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ABSTRACT: Pursuit of the actinomycete pyrrolobenzodiazepine
natural product sibiromycin as a chemotherapeutic agent has been
limited by its cardiotoxicity. Among pyrrolobenzodiazepines,
cardiotoxicity is associated with hydroxylation at position 9.
Deletion of the methyltransferase gene sibL abolishes the
production of sibiromycin. Supplementation of growth media with
4-methylanthranilic acid can substitute for its native 3-hydroxy
congener. Cultures grown in this fashion yielded 9-deoxysibir-
omycin. In this study, we characterize the structure and biological activity of sibiromycin and 9-deoxysibiromycin methyl
carbinolamines. Preliminary in vitro evidence suggests that 9-deoxysibiromycin exhibits reduced cardiotoxicity while gaining
antitumor activity. These results strongly support further exploration of the production and evaluation of monomeric and dimeric
glycosylated pyrrolobenzodiazepine analogues of sibiromycin.

The pyrrolobenzodiazepines (PBDs) represent a diverse
family of natural products produced by diverse actino-

myces including Streptomyces, Micromonospora, and Streptospor-
angia.1 The PBDs consist of a tricyclic 6−7−5 system and
exhibit antibacterial and anticancer activity by alkylating DNA.
In this reaction the imine of the diazepine ring undergoes
nucleophilic attack by an exocyclic guanine nitrogen upon
binding in the minor groove of DNA. In solution, the imine
form of the molecule is in dynamic equilibrium with the
preferred carbinolamine form, but evidence1 suggests that the
imine form is the reactive species. The chirogenic five-
membered ring imparts curvature to the molecule in such a
way that the molecule nearly perfectly fits inside the minor
groove.2 DNA thus modified is believed to evade error-
correction mechanisms, which typically sense errors by changes
in DNA curvature.3

Although sibiromycin is one of the most potent anticancer
PBDs, a major obstacle to animal testing is its cardiotoxicity
attributable to the C-9 hydroxyl group (Figure 1).1,4,5

Supplementation of coenzyme Q in cardiomyocyte cultures
appears to mitigate this cardiotoxicity; possibly because C-9
hydroxyl containing PBDs disrupt the mitochondrial electron
transport system.5 Sibiromycin is one of only two known
glycosylated PBDs (Figure 1), the other being sibanomicin,6

and its remarkable potency is dependent on the presence of the
cationic sugar sibirosamine.7 Unfortunately, while some non-
glycosylated PBDs are synthetically accessible,1,8,9 yielding
molecules such as SJG-136 (Figure 1) currently in clinical
trials,9 sibiromycin is synthetically intractable.1 The producer
strain for sibanomicin, which also features the sibirosamine
group but not the C-9 hydroxyl group, is not available.
The PBD scaffold is assembled via a two-component

nonribosomal peptide synthetase (NRPS) that merges an

anthranilic acid derived from chorismate (as for tomaymycin10)
or tryptophan (as for anthramycin and sibiromycin11,12) with a
3-substituted proline derived from tyrosine. Sibirosamine is
derived from glucose-1-phosphate and added after completion
of the PBD scaffold.11 The convergent nature of PBD
biosynthesis strongly suggests the use of mutasynthesis to
first validate if the elimination of the C-9 hydroxyl group in
sibiromycin mitigates cardiotoxicity while retaining its anti-
cancer properties and later to derivatize this molecule. This
strategy became possible when we identified the gene cluster
responsible for sibiromycin biosynthesis.11 Here we report the
first preparation of a glycosylated PBD analogue, 9-deoxysibir-
omycin (Figure 1), and characterization of its DNA binding
affinity, cardiotoxicity, and anticancer properties.
The 3-hydroxy-4-methylanthranilate unit of sibiromycin

