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A novel sterol, sarcophytosterol (1), and four new cembranoids, sarcophytolins A—D (2—5), have been
isolated from the soft coral Lobophytum sarcophytoides along with four known metabolites 6—9. The rel-
ative structures of new metabolites were elucidated on the basis of extensive spectroscopic analyses and
X-ray diffraction analysis of 1, and the absolute configurations of 1 and 5 were determined by Mosher’s
method and CD spectrum, respectively. Compound 1 is a steroid possessing an unusual (20R,23R,24R)-

23,24-dimethyl-20-hydroxy side chain. Compounds 3, 6, 8, and 9 were shown to exhibit cytotoxicity to-
ward a limited panel of cancer cell lines. Furthermore, while 1 could effectively enhance the expression of
the pro-inflammatory iNOS protein in LPS-stimulated RAW264.7 macrophage cells, compounds 2, 3, 5—7
and 9 were found to effectively inhibit the accumulation of the pro-inflammatory of iNOS.

© 2010 Elsevier Ltd. All rights reserved.

1. Introduction

Worldwide chemical investigations on marine invertebrates
have demonstrated structural diversity in the terpenoid and steroid
constituents of octocorals.! In the course of our chemical studies on
the octocorals, metabolites with interesting bioactivity from For-
mosan soft corals, including sesquiterpenoids,?> diterpenoids,*~’
and steroids,®1° have been isolated. Recently, Taiwanese soft
corals of the Lobophytum genus have been shown to be the im-
portant sources of the bioactive terpenoids,'' ' and steroids. Our
investigation of natural products from the Dongsha atoll soft coral,
Lobophytum sarcophytoides (Moser, 1919, family Alcyoniidae), has
also led to the isolation of five new compounds, sarcophytosterol
(1) and sarcophytolins A—D (2—5), along with four known metab-
olites 6—9.1°717 The relative structures of new compounds were
established, and that of 1 was further confirmed by X-ray analysis.
The absolute configuration of 1 was determined by Mosher’s
method while that of 5 was established by CD spectrum. Some of
metabolites 1-9 were found to exhibit cytotoxicity toward a lim-
ited panel of human tumor cell lines, including breast adenocarci-
noma (MCF-7), colon adenocarcinoma (WiDr), laryngeal
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adenocarcinoma (HEp 2), medulloblastoma (Daoy), T-cell acute
lymphoblastic leukemia (CCRF-CEM), and colon adenocarcinoma
(DLD-1). The ability of 1-9 to inhibit the up-regulation of pro-in-
flammatory iNOS (inducible nitric oxide synthase) and COX-2
(cyclooxygenase-2) proteins in LPS (lipopolysaccharide)-stimulated
RAW264.7 macrophage cells was also evaluated. The results
revealed that compounds 3, 6, 8, and 9 showed some extent of
cytotoxicity toward the above cancer cell lines. Compounds 2, 3,
5-—7, and 9 were found to effectively inhibit the expression of the
pro-inflammatory iNOS protein. On the contrary, 1 could signifi-
cantly enhance the accumulation of iNOS.

2. Results and discussion

Sarcophytosterol (1), [¢]& —77 (c 0.28, CHCl3), was obtained as
colorless crystal, mp 121—125 °C, and had the molecular formula
Ca9Hyg0; as determined by HRESIMS (m/z calcd 451.3552, found
451.3549 [M+Na] "), requiring six degrees of unsaturation. The in-
frared spectrum of 1 showed absorption of hydroxy group (ymax
3392 cm™1). The '3C NMR spectroscopic data of 1 (Table 1) revealed
the presence of 29 carbon signals, which were identified by the
assistance of DEPT spectrum into seven methyls, eight sp> methy-
lenes, seven sp> methines (including an oxygenated carbon reso-
nating at ¢ 71.8), two sp? methines, five sp> quaternary carbons
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(including one oxygenated carbon resonating at 6 75.9, and two
olefinic ones resonating at 6¢ 141.0 and d¢ 160.9). From the "H NMR
spectrum of 1, the signals of two olefinic protons (éy 5.37, d,
J=4.0 Hz and dy 5.50, d, J=1.5 Hz), one hydroxymethine group (dy
3.53, m), and three singlet methyls (dy 1.00, s, 6y 1.04, s, and 6y 1.37,
s) were also observed. On the basis of the above analyses, it was
suggested that 1 is a steroidal compound.

The COSY and HMBC (Fig. 1) correlations were further used to
establish the molecular skeleton of 1. From the '"H—'H COSY spec-
trum of 1, it was possible to establish four proton sequences (a—d).
The HMBC experiment used to connect the above substructures
was found to show the following key correlations: H3-19 to C-1, C-5,
C-9, and C-10; Hy-4 to C-5 and C-6; H-6 to C-10; H3-18 to C-12, C-13,
C-14, and C-17; H-16 to C-13, C-17, and C-20; H3-21 to C-17, C-20,
and C-22; and both H3-28 and H3-29 to C-23 and C-24. Thus, 1 was
found to possess two double bonds at C-5/C-6 and C-16/C-17 po-
sitions, two methyl substituents at C-23 and C-24, and a hydroxy
group at C-20. The structure of 1 could be determined un-
ambiguously from a single-crystal X-ray diffraction analysis (Fig. 2).
Furthermore, the absolute configuration of 1 was finally de-
termined using Mosher's method.!® The (S)- and (R)-MTPA esters of
1 (1a and 1b, respectively) were prepared using the corresponding
(R)-(—) and (S)-(+)-MTPA chloride, respectively. The determination
of A¢ values (ds—0Rr) for protons neighboring C-3 led to the as-
signment of the S configuration at C-3 in 1 (Fig. 3), and 1 was found
to be the sterol with an unusual (20R,23R,24R)-23,24-dimethyl-20-
hydroxy side chain.

