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Four end-functionalized star polymers that could attenuate the flow of ionic currents across
biological ion channels were first de novo designed computationally, then synthesized and
tested experimentally on mammalian K+ channels. The 4-arm ethylene glycol conjugate
star polymers with lysine or a tripeptide attached to the end of each arm were specifically
designed to mimic the action of scorpion toxins on K+ channels. Molecular dynamics simulations showed that the lysine side chain of the polymers physically occludes the pore of
Kv1.3, a target for immuno-suppression therapy. Two of the compounds tested were potent
inhibitors of Kv1.3. The dissociation constants of these two compounds were computed to
be 0.1 μM and 0.7 μM, respectively, within 3-fold to the values derived from subsequent
experiments. These results demonstrate the power of computational methods in molecular
design and the potential of star polymers as a new infinitely modifiable platform for ion channel drug discovery.
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Introduction
Peptide-based drugs have attracted growing attention as available small molecule drugs often
suffer from poor specificity and significant side effects. Although peptide therapeutics have
great potentials in the treatment of many diseases, the main drawback is their short lifetime in
vivo due to rapid degradation by proteases, low stability in plasma and rapid clearance from
circulation [1]. The introduction of synthetic scaffolds decorated with peptide or peptide fragments (i.e., peptidomimetics) overcomes many of these stability issues [2]. Poly(L-lysine) dendrimers, for example, with multivalent lysine groups on the peripheral layer of the dendrimer
are in clinical trials as an antiviral topical ointment [3, 4]. Dendritic polymers decorated with
epitopes have also been shown to be an effective self-adjuvanting vaccine [5, 6]. The next great
challenge is to a priori design synthetic peptides to enhance polyvalent interactions to enable
selective binding and targeting to ion channels.
Malfunction of ion channels is implicated in the development of a host of human diseases
such as neurological, muscular and immunological disorders. Various ion channels have been
identified as pharmaceutical targets [7, 8], and a range of currently available drugs such as local
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anesthetics and anticonvulsants modulate ion channel function [9]. Many natural polypeptides
isolated from the venom of arachnids, reptiles and marine invertebrates modulate the function
of ion channels, either by physically occluding the ion conduction pathway or by interfering
with their gating mechanisms. As some of these venom peptides are highly specific inhibitors
for certain channel isoforms, extensive effort has been made to develop novel drugs using
venom peptides as scaffolds [10, 11]. However, these toxins are relatively expensive to manufacture, and thus the cost for drug development can be high [12]. Also, the immune system
may generate antibodies to compromise the efficacy of the peptide toxins.
In the past two decades, there have been rapid advances in determination of the tertiary
structures of ion channels [13–15] and venom peptides [16] by X-ray crystallography and solution NMR. These structures have enabled theoretical modelling of peptide-channel interactions
in atomic detail [17]. With the development of new analytical methods and increasing computational power, the binding affinity of a given toxin to a specific channel can be computed to
within one order of magnitude to the value determined experimentally (see Table A in S1 File)
[17]. The mechanisms by which peptide toxins selectively inhibit several isoforms of voltagegated K+ (Kv) channels have been elucidated from both theoretical and experimental perspectives [17, 18]. The understanding of toxin action on a molecular level would enable the rational
design of toxin analogues as novel ion channel modulators and drug scaffolds.
Here we report the de novo design of 4-arm star-like peptidomimetic polymers (see Fig 1 for
their structures) as potent inhibitors of the voltage-gated K+ channel Kv1.3, a target for autoimmune diseases [19, 20]. Stars 12 and 16 comprise of an ethylene glycol (EG) inner core of different lengths and lysine groups on the ends of each arm. Star 25 comprises of EG 8-arms in
the second generational layer and with a peripheral layer of lysine groups, whereas star 31 consists of a more hydrophobic triple-amino acid sequence attached to the end-groups of the EG
arms. Each structure is designed to bind to certain sites within the ion channel and physically
occlude the permeation pathway of Kv1.3. We use potential of mean force (PMF) to predict the
binding constants (Kd) of the polymers, and verify this in our subsequent experiments. The
work described here highlights the de novo design of stable synthetic peptide mimics to interact
and inhibit ion channel pathways.

