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with STn antigen or sialyl Core 3 structures, or Tn antigen with and without
STn antigen.

Etanercept is a dimeric fusion protein that contains the extracellular
ligand binding portion of human p75 tumor necrosis factor receptor 2
linked to the Fc portion of human IgGi with three N-linked and thirteen O-
linked glycosylation sites. Structural, physiochemical, and biological
characterization of etanercept and etanercept-ykto, a biosimilar, in
combination with data from clinical studies suggest that changes in
sialylated O-glycans may impact the safety of etanercept. We used
etanercept for our proof-of-principle protein engineering studies and
evaluated TNF-a binding, potency, and stability of each O-glycovariant as

compared to a reference product. We demonstrate that changes in O- Figure 5. Glycosylation characterization of reference material and . . — .
glycans on etanercept can alter the isoelectric point, increase TNF-a Figure 2. Glycosylation characterization of glycoengineered CHO cell line etanercept O-glycovariants. (A) O-glycans and (B) N-glycans identified The authors have no interests to declare. This publication reflects the views

binding, and heighten the potency of etanercept without affecting the platform. (A) O-glycans and (B) N-glycans identified using CHO cell lysates. using reference material and purified etanercept proteins. of t.h§ authors and should not be construed to represent FDA’s views or
sensitivity of the therapeutic protein to oxidative stress induced instability. policies.
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