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Abstract

Bioassay-guided phytochemical investigation of Zygogynum calothyrsum using the human colon
carcinoma cell lines COL0O205 and KM12 led to the isolation of three new drimane-type
sesquiterpenoids, 1B-p-coumaroyloxydrimeninol (1), 13-coumaroyloxy-5a-hydroxydrimeninol
(2) and methy! ether of 1p-coumaroyloxy-12a-methoxydrimeninol (3), the known 1p-p-
coumaroyloxypolygodial (4) together with two new tetralones, 3'-deoxyisozygolone (5) and
calothyrlone A (9), three known tetralones, isozygolone A (6), zygolone A (7) and 4'-C-
methylzygolone A (8) and a known cinnamolide (10). Compounds 1, 7 and 8 demonstrated higher
cytotoxicity against COLO205 (Glgg = 18, 17 and 11 wM, respectively) and KM12 (Glsg = 14, 14
and 17 uM, respectively) than the other compounds.
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Colon cancer is the second and third most prevalent cancer among men and women,
respectively, in the United States.! Mortality resulting from this disease, as in many solid
tumors, is largely due to metastatic disease, not the primary tumor.2 Despite the use of
aggressive surgical resection and chemotherapy, nearly 50% of patients with colorectal
carcinoma develop recurrent disease, highlighting the need for improved therapies.3 Extracts
of plants and specific compounds derived from plants have exhibited /n vivoand in vitro
colon cancer activity,*® thus, the search for new natural compounds which display specific
activity against colon cancer is of great interest. To that end, we have analyzed data from the
NCI 60 cell screening program to identify samples with selective activity against the colon
cancer cell line panel. We identified a number of plant extracts which showed such activity,
and among them, an organic solvent extract of Zygogynum calothyrsum (Winteraceae) was
selected for bioassay guided fractionation using the COLO205 and KM12 colon cancer cell
lines.

The Winteraceae are a family of flowering plants predominantly distributed in South-East
Asia, Australia, New Zealand, Madagascar, Mexico and South America.%’ The family
includes around 120 species of trees and shrubs in 9 genera. The genus Zygogynum consist
of about 41 species mainly distributed in Australia, Guinea and Caledonia, of which about
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18 species are endemic to New Caledonia.8:? In recent years, bioactive compounds have
been reported from the genus Zygogynum,1911 however, no phytochemical investigation
has so far been reported on Z. calothyrsum. Bioassay-guided fractionation and isolation of
compounds from Z. calothyrsum using the colon cancer cell lines COL0205 and KM12
yielded five new (1-3, 5 and 9) and five known (4, 6-8 and 10) compounds. Of these,
compounds 1, 7 and 8 exhibited the most potent cell growth inhibition.

RESULTS AND DISCUSSION

Chromatography using successive diol, Sephadex LH-20 and C1g HPLC separation of colon
cancer active fractions of Z. calothyrsum led to the isolation of five new (1-3, 5 and 9) and
five known (4, 6-8 and 10) compounds (Fig. 1).