Table 1

'H and C NMR data of 1
C/H 1

lHa 13Cb

1 1.09 m; 1.86 m 37.1 (CH,)?
2 1.51 m; 1.84 m 31.6 (CHy)
3 353 m 71.8 (CH)
4 224 m; 230 m 423 (CHy)
5 141.0 (qC)
6 5.37 d (4.0)° 121.5 (CH)
7 1.62 m; 2.01 m 31.5 (CHy)
8 1.69 m 30.4 (CH)
9 1.02 m 50.3 (CH)
10 36.6 (qC)
11 1.60 m 20.9 (CH,)
12 1.59 m; 2.10 m 36.2 (CHy)
13 47.4 (qC)
14 141 m 57.9 (CH)
15 1.87 m; 2.06 m 31.0 (CHy)
16 5.50d (1.5) 123.8 (CH)
17 160.9 (qC)
18 1.00s 18.1 (CHs)
19 1.04s 19.3 (CH3)
20 75.9 (qC)
21 137s 29.6 (CH3)
22 1.50 m; 1.57 m 49.0 (CHy)
23 1.83 m 29.6 (CH)
24 1.07 m 45.4 (CH)
25 1.42 m 30.8 (CH)
26 0.86 d (7.0) 21.0 (CH3)
27 0.89 d (7.0) 21.4 (CH3)
28 0.76 d (7.0) 11.6 (CHs)
29 0.78 d (7.0) 15.7 (CHs)

2 Spectra recorded at 500 MHz in CDCls.

b Spectra recorded at 125 MHz in CDCl5,

¢ The J values are in hertz in parentheses.

d Attached protons were determined by DEPT experiments.

m— 'H-'H COSY
N HMBC

Figure 1. 'H—'H COSY and HMBC correlations for 1.

Figure 2. X-ray crystal structure for 1.
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Figure 3. 'H NMR chemical shift differences Ad (6S—3R) in ppm for the MTPA esters of 1.

Sarcophytolin A (2) exhibited a pseudomolecular ion peak in
the HRESIMS at m/z 457.2206 [M+Na]*, establishing the molecular
formula Cy4H3407 Thus, eight degrees of unsaturation were de-
termined for 2. The IR spectrum of 2 revealed the presence of
hydroxy (vmax 3444 cm™') and carbonyl (ymax 1714 cm™') group.
The ¥C NMR and DEPT (Table 2) spectral data of 2 showed signals
of six methyls, four methylenes, seven methines (including two
oxymethines), three carbonyls, and four sp? quaternary carbons.

The 'H and ¥C NMR spectra (Table 2) displayed resonances for
one acetoxy moiety including one methyl (éy 2.01, 3H, s; dc 21.1)
and one oxygenated quaternary carbon (é. 170.1, qC), one iso-
propyl moiety including two sp? methyls (g 1.01, 3H, d, J=7.0 Hz;
0c 21.2 and oy 1.02, 3H, d, J=7.0 Hz; dc 22.6), two methyl ester
moieties including two methyls (dy 3.75, s; dc 51.6, and dy 3.70, s;
oc 51.3) and two carbonyls (6c 168.2 and 167.0, each qC), four
trisubstituted double bonds including four sp?> methines (3y 5.98,
1H, d, J=11.5 Hz, 6c 119.8; 6y 5.92, 1H, d, J=11.5 Hz, dc 124.9; iy
5.64, 1H, d, J=9.5 Hz, ¢ 137.1; ¢y 6.03, 1H, t, J=7.5 Hz, ic 140.0),
and four sp? quaternary carbons (¢ 142.6, 131.3, 134.7, and 135.1).
The remaining one degree of unsaturation identified 2 as
a monocyclic diterpenoid. The gross structure of 2 was further
established by 2D NMR experiments. From the 'H—'H COSY
spectrum (Fig. 4), it was possible to establish the proton sequences
from H-2 to H3-18 through H-3, H,-5 to H-7, H-9 to H-11, H-13 to
H-14, and Hs-16 to H3-17 through H,-15. The key HMBC correla-
tions of H-2, Hp-14, H3-16, and H3-17 to C-1; H-2 to C-3; H3-18 to
C-4 and C-5; H-7 to C-9 and C-19; H-9 to C-8 and C-19; H-11 to
C-12 and C-13; and H-13 to C-12 and C-20, permitted the con-
nection of the carbon skeleton. In addition, one acetoxy group
positioned at C-6 was confirmed from the HMBC correlations of H-
6 (0y 6.09, td, J=9.5, 2.0 Hz) and protons of an acetate methyl (dy
2.01, s) to the carbonyl (6¢c 170.1). As both C-19 and C-20 resonated
at 6 167.0 and 168.2, respectively, and protons of two methoxyls

