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Equilibrium AUC data for FcRY at pH 6.0 revealed a higher re-
duced buoyant molecular mass (σ) than at pH 8.0, with increasing σ 
at higher concentrations, consistent with oligomerization of FcRY at 
low pH. The pH 6.0 equilibrium data were fi t to a dimerization mod-
el with σ fi xed at 2.06 (the pH 8.0 value; reported at 10,000 rpm), 
yielding a KD of 4.6 μM. A fi t for σ using only pH 6.0 data from the 
lowest concentration of FcRY examined, produced a σ value of 
2.12, approaching that of the monomeric species observed at pH 
8.0 (σ = 2.06; Supplemental Figure S3). Thus, the vast majority of the 
50 nM pH 6.0 sample is monomeric.
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Supplemental Experimental Procedures

AUC Sedimentation Equilibrium Experiments
To verify the oligomeric state of the FcRY ectodomain, we examined 
FcRY by sedimentation equilibrium AUC experiments at pH 6.0 and 
pH 8.0 (Supplemental Figure S3). Samples (110 μl) containing FcRY 
at 50, 200, and 500 nM were spun at speeds of 10,000, 12,000, and 
17,000 rpm. Six-channel, charcoal-fi lled epon centerpieces with 
quartz windows were used in a Ti-60a titanium rotor. Radial scans 
at 230 and 280 nm were collected with a step-size of 0.005 cm. 
Samples were allowed to equilibrate for 16 hours at each speed.

Data fi les were trimmed using XLAEDIT (Dr. D. Yphantis) and ana-
lyzed using the global fi tting program WinNONLIN (Johnson et al., 
1981). Data were fi t as described in Herr et al. (2003). The partial 
specifi c volume of nonglycosylated FcRY was calculated from its 
amino acid sequence as 0.725 ml/g using the program SEDNTERP 
(Laue et al., 1992). The molecular mass of FcRY calculated from 
equilibrium AUC data at pH 8.0 is 171 kDa (ignoring the effect of the 
reduced specifi c volume of the N-glycans attached to FcRY). The 
expected molecule mass of monomeric FcRY is 159 kDa for the 
protein component plus the carbohydrate contribution from up to 
14 N-glycans. Assuming a partial specifi c volume for the N-glycans 
of 0.633 ml/g (an average of the calculated values for a three-man-
nose N-glycan and a nine-mannose N-glycan [Herr et al., 2003]), the 
carbohydrate mass is calculated as 8.9 kDa, giving a total molecu-
lar mass of 168 kDa.
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