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Abstract
Voltage-dependent KCNH family potassium channel functionality can be reconstructed using non-covalently linked voltage-
sensing domain (VSD) and pore modules (split channels). However, the necessity of a covalent continuity for channel function
has not been evaluated at other points within the two functionally independent channel modules. We find here that by cutting
Kv11.1 (hERG, KCNH2) channels at the different loops linking the transmembrane spans of the channel core, not only channels
split at the S4–S5 linker level, but also those split at the intracellular S2–S3 and the extracellular S3–S4 loops, yield fully
functional channel proteins. Our data indicate that albeit less markedly, channels split after residue 482 in the S2–S3 linker
resemble the uncoupled gating phenotype of those split at the C-terminal end of the VSD S4 transmembrane segment. Channels
split after residues 514 and 518 in the S3–S4 linker show gating characteristics similar to those of the continuous wild-type
channel. However, breaking the covalent link at this level strongly accelerates the voltage-dependent accessibility of a membrane
impermeable methanethiosulfonate reagent to an engineered cysteine at the N-terminal region of the S4 transmembrane helix.
Thus, besides that of the S4–S5 linker, structural integrity of the intracellular S2–S3 linker seems to constitute an important factor
for proper transduction of VSD rearrangements to opening and closing the cytoplasmic gate. Furthermore, our data suggest that
the short and probably rigid characteristics of the extracellular S3–S4 linker are not an essential component of the Kv11.1 voltage
sensing machinery.
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Introduction

Kv11.1 (hERG, KCNH2) K+ channels mediate the cardiac IKr
current that acts as an important determinant of action poten-
tial repolarization in the human ventricle and of pacemaking
activity in heart nodes [17, 34, 45, 58]. Impairment of Kv11.1
function by mutations in the KCNH2 gene or by a variety of
drugs prolongs the QT interval of electrocardiograms leading

to inherited and acquired type 2 longQTsyndrome, increasing
the risk of torsade de pointes arrhythmia, ventricular fibrilla-
tion and sudden cardiac death [46, 58]. Furthermore, Kv11.1
is also expressed in a variety of non-cardiac cells in which it
plays a key role in setting their electrical behaviour [4, 5, 40,
58].

Kv11.1 belongs to the voltage-gated family of potassium
channels (Kv), all of them characterized by a tetrameric mo-
lecular architecture in which each subunit contains six trans-
membrane helices (S1–S6) with a modular organization [7,
52, 68]. In the functional complete channel, the pore domain
(PD) is formed by the pore modules (S5–S6 and the interven-
ing pore loop) of all four subunits, which arrange with four-
fold symmetry surrounding a unique ion conduction pore. In
the assembled tetramer, the PD is also surrounded by four
voltage-sensing domains (VSDs) located at the periphery.
VSD corresponds to transmembrane helices S1–S4, of which
the primary voltage sensitive component is helix S4, contain-
ing the positively charged residues that move in response to
changes in membrane potential [65]. The concept of Kv
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channels as a product of a evolutive combination of two func-
tionally autonomous VSD and PD modules [2, 28, 69] is re-
inforced by (i) the existence of PD-only voltage-independent
channels [8, 20, 27, 39] that probably share a common ances-
tor with Kv and other voltage-dependent channels [23, 29,
69], (ii) the demonstration of functional VSD-only-based
voltage-dependent channels [10, 12, 54] and voltage-
controlled enzymes in which a VSD resembling those found
in voltage-gated channels provides membrane potential con-
trol of the catalytic activity [60] and (iii) the generation of
voltage-gated ion channels by either fusing together VSDs
and PDs from different sources [3, 33, 53] or co-expressing
them as separate protein entities [14].

In Kv11.1 and other Kv channels, VSD and PD are cova-
lently linked by the so-called S4–S5 linker, classically viewed
as a rigid mechanical lever that transmits the voltage sensor
reorganizations triggered by changes in transmembrane volt-
age to the channel gate located at the bottom of transmem-
brane helix S6 [9, 59]. However, we have recently shown that
voltage-dependent Kv11.1 and Kv101.1 functionality can be
reconstructed using non-covalently linked VSD and PD (split
channels [50]), pointing to an alternate gating mechanism for
this channel diverging from that operating in the more tradi-
tionally considered Shaker-like Kv channels [14, 32, 55].
Interestingly, in spite of the very short length of the S4–S5
linker in these channels leading to a non-domain swapped
architecture unlike that encountered in the ‘more classical’
Kvs 1–9 [65, 67], some differences in functional outputs can
be induced when the split point is moved along the linker.
Thus, breaks in the S4 helix/S4–S5 linker connection leads
to altered VSD-PD coupling inducing constitutively active
Kv10.1 splits [55] and strongly hyperpolarization-shifted
Kv11.1 splits also showing an increased destabilization of
closing, a reduced ability to reach more distal closes state(s)
and a reduced voltage dependency of both activation and de-
activation [14]. On the other hand, interruptions at the C-
terminal section of the S4–S5 linker slow down Kv10.1 acti-
vation and deactivation kinetics [55] and give rise to quite
normal VSD-PD coupling during activation but markedly ac-
celerated deactivation kinetics in Kv11.1 [14]. Whereas inter-
ruptions of the channel protein inside the linker joining the
two full-length PD and VSD modules [14, 32, 55], able to act
as separate and autonomous functional entities, could be con-
sidered a relatively conservative approach, the possibility that
a fully functional channel can also be regenerated by combin-
ing channel fragments from a protein interrupted at other
levels different from the S4–S5 linker has not been evaluated.
Therefore, here, we checked this possibility after splitting
Kv11.1 at the different loops linking the transmembrane spans
of the channel core. Surprisingly, we found that channels co-
valently interrupted at the intracellular S2–S3 and the extra-
cellular S3–S4 loops, also yield fully functional channel pro-
teins. Careful functional characterization of these constructs

suggests that the S2–S3 linker may modulate the transduction
of VSD rearrangements to opening and closing of the cyto-
plasmic channel gate, whereas the covalent continuity of the
S3–S4 linker is not essential for proper operation of the
Kv11.1 voltage sensing machinery.

Materials and methods

Molecular biology, mutagenesis and expression
in Xenopus laevis oocytes

Kv11.1 split channels were generated as PCR fragments con-
taining the desired coding sequences that were inserted into
the pSP64A+ vector as HindIII-BamHI fragments. The N-
terminal demi-channel fragment for split 478 was synthesized
using a sense oligonucleotide containing a HindIII site, a
Kozak signal and the sequences for the initial eight Kv11.1
residues together with the corresponding antisense oligonucle-
otide carrying the coding sequence for residues 466 to 478,
followed by a stop codon and the BamHI recognition site. For
the C-terminal demi-channel fragment synthesis, the sense
oligonucleotide was designed to contain a HindIII site, a
Kozak sequence and the start codon followed by the 479 to
489 Kv11.1 coding sequence, whereas the antisense oligonu-
cleotide covered the last 10 residues of the protein (1049–
1059) a stop codon and the BamHI recognition sequence.
All the rest of Kv11.1 split channels (438, 482, 514, 518,
573 and 637) were generated in an identical manner but to
modify the N-terminal of the constructs the antisense oligonu-
cleotide was designed to contain the desired Kv 11.1 final
coding sequence before the stop codon. In the case of the C-
terminal constructs, the sense oligonucleotide was designed to
contain the corresponding coding sequences of the different
C-terminal demi-channels after the start codon.

Split channel constructs with the I521C single-point muta-
tion were created by overlapping PCR as previously described
[14–16]. All constructs were analysed by standard
fluorescence-based DNA sequencing to confirm the mutations
and verify the absence of errors.

Procedures for frog anaesthesia and surgery to obtain oo-
cytes and microinjection have been detailed elsewhere [1, 6,
14–16, 61]. Oocytes were maintained in OR-2 medium
(82.5 mM NaCl, 2 mM KCl, 2 mM CaCl2, 2 mM MgCl2,
1 mM Na2HPO4, 10 mM HEPES, at pH 7.5). Cytoplasmic
microinjections were performed with 50 nl of in vitro synthe-
sized cRNA per oocyte.

Electrophysiological recording and analysis

Two-electrode voltage clamp recordings were performed as
previously described [1, 6, 14–16, 61] in manually
defolliculated oocytes at room temperature 2–3 days after
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injection, using a Turbo TEC-01C amplifier (NPI electronics).
The intracellular electrodes had resistances of 0.4–0.8 MΩwhen
filled with 3 M KCl. Unless otherwise stated, recordings were
obtained in OR-2 medium. In some cases, high-K+ OR-2 medi-
um inwhich 50mMKCl replaced an equivalent amount of NaCl
was used tomaximize currents of those constructs showing a low
level of functional expression. Oocytes showing membrane po-
tentials more positive than − 30 mV after impalement with the
first electrode in OR-2 medium were discarded. Current record-
ings were obtained in an experimental chamber of 0.12 ml vol-
ume continuously perfused at 2.4 ml/min. For experiments with
[2-(trimethylammonium)ethyl]methanethiosulfonate chloride
(MTSET; Biotium) the powder reagent was aliquoted, stored at
− 20 °C and dissolved in OR-2 just before application to each
individual cell. In this case, silver chloride ground electrodes
were connected to the bath chamber through agar bridges. Data
acquisition and analysis were performed with the Pulse-PulseFit
(HEKA Electronics) and IgorPro (WaveMetrics) software pack-
ages running onMacintosh computers. Ionic currents sampled at
1 or 10 kHz were obtained using the voltage protocols indicated
in the graphs.

