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Abstract
Background: Disturbance of acid–base balance in the inner ear is known to be associated with hearing loss in a
number of conditions including genetic mutations and pharmacologic interventions. Several previous physiologic
and immunohistochemical observations lead to proposals of the involvement of acid–base transporters in stria
vascularis.
Results: We directly measured acid flux in vitro from the apical side of isolated stria vascularis from adult C57Bl/6
mice with a novel constant-perfusion pH-selective self-referencing probe. Acid efflux that depended on metabolism
and ion transport was observed from the apical side of stria vascularis. The acid flux was decreased to about 40 %
of control by removal of the metabolic substrate (glucose-free) and by inhibition of the sodium pump (ouabain).
The flux was also decreased a) by inhibition of Na,H-exchangers by amiloride, dimethylamiloride (DMA), S3226 and
Hoe694, b) by inhibition of Na,2Cl,K-cotransporter (NKCC1) by bumetanide, and c) by the likely inhibition of HCO3/
anion exchange by DIDS. By contrast, the acid flux was increased by inhibition of gastric H,K-ATPase (SCH28080) but
was not affected by an inhibitor of vH-ATPase (bafilomycin). K flux from stria vascularis was reduced less than 5 %
by SCH28080.
Conclusions: These observations suggest that stria vascularis may be an important site of control of cochlear
acid–base balance and demonstrate a functional role of several acid–base transporters in stria vascularis, including
basolateral H,K-ATPase and apical Na,H-exchange. Previous suggestions that H secretion is mediated by an apical
vH-ATPase and that basolateral H,K-ATPase contributes importantly to K secretion in stria vascularis are not supported.
These results advance our understanding of inner ear acid–base balance and provide a stronger basis to interpret the
etiology of genetic and pharmacologic cochlear dysfunctions that are influenced by endolymphatic pH.
Keywords: Acid–base balance, Endolymph, Inner ear, Hydrogen ion secretion, Potassium secretion, Stria vascularis,
Ion-selective self-referencing electrode

Background
Disturbance of acid–base balance in the inner ear is
known to be associated with hearing loss in a number of
conditions including genetic mutations (e.g., Pendred
syndrome and hereditary distal renal tubular acidosis
[1–4]) and pharmacologic interventions (e.g., acidicvehicle drug delivery [5, 6]). Homeostasis of endolymphatic (luminal) pH by specific ion transporters in
cochlear epithelial cells has been postulated and observed.
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H+ secretion by marginal cells of the stria vascularis was
proposed based on observations of immunostaining of
vH+-ATPase near the apical membrane of the epithelial cells [3, 7]. H+,K+-ATPase [8] and Na+,H+ exchangers
[9–11] have been immunolocalized to strial marginal cells
and both Na+,H+ exchanger [12] and H+-monocarboxylate
transporter [13] activity have been observed. A counterbalancing secretion of HCO−3 by apical pendrin (SLC26A4)
in strial spindle cells, spiral prominence and outer sulcus
cells is also critical to pH homeostasis and hearing [14].
The goal of the present study was to test the propositions that the stria vascularis secretes H+ via vH+-ATPase,
and that the basolateral H+,K+-ATPase in strial marginal
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cells provides a third K+ uptake pathway (in addition
to the Na+,2Cl−,K+ cotransporter (NKCC1) and Na+,K
+
-ATPase) involved in K+ secretion. We demonstrate
that the stria vascularis can indeed actively secrete H+, but
via apical Na+,H+ exchange and not vH+-ATPase. The
basolateral H+,K+-ATPase can contribute to this H+
secretory flux, but does not mediate a significant basolateral K+-uptake in parallel to the other two K+-secretory
uptake pathways. Further, the apical Na+,H+ exchanger is
poised to aid Na+ removal during pathological elevation of
endolymphatic Na+. These results advance our understanding of inner ear acid–base balance by rejecting some
prevailing concepts and by confirming others.

