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Abstract

The slowly inactivating or late Na* current, Ina.., can contribute to the initiation of both atrial
and ventricular rhythm disturbances in the human heart. However, the cellular and molecu-
lar mechanisms that underlie these pro-arrhythmic influences are not fully understood. At
present, the major working hypothesis is that the Na* influx corresponding to Iya.. signifi-
cantly increases intracellular Na*, [Na*]; and the resulting reduction in the electrochemical
driving force for Na* reduces and (may reverse) Na*/Ca®* exchange. These changes
increase intracellular Ca®*, [Ca2+]i; which may further enhance Iy,.. due to calmodulin-
dependent phosphorylation of the Na* channels. This paper is based on mathematical simu-
lations using the O’Hara et al (2011) model of baseline or healthy human ventricular action
potential waveforms(s) and its [Ca®*]; homeostasis mechanisms. Somewhat surprisingly,
our results reveal only very small changes (< 1.5 mM) in [Na*]; even when Iy, is increased
5-fold and steady-state stimulation rate is approximately 2 times the normal human heart
rate (i.e. 2 Hz). Previous work done using well-established models of the rabbit and human
ventricular action potential in heart failure settings also reported little or no change in [Na™];
when Iy, was increased. Based on our simulations, the major short-term effect of markedly
augmenting Ina.. is a significant prolongation of the action potential and an associated
increase in the likelihood of reactivation of the L-type CaZ* current, lg,... Furthermore, this
action potential prolongation does not contribute to [Na*]; increase.

Introduction

Precise tuning and homeostatic regulation of intracellular Na™ levels, [Na™];, are known to be
essential elements of a number of very important regulatory physiological processes in mam-
malian heart cells (cf. [1-3]). These include: modulation of cell volume as a consequence of the
dependence of Na*/K* pump activity on [Na*]; [4,5]; the strong dependence of steady-state
intracellular Ca®* levels, [Ca®"];, on the electrochemical gradient for Na*, conferred by the
activity of the Na*/Ca®* exchanger and associated electrogenic current [1,6]; and regulation of
intracellular pH, due to both Na™/H" exchange [7], and Na"/HCOj exchange [8]. Changes in
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[Na*]; can strongly regulate the contractile state of ventricular myocytes. This is especially the
case for resting tension in isolated preparations (e.g. trabeculae) [9,10] or the diastolic pressure
in the whole heart. The recognition that there is a significant Na* influx into cardiac myocytes
with each action potential has been the basis for detailed studies of the rate-dependence of
[Na']; and resulting alterations in both the inotropic state of the heart, as well as its
electrophysiological instability or pro-arrhythmic tendencies [11-16].

The classical studies done on cardiac Purkinje fibres [17] and on mammalian ventricle
preparations during ischemia, [18] as well as recent work on the effects of changes in free radi-
cal levels on the cardiac Na™ current have identified a slowly inactivating component of the
Na" current, denoted late Iy, or In,.1 (cf [15,19,20]). In,.1. constitutes a potentially quite large
source of net Na™ influx during cardiac cycle/action potential. This is certainly the case when
the ventricular myocardium is challenged (ischemia) or compromised by cardiomyopathy,
diabetes, genetic channelopathies etc. [15,20]. Depending upon the pathophysiological setting,
the size of this Iy, can be significant, sometimes reaching approximately 1-3% of the peak
Na” current in human ventricle myocytes. This finding, when considered in conjunction with
the fact that the Iy, | generates a net Na* influx for almost the entire duration (150-200 msec)
of the cardiac action potential plateau raises the possibility that this specific source of net Na*
influx may alter [Na*]; levels. Indeed, such changes have been demonstrated in isolated Pur-
kinje fibre preparations (c.f. [21]) and in a number of pathophysiological situations using
mammalian ventricle preparations [15,20]. In turn, these changes in [Na']; could alter the
dynamic balance and/or longer-term homeostatic capacity of one or more of the Na*-depen-
dent regulatory mechanisms summarized above. It is also now well recognized that (mainly as
a consequence of the very high resistance state of the cardiac myocyte during the entire dura-
tion of the action potential plateau) the Iy, 1 can significantly change the action potential
waveform, and may also alter cell-to-cell electrotonic communication [14,22,23].

A growing number of settings in which enhancement of the Iy, 1 in human ventricle and
atria can occur are now significant foci of attention. This interest is based mainly on the modu-
lation of Iy, 1, by a variety of common pathophysiological stimuli and the resulting alterations
in action potential waveform and/or intracellular ion concentrations that can contribute sig-
nificantly to an enhanced pro-arrhythmic substrate [20]. For example, hypoxia [24,25] short-
term ischemic insult [18], free radical challenge [26,27] or related alterations in mitochondrial
function that can give rise to free radical species, [28] and thus transiently, but significantly
augment, Iy, 1. In addition, the diabetic myocardium often exhibits an enhanced Na* current
as a consequence of changes in tyrosine phosphorylase activity in both Type I and Type II dia-
betes [29,30]. This increased net inward current produces important changes in the safety fac-
tor for action potential repolarization and alters the repolarization reserve [20,22]. The
immediate and direct consequences of an increase in Iy, | include a significant lengthening of
the action potential duration, sometimes accompanied by (for example in the case of Purkinje
tissue) a change in the height of the plateau of the action potential [17,31]. Prominent, but
more slowly developing changes in action potential waveform have also been observed [21,32].

At present, the predominant working hypothesis with respect to the sequelae that may lead
to the pro-arrhythmic ventricular substrate states that the net Na™ influx that corresponds to
the enhanced Iy,.1, can significantly change [Na*];, thereby reducing, (perhaps even revers-
ing), Na*/Ca®* exchange and resulting in an increase in [Ca**];. In this scheme, augmented
[Ca®']; (among other significant effects) promotes phosphorylation of calmodulin, kinase and
enhances a number of different ion channel substrates, including Na* and Ca*" channels
[20,33,34]. However, we note that previous computational work done to evaluate this hypothe-
sis in settings that are assumed to mimic key elements of human heart failure have also
reported only very small changes in [Na*]; [14,35,36].
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A number of key elements of this working hypothesis have not been evaluated systemati-
cally at baseline in human ventricle, i.e., assuming normal electrophysiology and [Ca®'] ;
homeostasis. Accordingly, we have used a current model of the healthy human ventricular
action potential [37] and its [Ca®*]; homeostasis formalisms to address the following

questions:

1. Under control conditions or in the setting of bracketed (2-fold to 5-fold) increases in I, 1,
are there significant changes in [Na']; when the heart is paced at physiological rates (1 Hz)
or at 2 Hz?

2. Under baseline conditions, and at the highest plausible levels of Iy, 1, what are the relative
contributions to any detectable changes in [Na']; levels, when sources of Na™ fluxes, includ-
ing the Na*/K* pump, the Na*/Ca** exchanger, the peak Na* current, and the Iy,  are
compared and contrasted?

3. Based on this in silico pattern of results: what is the most plausible mechanism by which
Ina.1 is pro-arrhythmic in human ventricle? How do agents such as ranolazine that function
mainly by selective inhibition of the Iy, 1, result in consistent and important anti-arrhyth-
mic effect therapies?

Our calculations have yielded a pattern of results which demonstrates only quite small
changes in [Na*]; even following very large (5-fold) and (somewhat implausible) increases in
Ina.r. These findings suggest that it is not solely a progressive increase in [Na*]; per se that is
the main trigger for pro-arrhythmic changes in the ventricular myocardium. Instead, it is likely
that the extraordinary efficacy of Iy, 1 as a current source (or initiator) for pro-arrhythmia in
human ventricles is ‘indirect’ as has been pointed out previously [14,20,22,23].

Methods
Human ventricle myocyte action potential model

Simulations of the electrical activity of endocardial human ventricular myocytes were per-
formed using the human ventricular action potential (AP) model developed by O’Hara et al.
2011 [37]. This ‘ORd model’ is based on experimental data taken from 140 healthy human
hearts. It includes detailed formulations of 18 ionic currents and provides the possibility for in
silico studies of endocardial, epicardial, and M cells. The sets of differential equations in this
model were implemented in Matlab (Math-works Inc., Natick, MA, USA) and solved numeri-
cally using a variable order solver (odel5s).

Modification of ORd model to simulate [Na*]; changes due to Ina..

Our simulations were carried out using a modified version of ORd model in which the equa-
tions for fast or peak Iy, were replaced with those from ten Tusscher, Noble, Noble and Panfi-
lov model 2004 [38], as suggested by the origninal authors of ORd model to prevent
propagation failure (see http://www.ploscompbiol.org/annotation/listThread.action?root=
55207). This maneuver was previously tested and validated by ElShrif et al. [39]. In this study,
using the TNNP formulation of Iy, in ORd model, conduction velocity (CV) yielded values
that closely matched experimental data [40] and could also replicate the main characteristics of
Ina, restitution properties and spiral wave behavior [39]. To illustrate the behavior of this mod-
ified model, Fig 1 shows the comparison of the main ion currents, AP and ion concentrations
of the original ORd model and the modified model used in the present study and in [39]. In
summary this hybrid ORd model yields a well-characterised experimentally validated simula-
tion modeling environment for the baseline or healthy human ventricular myocyte as judged
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Fig 1. Comparison between the modified and original ORd model of human ventricular AP. Simulations were
performed for baseline conditions using the original ORd model (gray traces) and the modified ORd model (black
traces) of endocardial human ventricular AP. As described in the methods section, in the modified ORd model, the
original formulation for the fast Iy, current has beenreplaced with the formulation of ten Tusscher et al. 2004.
Simulations were performed at a stimulation frequency of 1Hz, and the last AP (A) after achieving steady state is
shown. The following ion currents corresponding to the last pulse are also illustrated: Fast Iy, (B), Ina-L (C), Ica-L (D),
as well as [Ca®*]; (E) and [Na™]; (F).

doi:10.1371/journal.pone.0167060.9001
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by the threshold, excitability and the dV/dt of the action potential (cf [39,41]). To ensure that
the Na" flux and related change in [Na*]; was representative of a range of physiological condi-
tions our simulations were done (i) at baseline, control I, 1, (ii) after increasing Iy, 1. 2-fold;
and (iii) after a 5-fold increase in In,.1.

Stimulation protocols

Current-clamp simulations were done to evaluate action potential (APs) waveforms and
underlying ionic currents, as well as the coincident changes in [Na*]; and [Ca®'], Single myo-
cytes were stimulated at either 1 Hz or 2 Hz using supra-threshold depolarizing stimuli (2 ms
duration), until steady-state conditions were achieved [42]. Changes in [Na*]; at 1 Hzand 2
Hz stimulation rates were evaluated by stimulating myocytes 1000 times at each frequency.
[Na']; levels were recorded at: (i) baseline, (ii) after increasing Iy, either 2-fold or 5-fold, (iii)
after inhibition of the Na*/K* pump by 50%, (iv) after 2-fold enhancement of the Na*/Ca**
exchange current and (v) selected combinations of these conditions.