The voltage dependence of activationwas assessed by stan-
dard tail current analysis using depolarization pulses of vari-
able amplitude. For very rapidly deactivating constructs,
fitting the relaxation of the tail currents and extrapolating the
magnitude of the decaying current to the time the depolarizing
pulse ended were used to determine the amount of current
passing through channels opened on depolarization without
the influence of rapid inactivation. Tail current magnitudes
normalized to maximum were fitted with a Boltzmann func-
tion to estimate the V1/2 and equivalent gating (zg):

I tail=Imax ¼ 1=
h
1þ exp V1=2−V

� �
zg F=RT

� �� �

where V is the test potential and F, R and T are Faraday con-
stant, gas constant and absolute temperature, respectively.
This function was also used to fit the MTSET voltage depen-
dence data.

The time course of voltage-dependent activation was stud-
ied using an indirect envelope-of-tail-currents protocol, vary-
ing the duration of depolarization prepulses and following the
magnitude of the tail currents on repolarization. The time nec-
essary to reach a half-maximal tail current magnitude was
used to compare the speed of activation of the different
channels.

The rates of deactivation were determined from negative-
amplitude biexponential fits to the decaying phase of tail cur-
rents using a function:

y ¼ Af exp −invτ f :x
� �þ Asexp −invτ s:xð Þ þ C

where τf and τs are the time constants of fast and slow com-
ponents, Af and As are the relative amplitudes of these

components and C is a constant. In this case, the first cursor
of the fitting window was advanced to the end of the initial
hook because of the recovery of inactivation.

Onset of fast inactivation was studied after activation and
inactivation of the currents with a prepulse to positive volt-
ages, followed by a second short prepulse to around −
100 mV used to recover the channels from inactivation,
and a subsequent test pulse at different voltages to re-
inactivate the channels. Time constants for the onset of in-
activation were obtained from current traces fitting a single-
exponential function to the decaying portion of the currents
during the test pulses. The voltage dependence of inactiva-
tion was determined with an alternative triple pulse protocol
in which cells were depolarized to + 40 mV for several
seconds to activate/inactivate the channels and subsequently
allowed to relax to a inactivation steady state during a brief
test pulse at different voltages, followed by a third step to +
40 mV in which the initial current magnitude was measured
to assess the relative number of channels available to acti-
vate at the end of the test pulse. Due to the fast deactivation
at negative voltages during the test pulses, the closing rates
were obtained in each oocyte from biexponential fits to the
decaying tail currents as indicated above. These rates were
used to determine the proportion of channels closed at the
end of every test pulse and to correct for closing-induced
decreases in the initial current magnitude at the beginning of
the third step [58].

For experiments designed to study the accessibility of
engineered S4 cysteines to MTSET, we routinely used a brief
voltage ramp as a stimulatory step that allowed us to kineti-
cally follow the possible shifts in MTSET-induced voltage
dependence, either repetitively pulsing the cells at 5-s inter-
vals or maintaining them without pulsing at the indicated
holding potentials. All constructs used for this purpose
contained a Cys introduced in position 521 of the upper S4
helix (to follow its modification in the presence of MTSET)
and two additional mutations (C445Vand C449V) to prevent
any inadvertent effect caused by MTSET modification of the
endogenous cysteines of the Kv11.1 S1–S2 linker. Due to the
differences exhibited by different splits in the magnitude of
the shift in voltage dependence or in the extent of closing
impairment induced by the MTS reagent, the rates and/or the
voltage dependence of modification were subsequently ob-
tained quantifying: (i) the magnitude of the peak current in-
crease during the ramp; (ii) the decrease in the time necessary
to reach the current peak during the ramp; (iii) the change in
the amount of current recorded at the end of a conditioning
voltage step to negative voltages (e.g. − 120 mV), included
immediately before or after the ramp; and (iv) the decrease in
the ratio of the slopes (rectification factor) obtained from the
current traces during the steeper raising phase and the mini-
mum slope phase, both in the middle and at the beginning of
the ramps, respectively.
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Statistics

Data values given in the text and in figures with error bars
represent the mean ± SEM for the number of indicated cells.
Comparisons between data groups were at first performed by
parametric Student’s impaired t test (two-tailed). When signif-
icant differences in standard deviation were present an alter-
nate Welch’s test or non-parametric Wilcoxon or Mann-
Whitney test were also used. In all cases, p values < 0.05 were
considered as indicative of statistical significance.

Results

Differential effect of interruptions in different loops
linking transmembrane helices on Kv11.1 functional
expression

Fully functional Kv11.1 channels are generated when non-
covalently linked VSD and PD modules (split channels) are
expressed in Xenopus oocytes, albeit showing some kinetic
differences as a function of the situation of the breaking point
along the S4–S5 linker [14, 32]. To check if functionality is
only provided by covalent breaks in the linker joining the two
modules (known to constitute separate and autonomous func-
tional units), and to gain some insights about the molecular
requirements for correct assembly, trafficking and/or insertion
of the two channel halves in the membrane, we studied the
effects of changing the split point location to other intra and
extracellular loops linking the transmembrane helices of the
channel core (Fig. 1).

Kv11.1 splits interrupted at the extracellular S1–S2 linker
(split 438) and at the external loops linking either the S5 helix
with the intervening pore loop that surrounds the selectivity
filter (split 573), or the pore loop and the N-terminal end of
helix S6 (split 637), were not functionally expressed.
Surprisingly, robust voltage-dependent Kv11.1-like potassium
currents were observed upon co-injection of cRNAs encoding
two demi-channels leading to an N-terminal half truncated in
the intracellular S2–S3 linker and a C-terminal half covering
the rest of the protein up to the final residue 1159 (S2–S3
linker splits) giving rise to fully functional Kv11.1 channel
expression. Also, a combination of the N-terminal part of the
channel broken at the extracellular S3–S4 linker together with
a second half consisting of the remainder of the S3–S4 linker
through the C-terminus (S3–S4 linker splits) yielded function-
al channels. To ensure that the results are not exclusively due
to the unique behaviour of a split made at a particular position,
in both cases, two different splits were generated in each link-
er. For the S2–S3 linker, these corresponded to split positions
478 and 482 (Fig. 1). Since the exact positioning and tridi-
mensional appearance of the S3–S4 linker has not been de-
fined in the recently reported cryo-EM structure of Kv11.1

[65], we also characterized two splits in this loop: split 514
interrupted after the position that marks the middle of the very
short S3–S4 linker in the highly homologous Kv10.1 channel
([67], see upper inset of Fig. 1), and split 518 in which the
breaking point is located few residues upstream of position
521 in the Kv11.1 S4 helix that becomes extracellularly ex-
truded from the lipid bilayer when the membrane is
depolarized [14, 18]. As previously noticed with Kv11.1 and
Kv10.1 channels split at the S4–S5 linker [13, 32, 55], no
detectable currents were observed when any of the demi-N
or demi-C channel messages alone were injected without their
complementary demi-channel counterpart. Indeed, a total ab-
sence of functional expression was also obtained when the C-
terminal halves of the splits 482 in the S2–S3 linker and 518 in
the S3–S4 linker carrying a S620T single mutation in the pore
(previously shown to ablate inactivation and substantially en-
hance Kv11.1 channel expression [26, 61]) were separately
injected in the oocyte. This indicates that, providing that the
C-terminal half of the channel is expressed on the oocyte
surface when injected alone as directly demonstrated with
the demi-C portion of Kv10.1 split at the S4–S5 [32, 55], an
isolated pore domain is not able to work as a voltage-
dependent channel if it only carries a partial section (e.g. the
S3 and S4 helices) of the voltage sensor. It also suggests that
apposition of complete voltage sensor and pore modules is
required to form a complex able to yield a functional,
voltage-dependent channel.

Effect of S2–S3 linker interruptions on functional
characteristics of the Kv11.1 split channels

To study the voltage dependence of current activation, we ap-
plied 1-s depolarizing pulses to different voltages from a nega-
tive holding potential (− 80/− 100 mV), followed by a hyperpo-
larization step to negative potentials, and plots of normalized
currents measured both at the end of the depolarizing step (I/V
plot) and at the peak of the tail elicited during the hyperpolariz-
ing pulse (G/V plot) were generated. As shown in Fig. 2a, the
potential for half-maximal isochronal activation of the split 478
(V1/2 of theG/V plot − 18.3 ± 0.7 mV, n = 8) was very similar to
that exhibited by the wild-type continuous channel (− 22.2 ±
0.9 mV, n = 6). However, significantly left-shifted plots were
obtained (V1/2 = −37.0 ± 0.4 mV, n = 15) when the split point
was displaced to position 482 in the S2–S3 linker (Fig. 2b).
Interestingly, in both cases, a smaller amount of equivalent gat-
ing charges (zg values) estimated from the slope of the G/V
curves was observed (1.78 ± 0.05 and 1.89 ± 0.03 for the 478
and 482 splits, respectively) as compared with those of the WT
channel (2.5 ± 0.03). The negatively shifted conductance-to-
voltage plot exhibited by the split 482 and the decreased zg
values are reminiscent of the activation gating alterations ob-
served with splits interrupted at the S4 helix/S4–S5 linker inter-
face (e.g. splits 540 and 539, see [14]). These last constructs are
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also characterized by a complete absence of the so-called mode-
shift behaviour, in which the voltage dependencies of current
activation and deactivation are clearly separated, as demon-
strated by the strong separation of the G/V plots when they
are generated from hyperpolarizing (e.g. − 80/− 100 mV)
and depolarizing (e.g. + 40 mV) holding potentials [14].
Therefore, we also compared the position of the G/V plots
after submitting the 478 and 482 split channels to 1-s de-
polarization pulses to + 40 mV in 10 mV increments, not
only from hyperpolarizing, but also from depolarizing (+
40 mV) holding potentials, followed by the repolarizing
voltage step to negative potentials to quantify the tail current
magnitudes. As shown in Fig. 2, in both cases, no shift of
G/V V1/2 values is observed, indicating that the interruptions
at the S2–S3 linker also cause an abolishment of the mode-
shift behaviour.