derives from kynurenine obtained by tryptophan degradation.11

Recent biochemical studies have shown that 3-hydroxykynur-
enine is methylated by the SAM-dependent methyltransferase
SibL, converted to 3-hydroxy-4-methylanthranilic acid by the
PLP-dependent kynureninase SibQ and loaded on the NRPS
SibE for formation of the PBD scaffold.13 We have obtained a
Streptosporangium sibiricum ΔsibL strain that, grown in
unsupplemented media, does not produce sibiromycin (Figure
2). The inability of this strain to produce sibiromycin despite
SibQ and SibE’s recognition of 3-hydroxykynurenine and 3-
hydroxyanthranilic acid as substrates,13 respectively, is likely
due to competitive depletion of 3-hydroxykynurenine by shunt
pathways11,14 combined with a decreased catalytic efficiency of
SibQ for this substrate (Figure 1). Supplementation with 4-
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methylanthranilic acid at 1 mM results in a peak that by
reversed-phase high performance liquid chromatography
exhibits a retention delay compared to sibiromycin and
possesses a mass corresponding to 9-deoxysibiromycin (Figure
2). The production of the sibiromycin analogue in this mutant
strain upon addition of 4-methylanthranilic acid shows that the
broad substrate specificity of SibE13 extends to this compound.
Sibiromycin and 9-deoxysibiromycin were isolated by

extraction and subjected to silica gel and size exclusion
chromatography. Per volume yields of ∼2.5 mg L−1 of
sibiromycin and ∼1.3 mg L−1 of 9-deoxysibiromycin were
obtained from wild-type and ΔsibL culture, respectively. Full
confirmation of the identity of the PBD produced by the ΔsibL
supplemented with 4-methylanthranilic acid as the 9-deoxy-
sibiromycin was obtained by 1D and 2D NMR character-
izations of the methyl carbinolamine adduct as present in
CD3OD solvent (NMR spectra provided in the Supporting
Information). Compared to the prior assignment of sibiromycin
conducted in d6-DMSO,15 which left some resonances
unresolved, our assignment completely accounts for resonances
of all expected protons and carbon nuclei (Supplementary
Table 2). We also report resonances for both diastereomers for
9-deoxy-sibiromycin and sibiromycin (Supplementary Tables
1and 2 and Figures 2−12) resulting from methanol attack on
opposite faces of the diazepine ring. NMR analysis also
indicated 9-deoxysibiromycin modestly prefers solvent attack in

cis with respect to the pyrrole ring, whereas sibiromycin prefers
trans attack.
Biological assays were performed to assess the relative

activities of both sibiromycin and 9-deoxysibiromycin relative
to a reference PBD, anthramycin. 9-Deoxysibiromycin was
tested in the calf thymus DNA melting assay routinely used to
evaluate the DNA binding affinity of a PBD compared to well-
characterized PBDs.1 9-Deoxysibiromycin shows far stronger
stabilization (ΔTm = 22 °C) of the DNA against melting than
either anthramycin (ΔTm = 13 °C) or sibiromycin (ΔTm = 16
°C). Thus, removal of the 9-hydroxy group has not adversely
affected the DNA affinity but rather has increased it. In an
initial evaluation on the cardiotoxicity properties, we tested
sibiromycin and 9-deoxysibiromycin on the human cardiac cell
line AC16.16,17 This assay suggests that 9-deoxysibiromycin is
approximately 5-fold less cardiotoxic than its parent compound
(Supplementary Figure 1). Unfortunately, we were unable to
obtain SJG-136 to establish a baseline acceptable cardiotoxicity
for anticancer PBDs.
Sibiromycin and 9-deoxysibiromycin were submitted to the

NCI cancer screen (http://dtp.nci.nih.gov/docs/misc/
common_files/cell_list.html). In vitro antitumor activities
against selected cell lines are detailed in Table 1 (for the full
list of lines screened and activities see Supplementary Tables S3
and S4). The average concentration for 50% growth inhibition
(GI50) is 5-fold less for 9-deoxysibiromycin (24 nM) than for
sibiromycin (117 nM). GI50 values for 9-deoxysibiromycin vary

Figure 1. (A) Structures of natural (anthramycin and sibanomycin) and synthetic (SJG-136) PBDs discussed. (B) Biosynthesis of sibiromycin. (C)
Mutasynthesis of 9-deoxysibiromycin, a sibiromycin analogue. The analogue was obtained by feeding 4-methylanthranilic acid to an unproductive
mutant strain of S. sibiricum.
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from 3 to 239 nM. Whereas concentrations of sibiromycin
higher than 1 μM are necessary to obtain 50% lethality in all
cell lines (LC50), concentrations as low as 58 and 25 nM of 9-
deoxysibiromycin were sufficient for LC50 and total growth
inhibition (TGI) particularly in some melanoma and renal
cancer cell lines. Overall, sibiromycin and 9-deoxysibiromycin
display different cytotoxicity profiles based on the mean graph
patterns. 9-Deoxysibiromycin is generally more potent than
sibiromycin.
A COMPARE analysis18 provided a comparison of the

