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V i e w p o i n t

Voltage-gated K+ (KV) channels and prokaryotic voltage-
gated Na+ (NaV) channels are formed by four subunits 
surrounding a central aqueous pore that allows ion  
permeation. Each subunit consists of six transmem-
brane -helical segments called S1 to S6; the first four 
of these, S1–S4, constitute the voltage-sensor domain 
(VSD), whereas the S5–S6 segments assemble to form 
an ion-selective pore domain (see Fig. 1). The VSDs re-
spond to changes in the potential difference across the 
cell membrane. When the membrane is depolarized, 
the VSD in each subunit undergoes a conformational 
transition from a resting to an activated state, and this 
information is communicated to the ion-conducting 
pore to promote its opening (Bezanilla et al., 1994;  
Zagotta et al., 1994). The activation of the VSD and 
opening of the pore are associated with the transfer of 
an electric charge Q across the membrane, called the 
“gating charge” (Sigworth, 1994). Opening of the voltage-
gated K+ channel Shaker corresponds to the outward 
translocation of a large positive charge on the order of 
12–14 elementary charges (Schoppa et al., 1992). Four 
highly conserved arginines along S4 (R1, R2, R3, and R4) 
underlie the dominant contributions to the total gating 
charge of Shaker and appear to be mainly responsible for 
the coupling to the membrane voltage (Papazian et al., 
1991; Aggarwal and MacKinnon, 1996; Seoh et al., 1996). 

Abbreviations used in this paper: MD, molecular dynamics; RMSD, root 
mean square deviation; VSD, voltage-sensor domain.

The overall structure of eukaryotic voltage-gated Na+ 
channels, which are composed of four analogous sub-
units covalently linked in a single polypeptide, appears 
to be similar (Catterall, 2012).

The nature of the conformational change within the 
VSD, and how it is communicated to the pore domain, 
is the key question that must be answered to explain 
voltage-dependent gating. Ultimately, we need to know 
the 3-D structure of the multiple resting and activated 
states of the VSDs and their relationship to the closed 
and open conformations of the pore at atomic resolu-
tion to understand the voltage-dependent gating mech-
anism in molecular terms. However, although x-ray 
crystallographic structures of the Kv1.2 channel, Kv1.2/
Kv2.1 chimera, and bacterial NaVAb channels have pro-
vided information on the conformation of the active 
state (Long et al., 2005, 2007; Payandeh et al., 2011), no 
atomic resolution structure of a KV or NaV channel 
in the resting state is currently available. This has moti-
vated the use of computations to provide the missing 
information about channel gating (Yarov-Yarovoy et al., 
2006, 2012; Pathak et al., 2007; Bjelkmar et al., 2009; 
Delemotte et al., 2010, 2011; Khalili-Araghi et al., 2010, 
2012; Schwaiger et al., 2011; Vargas et al., 2011; Jensen 
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Developing an understanding of the mechanism of voltage-gated ion channels in molecular terms requires knowl-
edge of the structure of the active and resting conformations. Although the active-state conformation is known 
from x-ray structures, an atomic resolution structure of a voltage-dependent ion channel in the resting state is not 
currently available. This has motivated various efforts at using computational modeling methods and molecular 
dynamics (MD) simulations to provide the missing information. A comparison of recent computational results 
reveals an emerging consensus on voltage-dependent gating from computational modeling and MD simulations. 
This progress is highlighted in the broad context of preexisting work about voltage-gated channels.
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588 Emerging consensus on voltage gating from computations

et al., 2010, 2011), or by explicitly modeling the side chains 
involved in the various cross-links or metal bridges them-
selves (Vargas et al., 2011; Henrion et al., 2012). Although 
these various models display high similarity, they all  
relied to varying degrees on computational “shortcuts” 
to obtain meaningful results about the VSD conformations 
within a reasonable computational time. Ultimately, the 
dream would be to “visualize,” atom-by-atom, how the 
channel moves as a function of time in response to a 
realistic membrane potential.

This has now become possible in part by relying on 
the virtual reality provided by computer simulations. 
Computer trajectories “simulating” the effect of mem-
brane hyperpolarization on a voltage-gated ion channel 
were generated by several research groups, with the 
goal of triggering deactivation to directly observe the 
conformational response and reorganization of the VSD 
(Treptow et al., 2004, 2009; Nishizawa and Nishizawa, 
2008, 2009; Bjelkmar et al., 2009; Denning et al., 2009; 
Delemotte et al., 2011; Freites et al., 2012). More recently, 
Jensen et al. (2012) used long (hundreds of microsec-
onds) MD simulations to visualize a complete sponta-
neous conformational transition of a voltage-gated K+ 
channel upon changes of the membrane potential. As 
in the previous simulations, large negative hyperpolar-
izing membrane potentials were applied (750 mV) to 
shorten the time for the voltage-dependent transition 
toward the resting state within accessible computing 
time (although some simulations were also generated at 
375 mV). The long MD simulations performed by 
Jensen et al. (2012) led to a computationally derived 
model of the resting-state conformation of the channel 
very similar to those deduced previously with different 
methods (Yarov-Yarovoy et al., 2006, 2012; Pathak et al., 
2007; Bjelkmar et al., 2009; Delemotte et al., 2010, 2011; 
Khalili-Araghi et al., 2010; Schwaiger et al., 2011; Henrion 
et al., 2012) (Fig. 2). The results confirm and substan-
tially strengthen the consensus from previous computa-
tional studies.

By several quantitative measures, all the mentioned 
atomic models of the resting state display a high degree 

et al., 2012). These computational studies have relied 
on different approaches, including Rosetta modeling,  
a protein-folding method using knowledge-based  
potentials, and molecular dynamics (MD) simulations, 
consisting of propagating Newton’s classical equation of 
motion as a function of time using an all-atom force 
field. Remarkably, despite the considerable variations 
in computational methodologies and in template x-ray 
structures used, a highly consistent picture is emerging 
from these studies. Here we briefly review the most re-
cent results in the broad context of preexisting work 
about voltage-gated channels.

