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Abstract: Two new piperazine-triones lansai E and F (1, 2), together with four known secondary
metabolites lansai D (3), 1-N-methyl-(E,Z)-albonoursin (4), imidazo[4,5-¢]-1,2,4-triazine (5), and
streptonigrin (6) were isolated from a deep-sea-derived Streptomycetes sp. strain SMS636. The
structures of the isolated compounds were confirmed by comprehensive spectroscopic analysis,
including HRESIMS, 1D and 2D NMR. Compound 4 exhibited moderate antibacterial activities
against Staphylococcus aureus and methicillin resistant S. aureus (MRSA) with Minimum Inhibitory
Concentration (MIC) values of 12.5 and 25 pg/mL, respectively. Compound 6 displayed significant
antibacterial activities against S. aureus, MRSA and Bacillus Calmette-Guérin (BCG) with MIC values
of 0.78, 0.78 and 1.25 pug/mL, respectively.

Keywords: marine-derived Streptomycetes; piperazine-trione; antibacterial; MRSA

1. Introduction

Natural products have proved to be a valuable source of new chemical entries in many therapeutic
areas [1]. Piperazine-triones are a rare class of natural products produced by fungi and actinomycetes. To
date, only eleven polyketides bearing piperazine-triones motif have been discovered in nature, including
dithiodioxopiperazine [2,3], cytotoxic 12-demethyl-12-oxodehydroechinulin [4] and gliocladine C [5],
lasiodiplines A [6], MPC 1001F and MPC 1001H [7], antiviral rubrumline L [8], neoechinuline [9],
variecolorin J [10], 5-1, 4-Dimethyl-6-[4-(3-methyl-but-2-enyloxy)-benzyl]-6-methylsulfanylpiperazine-
2,3 ,5-trione and R-6-[4-(3-methyl-but-2-enyloxy)-benzyl]-6-methylsulfanyl-piperazine-2,3,5-trione [11].

Actinomycetes characterized from the marine environment have been reported to be an excellent
source for their potential to produce secondary metabolites with novel structures [12-14]. During the
course of our ongoing efforts to discover antimicrobial secondary metabolites from marine-derived
microorganisms, a crude extract from a Streptomycetes sp. strain SMS636 (isolated from a sediment
sample collected at a depth of —3000 m from the South China Sea) exhibited significant antibacterial
activity against S. aureus. Further chemical investigation on the fermentation material resulted
in the identification of two new piperazine-triones, named as lansai E and F (1 and 2), together
with four previously reported metabolites, lansai D (3) [15], 1-N-methyl-(E,Z)-albonoursin (4) [16],
imidazo[4,5-¢]-1,2,4-triazine (5) [17] and streptonigrin (6) [18]. Lansai E and F belong to a rather
rare class of alkaloids which bears the piperazine-trione motif. The structures (Figure 1) of the
isolated compounds were characterized based on comprehensive spectroscopic data, and the geometric
configurations of compounds 1-4 were assigned by Rotating Frame Overhauser Effect Spectroscopy
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(ROESY) analysis. All these compounds were tested for their antimicrobial activities against S. aureus,
methicillin resistant S. aureus (MRSA), Escherichia coli, Pseudomonas aeruginosa, Bacillus Calmette-Guérin
(BCG), and Candida albicans. Compound 4 exhibited moderate antibacterial activities against S. aureus
and MRSA, and compound 6 showed significant antibacterial activities against S. aureus, MRSA
and BCG.
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2. Results

Figure 1. Chemical structures of 1-6.

2.1. Structure Elucidation

Compound 1 was obtained as a colorless amorphous powder, and its molecular formula was
established as CoH1,N5,O3 from the HRESIMS at 11/z 219.0748 [M + Na]* (calculated for CoH1,N,O3Na,
219.0740, Ammu + 0.8), accounting for five degrees of unsaturation. The 'H NMR spectrum
(Supplementary Materials Figure S1) of 1 (Table 1) showed signals for one isopropyl at éy 3.94
(1H, m, H-2') and 1.05 (6H, d, ] = 6.6 Hz, H3-3’ and H3-4'), one singlet methyl at 6y 3.17 (3H, s, H3-7),
one olefinic proton at éy 5.81 (1H, d, ] = 9.0 Hz, H-1'), as well as one proton at éyy 12.01 (1H, brs)
attached to N-4. The 3C NMR and HSQC data (Supplementary Materials Figures S2 and S3) for
1 revealed the carbon signals associated with the above structural units, one olefinic carbon at é¢
127.8 (C-6), as well as three carbonyl carbons at d¢ 152.4 (C-2), 155.6 (C-3) and 160.2 (C-5). The COSY
correlations (Figure 2 and Supplementary Materials Figure S4) of 1 revealed the connection from 1’ to
2/, and from 2’ to both of 3’ and 4’. The HMBC correlations (Supplementary Materials Figure S5) from
H;-7 to C-2 and C-6 revealed the connection from C-7 to N-1. Crossing peaks from H-1’ to C-5 and C-6
confirmed the connection between C-5 and C-6. Using the molecular formula data and spectroscopic
analysis, the structure of 1 was assigned as shown in Figure 1. The geometric configuration of the
double bond was assigned as the E configuration by the ROESY correlation (Supplementary Materials
Figure S6) from H3-7 to H-1'.

