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A series of ceramides. called oceanapins A -F (2-7). which are unique for branching at hoth the sphingosine 
and fatty-acid chains. have heen isolated as pure compounds from the haplosclerid sponge 0rc.aiiupiu cf. rivrub of 
the Coral Sea. Following acid hydrolysis. both the Patty-acid and the sphingosine portions were ohtilined sepa- 
rately. which allowed their unequivocal structural dclinition. The absolute conliSuralion was secured viu protec- 
tion of C(I')-OH and Mo.dicv's esterification at C(3')-OH of the oceanapins. 

1. Introduction. - Sphingosine (1) [I] is long known from hydrolysates of brain tissues 
[2] which, like all animal sphingolipids [3], also contain sphingosine amides of long-chain 
fatty acids (ceramides) and their glycosyl deriva tives (cerebrosides). 

, 

1 

Sphingosine derivatives were later also isolated from seaweeds, both green [4] [SI and 
red [6],  symbiontic dinoflagellates 171. and sea anemones [SI. All these sphingosine deriva- 
tives are built on linear chains. Isopropyl [9] [ IO] or ante-iso termini [ 1 I] have only been 
found in the sphingosine portion of ceramides [9] [IO] and cerebrosides [ 1 I] of a few other 
marine invertebrates. 

With few exceptions [7] [8], sphingosine derivatives were found to occur as mixtures of 
homologous or isomeric compounds. the separation of which has never been achieved 
[4-6] [9-121, though eagerly solicited 1131. We report here on  the isolation from the 
tropical sponge Oceanapia cf. renuis (Haplosclerida) of pure homologous or isomeric 
ceramides that are unique for branching on both the sphingosine and the fatty-acid 
chains. This allowed us also to assign their absolute configuration. 

2. Results and Discussion. - 2. I .  Chrotizatogrqdiic Separafion. A combination of FC. 
CN-  and RP-HPLC proved to be an excellent method for separating oceanapins 2-7 
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(Scheme I ). AS expected, the observed retention times correlate with the length of the 
lipophilic chain. Accordingly, oceanapins with short and/or branched side chains are 
eluted first (Table). 

fi- o 
2 n = 9. m = 19. R' = H. R" = Me 
3 n = 9. m = 19, R' = R" = Me 
4 n = 9. m = 20, R' = Me. A" = H 
5 n = 10. m = 19. R' = FI" = Me 
6 n = 10. m = 19. R' = Et. R" = H 
7 n = 10. m = 19. R' = Et, R" = Me 

8a n = 9 . R ' = H  
b n = 9 . R ' = M e  
c n = 10. R' = Me 
d n = 10, R' = E l  

9a m = 19. R" = Me 
b m = 2 0 , R " = H  
c m = 19. R" = H 

a )  1.2~ H2SO4in85% MeOH, reflux,6 h. 

Table. HPLC Rereniion Times vs. Chain Lengih and Relatioe Ahiaidaiire./or Oeeanapins 2-1 
~ ~~~ ~~ ~ ~ 

Ocea na pi ns No. of C-atoms Relative IR h,  

abundance") 
total fatty-acid sphingosine 

chain chain 

39 23 16 
40 23 17 
40 23 17 
41 23 18 
41 22 I9 
42 23 19 

3 
1 
2.5 
7 
3 
10.7 

13.2 
14.1 
15.2 
16.2 
17.4 
18.5 

"1 
b, 

From area integration of reversed-phase HPLC peaks with MeOH. I ml/min. i. 215 nm. 
HPLC retention times under conditions defined in "). 

2.2. Conneclivity and Relarive Configurarion. For the abundant oceanapin F (7) C-atoms were assigned via 'H, 
I3C correlations, suggesting the presence of two OH substituents from signals for a deshielded CHz (S(H) 3.70. 
3.96) and CH group (S(H) 4.29). correlated to the d(C) 62.52 ( I )  and the S(C) 74.72 ( d )  signals, respectively. An 
amide functionality (CONH) was also suggested by the signals at 6(C) 173.85 (s) and 6(H) 6.30 (br. d )  signals. and 
by correlation of the signal at S(H) 3.89 (di)  with S(C) 54.45 (d, CHNH). in agreement with IR absorption bands 
at 3360 and 1640 cm-'. An (E)-olefinic bond was indicated by signals at S(H) 5.51 and 5.76 (J  = 15.3 Hz) 
correlated to 2 d's at 6(C) 128.80 and 134.30, respectively. At this point, differential decoupling irradiations and 
'H, 'H and long-range 'H,"C experiments allowed us to establish the C(I')-C(S') portion (Exper. Parr). 

Long aliphatic chains were suggested by a 6(H) 1.24 (br. s) and a series of i between 6(H) 29.1 and 30.0 that 
also occur with the other oceanapins. The chains proved to be either unbranched (d(H) 0.87 (I), correlated to 6(C) 
14.09 (q), for 2. 4, and 6). or branched with either i-Pr terminus (S(H) 0.85 ( d ) .  correlated to S(C) 22.64 (9) and 
27.9S(d),for2-5and7)orante-iso terminus(d(Hl0.84(r)and0.85(d),correlatedtod(C) 11.39(q),and 19.21 (4). 
and 34.38 (d) ,  for Land 7). Branching of the ante-¡so type for oceanapins 6 and 7 was also supported by calculations 
through the empirical Lindeman-Adams rule 1141. 

