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Bivalent non-human Gal-α1-3-Gal glycan epitopes in the Fc region of a monoclonal antibody model can be recognized by anti-Gal-α1-3-Gal IgE antibodies.
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Supplemental Figure 1. SDS-PAGE gels showing the (A) cleavage of intact cetuximab by IdeZ protease, and (B-D) deglycosylation of (B) Intact, (C) Fab domain, or (D) Fc domain of cetuximab with PNGaseF.  For Intact and Fab domain (B,C), CTAB (cetyltrimethylammonium bromide) was also added to facilitate glycan cleavage from the Fab domain. The Fab and Fc domains were separated from each other using Protein A affinity chromatography. Lanes #2 of (A-D) and #4,6 of (B) comprise a co-spot of the starting material and the end reaction (indicated above the gel) in the same lane to confirm the relative shifts in band migration. 
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Supplemental Figure 2. Relative amount of α-galactosylated glycans in commercial cetuximab. Isolation of Fab vs Fc regions of cetuximab and subsequent glycan cleavage using PNGase F and CTAB shows that bi-α-galactosylated glycan is predominantly in the Fab region, with minor amounts of mono-α-galactosylated glycans in either Fab or Fc regions. Released glycans were analyzed by (A,B) HPAEC-PAD, or further labelled with APTS and analyzed by CE-LIF (C,D).  (A,C) Stacked spectra showing neutral and sialylated glycan regions of intact, Fab or Fc fragments of cetuximab. (B,D) Zoomed spectra of the neutral glycan region. Residual histidine/glycine buffer is denoted with an asterisk. As a reference, the spectra of glycans released by PNGase F from the fucosylated palivizumab analogues synthesized in this study are overlaid. (E) Relative abundance of glycans of intact, and Fab and Fc fragments of cetuximab, as analyzed by HPAEC-PAD or CE-LIF.
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Supplemental Figure 3. Control experiments for anti-α1-3-Gal human IgE binding. (A) Commercial cetuximab, and remodelled or commercial palivizumab show slight binding to the secondary goat anti-IgE polyclonal HRP antibody above 1 µg/mL, in the absence of anti-α1-3-Gal IgE antibodies. (B) Immobilized deglycosylated palivizumab (5 µg/mL) with varying concentrations of soluble G2(α3,6)T glycans does not show dose-dependent binding to either anti-α1-3-Gal IgE antibodies.
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