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Figure S1. Surface expression analysis of CD80, CD40, and MHC-II, and percentage of vitality on D1 treated
at 2.5 and 10 ug/mL with fraction C from the HRX-SPE and fractions A-E from the HILIC-SPE. All data were
compared to cells treated with vehicle (Ctrl) or LPS used as positive control. The color bar on the right shows
the MFI (mean fluorescence intensity) measured for each marker.

Figure S2. 'TH NMR (600 MHz, in CDsOD) spectrum of the fraction C from HILIC-SPE.

Figure S3. 'H NMR (600 MHz, CDsOD) spectrum of Lepadin A from C. lepadiformis sp. B.

Figure S4. 'TH-'"H COSY NMR (600 MHz, CDsOD) spectrum of Lepadin A from C. lepadiformis sp. B.

Figure S5. HSQCed NMR (600 MHz, CDsOD) spectrum of Lepadin A from C. lepadiformis sp. B.

Figure S6. '"H NMR (600 MHz, CDCl3:CDsOD 1:1 v/v) spectrum of Lepadin A from C. lepadiformis sp. B.
Table S1. Blast percentage of similarity of “Clavelina lepadiformis” sequences from the Fusaro Lake (Bacoli,
Tyrrhenian Sea, Mediterranean Sea) (sequences after Tarjuelo et al. [20], Turon et al. [18], Turon and Lopez-
Legentil [42], Gissi et al. [43], Reinhardt et al. [24], Stach et al. [44], Rius et al. [45], Lopez-Legentil et al. [31],
Holman et al. [46]).

Table S2. GenBank COI partial sequences of Clavelina taxa (C. lepadiformis and C. oblonga) (after Blast results,
Goddard-Dwyer et al. [47], and Rocha et al. [48]) and Didemnum vexillum (after Stefaniak et al. [49]) used in the
phylogenetic analysis and associated specimen data (codes and clades/haplotypes after GenBank, Tarjuelo et
al. [20], Turon et al. [18], and Rius et al. [45]; geographic localities obtained from GenBank and/or relevant
paper/s). Abbreviations used: EAO— Eastern Atlantic Ocean; MED —Mediterranean Sea; PO—Pacific Ocean;
SA —South Africa; WAO—Western Atlantic Ocean.
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Figure S1. Surface expression analysis of CD80, CD40, and MHC-II, and percentage of vitality on
D1 treated at 2.5 and 10 pug/mL with fraction C from the HRX-SPE and fractions A-E from the HILIC-
SPE. All data were compared to cells treated with vehicle (Ctrl) or LPS used as positive control. The
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color bar on the right shows the MFI (mean fluorescence intensity) measured for each marker.
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Figure S2. '"H NMR (600 MHz, in CDsOD) spectrum of the fraction C from HILIC-SPE.
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Figure S3. 'H NMR (600 MHz, CDsOD) spectrum of lepadin A from C. lepadiformis sp. B.



\‘ u T L
N S N ) S . N o Moo N ppm
el v
| 4 1.0
:‘:j 8w & Mg
= ! " o 8 0 1+5
- 8 i ¢ 6 Wu o
"
i F2.0
N " ]
4 ’ &0
: 6 o' 6 rz.5
¢vﬂ [} F3i.0
J— ]
! F3.5
] H
| F4.0
— &
]
\ i Feus
— [
i ] F5.0
L} L] ‘ 4
® W ' b S5
= @ o0 g F6.0
I g R ke e | 6.5
6.5 6.0 5.5 5.0 4.5 4.0 3.5 3.0 2.5 2.0 1.5 1.0 opm

Figure S4. 'H-'H COSY NMR (600 MHz, CDsOD) spectrum of lepadin A from C.
lepadiformis sp. B.
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Figure S5. HSQCed NMR (600 MHz, CDsOD) spectrum of lepadin A from C. lepadiformis sp.
B.
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Figure S6. 'H NMR (600 MHz, CDCl3:CDsOD 1:1 v/v) spectrum of lepadin A from C.
lepadiformis sp. B.



Table S1. Blast percentage of similarity of “Clavelina lepadiformis” sequences from the Fusaro Lake (Bacoli, Tyrrhenian Sea,
Mediterranean Sea) (sequences after Tarjuelo et al. [20], Turon et al. [18], Turon and Lopez-Legentil [42], Gissi et al. [43], Reinhardt et al.
[24], Stach et al. [44], Rius et al. [45], Lopez-Legentil et al. [31], Holman et al. [46]).