I 
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Mass spectra afforded further structural insight by showing fragment ions for loss of H,O from the molecular 
ion. besides diagnostic fragment ions at either n i p  378 for 2-5. and 7 or m/z 364 for 6') ofcompositions C,,H,,NO 
and C25H48N0 (HR-ELMS) for6and 7, respectively, which must derive from the cleavage of the C(2)-C(3) bond. 
EI-MS data (Exper. Port) indicated a Cu amidicchain for oceanapins B (3) and D (3, which have the same chain 
terminus. 

The whole C-C connectivity was assigned from the sphingosine and fatty-acid 
moieties obtained as pure compounds from acid hydrolysis of the oceanapins (sphingosi- 
nes S a 4  and methyl esters 9a-c; Scheme 1 ) .  

The eryfliro-configuration for acetonide 12, prepared from oceanapin F (7; Scheme I), was deduced from the 
identity of the NMR spectra (6(H-C(2')) 3.83 ppm, J(2',l') = 5.2 and 9.1. J(2'.3') = 9.6) with acetonide 11, 
prepared from the N-acyl derivative 10 of commercial D-erjirhro-sphingosine (I). This established eryfliru-configu- 
ration also for oceanapin F (7). This conclusion was also supported by molecular-mechanics calculations for 
acetonide 11 in both threo- and er~~lhro-configuration. Thus, calculations for the preferred conformation of 11 
(erjvhro) gave coupling constants in agreement with the experiment: J(T.1') = 5.2 and 11.0 (for torsional angle 
2 H-C(I')-C(Y)-H 55O and 172"). and J(2',3') = 9.9 (for torsional angle H-C(2')-C(3')-H 177O). In contrast, 
the corresponding J for the preferred conformation of 11 (threo) were found to be different from 12: J(2',I ') = 2.4 
and 1.7, corresponding to torsional angle 2 H-C(I')-C(T)-H of S I o  and 67O. 

Sc/iorie I 

OH - 6  O O &L 
(CH,) 1 o 

' (CH,),, N" 
H O - p q C H $ , *  A+ +q"$,, 7 

YNH 11 n NHR 

O 
12  

a)c 1: ;::OMe 

a )  Ac20, EtOH, O", 1 h. 6) Acetone, CuSO,, reflux, 6 h. 

2.3. Absolute Configuration. Previous assignments of the absolute configuration of 
acylsphingosines were either based on CD measurements on mixtures, such as for cauler- 
picin (2'S,3'R) [4c] and the ceramide portion of cerebrosides [IS], or on total synthesis, 
such as for symbioramide [7] ( = (2S,3R,2'R,3'E)-N-(2'-hydroxyoctade~-3'-enoyl)- 
dihydrosphingosine) [ 161 and the sphingosine derivative of Anetnonia sulcaia [IO], 
(2R,3S) [ 171. 

For the oceanapins we have decided to prepare both Mosher's esters [18] (+)-14a and 
(-)-14b of the silyl ether (+)-13 [19] derived from 5. The NMR data, expressed as 
AS (6,-6,) in Scheme 3, show that the 'H-NMR signals for 2 H-C(l'), H-C(2'), 
2 H-C(2") and N-H ofester (+)-14a are observed upfield from the corresponding protons 
of ester (-)-14b. The opposite trend is observed for H-C(4'), H-C(S'), and 2 H-C(6'). 
This result can be consistently explained by the diamagnetic effect of the Ph ring, thus 
indicating the (R)-configuration at C(3'). Since erytkro-configuration has been estab- 

- 

') Reversed-phase HPLC (Table) gave two other homologous oceanapins. albeit in too small amounts (ca. 0.2 
mg each) for complete structural study. The one eluted at IR 1 I .6 min gave two significant EI-MS fragment 
ions. ml: 561 ([M - HZO]+), indicating a total of 35 C-atoms, and m / z  336. suggesting a C2, amidic chain. 
For the oceanapin eluted at tR 12.4 min, fragment ionsmlz 364 and 589 ([M - H,O]+') indicated a C,? amidic 
chain or a total of 39 C-atoms, respectively. For the latter, comparison of tR with oceanapin A (2: Table) 
suggested branching at both chains. 

. ' -  
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sd lc~r l lc ,  3 

I 

-10 M I I  , - E I  ,- 
A'a: +4e +12 I 

'BuPh2SiCll IH-imidazole. DMF, 60°, 12 h. 
(S)-MTPACI, pyridine, CC&, r.t., 24 h. 
(R)-MTPACI, pyridine. CCI,, r.t., 24 h. 

The Ad =&-a, represent the difference, in Hz, g the corresponding 'H-NMR resonances between the 
(S)-MTPA ester (-)-14b and the (R)-MTPA ester (+)-14a. 

lished between C(2') and C(3'), the absolute configuration of oceanapin D (5) is thus 
(2'S,3'R). 

We thank Dr. June Fronionr. Sir Fisher Manne Biology Institute, University James Cook, Townsville Qld., for 
the sponge identification, Mrs. M. Rossiand A. Srerni for skilled technical aid, and MURST(Progetti 40%) and 
CNR (Roma) for financial support. This work has been carried out within the collaborative program ORSTOM- 
CNRS on 'Marine Substances of Biological Interest'. 

