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Mirsha Aseret Gomez-Herrera?, Enikar Patlan?,
Armando Estrada-Garrido®?, Arturo Hernandez-Cruz*! and
Enoch Luis®3*

Laboratorio Nacional de Canalopatias, Instituto de Fisiologia Celular, Universidad Nacional Auténoma de
México, Mexico City, Mexico, 2Universidad Tecnoldgica de México (UNITEC)—Campus Ecatepec, Estado
de México, Mexico, *Catedras CONAHCYT—Instituto de Fisiologia Celular, Universidad Nacional
Autonoma de México, Mexico City, Mexico

Resting membrane potential is a bioelectric property of all cells. Multiple players
govern this property, the ion channels being the most important. lon channel
dysfunction can affect cells’ resting membrane potential and could be associated
with numerous diseases. Therefore, the drug discovery focus on ion channels has
increased yearly. In addition to patch-clamp, cell-based fluorescent assays have
shown a rapid and reliable method for searching new ion channel modulators.
Here, we used a cell-based membrane potential assay to search for new blockers
of the Kv10.1, a potassium channel strongly associated with cancer progression
and a promising target in anticancer therapy. We found that fluoxetine and
miconazole can inhibit the Kv10.1 channel in the micromolar range. In
contrast, BL-1249 potentiates Kv10.1 currents in a dose-dependent manner,
becoming the first molecule described as an activator of the channel. These
results demonstrate that cell-based membrane potential assay can accelerate the
discovery of new Kv10.1 modulators.
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1 Introduction

The resting membrane potential (RMP) is a bioelectric property that governs many
cellular processes in physiological and pathological conditions (Abdul Kadir et al., 2018).
This cell property is mainly governed by the activity of diverse voltage-gated ion channels,
which can rapidly rearrange charges (ions) close to the plasma membrane (Curtis and Cole,
1942). The opening and closing of these ion channels can influence the resting membrane
potential, making it more hyperpolarized or depolarized. For decades, patch-clamp
electrophysiology has been the most accurate method for characterizing the function of
ion channels and correlating their activity with bioelectric phenomena (Neher and Sakmann,
1976; Verkhratsky and Parpura, 2014). Nevertheless, the development of high-throughput
fluorescent systems and improvements in fluorescent dyes have made it possible to study
cellular phenomena, such as the RMP, quickly and correctly (Vetter et al., 2020; Loza-Huerta
etal,, 2021). For fluorescence membrane potential assays (e.g., FLIPR” membrane potential),
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some negatively charged dyes incorporate into the membrane lipid
of the cells and increase their fluorescence intensity upon
depolarization (Vetter et al., 2020).

Since 1999, the voltage-gated potassium channel Kv10.1, also
named Eagl, has emerged as an exciting target in cancer therapy
(Pardo et al,, 1999). Kv10.1 belong to the superfamily of voltage-gated
potassium channels and is assembled as homotetramers (Whicher
2016).
overexpression of Kv10.1 in cancer samples, contrasting with a low

and MacKinnon, Diverse authors have shown an
expression in healthy tissues (Farias et al., 2004; Hemmerlein et al.,
2006; Ortiz et al., 2011; Martinez et al., 2015; Luis et al., 2022a). Also, it
has been described that Kv10.1 overexpression is associated with
increased cell proliferation, angiogenesis, and chemo- and radio-
resistance phenotype (Pardo et al., 1999; Downie et al., 2008; Bai
etal, 2013; Luis et al,, 2022b). Notably, Kv10.1 knock-out mice show
no behavioral abnormalities, suggesting that side effects due to the
Kv10.1-blocking can be insignificant. All this evidence and their
transmembrane nature make Kv10.1 a promising target for drug
development and screening in the cancer biology context.

