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Glycopeptide Analysis:
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Supp. Figure S1: Representative HCD MS/MS spectrum of intact N-glycopeptide with assigned
N-glycan (GIcNAc:FuciMansGIlcNAci;GaliNeuAc:) at N53

35008 +5 — - :
T L AGMYPLGEIGN[+18981L, T 2=3, scan#=43352, scan Hme=102,6229
1 MIETES43 21
4 o H i
2.000e+5 —| = AQMYPLOETONTL
7] § 1247 de 7 e
2.500e+5 —|
2.000e +5 —| i
= 4 =
£ i Z
Z h @
= b T
1.500a+5 — -
] o o .
E
] o ; < &
] & E: E & i + 'tl
1 F= Z = & ) £ & =
=7 = u l 2 = | = +
1.000e+5 —] B T = & W P = -
4 2 W 2 + i T p u F I
= o s T o = T T =]
E = & i E + Bl + + = “ e [
o [ o o o i i % + + S
B T 2 =h o T ! € = < w = =% il
L =4 ) Tim o = = £ =+ o k=
] z =L + Y = 5 = & = o 2
50008 +4 —] = == z = E [ [ oo 5 + i H
1 it = k= o o o ] = il I
] z Fi ke o £ + E- i o S
i -3 ] S B =% iy 3' o o B =2 o o iy
] 2l ] ' i 2iBq 2l E ok & 3
000640 ] | bbb ced e | T PR il i [ 1l . P
— T T T T 1 T 1 T T T T T T T T T
500 miz 1000 1500
Jmjz errors, search bol=10.0 ppm
1.500e-2 -
E +
1.000e-2
4 *
& E S0me3
OTO: B + * *
] . . )
aomera - e LR * - . .t -
7] + . .
7 + *
-E.000e-3 o *
E * +*
T T T T T T T T T T T T i T T
coo miz 1000 1500

Supp. Figure S2: Representative HCD MS/MS spectrum of intact N-glycopeptide with assigned
N-glycan (GlcNAczFuci:MansGIcNAc.Gal:NeuAc;) at N90
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Supp. Figure S3: Representative HCD MS/MS spectrum of intact N-glycopeptide with assigned
N-glycan (GlcNAc:Fuc:MansGIlcNAc.Galz) at N103
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Supp. Figure S4: Representative HCD MS/MS spectrum of intact N-glycopeptide with assigned
N-glycan (GIcNAc;FuciMans;GIcNAcsGaliNeuAc:) at N322
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Supp. Figure S5:. Representative HCD MS/MS spectrum of intact N-glycopeptide with assigned
N-glycan (GIcNAc.FuciMansGIcNAcsGali) at N432
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Supp. Figure S6: Representative HCD MS/MS spectrum of intact N-glycopeptide with assigned
N-glycan (GIcNAc:Mans;GIcNAcs) at N546
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Supp. Figure S7: Representative HCD MS/MS spectrum of intact N-glycopeptide with assigned
N-glycan (GIcNAc;MansGIcNAc.Gal;NeuAc;) at N690

z000e+5 — M. S[+47ILOYVMER. L z=2,scan#=A53Z,scan time=15.1712
] 7ES 4321
- rrrrr
Pep_1+ SLDYHER
] 1 7 e gie 7
E.000e+5 —
3—. -
T 4000e+5 —
=
Z000e+5 —|
73 ¥2 y4
1 :
A “eebd HesxdacHe: y3 ¥5 HesddtHey+2Heuse
0.000e+0 — ; .I.....ull....n N Y PR |l LT .l |...I|...\I|.. 1 .I.IAJ...IJJ.H. f | : | : | . ; . | .
200 400 [2i] miz 200 1000 1200 1400
—rnfz errars, search kal=10.0 ppm
6.000e-3 —
= + *
o 00023 —
. E =
5% zo00e3 3
Hile-3 7 +
O E . .
0,000 +0 — P
3 &% . .
200023 —] +
T T T T T T T T T T T T T T T T T T T T T T T T T T T
200 400 00 mjz 200 1000 1200 1400

Supp. Figure S8: Representative HCD MS/MS spectrum of intact O-glycopeptide with assigned
O-glycan (GalNAcGalNeuAc,) at O155.
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Supp. Figure S9: Representative HCD MS/MS spectrum of intact O-glycopeptide with assigned
O-glycan (HexNAc) at 0496.
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Glycomics Analysis:
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Supp. Figure S10: MALDI-MS spectrum showing the permethylated N-glycans released from
hACE2 by PNGase F along with sialic acid linkages (determined by ESI-MS").
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Supp. Figure S11: MALDI-MS spectrum showing the permethylated O-glycans released from
hACE2 by B-elimination.
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