Methods
Molecular dynamics
The equilibrated structure of the pore domain of human Kv1.3 channel embedded in a lipid
bilayer and a box of explicit water was taken from our previous study [21]. The S2 and S4 ion
binding sites of the selectivity filter were occupied by two K+ ions, and the S1 and S3 sites by
two water molecules, consistent with the crystal structure of a scorpion toxin in complex with a
highly-related K+ channel [18]. Each star polymer was placed 10 Å above the outer vestibule of
Kv1.3 and then docked to the channel using molecular dynamics (MD), in which a flat-bottom
distance restraint was applied to slowly pull one of the lysine side chains of the compound into
the selectivity filter [22]. The upper bound of the distance restraint, applied to the nitrogen
atom of a lysine side chain of the star and the carbonyl group of Gly446 in the filter, was gradually reduced to 3 Å over the first 5 ns. The simulation was then extended to 20 ns, allowing the
complex to stabilize.
The PMF profiles were derived using the umbrella sampling method. During the umbrella
sampling, the center of mass (COM) of the polymer was confined within a cylinder of 8 Å in
radius. The reaction coordinate, z, was the COM distance between the channel backbone and
the polymer along the channel axis. The PMF profile was constructed using the WHAM
method [23] implemented by Grossfield [24]. The Kd value was computed using the following
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Fig 1. Structure of the 4 peptidomimetics designed and synthesized.
doi:10.1371/journal.pone.0152169.g001

equation [17]:
Zzmax
K

1
d

2

¼ 1000pR NA

exp½WðzÞ=kTdz
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where R is the radius of the cylinder, NA is Avogadro's number, W(z) is the PMF at z, with zmin
and zmax being the z coordinate when the polymer is fully bound to the channel and in the
bulk, respectively. The z coordinates were saved every 1 ps (500 steps), such that the autocorrelation function of the successive data points is comparable to 1/e. This ensures that the successive data points are well independent, which is required for an unbiased estimate of the error
[25]. The random error of the PMF was determined from the bootstrapping method. Speciﬁcally, 10 sets of pseudo-data were randomly generated from the original data with duplication
allowed. A PMF proﬁle was constructed for each pseudo dataset. The standard deviation of the
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PMFs as a function of the reaction coordinate was calculated and the maximum value was considered as the uncertainly of the PMF proﬁle. More details of our simulation parameters are
given in the S1 File.

Chemical synthesis
We have recently demonstrated the synthesis of lysine decorated polystyrene molecules that
formed micelles with a low aggregation number of ~1 [26]. We used this method to produce
four low molecular weight star polymers (12, 16, 25, and 31). The four star and dendritic-like
compounds were synthesized with the peripheral layer consisting of either lysine or a three
amino acid sequence (MKF) as shown in Fig 1. The molecules were all constructed convergently using the copper-catalyzed azide-alkyne cycloaddition (CuAAC) reaction and were
designed to consist of a common core, a second generational layer of EG and an outer generational layer with either lysine (stars 12, 16 and 25) or the MKF tripeptide (star 31). All the synthetic schemes are detailed in the S1 File.

Electrophysiology
The four star molecules synthesized were tested on an electrophysiological platform, using
cloned mammalian channels. All the six mammalian K+ channels (Kv1.1 Kv1.2, Kv1.3, IK,
KCNQ1, and hERG) we tested were expressed in HEK293 cells and used for electrophysiology
1–2 days after transfection. Current measurements and data acquisition were performed with
an EPC 10 patch clamp amplifier (HEKA Elektronik, Germany), which was controlled by a
Patchmaster software (HEKA Elektronik). Each experiment was replicated at least three times.
See the S1 File for further details.

Results and Discussion
Structure of Kv1.3
The primary structure of the pore domain of Kv1.3 is over 90% identical to that of another voltage-gated K+ channel isoform, Kv1.2, whose crystal structure is available [27]. As such, the
homology model of the Kv1.3 pore domain could be generated reliably using the structure of
Kv1.2 as a template [21]. The pore domain of Kv1.3 as modeled on Kv1.2 shows that a narrow
selectivity filter lined by carbonyl groups is positioned in the middle of the homo-tetramer protein (Fig 2A and 2B). The outer vestibule of the channel, with a diameter of approximately 50
Å, carries several rings of acidic residues such as Asp433 and Asp449 (Fig 2B). These acidic residues render the channel susceptible to classical scorpion toxins such as charybdotoxin
(ChTx), which potently inhibits several K+ channels including Kv1.3 with nanomolar affinities
[28]. ChTx consists of a 37-amino-acid peptide carrying seven basic residues and only one
acidic residue (Fig 2C). Thus, the positively charged ChTx at neutral pH is attracted by the negatively-charged vestibular wall of Kv1.3. The size of ChTx is in the order of 30–35 Å in each
dimension, which fits snuggly with the outer wall of Kv1.3 (Fig 2D).