Computational models of the resting state
Early models of the resting-state conformation of the 
VSD were obtained using the Rosetta method (Yarov-
Yarovoy et al., 2006; Pathak et al., 2007); these initial 
models were subsequently refined with all-atom MD 
simulations (Khalili-Araghi et al., 2010) and with high-
resolution Rosetta algorithms (Yarov-Yarovoy et al., 2012). 
Independent studies obtained very similar conforma-
tions using a combination of experimentally derived 
constraints based on engineered cross-links and metal 
bridges during MD simulations (Delemotte et al., 2010, 
2011; Henrion et al., 2012). Moreover, these earliest 
models (Yarov-Yarovoy et al., 2006; Pathak et al., 2007) 
predicted pairs of neighboring residues before they 
were identified experimentally (Campos et al., 2007). 
Subsequent refinement of structural models of the rest-
ing state made it possible to demonstrate the existence 
of a consensus 3-D conformation of the VSD that satis-
fied a wide range of experimental data (Vargas et al., 
2011). Rosetta models for the bacterial sodium channel 
NaChBac are very similar to those of KV channels and 
have been extensively tested by disulfide cross-linking 
studies (DeCaen et al., 2008, 2009, 2011; Yarov-Yarovoy 
et al., 2012).

In practice, the atomic models of the resting state 
have either been refined by imposing inter-residue dis-
tances that are consistent with the experimentally derived 
constraints (Yarov-Yarovoy et al., 2006, 2012; Delemotte 

Figure 1. Overall view of the 
voltage-activated Kv1.2 K+ chan-
nel (Protein Data Bank accession 
no. 3LUT). (A) Two of the four 
subunits of the channel are dis-
played from a side view. The VSD 
comprises the transmembrane 
segments S1–S4, and the pore 
domain comprises the transmem-
brane segments S5–S6. (B) The 
tetramer is displayed from the  
extracellular side (each subunit is 
a different color). The two views 
are related by a 90° rotation.
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in the middle of S2. Most importantly, all of the resting-
state models show the positive gating charge residues 
along S4 in position to either form salt bridges with 
acidic residues in the S1–S3 helices, or interact with the 
aqueous regions or the polar head groups. Similar con-
clusions have been obtained from the experiments on 
NaV channels that combined structural modeling with 
disulfide cross-linking experiments (DeCaen et al., 
2008, 2009, 2011; Yarov-Yarovoy et al., 2012).

The term “resting state” in the above discussion is 
used to loosely describe the conformation in which S4 
inhabits its most inward position. Upon careful consid-
eration, however, “the” resting state is probably an over-
simplified concept because it is likely that S4 does not 
withdraw to the same position in all channels as result 
of sequence variations, regardless of the applied mem-
brane potential. Furthermore, several of these resting 
states of the VSD may favor the nonconducting closed 
state of the pore. Consistent with this idea, hyperpolar-
ization of the membrane potential slows the activation 
of voltage-gated channels, a behavior known as the 
“Cole–Moore effect” (Cole and Moore, 1960), because 
the VSDs must move through more resting states before 
activation when they start from a more negative mem-
brane potential. To highlight the structural differences 
among the various proposed resting-state models shown 
in Fig. 2 (right), it is useful to realign the different mod-
els with respect to the S1–S3 helices, which are the most 
stable structural elements. The set of models, displayed 
in Fig. S2, places the S4 helix at various depths relative 
to S1–S3, with a slight spread in the tilt angle of its  
main axis. The initial resting-state model of KV1.2 (Yarov-
Yarovoy et al., 2006) captured a resting state in which 
the S4 segment is not drawn as far inward as the mod-
els of Fig. 2 and which, therefore, likely represents an 
initial step toward activation. Models of a full range of 
resting states of the VSD extending to quite negative 

of similarity, indicating that a consensus on the struc-
ture of the resting state and the mechanism of VSD 
function has emerged from the independent computa-
tional studies. The backbone C carbons of all the mod-
els lie within 3–4 Å root mean square deviation (RMSD) 
of one another (Table S1). This is comparable to the 
RMSD among the four VSDs of tetrameric structures 
obtained in various models. The RMSD among the four 
VSDs of the tetrameric structure of Delemotte et al. 
(2010, 2011) vary between 2.7 and 3.9 Å, and the RMSD 
between the four VSDs of the tetrameric structure of 
Jensen et al. (2012) vary between 1.3 and 3.4 Å. For 
comparison, the VSDs of the x-ray structures of the 
Kv1.2 and Kv1.2/Kv2.1 chimera display RMSDs of 1.5 Å 
for the same region. The largest deviations of any of the 
resting-state models from a hypothetical average con-
figuration are <3 Å; the two main outliers are one sub-
unit from Delemotte et al. (2010, 2011) and one subunit 
from Jensen et al. (2012) (Fig. S1).

In all of the resting-state models, the S4 helix is pre-
dominantly rotated and translated inward along its 
main axis relative to the x-ray structures of the activated 
conformation, whereas the S1 and S2 helices retain 
their configuration. Averaging over all models, the ab-
solute vertical displacement of S4 at the level of the  
C of the R1 position is 10 Å, with a spread of 3–4 Å 
(Table S1). There is some uncertainty in estimating the 
vertical translation of S4 because of the large structural 
fluctuations exhibited by the flexible VSDs. For exam-
ple, the vertical position of R1 in the two x-ray structures 
of the active state of the KV1.2 VSD differs by 2.6 Å 
(Long et al., 2005, 2007), and the net vertical displace-
ment in the VSDs of the four subunits from Jensen  
et al. (2012) is 13.2, 16.2, 14.9, and 12.0 Å. All the resting-
state models place the C of the R1 between the two 
acidic side chains E1 and E2 along the S2 helix, and R1 
is also located above the highly conserved Phe located 

Figure 2. Main elements of secondary 
structure of the VSD in the active and rest-
ing state. (A) The VSD in the active con-
formation (taken from the x-ray structure; 
PDB accession no. 3LUT). (B) A super-
position of different models of the resting-
state configuration of the VSD obtained by 
independent research teams (Delemotte 
et al., 2010; Schwaiger et al., 2011; Vargas 
et al., 2011; Jensen et al., 2012) using dif-
ferent constraints and methodologies. The 
four helices, S1 (gray), S2 (yellow), S3 
(red), and S4 (blue), are displayed. The 
spheres correspond to the C atoms of E1 
(Glu226) and E2 (Glu236) along S2, and 
R1 (Arg294) along S4.

http://www.jgp.org/cgi/content/full/jgp.201210873/DC1
http://www.jgp.org/cgi/content/full/jgp.201210873/DC1
http://www.jgp.org/cgi/content/full/jgp.201210873/DC1
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concept of the “focused electric field” (Islas and Sigworth, 
2001; Asamoah et al., 2003; Starace and Bezanilla,  
2004), in which the spatial variation in the transmem-
brane potential affecting the gating charges of the VSD  
is concentrated over a narrow region that is considerably 
thinner than the full bilayer membrane, has been clari-
fied by explicit calculations of the gating charge contri-
butions based on all-atom MD simulations following  
two different approaches (Khalili-Araghi et al., 2010; 
Delemotte et al., 2011) and further supported by struc-
tural modeling studies (Yarov-Yarovoy et al., 2012). The 
gating charge calculations of Jensen et al. (2012) follow-
ing the methodology of Khalili-Araghi et al. (2010) pro-
vided an additional confirmation of the concept of  
a focused electric field. Nonetheless, the S4 segment 
moves outward through the focused field, and the mech-
anism of voltage gating is not primarily a rearrangement 
in the transmembrane field as proposed in the trans-
porter model (Chanda et al., 2005).