Compound 2 was obtained as a colorless amorphous powder, and its molecular formula
was established as C1o,H19gN,O3 from the HRESIMS at m/z 483.1274 [2M + Na]* (calculated for
Co4H0N4OgNa, 483.1275, Ammu — 0.1), accounting for nine degrees of unsaturation. The 'H NMR
spectrum (Supplementary Materials Figure S7) of 1 showed signals for one monosubstituted benzene
at 6y 7.53 (2H, d, | = 7.8 Hz, H-3' and H-7'), 7.34 (2H, dd, | = 7.8, 7.8 Hz, H-4’ and H-6') and 7.31
(1H, dd, ] = 7.8, 7.8 Hz, H-5'), one singlet methyl at dy 3.07 (3H, s, H3-7), one olefinic proton at éy
6.77 (1H, s, H-1'), as well as one proton (6yy 11.44, 1H, s) attached to N-4. The 13C NMR and HSQC
data (Supplementary Materials Figures S8 and S9) for 2 revealed the carbon signals associated with
the above structural units (Table 1), one olefinic carbon at ¢ 125.9 (C-3), as well as three carbonyl
signals at ¢ 158.7 (C-2), 151.6 (C-5), and 156.7 (C-6). The COSY correlations (Supplementary Materials
Figure S10) of 2 revealed the monosubstituted benzene ring. The HMBC correlations (Supplementary
Materials Figure 511) from H3-7 to C-2 and C-6 revealed the connection from C-7 to N-1. Crossing
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peaks from H-1’ to C-2, C-3, C-3’ and C-7' indicated a connection from C-3 to C-2’ through C-1'.
Subsequently, the structure of 2 was assigned as shown in Figure 1. As observed for 1, the geometric
configuration of the double bond was assigned as the E configuration by the ROESY correlation
(Supplementary Materials Figure S12) from H-4-N to H-1'.

Table 1. NMR data for 1 and 2 (DMSO-dg).

1 2
Position 3 .
g, mult (J in Hz) dc Jy, mult (J in Hz) dc
2 152.4 158.7
3 155.6 1259
4 12.01, brs 11.44,s
5 160.2 151.6
6 127.8 156.7
7 3.17,s 30.4 3.07,s 26.8
1/ 5.81,d (9.0) 136.6 6.77, s 124.3
2/ 394, m 26.3 133.7
3/ 1.05, d (6.6) 22.7 7.53,d (7.8) 130.1
4’ 1.05, d (6.6) 22.7 7.34,dd (7.8,7.8) 127.7
5/ 7.31,dd (7.8, 7.8) 128.3
6’ 7.34,dd (7.8, 7.8) 127.7
7’ 7.53,d (7.8) 130.1
— COSY ~—~ HMBC ROESY
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Figure 2. Key 2D NMR correlations for 1 and 2.
2.2. Biological Activity

Compounds 1-6 were evaluated against S. aureus (ATCC 6538), MRSA (ATCC 29213), E. coli
(ATCC 11775), P. aeruginosa (ATCC 15692), BCG, and C. albicans (ATCC 10231). Compound 4 showed
moderate antibacterial activities against S. aureus and MRSA with Minimum Inhibitory Concentration
(MIC) values of 12.5 and 25 pg/mL, respectively. Compound 6 also exhibited significant antibacterial
activities against S. aureus, MRSA, and BCG with MIC values of 0.78, 0.78 and 1.25 pug/mL (Table 2).
None of the tested compounds displayed significant antimicrobial activities against E. coli, P. aeruginosa,
and C. albicans at 100 pg/mL, suggesting that the spectrum of activities for the active compounds is
likely to be restricted to Gram-positive bacteria.