Computational design of EG-lysine conjugates
A key lysine residue is common to ChTx and many other scorpion toxins [17]. Both theoretical
studies [17] and recent crystallographic data [18] suggest that this lysine residue (K27 for
ChTx) protrudes into the extracellular end of the channel filter (Fig 2D), thereby physically
occluding the ion permeation pathway. This complex is stabilized by additional hydrogen
bonds between the acidic residues lining the vestibular wall of the channel and the basic residues on the toxin. With the common feature of the toxins in mind, we successfully designed
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Fig 2. Structure of Kv1.3 and ChTx. In (A) and (B), the view is parallel and perpendicular to the channel
axis, respectively. In (A), the green sphere denotes a K+ ion in the filter. In (B), only two of the four identical
subunits of Kv1.3 are shown. The two helices that extend to the cytoplasmic aspect of the membrane are
truncated in the figure. In (C), α-helix of the scorpion toxin ChTx is shown in purple and β-strand in yellow. (D)
The crystal structure of ChTx (green) bound to an engineered K+ channel (PDB ID 4JTA [18]). The
interactions between a lysine residue from the toxin (blue) and two carbonyl groups from the channel filter are
highlighted.
doi:10.1371/journal.pone.0152169.g002

and then synthesized four EG-lysine star polymers that mimic the action of ChTx on Kv1.3.
The profiles of PMF we constructed predict that two of the compounds would block Kv1.3 at a
micromolar affinity.
The EG-lysine conjugate 12 carries four arms, with each arm consisting of three ethylene
glycol repeat units and a lysine-like terminus emanating from a 4-arm core structure (Fig 1).
The synthetic scheme for 12 is given in Scheme A in S1 File. Each terminus carries two amine
groups, and thus two positive charges. The conjugate has an overall charge of +8 at neutral pH.
The size of 12 is in the order of 20–40 Å in each dimension, comparable to that of scorpion toxins. The structure of 12 was elongated and flexible (Fig A in S1 File). When simulated in a
box of explicit water using MD, the root mean square deviation (RMSD) with reference to the
average structure was in the range of 5–11 Å over a simulation period of 30 ns (Fig A in S1
File). This is considerably higher than that of scorpion toxins, which is typically in the range of
1.5–2 Å. Nonetheless, the size and basicity of 12, and similarly, 16, 25, and 31, resembles that
of ChTx and many other scorpion toxins.
Our MD simulations with explicit solvent predicted that all the four compounds block
Kv1.3 in a manner similar to that of ChTx (Fig 3). Three strong electrostatic contacts were
observed between 12 and the channel (Fig 3). A terminal ammonia group from 12 protrudes
into the filter of the channel, forming two hydrogen bonds with the carbonyl groups of Tyr447
in the filter. The second ammonia group from the same arm forms a salt bridge with Asp449
just outside the filter. The third contact is between the amine group of a different arm of the
conjugate and Asp422 from the turret of the channel. The interactions of 12 with the filter
(Tyr447) and the outer wall (Asp422) of the channel are likely to be crucial for binding, because
these two interactions are common to the binding of scorpion toxins to K+ channels [17]. On
the other hand, the interactions with Asp449, which is much less common, are expected to be
less important. Structural changes to the channel filter after the binding of 12 were not evident,
consistent with the crystallographic data of Banerjee et al. [18]. The backbone RMSD of the
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Fig 3. Mimicking the action of scorpion venom peptides using the four peptidomimetic star polymers
in Fig 1. The binding modes of the four molecules bound to Kv1.3 as predicted from molecular dynamics are
shown. Two channel subunits are shown as pink and lime ribbons. The numbers in blue indicate the three
electrostatic contacts between the peptidomimetic and Tyr447 (1), Asp449 (2) and Asp422 (3) of the channel.
doi:10.1371/journal.pone.0152169.g003

