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Figure S2: 'H NMR spectrum of hemicalide in CD;OD at 500 MHz

Figure S3: COSY NMR spectrum of hemicalide in CD3;OD
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Isolation of hemicalide

The fresh sponge (5 kg) was lyophilized to give 650 g of a wax, which was macerated for 6 hours with
chloroform and then twice with a 9/1 mixture of methanol and water. The filtrates were pooled and
concentrated to an aqueous syrup, which was partitioned with dichloromethane and ethyl acetate.
After evaporation of the organic solutions (42 g), the extract was solubilized in a 9/1 methanol/water
mixture and partitioned with hexane. The “defatted” methanolic extract was chromatographed on a
column of Sigel with mixtures of ethyl acetate and methanol of increasing polarities. All these steps
were monitored by a bio-assay and by LC/MS. The activity was located in the more polar fractions,
which were pooled and subjected first to a LH20 exclusion chromatography, then to RP18 HPLC with
a gradient of water in acetonitrile. It was thus obtained 0.5 mg of hemicalide. HRMS: m/z 1061.6780,
calc. for [M-H]  1061.6782 in the negative ESI mode, corresponding to CssHgsO16 (calc. 1061.6782). UV
(DAD detection) 238, 306 nm.
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Figure S1: HPLC profile and UV of hemicalide
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Figure S2: 'H NMR spectrum of hemicalide in CD;0OD at 500 MHz
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Figure S3: COSY NMR spectrum of hemicalide in CD3;OD

2.0

1.5

1.0

0.5

r0.5

f1 (ppm)



I
o
[}
=
o
[}
=
o

(wdd) 14

2 2 2 3 d a4 F ¢ 22 Z E R
]
HM 0“ ” @ s -
—
s .
£ . .
~p.lw.w “s e
M\m a8
J L
{ -
R .
= A .
Jm
3 e.
=
A_ N
_ it
J L] e 8 o a ] .
..M s 8 s 68 ] Bfﬂ
PR ] : 1) L] .f.,
A..vw § . ] { . . 4{7 R ]
N- -
] : TR
s szs z
+ g 333 k]
e WY

0.5

1.5 1.0

2.0

3.5

T
4.0
f2 (ppm)

4.5

T
5.0

55

T
6.0

6.5

7.0

7.5

Figure S4: HOHAHA NMR spectrum of hemicalide in CD;OD
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Figure S5: *C-DEPTQ NMR spectrum of hemicalide in CDsOD at 126 MHz



|
o M e A

1
9
]

OMe OMe OH

\

|

\
. _,JAJALW‘MJL"NA‘M‘“\

V

“Lﬁdhgthde

I

.

r10
r20

r30

r50
:GD
;70
%0
:90
;100
:110
;120
;130

r140

-150

5.5 5.0 4.5

Figure S6: Edited-HSQC NMR spectrum of hemicali

T
4.0 3.5 3.0 2.5 2.0 1.5 1.0

f2 (ppm)

de in CD;OD

0.5

f1 (ppm)



OMe OMe OH

| |

kwn%*”.’{ ‘M\

ln 1

|
f
e i A o U 'UL M J" Wy

° . . e . - o rae 5. o g
- - e B . = . = e 8 - =

‘v e we

L]
0
]

A

° - S - - .

o

L100
10
L120
F130
L140
“Fso
‘160

" 170

180

© F190

-200

3.5 3.0 2.5 2.0 1.5 1.0

5.5 5.0 45 4.0
f2 (ppm)

Figure S7: HMBC NMR spectrum of hemicalide in CD;OD
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Figure S7: NOESY NMR spectrum of hemicalide in CD30D

3.0

2.5

2.0

1.5

1.0

0.5

f1 (ppm)



OMe OMe OH

O
3
N I
ST )
M MJMJ'MJMLMKMWAMQM_J L A \_)UJHL r\M |\ L‘-w S
I 3
=
3
E
_
=
]
=
M

o W,,mmuutﬂ j

r7.5

T T T T T T T T 1
4.5 4.0 3.5 3.0 2.5 2.0 1.5 1.0 0.5

f2 (ppm)

NS
]
~
o
o
n
=)}
o
w
o
v
o

Figure S8: ROESY NMR spectrum of hemicalide in CD;0D
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