Here, we validate a primary screening using the cell-based
FLIPR® (EMP) for

Kv10.1 modulators. Most of the molecules tested here were

membrane potential searching new
supplied from Alomone labs’ ion channel modulator explorer
kits, which were selected based on their know effect on other
potassium channels, e.g., the Kvll.l. Thus, we found that
fluoxetine, miconazole nitrate (MN), and BL-1249 (BL) modulate
the fluorescents signals associated with Kv10.1 activity. Patch-clamp
recordings corroborate FMP results and showed that the three
molecules had dose-dependent effects on Kv10.1 channels, with
fluoxetine and MN having inhibitory and BL opener activity. These
results demonstrate that FMP can produce reliable results and

accelerate the discovery of new Kv10.1 modulators.

2 Methods
2.1 Cell cultures

HEK293 wild-type cells (HEK-WT; CRL-1573, ATCC) and
HEK293 cells stably expressing the human Kv10.1 potassium
channel (HEK-Kv10.1) (generously provided by Dr. Walter
Stithmer from the Max Plack Institute) were cultured in
Dulbecco’s Modified Eagle Medium (DMEM) (12800-017, Gibco)
containing 10% fetal bovine serum (26140087, Gibco) and 1%
Penicillin/Streptomycin (15140122, Gibco). HEK-Kv10.1 were
supplemented with Zeocin (30 pg/mL) (R25001, Invitrogen) as a
selection antibiotic. All cells were cultured at 37°C in a 5% CO,
incubator.

2.2 Fluorescence membrane potential assay

FLIPR® membrane potential assay BLUE (R8034, Molecular
Devices) was performed following the manufacturer’s protocols.
Flat-bottom 96-well plates (3,599, Costar) were plated with HEK-
WT or HEK293-Kv10.1 at a density of 20,000 cells/well in 100 pL of
supplemented DMEM and incubated for 24 h at 37°C in a 5% CO,
incubator. After 24 h, 100 pL of the FMP buffer was added for
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30 min at 37°C in a 5% CO, incubator; at this point, the molecules of
interest were mixed in the FMP buffer and pre-incubated in the
selected wells. All the molecules were tested at 100 pM; except
astemizole, which was tested at 50 uM and DMSO (0.1%). After
96-well  plates
FlexStation3 microplate reader (Molecular Devices) controlled by
the SoftMax Pro 7 software. FLIPR dye was excited at 530 nm, and
the emitted fluorescence was recorded at 565 nm. Data were
acquired at 0.5Hz for 120s: the first 20 s represent the basal
fluorescence, and then, 50 uL (5x) of the high potassium solution

pre-incubation, were transferred to a

was added (that resulted in a final K* concentration of 60 mM), and
the fluorescence signal was recorded for another 100s. The
fluorescence responses were normalized by F=F/F,, where F
represents the fluorescence at any given time, and F, is the mean
basal fluorescence obtained in the first 20s of recording. Once
normalized, the amplitude was calculated as the difference
between the basal fluorescence and the maximal amplitude at
120's. The maximal rate of fluorescence increase is obtained on
the first derivative of the fluorescence signal.

2.3 Electrophysiology

Cells were plated on 18 mm circular glass coverslips previously treated
with poly-I-lysine for patch-clamp recordings. Coverslips were transferred
to a recording chamber (RC-26G, Warner Instruments, Hamden, CT,
United States), and whole-cell voltage- and current-clamp recordings were
performed at room temperature and under continuous perfusion (at a
flow rate of 2 mL/min) with a standard bath solution. The standard bath
solution contained (in mM): 137 NaCl, 54 KCl, 2 CaCl,, 1.3 MgCL,
10 HEPES, and 10 D-glucose (300 mOsm/kg, pH 74 adjusted with
NaOH). Intracellular patch-pipettes had resistances of 2-3 MQ and
were filled with an internal solution containing (in mM): 140 KCl,
1 MgCl,, 10 EGTA, 10 HEPES (300 mOsm/kg, pH 7.2 adjusted with
KOH). Ionic currents were recorded with a setup composed of Multiclamp
700B/Digidata  1,550/pCampl0  (amplifier/analog-digital ~converter/
software, all from Molecular Devices), filtered at 5kHz, and digitally
sampled at 10 kHz. 40%-60% of the series resistance was electronically
compensated. Drugs tested on Kv10.1 currents were evaluated from a
holding voltage (Vh) of =70 mV, and currents were evoked with 250 ms
duration voltage steps from —70 to +30 mV (for BL-1249) or +50 mV (for
fluoxetine and miconazole) applied every 5 s. I-V curves were constructed
using a protocol of 250 ms voltage steps from —100 mV to +50 mV in
10 mV increments and a Vh of =70 mV; the amplitude of Kv10.1 currents
was measured at the end of voltage steps (average of the last 3 ms) and
plotted versus voltage. Conductance was assessed as G = Ix/(V-V), where
Vi is the reversal potential for K* flux, I is the Kv10.1 current, and V is the
membrane potential. The corresponding normalized G (G/Gmax) is
plotted versus voltage; data were fit in Origin 2019 with a single
Boltzmann distribution: G/Gmax = 1/(1+eV"V1/2"), where V1/2 and
s are the arithmetic means of half-maximal activation potentials and slope
factors, respectively.