filter (residues 440 to 450) with reference to the starting structure was 0.3 to 0.5 Å over the last
10 ns. Coordination of the two K+ ions at the S2 and S4 sites by the backbone carbonyl groups
of the filter was maintained.
In the other three complexes, fewer electrostatic contacts were observed. In the case of 16
and 25, the interactions with Tyr447 and Asp449 in the filter region were present, but no salt
bridge involving Asp422 from the channel turret was observed. In the complex between 31 and
Kv1.3, the salt bridge involving Asp449 was not evident. The interacting residue pairs observed
in the four complexes suggest that 12 should be the strongest inhibitor of Kv1.3, because it
forms the most contacts with the channel. On the other hand, 16 and 25 were expected to be
the least potent blocker of Kv1.3 as they did not form any salt bridge with the outer wall of the
channel.
Using PMF calculations, a reliable method for the prediction of toxin affinity as demonstrated both previously [17] and in the present study, we constructed the PMF profiles and the
dissociation constants (Kd) of 12 and 31 binding to Kv1.3 (Fig 4). Both profiles converged, as
the depth of the profiles did not drift significantly with the simulation time (Fig B in S1 File).
The PMF profiles of the two compounds are rather similar, differing by a maximum of 2 kT
only. By integrating the PMF profiles according to Eq 1, Kd values of 0.1 μM for 12 and 0.7 μM
for 31 were obtained, indicating that our de novo designed 12 and 31 are potent blockers of
Kv1.3.

Experimental validation of Kv1.3 block by EG-lysine
To validate our computational predictions, electrophysiological measurements on all the four
synthesized EG-lysine conjugates were performed. At a concentration of 1 μM, 12 inhibited 65
±1% (mean±SEM) of Kv1.3 current (Fig 5A), indicating that 12 is a strong blocker of Kv1.3. In
contrast, 16 and 25 did not show strong inhibition on Kv1.3 currents. These two compounds
showed inhibition of 62±2% and 59±2% of Kv1.3 currents, respectively, when the concentration was increased to 1 mM. Compound 31 showed stronger inhibition of the Kv1.3 currents

PLOS ONE | DOI:10.1371/journal.pone.0152169 March 23, 2016

6 / 10

Star Polymers as Ion Channel Inhibitors

Fig 4. PMF profiles for the binding of compounds 12 and 31 to Kv1.3 as determined from umbrella sampling. The uncertainty of the PMF profiles due
to random error is estimated to be 0.4 kT in both cases. The reaction coordinate is the centers of mass distance between each compound and the channel
backbone in the z dimension.
doi:10.1371/journal.pone.0152169.g004

Fig 5. Electrophysiological experiments of the four EG-lysine peptidomimetics. (A) Representative
current traces of Kv1.3 showing the attenuation by 1 μM or 1 mM EG-lysine. In (B) and (C), the currentconcentration curves of EG-lysine 12 and 31 for Kv1.3 as determined from electrophysiology are shown,
respectively.
doi:10.1371/journal.pone.0152169.g005
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than 16 and 25 (83±2% inhibition at 1 mM, Fig 5A). Thus, our initial electrophysiological
experiments suggest that 12 and 31 are potent Kv1.3 inhibitors, consistent with the binding
modes of these compounds predicted from MD (Fig 3).
In our subsequent experiments, the current-concentration curves of 12 and 31 for Kv1.3
were constructed and the Kd values derived. The current-concentration curve shows that 12
inhibits 50% of the current at a concentration of 0.3±0.1 μM (Fig 5B), within three-fold to the
Kd value of 0.1 μM predicted from our PMF calculations. Compound 31 inhibited Kv1.3 with a
Kd of 1.3±0.1 μM (Fig 5C), again in good agreement with our calculations (0.7 μM). Although
the structure of these compounds is flexible which poses challenges for configurational sampling, the Kd values predicted from our PMF calculations were in reasonable agreement with
the experiments carried out subsequently. This demonstrates that PMF calculations are a reliable method for the prediction of Kd, a central quantity for describing ligand-receptor
association.
Specific targeting of ion channels is the key challenge in the development of effective therapeutic agents. The EG-lysine conjugate 12 has the potential to be a therapeutic agent, as it is
not only potent but also specific for Kv1.3. At a concentration of 10 μM, 12 inhibited 79±2% of
Kv1.3 current and was a much weaker inhibitor for several other K+ channel isoforms. The
inhibition by 10 μM 12 was 51±2%, 8±2%, 9±1%, 5±1% and 61±2% for Kv1.1, Kv1.2, IK,
KCNQ1 and hERG, respectively (Fig C in S1 File). Thus, 12 was most potent for Kv1.3, but
was also an effective blocker of hERG, which is critical to the electrical signaling of cardiac
myocytes and a target for cardiac arrhythmia [29].
Compound 31 was potent for Kv1.1, KCNQ1 and hERG, but not as potent for Kv1.2 and IK
channels. At a concentration of 1 mM, 31 inhibited 77±2%, 70±3%, 88±3% and 83±2% of
Kv1.1, KCNQ1, hERG and Kv1.3 currents, respectively (Fig D in S1 File). On the other hand,
at the same concentration it only inhibited 57±2% and 36±2% of Kv1.2 and IK currents (Fig D
in S1 File). Thus, 31 is a highly potent novel blocker for KCNQ1 and hERG, both of which are
insensitive to ChTx.

