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Protocole

—

NB 04 05 31

778g

EtOH/eau de mer 1/1 v/v

conservation

NB 04 05 31

EtOH 94°

Extraction + lyophilisation

NB 04 05 31
poudre 11.3g

MeOH : H,O 9/1 v/v

Dissolution

NB 04 05 31

n-hexane 2 x 500ml

Partage liquide liguide

l

Phase hexanique

l

Phase agqueuse



. — - Phase aquetse— R
CH,CI, 2 x 500ml l Extraction
Extrait dichlorométhanique
269 mg 1Cg, 0.1ug/ml
RPC
Gk l Tests
J/ i l i \L i biologiques
E F H I J
G
30.3mg
1Cc, 0. 1pg/ml
C,s HPLC Colonne phenomenex Luna
semi-preparative Pression isocritique MeOH aqueuse 73%
Fraction 23 Fraction 27
39-oxobistramide K(1) bistramide A(2)

0.3mg 1.1mg



Methodologie

NB 04 05 31
7609

MeOH : H,O 9/1 viv Extraction

500ml

NB 04 05 31

n-hexane 2 x 250ml Partage liquide liquide

l

Phase hexanique

Phase aqueuse

CH,Cl, 2 x 250ml

Extraction

N

Extrait dichlorométhanique

92 mg



Extraidjdwue //
- 92 mg

RPC,q l
\L \l/ \L Tests
l biologiques
| 11 VvV
|l
50mg
1Cg, 0.2um/ml
RPC,; HPLC Colonne phenomenex Luna
semi-préparative Pression isocritique MeOH aqueuse 73%
l Fraction 37 l
0.8mg
HPLC Phase diol
semi-preparative Pression isocritique CH,CI,/MeOH 87%

bistramide D (3)
0.7mg



Determinationsstructurale __—
L S
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Spectres RNM H et 13C mono et bidimensionnelles

COSY, ROESY, HSQC, HMBC,
Dichroisme Circulaire,
HRFABMS, LCEIMS



~—— Tests biologiques

Lignée cellulaire du cancer ovarien humain

A2780



N

Résultats



N

Produit 1
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_— formule moleculaire de C,4HggN,Oq

Poudre amorphe

8 degrés d’insaturations et cycles :
3 doubles liaisons
3 groupements carbonyles
2 cycles

Cio H
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39-Oxobistramide K (1): amorphous powder,;
[a] P,s=-72 (c 0.05, MeOH);
UV (MeOH) 4., (log ) 200 (4.1), 240 (3.9) nm;
'H NMR (600 MHz, CD,0D) and **C NMR (150 MHz, CD,0D);
HRFABMS m/z 727.4864 (calcd for C,,HssN,OgNa, 727.4873).
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Produits 2 et 3
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W,Data for Bistramide A (2): THINMR-(CDCI3) 6H 0.80 (3H, d, J = 6:5Hz, H-24),

86 (3H, d, J = 7.0 Hz, H-10), 0.94 (3H, d, J = 6.5 Hz, H-35), 1.24 (3H, d, J = 6.5 Hz, H-17),
1.25 (3H, d, J = 7.5 Hz, H-40), 1.10 — 1.90 (24H, m, H-7, 8, 9, 20, 21, 23, 25, 26, 28, 29, 30, 32,
33), 1.91 (3H, dd, J = 1.5, 6.5 Hz, H-1), 2.19 (1H, m, Ha-12), 2.33 (1H, m, H-24), 2.37 (1H, m,
H-16), 2.52 (1H, dd, J = 3.0, 16.5 Hz, Ha-5), 2.76 (1H, dd, J = 11.5, 15.0 Hz, Hb-12), 2.90 (1H,
dd, J=9.0, 17.0 Hz, Hb-5), 3.14 (1H, t, J = 9.5 Hz, H-22), 3.25 (1H, m, Ha-14), 3.30 (2H, m,
H-19), 3.46 (1H, m, H-31), 3.51 (1H, m, Hb-14), 3.71 (1H, m, H- 15), 4.06 (1H, dd, J = 4.5,
11.0 Hz, H-11), 4.19 (1H, m, H-6), 5.18 (1H, d, J = 9.0 Hz, H-36), 6.12 (1H, dd, J = 1.5, 16.0
Hz, H-3), (1H, dd, J = 6.5, 16.0 Hz, H- 2), 6.96 (1H, t, J = 5.5 Hz, NH-19), 7.32 (1H, t, J =55
Hz, NH-14).

1H NMR Data for Bistramide D (3): 1H NMR (CD30D) 6H 0.83 (3H, d, J = 6.5 Hz, H-24),
0.85 (3H, d, J = 7.0 Hz, H-10), 0.95 (3H, d, J = 6.5 Hz, H-35), 1.14 (3H, d, J = 7.0 Hz, H-17),
1.20 (3H, d, J = 6.5 Hz, H-40), 1.25 — 1.95 (22H, m, H-7, 9, 20, 21, 23, 25, 26, 28, 29, 30, 32,
33), 1.35 (2H, m, H-8), 1.38 (2H, m, H-33), 1.43 and 1.65 (2H, m, H-5), 1.61 (3H, s, H-38),
1.67 (d, J = 6.5 Hz, H-1), 2.23 (1H, dd, J = 4.0, 15.0 Hz, Ha-12), 2.38 (2H, m, H-16, 34), 2.70
(1H, dd, J = 11.0, 15.0 Hz, Hb-12), 3.15-3.20 (2H, m, Ha-14, 22), 3.23 (2H, m, H-19), 3.44 (1H,
dd, J = 4.0, 14.0 Hz, Hb-14), 3.52 (1H, m, H-31), 3.73 (1H, m, H-15), 3.81(1H, m, H-6), 4.11
(1H, m, H-4), 4.14 (1H, m, H-39), 4.27 (1H, ddd, J = 4.0, 6.5, 8.5 Hz, H-11), 5.13 (1H, d, J =
9.0 Hz, H-36), 5.45 (1H, ddd, J = 1.5, 7.0, 15.5 Hz, H-3), 5.64 (1H, dd, J = 7.0, 15.5 Hz, H-2).



Bistramide A (2): amorphous powder;
CD (MeOH, ¢ 0.0077)
[0]215 -5.44,[0]246 1.87, [60]259 2.68; 'H NMR data, see Supporting Information;
LCEIMS m/z 705.5 [M + H]+ (calcd for C,,HggN,Og, 705.5).



Bistramide D (3): amorphous powder;
'H NMR data, see Supporting
Information; LCEIMS m/z 707.6 [M + H[+, 729.5
[M + Naj+ (calcd for C, . H _N,O¢Na, 729.5).

A0 TOm D



_ Resultats des te iologiques

Bistramide (1) = 39-oxobistramide K 0.34

Bistramide (2) = Bistramide A 0.26
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~—  Conclusions
3 bistramides ont éte isoles
v Bistramides K(1)
v Bistramides A (2) [Gouiffes et al.]
v Bistramides D (3) [Biard et al.]

L’1C¢, du bistramide K (1) est 10 dix fois plus grande
comparée a d’autres lignées cellulaires. [MUnchoff et al].

[’1solement de deriveé de bistramides supplémentaires
augmenterait la chance de déecouvrir des analogues
qui presenteraient une activité semblable avec un
minimum de toxiciteé.

J. Nat. Prod. 2009, 72, 1338-1340
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