Table 2
'H and C NMR data of 2-5
CH 2 3 4 5
1Ha 13Cb ch 13Cd 1Ha 13Cb lHa 13Cb
1 142.6 (qC)" 141.5 (qC) 150.3 (qC) 143.5 (qC)
2 598d (11.5)° 1198 (CH)  6.01d(11.6) 1201 (CH)  5.07d(9.0) 1188 (CH)  6.00d (11.5) 119.5 (CH)
3 5.92d(11.5) 1249 (CH)  5.97d(11.6) 1248 (CH)  3.42d(9.0) 59.3 (CH) 5.85d (11.5) 126.4 (CH)
4 131.3 (qC) 131.7 (qC) 59.8 (qC) 130.4 (qC)
5 227 t(12.0)
247 dd (12.0, 3.5) 453 (CHy)  2.29t(11.6) 454 (CHy)  1.49t(125) 448 (CHy)  207dd(125,100) 456 (CHy)
2.47 td (12.0, 3.6) 2.45 dd (12.5, 3.0) 2.84 dd (12.5, 6.0)
6 6.09 ddd 69.3 (CH) 6.10m 69.4 (CH) 5.98 ddd 67.7 (CH) 5.10 ddd 79.7 (CH)
(120,95, 35) (12.5,9.5,3.0) (100, 6.0,2.0)
7 5.64 d (9.5) 137.1(CH)  5.61d(96) 1370 (CH)  5.58d(9.5) 1348 (CH)  7.54d (2.0) 151.3 (CH)
8 134.7 (qC) 135.0 (C) 136.9 (qC) 132.1 (qC)
9 2.19m 335(CHy)  2.16m 340(CHy)  227m 332(CH;)  250m 243 (CH,)
2.79 dd (145, 7.5) 2.87 m 2.79 ddt
(15.0,7.0,2.0)
10 2.48 m 272(CHy)  258m 274(CHy;)  260m 264 (CHy)  246m 26.1 (CH,)
2.61m 2.70 dtd 3.12m
(16.5,7.0,2.0)
11 6.03 £ (7.5) 1400 (CH) ~ 6.06 m 1415 (CH)  6.00 t(7.0) 1419 (CH)  6.15dd (7.0, 4.0) 139.5 (CH)
12 135.1 (qC) 132.0 (qC) 131.4 (qC) 136.9 (qC)
13 4.57 dd (10.0, 3.5) 712 (CH) 5.82dd (11.2,40)  71.6 (CH) 5.79 dd (11.0, 4.0) 712 (CH) 4.811td (9.5, 5.0) 71.1 (CH)
14 242 dd (13.0,3.5) 369(CH;)  242m294m 342(CH;) 252 dd (14.0,4.0) 343(CHy)  252dd (13.0,5.0) 38.7 (CHy)
2.86 dd (13.0, 10.0) 3.05 dd (14.0, 11.0) 2,65 dd (13.0,9.5)
15 229 sept (7.0) 33.5 (CH) 2.41 sept (6.8) 32.6 (CH) 2.34 sept (6.5) 323 (CH) 2.41 sept (7.0) 33.8 (CH)
16 1.01d (7.0) 212(CHs)  1.03d(64) 209 (CHs)  1.00d (6.5) 212(CHs)  1.06 d (7.0) 213 (CHs)
17 1.02 d (7.0) 226(CH;)  1.04d(638) 229(CH;)  1.07d(6.5) 223(CH;)  1.06d (7.0) 22.5 (CHs)
18 181s 17.0(CHs) 1845 170 (CH3) 1475 17.3(CH3) 1815 17.4 (CHs)
19 167.0 (qC) 166.8 (qC) 167.0 (qC) 173.8 (qC)
20 168.2 (qC) 166.8 (qC) 166.7 (qC) 167.7 (qC)
6-OAc 201s 170.1(qC)  2.07s 169.8(qC) 2015 169.9 (qC)
212 (CHs) 213 (CHs) 21.0 (CHs)
13-0Ac 2.02s 170.1(qC)  2.06's 169.9 (qC)
21.0 (CHs) 212 (CHs)
19-OMe 3755 516 (CHy) 3765 516 (CHs)  3.79s 51.9 (CHs)
20-OMe  3.70s 513(CHs)  3.67s 514(CHs)  3.75s 51.7(CHs)  3.70s 51.4 (CHs)

¢ Spectra recorded at 500 MHz in CDCls.
b Spectra recorded at 125 MHz in CDCl5,
€ Spectra recorded at 400 MHz in CDCls,
4 Spectra recorded at 100 MHz in CDCls,

e
f

The J values are in hertz in parentheses.
Attached protons were determined by DEPT experiments.
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'H-'H cosy
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Figure 4. '"H—'H COSY and HMBC correlations for 2, 4, and 5.

gave HMBC correlations to these carbonyl carbons, thus the po-
sitions of two methyl esters at C-8 and C-12 were confirmed.
The relative stereochemistry of 2 was further confirmed by NOE
correlations (Fig. 5). The E geometries of two trisubstituted double
bonds at C-1/C-2 and C-3/C-4 in 2 were assigned from the NOE
interactions between H-2 (6 5.98, d, J=11.5 Hz) with the protons of
the isopropyl methyls (6 1.01, d, J=7.0 Hz and 1.02, d, J=7.5 Hz) and
Hs3-18 (0 1.81, s). The strong NOE correlations between H-3 and one
proton of Hy-5, which was assumed to be H-5a (dy 2.27t,
J=12.0Hz), and H-14 (éy 2.86, dd, J=13.0, 3.5 Hz), were observed
therefore, this H-14 was characterized as H-14¢. Furthermore, H-58
(0n 2.47,dd, J=12.0, 3.5 Hz) and H-14 (éy 2.42, dd, J=13.0, 10.0 Hz)
exhibited NOE interactions with H-6 (dy 6.09, ddd, J=12.0, 9.5,
3.5 Hz) and H-13 (64 4.57, dd, J=10.0, 3.5 Hz), respectively, revealing
the a-orientation of the acetoxy group at C-6 and the hydroxyl
group at C-13. Furthermore, the chemical shifts of H-7 and H-11 at
6 5.64 and 6 6.03, respectively, were in favor of Z configurations for
both C-7/C-8 and C-11/C-12 double bonds,'®? as also confirmed by
NOE correlations of both H-7 and H-11 with one proton of Hy-9. On

