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PCoA 1 explained variance: 37.2 %

Supplementary Figure 1: PCoA analysis of gill mucus metabolome (apolar fraction) of parasitized (other,
orang triangles) and non-parasitized (C. lunulatus, CL, blue circles) butterflyfish. ANOSIM P-value > 0.05.
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Supplementary Figure 2: LC-HRMS ESI* analysis of the synthetic peptide CLHb-1 and the acidic enriched peptidic fraction of
Chaetodon lunulatus mucus. Respective mass spectrum and isotopic cluster of multicharged ions of synthetic (left) and natural
(right) peptides are presented below the chromatograms.
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Supplementary Figure 3: LC-HRMS ESI* analysis of the synthetic peptide CLHbB-2 and the acidic enriched peptidic
fraction of Chaetodon. lunulatus mucus. Respective mass spectrum and isotopic cluster of multicharged ions of synthetic
(left) and natural (right) peptides are presented below the chromatograms.



RT: 6.90-12.00

100 8.53 Synthetic NL: 2.90E7
- Base Peak miz=
. CLHbB-3 766.1000-766.9000 F:
@ 80 FTMS + p ESIFull ms
5 A [150.0000-2000.0000]
E sod MS CIR160ACN
=
5 803
< ]
2 40
R
e 20
] 8.37 8.82 10,63
o718 734 765 785 8.34 83 9.05 945 961  10.07 10.38 s 11.04 11.52 1172
849 NL: 2 17ES
100: MUCUS extl’act Base Peak miz=
] 250.0000-1200.0000 F:
3 804 FTMS + pESIFul ms
5 [150.0000-2000.0000]
€ 503 < CLHbB-3 MS 22aa0,0020magml
2 ]
2 4]
]
@
20
J16.91 7.43 759 B8.09 816 8.80 905 927 9.37 975 1010 1044 10.67 1123 1149 1158
U|||||||||| LI L Trr o 1 rrr . rrrr.rrrr.rrr 1 11111
7.0 75 80 8.5 "9 95 10.0 105 11.0 115 12.0
Time (min)
22a3al0,0020mgm #3532 RT: 849 AV:1 NL: 214E8 CI3160ACN #3631 RT: 851 AV:1 NL:157E7
T:FTMS + pESIFullms [150.0000-2000.0000] T:FTMS + pESIFullms [150.0000-2000.0000]
766 4265 766.4289
100 100
i ] T38.9147
90 90
sué sué
mé mé
g8 7 g8 7
5 60 e 8462237
=) =)
5 ] 5 ]
2 509 2 s0d
2 3 E E 651.8832
5 40 g 2pd
o | o |
14 ] o ]
304 304
20E 20E 535.3477
] 11950297 g ones 8797943
10 1800441 584 5584 10 |
3 467.8483 964.19¢
D:L/.mﬁss f 1 723 4082 TBﬁm" 838.0768 B 0 wlbo (0
t P e T T ) sy el
200 400 GDID SDIU 1000 12‘[ 200 400 500 SDID 10‘00
miz
CI3160ACN #3631 RT: 851 AV:1 MNL: 157E7
22aa0,0020mgml #3520 RT: 846 AV: 1 NL: 1.27ES8
T: FTMS + p ESIFul ms [150.0000-2000.0000] T-FTMS +p ESIFullms [130.0000-2000.0000]
766 . 4265 1[][]_
100+
905 QUE
= 766.0927 3
80 80
= 3 766.0947
703 70 766.7632
® - 7667601 @ 1
o | -
2 . [
§ 607 © 607
= . =
c — = 3
E ] 3 3
£ 505 < 50
@ — -
= - = 9
g 403 g 407 767.0972
r 3 767.0942 ® 3 )
309 304
20 203
3 767.4280 ] 7674315
. 104
10: 767 7612 R 767 7639
7 765 7361 I,\ L, 684 I 768.4297
] T T T T T T T T T T T T T T T T 0-
766 767 768 766 767 768 7

Supplementary Figure 4: LC-HRMS ESI+ analysis of the synthetic peptide CLHb-3 and the acidic enriched peptidic fraction of
Chaetodon lunulatus mucus in ion extraction mode. Respective mass spectrum and isotopic cluster of multicharged ions of
synthetic (left) and natural (right) peptides are presented below the chromatograms.
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Supplementary Figure 5: LC-HRMS ESI+ analysis of the synthetic peptide CLHbB-4 and the acidic enriched peptidic fraction of
Chaetodon lunulatus mucus. Respective mass spectrum and isotopic cluster of multicharged ions of synthetic (left) and natural
(right) peptides are presented below the chromatograms.
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Supplementary Figure 6: LC-HRMS ESI+ analysis of the synthetic peptide CLHbB-5 and the acidic enriched peptidic fraction of
Chaetodon lunulatus mucus. Respective mass spectrum and isotopic cluster of multicharged ions of synthetic (left) and natural
(right) peptides are presented below the chromatograms.
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Supplementary Figure 7: MALDI-MS spectrum of the peptides extracted from Chaetodon lunulatus gill mucus

Peptides from the gill mucus of the butterflyfish C. lunulatus were acid-extracted and pre-fractionated by Cis solid-phase extraction
(SPE). The displayed spectrum is the result of the MALDI-MS analysis in positive linear mode of the fraction eluted with 60%
MeCN in 0.05% TFA water (see Material-Method for details). The table inserted in the spectrum is listing the sequences and
theoretical m/z values (average mass) of the MH" ion of the five peptides which were further analysed in this study (CLHbp #1 to
5). This MALDI-MS spectrum also reveals the presence of multiple hypothetical peptides which, according to the mass differences,
derive from the degradation of the CLHbB-1, CLHbB-2 or CLHbB-3 peptide (peaks labeled C-1 A X, C-2 A X, or C-3 A X,
respectively, X being the aminoacids lost from the N-terminal or C-terminal ends). In case of CLHbp 4 and -5, peaks corresponding
to the double —charged ions (2+) are also present.
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Supplementary Figure 8: MS-MS spectra of the peptides CLHbp #1 to 5

Peptides isolated from the gill mucus of the butterflyfish Chaetodon lunulatus were analysed by nanoLC-MS/MS (see Material-
Method for details). We focused on the analysis of five peptides whose presence was revealed by the chromatographic separation.
The MS/MS spectra of these peptides were analysed by manual de novo sequencing, and the sequence further confirmed by
comparison to a protein sequence database (Uniprot). The fragment ions, mostly from the y-ion series, which allowed us to confirm
these peptides’ sequences have been annotated on these MS/MS spectra. The theoretical m/z values for the monoisotopic ion
selected for MS/MS and of the MH* monoisotopic ion are indicated on each spectrum, with the peptide’s sequence. C-term, N-
term: C-terminal and N-terminal end of the peptide sequence, respectively.






