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ABSTRACT: Three new 21-membered macrocyclic benze-
noid ansamycins, trienomycins J−L (1−3), together with
seven known analogues, trienomycins A−G (4−10), were
isolated from liquid culture of the moss soil-derived actino-
mycete Streptomyces cacaoi subsp. asoensis H2S5. The
structures of the new compounds were elucidated by extensive
NMR spectroscopic analysis and HRESIMS data. The absolute
configurations of trienomycins were established by Marfey’s
method. Antiproliferative assays showed that compound 1 had
the greatest activity against HepG2 cells, with an IC50 value of
0.1 μM. The induction of apoptosis of HepG2 cells by 1 was
investigated by flow cytometry and evaluation of nuclear
morphology. In addition, all of the compounds inhibited nitric oxide production with IC50 values of 0.02 to 8.3 μM, and
compounds 1, 4, and 7 were the most potent inhibitors. These findings will facilitate the development of new
antineuroinflammatory agents.

Ansamycins, which are characterized by a macrocyclic
lactam structure, are microbial metabolites with cytotoxic,

antibacterial, and anti-inflammatory activities.1−3 The biosyn-
thesis of ansamycins involves a 3-amino-5-hydroxybenzoic acid
(AHBA) starter unit and type I modular polyketide syn-
thesis.4,5 The first group of ansamycins isolated was the
rifamycins, which exhibited broad-spectrum antibacterial
activity.6,7 A second important group of ansamycins are the
trienomycins, which are distinguished by their 21-membered
macrolactam and a carboxylic acid moiety attached via a D-
alanine residue to the polyketide backbone.8−11 To date, more
than 50 trienomycins with diverse bioactivities have been
reported.12−14 For example, trienomycin A is a potent
cytotoxic agent that is considerably less toxic to non-
transformed cells.1 Structure−activity relationship (SAR)
studies of trienomycin A showed that its bioactivity is
dependent on the acyl chain attached at C-11, the triene
motif, and the hydroxy group at C-13.15,16 The unusual
structure and promising bioactivity of trienomycins have
resulted in synthetic17,18 and biosynthetic studies.19,20

However, libraries of compounds with greater structural
diversity are needed for optimal drug discovery and develop-
ment.
As part of our ongoing research on bioactive molecules from

microorganisms,21−24 we isolated strain H2S5, which was
identified by 16S rRNA gene sequence analysis as Streptomyces
cacaoi subsp. asoensis, from moss soil collected on the north
slope of Taibai Mountain in northwest China. The genome of

S. cacaoi subsp. asoensis H2S5 was sequenced using massively
parallel sequencing (MPS) Illumina technology and assembled
by SOAPdenovo.25,26 The whole genome sequence was
submitted to antiSMASH bioinformatics software for secon-
dary metabolite pathway analysis.27 The identification of a
gene cluster containing a type I PKS and AHBA-related genes
resulted in further investigation of this bacterium, revealing its
production of compounds with a unique UV absorption
pattern. Subsequent large-scale fermentation and repeated
chromatography steps led to the isolation of 10 trienomycin
analogues (1−10) including three new compounds (1−3). We
report here the isolation and structural and functional
characterization of these compounds.

■ RESULTS AND DISCUSSION

Trienomycin J (1) was isolated as a white powder. The
molecular formula C36H52N2O7 was determined by HRESIMS.
The UV spectrum of 1 revealed absorption maxima at 250,
260, 271, and 282 nm, indicating a conjugated moiety. The 1H,
13C, and HSQC NMR data (Table 1) displayed a 1,3,5-
trisubstitued benzene ring due to three singlets at δH 6.43 (H-
19), 7.00 (H-21), and 6.39 (H-23) and conjugated triene
signals at δH 6.08−6.16 (4H, m, H-5, H-6, H-7 and H-8) and
δH 5.57−5.63 (2H, m, H-4, H-9). In addition to these
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resonances, a methoxy singlet at δH 3.32 (H-26) and five
methyl groups at δH 1.75 (s, H3-25), 1.36 (d, J = 7.3, H3-29),
and 0.89−0.93 (9H, m, H3-24, H3-35, H3-36) were observed.

