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ABSTRACT: The antitumor agent thiocoraline is a non-
ribosomally biosynthesized bisintercalator natural product,
which contains in its peptidic backbone two S-methylated L-
cysteine residues. S-Methylation occurs very rarely in nature,
and is observed extremely rarely in nonribosomal peptide
scaffolds. We have proposed that during thiocoraline biosyn-
thesis, TioN, a stand-alone adenylation domain interrupted by
the S-adenosyl-L-methionine binding region of a methyltransferase enzyme, is capable of performing two functions: the
adenylation and S-methylation of L-cysteine. Herein, by preparation of knockouts of TioN and its MbtH-like protein partner
TioT, we confirmed their role in thiocoraline biosynthesis. We also co-expressed recombinant TioN and TioT and biochemically
investigated three potential pathways involving activation, methylation, and loading of r-cysteine onto the TioN partner
thiolation domain, TioS(T,). The valuable insights gained into the pathway(s) followed for the production of S-Me-L-Cys-S-
TioS(T,) will serve as a guide for the development of novel engineered interrupted adenylation enzymes for combinatorial

biosynthesis.

B INTRODUCTION

Thiocoraline is a nonribosomal peptide (NRP) bisintercala-
tor"” natural product that contains unique structural features:
(i) two 3-hydroxyquinaldic acid (3HQA) moieties required for
binding of the molecule with high affinity to the minor groove
of DNA,? (i) two rare and intriguing S-methylated L-cysteine
(S-Me-L-Cys) moieties, (jii) an intramolecular disulfide linkage,
and (iv) a thiodepsipeptide backbone (Figure 1A). We
previously thoroughly investigated the 3HQA formation. By
demonstrating the broad substrate profile of the tryptophan
2,3-dioxygenase TioF,* by proving the role of the type II
thioesterase TioQ in thiocoraline production,” and by
confirming the involvement of TioK, an adenylation—thiolation
(A-T) didomain involved in the conversion of L-Trp into L-Trp-
adenosine monophosphate (AMP) as the first committed step
during 3HQA formation,® we revised the original proposed
pathway’ and unambiguously established the correct pathway
for the formation of 3HQA.

To our knowledge, the S-Me-L-Cys residue is only found in
three known NRP scaffolds, which are all DNA bisintercalators:
the quinomycins, which include echinomycin (quinomycin A),?
SW-163D,” and thiocoraline, the subject of the current study.
In the quinomycins and in SW-163D, there is only one S-Me-L-
Cys engaged in an S—C bond as part of a thioacetal bridge,
which creates asymmetry in these bicyclic compounds. In
contrast, in thiocoraline there are two S-Me-L-Cys moieties in
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the peptidic skeleton, and the central disulfide bond is intact,
preserving the two-fold symmetry. The chemistry of the
rearrangement of the disulfide bond into the thioacetal linkage
during echinomycin biosynthesis had for a long time been
postulated, but never confirmed. This year, by structural
studies, the S-adenosyl-L-methionine (SAM)-dependent
methyltransferase Ecm18 was shown to perform this
conversion in two stages: the methylation of one of the sulfur
atoms of the disulfide bond of triostin A,'* followed by a
rearrangement to form the thioacetal bridge of echinomycin.'!
However, no homologues of Ecml8 are found in the
thiocoraline biosynthetic gene cluster (Figure 1B).

As the S-Me-L-Cys is of rare occurrence in NRPs, we are
interested in gaining a greater understanding of its formation
and its incorporation into the growing peptide chain during
thiocoraline production. It was originally suggested that TioX, a
protein with sequence homology to the type I glyoxalase
superfamily, would be responsible for S-methylation of L-Cys
during thiocoraline biosynthesis.” By gene deletion, biochem-
ical, and structural studies, we previously demonstrated that
TioX is not responsible for S-methylation of 1-Cys, and instead
is involved in thiocoraline resistance or secretion.'”
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Figure 1. (A) Thiocoraline structure. (B) Thiocoraline gene cluster. (C) Structural organization of the thiocoraline NRPS. Abbreviations used: A =

adenylation, C = condensation, T = thiolation, E

= epimerization, M = methylation, TE = thioesterase. (D) Amino acid residue sequence of the

bifunctional enzyme TioN, an A domain interrupted between a2 and a3 by the SAM-binding domain of a methyltransfease. The TioN A and M
domains are depicted in orange and yellow, respectively. The core signature sequences (al—al0) are depicted in purple.