Recent data from our laboratory with Kv11.1 splits
interrupted at different positionswithin theS4–S5 linker demon-
strated that the characteristic initial delay that precedes the expo-
nential activation time course of the wild-type currents is pro-
gressively reduced when the split point is moved towards the
beginning of the linker, becoming completely absent in those
channels broken at the carboxy terminus of the S4 helix (e.g.
splits 539 and 540) [14]. To investigate such aspect in the chan-
nels split at the S2–S3 linker, we used an ‘envelope-of-tails’
voltage protocol in order to analyse their activation rates
(Fig. 3).With this procedure, it is possible to evaluate thepropor-
tion of channels activated during a depolarization step without
the contribution of the overlapping inactivation process [6, 31,
56].Usingthedepolarizationat0mVasareference, it isobserved
that the activation time course of the 478 split was clearly accel-
erated with respect to the wild type, such that equivalent

Fig. 1 Tridimensional structure of a Kv11.1 subunit transmembrane core
region and position of the split points at the different extra and
intracellular loops linking the transmembrane segments. A lateral view
of the Kv11.1 tetrameric structure ([65]; PDB code 5VA2) with the
subunit corresponding to the enhanced view in the main panel
highlighted in gray, is shown on the lower right. The region coloured in
gray in the central panel corresponds to the pore domain including the S5
and S6 helices. The S4–S45 linker is in magenta. Ribbons from the S4,
S3, S2 and S1 segments are in yellow, cyan, brown and green,
respectively. The position of the residues providing the positive charges
to the S4 helix is marked in orange. Lateral chains of residues 478 and

482 at which the S2–S3 linker was sectioned in this study, and 510 and
521 that mark the boundaries of the structurally undefined S3–S4 linker
are shown as ball and stick. The location of the different split points
described in this study are indicated, with those that did not yield
functional expression marked with open arrows and those giving rise to
functional channels marked with solid arrows. Aview of the extracellular
and structurally defined S1–S2 and S3–S4 linkers region from the
homologous Kv10.1 channel ([67]; PDB code 5K7L) is depicted in the
upper inset, showing the corresponding position of the Kv11.1514 and
518 splits. Structures were processed with UCSF Chimera [41]
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activation rates were attained with the 478 split at − 40 and with
theWTat 0mV.However, theKv11.1 characteristic initial delay
was still maintained in the 478 split channel (inset in the upper
panel of Fig. 3b). The acceleration of activation wasmuchmore
prominent in thecaseof the482split thatalsoexhibiteda reduced
effect on the activation rates of the changes in depolarization
potential (Fig. 3b, c). Furthermore, almost no initial delay is ob-
served with this construct, even at the considerably negative de-
polarization level of− 60mV,atwhich the timecourse could still

be accurately studied because this split combination displays a
negatively shifted activation voltage dependence. These results
indicate that split channelsdisconnectedat residue482 in theS2–
S3 linker show a reduced ability to reach more distal closed
state(s) characteristic of the multi-step sequential process of
Kv11.1 activation that cause the initially delayed sigmoidal acti-
vation time course [11, 22, 30, 42, 58, 61, 62]. Also, they further
emphasize the parallelism between this construct and the split
channels sectioned at the base of the S4 helix [14].

Fig. 2 Characterization of
activation gating voltage
dependence of S2–S3 linker
splits. a Split 478. Representative
membrane currents from
individual oocytes submitted to
1 s depolarization pulses to
different potentials at 10 mV
intervals from a negative (−
80 mV, left) and a positive (+
40 mV, right), followed by a
repolarization step to − 50 mV.
Currents recorded without leak
subtraction are shown. Averaged I
vs V relationships measured at the
end of the depolarization step
(signalled by the solid square at
the top) and at the peak of the tail
current (G/V plots, circles) are
shown at the bottom. Continuous
lines in the G/V plots are
Boltzmann fits to the data as
indicated in ‘Materials and
methods’. A G/V plot from
continuous wild-type channels
(WT, dashed line) is also shown
for comparison. A family of wild-
type channel currents in response
to 1-s depolarizing pulses from −
80 to + 40 mV, followed by a
repolarization to − 70 mV, is
shown in the inset. In this case,
the horizontal and vertical scale
bars correspond to 200 ms and
500 nA, respectively. b Split 482.
Recording of currents in response
to the protocols shown on top of
the traces and analysis were
performed as detailed in A
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As a further characterization of the S2–S3 linker splits, we
also analysed their voltage-dependent deactivation properties
using a two-step voltage protocol and fitting the tail currents
with two exponential functions (see Methods). As shown in
Fig. 4, the deactivation kinetics appeared strongly accelerated
and the slopes of the time constant-vs-voltage plots of the
splits were smaller than that of the wild-type channel, these
effects being particularly marked in the case of the 478 Split.
This behaviour has also been observed with single-point mu-
tants in the S4–S5 linker [1, 37, 38, 47], when a break is
introduced at the C-terminal section of the linker [14, 32],
and when the structural integrity of the so-called N-tail at the
beginning of the amino terminus is disrupted [21, 36, 62, 63].
Interestingly, albeit not as clearly as in the case of those splits
broken at the S4 helix/S4–S5 linker connection [14], the

acceleration of deactivation resulted less marked in the chan-
nels split after residue 482, again, emphasizing the existence
of some functional similarities between them. It is also inter-
esting to note that almost no effects on the kinetics for the
onset of inactivation and on voltage dependence of inactiva-
tion were observed when they were studied in the 482 split
(Suppl. Fig. 1).

To check for the possible impact of the S2–S3 linker inter-
ruptions on voltage sensor conformational changes, we stud-
ied their effect on voltage-dependence ofMTSETaccessibility
to an engineered Cys residue located in the upper S4 helix of
the VSD. For this purpose, we introduced a Cys at position
521 to allow us to follow its modification in the presence of
MTSET [14]. The results of the experiments to determine the
steady-state voltage dependence of MTSET accessibility to

Fig. 3 Characterization of
voltage-dependent activation
rates of S2–S3 linker splits. a
Time course of current activation
at 0 mV. Families of
representative membrane currents
from individual oocytes are
shown. The duration of a
depolarizing prepulse to 0 mV
was varied as illustrated in the
envelope-of-tail-currents protocol
at the top, followed by a
repolarization step to the
indicated potentials. Cells
expressing wild-type and split
478 channels were held at −
80 mVand those expressing split
482 channels at − 100 mV to
ensure that they always started in
a deactivated state. b Averaged
plots of normalized tail current
magnitudes vs depolarization
time at different potentials. Most
error bars are smaller than the
symbols. Values from continuous
wild-type channels at 0 mVare
shown as a dotted line for
comparison. Expansions of the
initial tens of ms to highlight the
early current delay in the
sigmoidal activation time courses
are shown in the insets. c
Comparison of activation rate
voltage-dependence. Plots of
normalized tail current
magnitudes vs depolarization
times (a) were used to measure
times necessary to attain half-
maximum current magnitudes,
that are plotted vs depolarization
potential. Values from continuous
wild-type channels (WT) are
shown as a dotted line for
comparison
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Cys 521 are shown in Fig. 5. In this case, after obtaining
control currents using a brief voltage ramp as a stimulatory
step, cells were held at different potentials and exposed to
MTSET for 2 min without pulsing. Subsequent application
of the ramp pulse indicated the extent of channel modification
at each potential. As an internal control, in all cases, a second
period at a holding potential of + 40 mV was used to quantify
in every individual cell the maximum MTSET effect (Fig. 5a,
b). It can be observed that no significant effects of MTSET
took place when cells expressing the 478 split were held at −
100 mVand when the 482 split-expressing cells were held at
− 120 mV, the most negative potential at which a stable re-
cording was achieved with this construct. Furthermore, max-
imum MTSET-induced effects analogous to those obtained at
+ 40 mVoccurred with holding potentials of − 40/− 20 mV in
the 478 split and at around − 60 mV in the 482 split. Plotting
the relative magnitude of the MTSET effect against the hold-
ing potential indicated that the V1/2 for MTSET-induced mod-
ification amounted to − 65 mV for the 478 split, a value quite
similar to the − 58 mV recently measured in control continu-
ous I521C channels [14]. The V1/2 value was shifted to −
97 mV for split 482 (Fig. 5c, d). In both cases, these values
appeared clearly displaced to the left compared to obtained in

the G/V plots of the same splits, indicating that the movement
of S4 in the VSD is tracked with the MTS reagent [14, 19, 24,
25, 42, 66]. Furthermore, these data demonstrate that the
hyperpolarized G/V voltage dependence exhibited by the
482 split is accompanied by a shift in the voltage-dependent
availability of the I521C residue, also suggesting that the en-
ergetic barrier for structural reorganizations and motion of the
VSD is lowered by breaking the covalent backbone at this
level.