The above information was in good agreement with the data
reported for trienomycin A, suggesting that compound 1
shared the same ansa ring and alanine moiety as trienomycin

Chart 1

Table 1. 1H and 13C NMR Spectroscopic Data for Compounds 1, 2, and 3

1 2 3

position δC, type δH (J in Hz) δC, type δH (J in Hz) δC, type δH (J in Hz)

1 171.9, C 170.9, C 170.9, C
2 44.8, CH2 2.44/2.72, m 44.8, CH2 2.42/2.74, m 44.8, CH2 2.41/2.73, m
3 81.6, CH 4.05, m 81.6, CH 4.06, m 81.7, CH 4.08, m
4 131.1, CH 5.60, m 130.4, CH 5.60, m 132.3, CH 5.56, m
5 132.6, CH 6.11, m 131.0, CH 6.18, m 130.6, CH 6.12, m
6 130.4, CH 6.09, m 134.7, CH 6.18, m 134.2, CH 6.12, m
7 135.2, CH 6.14, m 135.2, CH 6.14, m 135.0, CH 6.13, m
8 134.9, CH 6.15, m 135.0, CH 6.15, m 134.7, CH 6.09, m
9 134.7, CH 5.60, m 132.5, CH 5.60, m 131.8, CH 5.75, m
10 33.5, CH2 2.31/2.53, m 33.7, CH2 2.30/2.52, m 37.4, CH2 2.30/2.42, m
11 76.4, CH 4.84, m 76.5, CH 4.84, m 72.0, CH 3.64, m
12 40.5, CH 1.95, m 40.5, CH 1.95, m 41.4, CH 1.97, m
13 69.7, CH 4.62, br s 69.7, CH 4.64, br s 75.4, CH 5.87, d (5.5)
14 139.7, C 139.7, C 135.4, C
15 125.9, CH 5.22, m 126.0, CH 5.23, m 128.6, CH 5.33, m
16 30.3, CH2 1.98/2.28, m 30.6, CH2 1.96/2.27, m 30.7, CH2 1.97/2.40, m
17 37.3, CH2 2.44, m 37.3, CH2 2.43, m 37.1, CH2 2.49, m
18 144.9, C 145.0, C 144.9, C
19 113.4, CH 6.43, s 113.3, CH 6.43, s 113.4, CH 6.48, s
20 140.2, C 140.2, C 140.2, C
21 107.1, CH 7.00, br s 107.1, CH 7.01, br s 107.1, CH 6.97, br s
22 158.7, C 158.7, C 158.6, C
23 112.8, CH 6.39, s 112.7, CH 6.40, s 112.9, CH 6.42, s
24 10.1, CH3 0.93, m 10.1, CH3 0.91, m 10.7, CH3 0.94, d (6.9)
25 20.7, CH3 1.75, s 20.7, CH3 1.75, s 20.6, CH3 1.68, s
26 56.7, OCH3 3.32, s 56.6, OCH3 3.32, s 56.6, OCH3 3.32, s
27 173.7, C 173.7, C 173.9, C
28 50.0, CH 4.31, m 50.0, CH 4.33, m 49.7, CH 4.41, m
29 17.2, CH3 1.36, d (7.3) 17.2, CH3 1.37, d (7.3) 17.4, CH3 1.41, d (7.3)
30 176.5, C 176.1, C 175.5, C
31 35.4, CH2 2.22, m 38.5, CH2 2.16, m 45.9, CH2 2.10, m
32 34.4, CH2 1.36, m 20.2, CH2 1.53, m 27.4, CH 2.06, m
33 33.7, CH2 1.41/1.64, m 14.0, CH3 0.93, m 22.7, CH3 0.98, d (6.2)
34 30.5, CH 1.18/1.38, m 22.8, CH3 0.99, d (6.2)
35 11.6, CH3 0.89, m
36 19.4, CH3 0.90, m
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A. The 1H−1H COSY correlations of H-31/H-32/H-33/H-
34/H-35/H-36 and the HMBC correlations (Figure 1) of the
methyl groups H-35 and H-36 with C-34, and a methylene at
δH 2.22 (2H, m, H-31) to C-30 (δC 176.5), indicated that an
isohexyl group was anchored at the 27-alanine through an
amide linkage. The remaining structure of 1 was confirmed by
the 1H−1H COSY correlations of H-2/H-3/H-4/H-5/H-6/H-
7/H-8/H-9/H-10/H-11/H-12/H-13 and the HMBC correla-
tions of H3-25/C-15, H3-24/C-11, and H-11/C-27. Thus, the
gross structure of 1 was determined as depicted.
Trienomycin K (2) was obtained as a white powder, which

had the molecular formula C33H46N2O7 based on HRESIMS.
The UV spectrum of 2 was similar to that of metabolite 1. The
1H and 13C NMR spectral data of 2 (Table 1) were also similar
to those of 1, indicating that they have the same carbon
skeleton. The main differences were the absence of methyl,
methylene, and methenyl groups. Interpretation of the 1H−1H
COSY spectrum established a fragment consisting of three
carbon units (Figure 1), which spanned from C-31 (δC 38.5)
to C-33 (δC 14.0). This fragment was connected at C-30 (δC
176.1) based on the HMBC correlations of H-31 (δH 2.16)/C-
30 and H-32 (δH 1.53)/C-30. On the basis of these data, the
structure of 2 was determined as shown.
Trienomycin L (3) was purified as a white powder and