Figure 5. Selected NOE correlations for 2, 4, and 5.

the basis of the above findings and other detailed NOE correlations
(Fig. 5), the relative structure of sarcophytolin A (2) was deduced.
Further investigation on the absolute configuration of 2 by
Mosher’s method® did not succeed, as although the (R)-MTPA ester
of 2 could be easily prepared by reaction of 2 with (S)-( + )-MTPA
chloride, however, 2 could not be converted into its (R)-MTPA ester
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by repeated reactions with (R)-(—) -MTPA chloride, a phenomenon
still awaits explanation.

Sarcophytolin B (3) was found to possess the molecular formula
Cy6H360g as revealed by the HRESIMS spectrum (m/z 499.2305
[M+Na]™) and NMR data (Table 2). The IR absorption band at
1737 cm~ ! indicated the presence of ester carbonyl group in 3. The
TH NMR spectrum of 3, measured in CDCl; (Table 2), displayed
seven methyl groups including one olefinic methyl (6y 1.84, 3H, s),
two secondary methyls (dy 1.03 and 1.04, 6H, d, ]=6.4 and 6.8 Hz,
respectively), two acetate methyls (dy 2.07 and 2.02, 6H, s) and
two ester methyls (éy 3.76 and 3.67, 6H, s). In the lower field, the
four protons, which showed overlapped signals at dy 5.9—-6.2,
measured in CDCl3, were well resolved by measuring the 'H NMR
spectrum in CgDg, which showed signals of H-2, H-3, H-6, and H-
11 at 6y 6.29 (d, J=11.2 Hz), 6.17 (d, J=11.6 Hz), 6.61 (ddd, J=11.6,
3.6, 2.0 Hz), and 6.22 (t, J=6.8 Hz), respectively. Comparison of the
NMR data of 3 with those of 2 (Table 2) revealed that the hydroxy
group in 2 was replaced by signals of an acetoxy group, including
one carbonyl (6c 170.1) and one acetate methyl (éy 2.02, 3H, s).
Thus, 3 is the acetyl derivative of 2, as confirmed by the in-
terpretations of the '"H—'H COSY and HMBC correlations (Fig. 4).
We observed further that acetylation of 2 gave a product, which
was found to be identical with 3 by comparison of the physical and
spectroscopic data. Thus, the structure of compound 3 was then
determined.

Sarcophytolin C (4) showed the pseudomolecular ion peak
[M+Na]" at m/z 515.2253 in the HRESIMS, suggesting the molec-
ular formula CygH3609 and nine degrees of unsaturation. The IR
spectrum suggested the presence of ester carbonyl group in 4 (vmax
1747 cm™1). The 3C NMR spectroscopic data (Table 2) of 4 were
found to be very similar to those of 3, except for the replacement of
a trisubstituted double bond in the butadiene system of 3 by an
epoxide moiety in 4 (6. 59.3, CH, C-3 and 59.8, qC, C-4). It was also
found that the chemical shifts and J values for H-2 (éy 5.16, d,
J=8.0Hz) and H-3 (dy 3.42, d, J=9.0 Hz) of a known 3,4-epox-
ycembranoid?! are very similar to those of 4. Thus, 4 might also
possess 3,4-epoxy group in cembrene. The HMBC correlations
displayed from H3-18 (dy 1.47, s) to the epoxide carbons C-3 and
C-4, coupled with '"H—'H COSY correlations found between the
epoxy proton and the olefinic proton at dy 5.07 (d, J=9.0 Hz), con-
firmed the C-3/C-4 and C-1/C-2 positions of the epoxy group and
a trisubstituted double bond, respectively. Further investigations
on the '"H—"H COSY and HMBC correlations (Fig. 4) positioned two
trisubstituted double bonds, two methyl ester groups, and two
acetoxy groups at C-7/C-8, C-11/C-12, C-8, C-12, C-6 and C-13,
respectively.

The relative stereochemistry of 4 was resolved by analysis of
NOE correlations (Fig. 5). Assuming the o-orientation of H-3, and
from NOE correlations between H-3 and both H-5a (dy 1.49, t,
J=12.5 Hz) and H-14a (6y 3.05, dd, J=14.0, 11.0 Hz), and the corre-
lations between H-58 (6y 2.45, dd, J=12.5, 3.0 Hz) and H-6 (dy 5.98,
ddd, J=12.5, 9.5, 3.0 Hz), and H-14f (6y 2.52, dd, J=14.0, 4.0 Hz) and
H-13 (dy 5.79, dd, J=11.0, 4.0 Hz), the a-orientations of two acetoxy
groups at C-6 and C-13 were shown as in Figure 5. On the basis of
the above findings and other detailed NOE correlations (Fig. 5), the
structure of compound 4, a 3,4-epoxy derivative of 3, was
determined.

