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Figure S1. (A) Matrix-assisted Laser Desorption/Ionization mass spectrum [MALDI-MS (+)] of the total saponin
mixture of the second individual of Holothuria (H.) algeriensis integument extracts. (B) MALDI-MS (+) mass spectrum
of the total saponin mixture of the third individual of Holothuria (H.) algeriensis integument extracts. Saponins signals
are highlighted by black dots on which the [M+Na]* values are noted.
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Figure S2. Matrix-assisted Laser Desorption/Ionization mass spectrum [MALDI-MS (+)] of the total saponin mixture
of the second individual of Holothuria (R.) arguinensis integument extracts. Saponin signals are highlighted by black
dots on which the m/z values for [M+Na]* ions are noted.
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Figure S3. (A) MALDI-HRMS(+) mass spectrum of the first individual of Holothuria (H.) algeriensis. (B) MALDI-
HRMS(+) mass spectrum of the second individual of Holothuria (H.) algeriensis. (C) MALDI-HRMS(+) mass spectrum of
the third individual of Holothuria (H.) algeriensis. Note that PEG (polyethylene glycol) was used as the internal reference

(lock mass).
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Figure S4. (A) MALDI-HRMS(+) mass spectrum of the first individual of Holothuria (R.) arguinensis. (B) MALDI-
HRMS(+) mass spectrum of the second individual of Holothuria (R.) arguinensis. Note that PEG (polyethylene glycol)
was used as the standard reference.
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Figure S5. LC-MS analysis of the Holothuria (H.) algeriensis saponin extract: EIC (Extracted Ion Current
Chromatogram) of the m/z 1425 [M+H]*ions.
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Figure S6. LC-MS analysis of a Holothuria (H.) algeriensis saponin extract : mass spectrum at 7.6 min retention time.
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Figure S7. LC-MS/MS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1439
precursor ions [M+H]* at 7.3 min retention time (Saponin B).
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Figure S8. LC-MS/MS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1425
precursor ions [M+H]* at 7.1 min retention time (Saponin C).
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Figure S9. LC-MS/MS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1425
precursor ions [M+H]* at 7.6 min retention time (Saponin D).
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Figure S10. LC-MS/MS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1181
precursor ions [M+H]* at 8.7 min retention time (Saponin E).
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Figure S11. LC-MS/MS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1165
precursor ions [M+H]* at 7.9 min retention time (Saponin F).
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Figure S12. LC-MS/MS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1165
precursor ions [M+H]* at 11.3 min retention time (Saponin G).
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Figure S13. LC-MS/MS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1163
precursor ions [M+H]* at 7.6 min retention time (Saponin H).

Qui

Aglycone (450)

Acetyl

601.38 Xyl

1163.42
Tt . 1 Y0 i3 NG

sl hakec Lol
100 | 150 | 200 | 250 300 350 400 450 500 550 = 600 ' 650 ' 700 | 750 800 850 = 900 950 = 1000 1050 1100 1150

Figure S14. LC-MS/MS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1163
precursor ions [M+H]* at 7.9 min retention time (Saponin I).
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Figure S15. LC-MSMS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1089

precursor ions [M+H]* at 9.3 min retention time (Saponin J).
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Figure S16. LC-MSMS(+) analysis of H. (H.) algeriensis saponin extract: CID spectrum recorded for the m/z 1089
precursor ions [M+H]* at 7.6 min retention time (Saponin K).
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Figure S17. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1487

precursor ions [M+H]* at 7.6 min retention time (Saponin 1).
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Figure S18. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1487
precursor ions [M+H]* at 8.2 min retention time (Saponin 2).



Aglycone (454)

Acetyl

MeGlu

Glu-Qui-H,0

V' eemmmea Ll

1

1,

v 1473.72
} \‘ l J 1309.67
1 R O O J‘n“xyh‘lh RTTINY W l | J 4 .LI...L‘.lell.“‘. |".|TLLA-‘.4L . m/z

|
i\
450 500 = 550 600 650 700 750 ~ 800 = 850 ~ 900 = 950 1000 = 1050 1100 = 1150 1200 = 1250 = 1300 = 1350 1400 1450

Figure S19. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1473
precursor ions [M+H]* at 8.2 min retention time (Saponin 3).
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Figure S20. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1141
precursor ions [M+H]* at 7.3 min retention time (Saponin 4).
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Figure S21. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1141
precursor ions [M+H]* at 8.4 min retention time (Saponin 5).
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Figure 522. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1181
precursor ions [M+H]* at 7.4 min retention time (Saponin 6).
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Figure S23. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1167
precursor ions [M+H]* at 11.3 min retention time (Saponin 7).
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Figure S24. LC-MS/MS(+) analysis of H. (R.) arquinensis saponin extract: CID spectrum recorded for the m/z 1165
precursor ions [M+H]* at 7.6 min retention time (Saponin 8).
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Figure S25. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1165
precursor ions [M+H]* at 11.3 min retention time (Saponin 9).
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Figure 526. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1147
precursor ions [M+H]* at 7.4 min retention time (Saponin 10).
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Figure S27. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1119

precursor ions [M+H]* at 10.1 min retention time (Saponin 11).
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Figure S28. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1119
precursor ions [M+H]* at 13.6 min retention time (Saponin 12).
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Figure S29. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 1103
precursor ions [M+H]* at 7.6 min retention time (Saponin 13).
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Figure S30. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 973
precursor ions [M+H]* at 10.1 min retention time (Saponin 14).



Aglycone (470)

MeGlu

603.38

753.43 | L
i |||“.| U AN PPN VL DUUTT EEPR RPN T PIUTE ‘Jlu bbb ."u".“‘ |.|.I,w|1 TNETIN R L ATIN (RN | MY N J |‘.|| HM ‘.“““"IE
440 460 480 500 520

m/z

540 ' 560 580 600 620 640 660 680 700 720 740 760 780 800 820 840 80 880 900 920

Figure S31. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 929

precursor ions [M+H]* at 11.6 min retention time (Saponin 15).

Aglycone (452

Xyl

453.33

Glu

SO,
827.47

603.38
683.34
dos il I " L h

" . " it . L e Lo e bttt m/z
by pagan Ptk sttt

600 620 640 = 660 680 700 = 720 740 760 780 800 820

Y Y ' t T t t t t Y T

0 460 480 500 520 540 560 580

Figure S32. LC-MS/MS(+) analysis of H. (R.) arguinensis saponin extract: CID spectrum recorded for the m/z 827
precursor ions [M+H]* at 12.0 min retention time (Saponin 16).