As a final characterization of the S2–S3 linker break ef-
fects, we also studied the dynamics of the S4 motion in the
splits checking the modification rate of the currents in re-
sponse to repetitive depolarization ramps during exposure to
MTSET. Both hyperpolarized (− 100/− 110 mV) and
depolarized (+ 40 mV) holding potentials were used at which
the channels would remain either closed or open during the
interpulse intervals, respectively, and the I521C residue in the
upper S4 helix would rest either essentially buried or maxi-
mally exposed to the MTS reagent (Fig. 6). Under these con-
ditions, single exponential fits to the normalized current vari-
ations at both potentials yielded quite similar MTSET-induced
modification time constants for 478 and 482 splits, that in the
case of Split 478 amounted to 48 ± 6 s (n = 3) and 28 ± 5 s

Fig. 4 Effect of S2–S3 linker
splits on Kv11.1 voltage-
dependent deactivation kinetics.
Representative families of
currents are shown at the top,
obtained during steps to potentials
ranging from − 20 to − 140 mV in
10-mV intervals, following
depolarization pulses at + 40 mV
to open (and inactivate) the
channels, using the indicated
protocol. For clarity, only the first
part of the 4-s repolarization steps
used to follow the complete decay
of the tail currents is shown. The
dependence of deactivation rates
on repolarization membrane
potential is shown at the bottom.
Deactivation time constants were
quantified by fitting a double
exponential to the decaying
portion of the tails as described in
‘Materials and methods’. Fast
(circles) and slow (squares)
deactivation time constants are
depicted in the plot. Data
corresponding to the fast
decaying component from
continuous wild-type channels
(WT) are shown as a dotted line
for comparison
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Fig. 5 Effect of S2–S3 linker interruptions on voltage dependence of
MTSET availability to an engineered cysteine at position 521 in the
extracellular part of the voltage sensor S4 helix. a, b Absence of
MTSET effects in cells held at negative potentials not submitted to
repetitive depolarization pulsing, and determination of the voltage range
at which the MTS reagent induces its effects under steady-state
conditions. Current traces obtained in response to the indicated voltage
protocols are shown for 478 (a) and 482 (b) splits. No pulses were applied
during the 2-min periods indicated by black boxes at which the cells were
continuously held at the indicated potential. A high K+ extracellular
solution was used to maximize the currents due to the small current
magnitudes obtained with the Split 482 construct (see ‘Materials and
methods’). Arrowheads are used to indicate the time at which the
current variations were estimated quantifying either the magnitude of
the final versus peak current during the voltage steps following the
ramp pulses or the rectification factor during the ramps as indicated in
Methods. Similar results were obtained in both cases. c, d Voltage
dependence of the MTSET effect. Magnitudes of MTSET-induced

variations in currents measured (b), following a 2-min exposure to
1 mM of MTS reagent without pulsing at the holding potentials
indicated in the abscissa were normalized to those observed at a
positive potential value of + 40 mV. Due to the irreversibility of the
MTSET effects, only one reagent application was performed and a
single holding potential value (followed by a positive control at +
40 mV) was checked in each cell studied. Data from three to six cells
were averaged for every single point. Some error bars are smaller than the
symbols. Continuous lines linking the data points correspond to fits using
a Boltzmann function as indicated in ‘Materials and methods’. The
corresponding V1/2 values are shown on the graphs. G/V plots from the
same constructs obtained from fits to tail current data and V1/2 values
derived from them are also shown as indicated. Note the similarity of
these plots and those from the same splits without the mutations I521C,
C445V and C449V (dotted lines; reproduced from split channels curves
in Fig. 2) introduced to study the MTSET-induced effects (see ‘Materials
and methods’ section)
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(n = 5) at − 100 and + 40 mV, respectively. At hyperpolarized
potentials, the corresponding values were 63 ± 8 s (at −
100 mV, n = 4) and 58 ± 14 s (at − 110 mV, n = 3) for Split
482, that also exhibited a modification time constant of 33 ±
3 s (n = 6) at + 40 mV. Interestingly, these modification rates
were not significantly different from those measured with con-
tinuous I521C channels, that corresponded to 77 ± 9 s (n = 4)
and 36 ± 6 s (n = 5) at − 100 and + 40 mV, respectively.
Altogether, these data suggest that when the differences in
voltage dependence are taken into account to ensure that the
channels remain at a similar level of activation at rest, the
breaks in the S2–S3 linker do not drastically alter the ability
of the S4 segment to translocate across the membrane.

Impact of S3–S4 loop interruptions on functional
characteristics of the Kv11.1 channels

The activation and deactivation gating characteristics of the
two functional splits interrupted in the extracellular S3–S4
loop were studied using protocols analogous to those detailed
above for the 478 and 482 splits. The data are summarized in
Fig. 7. It can be observed that in the case of the 514 split
channel, the voltage dependence of activation was almost
identical to that of wild-type channels, also including a similar
level of mode-shift behaviour (Fig. 7a, see [14]). The analogy
between the split and WT kinetics can also be extended to the
channel activation rates. Thus, using a depolarization at 0 mV

Fig. 6 Effect of S2–S3 linker
interruptions on MTSET-induced
modification rates of engineered
cysteine 521. a Split 478. Current
traces shown at the top were
obtained in response to the
indicated protocol that was
repeated at 5-s intervals. Current
traces corresponding to times
immediately before application of
1 mM MTSET and at the end of
the MTSET exposure using
hyperpolarizing (− 100 mV) and
depolarizing (+ 40 mV) holding
potentials are highlighted as
thicker black lines. The bottom
plot illustrates the time course of
MTSET-induced modifications
normalized to those observed at
the end of the treatment. The
changes in the peak/end current
relationship during the − 120 mV
voltage step were used to generate
the plot. Mono-exponential fits to
the data are shown superimposed
on the symbols. The values of the
corresponding time constants
(tau) are indicated in the graphs. b
Split 482. Plots represent the
representative currents and time
course of MTSET-induced
modifications as detailed (a). A
highK+ extracellular solution was
used with the Split 482 construct
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Fig. 7 Activation and deactivation gating characteristics of Kv11.1
channels split at the S3–S4 linker. a Voltage dependence of activation
gating. Representative membrane currents from an oocyte expressing
the 514 split channel are shown on the left. Currents were recorded
using the protocols shown on top of the traces at − 80 and + 40 mV
holding potentials as indicated. Currents are shown without leak
subtraction. Averaged I vs V relationships measured at the end of the
depolarization step (signalled by the solid circle on the left) and at the
peak of the tail current (G/V plots, squares on the left) are shown in the
right panels. In this case, not only data from split 514 (circles and
squares), but also those obtained from split 518 (triangles) are depicted.
Data from continuous wild-type channels obtained at a holding potential
of − 80 mVare also shown as dotted lines for comparison. b Comparison
of activation rates at 0 mV. Representative membrane currents from an

oocyte expressing the 514 split channel are shown on the left. Averaged
plots of normalized tail current magnitudes versus depolarization time at
0 mV are shown on the right both for 514 (circles) and 518 (triangles)
splits. Values from continuous wild-type channels are shown as a dotted
line for comparison. An expansion of the initial tens of ms to highlight the
early current delay in the sigmoidal activation time course is shown in the
inset. c Voltage-dependent deactivation kinetics. A representative family
of currents from an oocyte expressing the 514 split channel is shown on
the left. The dependence of deactivation rates on repolarization
membrane potential is shown on the right. Fast (closed symbols) and
slow (open symbols) deactivation time constants for split 514 (circles)
and split 518 (triangles) splits are depicted in the plot. Data corresponding
to the fast decaying component from continuous wild-type channels are
also shown as a dotted line for comparison>
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as a reference, the activation time course of the split was super-
imposable on that ofWT, andmaintained the characteristic initial
delay and the sigmoidal activation time course typical of Kv11.1
(Fig. 7b, see [11, 14, 22, 30, 42, 51, 58, 64]). Finally, similar
voltage-dependent deactivation rates (Fig. 7c) and very little var-
iations in inactivation kinetics (Suppl. Fig. 2) were also observed
when compared with WT channels. Remarkable similarities in
gating were also noticed with the 518 split, although in this case,
some subtle differences were detected. Thus, the potential for
half-maximal isochronal activation of this split construct ap-
peared slightly shifted to more positive voltages. This was ac-
companied by a reduction of the strength of the mode-shift be-
haviour. We also observed a slight slow down of the activation
kinetics, although the initial delay of the activation time course
remained the same, suggesting that the channels presented a
similar ability to reach the more distal closed state(s). Finally,
although relatively similar deactivation rates were detected, the
slope of the deactivation time constant vs voltage plot was re-
duced, suggesting that the coupling between the voltage-sensing
machinery and the gating process was slightly altered.

As a final test of the possible impact of the interruptions in
the S3–S4 loop on channel function, we also compared the
voltage-dependentMTSETaccessibility to the Cys introduced
at position 521 of the S4 segment. As shown in Fig. 8a, both in
the 514 and 518 splits, I521C remains extracellularly unex-
posed to MTSET at − 100 mV, but exposed at + 40 mV. Also,
the little variations in activation voltage dependence observed
in the 518 split were reflected in the V1/2 value for current
modification of this construct as estimated from the steady
state MTSET effects vs voltage plots. Remarkably, when the
dynamics of S4 motion were studied checking the modifica-
tion rate of the currents at hyperpolarized and depolarized
holding potentials, a significant acceleration of the modifica-
tion time course was observed in both constructs (Fig. 8b).
Thus, the 77 ± 9 and 36 ± 6 s time constants for S4 equilibra-
tion measured with continuous wild-type channels at − 100
and + 40 mV, respectively, were lowered to 38 ± 5 s (n = 4)
and 17 ± 5 s (n = 4) in the 514 split. This reduction became
much more marked in the case of the 518 split, that showed
time constant values of 18 ± 9 s (n = 3) and 5.6 ± 3 s (n = 3) at
− 100 and + 40 mV, respectively. These data indicate that the
breaks in the extracellular S3–S4 linker do not greatly modify
the ability of the VSD to track the channel gating machinery.
However, they also suggest that disruption of the S3–S4 linker
continuity favours a more rapid exposure of the upper S4 helix
to the external membrane impermeable MTS reagent.