Sarcophytolin D (5) was found to have the molecular formula
C21H380s, as revealed from the HRESIMS (m/z 383.1832 [M+Na]™)
and NMR data (Table 2), implying eight degrees of unsaturation.
The NMR data (Table 2) revealed the presence of four trisubstituted
double bonds and the absence of one carbomethoxy methyl in
comparison with those of 1. Also, the IR absorptions at 3479, 1747,
and 1714 cm~! indicated the presence of hydroxy, ester carbonyl,
and a,B-unsaturated ester groups. Similar to 2 and 3, two of these
double bonds represented a conjugated diene moiety, as shown in

structure of 5 (éy 6.00 and 5.85, each 1H, d, J=11.5 Hz, for both
protons, dc 119.5 and 126.4, CH; 143.5 and 130.4, qC). Moreover, it
was found that 5 differed from 2—4 by the presence of an «,3-un-
saturated-y-lactone ring (6y 7.54 d, J=2.0 Hz and 5.10 ddd, J=10.0,
6.0, 2.0 Hz, 6c 151.3 and 79.7, CH; 173.8 and 132.1, qC). The in-
terpretation of 'H—'H COSY and HMBC correlations (Fig. 4) were
successively used to determine the positions of hydroxy group,
double bonds, methyl ester group, and a,B-unsaturated-y-lactone
ring and resulted in the establishment of the planar structure of 5.
Compound 5 is found to be a 12-carbomethoxy-13-hydroxy-
cembra-1,3,7,11- tetraen-6,19-olide.

The absolute stereochemistry of 5 was further confirmed by
NOE correlations (Fig. 5) and CD spectrum. The E geometries for
both C-1/C-2 and C-3/C-4 double bonds and the Z geometries for
both C-7/C-8 and C-11/C-12 double bonds were determined by the
same procedure as for the identification of compound 2, and the B-
orientations of H-6 and H-13 were established as well. The CD
spectrum of 5 revealed that the negative Cotton effect at 206 nm
and positive Cotton effect at 231 and 254 nm were observed, sug-
gesting the R configuration at C-6.2? Thus, the structure of com-
pound 5 was determined.

It is worth noting that metabolite 1 is a sterol possessing
a rarely found (20R,23R,24R)-23,24-dimethyl-20-hydroxy side
chain. The cytotoxic activity of 1-9 against six human cancer cell
lines, breast adenocarcinoma (MCF-7), colon adenocarcinoma
(WiDr), laryngeal adenocarcinoma (HEp 2), medulloblastoma
(Daoy), T-cell acute lymphoblastic leukemia (CCRF-CEM), and co-
lon adenocarcinoma (DLD-1) was also assayed. The results showed
that in compounds 19, compound 8 exhibited more stronger
cytotoxicity against MCF-7, WiDr, HEp 2, and DLD-1 cancer cell
lines with EDsg values of 4.8, 11.8, 14.1, and 3.2 pg/mL, respectively,
and 6 was found to be more cytotoxic than other isolates against
Daoy and CCRF-CEM cancer cell lines with EDs5q values of 11.4 and
7.4 ng/mlL, respectively, and have the same EDsq value of 3.2 ug/mL
toward DLD-1 cell line, as that of 8. Steroid 9 has been shown to
exhibit moderate cytotoxicity toward MCF-7 cells (ED5q 7.2 pg/mL)
and cembranoid 3 showed weak cytotoxicity against MCF-7 and
Daoy cell lines (Table 3). Furthermore, the in vitro anti-in-
flammatory effect of cembranoids 1—9 was tested. In this assay, the
up-regulation of the pro-inflammatory iNOS and COX-2 proteins of
LPS-stimulated RAW264.7 macrophage cells was evaluated using
immunoblot analysis. At a concentration of 10 uM, compounds 2,
3,5-7, and 9 were found to effectively reduce the levels of iNOS to
39.0+:14.1%, 24.44-11.3%, 38.44-14.9%, 38.64+-24.4%, 49.6+3.9%, and
54.2+4.4%, respectively, while 1 significant enhanced the accu-
mulation of iNOS to 218.2+28.6%, relative to the control cells
stimulated with LPS only. It was shown that no significant re-
duction of COX-2 protein expression could be found for these
compounds. Thus, compounds 2, 3, 5—7, and 9 might be the useful
anti-inflammatory agents to inhibit the expression of iNOS protein
(Fig. 6).

Table 3

Cytotoxicity (EDsp pg/mL) of compounds 1-9
Compound MCF-7 WiDr HEp 2 Daoy CCRF-CEMM DLD-1
1 (= (=) (=) (=) (=) (=)
2 224 (=) (=) (=) (— (=
3 14.4 33.7 24.8 14.4 (—) (=)
4 31.1 (=) (=) 354 (=) (=)
5 (=) (=) (=) (=) (=) (=)
6 15.3 16.1 14.4 114 7.4 3.2
7 (=) (=) (=) (=) (=) (=)
8 4.8 11.8 14.1 16.4 (=) 3.2
9 7.2 225 21.0 19.5 36.3 (=)
4 (—): Compound is considered inactive when EDso>40 pg/mL.
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Figure 6. Effect of compounds 1-9 on iNOS protein expression of RAW264.7 macro-
phage cells by immunoblot analysis. The values are mean+SEM (n=6). Relative intensity
of the LPS alone stimulated group was taken as 100%. Under the same experimental
condition CAPE (caffeic acid phenylethyl ester, 10 uM) reduced the levels of the iNOS to
2.543.7%, respectively.*Significantly different from LPS alone stimulated group
(*P<0.05). *Stimulated with LPS, Pstimulated with LPS in the presence of 1-9 (10 uM).

