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Figure 4. ¢clEF profiles of OFFGEL fractions Figure 7. Middle down LC/MS analysis of the Fc domain from the 3. The subunit analysis of the Fc shows that there is little effect in the ratios of the Fc glycans in the separate fractions.
Fc Domain There are small pl shifts (<0.5 pl units) in each of the OFFGEL fractions OFFGEL fractions

showing good resolution of the charge variants. The data shows that at _ _ . . . . . _ _ : : : : : : :

the earlier fractions closest to the anode the protein has lower pl The Fc domain contains one glycosylation site that is relatively simple 4. The N-link glycosylations of the ECD domain and the O-link glycosylations in the hinge region are the main

compared to the glycans of the ECD domain. We can see that the
OFFGEL fractionation has little effect on the glycan distribution and the
overall Fc structure.

values, as we would expect. These fractions are probably more highly
sialylated. The fractions furthest from the anode (fractions 5 and 6)
more closely resemble the desialylated control.

contributors to the charge heterogeneity

Figure 1. General structure of an ECD-fusion protein

A cartoon of a therapeutic protein construct is shown which fuses an active extracellular
domain to the Fc domain of a human IgG. A construct that we are currently developing

has several glycosylation sites. There are two N-link glycosylation sites on each monomer £
of the ECD and one N-link site per monomer on the Fc domain. There are also up to 4 O-

link glycosylation sites on each monomer in the ECD region.
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