For the ‘action potential (AP) voltage clamp’ studies, the AP waveform was first recorded
from the in silico myocyte in current clamp mode (steady-state stimulation at a cycle length of
1 Hz). It was then stored and denoted the ‘short AP’. After Iy, 1 was increased 5-fold, a ‘long
AP’ was recorded and stored. These two AP waveforms were used as voltage clamp commands
to evaluate the effects of changes in AP duration and related changes in ionic currents, on
[Na*]; and [Ca®*];. All simulations were done at 1 Hz.

To assess the separate contributions of individual electrogenic currents carried by Na™ to
the total influx and efflux of Na™ and changes in [Na*]; during these action potential wave-
forms, each of these currents (channel, exchange or pump-mediated) was integrated (see Eq
1) during the last action potential in the train.

d[Na™],
dt

Am Vss
= _(INa + Iy, + 3lyex+3Lvk + INab) # + ]diff.Nu v (1)

myo myo

Vmyo stands for the bulk myoplasm volume and v, denotes for the subspace volume (see
below).

Intracellular Volume(s) of Distribution in the ORd Model framework

The ORd model includes four compartments: 1) the bulk myoplasm (myo), 25.84 pL (68% of
the cellular volume), 2) the junctional sarcoplasmic reticulum (JSR), 0.182 pL (0.48% of the cel-
lular volume), 3) the network of sarcoplasmic reticulum (NSR), 2.098 pL (5.52% of the cellular
volume), and 4) an subsarcolemmal ‘subspace’ (SS) of 0.76 pL (2% of the cellular volume) that
represents a microanatomical diffusion-limited space very near the T-tubules. The ORd model
also includes distinct Ca** buffers for each of these compartments (as described in detail in the
original paper [37]).

The final part of this study evaluated one mechanism by which I, 1 induced changes in: (i)
the action potential waveform and (ii) [Na*]; may give rise to early after-depolarizations
(EADs). In this set of simulations the base line O’Hara et al, 2011 [37] human ventricular myo-
cyte model was altered. The changes included: i) a reduction in the two main repolarizing K*
currents, I, (85%) and Ix; (30%), and a 3-fold increase in I, 1. Under these conditions when
the stimulus rate was reduced to 0.5 Hz, EADs were consistently observed. This combination
of changes did not produce EAD-like activity in the ORd under baseline or control AP model
(see Discussion).
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Results

The starting point (or baseline conditions) for this set of simulations is illustrated in Fig 2
(black traces). Panel A shows the stimulation command, the simulation conditions and the
resulting APs. Panel B to I illustrate the steady-state action potential waveform (B), the corre-
sponding L-type Ca** current (C), late Na* current, Iy, (D), Na*/Ca®" exchanger current
Incx (E), Na*/K* pump current Iy, (F), total sarcoplasmic reticulum and intracellular Ca**
levels [Ca2"]sg, [Ca**];, (G) and (I), and intracellular Na* levels, [Na*]; approx, 7.25 mM in
our model of the healthy human ventricle myocyte (H).

To begin to evaluate whether Na™ influx through Iy, ; can alter [Na™];, two sets of simula-
tions were done. First, Iy, 1 was increased 2-fold to approximate the changes in Iy, 1 utilized
in a number of different experimental settings that have evaluated repolarization variability
caused by changes in Iy, 1 [3,23]. These results are shown as hatched black lines, superimposed
on our baseline simulations. Note that in response under steady-state conditions: (i) the action
potential lengthens substantially (A), (ii) [Na*]; increases by only approx. 0.1 mM (D); and
(iii) there are small changes in the Na™/K" pump current (C), as well as the L-type Ca*" current
Icar (E) and the Na*/Ca®* exchanger current, Iycx (F).

The second set of simulations was done to evaluate the effects of increasing I, 1 5-fold.
This is an extreme maneuver; well beyond the fold changes reported in even pathophysiologi-
cal settings. However, it is somewhat similar to some of the experimental results obtained after
pre-treatment of ventricular myocytes with a sea anenome toxin, ATX II that selectively aug-
ments Iy, 1 (cf[20]). As illustrated by the red traces, in each panel of Fig 2 the two most nota-
ble and functionally significant changes are: (i) an increase in [Na']; by approx. 0.5 mM to
approx 7.7 mM (D) and corresponding increases in (ii) the Na* /K" pump current (C) and
(iii) Incx (F).

With this pattern of results as a guideline, we next explored the time course and the extent
of changes in [Na*]; after a 2-fold increase in heart rate (cf [43]) under many of the same con-
ditions that are illustrated in Fig 2. The two superimposed traces in Fig 3A show [Na']; at base-
line (black) and also in response to stimulus trains consisting of 1,000 action potentials applied
first at 1 Hz and then at 2 Hz. The red trace in this Panel illustrates results produced by an
analogous set of simulations, except that I, | was increased 5-fold.

The superimposed [Na™]; data in Panel 3B shows the effects of reducing Na*/K* pump
activity by 50% under the conditions where Iy, |, was also increased 5-fold. Again, results were
obtained at two stimulation rate: at 1 Hz and 2 Hz. Note that at 1 Hz [Na*]; reaches a maxi-
mum of approx 10 mM (red trace). The corresponding [Na*]; value for the 2 Hz stimulation is
12 mM (dashed red line). When [Na™]; increases to either approx.10 or 12 mM the Na*/K*
pump is strongly stimulated, as expected [4,44] and this limits the extent of the increase in
[Na*];. To visualize the effects of the 2 Hz stimulus train in the absence of the enhanced activa-
tion of the electrogenic Na*/K* pump activity, simulations were also done with the Na*/K*
pump ‘blocked’ by 50%. As shown by the superimposed traces in Fig 3B the resulting increases
in [Na™]; were somewhat larger when Na*/K* pump activity was reduced by 50%. The traces
in Panel C show the changes in [Na™]; when the 1 Hz and 2 Hz stimuli are applied at baseline
and then in the presence of a (i) 5-fold increase in In,., and also (ii) with the Na*/ Ca**
exchange activity increased 2-fold (see Discussion).

It is well known that significant increases in Iy,.; can change the action potential waveform,
mainly by lengthening its duration (APD), and increasing its height during the plateau phase
(cf. [17]). However, in the healthy human ventricular myocardium there has been no previous
attempt to separate these changes in order to address the questions: Is it: (i) the Na* flux due to
Ina1 per se, (ii) the concomitant change in action potential waveform, or (iii) both, that

PLOS ONE | DOI:10.1371/journal.pone.0167060 November 22, 2016 6/23



@° PLOS | ONE

[Na*];and Late Iy, in Human Ventricle

A dl In-silico )
Stimulation comman conditions Resulting AP
5 ms -80 mA
H H Short AP
Control 0

Vm (mV)

pTe——
BCL = 1000ms

5 ms -80 mA wng AP
H Concomitant effect
H I. x5 0

Vm (mV)

Na-L \ I, x 5 and long APD
b | a Na-L
BCL = 1000ms L -
100 400
Time (ms)
B o0 C 0.0 r
- 0 )
g g o /
£ w0 3
-1,2
120 Lo e — : : : :
D E
0,1 -
0.0
;E' g- 0,0
£ 04 & i
= ¥ i
_2 ::Z 0.1 -
-0.8

-0,2 &

Frf
Q

024 =
e S 3
& g
> E
= i
i
% 016 &
A =)
0,08
H . I
— =
2 z
£ 2
i 15 =
* <
® e mm———————————— O
z 1o
7.0 : 0
1000 1200 1400 1000 1200 1400

Time (ms) Time (ms)
Fig 2. Action potential and ion currents in normal conditions and after Iy,_enhancement. lllustration of
baseline conditions and steady state effects of increasing late Na* current on the human ventricular action potential
and underlying ionic currents. The standard stimulation train lasted 700 s. In this and subsequent Figs the selected
conditions are illustrated as follows: control (black lines), 2-fold Iy, increase (discontinuous lines) and then 5-fold Ina.
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increase (red lines). The stimulation conditions (current clamp) are indicated in panel A. The left-hand column shows
the 3 action potential waveforms (Panel B), corresponding records for Iya. (Panel D), electrogenic Na*/K* pump
current (Panel F), and intracellular Na* levels (Panel H). The right-hand column shows corresponding data for the L-
type Ca** current (Panel C), the Na*/Ca2* exchange current (Panel E), a parameter depicting the amount of Ca%*
release from the sarcoplasmic reticulum (SR) (Panel G) and the resulting intracellular Ca®* levels (Panel I).

doi:10.1371/journal.pone.0167060.9002

enhance the likelihood of pro-arrhythmic activity in human ventricle? The superimposed sets
of results shown in Figs 1 and 4 provide much of the data that is needed to address these
points. As described above, two of the sets of superimposed traces in Fig 2 were obtained: (i)
under baseline conditions (1 Hz, black traces) and (ii) 1 Hz, with Iyy,.; enhanced 5-fold (red
traces).

The next set of simulations employed the action potential waveform as the activating stimu-
lus (Fig 4). This was done to simulate action potential clamp methodology. By selecting repre-
sentative ‘short’ or long’ AP waveforms (see Methods) as the command signal for the in silico
voltage clamp, one can separate the effects of (i) action potential lengthening and (ii) an
enhanced Iy,.; on corresponding changes in [Na'];. In Fig 4 the baseline action potential
(denoted ‘short AP’ and illustrated as the discontinuous red traces) was the digitized waveform
shown in black in Panel B of Fig 2. The long action potential (discontinuous black trace) was
the digitized AP corresponding to the red trace in Fig 2B. Importantly, these simulations show
that the [Na™]; increase is only slightly larger (approx. 1 mM) when Iy, 1 is enhanced 5-fold
and the short AP waveform is used (discontinuous red trace: short AP + 5xIy,r), than when
the long AP waveform is applied, but I, is maintained at its baseline value (discontinuous
black trace: long AP + 1xIy,r). In summary, even very substantial action potential lengthening
does not appear to be a primary factor in markedly changing either [Na*]; or [Ca®*]; Rather,
an enhancement of Iy, | per se plays a more important role in [Na']; changes. [23](cf
Discussion).

Relative contributions of Channel, Pump and Exchanger Mechanisms to
[Na™]; Homeostasis in Human Ventricle

These computations can also reveal the relative contribution of each of the Na* dependent ion
transport or processes that are operative in this model of human ventricular myocyte Na*
homeostasis. [1,5,6,45,46] A synthesis of this information is presented in Figs 5 and 6. The
integrated Na" flux per action potential is illustrated under each of the selected conditions of
this study (Figs 2-4). The histograms shown in black in Fig 5 were obtained under control (or
baseline) conditions, that is, at steady state following a train of 1 Hz stimuli. Each separate elec-
trogenic Na" flux was integrated during the last action potential of the AP train. Note that dur-
ing the action potential at baseline the net Na* influx due to the peak Na* current is
considerably larger than that due to Iy,.;. The corresponding histograms illustrating Na™
fluxes mediated by the Na*/K* pump and Na*/Ca** exchange also provide useful insights. For
example, the Na*/K" pump generates a substantial Na™ mediated outward current, which cor-
responds to: (i) the approximate Na™ influxes due to the peak and late components of the Na
influx due to Iy, (ii) as well as baseline influx of the Na*/Ca** exchanger. The Na* influx due
to the assumed (very small) background Na™ current is also illustrated. An analogous data set,
obtained under the same conditions except that Iy, ; was increased 5-fold is shown in the his-
tograms that are outlined in red. Aside from documenting that the Iy, has been increased
5-fold, there are no significant new insights from this maneuver.