3. Experimental section
3.1. General experimental procedures

Melting points were determined using a Fisher-Johns melting
point apparatus. Optical rotations were measured on a JASCO
P-1020 polarimeter. Ultraviolet spectra were recorded on a JASCO
V-650 spectrophotometer. IR spectra were recorded on a JASCO FT/
IR-4100 infrared spectrophotometer. CD spectrum was measured
on a JASCO J-815 spectrophotometer. IR spectra were recorded on
a Varian 400MR FT-NMR (or Varian Unity INOVA500 FT-NMR) in-
strument at 400 MHz (or 500 MHz) for 'H and 100 MHz (or
125 MHz) for 3C in CDCl5. LRMS and HRMS were obtained by ESI on
a Bruker APEX Il mass spectrometer. Silica gel (Merck,
230—400 mesh) was used for column chromatography. Precoated
silica gel plates (Merck, Kieselgel 60 F-254, 0.2 mm) were used for
analytical TLC. High-performance liquid chromatography was per-
formed on a Hitachi L-7100 HPLC apparatus with a Merck Hibar
Si-60 column (250x21 mm, 7 pm) and on a Hitachi L-2455 HPLC
apparatus with a Inertsil ODS-3 column (250x20 mm, 5 pm).

3.2. Organism

L. sarcophytoides was collected by hand using scuba off the coast
of Dongsha, Taiwan, in April 2007, at a depth of 5—10 m and stored
in a freezer until extraction. A voucher sample was deposited at the
Department of Marine Biotechnology and Resources, National Sun
Yat-sen University.

3.3. Extraction and separation

The frozen bodies of L. sarcophytoides (1.2 kg, wet wt) were
minced and exhaustively extracted with EtOAc (1 Lx5). The EtOAc
extract (1.20 g) was chromatographed over silica gel by column
chromatography and eluted with EtOAc in n-hexane (0—100%,
stepwise) then with MeOH in EtOAc (50—100%, stepwise) to yield
thirteen fractions. Fraction 5 eluted with n-hexane—EtOAc (20:1)
was purified over silica gel using n-hexane—EtOAc (10:1) to afford
six subfractions (A1—A6). Subfraction A2 was further purified by
reverse-phase HPLC using MeOH—H,0 (12:1) to afford 6 (3.8 mg).
Fraction 8 eluted with n-hexane—EtOAc (4:1) was further separated
over silica gel using n-hexane—EtOAc (5:1) to afford six

subfractions (B1—B6). Subfraction B3 was further purified by re-
verse-phase HPLC using MeOH—H,0 (10:1) to afford 8 (2.6 mg) and
9 (6.9 mg). Subfraction B5 was purified by normal-phase HPLC
using gradient solvent n-hexane—EtOAc (5:1—-3:1) to afford 2
(7.1 mg), 3 (4.3 mg), and 5 (6.5 mg). Fraction 9 eluted with n-hex-
ane—EtOAc (2:1) was purified over silica gel using n-hexane—EtOAc
(4:1) to afford four subfractions (C1—C4). Subfraction C3 was fur-
ther purified by reverse-phase HPLC using acetonitrile—H,0 (1:1)
to afford 1 (15.5 mg). Fraction 10 eluted with n-hexane—EtOAc(1:1)
was purified over silica gel using n-hexane—EtOAc (1:1) to afford
four subfractions (D1-D4). Subfraction D2 was separated by re-
verse-phase HPLC using MeOH—H,0 (2.5:1) to afford 4 (3.3 mg).

3.3.1. Sarcophytosterol (1). Colorless needles; mp 121—125 °C; [a]?’
—77 (c 0.28, CHCl3); IR (neat) vmax 3392, 2965, 2931, 1457, and
1375 cm™!; ®Cand 'H NMR data, see Table 1; ESIMS m/z451 [M+Na]*;
HRESIMS m/z 451.3549 [M+-Na|* (calcd for Co9H4g0,Na, 451.3552).

3.3.2. Sarcophytolin A (2). Colorless oil; []# —71 (c 0.44, CHCI3); IR
(neat) vimax 3444, 2955, 2871, 1714, 1654, 1435, and 1243 cm™'; UV
(MeOH) Amax 248 and 214 nm (log €=3.7,3.7); *C and 'H NMR data,
see Table 2; ESIMS mjz 457 [M+Na]"; HRESIMS m/z 457.2206
[M+Na]* (calcd for Co4H3407Na, 457.2202).

3.3.3. Sarcophytolin B (3). Colorless oil; [a]5 —92 (¢ 0.33, CHCI3); IR
(neat) vmax 2955, 1737, 1371, and 1237 cm™'; UV (MeOH) Amax 247
and 211 nm (log e=3.6, 3.6); 13C and 'H NMR data, see Table 2;
ESIMS m/z 499 [M+Na]"; HRESIMS m/z 499.2305 [M+Na|* (calcd
for C26H3608Na, 499.2308).

3.3.4. Sarcophytolin C (4). Colorless oil; [«]3> —10 (c 0.42, CHCl3); IR
(neat) viax 2960, 2927, 1730, 1653, and 1436 cm™'; *Cand '"H NMR
data, see Table 2; ESIMS m/z 515 [M+Na]"; HRESIMS m/z 515.2253
[M-+Na]* (calcd for CogH3609Na, 515.2257).

3.3.5. Sarcophytolin D (5). Colorless oil; [a]3 +74 (c 0.10, CHCl3); IR
(neat) vinax 3479, 2958, 2927, 2873, 1747,1714,1651, and 1435 cm™!;
UV (MeOH) Amax 247 and 209 nm (log ¢=3.5, 3.6); CD (c 0.1, MeOH)
(mdeg) 206 (—6.5), 231 (39.3), 254 (20.5) nm; *C and 'H NMR data,
see Table 2; ESIMS m/z 383 [M+Na]*; HRESIMS m/z 383.1834
[M+Na]* (caled for Co1Hpg05Na, 383.1832).