Methods
Tissue preparation

Adult C57Bl/6 mice of both genders were deeply anesthetized with 4 % tribromoethanol (0.014 ml/g body wt
ip) and sacrificed by decapitation according to a protocol
approved by the Kansas State University Institutional
Animal Care and Use Committee (#2925). The handling
of animals adhered to the ARRIVE guidelines. Stria
vascularis (without spiral ligament) was microdissected
from the cochlea. Stria vascularis was folded with the
apical membrane to the outside of the loop and then
mounted in a superfusion chamber on the stage of an
inverted microscope and stabilized in the bath with a
glass holding pipette.
Transepithelial hydrogen and potassium fluxes

K+ secretion by inner ear epithelia was measured by
techniques well-established in this laboratory [15] and
extended in this study to also measure H+ fluxes. Briefly,
glass capillaries were pulled to a tip size of about 4 µm
and silanized, filled with reference electrolyte (K+:
100 mM KCl in 0.2 % agar; pH: 500 mM KCl +20 mM
hepes, pH 7.34 in 0.2 % agar), a short column of liquid
ion exchanger (K+, potassium ionophore I-cocktail B:
50–100 μm column of Sigma-Fluka #99373; pH, hydrogen ionophore II: 20–30 μm column of Sigma-Fluka
#95297) aspirated into the tip and the electrode was
connected to an electrometer headstage via a Ag/AgCl
wire in contact with the reference electrolyte. The
ground was a Ag/AgCl wire connected to the bath via a
1 M KCl agar bridge.
The electrodes were first tested for a macroscopic
slope of 50–60 mV/decade concentration change and
then tested for their ability to detect a gradient near an
artificial source (Fig. 1a). The artificial source was constructed from a glass pipette (~80 μm tip diameter) filled
with 100 mM KCl or 2 mM H2SO4 solution at pH ~3.6
in 4 % agar, which permitted testing drugs for contributing any additional pH buffering or for interference with
the liquid ion exchanger. The tip of the ion-selective
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electrode was positioned under visual control to within
a few micrometers of the apical cell surface or the orifice
of the artificial source. The electrode was then oscillated
by linear translation stages via computer-controlled stepper motors a distance of 30 μm away from the tissue or
source. The electrode signal was recorded at each of
these two positions and the difference calculated at intervals of 6.8 s to obtain a representation of the relative flux
of K+ or H+ [16]. This difference voltage was also obtained
remote from the source (~500 μm) to establish the zeroflux baseline.
Tissues were fixed to the bottom of a microscope chamber and superfused with solutions at 37 °C. The superfusion solution reached both the apical and basolateral
membranes of the marginal cells, since it was determined
earlier that dissection of the stria from the spiral ligament compromises the integrity of the basal cell layer
[17]. H+ flux was measured (Fig. 1b) in a weakly-buffered perilymph-like solution (below) to which transport
inhibitors were added. Perfusion conditions were carefully
adjusted to obtain the best compromise between good
fluid exchange and maintenance of sufficient unstirred
layer to establish a measureable concentration gradient
near the tissue. Data are expressed as the difference in
voltage of the ion-selective electrode across the 30 μm excursion or as the fraction (in %) of that voltage difference
under test conditions compared to the value during the
control period.
The bath solutions contained (in mM): 150 NaCl, 1.6
K2HPO4, 0.4 KH2PO4, 0.7 CaCl2, 1.0 MgCl2, 5 glucose,
pH 7.4 (by NaOH). Measurements were made at 37 °C.
Drugs were either pre-dissolved in DMSO [amiloride
(Sigma A7410), HOE694 (3-methylsulfonyl-4-piperidinobenzoyl) guanidine methanesulfonate; gift from Dr. H-J.
Lang), S3226 (3-[2-(3-guanidino-2-methyl-3-oxo-propenyl)-5-methy]-N-isopropylidene-2-methyl-acrylamide; gift
from Sanofi-Aventis Deutschland GmbH), dimethylamiloride (DMA; Sigma A4562), ouabain (Sigma O3125),
bumetanide (Sigma B3023), SCH28080 (Sigma S4443),
DIDS (4,4’-Diisothiocyanatostilbene-2,2’-disulfonic acid;
Sigma D3514)] and used at a final concentration of < =0.1 %
DMSO or dissolved directly in bath solution [bafilomycin
A1 (Sigma B1793)]. DMSO 0.1 % was also added to the
control solution when it was used to dissolve the drug.
Tissues were superfused with the control bath solution
(above) for at least 5 min to stabilize the preparation,
followed by a 5-min first measurement period, then a 5
to 10 min experimental treatment period, followed by a
second 5-min control period. Thirteen to 18 continuous
digital samples were averaged near the end of the period
prior to the experimental period and from a stable or
early quasi-stable time period, typically 3 to 5 min post
solution change. When there was a slow secondary
phase to the experimental response, an earlier quasi-
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Fig. 1 Self-referencing ion-selective electrode method. The electrode
(probe) tip oscillates a distance of about 30 μm (double-headed
arrow). The mean position is first set remote from the source
(about 500 μm away; not shown) and the difference signal from the
oscillation is taken as zero. The oscillating probe is then set within
several μm of the a artificial source or b epithelium, and the
difference signal in the concentration gradient is taken as a relative
measure of the ion flux. Changes in ion flux are monitored during
bath perfusion of control and experimental solutions. (Top panels)
diagram; (Bottom panels) photomicrographs of artificial and epithelial
sources and adjacent probe. Liquid ion exchanger (selective for K+
or H+) is visible in the tip of the electrode