We performed whole-cell current clamp recording in the gap-
free mode to test the effect of BL-1249 on the resting membrane
potential of HEK-WT and HEK-Kv10.1 cells. Cells were held
without current injection (0 pA), and the protocol consisted of
60 s in the standard bath solution, followed by 60s in BL-1249
or DMSO, and 60 s for washout.
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FIGURE 1

FLIPR® membrane potential assay for Kv10.1 channel activity. (A) Membrane potential recordings in HEK-WT (cyan) and HEK-Kv10.1 (blue) cells using
the FLIPR® -blue formulation. Arrow indicates when the high potassium (60 mM) stimulus was added to cells. HEK-Kv10.1 cells without any dye (FMP(-):
black line) showed no fluorescent signal. The solid traces and faded colors show the mean + SEM, respectively. (B) First derivative of the fluorescents
signal showed that high potassium solutions induce faster signals in HEK-Kv10.1 than HEK-WT cells. (C) Comparison of the maximum fluorescence

change in the different cells evaluated.

Concentration-inhibitory curves were fitted with the Hill equation
using the Levenberg-Marquardt method implemented in Origin
2019 software: Inhibition = Bmax*c”/(IC50" + c"), where Bmax is the
maximum block, IC50 is the concentration of half-maximal inhibition, ¢
is the concentration of the molecules, and n is the Hill coefficient.

For BL-1249, the concentration-effect curve was fitting using the
method implemented in GraphPad Prism 8 software: Potentiation =
100/(1 + 10008EC50-%) " where EC50 is the concentration of half-
maximal potentiation. This model assumes data is normalized,
forcing the curve to run from 0% to 100%.

2.4 Molecules

Amitriptyline (A-155), bupivacaine hydrochloride (B-125),
celecoxib (C-190), citalopram (C-195), flupirtine maleate (F-150),
fluoxetine hydrochloride (F-155), ICA-11081 (I-160), L-ascorbic
acid (L-140), linopiridine dihydrochloride (L-156), loperamide
hydrochloride (L-100), miconazole nitrate (M-206), rosiglitazone
(R-125) and 2,5-dimethylcelecoxib (D-150) were selected of a
screening package for ion channel from Alomone Labs. BL-1249
(B2186), astemizole (A2861), and DMSO (D2650) were purchased
from Sigma-Aldrich. Most stock solutions were prepared in 100%
DMSO or water at a concentration of 100 mM. All molecules were
diluted in a standard bath solution before starting every experiment.
In patch-clamp experiments, drugs were delivered using a perfusion
system VC-6 coupled to a fast-step solution charger (SF-77B,
Warner Instruments, Hamden, CT, United States).

2.5 Statistical analysis

All data were analyzed using Origin 2019 (OriginLab,
United States) and GraphPad Prism 8 (GraphPad Software,
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United States). Results are presented as mean + SEM of at least
three independent experiments. When two means were compared,
statistical significance (p < 0.05) was assessed by Student’s t-test. For
multiple comparisons, statistical significance (p < 0.05) was assessed
by 1-way analysis of variance using the Dunnet post hoc test.
Significant differences are expressed in figures: *p < 0.05, **p <
0.01, **p < 0.001.