determined to have a molecular formula of C34H48N2O7 based
on HRESIMS. The molecular weight was identical to that of
the co-isolated compound, trienomycin B (5), and the 1H and
13C NMR spectral data were similar to those of trienomycin B.
In comparison with those of trienomycin B, the chemical shift
of H-13 in compound 3 (Table 1) was shifted downfield to δH
5.87. The 13C NMR chemical shift of C-11 in 3 was shifted
upfield to δC 72.0 (δC 76.4 in trienomycin B), while that for C-
13 was shifted downfield to δC 75.4 (δC 69.7 in trienomycin
B). From these spectral data, it was speculated that the alanine
moiety might be linked to C-13 in 3 instead of C-11 as in
trienomycin B. The HMBC correlation (Figure 1) between H-
13 (δH 5.87) and the carbonyl carbon C-27 (δC 173.9)
confirmed the linkage position of the alanine moiety at C-13.
Hence, the structure of 3 was determined. This is the second
report of a trienomycin with an alanine moiety attached at the
C-13 position, the first being reported by Yoo and co-
workers.11

Seven known compounds were also isolated from the extract
and identified as trienomycins A−G (4−10), by comparing

their NMR data with those in the literature.8−11 The relative
and absolute configurations of the ansamycin antibiotics
(+)-trienomycins A−C (4−6) were elucidated by chemical
synthesis.28 In this study, we isolated sufficient compound 4 for
absolute configuration analysis. The absolute configuration of
alanine was assigned by comparing the retention time and mass
data of the hydrolysis products of 4 (6 N HCl, 120 °C, 16 h)
after derivatization with Marfey’s reagent (1-fluoro-2,4-
dinitrophenyl-5-L-leucineamide, L-FDLA) with those of D/L-
alanine standards by HPLCMS.29 The results indicated that
the absolute configuration of the amino acid residues was D-
alanine (Figure S21 and Table S1).
To determine the relative and absolute configurations of C-

11, -12, and -13 in trienomycins, the corresponding acetonide
derivative was prepared.28 Thus, the deacylation of 4 with
LiAlH4, followed by acetonide formation, gave the derivative
11 (Scheme S1), established as C29H39NO5 by HRESIMS. The
1H NMR spectrum of 11 showed the signals for H-11 at δH
4.03 as a broad triplet (J11,12 = 10.6) and H-13 at δH 4.58 as a
doublet (J12,13 = 5.5), indicating the opposite orientation of H-
11 and H-12 and the same side of H-12 and H-13, consistent
with the acetonide trienomycin A.28 Furthermore, the optical
rotation of 11 {[α]24D +140 (c 0.21, CHCl3)} was in close
agreement with the reported acetonide trienomycin A {[α]24D
+191 (c 0.21, CHCl3)}. Thus, the absolute configuration of 4
was established as 11S, 12S, and 13R. All isolated trienomycins
had the same macrolactam backbone with different side chains
at the C-11 or C-13 position. Therefore, the relative and
absolute configurations of the macrolactam backbone of the
three new compounds 1−3 were in good agreement with those
of 4.
Trienomycins are cytotoxic to cancer cell lines,1,13 and so

the cytotoxicity of the isolated compounds against two human
cancer cell lines, PC-3 and HepG2, was evaluated using the
sulforhodamine B (SRB) method, with doxorubicin as a
positive control.30 As shown in Table 2, all compounds
displayed cytotoxicity. Compounds 4 and 7 showed greater
cytotoxicity than the positive control against PC-3 cells.
Compound 1 showed the greatest cytotoxicity against HepG2
cells (IC50 0.1 μM) and so was used for further analyses.
Induction of apoptosis of cancer, but not normal, cells is a

promising anticancer strategy. To investigate whether
apoptotic cell death contributed to the 1-induced cytotoxicity
in HepG2 cells, a nuclear morphological evaluation study was

Figure 1. Key COSY and HMBC correlations of compounds 1, 2, and 3.
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conducted by fluorescence microscopy Hoechst staining. As
shown in Figure 2, dimethyl sulfoxide (DMSO)-treated control

cells had normal nuclei (blue stained and round). In contrast,
HepG2 cells exposed to 5.0 and 10 μM compound 1 for 48 h
exhibited chromatin condensation and cell shrinkage. These
morphological changes of HepG2 cells supported the
proapoptotic effect of 1.
The apoptosis-inducing effect of 1 was confirmed by flow

cytometric analysis. HepG2 cells were treated with 0.5, 1.0, and
5.0 μM 1 for 48 h, stained with annexin V−FITC and
propidium iodide (PI), and analyzed by flow cytometry.
Treatment with 0.5 μM compound 1 for 48 h resulted in
frequencies of early and late apoptotic cells of 5.1% and 1.3%,
respectively (Figure 3). Treatment with 1 at 1.0 and 5.0 μM
increased the early and late apoptosis frequencies to 9.5% and
17.6%, and 1.7% and 5.7%, respectively.
To determine whether apoptosis was caused by cell-cycle

