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Abstract:

The presented study aims to assess the possibility of simulating changes in cardiac cell electrophysiology due to K897T
polymorphism in the Caucasian population. In the first part of the experiment, the parameters of the equations describing channel
gating were fitted to the experimental data. Then, the action potentials of midmyocardial cells of 100 individuals were simulated in
the in vitro - in vivo extrapolation system - ToxComp. Mean APD90 for the entire simulated population is 352.05 ms (SD = 21.69 ms).
Mean APD90 for the 80 individuals with the WT version of the hERG gene and for the 20 K897T homo- and heterozygotes is
respectively 349.08 ms (SD = 21.09 ms) and 363.95ms (SD = 20.41 ms). The ToxComp system can be useful in predicting the impact
of genetic variability on drug triggered cardiac cell electrophysiology interference.

Background:

The KCNH2 (human ether-a-go-go related gene, hERG) gene
encodes the rapid component of the delayed rectifier potassium
current, whose mutations are linked to QT prolongation in the
ECG. Long QT syndrome predisposes to life-threatening
arrhythmias, and therefore, it seems important to identify
individuals in the population who are more vulnerable to this
effect [1, 2]. The in vitro patch clamp methods are considered to
be the “gold standard” for assessing the difference between the
currents encoded by the WT version of the gene and its
mutations [3].

K897T — an amino acid polymorphism of the hERG channel, in
which basic lysine (K) is changed into neutral threonine (T) at
position 897 counting from the N-terminus, which changes the
electrical charge of the protein. A study carried out by Bezzina
and colleagues with use of different mathematical model
indicates that individuals who are homozygous for the above-
mentioned polymorphism exhibit shorter QTc [4], although
other study indicates its prolongation [5].

The aim of this study was to assess the possibility of simulating
the changes in cell electrophysiology, which arise due to the
genetic mutations in the background of the entire population of
healthy Caucasians.
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Methodology:

The frequency of mutation — population data

The available literature on the frequency of mutations in the
hERG gene have been reviewed, which showed that K897T is
one of the most commonly occurring polymorphisms in the
Caucasian population. Nordic populations were excluded as a
separate subpopulation in terms of frequency of the K897T
polymorphism. The remaining data was used to calculate the
percentage of homozygotes present in the Caucasian
population [4, 5-12].

Model for the ik, current (WT and K897T)

The equation 1 (see supplementary material for description)
describes the rapid delayed rectifier current was extracted from
the ten Tusscher model of a single cardiac cell [13]. Then, the
parameters of the equations describing channel gating were
fitted to the experimental data obtained from the experiment
carried out by Bezzina and colleagues, after graphs digitation
with the use of the GetData software Table 1 (see
supplementary material). The fitting procedure was done with
the use of the BerkleyMadonna™ system [4, 13]. The
population data and parameters of the equations describing the
action of the hERG channel have been combined and
implemented to the in vitro — in vivo extrapolation system
ToxComp [14].
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Simulations

In the next part of the experiment, 10 groups with 10 healthy
Caucasians in each of them, aged 18-65 years, have been
simulated using the ToxComp system [14]. 50% of individuals
were female. The result of the simulations was APD90 for the
midmyocardial cells of each individual. For each person, the
data was generated for the situation before and after the
administration of moxifloxacin. The operational concentration
of the drug was set to 5.73 uUM. This concentration was chosen
on the basis of the clinical study conducted by Hulhoven and
colleagues [15]. The IC50 value (the concentration of an agent
blocking the i, current at 50%) for moxifloxacin, determined by
Chen and coworkers, was 35.7 pM [16]. Moxifloxacin was
chosen as a positive control due to its effect on the ionic
currents responsible for evoking the AP, especially on the rapid
component of the delayed rectifier potassium current. The drug
influence on the ik, ionic current was simulated as the dose
dependent maximal conductance reduction (Hill equation,
n=1). The concentrations of potassium, sodium and calcium
were respectively 5, 140 and 2 mM, the simulation time was 10
000 ms. to apply for inter individual variability; the coefficient
of variation around the mean value was set to 10% [16-20]. The
chosen time of the day when the moxifloxacin effect was
simulated was set at 8.00 am [14].

