Supplementary material - Identification of peptide inhibitors of the coronavirus 3CL pro-
tease from Fucus ceranoides L. hydroalcoholic extract using a Ligand-fishing strategy
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Figure S1 - MS/MS fragmentation profile of PEP 1 (Val-Val-Gly-Val-Val-Val-Tyr) with fragment
ions from b series in blue and y series in red.
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Figure S2 — MS/MS fragmentation profile of PEP 2/PEP 3 (Val-Glu-Ile-Glu-Phe-Phe-Lys-Tyr/Val-Glu-Leu-
Glu-Phe-Phe-Lys-Tyr) with fragment ions from b series in blue, y series in red, and a series in green.

Parent ion
[M+2H]2
100, 05T . ot
E 201 ‘Zz'yL % K F s F E 1/L V-E Ys Y7Ye YsYa VY3 Y2
3 I/L E F F K Y I/L E E V](' F L{I;
b ea1 2458 / /
229!%35 bs b6 b7 bs
LIS yl 5
1480813 =
: Moo= 1315.6700 Da
Y2 Ya o
261.1437 . S [M+2H]* 1 ¢orique= 658.8423
2431350 bs A=2.7mDa/4.1 ppm
Y3 618.3099 b b
3 b 544.7431 i y y6 0 7 8
2aame w220 424 :zosfnz;ss 5853135 | oseas;zs 6 seg43s2 | Y7 10s8.5452Y g 9
771591 | 3502031 | 202788 asq 308 7853799 74354 975.4500 10885510 | oD,
ol LRULEL L | Lh . ot do .l N R L.L NPT st I N j1170.8828 13166859 14727083 s
0 100 150 200 280 300 350 400 450 560'550'660'650 "0 750 800 850 0 950 1000 1050 1100 1150 1200 ' 1250 1300 1360 @ 1400 ' 1450 1500 1550 = 1600 @ 1650

Figure S3 — MS/MS fragmentation profile of PEP 4-7 (Glu-Val-Ile-Glu-Phe-Phe-Lys-Tyr-Ile-Glu/Glu-Val-
Leu-Glu-Phe-Phe-Lys-Tyr-Ile-Glu/Glu-Val-Ile-Glu-Phe-Phe-Lys-Tyr-Leu-Glu/Glu-Val-Leu-Glu-Phe-Phe-
Lys-Tyr-Leu-Glu) with fragment ions from b series in blue, y series in red, and a series in green.
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Figure S5 — Most stable conformation of PEP 2 in (A) Van der Waals surface, (B) binding site of 3AWO0, and (C) 2D representation of possible interactions.



Figure S7 — Most stable conformation of PEP 5 in (A) Van der Waals surface, (B) binding site of 3AWO0, and (C) 2D representation of possible interactions.



Figure S9 — Most stable conformation of PEP 7 in (A) Van der Waals surface, (B) binding site of 3AWO0, and (C) 2D representation of possible interactions.
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Figure 510 — Hydrodynamic size distribution of the magnetic particle alone (MP) and the
magnetic particle with immobilized 3CLpro (3CLpro-MP).