3.3.6. Acetylation of 2. A solution of 2 (1.5 mg) in pyridine (0.1 mL)
was mixed with Ac0 (0.1 mL), and the mixture was stirred at room
temperature for 24 h. After evaporation of excess reagent, the res-
idue was subjected to column chromatograph over Si gel using
n-hexane—EtOAc (1:3) to yield compound 3 (0.5 mg, 30%).

3.4. Preparation of (S)- and (R)-MTPA esters of 1

To a solution of 1 (1.0 mg) in pyridine (100 puL) was added
(R)~(—)-a-methoxy-a-(trifluoromethyl)phenylacetyl chloride
(10 pL), and the solution was then allowed to stand overnight at
room temperature. The reaction mixture was added to 1.0 mL of
H,0, followed by extraction with EtOAc (1.0 mLx3). The EtOAc-
soluble layers were combined, dried over anhydrous MgSO4, and
evaporated. The residue was purified by a short silica gel column
using EtOAc—n-hexane (1:5) to yield the (S)-MTPA ester 1a (0.4 mg,
27%). The same procedure was applied to obtain the (R)-MTPA ester
1b (0.3 mg, 20%) from the reaction of (S)-(+)-a-methoxy-o-(tri-
fluoromethyl) phenylacetyl chloride with 1 in pyridine. Selective 'H
NMR (CDCls, 400 MHz) data of 1a: ¢ 1.172 (1H, t, J=7.2 Hz, H-1a),
2.435 (2H, m, H-4), 5.436 (1H, br s, H-6), 0.995 (3H, s, H-18), 1.038
(3H, s,H-19),1.375 (3H, s, H-21), 0.859 (3H, d, J=7.0 Hz, H-26), 0.890
(3H, d, J=7.0 Hz, H-27), 0.758 (3H, d, J=7.0 Hz, H-28), 0.786 (3H, d,
J=7.0 Hz, H-29); selective '"H NMR (CDClz, 400 MHz) data of 1b:
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6 1184 (1H, t, J=7.2 Hz, H-1a), 2.358 (2H, m, H-4), 5.424 (1H, br s,
H-6), 0.995 (3H, s, H-18), 1.041 (3H, s, H-19), 1.375 (3H, s, H-21),
0.873 (3H, d, J=7.0 Hz, H-26), 0.893 (3H, d, J=7.0 Hz, H-27), 0.753
(3H, d, J=7.0 Hz, H-28), 0.789 (3H, d, J=7.0 Hz, H-29).

3.5. X-ray diffraction analysis of sarcophytosterol (1)

A suitable colorless crystal (0.8x0.6x0.3 mm?) of 1 was grown by
slow evaporation of the EtOAc solution. Diffraction intensity data
were acquired with a Rigaku AFC7S single-crystal X-ray diffractom-
eter with graphite-monochromated Mo Ko radiation (1=0.71073 A).
Crystal data for 1: Cy9H4903 (formula weight 445.68), approximate
crystal size, 0.8x0.6x0.3 mm?, monoclinic, space group, P2; (# 4),
T=298(2) K, a=6.641(5) A, «=90°, b=17.573(13) A, $=90°, c=23.399
(11), y=90°, V=2731(3) A%, D.=1.084 Mg/m?, Z=4, F[(000)=988, 1(mo
Kzy=0.068 mm L. A total of 5415 reflections were collected in the
range 2.09°<0<26.05°, with 4939 independent reflections [R(int)=
0.0516], completeness to fmax Was 99.7%; psi-scan absorption cor-
rection applied; full-matrix least-squares refinement on F2, the
number of data/restraints/parameters were 4939/0/308; goodness-
of-fit on FP=0.979; final R indices [I>20(])], R1=0.0645, wR,=0.1621;
R indices (all data), R1=0.1462, wR,=0.1986, largest difference peak
and hole, 0.156 and —0.224 e/A~3.

3.6. Cytotoxicity testing

Cell lines were purchased from the American Type Culture
Collection (ATCC). Cytotoxicity assays of compounds 1-9 were
performed using the MTT [3-(4,5-dimethylthiazol-2-yl)-2,5
-diphenyltetrazolium bromide] colorimetric method.?42>

3.7. In vitro anti-inflammatory assay

Macrophage (RAW264.7) cell line was purchased from ATCC. In
vitro anti-inflammatory activity of compounds 1—9 were measured
by examining the inhibition of lipopolysaccharide (LPS) induced
upregulation of iNOS (inducible nitric oxide synthetase) and COX-2
(cyclooxygenase-2) proteins in macrophages cells using western
blotting analysis.2%27

Acknowledgements

Financial support of this work was provided by grants from
National Science Council of Taiwan (NSC 98-2113-M-110 -002-
MY3) and the Ministry of Education (97C031702) awarded to
J.-H.S.

Supplementary data

Supplementary data associated with this article can be found in
the online version at doi:10.1016/j.tet.2010.06.094.

References and notes

1. Blunt, J. W.; Copp, B. R.; Munro, M. H. G.; Northcote, P. T.; Prinsep, M. R. Nat.
Prod. Rep. 2010, 27, 165—237.

2. Tseng, Y.-J.; Wen, Z.-H.; Dai, C.-F.; Chiang, M. Y.; Sheu, J.-H. Org. Lett. 2009, 11,
5030—-5032.

3. Huang, H.-C.; Chao, C.-H.; Liao, J.-H.; Chiang, M. Y.; Dai, C.-F.; W, Y.-C.; Sheu, J.-H.
Tetrahedron Lett. 2005, 46, 7711-7714.