Discussion

In this work, we present data that extend our recently reported
results, demonstrating that not only a combination of the
Kv11.1 VSD and PD modules expressed in Xenopus oocytes

as two independent proteins (S4–S5 linker splits, [14, 32]), but
also Kv11.1 split channels broken within the VSD at the level
of the S2–S3 and S3–S4 linkers, give rise to fully functional
channels. The concept of a modular arrangement of Kv chan-
nels as a combination of two functionally autonomous VSD
and PD modules appears firmly established [2, 7, 28, 52, 68,
69] and could explain the functionality of the S4–S5 linker
splits, considering that it is the S4–S5 linker which bridges the
voltage sensing and pore domains. However, providing that
the two channel halves remain in the oocyte as independent
proteins in a single complex, as demonstrated in the case of
the highly homologous Kv10.1 channel [32], it does not easily
explain how a functional channel is assembled from two non-
covalently joined demi-channels split at other levels outside
the S4–S5 linker. In Kv channels, it has been previously
shown that a Kv1.2 channel in which the S3–S4 linker has
been enzymatically cleaved maintains an almost normal activ-
ity [44]. Functional expression in Xenopus oocytes of
conducting and non-conducting Shaker channels split at the
S3–S4 linker has been also reported [43], indicating that the
structural integrity of this linker is not indispensable for proper
synthesis, processing, assembly, quality control and

�Fig. 8 Effect of S3–S4 linker interruptions on MTSET availability to an
engineered cysteine at position 521 in the extracellular part of the voltage
sensor S4 helix. a Steady-state voltage dependence of MTSET effects.
Representative current traces from two oocytes expressing 514 split
channels held at the indicated potentials and not submitted to repetitive
depolarization pulsing are illustrated at the top. No pulses were applied
during the 2-min periods indicated by black boxes at which the cells were
continuously held at the indicated potential. Measurements of current
variations at the end of the repolarizing step (circles) were used to
determine the voltage range at which the MTS reagent induces its
effects under steady-state conditions as shown at the bottom. Plots
obtained from split 514 (bottom left) and split 518 channels (bottom
right) are shown. Continuous lines linking the data points correspond to
fits using a Boltzmann function as indicated in ‘Materials and methods’.
The corresponding V1/2 values are shown on the graphs. G/V plots from
the same constructs obtained from fits to tail current data and V1/2 values
derived from them are also shown. Note the similarity of these plots and
those from the same splits without the mutations I521C, C445V and
C449V (dotted lines; reproduced from Fig. 7a). bMTSET-induced
modification rates of cysteine 521. Current traces shown at the top were
obtained in response to the indicated protocols that were repeated at 5-s
intervals. Data from 514 (left) and split 518 channels (right) held at − 100
and + 40 mVare shown as indicated. A highK+ extracellular solution was
used to maximize the currents of the Split 514 construct. Current traces
corresponding to times immediately before application of 1 mMMTSET
and at the end of the MTSET exposure are highlighted as thicker black
lines. Plots of the time course of MTSET-induced modifications
normalized to those observed at the end of the treatment are depicted at
the bottom. The changes in the peak/end current relationship during the −
120 mV voltage steps were used to generate the plots. The time of
MTSET introduction into the recording chamber is marked with an
arrow. Mono-exponential fits to the data are shown superimposed to the
symbols. Data from I521C full-length continuous channels at − 100 and
+ 40 mV are shown for a better comparison as dashed and dotted lines,
respectively. Note the different time scale of the split 514 and split 518
plots in the abscissa
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trafficking to the plasma membrane. However, to our knowl-
edge, the successful expression of a S2–S3 linker split Kv
channel has not been previously reported. Results of in vitro
translation and translocation experiments to understand the
membrane topogenesis of the Kv channels have revealed that
the membrane insertion of VSD and PD take place indepen-
dently of each other [49], but also suggest some differences in
the S1 to S4 requirements for integration of different Kv
VSDs. Thus, the S3 segment of Kv1.3 and KAT1 does not
insert into the membrane by itself [48, 57] and has low

membrane insertion activity in KvAP [35], but that of
Shaker efficiently integrates into the membrane [70]. Indeed,
in this case, S3 mediates the insertion of the S3–S4 segment in
the absence of S2 that acts as an essential factor for optimal
integration of this segment in KAT1 [48, 49]. Albeit more
complex scenarios are possible, our data with S2–S3 split
channels indicate that in Kv11.1 an S2–S3 covalent connec-
tion is not necessary for effective insertion of S3, this being
consistent with the recognized topogenic properties of seg-
ment S2 [48, 49, 57] directing the proper insertion of the
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demi-N channel half. They would also suggest that either an
autonomous S3 or the coordination of S3 and S4 in the S3–S4
segment could also act to insert the demi-C half. Note that
even though an intrinsic topogenic activity of S3 exists, the
possibility that in the presence of S4 a more efficient mem-
brane integration of S3 takes place [70] may not be excluded.
Regarding helix S4, it has been indicated that in Kv1.3 this
segment shows a weaker integration ability than other trans-
membrane segments [57], whereas it efficiently inserts into
the membrane in the case of KvAP with the help of its signal
anchor type I topogenic function [35]. KAT1 S4 does not
integrate into the membrane by itself, but it synergistically
inserts with S3 in the case of KAT1 and Kv1.3 [48, 49, 57].
Finally, the membrane unstable S4 of Shaker seems to coop-
eratively act with S3 for fully efficient membrane insertion,
and the electrostatic interactions among S2, S3 and S4 play a
critical role not only stabilizing the VSD, but also for its op-
timal membrane integration [70]. Our results with the S3–S4
split suggest that the S4 segment of Kv11.1 does not need the
contribution of the initial VSD helices for proper transmem-
brane insertion. They also demonstrate that in Kv11.1, the
presence of S4 and/or any electrostatic pairingwith its positive
residues is not essential for post-translational membrane inte-
gration of S3. If in this case the recognized ability of S4 to
insert into the membrane [35] directs the integration of the C-
terminal half of the channel, or if it depends on the signal
anchor activity of S5 [57], remains to be determined. Further
work is necessary to determine the relative relevance of each
transmembrane segment for the membrane integration of the
whole channel structure in this multiple topogenic system.

The study of the functional properties of S2–S3 linker 478
and 482 splits and the comparison with those of the continu-
ous wild-type channel demonstrate that, particularly in the
case of the 482 split, some striking analogies exist with the
behaviour of the splits interrupted at the C-terminal end of the
VSD S4 transmembrane helix (e.g. 539 and 540 splits [14]).
Thus, although a similar half-maximal isochronal activation
was found in the 478 split with respect to that of the wild-type
channel, a clear shift to more hyperpolarized potentials was
exhibited by the 482 split, such as happened with the 539 and
540 splits. A reduction in the amount of equivalent gating
charges (zg values) estimated from the slope of theG/V curves
and an abolishment of the mode shift behaviour was observed
in both S2–S3 linker splits. Furthermore, both constructs
showed a clear acceleration of the activation time course in
response to membrane depolarization that in the 482 split was
more marked and accompanied by a complete absence of the
initial delay that precedes the exponential phase of activation
typical of Kv11.1. All these properties emphasize the parallel-
ism with the altered gating properties recently observed with
channels split at the beginning of the S4–S5 linker [14].
Interestingly, whereas split 478 shows a prominent accelera-
tion of deactivation that more closely resembles that observed

in the splits interrupted at the C-terminal end of the S4–S5
linker, this acceleration is slightly reduced in the 482 split, a
situation also encountered in those constructs interrupted at
the S4 helix/S4–S5 linker connection [14]. The shifts in volt-
age dependence of current activation were accompanied by
similar alterations in the voltage dependence MTSET accessi-
bility to a Cys residue introduced in the upper part of the S4
helix, even though the breaks in the S2–S3 linker do not ap-
pear to greatly influence the ability of the S4 segment to dy-
namically translocate across the membrane in response to
depolarizing pulses. Altogether, these data suggest that, albeit
less markedly, channels split after residue 482 in the S2–S3
linker resemble the uncoupled gating phenotype of those split
at the C-terminal end of the VSD S4 segment.

It is interesting to note that the relatively different behav-
iour of the 482 split with respect to Split 478, indicates a
certain specificity of the S2–S3 linker break position trigger-
ing alterations of the kinetic properties, also suggesting that
the more marked kinetic modifications observed with the 482
split should not be due to an impairment of the construct
ability to assemble in the membrane. On the other hand, the
possibility that breaking the linker in other positions may
cause even more drastic alterations can’t be excluded. The
recently reported cryo-EM structures of Kv11.1 and its highly
homologous Kv10.1 indicate that a particularly long S2–S3
linker constitutes a conserved feature of the KCNH family
[65, 67] and demonstrate that the most amino terminal region
of the channel (the N-tail) lies in close contact not only with
the S4–S5 and the C-linkers, but also with the S2–S3 linker
[14]. However, the exact role of the S2–S3 linker in Kv11.1
gating remains unknown. We have recently proposed that
some interactions between the base of the VSD and the PD
in which the N-tail acts as a coupling factor, participate in the
modulation of Kv11.1 gating and/or in the voltage-dependent
electro-allosteric mechanism that transduces VSD reorganiza-
tions to the operation of the PD gate [14]. Given the contacts
and central positioning of the N-tail with respect to those
regions [14, 65] and the relatively similar impact of N-
terminal S4–S5 linker and S2–S3 linker breaks demonstrated
here, it is tempting to speculate that the dynamic interplay
between the N-tail and all these regions, including the S2–
S3 linker, constitutes a crucial component of the Kv11.1 gat-
ing machinery.