Compound 1 was obtained as a colorless solid. The IR spectrum of 1 showed absorptions at
3369, 1732, 1604 and 1514 cm™1 for hydroxyl, carbonyl, olefinic and aromatic bonds,
respectively.12 The HREIMS of 1 supported a molecular composition of C24H3005
representing 10 degrees of unsaturation. In the 1H and 13C NMR spectra of 1 (Table 1),
three methyl signals resonating at 8 0.89, 0.95 and 0.98 and &¢ 32.6, 21.1 and 9.6 were
assigned to C-13, C-14 and C-15, respectively, consistent with a drimane skeleton.13 The
relative downfield shift of C-11 (8¢ 99.7) and upfield shift of C-15 in the 13C NMR
spectrum are characteristic for a drimane derivative with adjacent hemiacetal and cinnamate
moieties.1} An oxymethine group at &y 5.50 (d, J1,9 = 3.7 Hz, H-11) and an isolated
asymmetrical oxymethylene group resonating at 8y 4.10 and 4.38 (d, /= 11.1 Hz, H-12)
suggested the presence of a tetrahydrofuran-2-ol ring.11 The gem-couplings of H-12
required a quaternary carbon at C-8, which was supported by the vinyl proton of H-7
appearing at 64 5.52 as a broad singlet. The tetrahydrofuran-2-ol moiety in 1 was supported
by HMBC correlations (Figure 1) in which H-12 showed correlation to C-7 (6¢ 116.9), C-8
(6¢ 136.7), C-9 (8¢ 60.9) and C-11 (6¢ 99.7); H-11 correlated to C-8, C-9, C-10 (6¢ 60.9),
and C-12 (8¢ 68.7); and H-7 correlated with C-6 (6¢ 23.5), C-8, C-9 and C-12. The p
hydroxy- £-cinnamoyl moiety in 1 was observed by the characteristic aromatic doublet
signals of H-2', H-3', H-5' and H-6' in its 1lH NMR spectrum and the signals of C-1' to C-7'
in its 13C NMR spectrum (Table 1).14 In the HMBC spectrum, correlations observed from
the proton at 8 4.76 (1H, dd, J= 4.3, 11.6 Hz, H-1) to C-2 (6¢ 24.6), C-3 (6¢ 40.0), C-9,
C-10, C-15 (8¢ 9.6), and C-1' (6¢ 167.0), suggested that the p-hydroxy-£-cinnamoyl moiety
was located at C-1 (Figure 1). The relative configurations of the asymmetric carbons were
established by analysis of coupling constants and the ROESY spectrum. In the ROESY
spectrum (Figure 1), the correlation of H-5 (64 1.39) with H-1, H-13, and H-9 (64 2.33)
indicated that they were located on the same face of the molecule. Furthermore, a negative
[a]p value has been observed for compounds having a p-oriented H-9, whereas a positive
value (+ 42.3° for 1) has generally been observed for compounds having an a-oriented
H-9.11 Based on these observations, the structure of 1 was established as 1B-p-hydroxy-£-
cinnamoyldrimeninol.

Compound 2 was obtained as a colorless solid. The IR spectrum of 2 showed absorptions at
3386, 1734, 1605 and 1515 cm™1 for hydroxyl, carbonyl, olefinic and aromatic bonds,
respectively.12 The HREIMS of 2 supported a molecular composition of C24H300g,
representing 10 degrees of unsaturation. The molecular formula of 2 showed one more
oxygen than 1, indicating the presence of an additional hydroxyl group in 2. This was
supported by changes in the 13C NMR shift values of C-5 (8¢ 78.5), C-6 (5¢ 34.6), C-13 (5¢
27.3), C-14 (8¢ 25.4) and C-15 (8¢ 12.9) in 2 from those observed in 1 (Table 1), and loss
of the H-5 resonance indicating the presence of an hydroxyl group at the C-5 position. This
was further supported by HMBC correlations of 6y 1.23 and 2.02 (H-6), 6 0.99 (H-13), 6
1.14 (H-14) and &y 1.07 (H-15) with §¢ 78.5 (C-5). Other NMR data for 2 are similar to
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those of 1 (Table 1). Based on these observations, the structure of 2 was established as 1p-
hydroxy- £-cinnamoyl-5a.-hydroxydrimeninol.

Compound 3 was obtained as a colorless solid. The IR spectrum of 3 showed absorptions at
3347, 1728, 1604 and 1515 cm™1 for hydroxyl, carbonyl, olefinic and aromatic bonds,
respectively.12 The HREIMS of 3 suggested a molecular composition of CogH3406
representing 10 degrees of unsaturation. The 1H and 13C NMR spectra of 3 (Table 1) were
similar to those for 1 except for the presence of two methoxy groups. The two methoxy
groups resonating at 8y 3.21 and 3.33 were placed at the C-11 and C-12 positions,
respectively. Both hydrogens geminal to the methoxy groups appeared downfield at 6y 5.10
(d, /11,9 = 3.9 Hz, H-11) and 5.08 (s, H-12) with carbon shifts of §c 107.3 and 104.0,
respectively. In the HMBC spectrum, two methoxy proton signals were correlated with C-11
and C-12, respectively. The sharp singlet of H-12 indicated a quaternary carbon at C-8. In
the ROESY spectrum, the correlation of H-5 (64 1.41) with H-1 (8 4.70), H-13 (&4 0.88),
and H-9 (84 2.57) and H-9 with H-11 indicated that they were on the same face of the
molecule. Similarly, H-11 and H-12 were assigned to opposite faces due to the lack of
ROESY correlation between them. All other NMR data of 3 were consistent with 1 (Table
1). Although compound 3 might seem to be an artifact of compound 4 during the course of
extraction and purification using methanol, Ferreto et. al. repeated the experimental steps in
absence of methanol and obtained this type of compound, which argues for a natural
origin.13 Based on these observation, the structure of 3 was established as methyl ether of
1B-hydroxy-£-cinnamoyl-12a.-methoxydrimeninol.