The third data set was obtained using the baseline or ‘short” action potential clamp, together
with the 5-fold increase in I, 1 (red histograms) As expected, the increase in [Na']; resulting

PLOS ONE | DOI:10.1371/journal.pone.0167060 November 22, 2016 8/23



@° PLOS | ONE

[Na*];and Late Iy, in Human Ventricle

127
s
g/ L
4'-_: i /'///
Z [, x5 2
- 8r t
e Ctrl 2Hz
t 1 Hz
B 12 I
g | INaKX05+INaLX ;,27:';/
E X 05 P
) 7 /
E 8 r ////‘/
c
s
g 7 ;
s [ Xx2+L x5 //
e 8 N //////__ \\,—
4 NCX X 2
5 10 15x 10°

Time (ms)

Fig 3. [Na*]; levels at increasing frequencies. Demonstration of intracellular Na* levels ([Na*]; during
maneuvers that form the basis of this paper. Each in silico test involved the application of 1000 stimuli applied
at a rate of 1 Hz (left) and then 2 Hz (right). This maneuver was done under baseline conditions (black) and
also after increasing Iy, 5-fold (red). Effects on [Na*]; are shown in Panel A. The remaining data sets
correspond to 50% inhibition of Iyak (discontinuous black curve) and 50% inhibition of Iy, and 5-fold increase
of InaL (discontinuous red curve) in Panel B. In Panel C the black dotted curve corresponds to a 2-fold increase
in Incx, and the dotted red curve corresponds to a 2-fold increase in Iycx and a 5-fold increase in Iy, -

doi:10.1371/journal.pone.0167060.9003

from this enhanced Na" influx stimulates the Na*/K" pump. Interestingly, it has no other sig-
nificant effect on the overall net fluxes generated by these Na™ dependent transport mecha-
nisms. Importantly, the Na*/Ca** exchanger continues to operate in the forward mode. The
final data set in this Figure (histograms that are cross hatched) shows the effects of lengthening
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Fig 4. Action potential clamp simulations. Analysis of the effects of enhancing Iy, 5-fold under conditions
where the action waveform is held or ‘clamped’ at its control or baseline waveform. Panel A shows this protocol.
First simulations were run with 5x-ly,. but with a fixed or “clamped” normal AP waveform (discontinuous red
lines). Thereatfter, the long AP waveform due to 5x-Iy,- was applied as the voltage clamp command signal
(discontinuous black lines) and Iy, remained at its baseline value. The resulting changes in 8 selected
parameters are plotted in Panel B. Based on this pattern of results, it is clear that the small increase in [Na*];
from 7 to 8 mM is due to the Na* influx through I, at baseline i.e. that the change in AP waveform is not a
significant factor.

doi:10.1371/journal.pone.0167060.9004

the action potential in the presence of a baseline level of Na™ current. This maneuver (by itself)
produces no significant changes in peak Na* current, Iy,.1, Na*/K* pump current, or Na*/Ca**
exchange current.

Absolute Contribution (mM/L)

0.0141
- 7
/ 4 ~ ? Tl 12
: CtI’l
7 LarX5
-0.014 B Short AP clamp + 5xI_
Long AP clamp + IxI_
-0.03 r ' ' ' '
INa I I I I

NaL NaK NCX Nab

Fig 5. Absolute Na* fluxes. Contribution of the selected electrogenic currents carried by Na* to the total influx and efflux of Na* during the human
ventricular action potential. To obtain these results, each channel, exchanger or pump-mediated Na* flux was integrated during the last action
potential. All simulations were conducted at 1 Hz. The black bars reflect values for steady-state control conditions (current clamp). The white bars
outline in red correspond to a 5-fold increase in Iy, (current clamp) i.e. where the AP is long. In this case, both i.e. an enhanced Iy, as well as the
long AP are considered. The solid red bars correspond to short AP clamp, where Iy, was enhanced 5-fold (short AP + 5xly, ). In this case
therefore only the effect of on [Na*]; an enhanced Iy, is analysed. Hatched bars correspond to long AP clamp, with normal Iy, so that the effect of
along AP alone is illustrated (long AP + 1%IygL).

doi:10.1371/journal.pone.0167060.g005
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Fig 6. Relative Na* fluxes. The relative contributions of selected Na* flux pathways to [Na*]; homeostasis.
These relative flux values were calculated during the last AP (number 700) for each of the four conditions
described in Figs 2 and 4. Simulations were conducted at 1 Hz: (A) steady-state control conditions (current
clamp), (B) a 5-fold increase in Iy, (current clamp), (C) short AP clamp and a 5-fold increase in Ina. (short AP
+ 5%InaL), and (D) long AP clamp with normal Iya. (long AP + 1%Iy, ).

doi:10.1371/journal.pone.0167060.g006

An additional way of considering the results from these simulations and evaluating their
implications is to summarize the relative changes in Na* homeostasis in the form of pie charts
that depict the relative fluxes mediated by each of these Na* dependent transport mechanisms.
The data shown in Fig 6A was obtained by integrating the Na* fluxes during the last action
potential of a 700 action potential train elicited at 1 Hz. Note that the Na™ flux due to the peak
Na" current is approximately 3.5 times larger (28% vs. 8%) than that due to Iy, 1; and also that
the Na" flux generated by the Iycx is the largest of these three electrogenic Na* transport
mechanisms. The analogous data set in Fig 6B shows these proportional fluxes and relative
changes when Iy, 1 was increased 5-fold. As expected, the Na* flux mediated by I,y increases
substantially (approximately 4-fold). The Na" influx due to peak Na* current changes very lit-
tle. The significant decrease in Na* flux mediated by the Iycx (38% vs. 26%) is due to the very
long plateau of the action potential under these conditions. The intrinsic, non-linear voltage
dependence of Icx mediated ion transport results in this current being much smaller at
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membrane potential corresponding to the action potential plateau than at diastolic membrane
potential (see Discussion).

Comparison of the data in Fig 6D and 6A provides further basis for determining whether in
fact, the lengthening of the action potential by itself is a significant factor in [Na*]; accumula-
tion in healthy human ventricular myocytes. Apparently, this is not the case, based on the sim-
ilarity of these relative fluxes under these two very different sets of conditions. In summary,
under these conditions, as was the case at baseline, the major pathways for Na* flux are the
peak Na™ current and the Na* flux mediated through the Iycx. The Na* flux due to the Iy,
current increases [Na']; only approximately 2%. This may seem unlikely, (even counter intui-
tive); however, it is important to recognize that the long AP waveform corresponds to an
action potential plateau at approximately +30 mV, (very close to the electrochemical equilib-
rium potential for Na*). Given this, lengthening of the ventricular action potential may not
result in any significant increased Na" influx (see Discussion).

Discussion
Summary

The most significant insight gained from this set of computations is that within the framework
of the O'Hara et al, 2011 [37] model of electrophysiological activity at baseline (in control condi-
tions) in the healthy human ventricle, even very strong activation of the Iy, 1 in single myocytes
results in only an approx. 1 mM increase in intracellular Na™, [Na*]; at a physiological (1 Hz)
heart rate. In fact, under these conditions (see Fig 2), with Iy, 1 adjusted within the physiologi-
cal range (from baseline to a two-fold increase, there is apparently no detectable (<0.2 mM)
increase in [Na'];. We are not the first Group to have reached this conclusion based on mathe-
matical modeling of Na* fluxes in mammalian ventricular myocytes. A number of recent papers
[3,14,23,36] suggest this although in most cases the context is the failing ventricle, and thus a
very different electrophysiological substrate [35]. Another important finding, of this work, not
tested to date, is that the effect of Iy, . on [Na*]; elevation is direct and not derived from APD
prolongation.

Our conclusion/illustration does, however depend on the assumption that the Na* influx
due to Iy, 1 is distributed quasi-instantaneously into approx 50% of the total or right-cylindri-
cal volume of the myocyte (see Methods). Evidence in favor of a small intracellular ‘fuzzy
space’ in which Na" could accumulate, would be expected to enhance the extent to which
[Na']; can rise e.g. after a train of action potentials at a high heart rate [47-50]. However, the
increase in [Na']; in this ‘fuzzy space’ would be transient, since Na* is highly mobile/diffusible
in myoplasm [44]. Nonetheless, transient increases of [Na*]; in the 2-5 mM range could have
some very significant effects, even if the reduction in the electrochemical gradient for [Na™];
was not large enough to reverse Na*/Ca®* exchange flux [48,51]. For example, if [Na']; rose by
e.g. 5 mM the Na*/K" pump activity (turnover rate) would increase and this could have sec-
ondary metabolic consequences, perhaps even leading to altered ATP/ADP ratios [52]. Activa-
tion of the eletrogenic Na*/K" pump would also hyperpolarize the myocyte resting membrane
potential [4,45,53,54] by e.g. 3-5 mV. This may alter excitability by partially removing Iy,
inactivation. In pathophysiological settings, e.g. in the cardiomyopathic [35,55] or in failing
hearts [45,56-58] where I\, 1 is increased and the input resistance of the myocytes, (even at
diastolic membrane potentials), is also increased; enhanced activity of the electrogenic Na*/K*
pump would be expected to produce a somewhat larger hyperpolarization of the diastolic
membrane potential (assuming that the expression density and Na*/K* pump isoform remain
unchanged) [59-61]. In the setting of free radical challenge in the failing heart, Iy, 1 is
increased substantially [27] while Na*/K" pump turnover is reduced [62]. This combination of
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conditions would pre-dispose the human ventricular myocardium to exhibit [Na*]; ‘accumula-
tion’ or overload [62-64]. However, as mentioned, previous assessments of [Na']; in ‘failing
human ventricular myocytes have also not revealed any significant Iy, ; dependent increase in
[Na']; [3,14,20,35,64].

Increased [Na™]; could also reduce Na*/H" and/or Na+/HCO; exchanger activity. The
resulting compromise of intracellular pH regulation [7] is known to have significant effects
on both channel-mediated currents and intracellular communication/conduction [8]. The
Backx Group [65] have shown that increases in [Na']; from baseline approx. 5-7 mM to
approx. 10-12 mM can significantly alter myocyte contractility. This occurs mainly by enhanc-
ing Ca®*-induced Ca" release. Previously, Levi et al [66] had reported somewhat similar results.

