Figure S1. MultiAlin output of CO1 PCR product indicated as C7_dgL.CO1490/dgHCO21 aligned to the BLAST highly
similar sequence of the strain Hemimycale topsenti (Burton, 1929) (LN850246.1).
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LHB50246,1 GTATGTTARTTCGGT TEGARTTATCTGCGCCAGGGTCARTGT TAGGGGRATGATCATTTATATARTGTTATTGTARCTGCGCATGCGTT
C7_dglLC01490/dgHC021 CTTTTTTTGGAGCTTTTGC TGGGANGATAGGCACTGCTTTTAGTATGTTARTTCGGT TGGAATTATCTGCGCCAGGGTCAATGT TAGGGGATGATCATTTATATARTGTTATTGTARCTGCGCATGCGTT
CONSENSUS L .vvvverrrsnrrrssssrssrsrssssssssnsrsssrns GTATGTTARTTCGGTTGGARTTATCTGCGCCAGGG TCAATGT TAGGGGATGATCATTTATATARTGTTATTGTARCTGCGCATGCGTT
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LHB50246,1 TGTTATGATTTTTTTTTTAGTCATGCCGGTARTGATTGGGAGATTTGRGARTTGGLTTRTGCCCTTATATATTGGRGGLCCCGGATATGGCTTTTCCTCGATTARATARTATARGTTTTTGATTATTGLLC
C7_dglC01430/dgHC021 TGTTATGATTTTTTTTTTAGTCATGCCGGTARTGATTGGGAGATTTGGGAAT TGGCTTRTGCCCTTATATATTGGGGCCCCGGATATGGCTTTTCCTCGATTARATARTATARGTTTTTGATTATTGCLC
Consensus  TGTTATGATTTTTTTTTTAGTCATGCCGGTARTGATTGGGGGAT TTGGGARTTGGCTTGTGCCCTTATATATTGRGGCCCCGGATATGECTTTTCCTCGATTARATARTATARGTTTTTGATTATTGCCE
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LNB50246,1 CCGECTTTARGTTTATTATTGGCTTCTGCTTTTGTGGAGCARGGGGCGGGARCAGGATGGACAGTTTATCCTCCCCTATCTGGTATTCAGGCCCACTCAGGCGGTTCAGTCGATTTAGTARTATTTAGTT
C7_dglC01430/dgHC021 CCGGRCTTTARGTTTATTATTGGCTTCTGCTTTTGTGGAGCAAGGGGCGGGAACAGGATGEACAGTTTATCCTCCCCTATCTGGTATTCAGGCCCACTCAGGCGGTTCAGTCGATTTAGTARTATTTAGTT
Consensus CCGGCTTTARGTTTATTATTGGCTTCTGCTTTTGTGGAGCARGGGGCGGGARCAGGATGGACAGTTTATCCTCCCCTATCTGGTATTCAGGCCCACTCAGGCGGTTCAGTCGATTTAGTARTATTTAGTT
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LHB50246,1 TACATTTAGCGGGARTTTCTTCTATTTTAGGTGCTATGARCTTTATTACTACARTAATARACATGCGGGCATTGGGGGTAACTTTGGATAGARTGCCTTTATTCGTTTGATCGATTTTAGTTACTGCTAT
C7_dglC01490/dgHC021 TRACATTTAGCGGGARTTTCTTCTATTTTAGGTGCTATGAACTTTATTACTACARTARTARACATGCGGGCAT TGGGGETARCT TTGGATAGARTGCCTTTATTCGTTTGRTCGATTTTAGTTACTGCTAT
Consensus  TACATTTAGCGGGAATTTCTTCTATTTTAGGTGCTATGARCTTTATTACTACARTAATARACATGCGGGCATTGGGGGTAACTTTGGATAGARTGCCTTTATTCGTTTGATCGATTTTAGTTACTGCTAT
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LHB50246,1 TTTATTATTATTATCTTTACCCGTATTAGCAGGGGCTATTACTATGTTATTARCAGATAGARATTTTAATACTGCCTTTTTTGATCC
C7_dglC01490/dgHC021 TTTATTATTATTATCTTTACCCGTATTAGCAGGGGC TATTACTATGTTATTARCAGATAGARATTTTARTACTGCCTTTTTTGATCCTGCAGGAGGAGGGGATCCTATCTTATATCARCATTTGTTTTGA
Consensus  TTTATTATTATTATCTTTACCCGTATTAGCAGGGGC TATTACTATGTTATTARCAGATAGAARTTTTARTACTGCCTTTTTTGATCC s ssssrrsrsnnssssnssssssssssnnssssnssssnns
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Figure S2. Cell viability assay. The figure shows the effects on cell-viability of fractions (B green bars; C blue bars ; D
yellow bars; E red bars) or total extracts (Ex, black bars) of the samples (a) M.a., (b) H. d., (c) H.t. and (d) H. p. on A2058,
A549 and HepG2 cell lines at increasing concentrations ( 10 and 100 ng/mL and 1, 10 and 100 pg/mL). Cell viability was
normalized using cells with only DMSO as control sample. Results are expressed as percent survival after 72 h exposure
(n=3; * for p<0,05; ** for p <0.01 and *** for p <0.001, Student’s t-test).
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Figure S3. '"H NMR spectrum of fraction D of the sponge H. t. (600 MHz, CDCI3).
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Figure S4. '"H NMR spectrum of suberitenone A 1 (600 MHz, CDCI3).