Table 2. Antibacterial activity of 1-6 (ug/mL).

Compounds  S. aureus ? MRSA?  E.coli®  P.aeruginosa® BCG*© C. albicans 4
1 >100 >100 >100 >100 >40 >100
2 >100 >100 >100 >100 >40 >100
3 >100 >100 >100 >100 >40 >100
4 12.5 25 >100 >100 >40 >100
5 >100 >100 >100 >100 >40 >100
6 0.78 0.78 100 100 1.25 >100

2 Vancomycin was used as positive control with MIC value of 0.78 ug/mL; ® Ciprofloxacin was used as positive
control with MIC value of 0.78 ug/mL; ¢ Isoniazid was used as positive control with MIC value of 0.05 ug/mlL;
4 Amphotericin B was used as positive control with MIC value of 0.39 jg/mL.
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3. Materials and Methods

3.1. General Experimental Procedures

NMR spectra were obtained on a Bruker Avance DRX600 spectrometer (Bruker BioSpin AG,
Fillanden, Switzerland) with residual solvent peaks as references (DMSO-dg: 1 2.50, 8¢ 39.52).
High-resolution ESIMS measurements were obtained on a Bruker micrOTOF mass spectrometer
(Bruker Daltonics, Billerica, MA, USA) by direct infusion in MeCN at 3 mL/min using sodium formate
clusters as an internal calibrate. HPLC was performed using an Agilent 1100 Series separations
(Agilent Technology, Inc., Waldbronn, Germany) module equipped with Agilent 1100 Series diode
array, Agilent 1100 Series fraction collector, and Agilent SB-C18 column (250 x 9.4 mm, 5 pm).

3.2. Microbial Material

The Streptomycetes sp. strain SMS636 used as the producing strain was isolated from a sediment
sample collected from the South China Sea and grown on an ISP2 agar slant consisting of glucose 0.4%,
yeast extract 0.4%, malt extract 1.0%, agar 2.0% (pH 7.2). This strain was identified as Streptomycetes sp.
based on phylogenetic analysis of 165 rRNA gene sequence (Supplementary Materials Figure S13).
The 16S rRNA sequence of SMS636 was assigned to the GenBank accession number MK334651.

3.3. Fermentation and Extraction

A stock culture of the producing strain was grown and maintained on ISP2 agar slant. The stock
culture was transferred into 250-mL Erlenmeyer flasks containing 40 mL of seed medium (ISP2 liquid
medium), and the flasks were incubated on a rotary shaker (200 rpm) at 28 °C for 96 h. 10 mL of the
seed culture was inoculated into 1,000 mL Erlenmeyer flasks containing 250 mL of the producing
medium (glucose 0.5%, lactose 4%, cotton seed protein 3%, Bacto Peptone 0.5%, K,HPO4 0.05%, MgSO4
7H,0 0.05%, and KC1 0.03%, pH 7.0), and the flasks were incubated at 28 °C with shaking (140 rpm)
for 10 days. The culture broths were combined and centrifuged to yield supernatant and mycelial
fractions. The supernatant was partitioned with equal volume of EtOAc (x3) and the solvent was
evaporated under reduced pressure to obtain crude extract F1 (520 mg). The mycelial was extracted by
500 mL acetone (x3) and the solvent was evaporated under reduced pressure to afford crude extract
F2 (340 mg).

3.4. Isolation and Purification

The crude extract F1 and F2 were then sequentially triturated with hexane (3 x 10 mL), DCM (3 x
10 mL) and MeOH (3 x 10 mL), respectively, then concentrated in vacuo, to afford F1-1 (175 mg), F1-2
(102 mg), F1-3 (65 mg), F2-1 (88 mg), F2-2 (58 mg), and F2-3 (42 mg), respectively. F1-2 was subjected to
HPLC fractionation (Agilent SB-C18, 250 x 9.4 mm column, 5 pm, 3.0 mL/min, gradient elution from
20-100% MeCN/H,0 over 15 min with a hold at 100% MeCN for 5 min and with isocratic 0.01% TFA
modifier) to yield compounds 1 (tg = 7.8 min, 0.8 mg), 2 (tg = 9.1 min, 1.1 mg) and 3 (tg = 13.0 min,
1.3 mg). F2-1 was subjected to HPLC fractionation (Agilent SB-C18, 250 x 9.4 mm column, 5 pm,
3.0 mL/min, gradient elution from 20-100% MeCN/H;O over 15 min with a hold at 100% MeCN for
5 min and with isocratic 0.01% TFA modifier) to yield compounds 4 (tg = 13.9 min, 2.3 mg), 5 (tg =
5.0 min, 1.4 mg) and 6 (tg = 12.1 min, 3.2 mg).