Recently, we established that an adenylation (A) domain
interrupted by a part of a methyltransferase (M) enzyme in the
KtzH module of the kutznerides nonribosomal peptide
synthestase (NRPS) assembly line is responsible for both
activation and O-methylation of L-Ser during kutznerides
biosynthesis.'> Upon close inspection of the thiocoraline
biosynthetic gene cluster, we identified TioN, also an A
domain interrupted by a part of an M enzyme, as a potential
candidate for S-Me-L-Cys formation (Figure 1C). A domains
interrupted by O-methyltransferase,'> N-methyltransfer-
ase,"*2° oxidase,*' ™ monooxygenase,zz’23 and ketoreduc-
726 are found in the NRPS machinery of a variety of
natural products, but very few have been investigated. In almost
all of these cases, the interruption of the A domain is found
between the a8 and a9 core signature sequences (A domains

contain 10 core signature sequences, “al—al0” ). Interest-
ingly, in TioN, the only identified interrupted A domain that
could perform the unique S-methylation of L-Cys, the
interruption by the M domain occurs between the core
signature sequences a2 and a3 (Figure 1D). Additionally, TioN
is unique in that it is the only known stand-alone interrupted A
domain. All others are found within NRPS modules.

There are three possible pathways involving TioN and
TioS(T,) that could lead to the formation, in three steps, of an
S-Me-1-Cys covalently tethered to the phosphopantetheinyl
(Ppant) arm of the TioN partner T domain, TioS(T,) (Figure
2). In this study, we report our efforts toward delineating this S-
Me-1-Cys-S-TioS(T,) formation in thiocoraline biosynthesis
and propose the most likely pathways.
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Figure 2. Three potential pathways (a—c, with three steps each) for
the formation of S-Me-L-Cys-S-TioS(T,) by TioN. All steps involving
TioN require the presence of the MbtH-like protein partner TioT.

B RESULTS AND DISCUSSION

Dependence of Thiocoraline Production on TioN and
TioT Proteins. As TioN was originally proposed to be
inactive,” in order to test its involvement in thiocoraline
production, we prepared a tioN knockout in the thiocoraline-
overproducing strain Streptomyces albus-pFL1049, S. albus-
pFL1049-AtioN (Figure S1). By HPLC and mass spectrometry
(MS), we confirmed that this AtioN strain does not produce
thiocoraline (Figure S3), providing a proof that TioN is directly
involved in the biosynthesis of this bisintercalator.

Having established the importance of TioN in thiocoraline
production, we set out to purify this enzyme for biochemical
studies. We successfully cloned, heterologously overexpressed,
and purified to homogeneity the TioN protein. Unfortunately,
although expressed and purified in large quantities, TioN was
completely devoid of adenylation and methylation activities.

We previously demonstrated the importance of the MbtH-
like protein TioT for production and activity of another
enzyme in the thiocoraline gene cluster, the A-T didomain
TioK.® MbtH-like proteins from other NRPS assembly lines
have also been reported to glay an important role in solubility
and activity of A domains.”*~>* MbtH-like proteins have been
suggested to serve a variety of functions during NRP
biosynthesis,® as allosteric regulators of adenylating enzymes,**
folding chaperones,®*® and enzymes being integral compo-
nents of NRPS machineries.®® To test whether TioT is an
essential enzyme in the thiocoraline biosynthetic pathway or
only an accessory protein, we generated a tioT knockout in S.
albus-pFL1049, S. albus-pFL1049-AtioT (Figure S2). By HPLC
and MS, we established that this strain did not produce
thiocoraline (Figure S4), demonstrating the essentiality of TioT
for thiocoraline biosynthesis and identifying TioT as an integral
component of the tio NRPS complex.

Heterologous Co-expression and Purification of TioN
and TioT Proteins. To evaluate the proposed bifunctional role
(adenylation and methylation) of the discrete interrupted A
domain TioN in the generation of S-Me-L-Cys-S-TioS(T,), we
cloned the tioN and tioT genes in pET28a and pACYCDuetl,
respectively. We then co-expressed TioN and TioT, and
purified them in their soluble and active form (as determined
during the establishment of the substrate specificity profile
presented in the next section) by Ni**-affinity chromatography
(Figure SS). All biochemical experiments presented in this
study were performed using the TioN co-expressed with TioT.