The purpose of the simulation was to assess the duration of the
action potential of the single cardiac cell, depending on the
genetic constitution.

Statistical analysis

In the present study the mean APD90 of two groups were
compared: 1) individuals with the WT version of the hERG
gene and 2) homo- and heterozygotes with the K897T
polymorphism. Statistical analysis was performed using the
Student's t test. The significance level was set to 0.05.
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Figure 1. Results plot for the K897T/WT comparison: median,
lower and upper quartile of the distribution, min and max
value of APD90.

Discussion:

Population data - calculations

Based on the publication it was calculated that the percentage
of homozygotes in the Caucasian population is 5.9 [4-12, 14].

ISSN 0973-2063 (online) 0973-8894 (print)
Bioinformation 8(22): 1062-1065 (2012)

1063

open access

Fitted parameters of the ten Tusscher’s equations

The activation gate (xrl) is described by the steady-state
activation (Xninf) and activation time constants - activation (axr1)
and slow deactivation (fyxr1). Whereas the inactivation gate (xr2)
is described by the steady-state inactivation (Xninf) and
inactivation time constants - recovery from inactivation (axr)
and inactivation (fxr1).

Simulation results

The mean APD90 for the entire population is 352.05 ms (SD =
21.69 ms). The mean APD90 for the 80 individuals with the WT
version of the hERG gene and for the 20 K897T homo- and
heterozygotes is, respectively, 349.08 ms (SD = 21.09 ms) and
363.95ms (SD = 20.41 ms).

Statistical analysis

The Student's t-test analysis was used to test the significance of
the differences between WT and KB897T groups (with a
confidence interval of 95%). The alternative hypothesis stated
that the true difference in means is not equal to 0. The mean
difference was 14.87 (4.38; 25.37). It has been proven that there
is a statistically significant difference among the groups (p-
value = 0.006995). Figure 1 presents the results plot for the
K897T and WT comparison: median, lower and upper quartile
of the distribution, minimal and maximal value of APD0.

The data on the frequency of mutations in the gene encoding
the hERG channel, in the Caucasian population, and the data on
the effects of the K897T polymorphism on the ionic channel
behavior, were collected and merged in the ToxComp system.
Subsequently, the software was used to simulate a group of 100
individuals randomly selected from the Caucasian population
[14].

A significant prolongation of APD90 for the K897T group in
comparison with the WT group was observed. The APD90
prolongation is linked to the long QT in the ECG, and therefore
the presented results may be applied to the clinical study
carried out by Pietilda and co-workers, which shows a QTc
prolongation in homozygous individuals [5]. The potential
sources of errors come from two main areas. One of them is the
graphs digitization process and the second one is the fitting
procedure. To minimize the human influence factor on data
taking, the digitization procedure was repeated twice,
independently by both authors. There were no differences
regarding the final values.

The proposed methodology of modeling the impact of changes
in the genes on APD90 is obviously a simplification. The data
used comes from studies done on the whole cell patch clamp
experiment on HEK-293 cells, which have been transfected with
the previously prepared genetic constructs, isolated from
humans with WT or the K897T version of the gene. Such
settings do not fully mimic human cardiomyocytes in the in
vivo situation. Another problem is that the studies were
conducted in vitro, which does not allow observation of the
impact of all factors on the results. However, there is no
available data from studies carried out on human cardiac cells
derived from individuals with a specific mutation in the gene
encoding the hERG channel, and therefore we have decided to
apply the described methods.
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Conclusion:

The presented results indicate that the in vitro - in vivo
extrapolation system ToxComp can be used to predict the
impact of drugs on cardiac cell electrophysiology, also taking
into account the genetic variation in the population.