stable time period was chosen in order to minimize possible drift in the experiment or changes due to secondary effects from the experimental treatment [see
Additional file 1].
Measurements from the experimental period were
compared to the value from the prior period (timecontrol, glucose-free, ouabain, 50–200 μM bumetanide, DIDS, bafilomycin) or to the average of the two
control periods when the response was clearly reversible (amiloride and its analogs, SCH28080, 1–10 μM
bumetanide). Data are expressed as mean ± sem of the
signal in μV or percent of the control, n = number of
tissue samples [see Additional file 1].
Significance was determined by paired t-test and
P < 0.05 was taken as a significant difference. Concentrationresponse data for SCH28080 and the NHE transport inhibitors were fitted to Michaelis-Menton kinetics using
Origin software (OriginLab, Northampton, MA). The fits
were made using the individual data points in order to
avoid skewed weighting on the logarithmic scale and the
best-fit curve then plotted with the average response at
each concentration for clarity.

Results and discussion
Strial H+ flux is linked to metabolism and Na+,K+-ATPase
activity

H+ flux was measured near the apical membrane of stria
vascularis and the results were not significantly affected
by the experimental protocol (Fig. 2a). A substantial H+
flux was observed, as indicated by a mean voltage difference at the H+-selective microelectrode of 32.6 ± 0.8 μV
(n = 118) under control conditions. Both glucoseremoval and inhibition of the basolateral Na+,K+-ATPase
with ouabain (1 mM) reduced apical H+ flux to 37.9 ±
0.6 % (n = 3) and to 39.7 ± 2.2 % (n = 3) of control values
(Fig. 2b, c, d). These results are consistent with the interpretation 1) that strial H+ flux requires metabolic energy
and 2) that it depends on a transmembrane Na+ gradient
established by the Na+-pump. The remaining ~40 % H+
flux after removal of glucose may represent catabolism
of other stored metabolic substrates, including glycogen
or phosphocreatine, although glycogen stores in the stria
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Fig. 2 H+-flux from stria vascularis; control, glucose-free, ouabain and bafilomycin. a Summary traces (N = 4) of time-controls during perfusion of
control bath solution in the absence of any experimental agents. Boxes labeled C1 and C2 are the perfusion times from two separate reservoirs
of bath solution (see Methods for composition). b Summary traces (N = 3) of glucose-free (0-glucose) perfusion. c Summary traces (N = 3) of
ouabain (1 mM) perfusion. d Bar graphs of steady state effects of time-control, glucose-free, ouabain and bafilomycin (1 μM; N = 6) perfusion. *,
P < 0.05; ns, not significant. a, b, c Traces are the vertical averages of N experiments conducted with identical time-course. Standard error bars are
indicated only at intervals for clarity; boxes show duration of the experimental period

vascularis are quite low compared to other inner ear
structures [18]. The transport pathway of this remaining
H+ flux is not yet identified, but may be simple diffusion
through H+ channels [19] or through other integral
membrane proteins [20].
The primary metabolic source of secreted acid is the
unusually-high rate of CO2 production from glucose,
thought to be due to shunting of glycolysis through the
hexose monophosphate pathway [21]. Strial metabolism
occurs at a remarkably-high rate, similar to that of
kidney [22]. The rate of O2 consumption decreases by
about half when the Na+-pump is blocked by ouabain
[22]. The coupling of O2 respiration rate to CO2 production with a respiratory quotient of 1.2 [21] predicts a
drop of H+ efflux by ouabain of a little more than half,
which is consistent with our observation (above).
Strial H+ flux is not carried by an apical vH+-ATPase