The MD simulations of Jensen et al. (2012) showed 
that the ion-conducting pore closes before any of the 
four VSDs have undergone a transition to the most sta-
ble resting-state conformation. This sequence of events 
is consistent with kinetic models with discrete states de-
veloped long ago to describe voltage gating in the Shaker 
K+ channel (Bezanilla et al., 1994; Zagotta et al., 1994; 
Schoppa and Sigworth, 1998). According to these kinetic 
models, the first step involved in closing an activated 
channel is the closing of the pore domain, followed by 
the independent transitions of the four VSDs toward 
the resting state. Recent x-ray structures of bacterial NaV 
channels provide examples of this intermediate state, 
showing a closed pore domain associated with VSDs  
in their activated conformation (Payandeh et al., 2011, 
2012; Zhang et al., 2012).

In summary, the major advances are that the resting-
state conformation of the VSD reached by the long MD 
simulations is consistent with the results of numerous 
previous studies using different computational methods 
(Yarov-Yarovoy et al., 2006, 2012; Pathak et al., 2007; 
Bjelkmar et al., 2009; Delemotte et al., 2010, 2011; Khalili-
Araghi et al., 2010; Schwaiger et al., 2011; Henrion et al., 
2012), and that the sequence of events seen in the long 
simulations appears to be in qualitative accord with  
classical kinetic models of the voltage-gating process 
(Bezanilla et al., 1994; Zagotta et al., 1994; Schoppa and 
Sigworth, 1998). However, there is no experimental data 
at the large negative voltages used in the long simula-
tions, and one must be cautious in trying to extrapolate 
the experimental time constants determined around 
100 mV for ionic currents (Rodríguez and Bezanilla, 
1996) and gating currents (Rodríguez et al., 1998).

Novel mechanistic hypotheses from MD simulations
Some novel ideas about the mechanism of voltage- 
dependent gating are suggested by the computational 

voltages have been developed for both KV and NaV 
channels (DeCaen et al., 2009, 2011; Delemotte et al., 
2012; Henrion et al., 2012; Yarov-Yarovoy et al., 2012).

The existence of multiple resting states is supported 
by a wide range of experiments, including analysis of 
multiple engineered metal bridges tracking successive 
states of the VSD (Henrion et al., 2012), noncovalent 
interactions between R2 and a tryptophan residue  
inserted in S1 (Lacroix et al., 2012), and disulfide cross-
linking results of S4 gating charges with ion pair  
partners in S2 and S3 (DeCaen et al., 2009, 2011; Yarov-
Yarovoy et al., 2012). It is expected that the multiple 
resting states of the VSDs of KV and NaV channels all 
stabilize the pore in its nonconducting closed confor-
mation over a specific range of negative membrane po-
tentials. Interestingly, a series of such resting states is 
observed in the long MD simulations of Jensen et al. 
(2012) as pauses in the inward movement of the VSD 
after the pore has closed. Thus, the conformations  
obtained from extremely long MD simulations are  
consistent with the resting state predicted by several  
independent studies using various computational ap-
proaches including knowledge-based structure prediction 
algorithms (Yarov-Yarovoy et al., 2006, 2012; Pathak et al., 
2007) and MD simulations with experimental con-
straints (Delemotte et al., 2010; Vargas et al., 2011;  
Henrion et al., 2012). The final resting state from long 
MD simulations of Jensen et al. (2012) appears closest 
to the state reported in Delemotte et al. (2012), with 
the most inward position of S4. It is very satisfying that 
the conformational states are visited as the result of 
spontaneous transitions during long unbiased MD tra-
jectories of the protein submitted to a negative mem-
brane potential. The ability to simulate the spontaneous 
conformational transitions strengthens confidence in 
our current understanding of the physical forces and 
molecular interactions governing the voltage-gating 
process at the atomic level.

Mechanism of voltage-dependent activation
A consistent mechanistic perspective of voltage gating 
has emerged from these computational studies. The 
scenario that most accurately conveys the conforma-
tional change occurring within the VSD during activa-
tion as observed in these computations is the classical 
helical screw–sliding helix mechanism in which the S4 
segment retains its helical conformation as it moves 
principally along its long axis (Catterall, 1986a,b; Guy 
and Seetharamulu, 1986). The gating charges are not 
directly exposed to the lipid hydrocarbon, and the S3–S4 
helix-turn-helix does not move as a highly concerted 
structural motif across the membrane during voltage 
gating as proposed in the more recent paddle model 
(Jiang et al., 2003). Rather, sequential formation of salt 
bridges involving the gating residues plays an important 
role as proposed by Clay Armstrong (1981). Lastly, the 
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depths toward the intracellular side. The broad agree-
ment among the various computational methods, most 
likely, is not fortuitous, and the picture emerging repre-
sents a genuine advance in understanding voltage-gated 
channels. The implication, if the computational results 
are to be trusted, is that many of the apparently con-
flicting measures about voltage gating can be resolved. 
Nevertheless, some might argue that the controversy 
about the resting-state conformation of the VSD will  
remain until an experimental x-ray structure becomes 
available. In this context, it is important to note that all 
structures are models, even x-ray crystal structures. How-
ever, structural models from x-ray crystallography rely 
on a huge amount of experimental data and are derived 
from rigorously established procedures that have been 
extensively tested and cross-validated. It is expected that 
experimental structure determination will increasingly 
rely on sophisticated computational modeling to com-
plement low resolution data (Chen et al., 2007; Trabuco 
et al., 2008; Brunger et al., 2012). In the early 1980s, 
NMR structures were considered tentative models until 
it was demonstrated that the results were consistent with 
x-ray crystallography (Billeter et al., 1989). What ulti-
mately matters is the quantifiable level of confidence 
that can be attributed to a structural model. As the 
methodologies become more and more reliable and 
consistent, computational modeling will play an increas-
ingly important role in structural biology (DiMaio et al., 
2011; Lange et al., 2012). The present situation, in which 
the proposed models of the VSD (Fig. 2) are supported 
by such a wide range of computational approaches  
applied by different investigators, is unprecedented  
to our knowledge. For this reason, our view is that one 
may be (cautiously) optimistic that the resting-state 
structures of Fig. 2 and the related structures in other 
computational papers cited here are close (within 3–4 
Å RMSD) to reality. Notably, this accuracy can be pre-
dicted from the distribution of models themselves (even 
the early ones).