Our data indicate that the S3–S4 linker interruptions have
very little impact on the functional behaviour of Kv11.1. The
better exposure to MTSET of Cys 521 in the upper S4 helix
can be easily explained if the S3–S4 linker splits allow for a
less tightened pathway for the movement of the MTS reagent,
this also being consistent with a slightly better access of
MTSET in the case of the 518 split, in which the break is
located only three residues apart from the cysteine modified
at position 521. The solved structure of the S3–S4 linker in
Kv10.1 demonstrates that it is constituted by a very short, one
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amino acid long turn [67]. In this context, our data suggest that
the short and probably rigid characteristics of the extracellular
S3–S4 linker are not an essential factor for proper working of
the voltage sensing machinery. Unfortunately, in the only
available tridimensional structure of Kv11.1, the structural
organization of the S3–S4 linker is not solved [65]. This also
opens the possibility that in this case, a highly disordered and
basically flexible region is present in the linker that might not
be greatly affected by breaks of the covalent backbone.
Therefore, until a more precise structural organization of the
S3–S4 linker is available, its exact contribution to Kv11.1
function remains an unanswered question.

Acknowledgements The authors thank the expert technical contribution
of Teresa González and Dr. Kevin Dalton for proofreading the
manuscript.

Author contributions Pilar de la Peña and Francisco Barros designed the
research, performed the experiments and analysed the data. Pedro
Domínguez collaborated with some experiments and contributed re-
agents/materials/analysis tools. Francisco Barros, Pilar de la Peña and
Pedro Domínguez wrote the manuscript.

Funding This work was supported by Grant BFU2015-66429-P
(MINECO/FEDER UE) from the Spanish Ministerio de Economía y
Competitividad and by regional subvention GRUPIN14-097 from the
Principado de Asturias Science, Technology and Innovation Program
2013–2017, both co-financed with European Fund for Economic and
Regional Development (FEDER) funds.

Compliance with ethical standards

Conflict of interest The authors declare that they have no competing
interests.

Ethical approval All applicable international, national, and/or institu-
tional guidelines for the care and use of animals were followed.

Open Access This article is distributed under the terms of the Creative
Commons At t r ibut ion 4 .0 In te rna t ional License (h t tp : / /
creativecommons.org/licenses/by/4.0/), which permits unrestricted use,
distribution, and reproduction in any medium, provided you give
appropriate credit to the original author(s) and the source, provide a link
to the Creative Commons license, and indicate if changes were made.

References

1. Alonso-Ron C, de la Peña P, Miranda P, Domínguez P, Barros F
(2008) Thermodynamic and kinetic properties of amino-terminal
and S4-S5 loop HERG channel mutants under steady-state condi-
tions. Biophys J 94:3893–3911. https://doi.org/10.1529/biophysj.
107.116731

2. Anderson PAV, Greenberg RM (2001) Phylogeny of ion channels:
clues to structure and function. Comp Biochem Physiol 129:17–28.
https://doi.org/10.1016/S1096-4959(01)00376-1

3. Arrigoni C, Schroeder I, Romani G, Van Etten JL, Thiel G, Moroni
A (2013) The voltage-sensing domain of a phosphatase gates the

pore of a potassium cannel. J Gen Physiol 141:389–395. https://doi.
org/10.1085/jgp.201210940

4. Babcock JJ, Li M (2013) hERG channel function: beyond long QT.
Acta Pharmacol Sin 34:329–335. https://doi.org/10.1038/aps.2013.
6

5. Barros F, Domínguez P, de la Peña P (2012) Cytoplasmic domains
and voltage-dependent potassium channel gating. Front Pharmacol
3:49. https://doi.org/10.3389/fphar.2012.00049

6. Barros F, Gómez-Varela D, Viloria CG, Palomero T, Giráldez T, de
la Peña P (1998) Modulation of human erg K+ channel gating by
activation of a G protein-coupled receptor and protein kinase C. J
Physiol 511:333–346. https://doi.org/10.1111/j.1469-7793.1998.
333bh.x

7. Bezanilla F (2008) Howmembrane proteins sense voltage. Nat Rev
Mol Cell Biol 9:323–332. https://doi.org/10.1038/nrm2376

8. Bichet D, Haass FA, Jan LY (2003)Merging functional studies with
structures of inward-rectifier K+ channels. Nat Rev Neurosci 4:
957–967. https://doi.org/10.1038/nrn1244

9. Blunck R, Batulan Z (2012) Mechanism of electromechanical cou-
pling in voltage-gated potassium channels. Front Pharmacol 3:166.
https://doi.org/10.3389/fphar.2012.00166

10. Castillo K, Pupo A, Baez-Nieto D, Contreras GF, Morera FJ, Neely
A, Latorre R, Gonzalez C (2015) Voltage-gated proton (H(v)1)
channels, a singular voltage sensing domain. FEBS Lett 589:
3471–3478. https://doi.org/10.1016/j.febslet.2015.08.003

11. Cheng YM, Claydon TW (2012) Voltage-dependent gating of
hERG potassium channels. Front Pharmacol 3:83. https://doi.org/
10.3389/fphar.2012.00083

12. DeCoursey TE (2012) Voltage-gated proton channels. Comp
Physiol 2:1355–1385. https://doi.org/10.1002/cphy.c100071

13. De la Peña P, Alonso-Ron C, Machín A, Fernández-Trillo J,
Carretero L, Domínguez P, Barros F (2011) Demonstration of phys-
ical proximity between the amino terminus and the S4–S5 linker of
the hERG potassium channel. J Biol Chem 286:19065–19075.
https://doi.org/10.1074/jbc.M111.238899

14. De la Peña P, Dominguez P, Barros F (2018) Gating mechanism of
Kv11.1 (hERG) K+ channels without covalent connection between
voltage sensor and pore domains. Pflugers Arch - Eur J Physiol 470:
517–536. https://doi.org/10.1007/s00424-017-2093-9

15. De la Peña P,Machín A, Fernández-Trillo J, Domínguez P, Barros F
(2013) Mapping of interactions between the amino and carboxy
termini and the channel core in hERG K+ channels. Biochem J
451:463–474. https://doi.org/10.1042/BJ201211717

16. De la Peña P,Machín A, Fernández-Trillo J, Domínguez P, Barros F
(2015) Interactions between the N-terminal tail and the gating ma-
chinery of hERG K+ channels both in closed and open/inactive
states. Pflugers Arch 467:1747–1756. https://doi.org/10.1007/
s00424-014-1612-1

17. Dobrzynski H, Anderson RH, Atkinson A, Borbas Z, D'Souza A,
Fraser JF, Inada S, Logantha SJRJ, Monfredi O, Morris GM,
Moorman AFM, Nikolaidou T, Schneider H, Szuts V, Temple IP,
Yanni J, Boyett (2013) Structure, function and clinical relevance of
the cardiac conduction system, including the atrioventricular ring
and outflow tract tissues. Pharmacol Ther 139:260–288. https://doi.
org/10.1016/j.pharmthera.2013.04.010

18. Dou Y, Goodchild J, Vander Velde R, Wu Y, Fedida D (2013) The
neutral, hydrophobic isoleucine at position I521 in the extracellular
S4 domain of hERG contribuyes to channel gating equilibrium. Am
J Phys 305:C468–C478. https://doi.org/10.1152/ajpcell.00147.
2013

19. Es-Salah-Lamoureux Z, Fougere R, Xiong PY, Robertson GA,
Fedida D (2010) Fluorescence-tracking of activation gating in hu-
man ERG channels reveals rapid S4 movement and slow pore
opening. PLoS One 5:e10876. https://doi.org/10.1371/Journal.
pone.0010876

Pflugers Arch - Eur J Physiol (2018) 470:1069–1085 1083

https://doi.org/10.1529/biophysj.107.116731
https://doi.org/10.1529/biophysj.107.116731
https://doi.org/10.1016/S1096-4959(01)00376-1
https://doi.org/10.1085/jgp.201210940
https://doi.org/10.1085/jgp.201210940
https://doi.org/10.1038/aps.2013.6
https://doi.org/10.1038/aps.2013.6
https://doi.org/10.3389/fphar.2012.00049
https://doi.org/10.1111/j.1469-7793.1998.333bh.x
https://doi.org/10.1111/j.1469-7793.1998.333bh.x
https://doi.org/10.1038/nrm2376
https://doi.org/10.1038/nrn1244
https://doi.org/10.3389/fphar.2012.00166
https://doi.org/10.1016/j.febslet.2015.08.003
https://doi.org/10.3389/fphar.2012.00083
https://doi.org/10.3389/fphar.2012.00083
https://doi.org/10.1002/cphy.c100071
https://doi.org/10.1074/jbc.M111.238899
https://doi.org/10.1007/s00424-017-2093-9
https://doi.org/10.1042/BJ201211717
https://doi.org/10.1007/s00424-014-1612-1
https://doi.org/10.1007/s00424-014-1612-1
https://doi.org/10.1016/j.pharmthera.2013.04.010
https://doi.org/10.1016/j.pharmthera.2013.04.010
https://doi.org/10.1152/ajpcell.00147.2013
https://doi.org/10.1152/ajpcell.00147.2013
https://doi.org/10.1371/Journal.pone.0010876
https://doi.org/10.1371/Journal.pone.0010876