cytotoxicity profiles with other anticancer compounds tested in
the NCI cancer screen. This indicated that sibiromycin and 9-
deoxysibiromycin exhibit patterns of relative activity similar to
those of DNA alkylating compounds as a class. However,
sibiromycin and 9-deoxysibiromycin were each most similar to
different compounds in the class and also distinct from SJG-
136.19 Although all three compounds are PBDs, the DNA
sequence adjacent to the reactive guanine base interacts
differently with the different substituents on the PBD scaffold.

The PBD substitution also creates differences in the twist of the
PBD scaffold and different modes of binding in the minor
groove.1 Combined, these differences in binding to DNA are
likely the major factor contributing to the different cytotoxicity
profiles that are observed in these three compounds. Other less
studied properties such as cellular transport may also contribute
to the different activities of these PBDs.
We report the first production of a glycosylated PBD, 9-

deoxysibiromycin, and the biological characterization of this
compound and its parent compound, sibiromycin. 9-Deoxy-
sibiromycin showed diminished cardiotoxicity but increased
potency against cancer cell lines relative to sibiromycin.
Variations in relative potency of these compounds toward the
cell lines in the panel are likely to be due to different DNA
selectivity. The improved overall activity can be rationalized by
the stronger binding toward DNA as reflected by the increase
in ΔTm. This rationale is consistent with the results observed
for SJG-136.20 This is mechanistically distinct from the electron
transport disruption caused by the 9-hydroxyl group present in
the sibiromycin parent compound. We speculate that an
evolutionary preference for two moderate antibiotic activities
may be preferable to a single potent activity in the host’s
environmental context to provide broad-spectrum activity or to
hinder the development of resistance to the compound. To the
best of our knowledge this is the first reported instance of a
targeted mutasynthesis performed specifically to remove an
undesirable side effect from a natural product compound.

■ METHODS
Bacterial Strains and Plasmids. Escherichia coli ET1256721 and

plasmids pIJ790 and pIJ773 were a generous gift from Dr. B. Gust
(University of Tübingen). Growth and maintenance of S. sibiricum
(DSM 44039) was performed as previously described.11

sibL Inactivation by Gene Replacement. Single gene
inactivation experiments were carried out in E. coli using the protocol
based on REDIRECT technology22 and as previously described.11

Insertional inactivation of the target gene was confirmed as previously
described.11

Batch Production and Purification of Sibiromycin and 9-
Deoxysibiromycin. Twenty 500 mL Erlenmeyer flasks with metal
springs and filled with 100 mL of sibiromycin media [30 g L−1 of corn
starch (Spectrum), 15 g L−1 of Bacto soytone (BD), 50 mM CaCO3
(Fisher), and 70 mM NaCl (Fisher)] were inoculated with a 1 mL
culture plug of wild-type or ΔsibL S. sibiricum. Cultures of ΔsibL S.
sibiricum were supplemented upon inoculation with 15 mg of 2-amino
4-methylbenzoic acid (Maybridge) dissolved in 0.1 mL of DMSO
(Fisher) for a final concentration of 1 mM. Cultures were grown for
∼36 h at 30 °C and harvested by centrifugation. The mycelial pellet
was removed, and the media was filtered. The filtered media (∼1.5 L)
was washed 5 times in 200 mL of 5% isopropanol/95% pentanes. The
aqueous layer was partitioned into 250 mL portions and extracted 3
times in 250 mL of dichloromethane. The organic and emulsion layers
were pooled and frozen overnight to further separate the aqueous
components. Frozen extract was cold-filtered at 4 °C and pooled; the
dichloromethane was then removed by rotary evaporation at 10 °C.
The remaining, dried crude extract was resuspended in 10 mL of
methanol and stored at −20 °C. PBDs exist in aqueous solution in
equilibrium between the imine and carbinolamine forms.1 Because
neither form is ideal for long-term storage, PBDs are usually stored in
methanol as the carbinolamine methyl ether.

