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Figure 1: Waters integrated HDX-MS solution addresses each step of HDX-MS workflow for
global (Intact), local (peptide) and residue (amino acid) levels analysis. The Enzymate along
with back pressure regulator (BPR) enable high pressure pepsin digestion of proteins.
DynamX 3.0: Industry leading HDX-MS informatics for automated processing of global
(Intact), local (peptide), and residue (AA, ETD) levels of HDX MS data.

Data processing:

Undeuterated control was processed using PLGS 3.0 for peptide
identification. DynamX 3.0 was used to measure the deuterium
uptake of each peptides and generate all visualization graphs.
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Figure 5. The relative deuterium level of peptides from (A) CDR region and (B) CH2,
CH3 domains. The level of deuteration was monitored at 0.17, 1, 10, 60, and 240 min for
three batches of innovator and one batch of biosimilar sample. These traces are an average of
three replicates with error bars at each time point ranging from x 0.02 to 0.05 Da. The CDR
region is highlighted in red on the insert antibody structure. LC is showed in yellow and HC is
showed in green. (B) The uptake curves of example peptides from CH2 domain are highlighted
in cyan and the ones from CH3 domain are highlighted in blue.

observed in the CDR regions.

« Minute differences were observed in CH2 domain close
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reference product.
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e Our study shows great promise in adapting HDX-MS into

biosimilar drug development process.
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