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Supplementary Figure $1. Multiple sequence alignment of filovirus GP used for the analyses presented in main text (Figure 1).

Corresponding UniProt IDs are provided in the sequence names.
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Supplementary Figure S2. Overview of site-specific N-linked glycan processing in ebola virus
GPATM from HEK293 and S2 cells, versus full-length GP from HEK293 derived VLPs as
determined by LC-MS/MS. The glycans were classified by HexNAc content as truncated,

paucimannose, high-mannose, hybrid or complex. Shown is the average of a duplicate

experiment.
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Supplementary Figure S3. MS/MS spectra of glycopeptides containing sites N257 or N563 of
full-length EBOV and BDBV GP from HEK293 derived VLPs with unprocessed high-mannose and

hybrid glycans.
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Supplementary Figure S4. MS/MS spectra of glycopeptides containing sites O-linked

glycosylation outside the MLD and C-linked mannosylation at W288 in full-length EBOV and

BDBV GP from HEK293 derived VLPs with unprocessed high-mannose and hybrid glycans.



M+e 20 A5

| crrrrrrrrrp

1093?65-1321

KGGGSGGGSGGGSWSHPQFE
fffd‘s‘s‘ff-ﬁﬂ““# 4
Pep_2+
HexNAC Pep+ [HexNAc_2+ W oe
HexNAc-18 Pep+HexNAc_3+ + e"‘r\; \cetyl M+ 2e —lAcety\

C6H10NOB c10:‘cg o M1 ex—17‘ a1 y747 y19':—17 J13 216 pep+HéxNAC [+
C6H8NO'2 ~yT++ ¥4 2| |~ { yle: cis 13, FRE 19 M\+ 2e17
1,25 e T by il *y11y7 SR I < RV {45

i Y2 cdy5 v3 b7 EBYS l% N ¢ 7Y15 \re y18 ¥

ﬁ. ’ wall Las J?Z[l T L)r/r ?1 et L. b mﬂl j"."i)i./ l@“y9 1]Hl7 Xlﬁ "‘_‘{( M%‘iyj 1 1] ik

T T I T T

[
500 1000 m/ z 1500 2000

Supplementary Figure S5. MS/MS spectrum of glycopeptide from HEK293-derived BDBV
GPATM with O-linked glycosylation in the Strep-tag of the recombinant soluble ectodomain.



