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Table S1. Binding affinity measurements for IgG1 Fc and receptor glycovariants and amino acid variants.
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Figure S1. SDS-PAGE analysis of low affinity Fc y receptors extracellular fragments expressed with
HEK?293S (Gntl-) cells. Receptors were expressed with an N-terminal green fluorescent protein (GFP)
fusion containing a with His8 purification tag. These proteins contain primarily Man5 N-glycans. This gel
image was spliced to remove lanes not pertinent to the expression of Fc y receptors HEK293S (Gntl-)

cells.
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CDléa 1 RTEDLPKAVVFLEPQWYRVLEKDSVTLKCQGAY SPEDNSTQWFHNESLISSQASSYFIDA
CDléb 1 RTEDLPKAVVFLEPQWYE¥LEKDSVTLKCQGAYSPEDNSTQWFHNESLISSQASSYFIDA
CD32a 1 OAAAPPKAVLKLEPPWINVLQEDSVTLTCQGARSPESDSIQWEHNGNLIPTHTQPSYRFK
CD32b 1 TPAAPPKAVLKLEPQWINVLQEDSVTLTCRGTHSPESDSIQWEFHNGNLIPTHTQPSYRFK
CD32c 1 TPAAPPKAVLKLEPQWINVLQEDSVTLTCRGTHSPESDSIQWFHNGNLIPTHTQPSYRFK

**** * Kk Kk K **: * Kk Kk kK * * *** * * Kk Kk kK .**...:..

74
\
CDléa 61 ATVIEDSGEYRCQTNLSTLSDPVQLEVHIGWLLLQAPRWVFKEEDPIHLRCHSWKNTALHK
CD16b 61 DSGEYRCQTNLSTLSDPVQLEVHIGWLLLOAPRWVFKEEDPIHLRCHSWKNTALHK
CD32a 61 ANNNDSGEYTCQTGQTSLSDPVHLTVLSEWLVLQTPHLEFQEGETIMLRCHSWKDKPLVK
CD32b 61 ANNNDSGEYTCQTGQTSLSDPVHLTVLSEWLVLQTPHLEFQEGETIVLRCHSWKDKPLVK
CD32c 61 ANNNDSGEYTCQTGQTSLSDPVHLTVLSEWLVLQTPHLEFQEGETIVLRCHSWKDKPLVK
*' :***** ***. ::*****:* * **:**:*: *:* :.*k *******:..* *
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CDléa 121 VTYLONGKERKYFHHNSDEMIPKATLKDSGSYFCRGLVGSKNVSSETVNITITQG

CDléb 121 VTYLQNGKQRKYFHHNSDFAIPKATLKDSGSYFCRGLVGSKNVSSETVNITITQG

CD32a 121 VTFFONGKSQOKFSRLDPTFSIPQANHSHSGDYHCTGNIGYTLEFSSKPVTITVQV-

CD32b 121 VTFFONGKSKKFSRSDPNEFSIPQANHSHSGDYHCTGNIGYTLYSSKPVTITVQA-

CD32c 121 VTFFONGKSKKFSRSDPNEFSIPQANHSHSGDYHCTGNIGYTLYSSKPVTITVQA-

Kk oo o kk kK ok . . . * kK ek *xk*k Kk Kk X .-k kK . * Kk k .

Figure S2. Sequence alignment of the CD16a (V158), CD16b (NA2), CD32a, CD32b and CD32c¢
extracellular domains studied here. The extracellular antibody-binding domains of CD32b and CD32c are
identical. The locations of only four differences in the CD16a and CD16b amino acid sequences are
indicated with a red background. Five CD16a N-glycosylation sites are indicated above the sequence.
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Figure S3. The region of the CD16a N162 glycan in the complex formed with IgG1 Fc. Polypeptide and
partial N-glycan coordinates are from the PDB 5vu0 (Falconer et al., 2018). Remaining N-glycan
coordinates were generated using GLYCAM (www.glycam.org).
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