Concluding Remarks
Ion channels are implicated in a wide range of diseases, such as hypertension and long QT syndrome [30], and thus have been increasingly regarded as an important drug target [7, 31].
However, the success of early drug development targeting ion channels was limited by the
understanding of the diseases at a molecular basis. To date, drug discovery in this area has
largely focused on the isolation and modification of naturally occurring venom peptides that
are expensive to produce in large quantity [32]. With the structures of various types of ion
channels being crystalized, it has become possible to rationally devise compounds aimed at
modulating the activity of a specific subfamily of ion channels. By using computational methods it is feasible to design promising lead compounds, which can then be verified experimentally. Moreover, de novo design frees one from the need to modify naturally occurring
polypeptide-based ion channel modulators. Here we show for the first time that synthetic star
molecules can be used as effective and selective channel blockers, whose mechanisms of action
are shown to be broadly mirroring those of venom peptides. One of the compounds we
designed (compound 12) has a sub-micromolar affinity for Kv1.3 (Kd = 0.3 μM) and is more
potent than various small drug molecules such as nifedipine (Kd = 5 μM), diltiazem (Kd =
27 μM) and resiniferatoxin (Kd = 3 μM) [28]. It is also selective for Kv1.3 over several other K+
channel isoforms, thus providing an excellent template for further development.
The size and shape of EG conjugates can be readily manipulated, and their ends can be functioned with different amino acid sequences. Thus, applying the same principles as those used
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in the proof-of-concept study reported here, it should be possible to design novel EG-peptide
conjugates mimicking peptide blockers of other channels, such as the voltage-gated Na+ (NaV)
and Ca2+ (CaV) channels. NaV and CaV channels are sensitive to conotoxins isolated from cone
snail venoms. Several isoforms of NaV and CaV channels such as NaV1.7 and CaV2.2 are wellestablished targets for the treatment of pain [10, 33]. Novel EG-peptide conjugates specifically
constructed to resemble the structure of conotoxins, and mimic their action on NaV and CaV
channels, may prove to be effective analgesics. The compound 31 we designed is selective for
hERG, in contrast to the specificity of 12 for Kv1.3, indicating that the specificity profile of the
star molecules can be fine-tuned by modifying the sequence of the peptide attached to their
ends. Thus, the approach used here of de novo design of synthetic peptide mimics can be
extended to the drug development of a variety of channels.

Supporting Information
S1 File. Supplementary methods, figures, tables and synthetic schemes are described.
(PDF)

Acknowledgments
This research was undertaken with the assistance of resources from the National Computational Infrastructure (NCI), which is supported by the Australian Government. Professor Boris
Martinac provided helpful suggestions for this study.

Author Contributions
Conceived and designed the experiments: RC JH MLC MJM SHC. Performed the experiments:
RC DL ZX JF YW. Analyzed the data: RC DL ZX JF ZJ YW MJM. Contributed reagents/materials/analysis tools: RC DL ZX JF ZJ JH MLC YW MJM SHC. Wrote the paper: RC DL ZX JF
ZJ JH MLC YW MJM SHC.

References
1.

Vlieghe P, Lisowski V, Martinez J, Khrestchatisky M. Synthetic therapeutic peptides: science and market. Drug Discov Today. 2010; 15:40–56 doi: 10.1016/j.drudis.2009.10.009 PMID: 19879957

2.

Bracci L, Falciani C, Lelli B, Lozzi L, Runci Y, Pini A, et al. Synthetic peptides in the form of dendrimers
become resistant to protease activity. J Biol Chem. 2003; 278:46590–5 PMID: 12972419

3.