arrest, the cell-cycle distribution of HepG2 cells treated with 1
was evaluated by flow cytometry. As shown in Figure 4, after
treatment with 0.5, 1.0, or 5.0 μM 1 for 24 h, the percentages
of HepG2 cells in S phase were 24.7%, 34.5%, and 38.6%,
respectively, compared to 25.5% in control cells. Therefore, the
apoptosis induced by 1 was related to cell-cycle arrest.
Neuroinflammation, due in part to uncontrolled microglial

activation, may contribute to the pathogenesis of neuro-
degenerative diseases, such as Alzheimer disease (AD).
Activated microglial cells in the central nervous system
(CNS) produce inflammatory mediators such as nitric oxide

(NO). Overproduction of NO in the CNS resulting from the
production of inducible nitric oxide synthase (iNOS) can lead
to uncontrolled neuroinflammation.24 The inhibitory effect of
the isolated compounds on lipopolysaccharide (LPS)-induced
NO production in BV-2 microglial cells was assessed with
quercetin as the positive control. Compounds 1, 4, and 7
showed high inhibitory activities (IC50 0.1, 0.02, and 0.03 μM,
respectively; positive control IC50 = 2.4 μM) (Table 3). The
other compounds also exhibited significant inhibitory activity
(IC50 ≤ 10 μM). The compound with an N-cyclohexylcarbonyl
group (4) was more active than the compound with an N-

Table 2. Cytotoxic Activities of Compounds 1−10 against
PC-3 and HepG2 Cells

IC50 (μM) IC50 (μM)

compound PC-3 HepG2 compound PC-3 HepG2

1 2.7 0.1 7 0.7 0.2
2 4.5 3.0 8 4.2 0.2
3 11.9 20.5 9 4.4 0.4
4 0.4 0.2 10 10.2 17.6
5 4.5 1.0 doxorubicin 0.8 0.7
6 2.6 0.5

Figure 2. Morphological changes in HepG2 cells treated by 1 for 48
h. The apoptotic cells are indicated by white arrows.

Figure 3. Apoptosis induced in HepG2 cells by 1. Cells were treated
for 48 h with the indicated concentrations of 1 followed by an annexin
V−FITC and PI staining procedure. Lower right quadrants:
percentage of early stage apoptotic cells; upper right quadrants:
percentage of late-stage apoptotic cells; upper left quadrants:
percentage of necrotic cells. Each experiment was performed in
triplicate.

Figure 4. Effects of 1 on cell-cycle distribution in HepG2 cells. Cells
were treated with the indicated concentrations of 1 for 24 h. Cellular
DNA was stained with PI, and flow cytometry analysis was performed
to determine cell-cycle distribution. Histograms show one representa-
tive example from three independent experiments.
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isohexylcarbonyl group. The length of the carboxylic acid
moiety attached to the alanine residue also affected the activity
of 1, 2, 5, 6, 8, and 9; a shorter aliphatic chain resulted in lower
activity. The activity of compound 3, which has an N-isobutyl
D-Ala side chain at C-13 instead of C-11, was 7-fold lower than
5. These data suggest that exposure of the 13-OH group
increases activity. None of the 10 compounds showed
cytotoxicity at the test comcentrations. These preliminary
structure−activity relationship results are consistent with
previous reports.15,16

To gain insight into the interactions between the
compounds and proteins related to inhibition of NO, we
performed molecular-docking analyses of the 10 compounds
with iNOS (Figure S1, Supporting Information) as described
previously.24 The results were consistent with those of in vitro
NO production assays (Figure S2, Supporting Information).
Compounds 1, 4, and 7, which exhibited high NO inhibitory
activity, bound firmly to the catalytic site of iNOS (binding
energy = −12.63, −11.33, and −10.96 kcal/mol, respectively;
Table 3). The positions of compounds 1, 4, and 7 with respect
to the key residues in the binding site are shown in Figure 5.
The three compounds had similar binding modes. The phenol
moiety was stacked against the aromatic rings of Trp463.
Compounds with higher IC50 values had higher binding
energies, providing insight into the protein−ligand inter-
actions. Taken together, the above results indicate that these
compounds could be developed further as inhibitors of NO
production.