Ina-L @s a target for anti-arrhythmic agents

To fully understand the impressive anti-arrhtyhmic action of selective Iy, 1 blockers, it is help-
ful to dissect the negative effects of Iy, .| enhancement on Na*, Ca** handling, and AP wave-
form, in the healthy and in the pathological myocardium. Many studies focusing the role of
Ina1 enhancement in arrhytmogenesis have been done under pathological conditions, such as
heart failure or hypertrophic myocardiopathy [67]. Under such circumstances, Na+ accumula-
tion, abnormal Ca** handling, APD prolongation, EADs and DADs generation cannot be only
attributed to Iy, 1 enhancement. Remodeling of other ion currents and metabolic changes are
also responsible for these changes.

In this work, the effect of Iy, | enhancement was analyzed in healthy human ventricular
myocytes. The first and well characterized effect of Iy, 1, enhancement is APD prolongation, in
agreement with experimental works where specific mutations lead to Iy, 1 enhancement [68].
Here resides the classical explanation for the impressive anti-arrhythmic action of agents such
as ranolazine that quite selectively reduces Iy, 1 in mammalian ventricle, including humans
[15,34]. APD prolongation is proarrhythmic because it can result in reactivation of the I, 1.
current [69,70]. Based on our simulations, this mechanism appears to be plausible. Although a
number of significant changes in K* current(s) need to be implemented simultaneously. These
included: (i) Iy, 1 increased 3-fold, (ii) stimulation rate reduced to 0.5 Hz and (iii) repolariza-
tion reserve markedly decreased by reducing HERG by 85%; and also reducing the back-
ground K" current I, by 30%. The resulting EAD activity is illustrated in Fig 7. We note that
the L-type Ca®" current in ventricular myocardium also exhibits a slowly inactivating or ‘late’
component; and this has been shown to contribute to formation of EADs [71]. This combina-
tion of maneuvers is quite extreme and certainly non-physiological. However, it is not unprec-
edented within an electrophysiological substrate thought to be representative of failing
ventricular myocardium (cf. [67,72-75]). It is therefore not surprising that discussion, contro-
versy, and disagreement persist regarding the physiological and pathophysiological conse-
quence of I, 1. [16,76-79].

The second effect of I,.; enhancement observed in our simulations is the slight [Na™];
increase. In the healthy myocardium, Iy, apparently does not significantly alter [Na'];, even
when it is increased 5-fold and heart rate is doubled for 700 beats at 1 Hz. This raises the ques-
tion: What is a plausible mechanism for the anti-arrhythmic action of ranolazine? Iy, 1
enhancement could also be considered proarrhythmic, because of the effects on [Na']; eleva-
tion. Indeed, our AP clamp simulations showed that APD prolongation per se did not elevate
[Na'];, whereas I,.; enhancement with a clamped short AP (short AP + 5xIy,) did elevate
[Na'];. Thus, the slight increase in [Na']; under conditions of enhanced Iy,.1, is a direct effect
of this current through the increase of Na* flux, rather than an indirect effect related to APD
prolongation. A more significant [Na"]; elevation, under specific conditions, such as
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Fig 7. Early after-depolarizations (EAD’s) using the modified ORd model of (endocardial) human
ventricular AP. Simulations were performed for baseline conditions (black traces), and also after a three-fold
increase of the late sodium current (Ina-) (i) This change coupled with a set of other parameter changes
yielded consistent EAD generation at a slow (0.2 Hz) stimulus rate. The changes were: 80% block of the rapid
delayed rectifier current (Ix;), plus (ii) 30% block of the background inwardly rectifying K* current (Ix4) (red
trace). Panels A illustrates the AP waveform and EAD Panels B and F show the late sodium current, Iy,.. and
Ca?* current (lca..) respectively. Panels C and G illustrate [Na*]; and [Ca2*]; levels. Panels D and H depict
Na*/K* pump and Na*/Ca®* exchange currents.

doi:10.1371/journal.pone.0167060.9007

hypertrophic cardiomyopathy [35] might be proarrhythmic through Ca®* overload and rano-
lazine can reverse these effects.

Finally, the third arrhythmogenic effect of Iy,.; enhancement is an abnormal Ca®* handling,
which is very much related to the two effects described above: Na* accumulation and APD pro-
longation. Our AP clamp simulations showed that in the healthy myocardium, Iy, 1 enhance-
ment slightly increased peak [Ca®*];. This has also been observed in experimental studies on
mice myocytes [68] in a more pronounced manner. Another important finding from our AP
clamp simulations is that APD prolongation per se did not significantly alter [Ca**]; transient.
This observation differs from Bouchard et al. [80] results, who performed AP clamp experi-
ments in rat myocytes and observed that a rapid change from a “short” to a “long” action poten-
tial command waveform resulted in an immediate decrease in peak I, | and a marked slowing
of its decline. Prolongation of the action potential also resulted in slowly developing increases in
the magnitude of Ca®* transients. They suggested that a change in Ca** content of the sarcoplas-
mic reticulum was responsible for this effect, and that changes in the rate of rise of the [Ca®*];
transient were closely correlated with changes in the magnitude and the time course of I,;.
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Thus, Ca®" release from the sarcoplasmic reticulum can be modulated by the action potential
waveform as a result of changes in I, 1. In our case, the longer AP in Fig 1 caused a slight
decrease of I, although the current is active for a longer time. Thus, Ca** influx should not be
significantly. Differently, changes in AP upstroke driven by an increase of Iy, peak in ORd
model lead to a decrease of I, peak and a subsequent decrease of [Ca*']; peak.

In summary, changes in Iy, 1 do affect Ca>* handling, as showed our simulations and several
experimental studies [68], and changes in AP waveform per se might affect Ca®* handling
depending on how ca currents are affected by the AP change. It would be very interesting to per-
form AP clamp experiments on human myocytes similar to Bouchard et al. [80] experiments to
elucidate the effects of AP waveform changes on Ca®* handling. With respect to the effects of
Ina. enhancement on Ca®* handling under pathological conditions, many authors have demon-
strated the derived arrhythmogenic events and the power of In, 1 blockers to reverse these situa-
tions [14,67]. Again, in these cases many factors rather than Iy, ; alone are to be considered.

Limitations of this study

Our analysis and conclusions must be considered in the context of the strengths and limita-
tions of the chosen mathematical modeling platform, the O’Hara et al. [37] model of the base-
line or human ventricular action potential and its intrinsic intracellular Ca** homeostasis
mechanism(s). As has been pointed out previously, our choice of the model is well-founded.
Thus i) this model was constructed using data from a large number of human ventricle myo-
cyte preparations (n = 140) that were derived from healthy donors, and ii) it has been relatively
well characterized through modifications/further testing by the Rudy Group and extensive use
by others, including being adopted for the modeling platform of the FDA Safety Pharmacology
initiative. Nonetheless:

1. The original equations for Iy, in this model give rise to a Na* current that promotes only a
marginal safety factor for depolarization and a relatively low conduction velocity. As noted
we have therefore exchanged the original O’'Hara et al [37] formulation for Iy, with the
analogous equations from ten Tusscher et al [81]. The size of Iy, 1 in the healthy human
ventricular myocyte was approximated under control conditions and then both 2x and 5x
increases were evaluated to ensure that the resultant Na™ influxes and related changes in
[Na']; bracketed all plausible physiological conditions. The changes in Iy, formulation, also
adopted by other authors [39,82], slightly alters the AP waveform, I, and Ca®" handling
(see Fig 1). A higher Iy, leads to a faster depolarization phase and a more depolarized over-
shoot of the AP. Because of Iy, voltage dependence, Ic,;. peak decreases and plays a smaller
role in the depolarization phase. Some authors have shown experimentally and theoretically
that changes in fast Iy, directly affect I, behavior. For instance Shaw and Rudy [83] used
their AP model for guinea-pig ventricular myocyte to show that under conditions of hyper-
kalemia, when Iy, availability is reduced, the AP upstroke is “taken over” by Ic,1, which
substantially increases its peak. Also Verheijck et al. [84] in evaluating the contribution of
Ic.r, current to depolarization of sinoatrial nodal myocytes of rabbits, stated that inhibition
or stimulation of a single pacemaker current inevitably influences the other pacemaker cur-
rents. It is to be noted that any change in AP waveform affects Ic,;. Saegusa et al. [85] per-
formed experiments on rabbit ventricular myocytes and showed that intracellular acidosis
strongly decreased I, increasing AP plateau and decreasing peak Ic,;. Their AP voltage
clamp approach allowed them to determine that intracellular pH-induced changes in AP
waveform (plateau elevation) per se, reduced Ic,;, without the complicating effects of intra-
cellular acidosis. Similarly, APD prolongation increased the net Ca** influx, affecting Ca**
handling.
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2. Although this O’Hara et al [37] model provides the possibility of assessing known or sus-

pected pro or anti-arrhythmic effects that may arise from predominant or selective effects
on epi-versus endocardial ventricular ‘myocytes’ our simulation made are of only the endo-
cardial myocytes model. We acknowledge that there is evidence that in the healthy ventric-
ular myocardium Iy, is distributed in a heterogeneous fashion. Iy, is larger in the
endocardium [86,87] and it was for this reason that our simulations were done using the
endocardial myocyte model. With respect to pro-arrhythmic sequelae, it would be of inter-
est and importance to explore, in detail, transmural dispersion as a pro-arrhythmic factor.

. More accurate computations of the Na* fluxes due to both the peak and the Iy, in human

ventricle should be made after re-formulation of the Na" equations to account for the fact
that this channel (and virtually all others) do not function as a perfectly Na* selective ion
transport mechanism under either physiological or pathophysiological conditions [88].
Rather, at positive membrane potential including those that are representative of the pla-
teau of the ventricle action potential (in either the nonconducted or membrane mode or
during AP propagation) there is a significant K" efflux through the Na* channel pore com-
plex. This changes the apparent reverse potential for Iy, from e.g. +65mV to +50mV and
alters action potential overshoot and plateau height accordingly. This quite small change
could alter the Iy,.; waveform; and the likelihood that I, is reactivated. Indeed, an impor-
tant and well characterized arrhythmogenic effect of changes in AP waveform is the reacti-
vation of I, precursor for EAD formation [89]. Karagueuzian et al. [90] pointed out in
their review article the role of the I,;, window current, which can reactivate between -40
mV and 0 mV causing EAD formation under circumstances of oxidative stress, when repo-
larization reserve is reduced and AP waveform is affected. Moreover, Ca** release from the
SR is known to be strongly dependent on the AP waveform in general, and the repolariza-
tion profile, in particular. [80,91]

. Any insights into plausible mechanisms based Iy, | being an important site for anti-

arrhythmic therapies are also ‘model-dependent’. Thus the intracellular Ca** transient in
the O’Hara model exhibits only a rather limited dynamic range; that is, resting [Ca®"]; as
approximately 0.1 uM, and at peak systole [Ca**]; is approximately 0.3 uM. A larger, and in
fact more realistic, physiological change in [Ca**]; is likely to produce a secondary release
of Ca®" from the SR and this is known to contributed to both EAD and DAD formation as
a result of this Ca**-induced augmentation of the electrogenic Na*/Ca>* exchanger
[70,92,93]. One example of an interesting and important refinement in the context that
should be considered is the following: in a detailed study of the effects of changes in [Na'];
an SR-mediated Ca** release Ramirez et al [65] have reported that increase in [Na*] in the
5-15 mM range augments the Ca®*- induced Ca®" release process, perhaps due to ‘reverse-
mode’ Na*/Ca** exchange (although these experiments were done using adult rat ventricu-
lar myocytes).