3.4.1. Lansai E (1)

Colorless amorphous powder; UV (MeOH) Apax (loge) 234 (3.60), 304 (3.34) nm; (+)-ESIMS m/z
197.1 [M + H]*; (+)-HRESIMS m/z 219.0748 [M + Na]* (calcd. For C9H1,N,O3Na, 219.0740).
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3.4.2. Lansai F (2)

Colorless amorphous powder; UV (MeOH) Amax (loge) 341 (3.57) nm; (+)-ESIMS m/z 231.1 [M +
H]*; (+)-HRESIMS m/z 483.1274 [2M + Na]* (caled. For Cp4HyoN3OgNa, 483.1275).

3.5. Antimicrobial Assays

Antimicrobial assays were performed according to the Antimicrobial Susceptibility Testing
Standards outlined by the Clinical and Laboratory Standards Institute (CLSI) against S. aureus ATCC
6538, MRSA ATCC 29213, E. coli ATCC 11775, P. aeruginosa ATCC 15692, and C. albicans ATCC 10231
based on a 96-well microplate format in liquid growth. Briefly, glycerol stocks of the bacteria were
inoculated on LB agar plate and cultured overnight at 37 °C. Glycerol stock of C. albicans was prepared
on Sabouraud dextrose agar at 28 °C for 24 h. A single colony was picked and resuspended, then
adjusted to approximately 10* CFU/mL with Mueller-Hinton Broth for the bacteria and RPMI 1640 for
the fungal suspension, respectively. Two pL of two-fold serial dilution of each compound (in DMSO)
were added to each row on the 96-well microplate, containing 78 pL of microbe suspension in each
well. Vancomycin and ciprofloxacin were used as positive controls for bacteria; Amphotericin B was
used as positive for fungi; and DMSO was used as negative control. The final concentrations for the
tested compounds were from 0.156 to 100 pg/mL by using two-fold diluted solutions. The 96-well
plate of antibacterial was incubated at 37 °C aerobically for 16 h. The 96-well plate of antifungal was
incubated at 35 °C aerobically for 24 h. Here, the MIC was defined as the minimum concentration of
the compound that prevented visible growth of the tested bacteria.

3.6. Anti-Bacillus Calmette Guérin (BCG) Assay

The anti-BCG assays were carried out by using a constitutive GFP expression strain
(pUV3583c-GFP) with direct readout of fluorescence as a measure of bacterial growth (isoniazid was
used as positive control with MIC value of 0.05 1g/mL). The concentrations for the tested compounds
were from 0.3125 to 40 pug/mL by using two-fold diluted solutions. The in vitro activity of compounds
against BCG was determined in a 96-well plate as previously described [19].

4. Conclusions

Piperazine-triones belong to a class of rare alkaloids previously isolated from fungi [2-10] and
derived from diketopiperazine characterized from Streptomycetes [20]. Currently eleven compounds
containing piperazine-trione moiety have been reported. In our current study, two new piperazine-
triones (1, 2) were identified from a marine-derived Streptomycetes SMS636, together with four known
secondary metabolites, lansai D (3), 1-N-methyl-(E,Z)-albonoursin (4), imidazo[4,5-¢]-1,2 4-triazine (5)
and streptonigrin (6). The two new piperazine-triones were proposed to be the produced when each of
the double bonds for lansai D was oxidized. Compound 4 exhibited more potent antibacterial activities
then those of 1, 2 and 3, which indicated the geometric configuration of the double bond between
C-3 and C-5' was important to the antibacterial bioactivities. Compound 6 exhibited significant
antibacterial activities against S. aureus, MRSA and BCG with MIC values of 0.78, 0.78, and 1.25 pg/mL,
which showed bioactivities similar to previously reported data [21]. The different structures of cell
walls among gram positive bacteria, BCG, gram negative bacteria, and C. albicans may have resulted
in the different sensitivity to 4 and 6. These data highlight that secondary metabolites from marine
actinomycetes are an excellent source of rare chemical entries in the fight against pathogenic bacteria.

Supplementary Materials: The following are available online at http:/ /www.mdpi.com/1660-3397/17/3/186/s1,
Figures 51-513: The UV, 1D and 2D NMR spectra of compounds 1 and 2, and phylogenetic tree for Streptomycetes
sp. SMS636.