A previous study by Thomas and co-workers showed that
MbtH-like proteins are needed in stoichiometric amounts to
form a complex with their partner A domains.*

We originally did not expect TioT to be required for activity
of TioN, as TioN could be purified without this MbtH-like
protein partner. However, we have now established that, in
contrast to TioK and KtzH, where the respective MbtH-like
partner proteins TioT® and Ktz]'® are required for both
production and activity of the enzymes, TioT is essential for the
enzymatic activity of TioN, but not for the expression of TioN
in its soluble form.

Substrate Specificity and Kinetic Characterization of
the A Domain Portion of TioN. There are three possible
pathways, designated by a;—a3, b;—bs, and ¢;—c; in Figure 2, by
which S-Me-L-Cys-S-TioS(T,) could be generated. To establish
if pathways a and c are favored over b, we first determined the
substrate specificity profile of the A domain portion of TioN by
ATP-[**P]PP, exchange assays (Figure 3A). These data show
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Figure 3. (A) Relative substrate specificity of the A domain portion of
TioN co-expressed with TioT (2.5 uM), as determined by ATP-
[*P]PP; exchange assays. The data are obtained in 2-h end-point
assays. The substrates for which kinetics parameters were determined
(Table 1) are designated by the purple bars. (B) Michaelis—Menten
parameters of the TioN-catalyzed adenylation of amino acids. The
natural TioN substrate, L-Cys, was selected as a representative
example. Standard errors as depicted by the duplicate on the graph
ranged from 0.04 to 0.25 mM/min.

that L-Cys is the natural substrate for the enzyme, whereas S-
Me-L-Cys, L-Val, L-Ile, and L-Leu are poorer substrates of TioN.
These data strongly suggest that pathway b is unlikely to
generate S-Me-L-Cys-S-TioS(T,) in vivo.

To further confirm this hypothesis, we determined the
Michaelis—Menten kinetic parameters (K, and k) in
substrate-dependent AMP derivatization assays by TioN for
L-Cys, S-Me-L-Cys, 1-Val, L-Ile, and L-Leu (Table 1 and Figure
3B). All other amino acids tested were also poor substrates of
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Table 1. Steady-State Kinetic Parameters for AMP
Derivatization of Different Substrates by TioN

substrate K, (uM) ke (min™') keye/ Ky (mM™" min™)
L-Cys 45+ 6 1.98 + 0.03 44+ 6
S-Me-L-Cys 16168 + 1167 1.23 + 0.05 0.076 + 0.006
L-Val 71 £ 11 0.215 + 0.006 3.05 + 0.52
L-lle 11+5 0.156 + 0.004 14 +7
L-Leu S§+6 0.213 + 0.004 3.87 + 045

TioN (Figure 3A) and determination of kinetic parameters,
although attempted, were not successful for these amino acids.
TioN displayed the highest catalytic efficiency with the natural
substrate 1-Cys (k.,/K,, = 44 + 6 mM ™" min~"), followed by 1-
e (k./K, =14 + 7 mM ' min™"), 1-Leu (k. /K, = 3.87 +
045 mM™" min™!), and 1-Val (k_ /K, = 3.05 + 0.52 mM™!
min~"). Interestingly, unlike KtzH(A,MA,T,) (k. /K, = 0.77
+ 0.07 mM™! min~! for the activation of L-Ser),B where the
interruption of the A domain results in a greatly diminished
catalytic efficiency of the enzyme when compared to that of
uninterrupted A domains, for TioN, the catalytic efficiency for
L-Cys activation (k./K,, = 44 + 6 mM ™" min™") is similar to
that of the uninterrupted A domain TioK involved in the
formation of L-Trp-AMP (k../K,, = 49 + 8 mM™! min~).6
Because the catalytic efficiency of TioN with S-Me-L-Cys (k ./
K, = 0.076 + 0.006 mM ™" min~") is much lower than with 1-
Cys (ko/Ky = 44 +£ 6 mM ™! min™"), pathway b can likely be
ruled out.

