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Table S1. Data collection and refinement statistics for the IgG1 Fc : CD16b (N38Q/N64Q/N74Q/N169Q)
complex (PDB-ID 6EAQ).
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CD16b-NA2 MWOLLLPTALLLLVSAGMRTEDLPKAVVEFLEPQWYSVLEKDSVTLKCQGAYSPEDNSTQOW

CD16b-NAL MWOLLLPTALLLLVSAGMRTEDLPKAVVEFLEPQWYRVLEKDSVTLKCQGAYSPEDNSTQOW
CDl6a-Vv158 MWOLLLPTALLLLVSAGMRTEDLPKAVVEFLEPQWYRVLEKDSVTLKCQGAYSPEDNSTQW
CDl6a-F158 MWOLLLPTALLLLVSAGMRTEDLPKAVVEFLEPQWYRVLEKDSVTLKCQGAYSPEDNSTQW

KKK AKKA AR KAA AR KAAKRKA AR KA AAAA AR A AR A AR AN A R A, A Ak A A A A A A A A Ak hk Ak kA Ak hxk k%

CD16b-NA2 FHIUESLISSQASSYFIDAATVIDSGEYRCQTNLSTLSDPVQLEVHIGWLLLOAPRWVEKE
CD16b-NAL FHNENLISSQASSYFIDAATVDDSGEYRCQTNLSTLSDPVQLEVHVGWLLLOAPRWVEKE
CDl6a-Vv158 FHIUESLISSQASSYFIDAATVDDSGEYRCQTNLSTLSDPVQLEVHIGWLLLOAPRWVEKE
CDl6a-F158 FHINESLISSQASSYFIDAATVDDSGEYRCQTNLSTLSDPVQLEVHIGWLLLOAPRWVEKE

KAk Kk KAAKAAARAAARAAAAAAAA] KA A AAA A AA A hAA R A A A hAk A A rA A kh ke Ak kA kA Ak kA Ak hAkkk k%

CD16b-NA2 EDPIHLRCHSWKNTALHKVTYLONGKDRKYFHHNSDFHIPKATLKDSGSYFCRGLVGSK
CD16b-NAL EDPIHLRCHSWKNTALHKVTYLONGKDRKYFHHNSDFHIPKATLKDSGSYFCRGLVGSK
CDl6a-Vv158 EDPIHLRCHSWKNTALHKVTYLONGKGRKYFHHNSDEYIPKATLKDSGSYFCRGLVGSK
CDl6a-F158 EDPIHLRCHSWKNTALHKVTYLONGKGRKYFHHNSDEYIPKATLKDSGSYFCRGLEFGSK

KAXKAAKKAAKAAKAKAAKARAAKARKAAAKAAAKA AN, KAk hhAhhhAkhhk e kA Ak A A A A Ak kA khhhk *kk*%

CD16b-NA2 VSSETVNITITQGLAVSTISSES VDTGLYFSVKTNI-—-————-—
CD16b-NAL VSSETV ITITQGLAVSTISgngi\ ) VMV AVDTGLYFSVKTNI-—————-
CDl6a-Vv158 VSSETV ITITQGLAVSTISSFFPPGYQVSFCLVMVLLFAVDTGLYFSVKTNIRSSTRDW
CDl6a-F158 VSSETVNITITQGLAVSTISSEFFPPGYQVSFCLVMVLLFAVDTGLYFSVKTNIRSSTRDW

AKAXKAAKAKAAKAARAKAARAAARAAA A A KX AA KA AA A AR A A A A Ak kA kA Ak kA krkk kA kxk Kkt %

CD16b-NA2 ~  ————————————
CD16b-NA1 ~  ———————————— -
CD16a-V158 KDHKFKWRKDPQDK
CD16a-F158 KDHKFKWRKDPQDK

Figure S1. The two predominant CD16b alleles (NA2 and NA1) differ at four residues (S/R18, S/N47,
N/D64 and 1/V88) resulting in four potential N-glycans on NA1 and six for NA2. The text is labeled as
follows: red type denotes the N-terminal signal peptide; yellow type indicates cysteine residues that form
disulfides; green asparagines (N) indicate a potential N-linked glycosylation site; “*” indicates sequence
conservation, “.” indicates a difference in one or more sequences; orange indicates C-terminal peptide
cleaved for a glycosyl phosphatidyl inositol (GPI) anchor in the mature CD16b protein.
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Figure S2. Total ion current of procainamide-derivatized CD16 N-glycans expressed using HEK293F
cells and analyzed by HILIC-MS.
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rCD16b:I1gG1-Fc complex (reported here, pdb 6eaq)

rCD16a:1gG1-Fc complex (pdb 5vu0)

rCD16b
GLU 21
ILE 88
GLY 89
TRP 90

TRP 113
THR 116
ALA 117
VAL 158
GLY 159
LYS 161

HIS 119
LYS 120

THR 122

GLY 127
LYS 128
ASP 129
ARG 130
LYS 131
TYR 132

PHE 133
HIS 134

HIS 135

IgG1-Fc-Chain B

PRO 329

ALA 330

PRO 329

LEU 235, GLY 236, GLY 237,
PRO 238,

ALA 327,LEU 328, PRO 329
ALA 327,LEU 328, PRO 329
LEU 235

LEU 235

LEU 235, GLY 236

LEU 235, GLY 237

GLY 236, GLY 237, PRO 238,
SER 239

IgG1-Fc-Chain A

LEU 235, GLY 236

GLY 236, GLY 237, PRO 238,
SER 239,

ASP 265

(1)GIcNAc, ASN 297

TYR 296

TYR 296, ASN 297, SER 298
GlcNacl, ASN 297, SER 298
SER 298

HIS 268, Glu 269, SER 298
(1)GIecNAc , GLY 237, ASP 265,
SER 267, SER298,

GLU 269
GLY 236, GLY 237, PRO 238, ASP 265,

SER 267, ALA 327
LEU 235, GLY 236, GLY 237

rCD16a
GLU 21
ILE 88
GLY 89
TRP 90

TRP 113
THR 116
ALA 117
VAL 158
GLY 159
LYS 161

HIS 119
LYS 120

THR 122
ASN 126
GLY 127
LYS 128
GLY 129
ARG 130
LYS 131
TYR 132

PHE 133
HIS 134

HIS 135
ARG 155
GLY 159

IgG1-Fc-Chain B
PRO 329

PRO 329, ALA 330
PRO 329
LEU 235, GLY 236, ALA 327, LEU 328,

PRO 329

LYS 326, ALA 327, LEU 328, PRO 329
LEU 235

LEU 235

LEU 235, GLY 236

LEU 235

GLY 236, GLY 237, PRO 238,

SER 239, LEU 328

IgG1-Fc-Chain A

LEU 235, GLY 236

GLY 236, GLY 237, PRO 238,
SER 239,

ASP 265

(1)GIcNAc, ASN 297

TYR 296

TYR 296

TYR 296

TYR 296, ASN 297, SER 298
SER 298

HIS 268, GLU 269

(D)GIcNAc , GLY 237, ASP 265,
SER 267,

ASN 297, SER 298

GLU 269

GLY 236, GLY 237, PRO 238,
ASP 265,

VAL 266, SER 267, ALA 327
LEU 235, GLY 236
(1)GIcNAc , ASN 297

LEU 235

Figure S3. A catalog of residues found at the CD16 — IgG1 Fc interface. All residue contacts are < 5 A
and were identified using the PDBe Pisa online utility tool (49). Residues that form hydrogen bonds are
underlined. Residues that form ionic interactions are underlined and bold. Red type denotes a differences
between CD16a and CD16b.
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