3 Results
3.1 FLIPR assay

First, we tested the fluorescence responses to depolarization
from HEK-WT and HEK-Kv10.1 cells using the FMP BLUE
Adding a high K* the
signals in both the
fluorescence intensity recorded at 120 s in HEK-Kv10.1 cells was
three times larger than in the HEK-WT, probably due to the
expression of Kv10.1 channels (Figure 1A; p = 0.0006, unpaired

formulation. solution  increased

fluorescence cell lines. Nonetheless,

t-test). Using the first derivative of the fluorescence responses, we
observed that the maximum rate of change in HEK-Kv10.1 cells was
around three times faster than in HEK-WT (Figures 1B, C; p =
0.0391, unpaired t-test). HEK-Kv10.1 cells that were not incubated
with the FMP dye did not show a fluorescence signal either during
the basal recording or the stimulation with a high potassium
solution (Figure 1A). These results indicated that FMP assays are
appropriate for studying Kv10.1 channel activity. Before starting the
pharmacological screening, we evaluated the RMP on wild-type and
Kv10.1-expressing cells. We measured the RMP in I = 0 mode within
30 s of achieving the whole cell configuration in patch-clamp, and
recordings showed that HEK-WT cells have more depolarized
values than HEK-Kv10.1, of —=5.7 + 1.0 mV (n = 31) and —44.4 +
1.5mV (n = 78), respectively (p < 0.001, unpaired ¢-test).
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FLIPR® membrane potential for HEK-Kv10.1 cells. (A) Summary bar graph of the fluorescence responses in HEK-Kv10.1 cell in the presence of
different small molecules. Data were normalized to the control wells. Each bar represents the mean + SEM of at least three independent experiments
(B—D) Representative recordings of the effect of fluoxetine, miconazole, and BL-1249 on the Kv10.1-FMP responses, respectively. In D, the insert
represents the changes in the basal fluorescence in control (black) and the presence of BL-1249.

To validate the FMP assay, we pre-incubated HEK-Kv10.1 with
previously described channel blockers, including astemizole,
loperamide, and amitriptyline. As expected, astemizole, loperamide,
and amitriptyline significantly decreased the fluorescence responses
induced by the high potassium depolarization by 34.8%, 31.9%, and
25.5%, respectively (Figure 2A) (p = 0.0394, 0.0054, and 0.0192,
respectively, 1-way ANOVA). DMSO (0.1%) did not produce any
change in the responses (Figure 2A) (p = 0.8274, 1-way ANOVA).
These results confirmed the method’s reliability. Next, we evaluated
12 small molecules and found that fluoxetine and miconazole nitrate
significantly decreased the responses by 21.7% and 27.7%, respectively
(Figures 2A-C) (p = 0.0361, and 0.0028, respectively, 1-way
ANOVA). Interestingly, BL-1249 seems to increase the Kv10.1-
mediated responses by 30% (Figure 2A); however, this effect was
not statistically significant. Nevertheless, when we observed the basal

Frontiers in Pharmacology

responses (before normalization), we noticed that the basal
fluorescence decreased statistically in the presence of BL (insert on
Figure 2D) (p = 0.0189), suggesting BL could have activity on
Kv10.1 channels.