Experimental Part 

1. General. All evaporations were carried out at reduced pressure. Yields are given on reacted compounds. 
M.p.: Kofer hot-stage microscope. Pyridine was freshly distilled from Ba0 and DMF (stored on flamed 4 A 
molecular sieves) were used. Flashchromatography (FC): Merck Si-60, 15-25 pm. TLC: Merck 'Kieselger 60 
PF,, plates. HPLC: Merck LiClirosorb CN; reversed-phase (RP) HPLC: Merck LiChrosorb RP18; 7 pm, 
25 x I-cm columns; solvent flux 5 ml/min; UV monitoring L 215 nm, if not otherwise stated. Polarimetric data: 
JASCO-DIP-I81 polarimeter. IR: Perkin-Elmer-337 spectrometer; umaX in cm-'. NMR (CDCI,): d in ppm rel. to 
internal SiMe, ( = O ppm), J in  Hz; Variun-XL-300spectrometer; 'Hat 299.94 MHz (the coupling pattern of many 
protons has been clarified by differential decoupling irradiations I201 and 'H,'H COSY [II]); I3C a t  75.43 MHz, 
multiplicities from DEPT experiments [22]; H-C assignments from one-bond [23a] and long-range 'H,"C COSY 
experiments [23b]. For natural oceanapins A-E(2-6). only the "C- and 'H-NMR signals that differ from those of 
oceanapin F (7) are reported; all other signals for oceanapins 2-6 proved to be superimposable. In analogy. for 
sphingosines S M ,  only NMR signals that differ from those of Sa are reported. ELMS (n i i i .  ( O h ) ) :  Kruros-MSBO 
mass spectrometer with home-built data system and equipped with a Vucunierrics-DIP gun for FAB spectra. 
Molecular mechanics calculations: MMX, PCMOD.4, Serena Sof/ivure, Bloomington. Indiana. 

2. CoNecriun und Isohrion. The sponge was collected by scuba diving in Woodin Channel, New Caledonia. in 
August 1985 and was identified by Dr. June Fronionr. The sponge was immediately frozen. freeze-dried (600 g). and 
CH,CI, extracted. The solvent was evaporated and the residue (5.04 g) subjected to FC (hexaneiAcOEt gradient 

... 
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elution) collecting 20 fractions of 100 ml each. Fr. 13 was further subjected to FC (Et20) and then to HPLC (CN, 
hexane/¡-PrOH 96:4). giving a mixture of oceanapins 2-7 (62 mg, 0.01 %; lR 8.7 min) which could be cleanly 
separated by reversed-phase HPLC (MeOH): 2 (6.0 mg), 3 (2.0 mg), 4 (4.9 mg), 5 (14.3 mg). 6 (6.2 mg). and 7 
(21.5 mg); IR values in the Table. 

3. Occampin A ( = N-( (2 S.3 R ,4 E)- 1.3- Dili~~dro.\-?~hexadcc-4-en-2-?.//-2 I-~iri~~l~~ldocosniiatiiide ; 2). White 
powder. M.p. (hexane) 65-75O. 'H-NMR: 1.24 (br. s. CH2(8') to CH2(15'). CH,(4) to CH2(20)); 0.87 ( i ,  J(16'. 
IS') =6.6. 3 H-C(16')). '-'C-NMR: 29.1-30.0 (series of i ,  C(7')-C(13'), C(4)-C(18)); 31.90 (I, C(l4')); 22.67 ( i ,  
C(l5')); 14.09(q,C(16')). EI-MS:589(1,[M -H~O]C),572(1),S58(1),379(11),378(9).337(4), 111 (6).43(100). 

4. Oceanapi~i B ( = N-((2S.3 R.4 E~-¡.3-Dili).dro.~~-IS-nie1h~llir.~adec-4-m-2-~~/1-2I-nre1lt,rldocosanamideldocosanamide : 3). 
White powder. M.p. (hexane) 63-68'. 'H-NMR: 1.24 (br. s. CH2(8') to CH2(14'). CH2(4) to CH,(20)); 1.49 (m. 
H-C(I5'). H-C(2I)); 0.8S(d,J = 6.6.2 Me-C(I5'). 2 Me-C(21)). "C-NMR: 29.1-30.0(seriesof/,C(7')-C(12'), 
C(4)-C(18)); 27.41 ( I ,  C(13'). C(19)); 39.05 (d, C(14'). C(20)); 27.96 (d, C(I5'). C(2l)); 22.65 (q, C(16'), 
Mc-C(l5'). Me-C(22), Me-C(21)). EI-MS: 603 (1, [M - H2OIC). 589 (1). 586 (0.7). 573 ( I ) ,  379 (17), 378 (14). 
I 1  1 (7), 83 (26), 57 (63), 43 (100). 

5.  Ocemiapin C ( = N-[(2S.3 R.4 E)-1.3-Dil1~dro.~~-15-i~ieili~llie.~adec-4-c~i-Z-~lJirico.~a~ia~iiide; 4). White 
powder. M.p. (hexane) 65-70", 'H-NMR: 1.24 (br. s, CH2(8') to CH2(14'). CH2(4) to CHz(22)); 1.49 (ni, 

H-C(15')); 0.85 (d, J = 6.6. 2 Me-C(I5')); 0.87 (I, J(23.22) = 6.6, 3 H-C(23)). '-'C-NMR: 29.1-30.0 (series of i ,  
C(T)-C(12'), C(4)-C(20)); 27.41 ( i .  C(13')); 39.05 ( i ,  C(14')); 27.96 (d, C(l5')): 22.65 (4, C(16'). Me-C(15')); 

83 (24), 57 (60). 43 (100). 