At this point it is prudent to sound a note of caution. 
The progress documented in this Viewpoint on under-
standing structural aspects of a membrane-bound channel 
protein has been made possible by using novel compu-
tational methodologies and an empirical potential en-
ergy (force field) that subsumes polarization and nuclear 
quantum effects in an average fashion. Although MD 
simulation articles often imply that every in silico detail 
from the trajectory is real, it is useful to remind our-
selves that this is not necessarily the case. Experience 
indicates that current approximations are more suc-
cessful in predicting conformational states than transi-
tion rates. The reason is that the overall topology of the  
potential energy surface, with its wells and barriers, is 
more or less correct, even though the relative depths of 
the wells and heights of the barriers may be imperfect. 
As a consequence, the order in which the chain of events 

studies but do not yet have direct structural or experi-
mental support. For example, sections of the S4 seg-
ment are observed in 310 helical conformation in x-ray 
crystal structures (Long et al., 2007; Clayton et al., 2008; 
Vieira-Pires and Morais-Cabral, 2010; Payandeh et al., 
2011, 2012; Zhang et al., 2012). An intriguing sugges-
tion from several simulation studies is the concept of a 
sequential dynamical transition to a 310 helical confor-
mation for all or part of the S4 segment as it moves 
through the most hydrophobic region of the VSD  
(DeCaen et al., 2009, 2011; Khalili-Araghi et al., 2010; 
Schwaiger et al., 2011; Yarov-Yarovoy et al., 2012).  
Although the presence of some amount of 310 helical 
conformation is supported by available data (Villalba- 
Galea et al., 2008), the concept of a dynamic 310 transi-
tion of S4 during the voltage-gating process will require 
further experimental validation.

Another suggestion from the long MD simulations is 
that the closure of the pore domain is driven by a rapid 
de-wetting transition taking place in the intracellular 
vestibule. A similar de-wetting process was previously 
found in voltage-driven simulations of an isolated pore 
domain, in the absence of the VSDs (Jensen et al., 2010). 
The de-wetting process results in a closed pore with a 
nearly dry central cavity. However, evidence that ions may 
be captured in the cavity of a closing Shaker K+ channel 
argues against a complete de-wetting (Baukrowitz and 
Yellen, 1996a,b; Ray and Deutsch, 2006). We note here 
also that the structures of the preopen and inactivated 
states of prokaryotic NaV channels have closed, water-
filled pores (Payandeh et al., 2011, 2012; Zhang et al., 
2012). More experimental work is required to deter-
mine whether de-wetting drives pore closure or arises 
only at very negative membrane potentials.

Lastly, the relationship of the voltage-gating transi-
tion displayed by the long MD simulations to the three 
major conformations of a VSD (resting, activated, and 
relaxed) observed in most of the S4-based VSDs (Villalba-
Galea et al., 2008; Lacroix et al., 2011) remains uncertain. 
Moreover, the transitions observed in long MD simula-
tions do not appear to reproduce all of the early compo-
nents of the gating current (time constant of 10 µs) 
observed in Shaker K+ channels (Sigg et al., 2003). New 
experiments in which long MD simulations and gating 
current measurements are made in parallel on the same 
channel will give more insight into these issues.

Confidence in the computational results
Several models derived from a combination of experi-
mental data and computations, produced from differ-
ent approaches, have converged to yield a low resolution 
picture of the resting-state conformation, defined 
within 3–4 Å RMSD (Fig. 2, right). Upon a closer look, 
fine differences can be noted among the various models 
(Fig. S2), which points to the concept of multiple rest-
ing states in which the segment S4 is drawn to different 



592 Emerging consensus on voltage gating from computations

Christopher Miller served as editor.

Submitted: 30 July 2012
Accepted: 5 November 2012

R E F E R E N C E S
Aggarwal, S.K., and R. MacKinnon. 1996. Contribution of the S4  

segment to gating charge in the Shaker K+ channel. Neuron. 16:
1169–1177. http://dx.doi.org/10.1016/S0896-6273(00)80143-9

Armstrong, C.M. 1981. Sodium channels and gating currents. 
Physiol. Rev. 61:644–683.

Asamoah, O.K., J.P. Wuskell, L.M. Loew, and F. Bezanilla. 2003. A 
fluorometric approach to local electric field measurements in a 
voltage-gated ion channel. Neuron. 37:85–97.

Baukrowitz, T., and G. Yellen. 1996a. Two functionally distinct sub-
sites for the binding of internal blockers to the pore of voltage-
activated K+ channels. Proc. Natl. Acad. Sci. USA. 93:13357–13361. 
http://dx.doi.org/10.1073/pnas.93.23.13357

Baukrowitz, T., and G. Yellen. 1996b. Use-dependent blockers and  
exit rate of the last ion from the multi-ion pore of a K+ channel.  
Science. 271:653–656. http://dx.doi.org/10.1126/science.271
.5249.653

Bezanilla, F., E. Perozo, and E. Stefani. 1994. Gating of Shaker K+ 
channels: II. The components of gating currents and a model of 
channel activation. Biophys. J. 66:1011–1021. http://dx.doi.org/
10.1016/S0006-3495(94)80882-3

Billeter, M., A.D. Kline, W. Braun, R. Huber, and K. Wüthrich. 1989. 
Comparison of the high-resolution structures of the alpha-amylase 
inhibitor tendamistat determined by nuclear magnetic resonance 
in solution and by X-ray diffraction in single crystals. J. Mol. Biol. 
206:677–687. http://dx.doi.org/10.1016/0022-2836(89)90575-5