Silica gel (Fisher) chromatography was performed by dry-packing
the column (4.5 cm diameter, ∼20 cm vertical length; liquid column
volume ∼200 mL) under positive pressure into 100% chloroform,
followed by equilibration by gravity drip (1 cv) and under positive
pressure (1.5 cv) of 5% methanol/95% chloroform. The stored crude
extract in methanol was dried under rotary evaporation at 10 °C,
reconstituted in a minimal volume of 5% methanol/95% chloroform,

Figure 2. HPLC analysis of the secondary metabolites produced by
wild-type and the ΔsibL mutant S. sibiricum. ESI-MS analysis of the
17.31 min peak shows mass peaks corresponding to the imine,
carbinolamine, and carbinolamine methylether forms11 of 9-deoxy-
sibiromycin (442.1, 460.2, and 474.2 m/z, respectively) and of the
sibirosamine and aglycone fragments (174.1, 287.1, and 301.1,
respectively).

Table 1. Selected GI50 (nM) NCI 60 Cell Line Screen
Results

cell line/type sibiromycin 9-deoxysibiromycin

SR/leukemia 25.1 3.2
NCI-H522/lung 120.2 7.6
OVCAR-8/ovarian 195.0 17.8
MCF7/breast 131.8 8.5
SK-MEL-5/melanoma 154.9 14.1
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and loaded on the silica gel column. The column was washed with 300
mL of 5% methanol/95% chloroform. Sibiromycin or 9-deoxysibir-
omycin was eluted with 20% methanol/80% chloroform. Collected
fractions were analyzed by spot TLC of 10 μL. UV-active fractions
were analyzed by HPLC; fractions assessed to be of high yield and
purity were pooled and dried under rotary evaporation at 10 °C,
resuspended in 10 mL of methanol, and stored at −20 °C.
Size exclusion chromatography was performed by gravity-packing

40 g of LH-20 resin (GE Healthcare) in 200 mL of methanol into a 1.5
m column, inner diameter 1.5 cm, followed by elution and pressure
equilibration at a flow rate of 1 mL min−1. Silica purified material was
subjected to rotary evaporation at 10 °C (∼50% yield) and
resuspended in a total of 1 mL of methanol and loaded onto the
column, three times, to minimize volume and maximize yield.
Collected fractions were analyzed and pooled as previously described.
The purified sibiromycin or 9-deoxysibiromycin was resuspended in 10
mL of methanol and stored at −20 °C. Production of sibiromycin and
9-deoxysibiromycin were performed in 2 L batches as described,
netting ∼30 mg of sibiromycin from a total 12 L of wild-type culture
and ∼40 mg of 9-deoxysibiromycin from a total 16 L of ΔsibL culture.
HPLC-ESI. Production of sibiromycin or sibiromycin analogue was

tested by HPLC-ESI on a Zorbax Eclipse XDB-C8 column (4.6 mm ×
150 mm, Agilent) pre-equilibrated in 90% solvent A (0.1% (v/v) TFA
in H2O) and 10% solvent B (methanol) at a flow rate of 1 mL min−1.
A linear gradient method (hold for 2 min solvent A at 90%, 10−70%
solvent B for 18 min) was applied to the column. The various
compounds were detected at 230 and 310 nm using an Agilent 1100
HPLC system (Agilent) and by ESI-MS in the positive ion mode using
a JEOL AccuTOF-CS mass spectrometer. Depending on the
conditions of the analytical technique used, one or more forms were
detected. Under the ESI-MS conditions three forms are detected for
sibiromycin [M + H]+ at m/z = 458.2 for the imine form, m/z = 476.3
for the carbinolamine form, and m/z = for the 490.3 for the
carbinolamine methyl ether form consistent with the molecular
formulas C24H31N3O6 (calculated 457.2), C24H33N3O7 (calculated
475.2), and C25H35N3O7 (calculated 489.3), respectively.11 Similarly,
for 9-deoxysibiromycin three forms are detected [M + H]+ at m/z =
442.1 for the imine form, m/z = 460.2 for the carbinolamine form, and
m/z = 474.2 for the carbinolamine methyl ether form consistent with
the molecular formulas C24H31N3O5 (calculated 441.2), C24H33N3O6
(calculated 459.2), and C25H35N3O6 (calculated 473.2), respectively.
Fragmentation at the anomeric bond is observed with the appearance
of peaks at 287.1 and 301.1 for the aglycone fragment in addition to
174.1 m/z assigned to the sibirosamine fragment. Similar fragmenta-
tion has been observed for sibiromycin.11