Author Contributions: Data curation, X.X.; Investigation, X.X., ]. H. and R.L.; Supervision, ES.; Writing—original
draft, X.X. and FS,; review & editing, S.W.P.,, X.X. and ES.


http://www.mdpi.com/1660-3397/17/3/186/s1

Mar. Drugs 2019, 17, 186 60f7

Funding: This work was supported in part by the National Key Research and Development Program of
China (2018YFC0311002, 2017YFD0201203, 2017YFC1601300), the National Natural Science Foundation of
China (31600136), and SWP was supported by the National Health and Medical Research Council of Australia
(GN1147538).

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Newman, D.J.; Cragg, G.M. Natural products as sources of new drugs from 1981 to 2014. ]. Nat. Prod. 2016,
79, 629-661. [CrossRef] [PubMed]

2. Ooike, M.; Nozawa, K.; Kawai, K.I. An epitetrathiodioxopiperazine related to emestrin from Emericella
foveolata. Photochemistry 1997, 46, 123-126. [CrossRef]

3. Seya, H.; Nozawa, K.; Udagawa, S.; Nakajima, S.; Kawai, K. Studies on fungal products. IX.:
Dethiosecoemestrin, a new metabolite related to emestrin, from Emericella striata. Chem. Pharm. Bull.
1986, 34, 2411-2416. [CrossRef] [PubMed]

4. Yan, HJ; Li, XM,; Li, CS,; Wang, B.G. Alkaloid and anthraquinone derivatives produced by the
marine-derived endophytic fungus Eurotium rubrum. Helv. Chim. Acta. 2012, 95, 163-168. [CrossRef]

5. Usami, Y.; Yamaguchi, ].; Numata, A. Gliocladins A-C and Glioperazine; cytotoxic dioxo- or trioxopiperazine
metabolites from a Gliocladium Sp. deparated from a sea hare. Heterocycles 2004, 63, 1123-1129. [CrossRef]

6. Wei, W.; Jiang, N.; Mei, Y.N.; Chu, Y.L.; Ge, HM.; Song, Y.C.; Ng, S.W,; Tan, R.X. An antibacterial metabolite
from Lasiodiplodia pseudotheobromae F2. Phytochemistry 2014, 100, 103-109. [CrossRef]

7. Onodera, H.; Hasegawa, A.; Tsumagari, N.; Nakai, R.; Ogawa, T.; Kanda, Y. MPC1001 and its analogues:
New antitumor agents from the fungus Cladorrhinum species. Org. Lett. 2004, 6, 4101-4104. [CrossRef]
[PubMed]

8.  Chen, X;; Si, L.; Liu, D.; Proksch, P; Zhang, L.; Zhou, D.; Lin, W. Neoechinulin B and its analogues as
potential entry inhibitors of influenza viruses, targeting viral hemagglutinin. Eur. ]. Med. Chem. 2015, 93,
182-195. [CrossRef] [PubMed]

9.  Barbetta, M.; Casnati, G.; Pochini, A.; Selva, A. Neoechinuline: a new indole metabolite from Aspergillus
amstelodami. Tetrahedron Lett. 1969, 10, 4457-4460. [CrossRef]

10. Wang, W.L,; Lu, Z.Y.; Tao, HW.,; Zhu, T].; Fang, Y.C.; Gu, Q.Q.; Zhu, WM. Isoechinulin-type alkaloids,
Variecolorins A-L, from Halotolerant Aspergillus variecolor. ]. Nat. Prod. 2007, 70, 1558-1564. [CrossRef]
[PubMed]

11. Wang, H.; Chen, G.; Liu, Y,; Hua, H.; Bai, J.; Pei, Y.H. 1H and 13C NMR assignments of two new
iperazine-trione from the fungus Penicillium crustosum YN-HT-15. Magn. Reson. Chem. 2015, 53, 620-623.
[CrossRef]

12.  Kamjam, M,; Sivalingam, P.; Deng, Z.; Hong, K. Deep sea actinomycetes and their secondary metabolites.
Front. Microbiol. 2017, 8, 760. [CrossRef] [PubMed]

13.  Procdpio, R.E,; Silva, LR.; Martins, M.K.; Azevedo, J.L.; Aratjo, ]. M. Antibiotics produced by Streptomyces.
Braz. |. Infect. Dis. 2012, 16, 466-471. [CrossRef] [PubMed]

14. Li, T,; Ding, T.; Li, . Medicinal purposes: Bioactive metabolites from marine-derived organisms. Mini. Rev.
Med. Chem. 2017, 17. [CrossRef] [PubMed]