Methyltransferase Activity of TioN and Loading of
Activated Amino Acids onto TioS(T,). To compare the
covalent attachment of L-Cys-AMP (steps a,—a, in Figure 2) to
that of S-Me-L-Cys-AMP (steps c;—c;) onto the Ppant arm of
holo TioS(T,), we used [**S]L-Cys as our starting material in
two parallel time course trichloroacetic acid (TCA) precip-
itation assays (Figure 4A). By using TioN, we first generated
[*3S]L-Cys-AMP (steps a; and c;). We then either (i) used this
[*3S]L-Cys-AMP directly in combination with holo TioS(T,)
thiolation domain to monitor its loading onto the enzyme (step
ay, green squares in Figure 4A), or (ii) treated it with SAM for 2
h (step c,) prior to monitoring the loading of the resulting S-
Me-[*S]L-Cys-AMP onto the holo TioS(T,) (step c;, orange
circles in Figure 4A). These assays show that both L-Cys-AMP
and S-Me-1-Cys-AMP can be loaded onto TioS(T,). However,
one could argue that, in these assays there was no guarantee
that the methylation of [**S]L-Cys-AMP had taken place and
that in both sets of reactions, only the loading of the
unmethylated [**S]L-Cys-AMP was observed.

To further investigate if S-methylation of L-Cys by the M
domain portion of TioN occurs before (step c,) and/or after
(step a;) its loading onto the Ppant arm of TioS(T,), and to
prove that the methylation reaction by the M domain portion
of TioN is indeed happening, we used non-radiolabeled r-Cys
as the starting material and [methyl->H]SAM as the
methylating agent in two parallel time course TCA
precipitation assays (Figure 4B). After conversion of 1-Cys to
L-Cys-AMP by TioN (steps a; and c,), we either (i) loaded the
activated amino acid onto holo TioS(T,) (step a,) prior to
monitoring the methylation of L-Cys-S-TioS(T,) by using
[methyl-*H]SAM and TioN (step a,, green squares in Figure
4B), or (i) methylated L-Cys-AMP by using [methyl-*H]SAM
and TioN (step c,) prior to monitoring the loading of the
resulting S-[*H]Me-L-Cys-AMP onto the holo TioS(T,) (step
cs, orange circles in Figure 4B). Control experiments in the
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Figure 4. (A) Comparison of the loading of [**S]L-Cys-AMP (steps
a,—a, in Figure 2; green squares) to that of S-Me-[**S]L-Cys-AMP
(c;—cy; orange circles) onto TioS(T,) by TCA precipitation assays
using [*S]L-Cys as a starting material. (B) Comparison of the
methylation by TioN of L-Cys-S-TioS(T,) (a;—as; green squares) to
that of S-Me-L-Cys-AMP (c,—c;; orange circles) by TCA precipitation
assays using [methyl-"H]SAM as the methylating agent.

absence of substrates were performed to eliminate the non-
specific methylation of surface cysteine residues. The results of
these experiments confirmed the successful in vitro methylation
of both 1-Cys-S-TioS(T,) and 1-Cys-AMP by TioN.

H CONCLUSION

In summary, by testing the tioN and tioT knockouts of the
thiocoraline producer we confirmed the essential role of these
genes in thiocoraline biosynthesis. We biochemically charac-
terized the first active stand-alone bifunctional (adenylating and
methylating) interrupted A domain TioN in an NRPS complex.
By determining the substrate specificity profile of TioN by
radioactive adenylation assays, we eliminated pathway b (Figure
2) for the formation of S-Me-L-Cys-S-TioS(T,). We confirmed
the methylating activity of TioN and demonstrated that both
pathways a and ¢ can be achieved in vitro. In conjunction with
our previous report on the formation of O-Me-L-Ser-S-
KtzH(A,MA,T,), this work sets the stage for the development
of novel interrupted adenylating enzymes by domain swapping
experiments. Our laboratory is focused on understanding the
significance of the location of the insertion of M enzymes in A
domains (between the core signature sequences a2 and a3
versus a8 and a9) toward engineering new bifunctional
adenylating—methylating enzymes.