3.2 Fluoxetine and miconazole inhibit the
Kv10.1 channels

Next, we performed whole-cell voltage-clamp recordings in
HEK-Kv10.1 whether
miconazole act on Kv10.1 channels.

cells to determine fluoxetine and
Fluoxetine is a selective serotonin reuptake inhibitor used as an
antidepressant (Wille et al, 2008). Our results showed that

fluoxetine induced a dose-dependent and reversible inhibition of
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circles) (n = 5). (D) Dose-inhibition curves of fluoxetine on Kv10.1 currents (n > 3 for each point). The solid line represents the fit to the Hill equation.
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Effect of miconazole nitrate (MN) on Kv10.1 currents. (A) The temporal course of the inhibitory effect of MN (1, 10, and 100 pM) on Kv10.1 currents.
The current traces for the time points marked with filled dots are presented in B. (B) Kv10.1 recordings in control (black) and in the presence of 1 (teal), 10
(purple), and 100 (pink) uM of MN (C) I-V relationship of Kv10.1 currents in control (black circles), the presence of MN (100 uM; teal circles), and during the
washout (empty circles) (n = 5). (D) Dose-inhibition curves of MN on Kv10.1 currents (n > 3 for each point). The solid line represents the fit to the Hill

equation.

Kv10.1 currents. At 100 uM, fluoxetine produced a 96.1% +

inhibition of Kv10.1 currents (n = 5, p < 0.0001; paired ¢-test; see
Figures 3A-C). Figure 3D shows the dose-concentration inhibition

Frontiers in Pharmacology

2.9% effect of Fluoxetine on Kv10.1 currents; these data were fitted with a
Hill equation, which yielded an IC50 of 11.2 + 6.2 uM and a Hill

coefficient of 0.8 + 0.1 (Figure 3D).
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BL-1249 (BL) exhibits opener activity on Kv10.1 currents. (A) The temporal course of the opener effect of BL (100 yM) on Kv10.1 currents. The current
traces for the time points marked with filled dots are presented in B. (B) Kv10.1 recordings in control (black), in the presence of BL (100 uM), and during the
washout (gray). (C) Summary of the dose-dependent effect of BL on the Kv10.1 current. (D) Conductance-voltage relationship of the Kv10.1 channels in
control and the presence of BL. The solid line represents the fit to the Boltzmann equation.

MN is an antifungal agent that has also been reported to have Kv
blocker activity (Kikuchi et al., 2005). As shown in Figure 4A, MN
produced a time and dose-dependent irreversible inhibition of
Kv10.1 currents (Figure 4A). At 100uM, MN inhibited
Kv10.1 currents by 93% (n = 10, p < 0.0001; paired t-test)
(Figure 4C). The inhibition percentage at each concentration
tested were fitted with a Hill equation, which yielded an IC50 of
23.6 + 5.0 uM and a Hill coefficient of 1.5 + 0.3 (Figure 4D).

3.3 BL-1249 potentiates the activity of
Kv10.1 channels

BL-1249 has been described as a negatively charged activator
of different types of K* channels (Schewe et al., 2019). Here, we
observed that BL potentiates in a dose-dependent and reversible
manner the Kv10.1 currents. Due to the solubility of BL, the
maximum concentration tested was 100 uM. As shown in Figures
5A-C, rapidly increased by 90% the Kv10.1 currents measured at
+30 mV (n = 9; p = 0.0001; paired t-test). Since we could not test
higher of BL,
concentration is unknown. However, we decided to perform a

concentrations the maximal potentiating
trend analysis to evaluate whether the dose-dependent effect

followed a direct relationship (p = 0.0013; trendy test).
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Posterior, the dose-concentration fitting yielded an EC50 of
36.5uM  and a hill slope of 1.4. Analysis of
Kv10.1 showed that BL shifted their Vi,
activation by 44 mV to the left, from 0.6 + 1.1 mV in control
to —44.9 £ 6.2 mV in the presence of 100 uM BL (n = 6). These
results suggest for the first time the potentiation effect of a

conductance

molecule on Kv10.1 channels.

Next, we are interested in evaluating whether BL could
hyperpolarize the resting membrane potential (RMP) of HEK-
Kv10.1 cells. We performed current-clamp recordings to measure
the RMP without current injection. HEK-Kv10.1 cell had a RMP
of =56.8 + 3.1 mV (n = 11). In the presence of DMSO (applying for
1 min), the RMP did not show any statistically significant change,
from —56.1 + 8.7 mv in control to —56.3 + 8.9 mV with DMSO (Figures
6A,CE) (n = 4; p = 0.345; paired t-test). In contrast, BL (100 uM)
hyperpolarized the RMP of HEK-Kv10.1 cells by 20 mV, from -57.3 +
1.9 mV in control to —77.2 + 1.2 mV in the presence of BL (Figures
6B.D,F) (n = 7; p < 0.0001; paired t-test). Interestingly, during the
washout, the RMP suffered a transitory rebound to more depolarized
values.

