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PEGylation is the process of covalent attachment of polyethylene glycol (PEG) polymer
chains to another molecule, such as a therapeutic protein. The covalent attachment of

Q ASSAY DESIGN

Due to the repetitive nature of the PEG, anti-PEG IgG antibodies bind to the repeating epitopes of a single chain of PEG resulting

PEG can reduce immunogenicty and antigenicity and can also prolong drug circulation in the absence of bridging. However, the bridging may be possible for the IgM antibodies but the assay will be limited to the

time by reducing renal clearance. The presence of pre-existing PEG antibodies is detection of anti-PEG IgM antibodies.

known in some patients following exposure to a variety of products. These antibodies

can potentially impact the PK profile of drugs and increase the risk of infusion reactions. The assay preferred format selected was the Direct ELISA detected using species specific anti-isotype HRP antibodies or protein
Even if anti-PEG antibodies remain a concern, their presence is not necessarily A/G HRP.

associated with adverse events.

The diversity in size and physical properties of the PEG molecules makes it difficult to
draw conclusions regarding the impact of PEGylation. When using anti-PEG assays, the ELISA using secondary Ab detection ELISA using Protein A/G detection
observed incidence of antibodies may be influenced by several factors such as assay
sensitivity. Therefore, in some instances, anti-PEG Abs may be present but not

detected. jt jE
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direct ELISA format developed to detect anti-PEG antibodies proved to be reproducible,
sensitive and drug tolerant.
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Figure 5. PC wells were coated with human IgG or IgM. Goat anti-human

Figure 4: A slightly better detection was obtained with the rabbit IgG+IgM and Protein A/G both detects Human IgG. Surprisingly Prot A/G RN . . : e : .
PC when using goat anti-Rabbit IgG. However, good signal dotacts IgM batter than the goat an-human IGGHAM. As human 196 and »» Standardization of the anti-PEG assays and the development of positive control antibodies are

obtained with both detection reagents IgM were better detected with the Prot A/G, this was selected as detection needed to have a good understanding of the real anti-Peg antibody incidence in the population
reagent