6. Oceanapin D ( = N-((2S.3 R.4 E)-l.3-Diliydro.u~-¡6-riie1/1~lliepiadec-4-e~i-_7-?.l/-2l-iiic~ii~~ldocosa~ia~~ii~e ; 
5). White powder. M.p. {hexane) 70-72". 'H-NMR: 1.24 (br. s, CH2(8') to CH2(15'). CH2(4) to CH2(20)); 1.49 (m. 
H-C(16'). H-C(ZI)); 0.85 (d, J =,6.6,2 Me-C( 16'). 2 Me-C(2I)). "C-NMR: 29.1-30.0 (seriesof?, C(7')C(13'), 
C(4)-C(18)): 27.40 ( i ,  C(14'), C(19)); 39.05 (I, C(15'). C(20)): 37.95. (d, C(l6'). C(21)); 22.65 (q, C(17'). 
Me-C(16'). C(22). Me-C(2I)). EI-MS: 617 (0.8. [M - HZO]+). 586 (l), 379 (21). 378 (18). 337 (2 ) .  83 (27). 82 
(20). 57 (62). 43 (100). FAB-MS (3-nitrobenzyl alcohol matrix): 658 (0.5, [M + Na]'). 618 (1.1. [M + H - H,O]'). 

7. Oceaiiapin E ( = N-f(ZS.3 R,4 E)-l .3-Dil i~~dro.~~-I6-~1ie1l i~locia~lec-4- i~~i-Z-~lJ~loco.~u~iu~~iid~ ; 6) .  White 
powder. M.p. (hexane) 65-68". 'H-NMR: 1.24 (hr. s. CH2(8') to CH,(IS'), CH,(17'). CH,(4) to CH2(21)); 0.87 (I, 
J(22.21) = 6.6, 3 H-C(22)). "C-NMR: 29.1-30.0 (series of i ,  C(7')-C(13'), C(17'), C(4)-C(19)); 31.90 ( i .  C(20)); 

82 (4% 57 (94). 43 (100). HR-EI-MS: 364.3576 f 0.0050 (C24H46N0, calc. 364.3579). 

8. Oeeanapin F ( = N-[(2S.3 R.4 E)- 1,3-Dili~~dra.~~-I6-nie1li~~loc1adee-4-en-2-L.lj-,7I-~ne/liyldocosananiide : 7). 
White powder. M.p. (hexane) 70-75O. [XIE = -2.1. [or]:& = -8.0 (c = 0.35, CHCI,)?). IR (nujol): 3360 (br.), 
2920~s. 2 8 5 0 ~ ~  164Ovs, 1470s, 1360ni, l178ni. 1068s. 988ni. 'H-NMR: 3.70 (br. dd, J,,, = 11.0, 3.7). 3.96 (di, 
JE,, = 11.0, 3.7, 2 H-C(1')); 3.89 (ddi, J = 6.6, 5.6. 3.7, H-C(2')); 4.29 (br. ddd. J(3',2') = 5.6, J(3',4') = 6.6, 

31.90 ( I ,  C(21)); 22.67 ( i ,  C(22)); 14.09 (4. C(23)). EI-MS: 603 (O.S. [M - H20lt). 572 (I). 379 (3). 378 (3) .  I 1  1(6), 

22.68 (I, C(21). 14.09 (9. C(22)). EI-MS: 617 (2. [M - H20]+), 586 (3). 366 (22). 364 (3 I). 252 (4). I I I (13). 83 (48), 

J(OH.3') = 4.7, H-C(3')); 2.62 (d, J(OH.3') = 4.7, OH-C(3')); 5.51 (ddl, J(q.5') = 15.3, J(4',3') = 6:6, 
J(C.6') = 1.2, H-C(4')); 5.76 (dld, J(S',4') = 15.3, J(S.6') = 6.9. J(5',3') = 1.2, H-C(5')); 2.02 ('4'. 
J(6',5') zz J(6'.7') = 6.9, CH2(6')); 1.30 (in, CHJ7'). H-C( 16')); 1.24 (br. s, CH2(8') to CH,(15'), CH,(17'), CH,(4) 
to CH,(ZO)): 0.84 ( I ,  J(lg.17') = 6.6, 3 H-C(I8')); 6.30 (br. d, J(NH,Z') = 6.6, NH-C(1)): 2.22 (I, J(2,3) = 7.5, 
CH2(2)); 1.60 (ni, CH2(3)); 1.49 ( n i ,  H-C(ZI)): 0.85 (d, J = 6.6, 2 Me-C(21), Me-C(16')). Ik-NMR: 62.52 (r, 
C(1')); 54.45 (d, C(2')); 74.72 (d, C(3')); 128.80 (d, C(4')); 134.30 (d, C(5')); 32.25 ( i .  C(6')); 29.1-30.0 (series of r,  
C(7')-C(13').C(17'),C(4)-C(18));27.10 (bC(14)); 36.63(1,C(IS')): 34.38 (d.C(l6.)); 11.39(q. C(18')); 19.21 (q, 
Me-C(l6')); 173.85 (s, C(1)); 36.83 (I, CO)): 35.74 (I, C(3)); 27.40 ( i ,  C(19)): 39.05 ( r .  C(20)); 27.95 (d, C(21)); 
22.64 (4. C(22). Me-C(2I)). EI-MS: 631 (I. [ M  - H20]+'), 614 ( I ) .  602 (2). 379 (27). 378 (16). 350 (4). 337 (3). 352 
(2). 11 I (8), 83 (30). 82 (18). 57 (69). 43 (100). HR-ELMS: 378.3735 f 0.0040 (C25H,BN0, calc. 378.3736). 