The apical H+ flux in the presence of 1 μM bafilomycin
A1, a concentration that would produce a near maximal
inhibition of H+-ATPase, was not significantly different
than under control conditions (Fig. 2d). This result
demonstrates that H+ flux is not mediated via an apical
vH+-ATPase and suggests that the immunostained vH
+
-ATPase near the apical membrane of marginal cells [7]

is not contributing to H+ efflux under our experimental
conditions. It is conceivable that the immunostained vH
+
-ATPase is in sub-apical vesicles [23].
Coupling of strial K+ flux to H+ flux

The effect of ouabain on H+ flux (above) is consistent
with a feedback of cellular ion transport to the rate of
metabolism needed to power the transport. We evaluated specifically the primary ion transport function of
stria (K+ secretion) by inhibiting apical K+ flux from
strial marginal cells by blocking uptake of K+ via the
basolateral Na+,2Cl−,K+ cotransporter with bumetanide
(Fig. 3a, b). The average from all measurements of K+
flux under control conditions was 5.6 ± 0.4 μV (n = 28).
The IC50 of bumetanide on K+ flux in this series of experiments was 7 × 10−6 M, which is consistent with specific inhibition of NKCC1, and is similar to previous
findings in vestibular dark cells and strial marginal cells
[17, 24, 25]. Indeed, inhibition of K+ secretion by bumetanide partially inhibited H+ flux (Fig. 3d). This finding is
consistent with the view that K+ secretion is coupled to
metabolic rate and thereby acid production and its subsequent efflux from the cells. The meaning of the observation that H+ flux is reduced far more by ouabain than
by bumetanide is not clear. These results are consistent
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Fig. 3 K+- and H+- fluxes from stria vascularis; bumetanide and DIDS. a and c K+ flux; b and d H+ flux. a Summary traces (N = 7) of effect of
perfusion of bumetanide (50 μM; bumet) on K+ flux from stria vascularis. b Summary traces (N = 6) of effect of perfusion of bumetanide (50 μM)
on H+ flux from stria vascularis. c Concentration-response curve for bumetanide on K+ flux from stria vascularis fit by the Michaelis-Menton
equation (N = 5–6). d Bar graph summaries of steady–state effects of bumetanide (50 μM; N = 6; Bumet) and DIDS (1 mM; N = 6) on H+ flux from
stria vascularis. *, P < 0.05; ns, not significant. a, b: boxes show duration of the experimental period

with the notion that the Na+ pump energizes more processes than K+ secretion, such as the Na+,H+ exchangers
(below) and/or other Na+-coupled transport [26].
We hypothesized that since reduction of metabolism
(either by direct inhibition of metabolism or via inhibition of ion transport) lead to reduced apical H efflux,
that stimulation of ion transport was expected to increase apical H efflux. DIDS stimulates K+ secretion
through potentiation of apical KCNQ1/KCNE1 K+ channels [27] as well as its more-widely known inhibitory
action on several types of Cl−-HCO−3 transporters, including Slc26a4 [2, 28]. It was expected that if the
primary action of DIDS were stimulation of K+ secretion, the metabolic rate would be increased and thereby
increase the apical H+ flux. By contrast, it was observed
that DIDS (1 mM), similar to bumetanide, reduced the
H+ flux from strial marginal cells (Fig. 3d).
This result is inconsistent with our hypothesis and
suggests that the primary effect of DIDS may be via its
known inhibition of several anion transporters [28]. The
drug target is not likely to be the Cl−,HCO−3 exchanger
Slc26a4, since Slc26a4 is not expressed in strial marginal
cells, and even if HCO−3 secretion by apical Slc26a4 in
remote cells contributed to the net H+ flux recorded at
the marginal cells, inhibition by DIDS would lead to an
increase of net H+ flux, and not the observed decrease.

