SIP(F8)-SS-DM1 conjugate after

0 and 3 h of incubation in mice serum in presence of the SIP(F8)-IAA internal
standard (Calculated mass = 38784 Da).
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IgG(F8)-SS-DM1 realease test : ESI-MS spectra of the IgG(F8)-SS-DM1 conjugate
after 0 and 1 h of incubation in mice serum in presence of ImM DTT.
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Schematic representation of a proposed mechanism for the formation of disulfide-
bonded SIP products, upon cleavage of a first mixed disulfide bond between antibody
moiety and DM1-SH drug.

Supplementary table S1: Biodistribution results

SIP(F8)-SS-DM 1 IgG(F8)-SS-DM1
3h 24h 48h 3h 24h 48h

Tumor 8.18+1.23 7.80+197 3.11+0.52 | 12.18+097 32.80+1.37 24.96+2.61
Liver 1.84+£089 032+£0.09 0.12+0.01 | 9.74+057 451+0.50 2.85+0.18
Lung 533+271  0.69+035 021+0.15 | 29.23+£1.60 11.99+£2.15 554+2.73
Spleen 1.65+£0.83 039+0.12 0.11+0.06 | 535+2.82 3.63+£027 1.13+0.63
Heart 2.11+£0.14 022+0.04 007+0.01 | 472+436 3.94+058 2.73+0.10
Kidney 9.75+0.12 042+0.18 028+0.11 | 13.45+3.69 7.08+020 4.05+1.15
Colon 0.38+0.33  0.08+£0.03 0.18+0.09 | 447+437 736+098 1.38+0.70
Stomach | 1.71£038 0.61+0.23 020+0.18 | 1.36+1.11 599+0.99 3.13+1.37
Blood 6.62+0.08 0.77+0.08 029+0.03 |3349+0.13 1562+2.04 9.4+0.89

Results of biodistribution experiments, performed in F9 tumor-bearing mice with
radioiodinated ADC preparations. Details are presented in the experimental
procedures section. Results are expressed as the percent of antibody injected activity
per gram of tissue (%IA/g) = SD
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