■ EXPERIMENTAL SECTION
General Experimental Procedures. Optical rotations were

acquired on an Autopol III automatic polarimeter (Rudolph Research
Analytical). UV spectra were measured on a Shimadzu UV-1750 UV−
vis spectrophotometer. IR spectra were recorded on a Bruker Tensor
27 FT-IR spectrometer with KBr pellets. 1D and 2D NMR spectra
were obtained on a Bruker Avance III spectrometer (500 and 125
MHz for 1H and 13C NMR, respectively) with tetramethylsilane as an
internal standard. ESIMS was measured on an LTQ Fleet instrument
(Thermo Fisher Scientific Inc., USA). HRESIMS data of new
compounds were acquired on a Thermo Fisher Scientific Q-TOF
mass spectrometer. The high-speed counter-current chromatography
(HSCCC) system was composed of an OptiChrome-300 PLUS
apparatus (OptiChrome, Jiangyin, China), a UV3000D metering
pump, a UV3000 spectrometer, a BSZ-100 fraction collector (QiTe,

Shanghai, China), and CXTH-3000 ChemStation. HPLC analysis was
performed on a Waters 1525 binary pump, coupled to a Waters 2489
detector (monitored wavelengths: 210 and 271 nm), equipped with a
4.6 mm × 250 mm, 5 μm, Hypersil BDS C18 column. Semipreparative
HPLC was achieved on a Shimadzu LC-20AP system, using a 10 mm
× 250 mm, 5 μm, YMC C18 column. Column chromatography (CC)
was undertaken with silica gel (200−300 mesh, Qingdao Marine
Chemical Ltd., China), RP-18 gel (20−45 μm, Fuji Silysia Chemical
Ltd., Japan), or Sephadex LH-20 (40−70 μm, Amersham Pharmacia
Biotech AB, Sweden). Fractions were monitored by thin-layer
chromatography using silica GF254 (10−20 μm, Qingdao Marine
Chemical Ltd., China). Flow cytometric analysis was performed on a
FACS Calibur, Becton-Dickinson, San Jose, CA, USA. A total of
20 000 and 10 000 cells were acquired per sample for apoptosis and
cell-cycle analysis, respectively, and data were analyzed using
Cellquest software (Becton Dickinson).

Biological Material. Following standard procedures, an actino-
mycete was isolated from a moss soil sample collected from the
northern slope of Taibai Mountain (33°57−34°58′ N, 107°45′−
107°53′ E), Shaanxi Province, China. It was identified as Streptomyces
cacaoi subsp. asoensis H2S5 (GenBank accession no. KF620296) by
16S rRNA gene sequence analysis by Dongsheng Wang of the College
of Natural Resources and Environment, Northwest A&F University,
Shaanxi Province, China.31 The strain was deposited in the
Department of Resources Science, College of Natural Resources
and Environment, Northwest A&F University, China.

Fermentation, Extraction, and Isolation. S. cacaoi subsp.
asoensis H2S5 was preserved in 25% glycerol−water at −80 °C. A 50
mL Eppendorf tube containing 15 mL of medium (tryptone 15 g/L,
peptone 5 g/L, NaCl 5 g/L, and an appropriate volume of MilliQ
water, pH 7.0−7.4) was inoculated from a tube of H2S5 at 28 °C for
3 days with shaking at 130 rpm. Using aseptic technique, a portion of
the spore suspension was transferred to a 250 mL Erlenmeyer flask
containing 100 mL of seed medium and shaken at 130 rpm, 28 °C, for
3 days. An aliquot of the preculture (10 mL) was transferred into a
500 mL flask containing 200 mL of medium and incubated for 7 days
at 28 °C with shaking at 130 rpm. Both the seed and production
medium consisted of soluble starch 10 g/L, peptone 2 g/L, yeast
extract powder 4 g/L, and NaCl 5 g/L; pH 7.0−7.4. All media were
sterilized for 20 min at 121 °C in a steam autoclave.

After scale-up fermentation, the culture broth (70 L) was filtered to
afford the supernatant and the mycelia. The supernatant was
concentrated to 5 L by evaporation under reduced pressure, then
extracted with ethyl acetate five times and with petroleum ether three
times to remove small polar compounds. After suspending the extract

Table 3. Inhibitory Effects of Compounds 1−10 on NO
Production Induced by LPS in BV-2 Microglial Cells and
Corresponding Binding Energy in Molecular Docking
Studies

compound IC50 (μM)
cell viabilitya

(%)
binding energy
(kcal/mol)

1 0.09 ± 0.01 83.8 −12.63
2 1.7 ± 0.2 96.0 −9.69
3 8.3 ± 0.7 83.1 −9.11
4 0.02 ± 0.01 95.2 −11.33
5 1.1 ± 0.1 92.7 −9.97
6 0.48 ± 0.01 76.3 −10.96
7 0.03 ± 0.01 94.3 −10.96
8 0.18 ± 0.01 82.5 −9.9
9 2.9 ± 0.4 85.4 −9.43
10 0.3 ± 0.1 93.1 −10.92
quercetinb 2.4 ± 0.7 99.2 c

aCell viability was expressed as a percentage (%) of that the LPS-only
treatment group. bPositive control. cWas not conducted.