NMR Spectroscopy. Samples of sibiromycin and 9-deoxysibir-
omycin were prepared in 1 mL of CD3OD to a final concentration of
approximately 10 and 5 mM, respectively. 1H and 13C NMR spectra
(Supporting Information) were acquired on a Bruker DRX-400 at 300
K, and 2D NMR spectra (1H−1H COSY, 13C−1H HSQC, and
13C−1H HMBC spectra; Supporting Information) were acquired on a
Bruker AVIII-600 at 300 K. Standard pulse sequences were used and
spectra chemical shifts were referenced against solvent CHD2OD or
13CD3OD peaks. Simulations of certain peak sets for sibiromycin were
performed by fitting the frequency-domain data to a sum of Gaussians
separated by fixed intervals whose integration correspond to the
appropriate binomial coefficients corresponding to the splitting
conditions. This simulation was performed using Mathematica’s
Nonlinearregress function with the Levenburg-Marquadt algorithm
and used to extract chemical shift and J-coupling values for the
following resonances: 1β (both diastereomers), 5′ (both diaster-
eomers), 11a (minor diastereomer), and 13 (both diastereomers)
(Supplementary Figure S3).
Calf-Thymus DNA Melting Point Assay. Calf-thymus DNA

(CT-DNA) type I, highly polymerized (Sigma-Aldrich D1501) was
reconstituted in 10 mM sodium phosphate, 1 mM EDTA, 0.02% (w/
v) NaN3, pH 7.0, at RT for 2 h and aliquoted to 100 μM (OD260 =
0.6). Samples were prepared to a final concentration ratio of
DNA:PBD = 1:20. DNA was subjected to thermal denaturation
from 25 to 94 °C at a melting rate of 1 °C per minute. Two different

melting curves were collected at time zero and after 18 h incubation at
37 °C. Experiments were performed in triplicate. The melting curve
for CT-DNA treated with 9-deoxysibiromycin did not show a wide
post-transition region necessary for thermodynamic modeling, so the
melting temperature Tm for all samples was estimated by calculating
the discrete derivative of the melting curve using ΔOD260/ΔT for each
pair of successive data points on the melting curve. Tm was assigned to
the maximum of this derivative. Data processing for this step was
performed in Mathematica.

Cardiomyocyte-Based Assay. The human cardiac cell line
AC1617 was maintained in DMEM:F12 (1:1) supplemented with
10% FBS, 1 mM HEPES buffer, 2 mM L-glutamine, 100 units mL−1

penicillin, and 100 μg mL−1 streptomycin. Two- to four-day-old
cultures (∼70% confluent) were used for the experiments. The human
cardiac AC16 cells were seeded in black wall, clear bottom, tissue
culture treated 96-well plates (Costar) at a density of 250 cells per
well, in Opti-MEM supplemented with 5% FBS, 1 mM HEPES buffer,
2 mM L-glutamine, 100 units mL−1 penicillin, 100 μg mL−1

streptomycin, and 0.05 mg mL−1 CaCl2 and incubated overnight at
37 °C. Serial dilutions of sibiromycin and 9-deoxysibiromycin (stocks
20 mM in EtOH) were prepared in Hank’s Balanced Salt Solution
(HBSS) at concentrations ranging from 20 μM to 0.2 nM and then
diluted 1:1 with Opti-MEM supplemented with 0.8 mg mL−1 BSA, 2
mM HEPES buffer, 4 mM L-glutamine, 200 units mL−1 penicillin, 200
μg mL−1 streptomycin, and 0.1 mg mL−1 CaCl2. The medium from the
cells was removed and replaced immediately by the diluted test
compounds or similarly diluted HBSS (vehicle control) and incubated
24 and 48 h at 37 °C after which cell viability was evaluated by
resazurin reduction assay.17 Briefly, 10 μL per well of resazurin (500
μM, PBS) was added to each well and incubated for 2−3 h at 37 °C.
Viable cells reduce resazurin to the highly fluorescent resorufin dye,
which is quantitated in a multiwell plate fluororeader (Ex/Em 530/590
nm, Tecan Safire2). Cell viability was calculated as percentage of
fluorescence relative to cells treated with vehicle only (100% viability)
after subtraction of blank fluorescence (wells without cells). All
experimental conditions were performed in triplicate. Averages and
SEM corresponding to 2 independently performed experiments were
calculated. To obtain experimental EC50 values, the data were analyzed
by nonlinear regression using a sigmoidal dose response curve model
with variable slope (GraphPrism). The model R2 values were >0.98 in
all cases (Supporting Figure 1).

