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In Silico Study of the Ion Channel Formed by Tolaasin I Produced by
Pseudomonas tolaasii
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A toxin produced by Pseudomonas tolaasii, tolaasin,

causes brown blotch disease in mushrooms. Tolaasin

forms pores on the cellular membrane and destroys cell

structure. Inhibiting the ability of tolaasin to form ion

channels may be an effective method to protect against

attack by tolaasin. However, it is first necessary to

elucidate the three-dimensional structure of the ion channels

formed by tolaasin. In this study, the structure of the

tolaasin ion channel was determined in silico based on

data obtained from nuclear magnetic resonance experiments.
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Pseudomonas tolaasii causes brown blotch disease in
Agaricus bisporus and Pleurotus ostreatus [1]. A toxin
produced by P. tolaasii was identified to be a
lipodepsipeptide that forms an ion channel [2]. This toxin
was named tolaasin and seven analogs have been
identified [1]. Of all the analogs, tolaasin I is the most
abundant one. Its primary structure was determined by
Nutkins et al. [8], and its three-dimensional structure was
determined using nuclear magnetic resonance (NMR)
spectroscopy by Jourdan et al. [5]. Tolaasin forms an ion
channel that allows ions to penetrate the membrane [4], but
it is not known how tolaasin forms these ion channels. To
control brown blotch disease caused by P. tolaasii,
cultivation houses are typically fumigated and the water is
sterilized. However, this treatment cannot completely
prevent blotch disease; thus, alternative methods are needed.
Because tolaasin causes disease, compounds inhibiting
tolaasin have been examined. Several compounds were
previously shown to inhibit tolaasin [7] and were primarily
glucosylated carboxylic acids. The tolaasin inhibitors bind

to tolaasin, which was shown by NMR spectroscopy [7]. It
has been known that tolaasin forms pores on cellular
membrane and destroys cell structure [3]. Inhibiting the
ability of tolaasin to form ion channels may be an effective
method to protect against attack by tolaasin. However, it is
first necessary to elucidate the three-dimensional structure
of ion channels formed by tolaasin. Therefore, in this study,
the tolaasin ion channel was built in silico using data
obtained from NMR experiments.
The three-dimensional (3D) structure of tolaasin I

monomer was determined using NMR spectroscopy [5, 7].
Tolaasin I consists of the following amino acid sequence:
β-hydroxyoctanoyl-D-But1-D-Pro-D-Ser-D-Leu-D-Val-D-Ser-
D-Leu-D-Val-L-Val-D-Gln-L-Leu-D-Val-D-But-D-alloThr-L-Ile-
L-Hse-D-Dab-L-Lys18, where D-But, L-Hse, and D-Dab denote
Z-dehydroaminobutyric acid, L-homoserine, and D-2,4-
diaminobutyric acid, respectively [4]. This protein contains
a lactone ring between D-alloThr14 and L-Lys18, and a left-
handed α-helix between D-Pro2 and D-alloThr14. The β-
hydroxyoctanoyl chain is parallel to the helix.
Since it was first shown that the tolaasin-induced ion

channel formation was inhibited by zinc ion, the ability of
the zinc ion to penetrate the lactone ring was assessed. The
diameter of the backbone of the lactone ring is 5Å × 7Å,
but there is no hole in its inner surface owing to the van der
Waals clouds. As a result, the ion channel formed by
tolaasin I was believed to consist of a trimer or tetramer of
tolaasin I. There are a few methods to determine the 3D
structure of peptides or proteins. Of these, molecular
modeling has both advantages, such as no requirement for
real biological samples, and disadvantages, such as low
reliability. In this study, we tried to determine the 3D
structure of the ion channel formed by tolaasin I using
molecular modeling.
The structures of the tolaasin I monomer and the ion

channel induced by tolaasin I were built using Sybyl
(Tripos, St. Louis, MO, USA). Molecular modeling calculations
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and graphical representation were performed using Sybyl
7.3 on an Intel Core 2 Quad Q6600 (2.4 GHz) computer
running a Linux operating system (CentOs 5.0 WS).
To determine the 3D structure using molecular modeling,