Figure 5. Molecular-docking simulations of 1 (A, khaki), 4 (B, tan),
and 7 (C, yellow) into the iNOS binding site obtained in the lowest
energy conformation. (D) Two-dimensional interaction map of the
optimized docking model of 1 in the binding pocket of iNOS.
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in MeOH−acetone (3:1 v/v) to disrupt cells, mycelia were extracted
with petroleum ether and ethyl acetate. The EtOAc layers of the
mycelium and filtrate were concentrated under reduced pressure to
give a crude extract (16.8 g), which was applied to an RP-18 column
and eluted with a gradient of MeOH−H2O (10−100%) to yield 16
fractions, A−P. Fractions J (2.888 g), K (679.3 mg), and M (488.9
mg), which showed a series of peaks with 271 nm UV absorption by
HPLC, were separated on a Sephadex LH-20 column in MeOH,
affording Fr. J1−J9, Fr. K1−K6, and Fr. M1−M4, respectively.
Fr. J2 (2.5496 g) was separated on HSCCC with a two-phase

solvent system composed of n-hexane−ethyl acetate−methanol−
water (HEMWat, 4:6:4:6 v/v) four times, yielding 4 (Fr. J2.14, 106.1
mg), 8 (Fr. J2.17, 17 mg), and another 24 fractions. Fr. J2.7, J2.11,
and J2.18−J2.26 were further purified by semipreparative HPLC to
afford 5 (62%, MeOH−H2O, 2 mL/min, tR = 41.0 min, 51.1 mg), 6
(62%, MeOH−H2O, 2 mL/min, tR = 39.5 min, 10.6 mg), 10 (58%,
MeOH−H2O, 2 mL/min, tR = 12.0 min, 3.6 mg), 9 (58%, MeOH−
H2O, 2 mL/min, tR = 29.0 min, 6.7 mg), 2 (58%, MeOH−H2O, 2
mL/min, tR = 31.5 min, 1.3 mg), and 7 (60%, MeOH−H2O, 2 mL/
min, tR = 40.7 min, 2.1 mg).
HSCCC also carried out to separate Fr. K2 (391.3 mg) with a two-

phase solvent system composed of HEMWat (3:7:4:6 v/v), giving 13
fractions, K2.1−K2.13. Purification of Fr. K2.1 and Fr. K2.3 by HPLC
provided 3 (68%, MeOH−H2O, 2 mL/min, tR = 34.8 min, 1.8 mg)
and 1 (65%, MeOH−H2O, 2 mL/min, tR = 41.5 min, 15.5 mg).
Trienomycin J (1): white powder; [α]20D +118.8 (c 0.25, MeOH);

UV (MeOH) λmax (log ε) 250 (4.44), 260 (4.44), 271 (4.48), 282
(4.40) nm; IR (KBr) νmax 3320, 2930, 1715, 1654, 1547, 1370, 1217,
1000, 645 cm−1; 1H NMR (500 MHz) and 13C NMR (125 MHz)
data (CD3OD), see Table 1; positive ion HRESIMS m/z 647.3676
[M + Na]+ (calcd for C36H52N2O7Na, 647.3672).
Trienomycin K (2): white powder; [α]20D +105.2 (c 0.25, MeOH);

UV (MeOH) λmax (log ε) 250 (4.25), 260 (4.26), 271 (4.34), 282
(4.24) nm; IR (KBr) νmax 3297, 2972, 2314, 1723, 1656, 1545, 1212,
1091, 684 cm−1; 1H NMR (500 MHz) and 13C NMR (125 MHz)
data (CD3OD), see Table 1; positive ion HRESIMS m/z 605.3202
[M + Na]+ (calcd for C33H46N2O7Na, 605.3203).
Trienomycin L (3): white powder; [α]20D +130.0 (c 0.20, MeOH);

UV (MeOH) λmax (log ε) 250 (4.16), 260 (4.17), 271 (4.25), 282
(4.14) nm; IR (KBr) νmax 3432, 2929, 1718, 1651, 1544, 1210, 1002,
645 cm−1; 1H NMR (500 MHz) and 13C NMR (125 MHz) data
(CD3OD), see Table 1; positive ion HRESIMS m/z 619.3353 [M +
Na]+ (calcd for C34H48N2O7Na, 619.3359).
Marfey’s Analysis. Compound 4 (3.2 mg) was hydrolyzed in 6 N