Jiang YH, Emau P, Cairns JS, Flanary L, Morton WR, McCarthy TD, et al. SPL7013 gel as a topical
microbicide for prevention of vaginal transmission of SHIV89.6P in macaques. AIDS Res Hum Retroviruses. 2005; 21:207–13 PMID: 15795526

4.

Bourne N, Stanberry LR, Kern ER, Holan G, Matthews B, Bernstein DI. Dendrimers, a new class of candidate topical microbicides with activity against herpes simplex virus infection. Antimicrob Agents Chemother. 2000; 44:2471–4 PMID: 10952597

5.

Liu TY, Hussein WM, Jia ZF, Ziora ZM, McMillan NAJ, Monteiro MJ, et al. Self-adjuvanting polymerpeptide conjugates as therapeutic vaccine candidates against cervical cancer. Biomacromolecules.
2013; 14:2798–806 doi: 10.1021/bm400626w PMID: 23837675

6.

Skwarczynski M, Zaman M, Urbani CN, Lin IC, Jia Z, Batzloff MR, et al. Polyacrylate dendrimer nanoparticles: a self-adjuvanting vaccine delivery system. Angew Chem Int Ed. 2010; 49:5742–5

7.

Kaczorowski GJ, McManus OB, Priest BT, Garcia ML. Ion channels as drug targets: The next GPCRs.
J Gen Physiol. 2008; 131:399–405 doi: 10.1085/jgp.200709946 PMID: 18411331

8.

Shieh CC, Coghlan M, Sullivan JP, Gopalakrishnan M. Potassium channels: molecular defects, diseases, and therapeutic opportunities. Pharmacol Rev. 2000; 52:557–94 PMID: 11121510

9.

England S, de Groot MJ. Subtype-selective targeting of voltage-gated sodium channels. Br J Pharmacol. 2009; 158:1413–25 doi: 10.1111/j.1476-5381.2009.00437.x PMID: 19845672

10.

McGivern JG. Ziconotide: a review of its pharmacology and use in the treatment of pain. Neuropsychiatr
Dis Treat. 2007; 3:69–85 PMID: 19300539

PLOS ONE | DOI:10.1371/journal.pone.0152169 March 23, 2016

9 / 10

Star Polymers as Ion Channel Inhibitors

11.

Chi V, Pennington MW, Norton RS, Tarcha EJ, Londono LM, Sims-Fahey B, et al. Development of a
sea anemone toxin as an immunomodulator for therapy of autoimmune diseases. Toxicon. 2012;
59:529–46 doi: 10.1016/j.toxicon.2011.07.016 PMID: 21867724

12.

Marr AK, Gooderham WJ, Hancock REW. Antibacterial peptides for therapeutic use: obstacles and
realistic outlook. Curr Opin Pharmacol. 2006; 6:468–72 PMID: 16890021

13.

Doyle DA, Cabral JM, Pfuetzner RA, Kuo A, Gulbis JM, Cohen SL, et al. The structure of the potassium
channel: molecular basis of K+ conduction and selectivity. Science. 1998; 280:69–77 PMID: 9525859

14.

Long SB, Campbell EB, Mackinnon R. Crystal structure of a mammalian voltage-dependent Shaker
family K+ channel. Science. 2005; 309:897–903 PMID: 16002581

15.

Payandeh J, Scheuer T, Zheng N, Catterall WA. The crystal structure of a voltage-gated sodium channel. Nature. 2011; 475:353–8 doi: 10.1038/nature10238 PMID: 21743477

16.

Bontems F, Roumestand C, Gilquin B, Menez A, Toma F. Refined structure of charybdotoxin: common
motifs in scorpion toxins and insect defensins. Science. 1991; 254:1521–3 PMID: 1720574

17.

Gordon D, Chen R, Chung SH. Computational methods of studying the binding of toxins from venomous animals to biological ion channels: theory and applications. Physiol Rev. 2013; 93:767–802 doi:
10.1152/physrev.00035.2012 PMID: 23589832

18.

Banerjee A, Lee A, Campbell E, Mackinnon R. Structure of a pore-blocking toxin in complex with a
eukaryotic voltage-dependent K+ channel. elife. 2013; 2:e00594 doi: 10.7554/eLife.00594 PMID:
23705070

19.

