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NMR-Comparison of isolated and synthetic Ancorinoside B tris(diethylammonium) salt

Table S1. Comparison of *C and 'H NMR shifts of isolated and synthetic Ancorinoside B
tris(diethylammonium) salt

INEtyHol5*

natural [NEt;H2]*3[2-3H]* in CDsOD’ | synthetic [NEt,H,]*3[2-3H]* in CDs0D

Pos. 6¢ 6u (mult., J [Hz]) 6¢ 6u (mult., J [Hz])

2 175.7

3 102.3

4 195.7

5 63.6 3.88 (dd, 8.1, 4.2) 64.7 3.90-3.95 (m)

6 39.1 2.78(dd, 16.2,4.2), | 41.7 2.76-2.80 (m),
2.37 (dd, 16.2, 8.1) 2.13 (dd, 15.3,9.2)

7 177.1

8 197.0

9 40.5 2.78 (m), 41.1 2.80-2.84 (m),
2.73 (m) 2.70-2.76 (m)

10 27.3 1.55 (quin, 7.3) 27.6 1.51-1.58 (m)

11 30.8 1.32 (m) 31.0 1.24-1.43 (m)

12-26 30.8 1.27 (m) 31.0 1.24-1.43 (m)

27 27.2 1.36 (m) 27.3 1.24-1.43 (m)

28 30.8 1.60 (quin, 7.3) 30.9 1.58-1.66 (m)

29 71.0 3.88 (m), 71.2 3.82-3.89 (m),
3.51 (m) 3.52-3.54 (m)

NMe 27.4 2.88(s) 27.8 2.91(s)

1 104.2 4.29 (d, 7.7) 104.3 4.30 (d, 7.9)

2" 74.6 3.28(t, 8.1) 74.7 3.27-3.29 (m)

3 76.7 3.50 (t, 8.9) 76.8 3.49-3.52 (m)

4 83.5 3.59 (t, 9.2) 83.6 3.59-3.62 (m)

5 77.2 3.72 (d, 9.6) 77.3 3.69-3.73 (m)

6 176.2

1" 105.5 4.35 (d, 7.7) 105.6 4.35 (d, 7.3)

2" 72.7 3.53(dd, 10.0,7.7) | 72.8 3.54-3.56 (m)

3" 75.0 3.47 (dd, 10.0,3.8) | 75.1 3.48 (dd, 9.9, 3.5)

4" 70.3 3.78(d, 3.8) 70.4 3.77-3.79 (m)

5" 77.2 3.56 (m) 77.4 3.56-3.59 (m)

6" 62.5 3.76 (dd, 11.5,7.3), | 62.6 3.73-3.77 (m)
3.68(d, 11.5, 4.6) 3.66-3.69 (m)

3HN(CH,CHs), | -* - 43.6 3.02 (q, 7.0)

3HN(CH,CHs), | -® - 11.9 1.24-1.43 (m)

2 The literature does not state the shifts of the diethylammonium groups

[7] Fujita, M.; Nakao, Y.; Matsunaga, S.; Seiki, M.; Itoh, Y.; van Soest, R. W. M.; Fusetani, N. Ancorinosides B-D, inhibitors of
membrane type 1 matrix metalloproteinase (MT1-MMP), from the marine sponge Penares sollasi Thiele. Tetrahedron 2001,

57,1229-1234.
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HSQC of 2
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HMBC of 2
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HPLC chromatogram of 2

Chromatogram
mAU
200+ 1 PDA Multi 1 218nm.4nm
150
i 1
100+ :
] |
] |
_ ‘l
50+ |
] \ L Y,
p _
| ——
1 1l | — - o~
] \ \ S N ——
04— \'W\aalev'\”"’J
-50- U
s e e e T A e e e e s e L e e e e B
0 5 10 15 20 25 30

min

HPLC program: start at 70% MeCN in H20 with 0.1% HCOOH to 85% MeCN in 25 min for 5 min;
Flow rate 1.0 mL/min, column: Knauer Eurospher Il 100-3 C18, 150 x 4 mm
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COSY of [NEt;H,]s" [2-3H]*
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HSQC of [NEt,H,]s* [2-3H]*
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HMBC of [NEt;H,]5* [2-3H]*
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HPLC chromatogram of [NEt;H,]s* [2-3H]*

Chromatogram
mAU
] 1 PDA Multi 1 210nm.4n
1000+
750+
500+
250 ‘i
] I |
N ll )
7 | | \ /\‘.\)_“ ,/\_\‘_,-./L_\,/J\, BN —J
g J : R / ~ NS TN \
J [~ — i
0 ’II J l /‘/~
1 | '» /
_ ! \
L e e e L e e e L B s e e e L s e e e e B S A s
0 5 10 15 20 25 30

HPLC program: start at 40% MeCN in H20 to 95% MeCN in 25 min for 5 min;
Flow rate 1.0 mL/min, column: Knauer Eurospher Il 100-3 C18, 150 x 4 mm
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HRMS of ancorinoside B (2)

Analysis without HPLC-column, full scan mode 80-1200 amu, iso80: isocratic with 80% MeCN

ESI positive:

C:\Xcalibur\data\210325kso49opo 03/26/21 12:51:28 KS496_5 C41HBINO17 ESH

RT: 0.00 - 5.01
NL:
Chromatogram A,
TIC MS
(T|C) 210325ks049
6p5
46 051 078 098 116 139 146 168 177 195 212  2.31 247 256 2.68  2.87 305 312 3.35 348 366 3.75 4.01 4.06 4.20 4.30 4.52 4.58 4.71 4.95
NL:
8.05E7
miz=
848.10-
848.60 MS
210325ks049
605
6 071 085 103 117 1.30 143 154 170 179 205 216 2.27 246 2.56 268 276 287 3.02 314 340 349 375 394 408 426 441 454 467 475 487
e e e i T T o A L T e e g T e s e e
. 14 16 18 20 22 24 . 30 32 . 36 40 42 44 46 5.0
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Analysis with HPLC-column (Accupore RP-MS 150 x 2.1 mm, 2.6 um), full scan mode 100-1500 amu,
gradient from 40% to 90% MeCN

ESI positive
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HRMS of 8
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HRMS of 5
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media celllysate
OpyM  500nM 1pM  25pM 50pM

OpM 500nM 1pM 25pM  50pM

MMPS
MMP2

Figure S1. Effect of ancorinoside B (2) (500 nM, 1 uM, 25 uM, and 50 uM) on the cell-associated and
secreted activities of MMP-2 and MMP-9 in 518A2 melanoma cells after 24 h exposure. Cell lysate and
media samples were subjected to gelatin zymography. Control (DMSO)-treated probes are listed as 0
KM, Images are representative of two independent experiments.
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