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Supplemental Figure S1. Defining N-terminus of ACE2 as pyro-glutamine at site Q0018.

Related to Figure 1. Representative HCD MS2 spectrum shown.



100 7 «
E i i Pepl: Q(Pyro-Glu)C(Disulfide)VN(Deamidated)LTTR
9 S g Pep2: FQFC(Disulfide)NDPFLGVYYHK
q > o~ 4+
%05 < i MH" = m/z 699.0799
4 N < -
g5 z 3 AM = 6.36 ppm
80 E 'E_\' MH: precursor ions of bonded peptides 1 and 2|
é &\ tE ‘E Pepl: precursor ions of peptide 1
%3 o g 3 Pep2: precursor ions of peptide 2
] « &
70 N 1cl: c-ions of peptide 1 backbone
&5 E ‘.".: 2c1: c-ions of peptide 2 backbone
] EJ 1yl: y- ions of peptide 1 backbone
&0 3
g E E ) 2yl: y-ions of peptide 2 backbone
-555 E = 1z1: z- ions of peptide 1 backbone
3 ] o «  |221: z-ions of peptide 2 backbone
o ] N i
Z 3 . N z: charge state
e 3 ) £ °
s ] N N o =
& o] < N g |x
40 4 L 2 |2
35 K W o
. i
o N
5
i s g
uwy o 7
2w 5 ] 2 S
= R © 8 S e
o N k) @ p
qz g i i 2
- & ©
&
] 1 C 18 I .
LB e e e e e L L e 1 LB B
100 200 300 400 500 600 700 800 900 1000 . 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000

S2




Supplemental Figure S2. Disulfide bond formed between Cysteines 0015 and 0136 of

SARS-CoV-2 S.

Related to Figure 1. Representative EThcD MS2 spectrum shown.
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Supplemental Figure S3. Signal P prediction of two different start methionines for SARS-

CoV-2 S.

Related to Figure 1.
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Supplemental Figure S4. Functional characterization of various S constructs in

Pseudovirus.

Related to Figure 1. (A) Syncytia produced by SARS-CoV-2 S constructs in VeroE6 cells co-
transfected with a GFP plasmid to visualize cell-to-cell fusion. Quantification of fusion using a
luciferase complementation assay in 293T (B) or VeroE®6 cells (C). (D) Transduction efficiency
in Vero EG6 cells of ppVSV-GFP particles coated in the indicated glycoprotein. Results suggest

that start methionine does not alter fusion or efficiency.
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Supplemental Figure S5. Detection of O-linked glycans released from SARS-CoV-2 S and

human ACE2.

Related to Figure 4. The detected O-glycans were categorized based on their structures and
types. Relative abundance (prevalence) of each species is calculated based on peak intensity in

full MS.
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Supplemental Figure $6. O-linked glycans detected at site T0323 of SARS-CoV-2 S.

Related to Figure 4. Representative Step-HCD spectra shown for 6 glycoforms.
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Supplemental Figure S7. Sequence alignments of SARS-CoV-1 and SARS-CoV-2 S

variants as well as alignment of multiple S proteins from related coronaviruses.

Related to Figure 4.