a template with high sequence similarity was needed.
Peptides or proteins with a similarity higher than at least
30% were not found in the protein databank (PDB).
Therefore, other ion channels that had a similar appearance
were searched for, to be used as a template. There are
many ion channels deposited in the PDB. At least a trimer
of tolaasin is believed to be needed to form an ion channel.
The length of the tolaasin I monomer determined using
NMR spectroscopy was 23Å. The average thickness of the
cellular membrane is 30Å, so a monolayer of tolaasin I
was not large enough to form an ion channel, and a double
layer of tolaasin I would be needed to form an ion channel.
Since most ion channels that are formed from a trimer are
much longer than tolaasin I, they do not need to form a
double layer. In addition, we were unable to accurately
align tolaasin I to these proteins as a template. Tetramers
deposited in the PDB were then searched. There are
several nonredundant tetramer ion channels including
3IFX, 3E83, 3CO2, 2H95, 2OVC, 1P7B, and 1BHP in
PDB. All tetramer ion channels except human KCNQ1
were not aligned with tolaasin I using the Sybyl program
[6]. KCNQ1 is a human voltage-gated potassium channel
that plays an important role in the repolarization phase of
the cardiac action potential. Its gene is located in chromosome
11 and corresponds to 676 amino acids. KCNQ1 forms
heteromultimers with other potassium channel proteins such
as KCNE1 and KCNE3. Its 3D structure is not deposited in
PDB, but it was obtained from the supplementary material of
a paper published by Kang et al. [6]. A KCNE1 tetrameric
ion channel was observed in the X-ray crystallographic
structure, which was complexed with the monomer chain
B. Each monomer of the tetramer contained 238 residues
between Cys122 and Gln359. In the case of KCNE1, only the
3rd α-helix, known as the transmembrane domain between
Leu45 and Leu71, was included. This α-helix was 34Å in
length. In the study by Kang et al. [6] data on both the
open ion channel mode and closed mode were provided,
but the former was selected as a template for homology
modeling of the ion channel formed by tolaasin I because
the channel was expected to be in the open mode.
Since the template contained 238 residues and the target

only contained 18 residues, the residues to be used for
alignment needed to be selected. Of the 238 residues of the
template, the residues surrounding Val355 were most similar
to the residues surrounding Val12 of tolaasin I. Therefore,
the backbones of monomer A of the template and the target
were aligned using the fit monomer tool provided by the
Sybyl program. Similar experiments were conducted for
the monomers B, C, and D. After alignment, the template
was deleted. Fig. 1A shows that four tolaasin I molecules

were overlapped on KCNQ1. The tolaasin I molecules and
KCNQ1 form calyces and flowers, respectively. The NMR
experiments provided information on the binding between
tolaasin I and cations such as zinc, sodium, and calcium
[unpublished results]. Because the addition of cations
changed the chemical shifts and intensities of the 1H peaks
related to the protons of L-Hse16 and D-Dab17, we know
where these two residues should be placed in the ion
channel; the two residues should face the inner surface of
the channel. Fig. 1B shows the structure of the ion channel
formed by tolaasin I. As mentioned above, four tolaasin I
molecules could form an ion channel. Ser, Gln, Thr, and
Lys were placed in the inner surface, and Leu, Val, and Ile
were placed on the outer surface. L-Hse16 and D-Dab17

residues were positioned in the inner surface. The hole
through the ion channel had a diameter of 3Å.

Fig. 1. Three-dimensional molecular models of tolaasin I and the
induced ion channel.
A. Four tolaasin I molecules overlapped on the tetramer KCNQ1, a human

voltage-gated potassium channel. B. Tolaasin-I-induced an ion channel.
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Since the length of tolaasin I is 23Å, which was determined
using NMR spectroscopy [7], it is not long enough to
penetrate through the cellular membrane. Therefore, a double-
layered tetramer is needed. To form a double-layered
tetramer, a plane was prepared in the N-terminals of the
tetramer shown in Fig. 1B. The tetramer was reflected on
the plane and another tetramer was created. As a result, an
ion channel was formed by tolaasin I, consisting of eight
tolaasin I peptides (Fig. 2). As expected, based on the
appearance of the other ion channel, the inner surface of
the ion channel formed by tolaasin I was hydrophilic and
its outer surface was hydrophobic. In Fig. 2, the hydrophilic
surface is denoted in blue color and the hydrophobic
surface is represented by a brown color. Whereas the inner
surface contains D-But1, D-Ser6, D-Leu7, D-Gln10, D-alloThr14,
L-Hse16, D-Dab17, and L-Lys18 residues, the outer surface