Bjelkmar, P., P.S. Niemelä, I. Vattulainen, and E. Lindahl. 2009. 
Conformational changes and slow dynamics through micro-
second polarized atomistic molecular simulation of an integral 
Kv1.2 ion channel. PLOS Comput. Biol. 5:e1000289. http://dx.doi
.org/10.1371/journal.pcbi.1000289

Brunger, A.T., P.D. Adams, P. Fromme, R. Fromme, M. Levitt, and 
G.F. Schröder. 2012. Improving the accuracy of macromolecu-
lar structure refinement at 7 Å resolution. Structure. 20:957–966. 
http://dx.doi.org/10.1016/j.str.2012.04.020

Campos, F.V., B. Chanda, B. Roux, and F. Bezanilla. 2007. Two 
atomic constraints unambiguously position the S4 segment rela-
tive to S1 and S2 segments in the closed state of Shaker K chan-
nel. Proc. Natl. Acad. Sci. USA. 104:7904–7909. http://dx.doi.org/
10.1073/pnas.0702638104

Catterall, W.A. 1986a. Molecular properties of voltage-sensitive so-
dium channels. Annu. Rev. Biochem. 55:953–985. http://dx.doi
.org/10.1146/annurev.bi.55.070186.004513

Catterall, W.A. 1986b. Voltage-dependent gating of sodium chan-
nels: correlating structure and function. Trends Neurosci. 9:7–10. 
http://dx.doi.org/10.1016/0166-2236(86)90004-4

Catterall, W.A. 2012. Voltage-gated sodium channels at 60: struc-
ture, function and pathophysiology. J. Physiol. 590:2577–2589. 
http://dx.doi.org/10.1113/jphysiol.2011.224204

Chanda, B., O.K. Asamoah, R. Blunck, B. Roux, and F. Bezanilla. 
2005. Gating charge displacement in voltage-gated ion channels 
involves limited transmembrane movement. Nature. 436:852–856. 
http://dx.doi.org/10.1038/nature03888

Chen, X., B.K. Poon, A. Dousis, Q. Wang, and J. Ma. 2007. Normal-
mode refinement of anisotropic thermal parameters for potas-
sium channel KcsA at 3.2 A crystallographic resolution. Structure. 
15:955–962. http://dx.doi.org/10.1016/j.str.2007.06.012

Clayton, G.M., S. Altieri, L. Heginbotham, V.M. Unger, and J.H. 
Morais-Cabral. 2008. Structure of the transmembrane regions 
of a bacterial cyclic nucleotide-regulated channel. Proc. Natl. 

takes place in a simulation during a complex conforma-
tional transition may not reflect reality, as some parts 
may undergo transitions that are too slow, whereas other 
parts undergo transitions that are too fast. Therefore, 
although a strong consensus is emerging on the nature 
of the conformation of the resting state, the dynamic 
properties of the gating process require more scrutiny. 
This will be challenging notwithstanding the massively 
increased length of recent MD trajectories.

Conclusion
A clear consensus on the mechanism of voltage-dependent 
gating is emerging from various studies based on a wide 
range of computational and experimental methods. 
This consensus, which is to be celebrated, highlights the 
increasingly important role of computational modeling 
in linking molecular structure to biological function by 
supplementing missing information. It is important, 
however, to remain prudent in assessing the significance 
of details and features of the computationally derived 
models that have not yet been experimentally vali-
dated. Even if the resting-state conformation of the VSD 
reached by the simulations is correct, and the sequence 
of events is in accord with classical kinetic models of the 
voltage-gating process, it is possible that the rates of the 
individual processes is differentially affected by insuffi-
cient sampling, force field inaccuracies, and the large 
membrane potential typically applied so far. Neverthe-
less, it is encouraging to note that, despite their inher-
ently approximate nature, current computational models 
can provide meaningful answers to important questions 
about complex biomolecular systems. Further studies  
using computational methods in concert with structure–
function experiments seem likely to soon reveal the 
missing details of VSD function.

Online supplemental material
Table S1 provides all the data about minimum global 
RMSD of the VSDs using best pairwise alignments for all 
models. Fig. S1 shows the deviation of backbone atom of 
each model relative to the average. Fig. S2 shows a super-
position of all the VSD models in the resting-state con-
figuration aligned with respect to S1–S3 helices. Fig. S3 
presents a quantitative structural comparison of all the 
VSD models with the crystal structures. Video 1 includes 
an animation showing all the available VSD models ro-
tating in superposition. The online supplemental mate-
rial is available at http://www.jgp.org/cgi/content/full/ 
jgp.201210873/DC1.

The coordinates of the final resting state from Jensen et al. (2012) 
were graciously provided by Morten Jensen.

This work was supported by the National Institutes of Health 
(NIH) via grants NIGMS P-01 55876 (to M.L. Klein), GM030376 
(to F. Bezanilla), and GM062342 (to B. Roux), and training grant 
GM007183-35 (to E. Vargas). E. Vargas was supported by the Grad-
uate Program in Biophysical Sciences at the University of Chicago 
(NIH grant T32 EB009412).

http://dx.doi.org/10.1016/S0896-6273(00)80143-9
http://dx.doi.org/10.1073/pnas.93.23.13357
http://dx.doi.org/10.1126/science.271.5249.653
http://dx.doi.org/10.1126/science.271.5249.653
http://dx.doi.org/10.1016/S0006-3495(94)80882-3
http://dx.doi.org/10.1016/S0006-3495(94)80882-3
http://dx.doi.org/10.1016/0022-2836(89)90575-5
http://dx.doi.org/10.1371/journal.pcbi.1000289
http://dx.doi.org/10.1371/journal.pcbi.1000289
http://dx.doi.org/10.1016/j.str.2012.04.020
http://dx.doi.org/10.1073/pnas.0702638104
http://dx.doi.org/10.1073/pnas.0702638104
http://dx.doi.org/10.1146/annurev.bi.55.070186.004513
http://dx.doi.org/10.1146/annurev.bi.55.070186.004513
http://dx.doi.org/10.1016/0166-2236(86)90004-4
http://dx.doi.org/10.1113/jphysiol.2011.224204
http://dx.doi.org/10.1038/nature03888
http://dx.doi.org/10.1016/j.str.2007.06.012
http://www.jgp.org/cgi/content/full/jgp.201210873/DC1
http://www.jgp.org/cgi/content/full/jgp.201210873/DC1