We also evaluated whether BL could potentiate the activity of the
endogenous currents of HEK-WT cells. BL did not show a
significant effect on currents measured at +50 mV from 162.4 +
18.4 pA in control to 131.2 + 15.0 pA in the presence of 100 uM BL
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FIGURE 6

BL-1249 hyperpolarizes the resting membrane potential of HEK-Kv10.1 cells. (A,B) Current-clamp recording of RMP of HEK-Kv10.1 cells in the
presence of DMSO and BL (100 pM), respectively. (C,D) Effects on the RMP of HEK-Kv10.1 cells recorded in the presence of DMSO (n = 4) and BL (n = 7),
respectively. (E,F) Average effect of DMSO and BL on the RMP of HEK-Kv10.1 cells. Above, data represent the shift of RMP in each cell concerning the
control condition (dotted line) obtained before applying every compound. Below is a summary histogram of the average change of the RMP

(n = 10; p = 114, paired t-test) (Figures 7A-C). Likewise, RMP in We tested next whether it was possible to counteract the inhibitory
HEK-WT cells did not change when BL (100 uM) was added, effect of some of the new antagonists described here with BL. As is
yielding values from -7.9 £ 1.2mV in control to —=6.6 £ 0.7 mV  shown in Figure 8, fluoxetine (30 uM) induced a rapid and statistically
with BL (n = 6; p = 1754, paired t-test) (Figures 7D, E). significant decrease (~83%; n = 6; p = 0.0029, paired t-test) in the
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Kv10.1 currents measured at +30 mV. Surprisingly, the combined
application of fluoxetine plus BL (100 uM) potentiated the inhibitory
effect of fluoxetine to 93% (n = 6; p = 0.0034, paired t-test). The
inhibitory effect of fluoxetine was reversible when the molecule was
retired from the bath solution. Then, BL tested alone still could
potentiate the Kv10.1 currents (p = 0.021, paired t-test). These
results open new possibilities for pharmacological studies on the
Kv10.1 channel.

Frontiers in Pharmacology

4 Discussion

Ton channel pharmacology is essential to test and validate ion
channel function in specific cells and tissues. In this way, ion channel
research has been enriched with the increasing number of
fluorescent dyes and the development of high-throughput
platforms. Thus, cell-based fluorescence assays have become
helpful for addressing ion channel research questions regarding
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the pharmacological characterization and discovery of known or
unknown modulators, respectively (Vetter et al., 2020; Loza-Huerta
et al., 2021).

Potassium channels coordinate multiple cellular phenomena
and can be the origin of diverse pathologies (Prevarskaya et al.,
2018; Taura et al, 2021). Consequently, potassium ion channels
have emerged as targets with therapeutic opportunities (Bednenko
et al,, 2021; Mathie et al.,, 2021). Among them, the Kv10.1 channel
has been widely studied, showing that their enriched expression in
around 70% of cancer samples can confer malignant properties to
cancer cells (Hemmerlein et al., 2006). Pharmacological evidence
has validated Kv10.1’s role in different hallmarks of cancer, making
them a promising target for drug discovery. Several Kv10.1-blockers
have been described, but no one has shown sufficient selectivity by
the channel (Garcia-Quiroz and Camacho, 2011; Valdés-Abadia
etal,, 2019; Loza-Huerta et al., 2021; Toplak et al., 2022). This lack of
selectivity is partly due to Kv10.1 showing high homology with
Kvll.l (HERG) potassium channels, so identifying a selective
blocker has been challenging (Barros et al., 2020; Toplak et al., 2022).