Compound 5, obtained as a yellow oil, possessed a molecular formula of Cy1H5004
supported by HREIMS. The IR spectral data of 5 suggested the presence of an aromatic ring
(1515 and 1455 cm™1), an hydroxyl group (3393 cm™1) and a hydrogen bonded conjugated
carbonyl (1641 cm™1).12 The 1H and 13C NMR spectra (Table 2) of 5 showed characteristic
signals of the rare 3-tetralone series, and were similar to those of the known tetralone 6
except the signals for aromatic ring B.10 The 1H NMR spectrum showed signals for
aromatic ring B with a characteristic AA'BB'system of para-disubstitution at 5y 7.12 (2H, d,
J=8.4 Hz, H-2' and H-6") and &y 6.79 (2H, d, /= 8.4 Hz, H-3' and H-5"). The HMBC
correlation of H-3 with C-1' (§¢ 135.6) showed that ring B was connected to C-3 of the
tetralone. The absolute configuration at C-3 is assigned on the basis of positive optical
rotation value of 5 which is consistent to the reported data.1% All of these assignments led to
the structure of 5 as 8-hydroxy-3-(4'-hydroxyphenyl)-(2”-propenyl-2”-3”-dihydrofuran) [4”,
57:6,7]-tetralone, trivially named 3'-deoxyisozygolone.

Compound 9 was obtained as a yellow oil with the molecular formula of C17H1605
supported by HREIMS. The IR spectral data of 9 suggested the presence of an aromatic ring
(1515 and 1455 cm™1), an hydroxyl group (3393 cm™1) and a conjugated hydrogen bonded
carbonyl group (1630 cm™1).12 The 1H and 13C NMR spectra (Table 2) of 9 showed
characteristic signals for the tetralone skeleton,0 having some structural modifications
differentiating it from compound 5. The substituted dihydrofuran ring that was attached in
ring A of 5 was absent in 9. A proton resonating at 6y 6.28 (1H, d, J= 2.1 Hz, H-7) meta-
coupled with H-5, showed HMBC correlations with C-5 (6¢ 107.2), C-6 (6¢ 166.3) and C-8
(8¢ 165.9). The 3H signal at 64 3.81 showed an HMBC correlation with C-6, indicating the
attachment of the methoxy group at this carbon. These data, together with other 1H and 13C
NMR data of 9 (Table 2) indicated that ring A was tetra-substituted. The 1H NMR spectrum
also showed signals for aromatic ring B with a characteristic AMX system of one meta-
coupled proton at 6y 6.77 (1H, d, J= 1.7 Hz, H-2"), one ortho-coupled proton at & 6.81
(1H, d, J= 8.1 Hz, H-5") and one ortho- and meta-coupled proton at 6y 6.66 (1H, d, /= 8.1,
1.7 Hz, H-5") suggesting the presence of a 1,3,4-trisubstituted asymmetric aromatic ring. The
HMBC correlation of H-3 (6 = 3.24) with C-1' (6¢ 136.5) showed that ring B was
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connected to C-3 of the tetralone. The absolute configuration at C-3 is assigned on the basis
of positive optical rotation value of 9 which is consistent to the reported data.19 All of these
assignments led to the structure of 9 as 8-hydroxy-6-methoxy-3-(3',4'-dihydroxyphenyl)-
tetralone, trivially named calothyrlone A.

Together with five new compounds, five known compounds were also isolated,
characterized and identified based on comparison of their spectroscopic data with the
literature. The known compounds were identified as 1p-p-hydroxy- £-cinnamoylpolygodial
(4),13.14 isozygolone A (6),10 zygolone A (7),10 4'-O-methyl zygolone A (8),10 and
cinnamolide (10).1°

All compounds were evaluated /n vitro against two human colon cancer cell lines COLO205
and KM12 (Table 3). In the drimane series, compound 1, which possesses a p-hydroxyl
group on the epoxide ring, was found to more potently inhibit cell growth (COLO205, Glgg
=18 pM and KM12, Glsg = 14 wM) than compound 2 which had an additional a.-hydroxyl
group at C-5 (COLO205, Glsg = 29 pM and KM12, Glsg = 25 uM). Interestingly,
compound 3 bearing methoxy moieties in ring C was found to be less active. Similarly, the
zygolones 7 and 8 were found to be more potent (COLO205, Glsg = 17 and 11 pM,
respectively and KM12, Glsg = 14 and 17 wM, respectively) than the isozygolones 5 and 6
(COLO205, Glgg =35 and 32 pM, respectively and KM12, Glgg = 29 and 32 M,
respectively).