 Vargas et al. 593

Jiang, Y., V. Ruta, J. Chen, A. Lee, and R. MacKinnon. 2003. The prin-
ciple of gating charge movement in a voltage-dependent K+ chan-
nel. Nature. 423:42–48. http://dx.doi.org/10.1038/nature01581

Khalili-Araghi, F., V. Jogini, V. Yarov-Yarovoy, E. Tajkhorshid, B. 
Roux, and K. Schulten. 2010. Calculation of the gating charge for 
the Kv1.2 voltage-activated potassium channel. Biophys. J. 98:2189–
2198. http://dx.doi.org/10.1016/j.bpj.2010.02.056

Khalili-Araghi, F., E. Tajkhorshid, B. Roux, and K. Schulten. 2012. 
Molecular dynamics investigation of the -current in the Kv1.2 
voltage sensor domains. Biophys. J. 102:258–267. http://dx.doi
.org/10.1016/j.bpj.2011.10.057

Lacroix, J.J., A.J. Labro, and F. Bezanilla. 2011. Properties of deac-
tivation gating currents in Shaker channels. Biophys. J. 100:L28–
L30. http://dx.doi.org/10.1016/j.bpj.2011.01.043

Lacroix, J.J., S.A. Pless, L. Maragliano, F.V. Campos, J.D. Jason, D. 
Galpin, C.A. Ahern, B. Roux, and F. Bezanilla. 2012. Intermediate 
state trapping of a voltage sensor. J. Gen. Physiol. 140:635–652.

Lange, O.F., P. Rossi, N.G. Sgourakis, Y. Song, H.W. Lee, J.M. 
Aramini, A. Ertekin, R. Xiao, T.B. Acton, G.T. Montelione, and 
D. Baker. 2012. Determination of solution structures of proteins 
up to 40 kDa using CS-Rosetta with sparse NMR data from deuter-
ated samples. Proc. Natl. Acad. Sci. USA. 109:10873–10878. http://
dx.doi.org/10.1073/pnas.1203013109

Long, S.B., E.B. Campbell, and R. Mackinnon. 2005. Voltage sensor 
of Kv1.2: structural basis of electromechanical coupling. Science. 
309:903–908. http://dx.doi.org/10.1126/science.1116270

Long, S.B., X. Tao, E.B. Campbell, and R. MacKinnon. 2007. 
Atomic structure of a voltage-dependent K+ channel in a lipid 
membrane-like environment. Nature. 450:376–382. http://dx.doi
.org/10.1038/nature06265

Nishizawa, M., and K. Nishizawa. 2008. Molecular dynamics simu-
lation of Kv channel voltage sensor helix in a lipid membrane 
with applied electric field. Biophys. J. 95:1729–1744. http://dx.doi
.org/10.1529/biophysj.108.130658

Nishizawa, M., and K. Nishizawa. 2009. Coupling of S4 helix translo-
cation and S6 gating analyzed by molecular-dynamics simulations 
of mutated Kv channels. Biophys. J. 97:90–100. http://dx.doi.org/
10.1016/j.bpj.2009.02.074

Papazian, D.M., L.C. Timpe, Y.N. Jan, and L.Y. Jan. 1991. Alteration 
of voltage-dependence of Shaker potassium channel by mutations 
in the S4 sequence. Nature. 349:305–310. http://dx.doi.org/
10.1038/349305a0

Pathak, M.M., V. Yarov-Yarovoy, G. Agarwal, B. Roux, P. Barth, S. 
Kohout, F. Tombola, and E.Y. Isacoff. 2007. Closing in on the 
resting state of the Shaker K(+) channel. Neuron. 56:124–140. 
http://dx.doi.org/10.1016/j.neuron.2007.09.023

Payandeh, J., T. Scheuer, N. Zheng, and W.A. Catterall. 2011. 
The crystal structure of a voltage-gated sodium channel. Nature. 
475:353–358. http://dx.doi.org/10.1038/nature10238

Payandeh, J., T.M. Gamal El-Din, T. Scheuer, N. Zheng, and W.A. 
Catterall. 2012. Crystal structure of a voltage-gated sodium chan-
nel in two potentially inactivated states. Nature. 486:135–139.

Ray, E.C., and C. Deutsch. 2006. A trapped intracellular cation 
modulates K+ channel recovery from slow inactivation. J. Gen. 
Physiol. 128:203–217. http://dx.doi.org/10.1085/jgp.200609561

Rodríguez, B.M., and F. Bezanilla. 1996. Transitions near the open  
state in Shaker K(+)-channel: probing with temperature. Neuro
pharmacology. 35:775–785. http://dx.doi.org/10.1016/0028-3908
(96)00111-6

Rodríguez, B.M., D. Sigg, and F. Bezanilla. 1998. Voltage gat-
ing of Shaker K+ channels. The effect of temperature on ionic 
and gating currents. J. Gen. Physiol. 112:223–242. http://dx.doi
.org/10.1085/jgp.112.2.223

Schoppa, N.E., and F.J. Sigworth. 1998. Activation of Shaker potas-
sium channels. III. An activation gating model for wild-type and 

Acad. Sci. USA. 105:1511–1515. http://dx.doi.org/10.1073/pnas
.0711533105

Cole, K.S., and J.W. Moore. 1960. Potassium ion current in the squid 
giant axon: dynamic characteristic. Biophys. J. 1:1–14. http://dx
.doi.org/10.1016/S0006-3495(60)86871-3

DeCaen, P.G., V. Yarov-Yarovoy, Y. Zhao, T. Scheuer, and W.A. 
Catterall. 2008. Disulfide locking a sodium channel voltage sen-
sor reveals ion pair formation during activation. Proc. Natl. Acad. 
Sci. USA. 105:15142–15147. http://dx.doi.org/10.1073/pnas
.0806486105

DeCaen, P.G., V. Yarov-Yarovoy, E.M. Sharp, T. Scheuer, and W.A. 
Catterall. 2009. Sequential formation of ion pairs during activa-
tion of a sodium channel voltage sensor. Proc. Natl. Acad. Sci. USA. 
106:22498–22503. http://dx.doi.org/10.1073/pnas.0912307106

DeCaen, P.G., V. Yarov-Yarovoy, T. Scheuer, and W.A. Catterall. 
2011. Gating charge interactions with the S1 segment during acti-
vation of a Na+ channel voltage sensor. Proc. Natl. Acad. Sci. USA. 
108:18825–18830. http://dx.doi.org/10.1073/pnas.1116449108