9. Acid ff.I'flro/?..%i.% of Oceanapins A -F(Z-7) .  Each single, pure oceanapin (7-10 nig) was dissolved in 3 ml of 
I . 2 M  H2S04 in 85?4 MeOH and heated at reflux for 6 h. The mixture was then cooled. treated with H,O ( I  ml). and 
then extracted with hexane (3 x 3 ml). The ors. phase was percolated through a l4,'liuInian phase-separation filter 
and evaporated: methyl ester 9. The aq. layer was treated with ZM NaOH. then extracted with AcOEI ( 3  x 3 ml), 
percolated through a Wliainiaii phase-separation filter, and finally evaporated: sphingosine 8. 

') 

- 

... 
Also for the other oceanapins. we ohrained low [I]. values, which. coupled to the scarce avd¡\ahil¡ty of these 
compounds. resulted in large uncertainties in [XI. 
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(4El-2-Aniinohe.radec-4-ene-1,3-diol(8a): 'H-NMR: 3.67, 3.61 (2dd. Jgem = 11.0,J(1,2) = 5.7. CH2(I)); 2.83 
Cq', J(2.1) "V J(2,3) = 5.4. H-C(2)); 4.03 (ddd. J(3.4) = 6.6, J(3,2) = 5.4, J(3.5) = 1.2, H-C(3)); 5.45 (ddl, 
J(4.5) = 15.3, J(4.3) = 6.6, J(4.6) = 1.2, H-C(4)); 5.73 (dId, J(5.4) 15.3, J(5,6) = 6.6, J(5,3) = 1.2. H-C(S)); 
2.03 (4. J(6.5) = J(6.7) = 6.6, CHz(6)); 1.35 (quinl., J(7.6) zz J(7.8) = 6.6, CH2(7)); 1.24 (nt. CH2(8) to CH2(15)); 
0.86 (I, J(16,15)= 6.6. 3 H-C(16)); 2.45 (br. s, OH). "C-NMR: 64.04 (I, C(1)); 56.15 (d, C(2)); 75.39 (d. C(3)); 
129.30 (d, C(4)); 134.68 (d, C(5)); 32.33 (I, C(6)); 29.7-29.2 (series of I, C(7)-C(13)); 31.90 (I, C(14)); 22.67 (I, 
C(15)); 14.09 (9, C(16)). 

(4 El-2-Amino-I5-merhylhexadec-4-ene-1.3-diol (8b): 'H-NMR: 1.24 (m. CH2(8) to CH2(14)); 1.50 (m. 
H-C(l5)); 0.85 (d, J = 6.6, 2 Me-C(15)). FAB-MS (3-nitrobenzyl alcohol matrix): 286 (5, [M + HI+), 268 (9, 

(4El-2-Amina-16-me1liylhep1adec-4-ene-1.3-diol (SC): 'H-NMR: 1.50 (m. H-C(16)); 0.85 (d, J = 6.6, 2 
Me-C(16)). "C-NMR: 27.41 (I, C(14)); 39.05 (I, c(15)); 27.96 (d, C(16)); 22.66 (4, C(17). Me-C(16)). FAB-MS: 
(3-nitrobenzyl alcohol matrix): 300 (8, [M + HI'), 282 (12. [M + H - H20]*). 

(4E~-Z-Amino-I6-melfiy~oc~adec-4-ene-l.3-dio1(8d): 'H-NMR: 1.24(br. s, CH2(8) to CH2(I 5). CH2(17)); 1.40 
(m. H-C(l6)); 0.84 (f, J(18.17) = 6.6, 3 H-C(18)); 0.85 (d, J(Me-C(16),16) = 6.6, Me-C(16)). I3C-NMR: 
29.1-29.9 (series of I, C(7)-C(13), C(17)); 27.41 (I, C(14)); 36.33 (I, C(15)); 34.39 (d, C(16)); 11.40 (9, C(18)); 19.21 
(9, Me-C( 16)). FAB-MS (3-nitrobenzyl alcohol matrix): 314 (4, [M + HI'), 296 (6, {M + H - H20]+). 

[M + H - HZO]'). 