. As mentioned, our assessments of transient or steady-state changes in [Na"]; and those

published previously (cf [3,14,36]) are all based on the assumption that the Na* influxes due
to both peak Iy, and Iy, 1 are distributed instantaneously and uniformly into an intracellu-
lar compartment that corresponds to approximately 50% of the entire right-cylindrical vol-
ume of the human ventricular myocyte (see Methods). That is, the only intracellular
volumes that are not freely accessible are those occupied by intracellular organelles
(nucleus, mitochondria, SR, contractile proteins). In the steady-state this reasoning is
sound; however, under specific conditions (e.g. after each action potential) [Na*]; could be
distributed temporarily in a ‘putative fuzzy space’ (c.f. [47]). In addition, [Na*] homeostasis
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in the myoplasm may differ substantially from that in the mitochondria and substances
released by the mitochondria (e.g. H,0, may alter Iy, 1. [46,94]. Furthermore, the presence
of Na channels within the t-tubules has been well documented both structurally as well as
functionally by multiple investigators [95]. Placing Na channels in t-tubules in the model
might allow the local rise in Na* and might affect close L-type Ca** channels and Ca**
dynamic. However, ORd model does not consider this distribution of Na™ channels, which
would require cautious modifications in the model. Indeed, a human detailed AP model
including more accurate models of t-tubules, as in the model of rat myocytes by Pasek et al.
[96] would be very valuable to analyze Na* and Ca®* dynamics. 6. Clinical/translational set-
tings in which INa-L-mediated pro-arrhythmic effects are important include genetically-
mediated arrhythmias [18,23,76,79,97-99] ischemia or prolonged free radical insults [100]
including diabetic cardiomyopathies [29]. Our computational work does not accurately
model these situations. In fact the electrophysiological substrate corresponding to the fail-
ing heart is sufficiently different that it requires an additional, separate analysis of the puta-
tive pro-arrhythmic effects of Iy, 1, and related anti-arrhythmic effects/mechanisms of
promising drugs such as ranolazine [14,19,23]. In pathophysiological settings [Na*]; may
increase substantially, although in the human ventricular myocardium this needs to be
demonstrated with direct measurement of [Na*];.

Author Contributions
Conceptualization: WRG BT.
Data curation: KC.

Formal analysis: BT KC.

Funding acquisition: WRG BT.
Investigation: BT KC WRG.
Methodology: BT WRG KC.
Project administration: BT WRG.
Resources: BT.

Software: KC.

Validation: BT KC.

Visualization: BT WRG KC.
Writing - original draft: WRG BT.
Writing - review & editing: BT WRG.

References

1. Eisner DA. The Wellcome prize lecture. Intracellular sodium in cardiac muscle: effects on contraction.
Exp Physiol. 1990; 75: 437-57. PMID: 2171582

2. EisnerD. Calcium in the heart: from physiology to disease. Exp Physiol. 2014; 99: 1273-82. doi: 10.
1113/expphysiol.2013.077305 PMID: 25128325

3. Clancy CE, Chen-lzu Y, Bers DM, Belardinelli L, Boyden P a., Csernoch L, et al. Deranged sodium to
sudden death. J Physiol. 2015; 593: 1331-1345. doi: 10.1113/jphysiol.2014.281204 PMID: 25772289

PLOS ONE | DOI:10.1371/journal.pone.0167060 November 22, 2016 18/23


http://www.ncbi.nlm.nih.gov/pubmed/2171582
http://dx.doi.org/10.1113/expphysiol.2013.077305
http://dx.doi.org/10.1113/expphysiol.2013.077305
http://www.ncbi.nlm.nih.gov/pubmed/25128325
http://dx.doi.org/10.1113/jphysiol.2014.281204
http://www.ncbi.nlm.nih.gov/pubmed/25772289

@° PLOS | ONE

[Na*];and Late Iy, in Human Ventricle

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24,

25.

Eisner DA, Lederer WJ, Vaughan-Jones RD. The dependence of sodium pumping and tension on
intracellular sodium activity in voltage-clamped sheep Purkinje fibres. J Physiol. 1981; 317: 163-87.
PMID: 7310731

Hilgemann DW, Yaradanakul A, Wang Y, Fuster D. Molecular control of cardiac sodium homeostasis
in health and disease. J Cardiovasc Electrophysiol. 2006; 17 Suppl 1: S47-S56. doi: 10.1111/j.1540-
8167.2006.00383.x PMID: 16686682

Bers DM, Barry WH, Despa S. Intracellular Na+ regulation in cardiac myocytes. Cardiovasc Res.
20083; 57: 897-912. PMID: 12650868

Crampin EJ, Smith NP. A dynamic model of excitation-contraction coupling during acidosis in cardiac
ventricular myocytes. Biophys J. 2006; 90: 3074—90. doi: 10.1529/biophysj.105.070557 PMID:
16473911

Swietach P, Spitzer KW, Vaughan-Jones RD. Na* ions as spatial intracellular messengers for co-ordi-
nating Ca®* signals during pH heterogeneity in cardiomyocytes. Cardiovasc Res. 2015; 105: 171-81.
doi: 10.1093/cvr/cvu251 PMID: 25514933

Eisner DA, Lederer WJ, Vaughan-Jones RD. The control of tonic tension by membrane potential and
intracellular sodium activity in the sheep cardiac Purkinje fibre. J Physiol. 1983; 335: 723—-43. PMID:
6875898

Eisner DA, Lederer WJ, Vaughan-Jones RD. The quantitative relationship between twitch tension and
intracellular sodium activity in sheep cardiac Purkinje fibres. J Physiol. 1984; 355: 251-66. PMID:
6092625

Boyett MR, Fedida D. A computer simulation of the effect of heart rate on ion concentrations in the
heart. J Theor Biol. 1988; 132: 15-27. PMID: 2461496

Makielski JC, Farley AL. Na+ current in human ventricle: Implications for sodium loading and homeo-
stasis. Journal of Cardiovascular Electrophysiology. 2006. pp. S15-S20. doi: 10.1111/j.1540-8167.
2006.00380.x PMID: 16686671

Aronsen J, Swift F, Sejersted O. Cardiac sodium transport and excitation—contraction coupling. J Mol
Cell ....2013;61: 11-19.

Moreno JD, Yang PC, Bankston JR, Grandi E, Bers DM, Kass RS, et al. Ranolazine for congenital and
acquired late iNa-linked arrhythmias: In silico pharmacological screening. Circ Res. 2013; 113: 50—
e61. doi: 10.1161/CIRCRESAHA.113.301971 PMID: 23897695

Makielski JC. Late sodium current: A mechanism for angina, heart failure, and arrhythmia. Trends Car-
diovasc Med. 2016; 26: 115-22. doi: 10.1016/j.tcm.2015.05.006 PMID: 26092781

Giles WR, Carmeliet EE. Editorial commentary: This sodium current may be late, but it is important.
Trends Cardiovasc Med. 2016; 26: 123-5. doi: 10.1016/j.tcm.2015.06.003 PMID: 26371718

Carmeliet E. Slow inactivation of the sodium current in rabbit cardiac Purkinje fibres. Pflligers Arch Eur
J Physiol. 1987; 408: 18-26.

Kiyosue T, Arita M. Late sodium current and its contribution to action potential configuration in guinea
pig ventricular myocytes. Circ Res. 1989; 64: 389-397. doi: 10.1161/01.RES.64.2.389 PMID:
2536304

Belardinelli L, Shryock J, Fraser H. Inhibition of the late sodium current as a potential cardioprotective
principle: effects of the late sodium current inhibitor ranolazine. Heart. 2006; 92 Suppl 4: iv6—iv14.

Belardinelli L, Giles WR, Rajamani S, Karagueuzian HS, Shryock JC. Cardiac late Na* current: proar-
rhythmic effects, roles in long QT syndromes, and pathological relationship to CaMKII and oxidative
stress. Heart Rhythm. 2015; 12: 440-8. doi: 10.1016/j.hrthm.2014.11.009 PMID: 25460862

Carmeliet E. Action potential duration, rate of stimulation, and intracellular sodium. Journal of Cardio-
vascular Electrophysiology. 2006. pp. S2—S7. doi: 10.1111/j.1540-8167.2006.00378.x PMID:
16686677

Trenor B, Gomis-Tena J, Cardona K, Romero L, Rajamani S, Belardinelli L, et al. In silico assessment
of drug safety in human heart applied to late sodium current blockers. Channels (Austin). 2013; 7:
249-62.

Yang P-C, Song Y, Giles WR, Horvath B, Chen-lzu Y, Belardinelli L, et al. A computational modelling
approach combined with cellular electrophysiology data provides insights into the therapeutic benefit
of targeting the late Na+ current. J Physiol. 2015; 593: 1429-42. doi: 10.1113/jphysiol.2014.279554
PMID: 25545172

Haigney MC, Lakatta EG, Stern MD, Silverman HS. Sodium channel blockade reduces hypoxic
sodium loading and sodium-dependent calcium loading. Circulation. 1994; 90: 391-9. PMID: 8026023

Saint DA, Ju YK, Gage PW. A persistent sodium current in rat ventricular myocytes. J.Physiol.
1992. pp. 219-231.