Delemotte, L., W. Treptow, M.L. Klein, and M. Tarek. 2010. Effect 
of sensor domain mutations on the properties of voltage-gated 
ion channels: molecular dynamics studies of the potassium chan-
nel Kv1.2. Biophys. J. 99:L72–L74. http://dx.doi.org/10.1016/j
.bpj.2010.08.069

Delemotte, L., M. Tarek, M.L. Klein, C. Amaral, and W. Treptow. 
2011. Intermediate states of the Kv1.2 voltage sensor from atom-
istic molecular dynamics simulations. Proc. Natl. Acad. Sci. USA. 
108:6109–6114. http://dx.doi.org/10.1073/pnas.1102724108

Delemotte, L., M.L. Klein, and M. Tarek. 2012. Molecular dynamics 
simulations of voltage-gated cation channels: insights on voltage-
sensor domain function and modulation. Front Pharmacol. 3:97. 
http://dx.doi.org/10.3389/fphar.2012.00097

Denning, E.J., P.S. Crozier, J.N. Sachs, and T.B. Woolf. 2009. 
From the gating charge response to pore domain movement: 
initial motions of Kv1.2 dynamics under physiological voltage 
changes. Mol. Membr. Biol. 26:397–421. http://dx.doi.org/10
.3109/09687680903278539

DiMaio, F., T.C. Terwilliger, R.J. Read, A. Wlodawer, G. Oberdorfer, 
U. Wagner, E. Valkov, A. Alon, D. Fass, H.L. Axelrod, et al. 2011. 
Improved molecular replacement by density- and energy-guided 
protein structure optimization. Nature. 473:540–543. http://dx
.doi.org/10.1038/nature09964

Freites, J.A., E.V. Schow, S.H. White, and D.J. Tobias. 2012. Micro-
scopic origin of gating current fluctuations in a potassium chan-
nel voltage sensor. Biophys. J. 102:L44–L46. http://dx.doi.org/
10.1016/j.bpj.2012.04.021

Guy, H.R., and P. Seetharamulu. 1986. Molecular model of the ac-
tion potential sodium channel. Proc. Natl. Acad. Sci. USA. 83:508–
512. http://dx.doi.org/10.1073/pnas.83.2.508

Henrion, U., J. Renhorn, S.I. Börjesson, E.M. Nelson, C.S. Schwaiger, 
P. Bjelkmar, B. Wallner, E. Lindahl, and F. Elinder. 2012. Tracking 
a complete voltage-sensor cycle with metal-ion bridges. Proc. Natl. 
Acad. Sci. USA. 109:8552–8557. http://dx.doi.org/10.1073/pnas
.1116938109

Islas, L.D., and F.J. Sigworth. 2001. Electrostatics and the gating pore 
of Shaker potassium channels. J. Gen. Physiol. 117:69–89. http://
dx.doi.org/10.1085/jgp.117.1.69

Jensen, M.O., D.W. Borhani, K. Lindorff-Larsen, P. Maragakis, V. 
Jogini, M.P. Eastwood, R.O. Dror, and D.E. Shaw. 2010. Principles 
of conduction and hydrophobic gating in K+ channels. Proc. 
Natl. Acad. Sci. USA. 107:5833–5838. http://dx.doi.org/10.1073/
pnas.0911691107

Jensen, M.O., V. Jogini, D.W. Borhani, A.E. Leffler, R.O. Dror,  
and D.E. Shaw. 2012. Mechanism of voltage gating in potassium 
channels. Science. 336:229–233. http://dx.doi.org/10.1126/science
.1216533

http://dx.doi.org/10.1038/nature01581
http://dx.doi.org/10.1016/j.bpj.2010.02.056
http://dx.doi.org/10.1016/j.bpj.2011.10.057
http://dx.doi.org/10.1016/j.bpj.2011.10.057
http://dx.doi.org/10.1016/j.bpj.2011.01.043
http://dx.doi.org/10.1073/pnas.1203013109
http://dx.doi.org/10.1073/pnas.1203013109
http://dx.doi.org/10.1126/science.1116270
http://dx.doi.org/10.1038/nature06265
http://dx.doi.org/10.1038/nature06265
http://dx.doi.org/10.1529/biophysj.108.130658
http://dx.doi.org/10.1529/biophysj.108.130658
http://dx.doi.org/10.1016/j.bpj.2009.02.074
http://dx.doi.org/10.1016/j.bpj.2009.02.074
http://dx.doi.org/10.1038/349305a0
http://dx.doi.org/10.1038/349305a0
http://dx.doi.org/10.1016/j.neuron.2007.09.023
http://dx.doi.org/10.1038/nature10238
http://dx.doi.org/10.1085/jgp.200609561
http://dx.doi.org/10.1016/0028-3908(96)00111-6
http://dx.doi.org/10.1016/0028-3908(96)00111-6
http://dx.doi.org/10.1085/jgp.112.2.223
http://dx.doi.org/10.1085/jgp.112.2.223
http://dx.doi.org/10.1073/pnas.0711533105
http://dx.doi.org/10.1073/pnas.0711533105
http://dx.doi.org/10.1016/S0006-3495(60)86871-3
http://dx.doi.org/10.1016/S0006-3495(60)86871-3
http://dx.doi.org/10.1073/pnas.0806486105
http://dx.doi.org/10.1073/pnas.0806486105
http://dx.doi.org/10.1073/pnas.0912307106
http://dx.doi.org/10.1073/pnas.1116449108
http://dx.doi.org/10.1016/j.bpj.2010.08.069
http://dx.doi.org/10.1016/j.bpj.2010.08.069
http://dx.doi.org/10.1073/pnas.1102724108
http://dx.doi.org/10.3389/fphar.2012.00097
http://dx.doi.org/10.3109/09687680903278539
http://dx.doi.org/10.3109/09687680903278539
http://dx.doi.org/10.1038/nature09964
http://dx.doi.org/10.1038/nature09964
http://dx.doi.org/10.1016/j.bpj.2012.04.021
http://dx.doi.org/10.1016/j.bpj.2012.04.021
http://dx.doi.org/10.1073/pnas.83.2.508
http://dx.doi.org/10.1073/pnas.1116938109
http://dx.doi.org/10.1073/pnas.1116938109
http://dx.doi.org/10.1085/jgp.117.1.69
http://dx.doi.org/10.1085/jgp.117.1.69
http://dx.doi.org/10.1073/pnas.0911691107
http://dx.doi.org/10.1073/pnas.0911691107
http://dx.doi.org/10.1126/science.1216533
http://dx.doi.org/10.1126/science.1216533