Wulff H, Calabresi PA, Allie R, Yun S, Pennington M, Beeton C, et al. The voltage-gated Kv1.3 K+ channel in effector memory T cells as new target for MS. J Clin Invest. 2003; 111:1703–13 PMID: 12782673

20.

Beeton C, Wulff H, Standifer NE, Azam P, Mullen KM, Pennington MW, et al. Kv1.3 channels are a therapeutic target for T cell-mediated autoimmune diseases. Proc Natl Acad Sci U S A. 2006; 103:17414–
9 PMID: 17088564

21.

Chen R, Robinson A, Gordon D, Chung SH. Modeling the binding of three toxins to the voltage-gated
potassium channel (Kv1.3). Biophys J. 2011; 101:2652–60 doi: 10.1016/j.bpj.2011.10.029 PMID:
22261053

22.

Chen R, Chung SH. Structural basis of the selective block of Kv1.2 by maurotoxin from computer simulations. PLoS One. 2012; 7:e47253 doi: 10.1371/journal.pone.0047253 PMID: 23071772

23.

Kumar S, Bouzida D, Swendsen RH, Kollman PA, Rosenberg JM. The weighted histogram analysis
method for free-energy calculations on biomolecules. I. The method. J Comput Chem. 1992; 13:1011–
21

24.

Grossfield A. "WHAM: the weighted histogram analysis method", version 2.0.9 http://membrane.urmc.
rochester.edu/content/wham2013 [7 March 2016].

25.

Hub JS, de Groot BL, van der Spoel D. g_wham-A free weighted histogram analysis implementation
including robust error and autocorrelation estimates. J Chem Theory Comput. 2010; 6:3713–20

26.

Lu D, Hossain MD, J Z., Monteiro MJ. One-pot orthogonal copper-catalyzed synthesis and self-assembly of L-lysine-decorated polymeric dendrimers. Macromolecules. 2015; 48:1688–702

27.

Long SB, Tao X, Campbell EB, MacKinnon R. Atomic structure of a voltage-dependent K+ channel in a
lipid membrane-like environment. Nature. 2007; 450:376–82 PMID: 18004376

28.

Grissmer S, Nguyen AN, Aiyar J, Hanson DC, Mather RJ, Gutman GA, et al. Pharmacological characterization of five cloned voltage-gated K+ channels, types Kv1.1, 1.2, 1.3, 1.5, and 3.1, stably expressed
in mammalian cell lines. Mol Pharmacol. 1994; 45:1227–34 PMID: 7517498

29.

Dennis A, Wang L, Wan X, Ficker E. hERG channel trafficking: novel targets in drug-induced long QT
syndrome. Biochem Soc Trans. 2007; 35:1060–3 PMID: 17956279

30.

Zaydman MA, Silva JR, Cui J. Ion channel associated diseases: overview of molecular mechanisms.
Chem Rev. 2012; 112:6319–33 doi: 10.1021/cr300360k PMID: 23151230

31.

Bagal S, Brown AD, Cox PJ, Omoto K, Owen RM, Pryde DC, et al. Ion channels as therapeutic targets:
A drug discovery perspective. J Med Chem. 2013; 56:593–624 doi: 10.1021/jm3011433 PMID:
23121096

32.

Klint JK, Smith JJ, Vetter I, Rupasinghe DB, Er SY, Senff S, et al. Seven novel modulators of the analgesic target NaV1.7 uncovered using a high-throughput venom-based discovery approach. Br J Pharmacol. 2015; 172:2445–58 doi: 10.1111/bph.13081 PMID: 25754331

33.

Minett MS, Nassar MA, Clark AK, Passmore G, Dickenson AH, Wang F, et al. Distinct Nav1.7-dependent pain sensations require different sets of sensory and sympathetic neurons. Nat Commun. 2012;
3:791 doi: 10.1038/ncomms1795 PMID: 22531176

PLOS ONE | DOI:10.1371/journal.pone.0152169 March 23, 2016

10 / 10

© 2016 Chen et al. This is an open access article distributed under the terms of
the Creative Commons Attribution License:
http://creativecommons.org/licenses/by/4.0/ (the “License”), which permits
unrestricted use, distribution, and reproduction in any medium, provided the
original author and source are credited. Notwithstanding the ProQuest Terms
and Conditions, you may use this content in accordance with the terms of the
License.