4. Tseng, Y.-J.; Ahmed, A. F; Dai, C.-F,; Chiang, M. Y.; Sheu, J.-H. Org. Lett. 2005, 7,
3813—3816.

5. Lu, Y.; Huang, C.-Y,; Lin, Y.-F.; Wen, Z.-H.; Su, J.-H.; Kuo, Y.-H.; Chiang, M. Y.;
Sheu, J.-H. J. Nat. Prod. 2008, 71, 1754—1759.

6. Lin, W.-Y.; Su, J.-H.; Lu, Y.; Wen, Z.-H.; Dai, C.-F.; Kuo, Y.-H.; Sheu, J.-H. Bioorg.
Med. Chem. 2010, 18, 1936—1941.

7. Chao, C.-H.; Wen, Z.-H.; Wu, Y.-C.; Yeh, H.-C.; Sheu, J.-H. J. Nat. Prod. 2008, 71,
1819—-1824.

8. Ahmed, A. F; Tai, S.-H.; Wu, Y.-C.; Sheu, J.-H. Steroids 2007, 72, 368—374.

9. Chao, C.-H.; Wen, Z.-H.; Su, ].-H.; Chen, L.-M.; Huang, H.-C.; Dai, C.-E,; Sheu, J.-H.
Steroids 2008, 73, 1353—1358.

10. Chao, C.-H.; Wen, Z.-H.; Chen, 1.-M,; Su, J.-H.; Huang, H.-C.; Chiang, M. Y.; Sheu,
J.-H. Tetrahedron 2008, 64, 3554—3560.

11. Lin, S.-T.; Wang, S.-K.; Cheng, S.-Y.; Duh, C.-Y. Org. Lett. 2009, 11, 3012—3014.

12. Cheng, S.-Y.; Wen, Z.-H.; Wang, S.-K.; Chiou, S.-F.; Hsu, C.-H.; Dai, C.-F.; Duh, C.-Y.
Bioorg. Med. Chem. 2009, 18, 3763—3769.

13. Cheng, S.-Y.; Wen, Z.-H.; Wang, S.-K.; Chiou, S.-F.; Hsu, C.-H.; Dai, C.-F.; Chiang,
M. Y.; Duh, C.-Y. J. Nat. Prod. 2009, 73, 152—155.

14. Duh, C.-Y.; Wang, S.-K.; Huang, B.-T.; Dai, C.-F. J. Nat. Prod. 2000, 63, 884—885.

15. Bowden, B. F,; Coll, J. C.; Heaton, A.; Konig, G. J. Nat. Prod. 1987, 4, 650—659.

16. Sheu, J.-H.; Chang, K.-C.; Duh, C.-Y. J. Nat. Prod. 2000, 63, 149—151.

17. Kazulauskas, R.; Marwood, ]. E;; Wells, R. J. Aust. J. Chem. 1980, 33, 1799—1803.

18. Ohtani, I.; Kusumi, T.; Kashman, Y.; Kakisawa, H. J. Am. Chem. Soc. 1991, 113,
4092—-4096.

19. Longeon, A.; Bourguet-Kondracki, M.-L.; Guyot, M. Tetrahedron Lett. 2002, 43,
5937-5939.

20. Liu, Z.-S.; Li, W.-D. Z; Peng, L.-Z.; Li, Y.; Li, Y.-L. J. Chem. Soc., Perkin Trans. 1 2000,
4250—4257.

21. Kobayashi, M.; Osabe, K. Chem. Pharm. Bull. 1989, 37, 1192—1196.

22. Gawronski, |. K.; Oeveren, A.; Deen, H.; Leung, C. W.; Feringa, B. L. J. Org. Chem.
1996, 61, 1513—1515.

23. Crystallographic data for compound 1 has been deposited with the Cam-
bridge Crystallographic Data Centre (deposition number CCDC 775719).
Copies of the data can be obtained, free of charge, on application to the Di-
rector, CCDC, 12 Union Road, Cambridge CB2 1EZ, UK (fax: +44 1223 336033
or e-mail: deposit@ccdc.cam.ac.uk).

24. Alley, M. C.; Scudiero, D. A.; Monks, A.; Hursey, M. L.; Czerwinski, M. J.; Fine, D. L.;
Abbott, B.].; Mayo, ]. G.; Shoemaker, R. H.; Boyd, M. R. Cancer Res. 1988, 48, 589—601.

25. Scudiero, D. A.; Shoemaker, R. H.; Paull, K. D.; Monks, A.; Tierney, S.; Nofziger,
T. H.; Currens, M. ].; Seniff, D.; Boyd, M. R. Cancer Res. 1988, 48, 4827—4833.

26. Jean, Y.-H.; Chen, W.-F,; Sung, C.-S.; Duh, C.-Y.; Huang, S.-Y.; Lin, C.-S.; Tai, M.-H.;
Tzeng, S.-F.; Wen, Z.-H. Br. J. Pharmacol. 2009, 158, 713—725.

27. Jean, Y.-H.; Chen, W.-E,; Duh, C.-Y.; Huang, S.-Y.; Hsu, C.-H.; Lin, C.-S.; Sung, C.-S.;
Chen, L.-M.; Wen, Z.-H. Eur. . Pharmacol. 2008, 578, 323—331.