■ ASSOCIATED CONTENT
*S Supporting Information
This material is available free of charge via the Internet at
http://pubs.acs.org.

■ AUTHOR INFORMATION
Corresponding Author
*E-mail: bgerrata@umd.edu.

Notes
The authors declare no competing financial interest.

■ ACKNOWLEDGMENTS
This work was supported by the National Institutes of Health
(GM084473 to B.G. and AG032285 to N.R). The authors are
grateful for the National Cancer Institute 60 human tumor cell
line screen provided by the National Institutes of Health. We
also thank M. Davidson for providing the human cardiac cells.
This work is dedicated to the memory of Marilyn Rudensey,
who passed away of cancer during the preparation of this
manuscript.

■ ABBREVIATIONS
PBDs, pyrrolobenzodiazepines; NRPS, nonribosomal peptide
synthetase

ACS Chemical Biology Letters

dx.doi.org/10.1021/cb200544u | ACS Chem. Biol. 2012, 7, 973−977976

http://pubs.acs.org
mailto:bgerrata@umd.edu


■ REFERENCES
(1) Gerratana, B. (2012) Biosynthesis, synthesis, and biological
activities of pyrrolobenzodiazepines. Med. Res. Rev. 32, 254−293.
(2) Kopka, M. L., Goodsell, D. S., Baikalov, I., Grzeskowiak, K.,
Cascio, D., and Dickerson, R. E. (1994) Crystal structure of a covalent
DNA-drug adduct: anthramycin bound to C-C-A-A-C-G-T-T-G-G and
a molecular explanation of specificity. Biochemistry 33, 13593−13610.
(3) Petrusek, R. L., Uhlenhopp, E. L., Duteau, N., and Hurley, L. H.
(1982) Reaction of anthramycin with DNA. Biological consequences
of DNA damage in normal and xeroderma pigmentosum cell. J. Biol.
Chem. 257, 6207−6216.
(4) Cargill, C., Bachmann, E., and Zbinden, G. (1974) Effects of
daunomycin and anthramycin on electrocardiogram and mitochondrial
metabolism of the rat heart. J. Nat. Cancer Inst. 53, 481−486.
(5) Lubawy, W. C., Dallam, R. A., and Hurley, L. H. (1980)
Protection against anthramycin-induced toxicity in mice by coenzyme
Q10. J. Nat. Cancer Inst. 64, 105−109.
(6) Itoh, J., Watabe, H., Ishii, S., Gomi, S., Nagasawa, M., Yamamoto,
H., Shomura, T., Sezaki, M., and Kondo, S. (1988) Sibanomicin, a new
pyrrolo[1,4]benzodiazepine antitumor antibiotic produced by a
Micromonospora sp. J. Antibiot. 41, 1281−1284.
(7) Thurston, D. E., Bose, D. S., Howard, P. W., Jenkins, T. C., Leoni,
A., Baraldi, P. G., Guiotto, A., Cacciari, B., Kelland, L. R., Foloppe, M.
P., and Rault, S. (1999) Effect of A-ring modifications on the DNA-
binding behavior and cytotoxicity of pyrrolo[2,1-c][1,4]-
benzodiazepines. J. Med. Chem. 42, 1951−1964.
(8) Cipolla, L., Araujo, A. C., Airoldi, C., and Bini, D. (2009)
Pyrrolo[2,1-c][1,4]benzodiazepine as a scaffold for the design and
synthesis of anti-tumour drugs. Anticancer Agents Med. Chem. 9, 1−31.
(9) Wade Calcutt, M., Lee, W., Puzanov, I., Rothenberg, M. L., and
Hachey, D. L. (2008) Determination of chemically reduced
pyrrolobenzodiazepine SJG-136 in human plasma by HPLC-MS/
MS: application to an anticancer phase I dose escalation study. J. Mass
Spectrom. 43, 42−52.
(10) Li, W., Chou, S. S. C., Khullar, A., and Gerratana, B. (2009)
Cloning and characterization of the biosynthetic gene cluster for
tomaymycin, an SJG-136 monomeric analog. Appl. Environ. Microbiol.
75, 2958−2963.
(11) Li, W., Khullar, A., Chou, S., Sacramo, A., and Gerratana, B.
(2009) Biosynthesis of sibiromycin, a potent antitumor antibiotic.
Appl. Environ. Microbiol. 75, 2869−2878.
(12) Hu, Y., Phelan, V., Ntai, I., M Farnet, C., Zazopoulos, E., and O
Bachmann, B. (2007) Benzodiazepine biosynthesis in Streptomyces
refuineus. Chem. Biol. 14, 691−701.
(13) Giessen, T. W., Kraas, F. I., and Marahiel, M. A. (2011) A four-
enzyme pathway for 3,5-dihydroxy-4-methylanthranilic acid formation
and incorporation into the antitumor antibiotic sibiromycin.
Biochemistry 50, 5680−5692.
(14) Kurnasov, O., Goral, V., Colabroy, K., Gerdes, S., Anantha, S.,
Osterman, A., and Begley, T. P. (2003) NAD biosynthesis:
identification of the tryptophan to quinolinate pathway in bacteria.
Chem. Biol. 10, 1195−1204.
(15) Leber, J. D., Hoover, J. R. E., Holden, K. G., Johnson, R. K., and
Hecht, S. M. (1988) A revised structure of sibiromycin. J. Am. Chem.
Soc. 110, 2992−2993.
(16) Davidson, M. M., Nesti, C., Palenzuela, L., Walker, W. F.,
Hernandez, E., Protas, L., Hirano, M., and Isaac, N. D. (2005) Novel
cell lines derived from adult human ventricular cardiomyocytes. J. Mol.
Cell. Cardiol. 39, 133−147.
(17) Bourgault, S., Choi, S., Buxbaum, J. N., Kelly, J. W., Price, J. L.,
and Reixach, N. (2011) Mechanisms of transthyretin cardiomyocyte
toxicity inhibition by resveratrol analogs. Biochem. Biophys. Res.
Commun. 410, 707−713.
(18) Paull, K. D., Shoemaker, R. H., Hodes, L., Monks, A., Scudiero,
D. A., Rubinstein, L., Plowman, J., and Boyd, M. R. (1989) Display and
analysis of patterns of differential activity of drugs against human
tumor cell lines: development of mean graph and COMPARE
algorithm. J. Nat. Cancer Inst. 81, 1088−1092.