One could therefore speculate that there is normally a
DIDS-sensitive basolateral HCO−3 efflux (e.g., via NBCe1
as proposed in the proximal kidney tubule [28]) from
strial marginal cells. Inhibition by DIDS of this putative
basolateral HCO−3 efflux would result in an accumulation
of intracellular HCO−3 which would be expected to slow
down the hydrating reaction of CO2 catalyzed by carbonic anhydrase, thereby reducing the available cytosolic
H+ and apical H+ efflux, as observed. The unreacted
CO2 would diffuse passively across the basolateral membrane and be carried away in the blood (in vivo) or bath
(in vitro). The actual mechanism remains unknown.
Strial H+ flux is carried by apical Na+,H+ exchangers

It was hypothesized that apical H+ efflux may be mediated by Na+,H+-exchangers (NHEs) in the apical membrane. Indeed, our results support the participation of
NHEs in H+ secretion although the specific isoform(s)
involved were not unambiguously determined. We found
the apical H+ flux in strial marginal cells was reduced by
several inhibitors of NHEs, including amiloride, dimethylamiloride (DMA), S3226 and Hoe694 (Fig. 4). The
amiloride analogs employed here are more specific for the
NHEs than is amiloride itself. Amiloride has additional
inhibitory properties against the epithelial sodium channel
(ENaC) and Na+,Ca2+-exchangers [29]. Dose–response
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Fig. 4 Inhibition by amiloride analogs of strial H+ flux from stria
vascularis. a Summary traces of perfusion of dimethylamiloride
(DMA; 30 μM; N = 5); box shows the duration of the experimental
period. b summary family of curves for four Na+,H+ exchanger
inhibitors: HOE694 (N = 3–7), amiloride (N = 4–6), S3226 (N = 3–6)
and DMA (N = 3–9). Data from DMA and S3226 were fitted with a
dual Michaelis-Menton equation consisting of one component that
contributes 18 % (putative apical NHEs) and a second component
that contributes 82 % (putative metabolic pathway target) of the
total response

curves for DMA and S3226 were fitted by the MichaelisMenton equation for two drug targets that contributed
18 % (high affinity) and 82 % (low affinity) of H+ flux. The
high affinity target had an IC50 of 3 × 10−7 for DMA
and 3 × 10−6 for S3226. The low affinity targets were taken
to be in metabolic pathways rather than membrane transporters; interference with metabolism was shown to decrease the apical H+ flux (e.g., removal of glucose, above).
High concentrations of drugs (e.g., >100 μM) that are in
equilibrium with a lipophilic chemical form (e.g., DIOA
and NPPB) [30, 31], are able to integrate into mitochondrial membranes and interfere with ATP production.
Studies on NHE function have often been performed
in cells which express multiple isoforms of NHE, which
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complicates the unambiguous identification of the active
isoform(s). Other complicating factors include the strong
dependence of the IC50 of the amiloride analogs on
extracellular [Na+], making it difficult to compare specific IC50 values for specific NHE isoforms in the literature derived under vastly different [Na+] [29].
The greater sensitivity to DMA over S3226 found here
is consistent with the H+ flux being mediated by NHE2
[29]. NHE2 is expressed in other epithelial cells and can
occur in either the apical [32] or basolateral membrane
[33]. NHE2 mRNA transcripts were present in stria vascularis at age P10, determined by gene array (GEO Data
set: GSE10587). Partial inhibition of the H+ flux by the
NHE3-specific inhibitor S3226 is consistent with NHE3
also mediating a part of the flux. Strong expression of
NHE3 has been demonstrated in the apical membrane
of strial marginal cells [9].
NHE1 activity has been identified in the basolateral
membrane of vestibular dark cells (which are analogs of
strial marginal cells in the vestibular labyrinth) [12], and
transcripts of NHE1 were present in stria vascularis at
age P10 (GEO Data set: GSE10587), but its contribution,
if present, to the measurements here is clearly less than
apical NHEs since all inhibitors caused decreases in the
net flux. If basolateral NHE1 were the dominant target
of any of these inhibitors at the concentrations used, the
apical flux would have increased, as during inhibition of
basolateral H+ efflux via the H+,K+-ATPase (vide infra).
A transient decrease in Isc was observed in stria
vascularis with apical perfusion of 500 μM amiloride
[12]. The effect was smaller than seen with basolateral
perfusion and previously interpreted as only leakage or
diffusion to the basolateral side. However, the effect
could be a direct inhibition of apical NHE and consequent cellular acidification via inhibited apical NHE
activity, consistent with the present results.
NHE6 and NHE9 mRNA transcripts were also present
in stria vascularis (GEO Data set: GSE10587). These
isoforms occur predominantly in intracellular organelles,
but have been observed occasionally in the plasma membrane of some cells [34].
Significance of NHE in apical membrane