20. Feliciangeli S, Chatelain FC, Bichet D, Lesage F (2015) The family
of K2P channels: salient structural and functional properties. J
Physiol 593:2587–2603. https://doi.org/10.1113/jphysiol.2014.
287268

21. Fernández-Trillo J, Barros F, Machín A, Carretero L, Domínguez P,
de la Peña P (2011)Molecular determinants of interactions between
the N-terminal domain and the transmembrane core that modulate
hERG K+ channel gating. PLoS One 6:e24674. https://doi.org/10.
1371/journal.pone.0024674

22. Gómez-Varela D, de la Peña P, García J, Giráldez T, Barros F
(2002) Influence of amino-terminal structures on kinetic transitions
between several closed and open states in human erg K+ channels. J
Membr Biol 187:117–133. https://doi.org/10.1007/s00232-001-
0156-4

23. González W, Valdebenito B, Caballero J, Riadi G, Riedelsberger J,
Gonzalo Martínez G, David Ramírez D, Zúñiga L, Sepúlveda FV,
Dreyer I, Janta M, Becker D (2015) K2P channels in plants and
animals. Pflugers Arch - Eur J Physiol 467:1091–1104. https://
doi.org/10.1007/s00424-014-1638-4

24. Goodchild SJ, Fedida D (2014) Gating charge movement precedes
ionic current activation in hERG channels. Channels 8:84–89.
https://doi.org/10.4161/chan.26775

25. Goodchild SJ, Macdonald LC, Fedida D (2015) Sequence of gating
charge movement and pore gating in hERG activation and deacti-
vation pathways. Biophys J 108:1435–1447. https://doi.org/10.
1016/j.bpj.2015.02.014

26. Gustina AS, Trudeau MC (2009) A recombinant N-terminal do-
main fully restores deactivation gating in N-truncated and long
QT syndrome mutant hERG potassium channels. Proc Natl Acad
Sci U S A 106:13082–13087. https://doi.org/10.1073/pnas.
0900180106

27. Hibino H, Inanobe A, Furutani K, Murakami S, Findlay I, Kurachi
Y (2010) Inwardly rectifying potassium channels: their structure,
function, and physiological roles. Physiol Rev 90:291–366. https://
doi.org/10.1152/physrev.00021.2009

28. Isacoff EY, Jan LY, Minor DL Jr (2013) Conduits of life’s spark: a
perspective on ion channel research since the birth of neuron.
Neuron 80:658–674. https://doi.org/10.1016/jneuron201310.040

29. Jegla TJ, Zmasek CM, Batalov S, Nayak SK (2009) Evolution of
the human ion channel set. Comb Chem High Throughput Screen
12:2–23. https://doi.org/10.2174/138620709787047957

30. Kiehn J, Lacerda AE, Brown AM (1999) Pathways of HERG inac-
tivation. Am J Phys 277:H199–H210. https://doi.org/10.1152/
ajpheart.1999.277.1.H199

31. Liu S, Rasmusson RL, Campbell DL, Wang S, Strauss HC (1996)
Activation and inactivation kinetics of an E-4031-sensitive current
from single ferret atrial myocytes. Biophys J 70:2704–2715. https://
doi.org/10.1016/S0006-3495(96)79840-5

32. Lorinczi E, Gomez-Posada JC, de la Peña P, Tomczak AP,
Fernandez-Trillo J, Leipscher U, Stuhmer W, Barros F, Pardo LA
(2015) Voltage-dependent gating of KCNH potassium channels
lacking a covalent link between voltage-sensing and pore domains.
Nat Commun 6:6672. https://doi.org/10.1038/ncomms7672

33. Lu Z, Klem AM, Ramu Y (2001) Ion conduction pore is conserved
among potassium channels. Nature 413:809–813. https://doi.org/
10.1038/35101535

34. Matsuura H, Ehara T, Ding W-G, Omatsu-Kanbe M, Isono T
(2002) Rapidly and slowly activating components of delayed rec-
tifier K+ current in guinea pig sino-atrial node pacemaker cells. J
Physiol 540:815–830. https://doi.org/10.1113/jphysiol.2001.
016741

35. Mishima E, Sato Y, Nanatani K, Hoshi N, Lee J-K, Schiller N, von
Heijne G, Sakaguchi M, Nobuyuki Uozumi N (2016) The
topogenic function of S4 promotes membrane insertion of the
voltage-sensor domain in the KvAP channel. Biochem J 473:
4361–4372. https://doi.org/10.1042/BCJ20160746

36. Ng CA, Hunter MJ, Perry MD, Mobli M, Ke Y, Kuchel PW, King
GF, Stock D, Vandenberg JI (2011) The N-terminal tail of hERG
contains an amphipatic a-helix that regulates channel deactivation.
PLoSOne 6:e16191. https://doi.org/10.1371/journal.pone.0016191

37. NgCA, Gravel AE, PerryMD,Arnold AA,Marcotte I, Vandenberg
JI (2016) Tyrosine residues from the S4-S5 linker of Kv11.1 chan-
nels are critical for slow deactivation. J Biol Chem 291:17293–
17302. https://doi.org/10.1074/jbc.M116.729392

38. Ng CA, Perry MD, Tan PS, Hill AP, Vandenberg JI (2012) The S4–
S5 linker acts as a signal integrator for hERGK+ channel activation
and deactivation gating. PLoS One 7:e31640. https://doi.org/10.
1371/journal.pone.0031640

39. Niemeyer MI, Cid LP, González W, Sepúlveda FV (2016) Gating,
regulation, and structure in K2P K+ channels. Mol Pharmacol 90:
309–317. https://doi.org/10.1124/mol.116.103895

40. Pardo LA, Stühmer W (2014) The roles of K+ channels in cáncer.
Nat Rev Cancer 14:39–48. https://doi.org/10.1038/nrc3635

41. Pettersen EF, Goddard TD, Huang CC, Couch GS, Greenblatt DM,
Meng EC, Ferrin TE (2004) UCSF chimera-a visualization system
for exploratory research and analysis. J Comput Chem 25:1605–
1612. https://doi.org/10.1002/jcc.20084

42. Piper DR, Varghese A, Sanguinetti MC, Tristani-Firouzi M (2003)
Gating currents associated with intramembrane charge displace-
ment in HERG potassium channels. Proc Natl Acad Sci U S A
100:10534–10539. https://doi.org/10.1073/pnas.1832721100

43. Priest MF, Lacroix JJ, Villalba-Galea CA, Bezanilla F (2013) S3-S4
linker length modulates the relaxed state of a voltage-gated potas-
sium cannel. Biophys J 105:2312–2322. https://doi.org/10.1016/j.
bpj.2013.09.053

44. Sand R, Sharmin N, Morgan C, Gallin WJ (2013) Fine-tuning of
voltage sensitivity of the Kv1.2 potassium channel by interhelix
loop dynamics. J Biol Chem 288:9686–9695. https://doi.org/10.
1074/jbc.M112.437483

45. Sanguinetti MC (2010) HERG1 channelopathies. Pflugers Arch
460:265–272. https://doi.org/10.1007/s00424-009-0758-8

46. Sanguinetti MC, Tristani-Firouzi M (2006) hERG potassium chan-
nels and cardiac arrhythmia. Nature 440:463–469. https://doi.org/
10.1038/nature04710

47. Sanguinetti MC, Xu QP (1999) Mutations of the S4-S5 linker alter
activation properties of HERG potassium channels expressed in
Xenopus oocytes. J Physiol 514:667–675. https://doi.org/10.1111/
j.1469-7793.1999.667ad.x

48. Sato Y, Sakaguchi M, Goshima S, Nakamura T, Uozumi N (2002)
Integration of shaker-type K+ channel, KAT1, into the endoplasmic
reticulum membrane: synergistic insertion of voltage-sensing seg-
ments, S3–S4, and independent insertion of pore-forming seg-
ments, S5–P–S6. Proc Nat Acad Sci USA 99:60–65. https://doi.
org/10.1073/pnas.012399799

49. Sato Y, Sakaguchi M, Goshima S, Nakamura T, Uozumi N (2003)
Molecular dissection of the contribution of negatively and positive-
ly charged residues in S2, S3, and S4 to the final membrane topol-
ogy of the voltage sensor in the K+ channel, KAT1. J Biol Chem
278:13227–13234. https://doi.org/10.1074/jbc.M300431200

50. Schmidt-Rose T, Jentsch TJ (1997) Reconstitution of functional
voltage-gated chloride channels from complementary fragments
of CLC-1. J Biol Chem 272:20515–20521. https://doi.org/10.
1074/jbc.272.33.20515

51. Subbiah RN, Clarke CE, Smith DJ, Zhao J, Campbell TJ,
Vandenberg JI (2004) Molecular basis of slow activation of the
human ether-a-go-go related gene potassium channel. J Physiol
558:417–431. https://doi.org/10.1113/jphysiol.2004.062588

52. Swartz KJ (2008) Sensing voltage across lipid membranes. Nature
456:891–897. https://doi.org/10.1038/nature07620

53. Syeda R, Santos JS, Montal M, Bayley H (2012) Tetrameric assem-
bly of KvLmK+ channels with defined numbers of voltage sensors.