Here, we studied whether it is possible to find new
Kv10.1 modulators through a fluorescence assay associated with
changes in membrane potential. The FMP reliability has been
confirmed using small molecules previously described by our
group as Kvl10.1-inhibitors (Loza-Huerta et al., 2021). Here we

observed that loperamide and amitriptyline decrease the
fluorescence responses in HEK-Kv10.1 cells in the same
proportion that astemizole, the classical Kv10.1-blocker.

Experiments on HEK-WT cells showed that they also could
produce changes in fluorescence in responses to 60 mM KCl;
however, the amplitude of these responses was statistically
smaller than HEK-Kv10.1 cells, indicating the contribution of
Kv10.1. in HEK-
Kv10.1 cells can also be explained by their more hyperpolarized
RMP than WT cells; thus, when cells are in the presence of 60 mM
KCl, HEK-Kv10.1 suffer a higher depolarization, which could be
directly proportional to fluorescence responses. Even if none of the

The more intense responses recorded

molecules tested here are selective for Kv10.1 channels, the potent
inhibitory effects of fluoxetine and MN constitute promising tools
for further biophysical and molecular studies.

Fluoxetine, marketed as Prozac’, is used as an antidepressant by
millions worldwide. This drug is a selective serotonin reuptake
inhibitor (Wille et al., 2008). Fluoxetine also exerts other effects,
including inhibiting diverse ion channels (Thomas et al., 2002; Min
et al, 2008; Jeong et al, 2013). The present work reveals that
fluoxetine is a potent inhibitor of the Kv10.1 channels, with an
IC50 value of 11 uM, an IC50 close to that of other Kv10.1-blocker
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described previously. Although Kv10.1-pharmacology has been
focused on cancer biology, the results suggest that fluoxetine
perhaps also affects Kv10.1 channels expressed in the brain.
Pharmacodynamic studies in patients have estimated that
fluoxetine can reach steady-state serum concentrations ranging
from 0.3 to 2.6 uM and brain tissue concentrations ranging from
5to 17 uM (Bolo et al., 2000), the last concentrations in a range close
to the IC50 described here for Kv10.1. It is uncertain whether some
side effects of chronic use of fluoxetine can be related to
Kv10.1 inhibition. Fluoxetine is also described as a Kvll.1-
blocker with an IC50 of 3.1uM, providing the molecular
through  which the
electrocardiographic QT interval in patients who use this drug

mechanism fluoxetine  prolongs
(Thomas et al, 2002). Given the high homology among
Kv10.1 and Kvl1.1 channels, it is not surprising that fluoxetine
exerts inhibitory effects on both ion channels.

Also, miconazole nitrate exerted a dose-dependent inhibition
on Kv10.1 activity. MN is a drug used to treat fungal infections and
can be administered vaginally, orally, or parenterally (Al-Badr,
2005). As well as fluoxetine, MN has been described previously as a
HERG-blocker with an IC50 of 2.1 uM (Kikuchi et al., 2005),
11 times more potent than the IC50 described here for Kv10.1.
Moreover, it has been reported that MN binds to the aromatic
residue F656 in the S6 of the HERG channel (Kikuchi et al., 2005).
Alignment of the S6 sequence of Kvl1.1 and Kv10.1 channels
demonstrated that the F656 residue is conserved in the position
F495 of Kv10.1 channels (Figure 9), suggesting that MN can inhibit
Kv10.1 through a similar mechanism than in Kv11.1 channels.
Nevertheless, mutagenesis experiments of Kv10.1 are needed to
test this hypothesis.

Most of the pharmacological research on Kv10.1 has focused on
that  if
Kv10.1 overexpression offers advantages to cancer cells, the

looking for inhibitors. Common sense said
inhibition of the channel would have positive results reducing
several hallmarks of cancer cells, and currently, this has
happened. However, a new direction in the pharmacology of the
K" channel is the use of openers that control cellular excitability in
neuronal pathologies (Lawson, 2000; Judge et al, 2007) or
pathologies associated with changes in the resting membrane
potential, including cancer (Fukushiro-Lopes et al., 2018).