B ASSOCIATED CONTENT
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Experimental procedures for the generation of tioN and tioT
knockout (AtioN and AtioT) in S. albus-pFL1049 and
monitoring of thiocoraline production in these knockout
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strains, preparation of the pTioN-pET28a and pTioT-
pACYCDuet overexpression constructs along with the co-
expression and purification of TioN and TioT proteins, and
ATP-[*P]PP; exchange as well as TCA precipitation assays
with [*S]L-Cys and [methyl-*’H]SAM used to investigate the
different pathways presented in Figure 2; figures showing the
preparation of AtioN and AtioT, HPLC chromatograms
demonstrating the lack of thiocoraline production in the
knockout strains, and a SDS-PAGE gel showing the TioN
protein co-purified with TioT. This material is available free of
charge via the Internet at http://pubs.acs.org.

B AUTHOR INFORMATION

Corresponding Author

sylviegtsodikova@uky.edu

Notes

The authors declare no competing financial interest.

B ACKNOWLEDGMENTS

This project was supported by a NSF CAREER Award MCB-
1149427 (to S.G.-T.), by startup funds from the College of
Pharmacy at the University of Kentucky (to S.G.-T.). G.V. was
supported by a fellowship from project PEST08-17 from
FICYT (Government of Asturias) and J.F. was supported by a
tellowship from project AGL2010-20622 from MICINN
(Government of Spain). We thank Dr. Michael G. Thomas
(University of Wisconsin-Madison, WI) for the gift of the BL21
(DE3)ybdZ::aac(3)IV bacterial strain. We thank Dr. Oleg V.
Tsodikov for critical reading of the manuscript.

B REFERENCES

(1) Zolova, O. E,; Mady, A. S.; Garneau-Tsodikova, S. Biopolymers
2010, 93, 777—=790.

(2) Fernandez, J.; Marin, L; Alvarez-Alonso, R; Redondo, S.;
Carvajal, J; Villamizar, G.; Villar, C. J.; Lombd, F. Marine Drugs 2014,
12, 2668—2699.

(3) Negri, A; Marco, E; Garcia-Hernandez, V.; Domingo, A.;
Llamas-Saiz, A. L.; Porto-Sanda, S.; Riguera, R,; Laine, W.; David-
Cordonnier, M. H,; Bailly, C.; Garcia-Fernandez, L. F.; Vaquero, J. J;
Gago, F. jkiadeiian. 2007, 50, 3322—3333.

(4) Sheoran, A; King, A; Velasco, A; Pero, J. M; Garneau-
Tsodikova, S. idabeligasi 2008, 4, 622—628.

(5) Mady, A. S;; Zolova, O. E.; Millan, M. A; Villamizar, G.; de la
Calle, F.; Garneau-Tsodikova, S. dabeRigtssi 2011, 7, 1999—-2011.

(6) Zolova, O. E.; Garneau-Tsodikova, S. MedChemComm 2012, 3,
950-95S.

(7) Lombé, F.; Velasco, A.; Castro, A.; de la Calle, F.; Brana, A. F.;
Sanchez-Puelles, J. M.; Mendez, C.; Salas, J. A. ChemBioChem 2006, 7,
366—376.

(8) Watanabe, K.; Hotta, K.; Praseuth, A. P.; Koketsu, K.; Migita, A.;
Boddy, C. N,; Wang, C. C; Oguri, H.; Oikawa, H. Nat. Chem. Biol.
2006, 2, 423—428.

(9) Nakaya, M.; Oguri, H.; Takahashi, K; Fukushi, E.; Watanabe, K;
Oikawa, H. h 2007, 71, 2969—2976.

(10) Praseuth, A. P.; Wang, C. C.; Watanabe, K.; Hotta, K.; Oguri,
H.; Oikawa, H. i . 2008, 24, 1226—1231.

(11) Hotta, K.; Keegan, R. M.; Ranganathan, S.; Fang, M.; Bibby, J;
Winn, M. D,; Sata, M.; Lian, M.; Watanabe, K;; Rigden, D. J.; Kim, C.
Y. dsgammisin. 2014, 53, 824—828.

(12) Biswas, T.; Zolova, O. E.; Lombé, F.; de la Calle, F.; Salas, J. A,;
Tsodikov, O. V.; Garneau-Tsodikova, S. fubdabeRigl 2010, 397, 495—
507.

(13) Zolova, O. E.; Garneau-Tsodikova, S. imdiskikiaé. 2014, 67, 59—
64.

(14) Patel, H. M.; Walsh, C. T. Rigshausisiaa 2001, 40, 9023—9031.