PLOS ONE | DOI:10.1371/journal.pone.0167060 November 22, 2016 19/23


http://www.ncbi.nlm.nih.gov/pubmed/7310731
http://dx.doi.org/10.1111/j.1540-8167.2006.00383.x
http://dx.doi.org/10.1111/j.1540-8167.2006.00383.x
http://www.ncbi.nlm.nih.gov/pubmed/16686682
http://www.ncbi.nlm.nih.gov/pubmed/12650868
http://dx.doi.org/10.1529/biophysj.105.070557
http://www.ncbi.nlm.nih.gov/pubmed/16473911
http://dx.doi.org/10.1093/cvr/cvu251
http://www.ncbi.nlm.nih.gov/pubmed/25514933
http://www.ncbi.nlm.nih.gov/pubmed/6875898
http://www.ncbi.nlm.nih.gov/pubmed/6092625
http://www.ncbi.nlm.nih.gov/pubmed/2461496
http://dx.doi.org/10.1111/j.1540-8167.2006.00380.x
http://dx.doi.org/10.1111/j.1540-8167.2006.00380.x
http://www.ncbi.nlm.nih.gov/pubmed/16686671
http://dx.doi.org/10.1161/CIRCRESAHA.113.301971
http://www.ncbi.nlm.nih.gov/pubmed/23897695
http://dx.doi.org/10.1016/j.tcm.2015.05.006
http://www.ncbi.nlm.nih.gov/pubmed/26092781
http://dx.doi.org/10.1016/j.tcm.2015.06.003
http://www.ncbi.nlm.nih.gov/pubmed/26371718
http://dx.doi.org/10.1161/01.RES.64.2.389
http://www.ncbi.nlm.nih.gov/pubmed/2536304
http://dx.doi.org/10.1016/j.hrthm.2014.11.009
http://www.ncbi.nlm.nih.gov/pubmed/25460862
http://dx.doi.org/10.1111/j.1540-8167.2006.00378.x
http://www.ncbi.nlm.nih.gov/pubmed/16686677
http://dx.doi.org/10.1113/jphysiol.2014.279554
http://www.ncbi.nlm.nih.gov/pubmed/25545172
http://www.ncbi.nlm.nih.gov/pubmed/8026023

@° PLOS | ONE

[Na*];and Late Iy, in Human Ventricle

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

43.

44.

45.

46.

47.

Ward CA, Giles WR. lonic mechanism of the effects of hydrogen peroxide in rat ventricular myocytes.
J Physiol. 1997; 500 (Pt 3: 631-642.

Song Y, Shryock JC, Wagner S, Maier LS, Belardinelli L. Blocking late sodium current reduces hydro-
gen peroxide-induced arrhythmogenic activity and contractile dysfunction. J Pharmacol Exp Ther.
2006; 318: 214—22. doi: 10.1124/jpet.106.101832 PMID: 16565163

Liu M, Liu H, Dudley SC. Reactive oxygen species originating from mitochondria regulate the cardiac
sodium channel. Circ Res. 2010; 107: 967—-74. doi: 10.1161/CIRCRESAHA.110.220673 PMID:
20724705

Lu Z, Jiang Y-P, Wu C-YC, Ballou LM, Liu S, Carpenter ES, et al. Increased persistent sodium current
due to decreased PI3K signaling contributes to QT prolongation in the diabetic heart. Diabetes. 2013;
62: 4257-65. doi: 10.2337/db13-0420 PMID: 23974924

Ballou LM, Lin RZ, Cohen IS. Control of cardiac repolarization by phosphoinositide 3-kinase signaling
to ion channels. Circ Res. 2015; 116: 127-37. doi: 10.1161/CIRCRESAHA.116.303975 PMID:
25552692

Bocchi L, Vassalle M. Characterization of the slowly inactivating sodium current INa2 in canine cardiac
single Purkinje cells. Exp Physiol. 2008; 93: 347—-361. doi: 10.1113/expphysiol.2007.040881 PMID:
17993508

Eisner D, Dibb K, Trafford A. The mechanism and significance of the slow changes of ventricular action
potential duration following a change of heart rate. Exp Physiol. 2009; 94: 520-528. doi: 10.1113/
expphysiol.2008.044008 PMID: 19270038

Antzelevitch C, Burashnikov A, Sicouri S, Belardinelli L. Electrophysiologic basis for the antiarrhythmic
actions of ranolazine. Hear Rhythm. 2011; 8: 1281-1290.

Maier LS, Sossalla S. The late Na current as a therapeutic target: where are we? J Mol Cell Cardiol.
2013; 61: 44-50. doi: 10.1016/j.yjmcc.2013.03.001 PMID: 23500390

Coppini R, Ferrantini C, Yao L, Fan P, Del Lungo M, Stillitano F, et al. Late sodium current inhibition
reverses electromechanical dysfunction in human hypertrophic cardiomyopathy. Circulation. 2013;
127:575-84. doi: 10.1161/CIRCULATIONAHA.112.134932 PMID: 23271797

Grandi E, Herren AW. CaMKII-dependent regulation of cardiac Na+ homeostasis. Frontiers in Phar-
macology. 2014. doi: 10.3389/fphar.2014.00041 PMID: 24653702

O'HaraT, Virag L, Varré A, Rudy Y. Simulation of the undiseased human cardiac ventricular action
potential: Model formulation and experimental validation. PLoS Comput Biol. 2011; 7: €1002061—. doi:
10.1371/journal.pcbi.1002061 PMID: 21637795

ten Tusscher KHWJ, Noble D, Noble PJ, Panfilov A V. A model for human ventricular tissue. Am J Phy-
siol Heart Circ Physiol. 2004; 286: H1573—-H1589. doi: 10.1152/ajpheart.00794.2003 PMID: 14656705

Elshrif MM, Cherry EM. A quantitative comparison of the behavior of human ventricular cardiac electro-
physiology models in tissue. PLoS One. 2014. p. €84401—. doi: 10.1371/journal.pone.0084401 PMID:
24416228

Taggart P, Sutton PM, Opthof T, Coronel R, Trimlett R, Pugsley W, et al. Inhomogeneous transmural
conduction during early ischaemia in patients with coronary artery disease. J Mol Cell Cardiol. 2000;
32: 621-630. doi: 10.1006/jmcc.2000.1105 PMID: 10756118

Drouin E, Charpentier F. Electrophysiologic characteristics of cells spanning the left ventricular wall of
human heart: evidence for presence of M cells. J . . .. 1995; 26: 185—-192.

Terkildsen JR, Niederer S, Crampin EJ, Hunter P, Smith NP. Using Physiome standards to couple cel-
lular functions for rat cardiac excitation-contraction. Exp Physiol. 2008; 93: 919-29. doi: 10.1113/
expphysiol.2007.041871 PMID: 18344258

Attwell D, Cohen |, Eisner DA. The effects of heart rate on the action potential of guinea-pig and
human ventricular muscle. J Physiol. 1981; 313: 439-61. PMID: 7277229

Despa S, Bers DM. Na/K pump current and [Na](i) in rabbit ventricular myocytes: local [Na](i) depletion
and Na buffering. Biophys J. 2003; 84: 4157-66. doi: 10.1016/S0006-3495(03)75140-6 PMID:
12770918

Despa S, Bers D. Na+ transport in the normal and failing heart—Remember the balance. J Mol Cell
Cardiol. 2013; 61: 2—10. doi: 10.1016/j.yjmcc.2013.04.011 PMID: 23608603

Murphy E, Eisner DA. Regulation of Intracellular and Mitochondrial Sodium in Health and Disease. Cir-
culation Research. 2009. pp. 292-303. doi: 10.1161/CIRCRESAHA.108.189050 PMID: 19213964

Carmeliet E. A fuzzy subsarcolemmal space for intracellular Na+ in cardiac cells? Cardiovasc Res.
1992; 26: 433—42. PMID: 1332825

PLOS ONE | DOI:10.1371/journal.pone.0167060 November 22, 2016 20/23


http://dx.doi.org/10.1124/jpet.106.101832
http://www.ncbi.nlm.nih.gov/pubmed/16565163
http://dx.doi.org/10.1161/CIRCRESAHA.110.220673
http://www.ncbi.nlm.nih.gov/pubmed/20724705
http://dx.doi.org/10.2337/db13-0420
http://www.ncbi.nlm.nih.gov/pubmed/23974924
http://dx.doi.org/10.1161/CIRCRESAHA.116.303975
http://www.ncbi.nlm.nih.gov/pubmed/25552692
http://dx.doi.org/10.1113/expphysiol.2007.040881
http://www.ncbi.nlm.nih.gov/pubmed/17993508
http://dx.doi.org/10.1113/expphysiol.2008.044008
http://dx.doi.org/10.1113/expphysiol.2008.044008
http://www.ncbi.nlm.nih.gov/pubmed/19270038
http://dx.doi.org/10.1016/j.yjmcc.2013.03.001
http://www.ncbi.nlm.nih.gov/pubmed/23500390
http://dx.doi.org/10.1161/CIRCULATIONAHA.112.134932
http://www.ncbi.nlm.nih.gov/pubmed/23271797
http://dx.doi.org/10.3389/fphar.2014.00041
http://www.ncbi.nlm.nih.gov/pubmed/24653702
http://dx.doi.org/10.1371/journal.pcbi.1002061
http://www.ncbi.nlm.nih.gov/pubmed/21637795
http://dx.doi.org/10.1152/ajpheart.00794.2003
http://www.ncbi.nlm.nih.gov/pubmed/14656705
http://dx.doi.org/10.1371/journal.pone.0084401
http://www.ncbi.nlm.nih.gov/pubmed/24416228
http://dx.doi.org/10.1006/jmcc.2000.1105
http://www.ncbi.nlm.nih.gov/pubmed/10756118
http://dx.doi.org/10.1113/expphysiol.2007.041871
http://dx.doi.org/10.1113/expphysiol.2007.041871
http://www.ncbi.nlm.nih.gov/pubmed/18344258
http://www.ncbi.nlm.nih.gov/pubmed/7277229
http://dx.doi.org/10.1016/S0006-3495(03)75140-6
http://www.ncbi.nlm.nih.gov/pubmed/12770918
http://dx.doi.org/10.1016/j.yjmcc.2013.04.011
http://www.ncbi.nlm.nih.gov/pubmed/23608603
http://dx.doi.org/10.1161/CIRCRESAHA.108.189050
http://www.ncbi.nlm.nih.gov/pubmed/19213964
http://www.ncbi.nlm.nih.gov/pubmed/1332825

@° PLOS | ONE

[Na*];and Late Iy, in Human Ventricle

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

Silverman B d Z, Warley A, Miller JIA, James AF, Shattock MJ. Is there a transient rise in sub-sarco-
lemmal Na and activation of Na/K pump current following activation of I(Na) in ventricular myocar-
dium? Cardiovasc Res. 2003; 57: 1025-34. PMID: 12650880

Semb SO, Sejersted OM. Fuzzy space and control of Na+, K(+)-pump rate in heart and skeletal mus-
cle. Acta Physiol Scand. 1996; 156: 213—-25. doi: 10.1046/j.1365-201X.1996.211000.x PMID:
8729681

Verdonck F, Mubagwa K, Sipido KR. [Na(+)] in the subsarcolemmal “fuzzy” space and modulation of
[Ca(2+)](i) and contraction in cardiac myocytes. Cell Calcium. 2004; 35: 603—12. doi: 10.1016/j.ceca.
2004.01.014 PMID: 15110150

Noble D, Noble PJ. Late sodium current in the pathophysiology of cardiovascular disease: conse-
quences of sodium-calcium overload. Heart. 2006; 92 Suppl 4: iv1—iv5. doi: 10.1136/hrt.2005.078782
PMID: 16775091

Bay J, Kohlhaas M, Maack C. Intracellular Na* and cardiac metabolism. J Mol Cell Cardiol. 2013; 61:
20-7.doi: 10.1016/j.yjmcc.2013.05.010 PMID: 23727097