594 Emerging consensus on voltage gating from computations

V2 mutant channels. J. Gen. Physiol. 111:313–342. http://dx.doi
.org/10.1085/jgp.111.2.313

Schoppa, N.E., K. McCormack, M.A. Tanouye, and F.J. Sigworth. 
1992. The size of gating charge in wild-type and mutant Shaker 
potassium channels. Science. 255:1712–1715. http://dx.doi.org/
10.1126/science.1553560

Schwaiger, C.S., P. Bjelkmar, B. Hess, and E. Lindahl. 2011. 310-helix 
conformation facilitates the transition of a voltage sensor S4 seg-
ment toward the down state. Biophys. J. 100:1446–1454. http://
dx.doi.org/10.1016/j.bpj.2011.02.003

Seoh, S.A., D. Sigg, D.M. Papazian, and F. Bezanilla. 1996. Voltage-
sensing residues in the S2 and S4 segments of the Shaker K+ 
channel. Neuron. 16:1159–1167. http://dx.doi.org/10.1016/S0896-
6273(00)80142-7

Sigg, D., F. Bezanilla, and E. Stefani. 2003. Fast gating in the Shaker 
K+ channel and the energy landscape of activation. Proc. Natl. 
Acad. Sci. USA. 100:7611–7615. http://dx.doi.org/10.1073/pnas
.1332409100

Sigworth, F.J. 1994. Voltage gating of ion channels. Q. Rev. Biophys. 
27:1–40. http://dx.doi.org/10.1017/S0033583500002894

Starace, D.M., and F. Bezanilla. 2004. A proton pore in a potassium 
channel voltage sensor reveals a focused electric field. Nature. 
427:548–553. http://dx.doi.org/10.1038/nature02270

Trabuco, L.G., E. Villa, K. Mitra, J. Frank, and K. Schulten. 2008. 
Flexible fitting of atomic structures into electron microscopy 
maps using molecular dynamics. Structure. 16:673–683. http://
dx.doi.org/10.1016/j.str.2008.03.005

Treptow, W., B. Maigret, C. Chipot, and M. Tarek. 2004. Coupled 
motions between pore and voltage-sensor domains: a model for 
Shaker B, a voltage-gated potassium channel. Biophys. J. 87:2365–
2379. http://dx.doi.org/10.1529/biophysj.104.039628

Treptow, W., M. Tarek, and M.L. Klein. 2009. Initial response of the 
potassium channel voltage sensor to a transmembrane potential. 
J. Am. Chem. Soc. 131:2107–2109. http://dx.doi.org/10.1021/
ja807330g

Vargas, E., F. Bezanilla, and B. Roux. 2011. In search of a consensus 
model of the resting state of a voltage-sensing domain. Neuron. 
72:713–720. http://dx.doi.org/10.1016/j.neuron.2011.09.024

Vieira-Pires, R.S., and J.H. Morais-Cabral. 2010. 310 helices in chan-
nels and other membrane proteins. J. Gen. Physiol. 136:585–592. 
http://dx.doi.org/10.1085/jgp.201010508

Villalba-Galea, C.A., W. Sandtner, D.M. Starace, and F. Bezanilla. 
2008. S4-based voltage sensors have three major conformations. 
Proc. Natl. Acad. Sci. USA. 105:17600–17607. http://dx.doi.org/
10.1073/pnas.0807387105

Yarov-Yarovoy, V., D. Baker, and W.A. Catterall. 2006. Voltage sen-
sor conformations in the open and closed states in ROSETTA 
structural models of K(+) channels. Proc. Natl. Acad. Sci. USA. 
103:7292–7297. http://dx.doi.org/10.1073/pnas.0602350103

Yarov-Yarovoy, V., P.G. DeCaen, R.E. Westenbroek, C.Y. Pan, T. 
Scheuer, D. Baker, and W.A. Catterall. 2012. Structural basis 
for gating charge movement in the voltage sensor of a sodium 
channel. Proc. Natl. Acad. Sci. USA. 109:E93–E102. http://dx.doi
.org/10.1073/pnas.1118434109

Zagotta, W.N., T. Hoshi, and R.W. Aldrich. 1994. Shaker potas-
sium channel gating. III: Evaluation of kinetic models for acti-
vation. J. Gen. Physiol. 103:321–362. http://dx.doi.org/10.1085/
jgp.103.2.321

Zhang, X., W. Ren, P. DeCaen, C. Yan, X. Tao, L. Tang, J. Wang, 
K. Hasegawa, T. Kumasaka, J. He, et al. 2012. Crystal structure 
of an orthologue of the NaChBac voltage-gated sodium channel. 
Nature. 486:130–134. http://dx.doi.org/10.1038/486323e

http://dx.doi.org/10.1085/jgp.111.2.313
http://dx.doi.org/10.1085/jgp.111.2.313
http://dx.doi.org/10.1126/science.1553560
http://dx.doi.org/10.1126/science.1553560
http://dx.doi.org/10.1016/j.bpj.2011.02.003
http://dx.doi.org/10.1016/j.bpj.2011.02.003
http://dx.doi.org/10.1016/S0896-6273(00)80142-7
http://dx.doi.org/10.1016/S0896-6273(00)80142-7
http://dx.doi.org/10.1073/pnas.1332409100
http://dx.doi.org/10.1073/pnas.1332409100
http://dx.doi.org/10.1017/S0033583500002894
http://dx.doi.org/10.1038/nature02270
http://dx.doi.org/10.1016/j.str.2008.03.005
http://dx.doi.org/10.1016/j.str.2008.03.005
http://dx.doi.org/10.1529/biophysj.104.039628
http://dx.doi.org/10.1021/ja807330g
http://dx.doi.org/10.1021/ja807330g
http://dx.doi.org/10.1016/j.neuron.2011.09.024
http://dx.doi.org/10.1085/jgp.201010508
http://dx.doi.org/10.1073/pnas.0807387105
http://dx.doi.org/10.1073/pnas.0807387105
http://dx.doi.org/10.1073/pnas.0602350103
http://dx.doi.org/10.1073/pnas.1118434109
http://dx.doi.org/10.1073/pnas.1118434109
http://dx.doi.org/10.1085/jgp.103.2.321
http://dx.doi.org/10.1085/jgp.103.2.321
http://dx.doi.org/10.1038/486323e