17354

(15) Tillett, D.; Dittmann, E.; Erhard, M.; von Dohren, H.; Borner,
T.; Neilan, B. A. olcikdeaiad 2000, 7, 753—764.

(16) Sandmann, A.; Sasse, F.; Muller, R. gkgimiial. 2004, 11, 1071—
1079.

(17) Miller, D. A; Luo, L.; Hillson, N.; Keating, T. A.; Walsh, C. T.
(hgiiBial 2002, 9, 333—344.

(18) Hornbogen, T.; Riechers, S. P.; Prinz, B.; Schultchen, J.; Lang,
C.; Schmidt, S; Mugge, C.,; Turkanovic, S.; Sussmuth, R. D,
Tauberger, E.; Zocher, R. sty 2007, 8, 1048—1054.

(19) Nishizawa, T.; Ueda, A.; Nakano, T.; Nishizawa, A.; Miura, T.;
Asayama, M.; Fujii, K;; Harada, K;; Shirai, M. LeRigcke. 2011, 149,
475—48S.

(20) Kreutzer, M. F.; Kage, H.; Gebhardt, P.; Wackler, B.; Saluz, H.
P.; Hoffmeister, D.; Nett, M. | . 2011, 77, 6117—
6124.

(21) Yu, D;; Xu, F; Valiente, J.; Wang, S.; Zhan, J. J. Ind. Microbiol.
Biotechnol. 2013, 40, 159—168.

(22) Silakowski, B.; Schairer, H. U.; Ehret, H.; Kunze, B.; Weinig, S.;
Nordsiek, G.; Brandt, P.; Blocker, H.; Hofle, G.; Beyer, S.; Muller, R. J.
Bialaibigig. 1999, 274, 37391—37399.

(23) Weinig, S; Hecht, H. J.; Mahmud, T.; Muller, R. Chem. Biol.
2003, 10, 939—952.

(24) Ehling-Schulz, M.; Vukov, N, Schulz, A; Shaheen, R;
Andersson, M.; Martlbauer, E.; Scherer, S. Appl. Environ. Microbiol.
2005, 71, 105—113.

(25) Cheng, Y. Q. (lsnmitintslanm 2006, 7, 471—477.

(26) Ehling-Schulz, M.; Fricker, M.; Grallert, H.; Rieck, P.; Wagner,
M.; Scherer, S. iyl 2006, 6, 20.

(27) Schwarzer, D.; Finking, R.; Marahiel, M. A. Nat. Prod. Rep. 2003,
20, 275-287.

(28) Zhang, W.; Heemstra, J. R, Jr; Walsh, C. T.; Imker, H. J.
Bischasisiay 2010, 49, 9946—9947.

(29) Felnagle, E. A; Barkei, J. J; Park, H,; Podevels, A. M;
McMahon, M. D,; Drott, D. W.; Thomas, M. G. Biochemistry 2010, 49,
8815—8817.

(30) Boll, B.; Taubitz, T.; Heide, L. juiintminaa. 2011, 286, 36281—
36290.

(31) Zhang, C.; Kong, L; Liu, Q.; Lei, X;; Zhu, T.; Yin, J,; Lin, B;
Deng, Z.; You, D. RlaSeQug 2013, 8, No. e56772.

(32) Davidsen, J. M.; Bartley, D. M.; Townsend, C. A. . Am. Chem.
Soc. 2013, 135, 1749—1759.

(33) Baltz, R. H. . 2011, 38, 1747—1760.

(34) Herbst, D. A,; Boll, B.; Zocher, G.; Stehle, T.; Heide, L. J. Biol.
Chem. 2013, 288, 1991—2003.

(35) Imker, H. J.; Krahn, D.; Clerc, J.; Kaiser, M.; Walsh, C. T. Chem.
Biol. 2010, 17, 1077—1083.