Figure S5. '"H NMR spectrum of suberitenone B 2 (600 MHz, CDCI3).
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Figure S6. ESI*-MS spectrum of suberitenone A 1 (m/z [M+Na]* 451.29).
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Figure S7. ESI*-MS spectrum of suberitenone B 2 (m/z [M+Na]* 469.30).

©7-b7 #215-223 RT: 0.97-100 AV: 9 NL: 2.10E8
T: FTMS + p ESI Full ms [66.9000-999.8000]

1005

95

90

85

80

759

70

65

60

55

50

459

404

35

30

25

20

15

104

25717

L

27516

301.14

304.26
289.16

32522 34127

33522

357.21

383.22

| 36723 399.22

381.30 | 385.30 41521

43121 447,

469.30

471.30

451.29

467.11

527.26

54113

537.29
615.15
543.12
4 617.14
¢ 610.19
557.10

44

e
260

\‘H‘l
300

ey
280

317.18
Qm‘u““ll

320

I
340

360

| S
380 400 420

t ‘w‘ T
440

.20” 48527 90132
vl NN | NV 8

460 480

miz

500

520

bl 8 000 HE hfl?lf"

649.49 663.50
t T T T
540 560

580 600 620 640 660

685.
-

680

i

T
700



Figure S8. '"H NMR spectrum of fraction C of the sponge H. d. (600 MHz, CDsOD).
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Figure S9. '"H NMR spectrum of purified fraction containing mycalols (600 MHz, CsDsN).
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Figure S10. ESI*-MS of fraction containing mycalols (3-9).

Mycalol-550
5734024

Relative Abundance
o
o

Mycalol-622
40 6454603

% 575'f°79 Mycalol-578
6014337

15 /‘ 647.4665
Mycalol-594 / Mycalol-650
34398

10 - y f
Mycalol-522 | = | Mycalol-636 6734917

5 5453706 57
6294650 ‘ 6594759
5173751 5293542 541.1259]_5‘%;3{’55 57113870 I adsd| . 314190 i

o 599.4180 /
: 4 609.3662
/58"1"9 o Y | | .ll 627

5§10 520 530 540 550 560 570  §80 6% 600 610 620 630 640 650 660 670 680 630 700
me

6174288
5 ||, 6814460 694823

1




Figure S11. Cell viability effects induced by suberitenones A and suberitenone B. The figure shows the effects of (a)
suberitenones A (1, green line) and (b) suberitenones B (2, blue line) on cell viability of A549, A2058, HepG2 and MRC5
cell lines, at increasing concentrations (0.05, 0.10, 0.19, 0.39, 0.78, 1.56, 3.12, 6.25, 12.5, 25, 50, 100 uM). Control sample
contained only DMSO. Results are expressed as percent survival after 72 h exposure.
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