NCI 60 cell testing of compounds 1, 2, 4, 6, 7 and 8 was also conducted. In initial one-dose
testing at 107> M, compounds 1 and 4 showed selectivity towards colon cancer cell lines
(see SI), while the other compounds did not. Compounds 1, 4, 6, 7, and 8 were selected and
tested in the full five-dose screen, however, none of them showed colon cancer cell line
selectivity in this assay (see Sl). The failure to isolate compounds that clearly reproduce the
observed selectivity of the extract (see Sl for NCI 60 extract data) may perhaps be due to the
instability of dialdehyde compounds such as 4 in biological matrices, or in pure form.

The cytotoxicity of drimanes from Zygogynum baillonii has been previously studied by the
CNRS group, who found similarly modest activity against KB cells.16 Other species of
Zygogynum studied by the same group had more potent activity against three cancer cell
lines.11 Cytotoxicity of tetralones from Zygogynum has also been reported by the same
group.10

EXPERIMENTAL SECTION

General experimental procedures

Optical rotations ([a]p) were measured on a Perkin-Elmer 241 polarimeter in a 100 x 2 mm
cell (units 1071 deg cm2g~1). UV absorption spectra were obtained using a Varian Cary 50
Bio UV-visible spectrophotometer. IR spectra were measured using a Perkin Elmer FT-IR
Spectrometer, Spectrum 2000. LCMS data were obtained using a Hewlett Packard Series
1100 MSD, whereas HRMS data were acquired on an Agilent 6520 Accurate Mass Q-TOF
instrument with internal reference masses calibrated at 121.05087 and 922.00979, both
within 5 ppm. The NMR experiments were performed on a Bruker 600 MHz NMR
spectrometer. 1H and 13C spectra were referenced to deuterated solvent peaks. The diol DIO
Spe-ed SPE cartridge and Sephadex LH-20 columns attached to a model UA-6 UV detector
and Foxy 200 fraction collector (Teledyne Isco) were used for fractionation of the extract,
whereas purification of the compounds was performed using a Varian ProStar 210/215
solvent delivery module HPLC equipped with a Varian ProStar 325 UV-Vis detector,
operating under Star 6.41 chromatography workstation software. All solvents and chemicals
were of analytical grade.

J Nat Prod. Author manuscript; available in PMC 2014 April 26.
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Plant material

The twigs of Z. calothyrsum (Diels) Vink (Winteraceae) (400 g dry weight, Q6607253-U)
were collected on March 12, 1989 by Wayne Takeuchi (Takeuchi 4509) from Morobe
Province, Biaru area of Papua New Guinea (1956 m elevation) in mountainous terrain
between the Ekuti and Kuper ranges, mixed Castanopsis - podocarp forest; emerging from
Nastus thicket. The plant was identified by M. Van Balgooy. A voucher specimen No.
2031934 collected from the same individual September 22, 1988 was deposited in the Field
Museum of Natural History. Samples of roots, stem bark and wood, and leaves were also
obtained; extracts from these plant parts lacked selectivity in the NCI 60 cell screen.

Extraction and Isolation

400 g of dried twigs of Z calothyrsum was ground and extracted with CH,Cl,--MeOH (1:1
vIv) by the standard NCI method?’ to yield 18.14 g of organic extract. 1.62 g of this extract
was used for the colon cancer cell based bioassay-guided extraction and isolation of
compounds. The extract was loaded on twelve diol DIO Spe-ed SPE cartridges (135.0 mg in
each cartridge) and eluted with 6.0 mL each of hexane/CH,Cl5 (9:1), CH,Clo/EtOACc (20:1),
EtOAc, EtOAc/MeOH (5:1) and MeOH to give five fractions A-E of 474.2 mg, 392.6 mg,
120.6 mg, 210.4 mg and 295.1 mg, respectively. The colon cancer activity of fractions A, B
and C was found to be higher than other fractions were selected for further fractionation and
isolation of compounds.