The H+ efflux observed in the present experiments in
vitro were conducted under conditions that reveal
and emphasize the presence of this transporter. That
is, the difference in [Na+] between the bath and marginal cell cytosol (Table 1) is sufficient to drive H+
out of the cell, leading to the observed substantial H+
secretion and to Na+ absorption. However under normal in vivo conditions, the Na+ difference is likely
reversed in direction and larger than the outward H+
difference (Table 1), assuming reasonable values for
cytosolic pH and [Na+].

Miyazaki et al. BMC Physiology (2017) 17:1

Page 7 of 10

Table 1 Estimated Na+ and H+ gradients across apical membrane of strial marginal cells
[H+],e-b (nM)

[H+],c (nM)

[Na+],e-b (mM)

[Na+],c (mM)

RNa (e-b/c)

Direction of transport

In vitro

34 (pH 7.4)

63 (pH 7.2)

150

10

1.85

15

Na+ in
H+ out

In vivo

32 (pH 7.5)

63 (pH 7.2)

1

10

1.95

0.1

Na+ out
H+ in

RH (c/e-b)

[H+], hydrogen ion concentration; [Na+], sodium ion concentration; e-b, endolymph (in vivo) or bath (in vitro); c, cytosol; RH RNa, Ratio of H+ and Na+ concentrations between compartments; Direction of transport into or out of the cell across the apical membrane of strial marginal cells

The cytosolic values in Table 1 are taken from the
accepted normative values in the literature that have
been utilized for similar calculations on directions of
transport in mammalian cells, for example cardiac cell
Na+,Ca2+ exchange and Na+,H+ exchange [35]. Even
though there were some early estimates of intracellular
Na+ concentration in stria vascularis that were greater
[36], a biochemical assay for Na+,K+-ATPase activity
versus Na+ concentration demonstrated a peak in activity at 10 mM [37], consistent with physiological control
set to a normal level of 10 mM or less.
Therefore under normal homeostatic conditions, this
apical membrane exchanger may actually provide a
counterbalance to the primary Na+ absorptive roles of
Reissner’s membrane, Claudius cells and outer sulcus
cells [38–43]. Analogous push/pull transport systems of
ion homeostasis for K+ [17, 43] and for Ca2+ [2, 44–46]
in endolymph have also been demonstrated. Although
not highly active under normative conditions, the apical
NHE is poised to respond to pathological increases in
endolymphatic [Na+], such as during vascular accidents
that cause local ischemic anoxia [47, 48]. NHE therefore
provides a controlled Na+ “leak” into endolymph under
normal homeostatic conditions and a Na+ absorptive
pathway during Na+ loading of endolymph.
In addition, the H+ flux from the lumen to the marginal cell cytosol (equivalent to HCO−3 secretion) via
NHE under normative conditions would augment the
HCO−3 secretory roles of strial spindle cells and spiral
prominence/outer sulcus cells via the pendrin HCO−3
/anion exchange activity [49].
Strial H+ flux is carried by basolateral H+,K+ ATPase

Gastric H+,K+-ATPase (consisting of a heterodimer of
HKalpha1 and HKbetaG subunits) is expressed in the
basolateral membrane of strial marginal cells [8] and its
transport function can be inhibited by SCH28080 but
not ouabain, in contrast to the colonic H+,K+-ATPase,
which is inhibited by ouabain but completely insensitive
to SCH28080 [50]. We found that SCH28080 increased
apical H+ flux from strial marginal cells (Fig. 5).
The measurements were made over a concentration
range of 10−11 to 10−7 M (N = 3–7), with maximal effect
of 17.1 % increase and the EC50 of SCH28080 was 1.9 × 10
−9
M. This exquisite sensitivity is about 2 orders of

magnitude better than for inhibition of this ATPase in isolated gastric glands, while the IC50 of the ATPase by the
protonated species of SCH28080 is about 1.5 × 10−8 M [51,
52], which is consistent with specific inhibition of this
ion pump. By contrast, it was found by Shibata et al
that a full decrease of endocochlear potential from vascular or perilymphatic perfusion of SCH28080 occurred
at 3 and at 1 mM, respectively [8]. Our observed increase in H+ flux suggests that blocking basolateral H+
efflux from the marginal cells re-directed the flux
through the apical membrane. An increased apical flux
during SCH28080 perfusion also implies an elevated
cytosolic [H+] to drive this transport.
Strial K+ flux is NOT carried by basolateral H+,K+ ATPase