contained D-Pro2, D-Ser3, D-Leu4, D-Val 5, D-Val8, L-Val9,
L-Leu11, D-Val12, D-But13, and L-Ile15 residues and a β-
hydroxyoctanoyl chain.
Some glucosylated carboxylic acids were shown to inhibit

the tolaasin I monomer [7]. These tolaasin I inhibitors
(TIF) may bind to the tolaasin-I-induced ion channel. One
of these inhibitors, sorbitololeic acid, docked into the
octamer (Fig. 3). The docking study was carried out on a
Linux system (CentOs 5.0 WS) using FlexX (Tripos) on
Sybyl 7.3. All residues of the ion channel formed by
tolaasin I were considered to be a potential docking site.
The selection radius for docking was 6.5Å. The docking
process was iterated 30 times for the ligand. As shown in
Fig. 3, sorbitololeic acid bound to the center of the hole
and blocked the entrance, which prevented the zinc ion from
approaching the ion channel or changing its appearance.
Technically, the Sybyl program cannot be used to dock a

zinc ion into the ion channel. The diameter of the zinc ion
is 1.4Å and the size of the inner hole of the ion channel
formed by tolaasin I is approximately 3Å, which is enough
for the zinc ion to penetrate the hole. This phenomenon is
schematically shown in Fig. 4.
In conclusion, the structure of the ion channel formed by

tolaasin I, determined in silico based on data obtained from
nuclear magnetic resonance experiments, may be double-
layered tetramers.
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Fig. 2. Octamer tolaasin-I-induced ion channel.

Fig. 3. A tolaasin I inhibitor, sorbitololeic acid, docked into the
octamer tolaasin-I-induced ion channel.

Fig. 4. Schematic representation showing the octamer tolaasin-I-
induced ion channel embedded in the membrane and a zinc ion.



1100 Jo et al.

REFERENCES

1. Bassarello, C., S. Lazzaroni, G. Bifulco, P. Lo Cantore, N. S.

Iacobellis, R. Riccio, et al. 2004. Tolaasins A-E, five new

lipodepsipeptides produced by Pseudomonas tolaasii. J. Nat.

Prod. 67: 811-816.

2. Brodey, C. L., P. B. Rainey, M. Tester, and K. Johnstone. 1991.

Bacterial blotch disease of the cultivated mushroom is caused

by an ion channel forming lipodepsipeptide toxin. Mol. Plant

Microb. Interact. 4: 407-411.

3. Cho, K. H. and Y. K. Kim. 2003. Two types of ion channel

formation of tolaasin, a Pseudomonas peptide toxin. FEMS

Micobiol. Lett. 221: 221-226.

4. Coraiola, M., P. Lo Cantore, S. Lazzaroni, A. Evidente, N. S.

Iacobellis, and M. Dalla Serra. 2006. WLIP and tolaasin I,

lipodepsipeptides from Pseudomonas reactans and Pseudomonas

tolaasii, permeabilise model membranes. Biochim. Biophys.

Acta 1758: 1713-1722.

5. Jourdan, F., S. Lazzaroni, B. L. Méndez, P. L. Cantore, M.

Julio, P. Amodeo, et al. 2003. A left-hand α-helix containing

both L- and D-amino acids: The solution structure of the

antimicrobial lipodepsipeptide tolaasin. Prot. Struct. Funct. Genet.

52: 534-543.

6. Kang, C., C. Tian, F. D. Sönnichsen, J. A. Smith, J. Meiler, A. L.

George, et al. 2008. Structure of KCNE1 and implications for

how it modulates the KCNQ1 potassium channel. Biochemistry

47: 7999-8006.

7. Lee, Y. G., Y. K. Woo, S. H. Lee, K. R. Kang, Y. J. Yong, J. K.

Kim, et al. 2009. Identification of compounds exhibiting inhibitory

activity toward the Pseudomonas tolaasii toxin tolaasin I using

in silico docking calculations, NMR binding assays, and in vitro

hemolytic activity assays. Bioorg. Med. Chem. Lett. 19: 4321-

4324.

8. Nutkins, J. C., R. J. Mortishire-Smith, L. C. Packman, C. L.

Brodey, P. B. Rainey, K. Johnstone, and D. H. Williams. 1991.

Structure determination of tolaasin, an extracellular lipodepsipeptide

produced by the mushroom pathogen Pseudomonas tolaasii

Paine. J. Am. Chem. Soc. 113: 2621-2627.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 600
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 600
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [1200 1200]
  /PageSize [612.000 792.000]
>> setpagedevice