Fraction A (470.0 mg) was chromatographed on a 40 x 2.5 cm i.d., Sephadex LH-20 column
and eluted with hexane/CH,Cl,/MeOH (2:5:1, v/v), with 250 drop fractions collected in
each tube. Based upon the UV-absorption (254 nm), eleven fractions A1-K1 were collected.
The fractions A1-K1 were between the tubes 5-7, 8-12, 13-14, 15-16, 17-20, 21-23, 26—
30, 31-33, 3741, 42-47 and 48-56, respectively. Among the eleven fractions, fraction F1
showed activity. Similarly, fraction B (390.0 mg) was also fractionated by using a similar
procedure as with fraction A, by which total of fourteen fractions A2-N2 were collected.
Among the fourteen fractions, fraction E2-H2 and J2-N2 were found to show activity. In the
same way, fraction C (120 mg) was chromatographed on a 40 x 1.5 cm i.d., Sephadex
LH-20 column and eluted with CH,CIl,/MeOH (1:1, v/v), with 250 drop fractions collected
in each tube. Based upon the UV-absorption (254 nm), nine fractions A3-13 were collected.
Among them, fractions D3 and E3 were found to have activity.

HPLC separation was performed on 3.0 mg of fraction F1 dissolved in 0.4 mL of MeOH and
injected in 200 L aliquots (approx. 1.5 mg/injection) onto a 2.5 x 1 cm i.d., Varian
Dynamax Microsorb 60-8 C1g HPLC column. The detector wavelength was 225 nm and
solvent elution condition was 4.0 mL/min. Elution begin with 80% MeOH/H,0, running
isocratic for 3 minutes and switching to a linear gradient of 80% to 100% MeOH at 25 min.
The column was flushed with 100% MeOH for 5 min (System A). System B began at 70%
MeOH but was otherwise identical, while System C began at 60% MeOH. One major UV-
absorbing peak was collected and evaporated /n vacuoto yield 10 (0.9 mg) eluted at approx.
11.4 min (System A). A similar procedure was followed for fraction E2 (30.0 mg) using
System B and yielded compound 3 (1.5 mg) eluting at 16.3 min. Employing System B on
active fraction G2 (16.0 mg) yielded 3 (0.7 mg, 16.2 min) and 4 (1.1 mg, 12.5 min). System
B applied to active fraction H2 (16.0 mg) yielded 5 (1.6 mg, 15.2 min). Similarly,
chromatography of active fraction J2 (9.0 mg) yielded 1 (1.1 mg, 15.0 min) and fraction K2
(2.0 mg) produced 8 (1.3 mg, 14.3 min). The active fraction L2 (4.5 mg) using System B
yielded 7 (1.4 mg, 17.2 min) and 6 (0.9 mg, 16.8 min), whereas fraction M2 (3.0 mg)
yielded 2 (1.3 mg, 19.3 min). The fraction N2 (2.8 mg) with System B provided 9 (1.3 mg,
7.2 min). Using System C, active fraction D3 (18.0 mg) yielded 1 (1.5 mg) and 2 (0.6 mg) at
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elution of approx. 15.2 and 17.7 min, respectively. The last active fraction E3 (5.0 mg) using
System C yielded 2 (0.8 mg, 14.7 min).

1B-p-hydroxy-E-cinnamoyldrimeninol (1), NSC#762012

Colorless solid; [a]?°p = + 42.3 (¢0.1, MeOH); UV (MeOH) Amax (log €) 310 (3.9) nm; IR
(CHCl3) vimax 3369, 1732, 1604 and 1514 cm™L; 1H (600 MHz, CDCl5) and 13C (150 MHz,
CDCl3) NMR data, see Table 1; HREIMS [M+H]* at /m/2399.2081 (calcd for Cy4H3105
399.2074).

1B-hydroxy-E-cinnamoyl-5a-hydroxydrimeninol (2), NSC#762011

Colorless solid; [a]?°p = + 52.7 (¢ 0.1, MeOH); UV (MeOH) Amax (log &) 310 (3.8), 224
(2.6) nm; IR (CHCl3) vinax 3386, 1734, 1605 and 1515 cm™; 1H (600 MHz, CDCls)

and 13C (150 MHz, CDCl3) NMR data, see Table 1; HREIMS [M+H]* at /772415.5022
(calcd for Co4H3106 415.5027).

