Effect of attachment site on stability of cleavable antibody drug conjugates
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Supplementary Table 1. Cytotoxicity of untreated and plasma-treated cleavable conjugates
against the BxPC3 cell line (M1S1+++).

IC50 [nM] IC50 [nM]

untreated plasma treated
Conjugate Max DAR Actual DAR conjugate conjugate
C16 Site A-C6-VC-PABC-Aur0101 2.0 1.9 1.2 > 266
C16 Site B-C6-VC-PABC-Aur0101 2.0 1.8 1.0 12.0
C16 Site C-C6-VC-PABC-Aur0101 2.0 1.5 0.8 3.8
C16 Site D-C6-VC-PABC-Aur0101 2.0 2.0 1.1 6.1
C16 Site E-C6-VC-PABC-Aur0101 2.0 1.7 0.9 3.0
C16 Site F-C6-VC-PABC-Aur0101 2.0 1.9 1.0 14
C16 Site G-C6-VC-PABC-Aur0101 2.0 1.9 0.9 0.9
C16 Site H-C6-VC-PABC-Aur0101 4.0 3.9 0.6 0.8
C16 Site I-C6-VC-PABC-Aur0101 2.0 2.0 1.0 0.9

NCC Site F-C6-VC-PABC-Aur0101 2.0 2.0 N/A -




Supplementary Table 2. Inhibition of Cathepsin B-catalyzed cleavage of the C16 Site A-C6-

VC-PABC-Aur0101 substrate upon addition of mouse or human plasma.

The VC-PABC

cleavage activity is expressed in terms of ADC stability values which are shown as percentage.
Pefabloc was added to mouse plasma to inhibit the activity of endogenous plasma enzyme.
Please refer to Table 2 for demonstration that Pefabloc alone does not affect Cathepsin B

activity.

pH Additive

Mouse Human
Cathepsin B Cathepsin B
stability (%) stability (%)

6.0 -
6.0 Human plasma
6.0 Mouse plasma &

Pefabloc, 1 mM

0 0
100 100
99 99




Supplementary Figure 1
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Supplementary Figure 1. Stability analysis of the cleavable C16 Site A-C6-VC-PABC-
Aur0101 conjugate using hydrophobic interaction chromatography (HIC). Chromatograms show
the tagged C16 antibody prior to conjugation (gray line), the C16 Site A-C6-VC-PABC-Aur0101
conjugate before in vitro plasma treatment (blue line), and the conjugate purified following
plasma incubation (purple line) as described. Changes in the conjugate retention time
correspond to changes in the hydrophobic content of the compounds.



Supplementary Figure 2

786

CID m/z=801
1004
90%
soé v6
. 588
® 704
5] ]
f 4
S 603
= .
= -
< 507
(1>) g
= 404
© g
3 444
] v5 ot
205 531 | 601
3 b2 7
107 263
0 :iuitdﬂlf,h4“ h.‘Jlu

Supplementary Figure 2. Mass spectrometric analysis of the cleavage product of C16 Site A-
C6-VC-PABC-Aur0101 conjugate isolated from mouse plasma. After plasma incubation, the
ADC was purified and subjected to tryptic digestion. a) Predicted molecular structure of tryptic
peptide containing glutamine tag on Site A linked to C6-VC. b) The CID spectrum of the
precursor ion (+4 charge state, m/z=801) shows the y, b and a fragment ions series that matches
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Supplementary Figure 3
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Supplementary Figure 3. Cytotoxicity assays of cleavable C6-VC-PABC-Aur0101 conjugates
across various sites. a) Comparison of in vitro cytotoxicity of a series of untreated and plasma-
treated C16 C6-VC-PABC-Aur0101 conjugates against high target-expressing BxPC3 cell line
(M1S1+++). b) Negative control conjugate NCC Site F-C6-VC-PABC-Aur0101 tested against
BxPC3 cells. c¢) Untreated C16 C6-VC-PABC-Aur0101 conjugate series tested against target-
negative SW620 cell line to evaluate their target specificity.



Supplementary Figure 4

Change in ADC potency
as a function of linker stability
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Supplementary Figure 4. Correlation between changes in IC50 values (efficacy) and changes
in DAR (stability) for cleavable conjugates incubated in mouse plasma. Stability values are
calculated as the ratio of drug loading after treatment and before treatment, and expressed as a
percentage. Individual data points represent the conjugation sites harboring the C6-VC-PABC-
Aur0101 linker-payload.



Supplementary Figure 5

Rat pharmacokinetics
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Supplementary Figure 5. Pharmacokinetic profiles of a) the humanized C16 Site D-C6-VC-
PABC-MMAD conjugate in rat, and b) the chimeric C16 Site D-C6-VC-PABC-MMAD
conjugate in cynomolgus monkey. Solid lines represent total antibody ELISA, while dashed

lines show anti-drug ELISA. Compounds were dosed at 10 mg/kg or 3 mg/kg, as indicated. The
limit of quantitation was 150 ng/mL.