It was proposed that the basolateral H+,K+-ATPase
contributes to transepithelial K+ secretion by taking up
K+ in parallel to the recognized action of the basolateral
Na+,2Cl−,K+ cotransporter [8]. SCH28080 at a virtually
maximal dose (10−8 M) decreased the apical K+ flux in
strial marginal cells by less than 5 % (Fig. 5). In order to
determine whether this small decrease was physiologically relevant or if it only represented a small but consistent drift in that series of experiments, the sensitivity of
this test was increased by first reducing the apical K+
flux with a maximal dose (200 μM) of bumetanide. The
residual K+ flux in the presence of bumetanide was not
significantly greater than zero and there was no significant
difference by addition of SCH28080 (10−8 M). These data
demonstrate that H+,K+-ATPase contributes no more
than a minuscule fraction to K+ secretion and that H+,K
+
-ATPase therefore does not provide an alternative route
in the basolateral membrane for K+ uptake to the normative route via the Na+,2Cl−,K+ cotransporter.
The report of a decrease in endocochlear potential in
response to SCH28080 was ascribed to an inhibition of
basolateral H+,K+-ATPase and a putative drop in basolateral K+ uptake into strial marginal cells and consequently a drop in electrogenic K+ transport [8]. The
present results argue against this interpretation. It is also
unlikely that the effect on EP is mediated by changes in
marginal cell cytosolic pH or extracellular pH. As
described above, the marginal cells possess both apical
and basolateral NHEs that could respond to increased
cytosolic acid and the KCNQ1/KCNE1 K+ channel in
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Fig. 5 Effects of inhibition of gastric H+,K+-ATPase on H+- and
K+-fluxes from stria vascularis. a Summary traces (N = 7) of effect on
H+ flux of perfusion of SCH28080 (10 nM). Box shows the duration
of the experimental period. b Concentration-response curve
(N = 3–7) for stimulation of strial H+-flux by SCH28080. Data fit by
the Michaelis-Menton equation. c Small inhibition of K+ flux from
stria vascularis by SCH28080 (10 nM; N = 7)) and absence of effect
(SCH, SCH28080) after inhibition of K+ flux by bumetanide (200 μM;
N = 6; bumet). *, P < 0.05; ns, not significant

the apical membrane of these cells is relatively insensitive to cytosolic acidification in the physiological range
[53]. In addition, the KCNJ10 K+ channel of the neighboring intermediate cells is also relatively insensitive to
changes in extracellular pH [54].

Conclusions
We have developed a technique for the recording of
transepithelial H+ and K+ flux during continuous perfusion of isolated inner ear tissues at 37 °C and applied it
to the investigation of pH homeostatic mechanisms in
the cochlea (Fig. 6). Several long-standing questions
about the mechanisms underlying cochlear pH homeostasis were resolved. 1) The basolateral H+/K+-ATPase

Fig. 6 Cell model of H+ and K+ secretion by strial marginal cells
in the cochlea. Transepithelial secretion of K+ is mediated by
uptake of K+ from the basolateral side of the strial marginal cells
(SMC) via the Na+,K+-ATPase and the Na+,2Cl−,K+-cotransporter
(NKCC1). The contribution to K+ flux by the gastric H+,K+-ATPase
is minimal. K+ transport from the cytosol into endolymph is
mediated by KCNQ1/KCNE1 K+ channels in the apical membrane.
Metabolically-generated acid exits the cell via the basolateral
gastric H+,K+-ATPase and the apical Na+,H+-exchangers. Apical
membrane H+ exit is increased when the basolateral H+,K
+
-ATPase is inhibited and the H+ flux re-routed to the apical
membrane. Cl− that was taken up into the cytosol via the Na
+
,2Cl−,K+-cotransporter is recycled across the basolateral
membrane via the ClC-K/barttin Cl− channels. Additional putative
acid/base transporters, such as basolateral DIDS-sensitive HCO−3
efflux via NBCe1, are not shown