Methyl ether of 1B-hydroxy-E-cinnamoyl-12a-methoxydrimeninol (3)

Colorless solid; [a]?°p = + 33.4 (¢0.1, MeOH); UV (MeOH) Anmax (10g &) 325 (2.9), 300
(3.1), 225 (2.4) nm; IR (CHCl3) vinax 3347, 1728, 1604 and 1515 cm~1; 1H (600 MHz,
CDCl3) and 13C (150 MHz, CDCl3) NMR data, see Table 1; HREIMS [M+Na]* at m/z
465.2234 (calcd for CogHz4NaOg 465.2248).

3'-dehydroxyisozygolone (5)

Yellow oil; [a]?5p = + 93.5 (¢ 0.1, MeOH); UV (MeOH) A max (log ) 310 (4.2), 290 (3.9)
nm; IR (CHCl3) vinax 3393, 1641, 1515and 1455 cm™L; 1H (600 MHz, CDCl5) and 13C (150
MHz, CDCIl3) NMR data, see Table 2; HREIMS [M+H]" at /7/2337.1437 (calcd for
Cy1H»104 337.1443).

Calythyrlone A (9)

Yellow oil; [a]?°p = + 71.2 (¢ 0.1, MeOH); UV (MeOH) Anax (log &) 309 (4.1), 290 (3.9)
nm; IR (CHCl3) vimax 3393, 1630, 1515and 1455 cm~1; 1H (600 MHz, CDCl3) and 13C (150
MHz, CDCI3) NMR data, see Table 2; HREIMS [M+H]" at /772301.1078 (calcd. for
C17H1705 301.1071).

Cytotoxicity assay on colon cancer cells

The assay used for this study was a two-day, two cell line XTT bioassay, an /n vitro
antitumor colorimetric assay developed by the MTL Assay Development and Screening
Section. Colon cancer cell lines used were COLO205 and KM12. Cells were maintained and
passed weekly in RPMI-1640 medium with phenol red (GIBCO, Carlsbad, CA) and
supplemented with 2mM -glutamine (Quality Biologicals, Inc., Gaithersburg, MD) and
10% fetal bovine serum (Hyclone, Logan, UT). All work was done under sterile conditions
using a laminar air-flow hood with external venting. Cells were placed in a humidified
incubator with an atmosphere of 5% CO», 95% air and a temperature of 37 °C. Cells were
discarded after 25 passages to reduce the risk of “genetic drift” or cross contamination of
cell lines. Cells used in the assay were harvested with RPMI-1640 medium, without phenol
red (GIBCO, Carlsbad, CA) and supplemented with 2mM L-glutamine (Quality Biologicals,
Inc., Gaithersburg, MD) and 10% fetal bovine serum without antibiotics. Harvested cells
were counted using a Cellometer Auto T4 cell counter (Nexcelom Bioscience LLC,
Lawrence MA) and plated in 384-well flat bottom polystyrene microtiter plates (Nunc -
Nunc A/S, Denmark), at a density of 5,000 cells/well for COLO205 and 5,000 cells/well for
KM12. The cells were incubated in a 5% CO, 95% air and a temperature of 37 °C incubator
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for 24 hrs. After incubation, test samples were added to plates using a Biomek FX robotic
liquid handling workstation (Beckman/Coulter, Fullerton, CA). The robot performed eight
2-fold serial dilutions of the sample and then transferred the sample from the source plate to
the assay plate. The plates used were Costar 384-well round bottom plates, (Corning Inc.,
Corning, NY). Cells were further incubated with samples for (48) hours, at which time the
XTT reagent was added.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1.
Key HMBC and ROESY correlations in compound 1.
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Table 1