15. Tuntiwachwuttikul, P.; Taechowisan, T.; Wanbanjob, A.; Thadanitia, S.; Taylor, W.C. Lansai A-D, secondary
metabolites from Streptomyces sp. SUC1. Tetrahedron 2008, 64, 7583-7586. [CrossRef]

16. Robins, D.J.; Sefton, M.A. 1-N-methyl-(6E)-(2-methylpropylidene)-(3Z)-3-(phenylmethylene)-2,5-piperazinedione,
a metabolite from Streptomyces albus. Phytochemistry 1984, 23, 200-201. [CrossRef]

17.  Wang, H.; Lim, K.L.; Yeo, S.L.; Xu, X.; Sim, M.M.; Ting, A.E.; Wang, Y.; Yee, S.; Tan, Y.H.; Pallen, C.J. Isolation
of a novel protein tyrosine phosphatase inhibitor, 2-methyl-fervenulone, and its precursors from Streptomyces.
J. Nat. Prod. 2000, 63, 1641-1646. [CrossRef]

18. Lown, ].W.; Beglieiter, A. Studies relating to aziridine antitumor antibiotics. part II 13C and 'H nuclear
magnetic resonance spectra of mitomycin C and structurally related streptonigrin. Can. J. Chem. 1974, 52,
2331-2336. [CrossRef]


http://dx.doi.org/10.1021/acs.jnatprod.5b01055
http://www.ncbi.nlm.nih.gov/pubmed/26852623
http://dx.doi.org/10.1016/S0031-9422(97)00210-0
http://dx.doi.org/10.1248/cpb.34.2411
http://www.ncbi.nlm.nih.gov/pubmed/3769063
http://dx.doi.org/10.1002/hlca.201100255
http://dx.doi.org/10.3987/COM-04-10037
http://dx.doi.org/10.1016/j.phytochem.2014.01.003
http://dx.doi.org/10.1021/ol048202d
http://www.ncbi.nlm.nih.gov/pubmed/15496109
http://dx.doi.org/10.1016/j.ejmech.2015.02.006
http://www.ncbi.nlm.nih.gov/pubmed/25681711
http://dx.doi.org/10.1016/S0040-4039(01)88723-2
http://dx.doi.org/10.1021/np070208z
http://www.ncbi.nlm.nih.gov/pubmed/17896816
http://dx.doi.org/10.1002/mrc.4256
http://dx.doi.org/10.3389/fmicb.2017.00760
http://www.ncbi.nlm.nih.gov/pubmed/28507537
http://dx.doi.org/10.1016/j.bjid.2012.08.014
http://www.ncbi.nlm.nih.gov/pubmed/22975171
http://dx.doi.org/10.2174/1389557517666170927113143
http://www.ncbi.nlm.nih.gov/pubmed/28969543
http://dx.doi.org/10.1016/j.tet.2008.05.104
http://dx.doi.org/10.1016/0031-9422(84)83115-5
http://dx.doi.org/10.1021/np000293+
http://dx.doi.org/10.1139/v74-336

Mar. Drugs 2019, 17, 186 7of7

19. Wang, Q.; Song, F; Xiao, X.; Huang, P,; Li, L.; Monte, A.; Abdel-Mageed, WM.; Wang, ].; Guo, H.; He, W.; et al.
Abyssomicins from the South China Sea deep-sea sediment Verrucosispora sp.: Natural thioether Michael
addition adducts as antitubercular prodrugs. Angew. Chem. Int. Ed. Engl. 2013, 52, 1231-1234. [CrossRef]

20. King, R.R.;; Lawrence, C.H.; Embleton, ].; Calhoun, L.A. More chemistry of the thaxtomin phytotoxins.
Phytochemistry 2003, 64, 1091-1096. [CrossRef]

21. Bringmann, G.; Reichert, M.; Hemberger, Y. The absolute configuration of streptonigrin. Tetrahedron 2008, 64,
515-521. [CrossRef]

@ © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1002/anie.201208801
http://dx.doi.org/10.1016/S0031-9422(03)00465-5
http://dx.doi.org/10.1016/j.tet.2007.11.015
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Structure Elucidation 
	Biological Activity 

	Materials and Methods 
	General Experimental Procedures 
	Microbial Material 
	Fermentation and Extraction 
	Isolation and Purification 
	Lansai E (1) 
	Lansai F (2) 

	Antimicrobial Assays 
	Anti-Bacillus Calmette Guérin (BCG) Assay 

	Conclusions 
	References