HCl (500 μL) at 120 °C for 16 h. After completion of the reaction,
the solvent was removed under vacuum. The dried residue was
resuspended in water (100 μL). Next 40 μL of 1 M sodium
bicarbonate and 100 μL of 25 mM L-FDLA in acetone were added,
and the mixture was incubated at 37 °C for 1 h. To neutralize the
reaction, 40 μL of 2 N HCl was added to the reaction mixture. The
standard L- and D-alanine standards were derivatized separately. The
crude product and the standard amino acids were diluted with 720 μL
of methanol, and 2 μL of the solutions was subjected to HPLC
analysis. HPLC was performed using an Agilent 1100 system.
Separations were carried out on a YMC C18 column (4.6 × 150 mm;
5 μm) at 30 °C using the following gradient elution program: solvent
A, H2O (0.1% formic acid); solvent B, methanol; 5−60% B from 0 to
5 min, 60−90% B from 5 to 25 min, 90−100% B from 25 to 26 min,
and hold at 100% solvent B for 4 min. The flow rate was 0.8 mL/min
with detection at 338 nm. The retention time data for the FDLA
derivatives of the hydrolysate and the alanine standard are
summarized in Table S1 (Supporting Information).
Preparation of an Acetonide Derivative of 4. Compound 4

(24 mg) was dissolved in tetrahydrofuran (789 μL) and cooled to
−23 °C. A solution of lithium aluminium hydride (1.0 M in Et2O, 550
μL) was added drop by drop. The reaction mixture was stirred at −23
°C for 1 h. After completion of the reaction, ethyl acetate (658 μL)
was added and the solution was washed with phosphate buffer (pH 7,
1316 μL). The organic phase was separated, and the aqueous phase
was extracted with ether (1316 μL) three times. The combined

organic extracts were dried with anhydrous Na2SO4 and filtered, and
the solvent was removed under reduced pressure. The crude product
was dissolved in 658 μL of 2,2-dimethoxypropane and 132 μL of
acetone, to which camphorsulfonic acid (0.263 mg) was added. The
mixture was stirred at 25 °C for 2 h, and the reaction was quenched
by addition of 132 μL of triethylamine. The reaction mixture was
further purified by semipreparative HPLC to afford compound 11
(82%, MeOH−H2O, 2 mL/min, tR = 21.3 min, 15.6 mg, 65% yield)
as a colorless powder: [α]24D +140 (c 0.21, CHCl3); IR (CHCl3)
3271, 3110, 2926, 2875, 1622, 1563, 1499, 1434, 1372, 1306, 1216,
1145, 1077, 1000 cm−1; negative ion HRESIMS m/z 480.2739 [M −
H]− (calcd for C29H38NO5, 480.2744);

1H NMR (500 MHz, CDCl3)
δH 8.19 (s, 1H), 7.85 (s, 1H), 7.31 (s, 1H), 6.51 (s, 1H), 6.15−6.26
(m, 3H), 6.03−6.08 (m, 2H), 5.80−5.86 (m, 1H), 5.63 (dd, J = 15.0,
8.0 Hz, 1H), 5.24 (br apparent t, J = 6.5 Hz, 1H), 4.58 (d, J = 5.5 Hz,
1H), 4.03 (br apparent t, J = 10.6 Hz, 1H), 3.52 (m, 1H), 3.34 (s,
3H), 2.90 (dd, J = 13.0, 2.5 Hz, 1H), 2.44−2.57 (m, 4H), 2.08−2.16
(m, 3H), 1,89 (m, 1H), 1.73 (s, 3H), 1.35 (s, 3H), 1.30 (s, 3H), 0.82
(d, J = 7.0 Hz, 3H); 13C NMR (125 MHz, CDCl3) δC 169.0, 157.7,
144.5, 138.1, 135.3, 135.2, 134.9, 133.5, 132.3, 131.6, 129.0, 125.3,
112.5, 109.7, 106.0, 100.8, 79.6, 73.3, 68.6, 56.6, 45.2, 37.1, 36.3, 36.1,
29.6, 24.8, 24.0, 20.4, 12.7.

Cytotoxicity Assay. The in vitro evaluation of the cytotoxicity of
the pure compounds was performed in PC-3 prostate cancer cells and
HepG2 cells by the SRB colorimetric assay with doxorubicin as the
positive control and 0.1% DMSO as the negative control. IC50 values
were determined from dose−response curves using Origin 8 software.
Briefly, 100 μL aliquots (2.5 × 104 cells/mL) of exponentially growing
cells were added to each well of a 96-well flat microtiter plate and
allowed to attach. Next, the medium was replaced with fresh medium,
and cells were incubated with various concentrations of the test
compounds at 37 °C for 72 h. Four replicate wells were used per time
point. Next, medium was decanted, and cells were fixed in situ with
100 μL aliquots of cold 10% trichloroacetic acid and incubated for 1 h
at 4 °C. Thereafter, supernatant was discarded, and the plates were
washed five times with distilled water and air-dried. SRB solution at
0.4% (w/v) in 1% acetic acid was added to each well, and the plates
were incubated for 20−30 min at room temperature. The unbound
dye was removed by washing five times with 1% acetic acid and the
plates were air-dried. Bound SRB was subsequently solubilized with
10 mM Tris base, and the absorbance at 560 nm was read using an
Epoch (Bio-Tek) microplate reader. Percentage cell viability was
calculated relative to control wells (designated 100% viable).