Our study shows, for the first time, that BL-1249 enhances the
Kv10.1 activity and that it can hyperpolarize the resting membrane
potential of cells expressing this channel; these effects were absent
when BL-1249 (at the highest concentration tested) was applied to
wild-type HEK293 cells, indicating a direct consequence of BL-

1249 on Kv10.1 channels. BL-1249 is a non-steroidal anti-
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inflammatory, which has been described as an activator of K*
channels of the K2P, TREK-1, and TREK-2 type, showed an
EC50 of ~5uM and ~8 uM, respectively (Iwaki et al., 2019).
Here, the EC50 for BL on the Kv10.1 channel was five times
higher. K" channels have evolved to respond to multiple stimuli
(voltage, temperature, second messengers, etc.), so it is thought
that their pharmacological activation may follow common
mechanisms. In the case of negatively charged activators, such
as BL-1249, it has been reported that these molecules bind below
the selectivity filter, where the charge of the molecules promotes K*
binding to the pore cavity, which causes an increase in K*
occupying the selectivity filter, which finally increases ion
permeation and channel-open probability (Schewe et al., 2019).
This phenomenon was observed in the Kv11.1 channel (Schewe
et al.,, 2019) and because Kv10.1 presents structural similarities
with Kv11.1 (Whicher and MacKinnon, 2016; Wang and
MacKinnon, 2017; Barros et al., 2020), we can hypothesize that
the opener effect of BL-1249 is through the same molecular
mechanism; however, more experiments are needed to answer
this question. Remarkably, the opener activity of BL on Kv10.1 was
counteracted when BL was added in the presence of fluoxetine;
instead, the inhibitory effect of fluoxetine was potentiated by BL
application. More detailed experiments are needed to determine
how both molecules interact on the Kv10.1 channel to produce this
effect and whether this also could be observed with other molecules
acting as gating modifiers or pore blockers of Kv10.1.

The potassium channels’ activity is associated with excitability
processes in neurons and myocytes (Taura et al.,, 2021), while in
non-excitable cells, they seem to participate in the cell cycle and
proliferation (Abdul Kadir et al., 2018). In this sense, cancer cells
have more depolarized RMP than their parental normal and
quiescent cells, indicating that transmembrane voltage could be
associated with pro-proliferation signals (Zhou et al., 2015; Urrego
et al, 2017; Abdul Kadir et al., 2018). However, molecular
mechanisms are poorly understood and raise the question about
the role of potassium channels in cancer proliferation. Recently, it
has been reported that membrane potential depolarization induces
changes in the organization of phospholipids in the inner left of the
membrane, increasing K-Ras nanoclusters and enhancing the
K-Ras-dependent MAPK signaling (Zhou et al, 2015). In
contrast, the membrane potential hyperpolarization disrupts this
pathway.

In this sense, the Kv10.1 channel shows an increased
expression in various types of tumors (Hemmerlein et al,
2006), and this elevated expression has been associated with
different stages of the cell cycle (Urrego et al., 2014; Sdnchez
et al., 2016), so that the pharmacological manipulation of this
channel, using openers would favor the hyperpolarization of the
membrane potential of tumor cells, an effect observed during
our experiments, and which can slow down cell proliferation of
tumor cells expressing the Kv10.1 channel. Additionally, it can
be hypothesized that the hyperpolarization due to the
Kv10.1 activation would decrease the activity of voltage-
gated calcium channels (also involved in tumorigenesis)

Frontiers in Pharmacology

10

10.3389/fphar.2023.1238503

(Prevarskaya et al., 2018), decreasing intracellular calcium
concentration, which plays a crucial role in carcinogenesis.
Promising results using the molecule NS-1643, also an
opener of Kvll.l channels, have shown positive results in
breast cancer (Lansu and Gentile, 2013; Fukushiro-Lopes
et al, 2018). In summary, FMP assays are an effective and
reliable method for the primary screening of different molecules
with potential activity on Kv10.1 channels.
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