Despa S, Islam M, Weber C, Pogwizd S, Bers D. Intracellular Na+ concentration is elevated in heart
failure but Na/K pump function is unchanged. Circulation. 2002; 105: 2543-2548. PMID: 12034663

Despa S, Kockskamper J, Blatter LA, Bers DM. Na/K pump-induced [Na](i) gradients in rat ventricular
myocytes measured with two-photon microscopy. Biophys J. 2004; 87: 1360-8. doi: 10.1529/biophys;j.
103.037895 PMID: 15298938

Nguyen TP, Wang DW, Rhodes TH, George AL. Divergent biophysical defects caused by mutant
sodium channels in dilated cardiomyopathy with arrhythmia. Circ Res. 2008; 102: 364—71. doi: 10.
1161/CIRCRESAHA.107.164673 PMID: 18048769

Pieske B, Maier LS, Piacentino V, Weisser J, Hasenfuss G, Houser S. Rate dependence of [Na+]i and
contractility in nonfailing and failing human myocardium. Circulation. 2002; 106: 447—453. doi: 10.
1161/01.CIR.0000023042.50192.F4 PMID: 12135944

Verdonck F, Volders PGA, Vos MA, Sipido KR. Intracellular Na+ and altered Na+ transport mecha-
nisms in cardiac hypertrophy and failure. Journal of Molecular and Cellular Cardiology. 2003. pp. 5—
25. doi: 10.1016/S0022-2828(02)00280-8 PMID: 12623296

Louch WE, Hougen K, Mgrk HK, Swift F, Aronsen JM, Sjaastad |, et al. Sodium accumulation pro-
motes diastolic dysfunction in end-stage heart failure following Serca2 knockout. J Physiol. 2010; 588:
465-78. doi: 10.1113/jphysiol.2009.183517 PMID: 20008467

Despa S, Bers DM. Functional analysis of Na+/K+-ATPase isoform distribution in rat ventricular myo-
cytes. Am J Physiol Cell Physiol. 2007; 293: C321-7. doi: 10.1152/ajpcell.00597.2006 PMID:
17392375

Wagner S, Ruff HM, Weber SL, Bellmann S, Sowa T, Schulte T, et al. Reactive oxygen species-acti-
vated Ca/calmodulin kinase 115 is required for late INa augmentation leading to cellular Na and Ca
overload. Circ Res. 2011; 108: 555-565. doi: 10.1161/CIRCRESAHA.110.221911 PMID: 21252154

Stanley CM, Gagnon DG, Bernal A, Meyer DJ, Rosenthal JJ, Artigas P. Importance of the Voltage
Dependence of Cardiac Na/K ATPase Isozymes. Biophys J. 2015; 109: 1852—62. doi: 10.1016/j.bpj.
2015.09.015 PMID: 26536262

Figtree GA, Liu C-C, Bibert S, Hamilton EJ, Garcia A, White CN, et al. Reversible oxidative modifica-
tion: a key mechanism of Na+-K+ pump regulation. Circ Res. 2009; 105: 185-93. doi: 10.1161/
CIRCRESAHA.109.199547 PMID: 19542013

Valdivia CR, Chu WW, Pu J, Foell JD, Haworth RA, Wolff MR, et al. Increased late sodium current in
myocytes from a canine heart failure model and from failing human heart. J Mol Cell Cardiol. 2005; 38:
475-483. doi: 10.1016/j.yjmcc.2004.12.012 PMID: 15733907

Sossalla S, Wagner S, Rasenack ECL, Ruff H, Weber SL, Schéndube FA, et al. Ranolazine improves
diastolic dysfunction in isolated myocardium from failing human hearts—Role of late sodium current
and intracellular ion accumulation. J Mol Cell Cardiol. 2008; 45: 32—43. doi: 10.1016/j.yjmcc.2008.03.
006 PMID: 18439620

Ramirez RJ, Sah R, Liu J, Rose RA, Backx PH. Intracellular [Na(+)] modulates synergy between Na
(+)/Ca (2+) exchanger and L-type Ca (2+) current in cardiac excitation-contraction coupling during
action potentials. Basic Res Cardiol. 2011; 106: 967—-77. doi: 10.1007/s00395-011-0202-z PMID:
21779914

JC LAMJ; H. The effect of internal sodium and caesium on phasic contraction of patch-clamped rabbit
ventricular myocytes. J Physiol. 1996; 492: 1—19. PMID: 8730578

Undrovinas Al, Belardinelli L, Undrovinas NA, Sabbah HN. Ranolazine improves abnormal repolariza-
tion and contraction in left ventricular myocytes of dogs with heart failure by inhibiting late sodium

PLOS ONE | DOI:10.1371/journal.pone.0167060 November 22, 2016 21/23


http://www.ncbi.nlm.nih.gov/pubmed/12650880
http://dx.doi.org/10.1046/j.1365-201X.1996.211000.x
http://www.ncbi.nlm.nih.gov/pubmed/8729681
http://dx.doi.org/10.1016/j.ceca.2004.01.014
http://dx.doi.org/10.1016/j.ceca.2004.01.014
http://www.ncbi.nlm.nih.gov/pubmed/15110150
http://dx.doi.org/10.1136/hrt.2005.078782
http://www.ncbi.nlm.nih.gov/pubmed/16775091
http://dx.doi.org/10.1016/j.yjmcc.2013.05.010
http://www.ncbi.nlm.nih.gov/pubmed/23727097
http://www.ncbi.nlm.nih.gov/pubmed/12034663
http://dx.doi.org/10.1529/biophysj.103.037895
http://dx.doi.org/10.1529/biophysj.103.037895
http://www.ncbi.nlm.nih.gov/pubmed/15298938
http://dx.doi.org/10.1161/CIRCRESAHA.107.164673
http://dx.doi.org/10.1161/CIRCRESAHA.107.164673
http://www.ncbi.nlm.nih.gov/pubmed/18048769
http://dx.doi.org/10.1161/01.CIR.0000023042.50192.F4
http://dx.doi.org/10.1161/01.CIR.0000023042.50192.F4
http://www.ncbi.nlm.nih.gov/pubmed/12135944
http://dx.doi.org/10.1016/S0022-2828(02)00280-8
http://www.ncbi.nlm.nih.gov/pubmed/12623296
http://dx.doi.org/10.1113/jphysiol.2009.183517
http://www.ncbi.nlm.nih.gov/pubmed/20008467
http://dx.doi.org/10.1152/ajpcell.00597.2006
http://www.ncbi.nlm.nih.gov/pubmed/17392375
http://dx.doi.org/10.1161/CIRCRESAHA.110.221911
http://www.ncbi.nlm.nih.gov/pubmed/21252154
http://dx.doi.org/10.1016/j.bpj.2015.09.015
http://dx.doi.org/10.1016/j.bpj.2015.09.015
http://www.ncbi.nlm.nih.gov/pubmed/26536262
http://dx.doi.org/10.1161/CIRCRESAHA.109.199547
http://dx.doi.org/10.1161/CIRCRESAHA.109.199547
http://www.ncbi.nlm.nih.gov/pubmed/19542013
http://dx.doi.org/10.1016/j.yjmcc.2004.12.012
http://www.ncbi.nlm.nih.gov/pubmed/15733907
http://dx.doi.org/10.1016/j.yjmcc.2008.03.006
http://dx.doi.org/10.1016/j.yjmcc.2008.03.006
http://www.ncbi.nlm.nih.gov/pubmed/18439620
http://dx.doi.org/10.1007/s00395-011-0202-z
http://www.ncbi.nlm.nih.gov/pubmed/21779914
http://www.ncbi.nlm.nih.gov/pubmed/8730578

@° PLOS | ONE

[Na*];and Late Iy, in Human Ventricle

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

current. Journal of Cardiovascular Electrophysiology. 2006. pp. S169-S177. doi: 10.1111/j.1540-
8167.2006.00401.x PMID: 16686675

Glynn P, Musa H, Wu X, Unudurthi SD, Little S, Qian L, et al. Voltage-Gated Sodium Channel Phos-
phorylation at Ser571 Regulates Late Current, Arrhythmia, and Cardiac Function In Vivo. Circulation.
2015; 132: 567—-77. doi: 10.1161/CIRCULATIONAHA.114.015218 PMID: 26187182

January CT, Riddle JM. Early afterdepolarizations: mechanism of induction and block. A role for L-type
Ca2+ current. Circ Res. 1989; 64: 977-90. PMID: 2468430

Song Z, Ko CY, Nivala M, Weiss JN, Qu Z. Calcium-voltage coupling in the genesis of early and
delayed afterdepolarizations in cardiac myocytes. Biophys J. 2015; 108: 1908-21. doi: 10.1016/j.bpj.
2015.03.011 PMID: 25902431

Madhvani R V, Angelini M, Xie Y, Pantazis A, Suriany S, Borgstrom NP, et al. Targeting the late com-
ponent of the cardiac L-type Ca2+ current to suppress early afterdepolarizations. J Gen Physiol. 2015;
145: 395—404. doi: 10.1085/jgp.201411288 PMID: 25918358

Gomez JF, Cardona K, Romero L, Ferrero JM, Trenor B. Electrophysiological and structural remodel-
ing in heart failure modulate arrhythmogenesis. 1D simulation study. PLoS One. 2014; 9: e106602.
doi: 10.1371/journal.pone.0103273 PMID: 25054335

Gomez JF, Cardona K, Martinez L, Saiz J, Trenor B. Electrophysiological and structural remodeling in
heart failure modulate arrhythmogenesis. 2D simulation study. PLoS One. 2014. p. e103273-. doi: 10.
1371/journal.pone.0103273 PMID: 25054335

Gomez JF, Cardona K, Trenor B. Lessons learned from multi-scale modeling of the failing heart. J Mol
Cell Cardiol. 2015; 89: 146-59. doi: 10.1016/j.yjmcc.2015.10.016 PMID: 26476237

Trenor B, Cardona K, Gomez JF, Rajamani S, Ferrero JM, Belardinelli L, et al. Simulation and mecha-
nistic investigation of the arrhythmogenic role of the late sodium current in human heart failure. PLoS
One. 2012;7.