Melhyl21-Melhy/d0cosanoale (9a): 'H-NMR: 2.29 (I, J(2,3) = 7.2, CH2(2)); 1.24 (br. s. CH2(3) to CH2(20)); 
l.50(m.H-C(21));0.85(d.J =6.6,2Me-C(21));3.65(s,MeO). "C-NMR: l74.37(s,C(I)); 34.12(r,C(Z));24.96 

1 
1 

1 
1 (I, c(3)); 3 1.92 (I, C(4)); 29.2-29.7 (series of I, C(5)-C( 18)); 27.42 (I, C( 19)); 39.05 (I, C(20)); 27.96 (d, C(21)); 22.66 

(4.2 Me-C(21)); 51.44 (4. MeO). EI-MS: 368 (39, M C ) ,  337 (2). 325 (9). 87 (70). 74 (100). 
Methyl TriCosanoare (9b): 'H-NMR: 2.29 (I, J(2,3) = 7.2, CH2(2)); 1.24 (m, CH2(3) to CH2(22)); 0.87 (I, 

W)-C(20)); 31.92 (I, C(21)); 22.69 (I, C(22)); 14.10 (q.C(23)); 51.44 (qt M a ) .  EI-MS: 368 (10. MC). 337(1), 325 
(9), 87 (70). 74 (100). 

Merhyl Docosanoare (9c): 'H-NMR: 2.29 (I, J(2.3) = 7.2, CH2(2)); 1.24 (br. s, CH2(3) to CH2(21)); 0.87 (I, 
J = 6.9, 3 H-C(22)). I3C-NMR: 174.37 (s. C(1)); 34.12 (I, C(2)); 24.96 (I, C(3)); 31.91 (I, C(4)); 29.1-29.7 (series 
of I, C(S)-C(19)); 31.92 (I, C(20)); 22.69 (I, C(21)); 14.1 I (9. C(22)); 51.44 (9, MeO). ELMS: 354 (8, M +). 87 (70), 

, 
1 J = 6.9,3 H-C(23)). "C-NMR: 174.4 (s, C(1)); 34.12 (I, C(2)); 24.9 (I, (33)); 31.91 (I, C(4)); 29.2-29.7 (series of I, 

74 (100). 

IO. N-[ (ZS.3 R.4 E)-I.3-(lsoprapylidenedioxy)oc1adec-4-enyl~ace1amide (11). To o-erylhro-sphingosine 
(= (2S,3R,4E)-2-aminooctadec-4-ene-1,3-diol; 1; Sigma; 3.0 mg, 0.010 mmol) in EtOH (0.5 ml) was added an 
excess of Ac20 and stirred for I h a t  r.t. The mixture was evaporated to give monoacetate 10 (3.3 mg, 97%) which 
was then dissolved in dry acetone (1 ml). Excess dry CuSO, was added and the mixture heated at reflux with stirring 
for 6 h, thencooled, filtered, and evaporated: 11 (3.2 mg, 87%). 

N-Aceroxysphingosine ( = N-f(2S.3 R.4E)-I .3-Dihydroxyoc1adec-4-en-2-yl]aceIamide ; 10): ' H-NMR: 3.95, 
3.70 (2 br. d. Jgem = 10.8, CHz(1)); 3.89 (m, H-C(2)); 4.31 (m. H-C(3)); 5.52 (dd, J(4.5) = 15.3. J(4,3) = 6.3, 
H-C(4)); 5.78 (dt. J(5,4) = 15.3, J(5.6) = 6.9, H-C(5)); 2.04 (m, CHl(6)); 1.35 (m. CH2(7)); 1.24 (br. s, CH2(8) to 
CHl(17)); 0.87 (I, J(18.17) = 6.9, 3 H-C(18)); 2.03 (s, NHCOMe). l3C-NMR: 62.39 (I, C(I)); 54.37, (d, C(2)); 
74.35 (d, C(3)); 128.70 (d, C(4)); 134.29 (4 C(5)); 32.26 ( t ,  C(6)); 29.1-29.7 (series of I ,  C(7)-C(15)): 31.91 (I, 
C(16)); 22.68 (I, C(17)); 14.10 (9, C(18)); 170.74 (s, NHCOMe); 23.40 (4. MeCO). EI-MS: 324 ( I ) ,  323 (0.5, 

Daraofll: 'H-NMR:4.00, 3.61 (2dd,J,,= 11.3.J(1,2)=5.2. 9.1,CH2(1));3.83 (dddd,J(2.1)=5.2,9.1, 
[M -HzO]*), 310 (I), 292 (I), 102 (69). 85 (98), 57 (24). 43 (100). 

J(2,3) = 9.6. J(2,NH) = 8.3, H-C(2)); 4.04 (dd, J(3.2) = 9.6, J(3,4) = 7.5, H-C(3)); 5.41 (ddi, J(4.5) = 15.4, 
J(4.3) = 7.5. J(4.6) = 1.4, H-C(4)); 5.74 (dl, J(5.4) = 15.3, J(5.6) = 6.8, H-C(S)); 2.02 (4. J = 6.8. CH216)): 1.35 
(m, CHz(7)); 1.24 (br. s, CH,@) to CH2(17)); 0.87 (I. J(18.17) = 6.9, 3 H-C(18)); 2.04 (s. NHCOMe); 1.47, 1.41 
(2s. Me2C); 5.19 (br. d, J = 8.4, NH). I3C-NMR: 62.70 (I, C(1)); 48.28 (d, C(2)); 74.12 (d. C(3)); 127.25 (d. C(4)); 
136.53 (d. C(5)); 32.30 (I, C(6)); 29.1-29.7 (series of!. C(7)-C(15)); 31.90 (I, C(16)); 22.67 (I. C(17)); 14.10 (4, 
C(18)); 169.75 (.Y, NHCOMe): 23.38 (4, MeCO); 98.87 (s, Me2C): 28.40, 28.96 (2q. Me2C). EI-MS: 366 (1.6. 
[ M  - IS]'). 324 (2), 323 (I), 102 (IO), 85 (65), 82 (23). 57 (49). 43 (100). 