(19) Hartley, J. A., Spanswick, V. J., Brooks, N., Clingen, P. H.,
McHugh, P. J., Hochhauser, D., Pedley, R. B., Kelland, L. R., Alley, M.
C., Schultz, R., Hollingshead, M. G., Schweikart, K. M., Tomaszewski,
J. E., Sausville, E. A., Gregson, S. J., Howard, P. W., and Thurston, D.
E. (2004) SJG-136 (NSC 694501), a novel rationally designed DNA
minor groove interstrand cross-linking agent with potent and broad
spectrum antitumor activity: part 1: cellular pharmacology, in vitro and
initial in vivo antitumor activity. Cancer Res. 64, 6693−6699.
(20) Gregson, S. J., Howard, P. W., Corcoran, K. E., Jenkins, T. C.,
Kelland, L. R., and Thurston, D. E. (2001) Synthesis of the first
example of a C2-C3/C2′-C3′-endo unsaturated pyrrolo[2,1-c][1,4]-
benzodiazepine dimer. Bioorg. Med. Chem. Lett. 11, 2859−2862.
(21) MacNeil, D. J., Gewain, K. M., Ruby, C. L., Dezeny, G.,
Gibbons, P. H., and MacNeil, T. (1992) Analysis of Streptomyces
avermitilis genes required for avermectin biosynthesis utilizing a novel
integration vector. Gene 111, 61−68.
(22) Gust, B., Challis, G. L., Fowler, K., Kieser, T., and Chater, K. F.
(2003) PCR-targeted Streptomyces gene replacement identifies a
protein domain needed for biosynthesis of the sesquiterpene soil odor
geosmin. Proc. Natl. Acad. Sci. U.S.A. 100, 1541−1546.

ACS Chemical Biology Letters

dx.doi.org/10.1021/cb200544u | ACS Chem. Biol. 2012, 7, 973−977977