References:

[1] Berecki G et al. Biophys J. 2005 88: 566 [PMID:15475579]

[2] Obeyesekere MN et al. J Cardiovasc Electrophysiol. 2012 23:
637 [PMID: 22429796]

[3] Polak S et al. Bioinformation. 2011 6: 244 [PMID: 21738323]

[4] Bezzina CR et al. Cardiovasc Res. 2003 59: 27 [PMID:
12829173]

[5] Pietila E et al. J Am Coll Cardiol. 2002 40: 511 [PMID:
12142119]

[6] Ackerman MJ et al. Mayo Clin Proc. 2003 78: 1479 [PMID:
14661677]

[71 Anson BD et al. Am J Physiol Heart Circ Physiol. 2004 286:
H2434 [PMID: 14975928]

[8] Arnestad M et al. Circulation. 2007 23: 361 [PMID:17210839]

open access

[9] Gouas L et al. Eur J Hum Genet. 2005 13: 1213 [PMID:
16132053]

[10] Laitinen P et al. Hum Mutat. 2000 15: 580 [PMID: 10862094]

[11] Marjamaa A et al. J Intern Med. 2009 265: 448 [PMID:
19019189]

[12] Paulussen AD et al. J Mol Med (Berl). 2004 82: 182 [PMID:
14760488]

[13] ten Tusscher KH et al. Am J Physiol Heart Circ Physiol. 2004
286: H1573 [PMID: 14656705]

[14] http://www.tox-portal.net/index.html.

[15] Hulhoven R et al. Clin Ther. 2008 30: 260 [PMID: 18343264]

[16] Chen X et al. Br J Pharmacol. 2005 146: 792 [PMID: 16158069]

[17] Kang J et al. Mol Pharmacol. 2001 59: 122 [PMID: 11125032]

[18] Lu HR et al. Eur J Pharmacol. 2006 553: 229 [PMID:
17054943]

[19] Martin RL et al. J Cardiovasc Pharmacol. 2004 43: 369 [PMID:
15076220]

[20] Yao X et al. Br J Pharmacol. 2008 154: 1446 [PMID: 18587422]

Edited by P Kangueane
Citation: Glinka & Polak, Bioinformation 8(22): 1062-1065 (2012)

License statement: This is an open-access article, which permits unrestricted use, distribution, and reproduction in any
medium, for non-commercial purposes, provided the original author and source are credited

ISSN 0973-2063 (online) 0973-8894 (print)
Bioinformation 8(22): 1062-1065 (2012)

1064

© 2012 Biomedical Informatics



BIOINFORMATION

Supplementary material:

. K
Ie = Ok - SZ'Xrl'sz'(V_EK)

Eq. 1: Equation describing the rapid delayed rectifier current.

ikr — rapid delayed rectifier current
gkr— maximal ik, conductance
Ko— extracellular K+ concentration

xtracellulare

xrl - activation gate

Xr2 — inactivation gate
V — membrane potential
Ex — reversal potential

open access

Table 1: Parameters of equations for the WT and K897T versions of the gene fitted to the experimental data. The parameters of
the equations describing channel gating were fitted to the experimental data obtained from the experiment carried out by

Bezzina and colleagues (Bezzina et al. 2003).

Equation Effect Parameter (WT) Parameter (K897T)
Viz K A Vip Kk A
1 Steady-state activation gate 26 7 - 33 6 -
Xetinf =7 gV Ik
A Activation time constant 45 10 450 34.37 8.93 657.25
w1 = ] eV VK
A Deactivation time constant 30 115 6 55.11 128 11.04
P = 11 ek
1 Steady-state inactivation gate -88 24 - -90 23 -
r2inf =4 e Va2V
A Recovery from inactivation 60 20 3 58 20 3
Fxra = gV ITK
A Inactivation -60 20 112 -59 22 1.05
Pz = [ gWivuarc
A - constant
V12— half-maximum activation voltage
k — slope factor
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