1 I. N-[(2S.3 R.4 E)4,3-( Isopropy1idenedio.t-y)- 16-me1/i~~loc1adec-4-eri-2-~1]-21-me11~~1doco~a~1a11iide (12). As 
described for 11, 7 (3.9 mg, 0.06 mmol) was transformed into 12 (4.0 mg. 97%). 'H-NMR: 3.99. 3.64 (2dd, 
Jgem = I 1.3.J(1'.2') = 5.1 or9.3,CH2(I'));3.82(dddd,J(2',1')= 9.3,5.3.5(2'.3') =9.6,J(Z',NH) = 8.1. H-C(Z)): 
4.07 (dd, J(Y.2')  = 9.6, J(3'.4') = 7.8. H-C(3')); 3.82 (dddd, J(2'.I'a) = 5.1, J(Z',I'b) = 9.3. J(2',3') = 9.6, 
J(Z',NH) = 8.1. H-C(2')); 5.39 (ddr, J ( 4 . 5 ' )  = 15.3, J(4',3') = 7.8. J(4.6') = 1.2. H-C(4')); 5.13 (d, 
J(NH,2') = % l .  NH): 1.48, 1.41 (2s. Me,C). 'ZC-NMR:62.72(~.C(1')):48.11 (d.C(Z')); 74.10(d,C(3')): 127.28(d, 
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C(4')); 136.5 I (d, C(5')); 32.33 (I, C(6')); 29.2-29.7 (series of i, C(7')-C(13'), C( 17'). C(4)-C( 18)); 27.1 I (i. C(l4')): 
36.64(1. C(l5')); 34.39 (d,C(l6')): 19.21 (9. Me-C(16')); 11.40(q.C(18')); 172.88 (s,C(l)); 36.89 (kC(2)); 25.69 (I, 
C(3)); 27.41 (i, (319)); 39.05 (I, C(20)): 27.95 (d. C(21)); 22.65 (4.2 Me-C(2I)); 98.83 (s, Me2C); 28.99.28.47 (ZS, 
Me&). EI-MS: 674 (2, [M - IS]'), 632 (l.5), 379 (63). 378 (12). 278 (18). 85 (25). 82 (23). 57 (60). 43 (100). 

12. Mosher's Esiers. A soln. o f  5 (9.0 mg. 0.014 mmol), I H-imidazole (2.5 mg. 0.036 mmol), and (rerr- 
butyl)diphenylsilyl chloride (Aldrich; 5.0 mg, 0.018 mol) in dry DMF (1 ml) was stirred at 60" under N2 for 12 h. 
The mixture was cooled, treated with HzO (2 ml), and extracted with AcOEt (3 x 3 ml). The org. phase was washed 
with sat. aq. NaCl soIn., dried (Na2S04), and evaporated to give a residue that was subjected to prep. TLC 
(hexane/AcOEt 7:3): pure (+)-I3 (10.8 mg, 89%). Rr0.7. To a soln. of (+)-I3 (5.3 mg. 0.006 mmol) in dry pyridine 
(0.2 ml) and CC14 (0.2 ml) were added 3 mol-equiv. of (+)-(S)-MTPACI (Aldrich) and stirred at r.t. for 24 h. Sat. 
aq. CuS04 soln. (3 ml) was added and the mixture percolated through a Wliarman phase-separation filter. The 
filtrate was evaporated and the residue subjected to HPLC (CN, hexane/i-PrOH 98:2. À = 225 nm): pure (+)-14a 
( f R  5.3 min; 4.8 mg, 90%) besides unreacted (+)-13 (rR 9.3 min, 1 mg). 

Following the same procedure with (-)-(R)-MTPACI and (+)-13 (4.0 mg), pure (-)-14b (iK 5.5 min; 4.4 mg, 
88%) was obtained. 