1084 Pflugers Arch - Eur J Physiol (2018) 470:1069–1085

https://doi.org/10.1113/jphysiol.2014.287268
https://doi.org/10.1113/jphysiol.2014.287268
https://doi.org/10.1371/journal.pone.0024674
https://doi.org/10.1371/journal.pone.0024674
https://doi.org/10.1007/s00232-001-0156-4
https://doi.org/10.1007/s00232-001-0156-4
https://doi.org/10.1007/s00424-014-1638-4
https://doi.org/10.1007/s00424-014-1638-4
https://doi.org/10.4161/chan.26775
https://doi.org/10.1016/j.bpj.2015.02.014
https://doi.org/10.1016/j.bpj.2015.02.014
https://doi.org/10.1073/pnas.0900180106
https://doi.org/10.1073/pnas.0900180106
https://doi.org/10.1152/physrev.00021.2009
https://doi.org/10.1152/physrev.00021.2009
https://doi.org/10.1016/jneuron201310.040
https://doi.org/10.2174/138620709787047957
https://doi.org/10.1152/ajpheart.1999.277.1.H199
https://doi.org/10.1152/ajpheart.1999.277.1.H199
https://doi.org/10.1016/S0006-3495(96)79840-5
https://doi.org/10.1016/S0006-3495(96)79840-5
https://doi.org/10.1038/ncomms7672
https://doi.org/10.1038/35101535
https://doi.org/10.1038/35101535
https://doi.org/10.1113/jphysiol.2001.016741
https://doi.org/10.1113/jphysiol.2001.016741
https://doi.org/10.1042/BCJ20160746
https://doi.org/10.1371/journal.pone.0016191
https://doi.org/10.1074/jbc.M116.729392
https://doi.org/10.1371/journal.pone.0031640
https://doi.org/10.1371/journal.pone.0031640
https://doi.org/10.1124/mol.116.103895
https://doi.org/10.1038/nrc3635
https://doi.org/10.1002/jcc.20084
https://doi.org/10.1073/pnas.1832721100
https://doi.org/10.1016/j.bpj.2013.09.053
https://doi.org/10.1016/j.bpj.2013.09.053
https://doi.org/10.1074/jbc.M112.437483
https://doi.org/10.1074/jbc.M112.437483
https://doi.org/10.1007/s00424-009-0758-8
https://doi.org/10.1038/nature04710
https://doi.org/10.1038/nature04710
https://doi.org/10.1111/j.1469-7793.1999.667ad.x
https://doi.org/10.1111/j.1469-7793.1999.667ad.x
https://doi.org/10.1073/pnas.012399799
https://doi.org/10.1073/pnas.012399799
https://doi.org/10.1074/jbc.M300431200
https://doi.org/10.1074/jbc.272.33.20515
https://doi.org/10.1074/jbc.272.33.20515
https://doi.org/10.1113/jphysiol.2004.062588
https://doi.org/10.1038/nature07620


Proc Nat Acad Sci USA 109:16917–16922. https://doi.org/10.
1073/pnas.1205592109

54. Tombola F, UlbrichMH, Isacoff EY (2009) Architecture and gating
of Hv1 proton channels. J Physiol 587:5325–5329. https://doi.org/
10.1113/jphysiol.2009.180265

55. Tomczak AP, Fernández-Trillo J, Bharill S, Papp F, Panyi G,
Stühmer W, Isacoff EY, Pardo LA (2017) A new mechanism of
voltage-dependent gating exposed by Kv10.1 channels interrupted
between voltage sensor and pore. J Gen Physiol 149:577–593.
https://doi.org/10.1085/jgp.201611742

56. Trudeau MC, Warmke JW, Ganetzky B, Robertson GA (1995)
HERG, a human inward rectifier in the voltage-gated potassium
channel family. Science 269:92–95. https://doi.org/10.1126/
science.7604285

57. Tu L, Wang J, Helm A, Skach WR, Deutsch C (2000)
Transmembrane biogenesis of Kv1.3. Biochemistry 39:824–836.
https://doi.org/10.1021/bi991740r

58. Vandenberg JI, Perry MD, Perrin MJ, Mann SA, Ke Y, Hill AP
(2012) hERG K+ channels: structure, function, and clinical signif-
icance. Physiol Rev 92:1393–1478. https://doi.org/10.1152/
physrev.00036.2011

59. Vardanyan V, Pongs O (2012) Coupling of voltage sensors to the
channel pore: a comparative view. Front Pharmacol 3:145. https://
doi.org/10.3389/fphar.2012.00145

60. Villaba-Galea (2012) Voltage-controlled enzymes: the new Janus
Bifrons. Front Pharmacol 3:161. https://doi.org/10.3389/fphar2012.
00161

61. Viloria CG, Barros F, Giráldez T, Gómez-Varela D, de la Peña P
(2000) Differential effects of amino-terminal distal and proximal
domains in the regulation of human erg K+ channel gating.
Biophys J 79:231–246. https://doi.org/10.1016/S0006-3495(00)
76286-2

62. Wang J, Myers CD, Robertson GA (2000) Dynamic control of
deactivation gating by a soluble amino-terminal domain in HERG
K+ channels. J Gen Physiol 115:749–758. https://doi.org/10.1085/
jgp.115.6.749

63. Wang J, Trudeau MC, Zappia AM, Robertson GA (1998)
Regulation of deactivation by an amino terminal domain in human
ether-á-go-go-related gene potassium channels. J Gen Physiol 112:
637–647. https://doi.org/10.1085/jgp.112.5.637

64. Wang S, Liu S, Morales MJ, Strauss HC, Rasmusson RL (1997) A
quantitative analysis of the activation and inactivation kinetics of
HERG expressed in Xenopus oocytes. J Physiol 502:45–60. https://
doi.org/10.1111/j.1469-7793.1997.045bl.x

65. Wang W, MacKinnon R (2017) Cryo-EM structure of the open
human ether-a-go-go-related K+ channel hERG. Cell 169:422–
430. https://doi.org/10.1016/j.cell.2017.03.048

66. Wang Z, Dou Y, Goodchild SJ, Es-Salah-Lamoureux Z, Fedida D
(2013) Components of gating charge movement and S4 voltage-
sensor exposure during activation of hERG channels. J Gen Physiol
141:431–443. https://doi.org/10.1085/jpg.201210942

67. Whicher JR, MacKinnon R (2016) Structure of the voltage-gated
K+ channel eag1 reveals an alternative voltage sensing mechanism.
Science 353:664–669. https://doi.org/10.1126/science.aaf8070

68. Yellen G (2002) The voltage-gated potassium channels and their
relatives. Nature 419:35–42. https://doi.org/10.1038/nature00978

69. Yu FH, Catterall WA (2004) The VGL-chanome: a protein super-
family specialized for electrical signalling and ionic homeostasis.
Sci STKE 2004:re15. https://doi.org/10.1126/stke.2532004re15

70. Zhang L, Sato Y, Hessa T, von Heijne G, Lee J-K, Kodama I,
Sakaguchi M, Uozumi N (2007) Contribution of hydrophobic and
electrostatic interactions to the membrane integration of the shaker
K+ channel voltage sensor domain. Proc Nat Acad Sci USA 104:
8263–8268. https://doi.org/10.1073/pnas.0611007104

Pflugers Arch - Eur J Physiol (2018) 470:1069–1085 1085

https://doi.org/10.1073/pnas.1205592109
https://doi.org/10.1073/pnas.1205592109
https://doi.org/10.1113/jphysiol.2009.180265
https://doi.org/10.1113/jphysiol.2009.180265
https://doi.org/10.1085/jgp.201611742
https://doi.org/10.1126/science.7604285
https://doi.org/10.1126/science.7604285
https://doi.org/10.1021/bi991740r
https://doi.org/10.1152/physrev.00036.2011
https://doi.org/10.1152/physrev.00036.2011
https://doi.org/10.3389/fphar.2012.00145
https://doi.org/10.3389/fphar.2012.00145
https://doi.org/10.3389/fphar2012.00161
https://doi.org/10.3389/fphar2012.00161
https://doi.org/10.1016/S0006-3495(00)76286-2
https://doi.org/10.1016/S0006-3495(00)76286-2
https://doi.org/10.1085/jgp.115.6.749
https://doi.org/10.1085/jgp.115.6.749
https://doi.org/10.1085/jgp.112.5.637
https://doi.org/10.1111/j.1469-7793.1997.045bl.x
https://doi.org/10.1111/j.1469-7793.1997.045bl.x
https://doi.org/10.1016/j.cell.2017.03.048
https://doi.org/10.1085/jpg.201210942
https://doi.org/10.1126/science.aaf8070
https://doi.org/10.1038/nature00978
https://doi.org/10.1126/stke.2532004re15
https://doi.org/10.1073/pnas.0611007104

	Functional characterization of Kv11.1 (hERG) potassium channels split in the voltage-sensing domain
	Abstract
	Introduction
	Materials and methods
	Molecular biology, mutagenesis and expression in Xenopus laevis oocytes
	Electrophysiological recording and analysis
	Statistics

	Results
	Differential effect of interruptions in different loops linking transmembrane helices on Kv11.1 functional expression
	Effect of S2–S3 linker interruptions on functional characteristics of the Kv11.1 split channels
	Impact of S3–S4 loop interruptions on functional characteristics of the Kv11.1 channels

	Discussion
	References