1H and 13C NMR data (600 MHz and 150 MHz, CDClI3) for compounds 1-3

1 2 3
8y (m, J Hz) 8¢ 8y (m, J Hz) 8¢ 8y (m, J Hz) 8¢

1 476 (dd,4.3,11.6) 815 525(dd, 4.2,11.8) 77.3  4.70(dd, 4.2,116) 814
2 1.68, 1.78 (m) 246  1.69,1.82 (m) 246  1.63,1.77 (m) 245
3 1.50, 1.46 (m) 40.0  2.00.2.50 (m) 316  1.47.1.48(m) 39.8
4 - 329 - 42.6 - 32.7
5 1.39(dd,5.4,11.4) 493 - 78.5 1.41(dd, 5.3,11.5) 49.1
6 1.99, 2.50 (m) 235  1.23,2.02(m) 346 201,220 (m) 23.4
7 5.52 (brs) 116.9  5.42 (brs) 114.0 5.78 (brs) 120.9
8 - 136.7 - 138.0 - 137.5
9 2.33 (brs) 60.9  2.92 (brs) 55.9  2.57 (brs) 57.1
10 - 38.0 - 38.1 - 37.6
11 5.50 (d, 3.7) 99.7  5.53(d, 3.9) 100.1 5.10 (d, 3.9) 107.3
12 410,4.38(d, 11.1) 687  4.14,4.46(d,11.1) 686  5.08 (s) 104.0
13 0.89 () 326 0.99(s) 273 0.88(s) 325
14 0.95 (s) 211 1.14(s) 254 0.93(s) 216
15 0.98 (s) 9.6 1.07 (s) 129 0.95(s) 9.6

N - 1670 - 1672 - 166.1
2 6.25 (d, 15.9) 116.3  6.20 (d, 15.9) 116.2  6.26 (d, 15.9) 116.8
3 7.54 (d, 15.9) 144.2  7.49 (d, 15.9) 1443 757 (d, 15.9) 143.6
4 - 1272 - 1271 - 127.6
5&9  7.35(d,8.4) 130.1  7.27(d, 8.4) 130.1 7.41(d, 8.5) 130.0
6'&8  6.79(d, 8.4) 116.1  6.75(d, 8.4) 1160 6.81(d, 8.5) 116.1
T - 158.0 - 158.1 - 157.7
OMe-11 - - - - 3.21(s) 56.4
OMe-12 - - - - 3.33(s) 54.2
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1H and 13C NMR data (600 MHz and 150 MHz, CDCI3) for compounds 5 and 9

Table 2

5 9
& (m, JHz) 8¢ 8(m, J Hz) 8¢

1 - 2026 - 202.5
2a 2.73(dd, 17.0,12.6) 458  2.72(dd, 17.0,12.3) 45.7
2b 2.81(dd, 17.1,3.4) - 2.81(dd, 17.1,3.4) -

3 3.30 (m) 402 3.24(m) 401
4 3.01 (m) 38.7  3.00 (m) 38.1
5 6.23 (s) 101.8  6.25 (brs) 107.2
6 - 1672 - 166.3
7 - 111.8 6.28(d, 2.1) 99.1
8 - 1608 - 165.9
9 - 1109 - 111.3
10 - 1475 - 146.3
1 - 1356 - 136.5
2 7.12(d, 8.4) 1288 6.77(d, 1.7) 114.0
3 6.79 (d, 8.4) 1157 - 146.3
4' - 1546 - 142.5
5' 6.79 (d, 8.4) 115.7 6.81(d, 8.1) 115.8
6' 7.12(d, 8.4) 128.8  6.66 (dd, 8.1, 1.7) 119.2
2" 5.26 (t, 8.2) 88.1 - -

37a 2.94 (dd, 15.4, 7.6) 30.9 - -

3"b  3.28(dd, 15.6,10.0) - - -

1™a  4.90 (brs) 1128 - -

1™p  5.05 (brs) - - -

™ - 1434 - -

3" 1.74 (5) 172 - -
OMe - - 3.81(s) 55.7
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Table 3

Cytotoxicity of compounds 1-10 in colon tumor cells COLO205 and KM12

Compound Glgo (uM)?
COLO205 KM12

1 18 14
2 29 25
3 >45 >45
4 29 25
5 35 29
6 32 32
7 17 14
8 11 17
9 >67 >67
10 >85 >85

a . . S
The GlgQ values are the concentration corresponding to 50% growth inhibition. Data are an average of at least two tests.
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Table 4

Cytotoxicity of compounds in NCI 60-cell screen

Page 12

Mean Percent inhibition at

Percent Range at 1075

Mean Glg, Full Dose

Compound  NSC# 105 M M (M) Range at Glsq (I0g;g units)
1 762012 -2 131 16 0.55
2 762011 69 66 NT NT
4 762013 83 78 9.1 0.99
6 762015 48 122 17 1.88
7 762014 42 120 6.3 0.93
8 756803 56 135 >100 0.43
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