N -I (2S.3 R-4 E)- I - [ (  tert- Buf~~l)diplienylsilyloxy]-3-liydroxy-I6-mefliyll1eptadec-4-en-2-~~l-2l-nieiliyldocosa1i- 
amide ((+)-13): [a]? = +5, [a]:& = +37 (c = 0.4, CHCI,). 'H-NMR: 3.95, 3.75 (Zm, CH?(I'). H-C(2')); 4.20 (ni, 
H-C(3')); 5.46 (dd, J(4.5') = 15.3. J(4',3') = 6.0, J(4.6')  = 1.2, H-C(4')); 5.76 (dtd. J(S.4') = 15.3, 
J(5',6') = 6.9, J(5',3') = 1.2, H-C(5')); 2.02 ('q', J(C.7') -J(6',5') = 6.9, CHJ6')); 1.30-1.20 (ni, CHz(7') to 
CH?(15').CH2(4)toCH2(20)); 1.50(ni, H-C(16'), H-C(21));0.85(d,J = 6.6,2Me-C(16').2 Me-C(21));6.10(d, 
J(NH.2') = 8.1, NH); 2.18 (i, J(2,3) = 7.5, CH2(2)); 1.60 (m, CH2(3)); 3.56 (br. d, J = 7.2, OH); 1.06 (s, Me,C); 
7.61.7.39 (2m, Ph). 'IC-NMR: 63.98 (I, C(1')); 53.92 (d, C(2')); 74.28 (d, C(3')); 128.93 (d, C(4')); 133.38 (d, C(5')); 
32.32 (1, C(6')); 29.2-29.9 (series o f  I ,  C(7')-C( 13'). C(4)-C(18)); 27.41 (f. C( 14'),C( 19)); 36.82 (I, C( IS)); 27.95 (i, 
C(16'). C(21)); 22.65 (4, C(17'), Me-C(16'), C(22). Me-C(21)); 173.33 (s, C(1)); 36.82 (i. C(2)); 25.76 (I, C(3)); 
26.84 (9, A4e3C); 19.14 (s, Me,C); 132.37 (s, 2 C, Ph); 130.07 (d, 2 C. Ph); 127.89 (d, 4 C. Ph); 135.49 (d. 4 C. Ph). 
EI-MS: 855 (0.5, [ M  - H*O]'), 799 (49, 798 (68), 264 (9). 199 (73). 57 (SO), 43 (47). 

(2 S.3 R.4 E)-] -[( tert-But~~l)diplien~lsil~lo.~~~]-16-me1Ii~~I-2-(21-me1l1~~ldocosu1iotiiido)liesodec-4-en-3-y~ ( R/-  
3.3.3-Trijluoro-2-nieihoxy-2-phenylpropunoaie ((+)-14a): [u Jg = +8.0 (c = 0.2, CHCI,). 'H-NMR: 3.78,3.66 ( A B  
o f  ABX, J ( A B )  = 10.8, J ( A X )  = 3.9, J ( B X )  = 4.2, CH2(1')); 4.29 (m, H-C(2')); 5.63 (I, J(2',3') -J(3',4') = 7.5, 
H-C(3')); 5.27 (ddi, J(4.5') = 15.3, J(4',3') = 7.2, J(4.6') = 0.9. H-C(4')); 5.80 (di, J(S.4') = 15.3, J(S.6') = 6.9, 
H-C(5')); 1.95 (m. CH,(&)); 1.20-1.30 (m, CHz(7') to CH2(15')); 1.50 (m, H-C(16'). H-C(21")); 0.85 (d, J = 6.6, 
2 Me-C(I6'). 2 Me-C(21")); 1.97 (m. CHz(23); 1.60 (m. CH2(3")); 5.44 (br. d, J(NH,2') =9.0, NH); 1.06 (s. 
Me,C); 7.59, 7.40 (2m, Ph); 3.37 (9. 'J(H,F) = 0.9, MeO). 'k-NMR: 63.55 (i, C(1')); 51.71 (d. C(2')); 75.77 (I, 
C(3')); 32.26 (f. C(6')); 29.2-30.0 (series of  I, C(7')-C(13'), C(4")-C(18")); 27.42 ( I .  C(14'), C(19")); 36.82 (i, 
C(l5')); 27.96(d, C(16'),C(21"));22.65 (q,2 Me-C(16'),2 Me-C(21")); 172.40(s,C(I")); 36.82(i,C(2"));25.63 (I. 
C(3")); 26.88 (9, Me$); 19.27(s, Me3C); 55.40(q, MeO); 138.99 (d); 135.54 (d); 130.02 (d); 129.51 (d); 128.27(d); 

(2 S ,3 R.4 E)- I-[ ( tert-Buiyl/diphenylsilyloxy]- 16-meihyl-2- (21-nie1hyldocosanamido)he.uodec-4-en-3-yl ( S )- 
3.3.3-Trijluoro-2-merhoxy-2-p/ienylproponoare ((-)-14b): [ O L I ~  = -10.0 (c = 0.2, CHCI,). 'H-NMR (only signals 
that differ from (+)-14a are reported): 3.65.3.60 ( A B o f  ABX, J ( A B )  = 10.5, J ( A X )  5 J(BX)  = 3.6, CHz(l')); 4.25 
(m. H-C(2')); 5.65 ( r ,  J(2',3') -5(3'.4') = 7.5, H-C(3')); 5.43 (ddi, J(4.5') = 15.3, J(4',3') = 7.3, J(4',6') = 1.3, 
H-C(4')); 5.91 (di, J(5',4')= 15.3, J(5',6')= 6.9, H-C(5')); 1.99 (ni, CHz(6')); 1.93 (ni, CHz(2")); 5.41 (br. d. 
J(NH.2') = 9.0, NH); 3.48 (9, 'J(H,F) = 0.9, MeO). "C-NMR (only signals are reported that differ from those o f  
(+)-14a): 76.03 (I. C(3')); 172.50 (s, C(1")); 36.75 (I, C(2")); 55.45 (q, MeO): 139.78 (d); 135.53 (d); 129.99 (d); 
128.69 ( 4 ;  128.34 (d); 127.51 (d); 127.26 ( d ) ;  124.00 (d) .  EI-MS: practically superimposable to that of (+)-l4a. 

127.90 (d) ;  127.42 (d) ;  123.60 (d). El-MS: 856 (1, [M - MTPAO]'), 799 (100).462 (27), 199 (23), 57 (86). 43 (62). 
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