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Antibody drug conjugates (ADCs) has become promising therapy for the treatment of cancers. Among all the ADCs — HC 203-240 + 1 drug b5 5% ,fzmﬂ 4962267
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important parameters that affect the therapeutic effects and need to be well characterized. Zi 1.5e4 \ [ ‘ | 36.0% 64.0%
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The ADCs in the mouse plasma were purified by affinity capture with anti-human IgG beads followed wash with PBS s 1.0=4 b e Peapes 20.2% e e
supplied with 0.1% tween-20. The ADC was eluted with 0.1% TFA and neutralized with 1M tris (PH=8). o £ car & 36c a e HC 203240 42 dus
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Methods: | |
1. Reduced ADC HRMS analysis. The Purified ADC was deglycosylated and reduced and then analyzed with HRMS. Figure 2. Heavy chain positional isomers separation c ove 220 255 || W
2. Bottom up analysis. Purified ADC was treated with ldeS to remove Fc part followed by denaturation, reduction, | Cys_230 .:ﬁ_zfﬂ'm_ 20.2% 2.6% 36%  118%  262%
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alkylation, chymotrpsin digestion and then subject to LC/MS analysis. ICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLG =——eee@» SCDK + THTCPPCPAPELLG e L/ H'Bﬁ /\\\ 'x
3. LC-MS/MS analysis. Isomer fraction were collected and digested with trypsin, the digest was analyzed by B. C. S S
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LC/MS/MS for drug linking position identification. 1500 -- pinm
: _ Figure 4. Data analysis combine reduced ADC analysis and bottom up analysis.
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