Hoechst Staining. The nuclear morphological changes of HepG2
cells exposed to 1 were evaluated using Hoechst 33342 staining. To
this end, 1 × 106 cells were seeded on a coverslip in a six-well plate,
treated with 1.0, 5.0, or 10 μM 1, respectively, for 48 h, and fixed for
30 min with 4% paraformaldehyde. The fixed cells were stained with
Hoechst 33342 for 10 min at room temperature in the dark. The cells
were subsequently washed with phosphate-buffered saline (PBS) and
mounted on a slide for fluorescence microscopy.

Analysis of Apoptosis and the Cell Cycle. Apoptosis and the
cell-cycle distribution were analyzed by flow cytometry.32 After
treatment with DMSO and 0.5, 1.0, or 5.0 μM 1 for 48 h, HepG2 cells
were collected, washed in cold PBS, and resuspended in annexin V
binding buffer. Annexin V−FITC was added, the mixture was
incubated in the dark at 37 °C for 5 min, and PI was added before
submitting to flow cytometry for apoptosis analysis. The cell-cycle
distribution was also analyzed. HepG2 cells were treated with DMSO
and 0.5, 1.0, and 5.0 μM 1 for 24 h, washed in cold PBS, fixed by
dropwise addition to ice-cold 95% ethanol, stored at 4 °C for at least 2
h, incubated with PI for 30 min at 37 °C, and subjected to a flow
cytometer for cell-cycle distribution analysis.

Nitric Oxide Production Inhibitory Assays. BV-2 murine
microglial cells were obtained from Peking Union Medical College
Cell Bank (Beijing, China) and maintained in Dulbecco’s modified
Eagle’s medium (DMEM) supplemented with 10% (v/v) heat-
inactivated fetal bovine serum, penicillin (100 U/mL), and
streptomycin (100 U/mL) at 37 °C with 5% CO2. During logarithmic
growth phase, BV-2 cells (2 × 104 /well) were seeded in 96-well
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plates and incubated at 37 °C for 24 h. Next, the cells were treated
with the test compounds at five concentrations for 24 h in DMEM
with 1 μg/mL LPS (Escherichia coli 0111:B4, Sigma, MO, USA). LPS
and DMSO were used as the controls.
The NO concentration in the medium was measured using a

commercial assay kit, according to the protocol24 with sodium nitrite
as a standard. NO production was evaluated by quantifying nitrite in
culture supernatants using the Griess reaction. Briefly, the culture
supernatant of BV-2 cells (50 μL) was reacted with 50 μL of Griess
reagent I in a 96-well plate. Subsequently, 50 μL of Griess regent II
was added to each well. The absorbance at 540 nm of the mixture was
measured using a microplate reader. A nitrite standard curve was
generated using the sodium nitrite standard. IC50 values were
calculated as the concentrations that reduced NO production by
50%. Quercetin was taken as the positive control.
Cell viability was evaluated by the MTT assay. BV-2 cells were

seeded into 96-well plates at 2 × 103 cells/100 μL of medium and
incubated for 24 h. Next, the cells were incubated with trienomycins
at various concentrations and LPS for a further 24 h. Cells treated
with DMSO alone were used as the negative control. Subsequently, 10
μL of MTT (5 mg/mL) was added, the plates were incubated at 37
°C for 4 h, and extraction buffer (100 μL, 10% sodium dodecyl
sulfate, 5% isobutanal, and 0.1% HCl) was added to each well. After
overnight incubation, the absorbance at 570 nm was measured using a
microplate reader.
Molecular-Docking Studies. Molecular-docking simulations

were performed using Autodock 4.2 Vina software and AutoDock
Tools (ADT 1.5.6) using the hybrid Lamarckian Genetic Algorithm
(LGA) as reported previously.33 The three-dimensional (3D) crystal
structure of iNOS (PDB code, 3E7G) was obtained from the RCSB
Protein Data Bank. The standard 3D structures (PDB format) of the
10 compounds were constructed using the “SKETCH” option
function in SYBYL-X, and a cubic grid box of 50 × 60 × 50 Å (x,
y, z) with a spacing of 0.375 Å and grid maps were generated. The
docking parameters were as follows: population size 150, number of
evaluations 2 500 000, number of generations 270 000, number of top
individuals that automatically survive 20, and number of docking runs
40; the default values of the other settings were used.
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