Sample Code

(GenBank) Blast GenBank (References)

AF368352 (Tarjuelo et al. [20])

AM292603 (Gissi et al. [43])

AY211529-31 (Turon et al. [18])

AY603104 (Turon and Lépez-Legentil [42])

FJ839918 (Stach et al. [44])

JX244863—4 (Turon et al. [18]; Rius et al. [45])

JX244871-2 (Turon et al. [18]; Rius et al. [45])

KF309563 (Lopez-Legentil et al. [31])

MZ882307-11 (Holman et al. [46])

HM012482-3 (Reinhardt et al. [24])

JX244865-70 (Turon et al. [18] in Rius et al. [45])
95.08-95.9% KF309638 (Lopez-Legentil et al. [31])

AF368353 (Tarjuelo et al. [20])

SZN-B-1046ASC15A
SZN-B-1048ASC15C  98.1-100%
SZN-B-1049ASC15D
SZN-B-1050ASC15E
SZN-B-1051ASC15F

(OM278387)




Table S2. GenBank COI partial sequences of Clavelina taxa (C. lepadiformis and C. oblonga) (after Blast results, Goddard-Dwyer et al. [47],
and Rocha et al. [48]) and Didemnum vexillum (after Stefaniak et al. [49]) used in the phylogenetic analysis and associated specimen data
(codes and clades/haplotypes after GenBank, Tarjuelo et al. [20], Turon et al. [18], and Rius et al. [45]; geographic localities obtained from
GenBank and/or relevant paper/s). Abbreviations used: EAO—Eastern Atlantic Ocean; MED —Mediterranean Sea; PO—Pacific Ocean;
SA —South Africa; WAO—Western Atlantic Ocean.

Taxon GenBank  Code/Clade (h) Locality Reference

(,:' ) AF368352  Atl+Interior (h 8) MED, Estartit, Blanes, Port Ginesta Tarjuelo et al. [20]
lepadiformis

(,:' . AF368353 Exterior (h 1) MED, Cadaques, Tossa, Blanes Tarjuelo et al. [20]
lepadiformis

C EAQ, Vigo, Azores,
o dif'ormis AY211529  Atl+Interior (h 9) Gullmarsfjorden; Turon et al. [18]

pe MED, Estartit, Blanes, Port Ginesta

C. Ayorsze  Atinterior(h EAO, Sesimbra Turon et al. [18]

lepadiformis 12)
. Atl+Interior (h

C Av211531 +Interior ( EAO, Azores Turon et al. [18]
lepadiformis 13)

(,:' ) JX244863  Atl+Interior (h 3) SA Turon et al. [18]; Rius et al. [45]
lepadiformis

(,:' ) JX244864  Atl+Interior (h 4) EAQO, Azores; SA Turon et al. [18]; Rius et al. [45]
lepadiformis

C  yxoa4865  Exterior (h2) MED, Cadaques Turon etal. [18] in Rius et al. [45]
lepadiformis

?. . 1X244866 Exterior (h 3) MED, Tossa Turon et al. [18] in Rius et al. [45]
lepadiformis

. T 1. [18] in Ri 1. [4
¢ JX244867  Exterior (h 4) MED, Tossa uron et al. [18] in Rius et al. [45]

lepadiformis




. T tal. [18] in Rius et al. [4

€ Xoa4868  Exterior (h5) MED, Blanes uron et al. [18] in Rius et al. [45]
lepadiformis

(,:' ) JX244869 Exterior (h 6) MED, Blanes Turon et al. [18] in Rius et al. [45]
lepadiformis

?‘ ) ]X244870 Exterior (h 7) MED, Blanes Turon et al. [18] in Rius et al. [45]
lepadiformis

?‘ ) ]X244871 At#Interior (h MED, Estartit; EAO, Azores; SA Turon et al. [18]; Rius et al. [45]
lepadiformis 10)

?. . 1X244872 Atl+Interior (h MED, Port Ginesta; EAO, Azores; Turon et al. [18]; Rius et al. [45]
lepadiformis 11) SA

C.
lepadiformis KF309563 CF-4 MED, Spain Lépez-Legentil et al. [31]

C.

. . KF309638 ROS-CLY MED, Spain Lépez-Legentil et al. [31]
lepadiformis

?‘ . MZ882307 TB_H1 SA Holman et al. [46]
lepadiformis

?‘ . MZ882308 DB_H2 SA Holman et al. [46]
lepadiformis

(,:' . MZ882309 EL_H3 SA Holman et al. [46]
lepadiformis

(,:' . MZ882310 PE_H4 SA Holman et al. [46]
lepadiformis

(,:' . MZ882311 KN_H5 SA Holman et al. [46]
lepadiformis

?' . OM278387 see Table S1 MED, Fusaro Lake present paper
lepadiformis

C. oblonga MK397830 HS36_08 WAO, Beaufort Goddard-Dwyer et al. [47]
C. oblonga JN859182 FL2 WAQ, Florida Rocha et al. [48]

D. vexillum EU419401 -- PO, Japan Stefaniak et al. [49]
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