Ruan'Y, Liu N, Priori SG. Sodium channel mutations and arrhythmias. Nat Rev Cardiol. 2009; 6: 337—
48. doi: 10.1038/nrcardio.2009.44 PMID: 19377496

Papp Z, Borbély A, Paulus WJ. CrossTalk opposing view: the late sodium current is not an important
player in the development of diastolic heart failure (heart failure with a preserved ejection fraction). J
Physiol. 2014; 592: 415-7. doi: 10.1113/jphysiol.2013.264242 PMID: 24488067

Pourrier M, Williams S, McAfee D, Belardinelli L, Fedida D. CrossTalk proposal: The late sodium cur-
rent is an important player in the development of diastolic heart failure (heart failure with a preserved
ejection fraction). J Physiol. 2014; 592: 411—4. doi: 10.1113/jphysiol.2013.262261 PMID: 24488066

Remme CA, Wilde AAM. Targeting sodium channels in cardiac arrhythmia. Curr Opin Pharmacol.
2014; 15: 53-60. doi: 10.1016/j.coph.2013.11.014 PMID: 24721654

Bouchard RA, Clark RB, Giles WR. Effects of action potential duration on excitation-contraction cou-
pling in rat ventricular myocytes. Action potential voltage-clamp measurements. Circ Res. 1995; 76:
790-801. PMID: 7728996

ten Tusscher KHWJ, Noble D, Noble PJ, Panfilov A V. A model for human ventricular tissue. Am J Phy-
siol Heart Circ Physiol. 2004; 286: H1573-H1589. doi: 10.1152/ajpheart.00794.2003 PMID: 14656705

Sanchez-Alonso JL, Bhargava A, O’'Hara T, Glukhov A V, Schobesberger S, Bhogal NK, et al. Micro-
domain-Specific Modulation of L-type Calcium Channels Leads to Triggered Ventricular Arrhythmia in
Heart Failure. Circ Res. 2016; doi: 10.1161/CIRCRESAHA.116.308698 PMID: 27572487

Shaw RM, Rudy Y. Electrophysiologic effects of acute myocardial ischemia: a theoretical study of
altered cell excitability and action potential duration. Cardiovasc Res. 1997; 35: 256-272. PMID:
9349389

Verheijck EE, van Ginneken AC, Wilders R, Bouman LN. Contribution of L-type Ca2+ current to electri-
cal activity in sinoatrial nodal myocytes of rabbits. Am J Physiol. 1999; 276: H1064—77. PMID:
10070093

Saegusa N, Garg V, Spitzer KW. Modulation of ventricular transient outward K* current by acidosis
and its effects on excitation-contraction coupling. Am J Physiol Heart Circ Physiol. 2013; 304: H1680—
96. doi: 10.1152/ajpheart.00070.2013 PMID: 23585132

Sakmann BF, Spindler AJ, Bryant SM, Linz KW, Noble D. Distribution of a persistent sodium current
across the ventricular wall in guinea pigs. Circ Res. 2000; 87: 910-914. doi: 10.1161/01.RES.87.10.
910 PMID: 11073887

Ashamalla SM, Navarro D, Ward CA. Gradient of sodium current across the left ventricular wall of
adult rat hearts. J Physiol. 2001; 536: 439—43. doi: 10.1111/j.1469-7793.2001.0439c¢.xd PMID:
11600679

Hille B. lon Channels of Excitable Membranes. Sinauer Associates Inc, Sunderland, Mass. USA;
2001.

PLOS ONE | DOI:10.1371/journal.pone.0167060 November 22, 2016 22/23


http://dx.doi.org/10.1111/j.1540-8167.2006.00401.x
http://dx.doi.org/10.1111/j.1540-8167.2006.00401.x
http://www.ncbi.nlm.nih.gov/pubmed/16686675
http://dx.doi.org/10.1161/CIRCULATIONAHA.114.015218
http://www.ncbi.nlm.nih.gov/pubmed/26187182
http://www.ncbi.nlm.nih.gov/pubmed/2468430
http://dx.doi.org/10.1016/j.bpj.2015.03.011
http://dx.doi.org/10.1016/j.bpj.2015.03.011
http://www.ncbi.nlm.nih.gov/pubmed/25902431
http://dx.doi.org/10.1085/jgp.201411288
http://www.ncbi.nlm.nih.gov/pubmed/25918358
http://dx.doi.org/10.1371/journal.pone.0103273
http://www.ncbi.nlm.nih.gov/pubmed/25054335
http://dx.doi.org/10.1371/journal.pone.0103273
http://dx.doi.org/10.1371/journal.pone.0103273
http://www.ncbi.nlm.nih.gov/pubmed/25054335
http://dx.doi.org/10.1016/j.yjmcc.2015.10.016
http://www.ncbi.nlm.nih.gov/pubmed/26476237
http://dx.doi.org/10.1038/nrcardio.2009.44
http://www.ncbi.nlm.nih.gov/pubmed/19377496
http://dx.doi.org/10.1113/jphysiol.2013.264242
http://www.ncbi.nlm.nih.gov/pubmed/24488067
http://dx.doi.org/10.1113/jphysiol.2013.262261
http://www.ncbi.nlm.nih.gov/pubmed/24488066
http://dx.doi.org/10.1016/j.coph.2013.11.014
http://www.ncbi.nlm.nih.gov/pubmed/24721654
http://www.ncbi.nlm.nih.gov/pubmed/7728996
http://dx.doi.org/10.1152/ajpheart.00794.2003
http://www.ncbi.nlm.nih.gov/pubmed/14656705
http://dx.doi.org/10.1161/CIRCRESAHA.116.308698
http://www.ncbi.nlm.nih.gov/pubmed/27572487
http://www.ncbi.nlm.nih.gov/pubmed/9349389
http://www.ncbi.nlm.nih.gov/pubmed/10070093
http://dx.doi.org/10.1152/ajpheart.00070.2013
http://www.ncbi.nlm.nih.gov/pubmed/23585132
http://dx.doi.org/10.1161/01.RES.87.10.910
http://dx.doi.org/10.1161/01.RES.87.10.910
http://www.ncbi.nlm.nih.gov/pubmed/11073887
http://dx.doi.org/10.1111/j.1469-7793.2001.0439c.xd
http://www.ncbi.nlm.nih.gov/pubmed/11600679

@° PLOS | ONE

[Na*];and Late Iy, in Human Ventricle

89.

90.

91.

92,

93.

94,

95.

96.

97.

98.

99.

100.

January CT, Riddle JM, Salata JJ. A model for early afterdepolarizations: induction with the Ca2+
channel agonist Bay K 8644. Circ Res. 1988; 62: 563-571. doi: 10.1161/01.RES.62.3.563 PMID:
2449297

Karagueuzian HS, Nguyen TP, Qu Z, Weiss JN. Oxidative stress, fibrosis, and early afterdepolariza-
tion-mediated cardiac arrhythmias. Front Physiol. 2013; 4: 19. doi: 10.3389/fphys.2013.00019 PMID:
23423152

Sah R, Ramirez RJ, Oudit GY, Gidrewicz D, Trivieri MG, Zobel C, et al. Regulation of cardiac excita-
tion-contraction coupling by action potential repolarization: role of the transient outward potassium cur-
rent (I(to)). J Physiol. 2003; 546: 5-18. doi: 10.1113/jphysiol.2002.026468 PMID: 12509475

Xie Y, Garfinkel A, Weiss JN, Qu Z. Cardiac alternans induced by fibroblast-myocyte coupling: mecha-
nistic insights from computational models. Am J Physiol Heart Circ Physiol. 2009; 297: H775-H784.
doi: 10.1152/ajpheart.00341.2009 PMID: 19482965

Saegusa N, Moorhouse E, Vaughan-Jones RD, Spitzer KW. Influence of pH on Ca®* current and its
control of electrical and Ca®* signaling in ventricular myocytes. J Gen Physiol. 2011; 138: 537-59. doi:
10.1085/jgp.201110658 PMID: 22042988

Maack C, Cortassa S, Aon MA, Ganesan AN, Liu T, O’Rourke B. Elevated cytosolic Na+ decreases
mitochondrial Ca2+ uptake during excitation-contraction coupling and impairs energetic adaptation in
cardiac myocytes. Circ Res. 2006; 99: 172-82. doi: 10.1161/01.RES.0000232546.92777.05 PMID:
16778127

Bhargava A, Lin X, Novak P, Mehta K, Korchev Y, Delmar M, et al. Super-resolution scanning patch
clamp reveals clustering of functional ion channels in adult ventricular myocyte. Circ Res. 2013; 112:
1112-1120. doi: 10.1161/CIRCRESAHA.111.300445 PMID: 23438901

Pasek M, Simurda J, Orchard CH. Role of t-tubules in the control of trans-sarcolemmal ion flux and
intracellular Ca 2+ in a model of the rat cardiac ventricular myocyte. Eur Biophys J. 2012; 41: 491-503.
doi: 10.1007/s00249-012-0804-x PMID: 22466899

van Emous JG, Nederhoff MG, Ruigrok TJ, van Echteld CJ. The role of the Na+ channel in the accu-
mulation of intracellular Na+ during myocardial ischemia: consequences for post-ischemic recovery. J
Mol Cell Cardiol. 1997; 29: 85-96. doi: 10.1006/jmcc.1996.0254 PMID: 9040024

Antzelevitch C, Yan G. J-wave syndromes. From cell to bedside. J Electrocardiol. 2011; 44: 656-661.
doi: 10.1016/j.jelectrocard.2011.07.026 PMID: 21908004

Imahashi K, Kusuoka H, Hashimoto K, Yoshioka J, Yamaguchi H, Nishimura T. Intracellular sodium
accumulation during ischemia as the substrate for reperfusion injury. Circ Res. 1999; 84: 1401-6.
PMID: 10381892

Limbu S, Hoang-Trong TM, Prosser BL, Lederer WJ, Jafri MS. Modeling Local X-ROS and Calcium
Signaling in the Heart. Biophys J. 2015; 109: 2037-50. doi: 10.1016/j.bpj.2015.09.031 PMID:
26588563

PLOS ONE | DOI:10.1371/journal.pone.0167060 November 22, 2016 23/23


http://dx.doi.org/10.1161/01.RES.62.3.563
http://www.ncbi.nlm.nih.gov/pubmed/2449297
http://dx.doi.org/10.3389/fphys.2013.00019
http://www.ncbi.nlm.nih.gov/pubmed/23423152
http://dx.doi.org/10.1113/jphysiol.2002.026468
http://www.ncbi.nlm.nih.gov/pubmed/12509475
http://dx.doi.org/10.1152/ajpheart.00341.2009
http://www.ncbi.nlm.nih.gov/pubmed/19482965
http://dx.doi.org/10.1085/jgp.201110658
http://www.ncbi.nlm.nih.gov/pubmed/22042988
http://dx.doi.org/10.1161/01.RES.0000232546.92777.05
http://www.ncbi.nlm.nih.gov/pubmed/16778127
http://dx.doi.org/10.1161/CIRCRESAHA.111.300445
http://www.ncbi.nlm.nih.gov/pubmed/23438901
http://dx.doi.org/10.1007/s00249-012-0804-x
http://www.ncbi.nlm.nih.gov/pubmed/22466899
http://dx.doi.org/10.1006/jmcc.1996.0254
http://www.ncbi.nlm.nih.gov/pubmed/9040024
http://dx.doi.org/10.1016/j.jelectrocard.2011.07.026
http://www.ncbi.nlm.nih.gov/pubmed/21908004
http://www.ncbi.nlm.nih.gov/pubmed/10381892
http://dx.doi.org/10.1016/j.bpj.2015.09.031
http://www.ncbi.nlm.nih.gov/pubmed/26588563