(36) McMahon, M. D.; Rush, J. S.; Thomas, M. G. J. Bacteriol. 2012,
194, 2809—2818.

dx.doi.org/10.1021/ja510489j | J. Am. Chem. Soc. 2014, 136, 17350—17354


http://pubs.acs.org
mailto:sylviegtsodikova@uky.edu
http://pubs.acs.org/action/showLinks?pmid=23437232&crossref=10.1371%2Fjournal.pone.0056772&coi=1%3ACAS%3A528%3ADC%252BC3sXjs12nsrw%253D
http://pubs.acs.org/action/showLinks?pmid=21483938&crossref=10.1039%2Fc1mb05044c
http://pubs.acs.org/action/showLinks?pmid=21890635&crossref=10.1074%2Fjbc.M111.288092&coi=1%3ACAS%3A528%3ADC%252BC3MXhtlSqt7fM
http://pubs.acs.org/action/showLinks?pmid=15324808&crossref=10.1016%2Fj.chembiol.2004.05.014&coi=1%3ACAS%3A528%3ADC%252BD2cXntVarurg%253D
http://pubs.acs.org/action/showLinks?pmid=19194935&crossref=10.1002%2Fbtpr.34&coi=1%3ACAS%3A528%3ADC%252BD1MXlt1Khurs%253D
http://pubs.acs.org/action/showLinks?pmid=11033079&crossref=10.1016%2FS1074-5521%2800%2900021-1&coi=1%3ACAS%3A528%3ADC%252BD3cXotVWitrw%253D
http://pubs.acs.org/action/showLinks?pmid=21826462&crossref=10.1007%2Fs10295-011-1022-8&coi=1%3ACAS%3A528%3ADC%252BC3MXhtlGhtrnO
http://pubs.acs.org/action/showLinks?system=10.1021%2Fja307710d&pmid=23330869&coi=1%3ACAS%3A528%3ADC%252BC3sXhtFCgurk%253D
http://pubs.acs.org/action/showLinks?pmid=24105608&crossref=10.1038%2Fja.2013.98&coi=1%3ACAS%3A528%3ADC%252BC2cXht1yjtL8%253D
http://pubs.acs.org/action/showLinks?system=10.1021%2Fjm070381s&pmid=17571868&coi=1%3ACAS%3A528%3ADC%252BD2sXmsV2lsLg%253D
http://pubs.acs.org/action/showLinks?pmid=16512902&crossref=10.1186%2F1471-2180-6-20&coi=1%3ACAS%3A280%3ADC%252BD283mt1CrtQ%253D%253D
http://pubs.acs.org/action/showLinks?pmid=20122935&crossref=10.1016%2Fj.jmb.2010.01.053&coi=1%3ACAS%3A528%3ADC%252BC3cXivFGqsbg%253D
http://pubs.acs.org/action/showLinks?crossref=10.1074%2Fjbc.274.52.37391&coi=1%3ACAS%3A528%3ADC%252BD3cXpsFCj
http://pubs.acs.org/action/showLinks?pmid=11927258&crossref=10.1016%2FS1074-5521%2802%2900115-1&coi=1%3ACAS%3A528%3ADC%252BD38XitlGgt7g%253D
http://pubs.acs.org/action/showLinks?pmid=18071270&crossref=10.1271%2Fbbb.70371&coi=1%3ACAS%3A528%3ADC%252BD1cXktVGrtg%253D%253D
http://pubs.acs.org/action/showLinks?system=10.1021%2Fbi010519n&pmid=11467965&coi=1%3ACAS%3A528%3ADC%252BD3MXkvVWntr0%253D
http://pubs.acs.org/action/showLinks?system=10.1021%2Fbi101539b&pmid=20964365&coi=1%3ACAS%3A528%3ADC%252BC3cXhtlKjsLfM
http://pubs.acs.org/action/showLinks?pmid=16511823&crossref=10.1002%2Fcbic.200500425&coi=1%3ACAS%3A528%3ADC%252BD28XisFKmt7o%253D
http://pubs.acs.org/action/showLinks?pmid=17471480&crossref=10.1002%2Fcbic.200700076&coi=1%3ACAS%3A528%3ADC%252BD2sXntlCru7Y%253D
http://pubs.acs.org/action/showLinks?pmid=21724891&crossref=10.1128%2FAEM.05198-11&coi=1%3ACAS%3A528%3ADC%252BC3MXht1OjurbN
http://pubs.acs.org/action/showLinks?pmid=21212071
http://pubs.acs.org/action/showLinks?crossref=10.1002%2Fanie.201307404&coi=1%3ACAS%3A528%3ADC%252BC3sXhvVOiu73N
http://pubs.acs.org/action/showLinks?pmid=18493661&crossref=10.1039%2Fb801391h