Miyazaki et al. BMC Physiology (2017) 17:1

of strial marginal cells was earlier posited to contribute
importantly to the cellular uptake of K+ and the subsequent secretion across the apical membrane. Our measurements did not support that proposition, but did
demonstrate its significant contribution to basolateral H
+
flux and its coordination with apical H+ flux. 2) The
vH+-ATPase previously found near the apical membrane
of strial marginal cells was posited to contribute importantly to apical H+ secretion . Our measurements did
not support that proposition. 3) Apical membranes of
strial marginal cells were previously shown to express
the Na+,H+ exchanger NHE3 and stria vascularis also
expressed mRNA of NHE1, NHE2, NHE6 and NHE9.
Our measurements support a functional H+ flux from
one or more apical Na+,H+ exchangers. These results advance our understanding of inner ear acid–base balance
and provide a stronger basis to interpret the etiology of
genetic and pharmacologic cochlear dysfunctions that
are influenced by endolymphatic pH.

Additional file
Additional file 1: “H and K flux raw data”. This file contains the digital
ion-selective probe data points collected and analyzed in the text and
figures. (XLSX 148 kb)
Abbreviations
DIDS, 4,4’-Diisothiocyanatostilbene-2,2’-disulfonic acid; DMA,
dimethylamiloride; DMSO, dimethylsulfoxide; HOE694, (3-methylsulfonyl-4piperidinobenzoyl) guanidine methanesulfonate; S3226, (3-[2-(3-guanidino-2methyl-3-oxo-propenyl)-5-methy]-N-isopropylidene-2-methyl-acrylamide
Acknowledgments
We thank Donald G. Harbidge and Joel D. Sanneman for their excellent
technical support.
Funding
This work was supported by NIH grants R01-DC00212 (DCM), P20-RR017686
(DCM) and R01-DC01098 (PW) and by the College of Veterinary Medicine,
Kansas State University.
Availability of data and materials
The raw data on which conclusions are made are contained in
Additional file 1.
Authors’ contributions
HM contributed to the design and analysis of experiments, development of
the modifications to the methodology and collected the experimental data.
PW and DM contributed to the design and analysis of experiments,
development of the modifications to the methodology and writing of the
manuscript. All authors read and approved the final manuscript.
Competing interests
The authors declare that they have no competing interests.
Consent for publication
Not applicable.
Ethics approval and consent to participate
Experiments were conducted according to an ethics protocol approved by
the Kansas State University Institutional Animal Care and Use Committee
(protocol #2925).

Page 9 of 10

Author details
Department of Anatomy & Physiology, Cellular Biophysics Laboratory,
Kansas State University, 228 Coles Hall, Manhattan, KS 66506-5802, USA.
2
Deparment of Anatomy & Physiology, Cell Physiology Laboratory, Kansas
State University, 228 Coles Hall, Manhattan KS 66506-5802, USA. 3Department
of Otolaryngology-Head and Neck Surgery, Tohoku University Graduate
School of Medicine, Sendai 980-8574, Japan.
1

Received: 1 April 2016 Accepted: 29 July 2016

References
1. Everett LA, Glaser B, Beck JC, Idol JR, Buchs A, Heyman M, Adawi F, Hazani E,
Nassir E, Baxevanis AD, Sheffield VC, Green ED. Pendred syndrome is caused
by mutations in a putative sulphate transporter gene (PDS). Nat Genet.
1997;17:411–22.
2. Wangemann P, Nakaya K, Wu T, Maganti RJ, Itza EM, Sanneman JD,
Harbidge DG, Billings S, Marcus DC. Loss of cochlear HCO3− secretion
causes deafness via endolymphatic acidification and inhibition of Ca2+
reabsorption in a Pendred syndrome mouse model. Am J Physiol Renal
Physiol. 2007;292:F1345–53.
3. Karet FE, Finberg KE, Nelson RD, Nayir A, Mocan H, Sanjad SA, RodriguezSoriano J, Santos F, Cremers CW, Di Pietro A, Hoffbrand BI, Winiarski J,
Bakkaloglu A, Ozen S, Dusunsel R, Goodyer P, Hulton SA, Wu DK, Skvorak
AB, Morton CC, Cunningham MJ, Jha V, Lifton RP. Mutations in the gene
encoding B1 subunit of H+-ATPase cause renal tubular acidosis with
sensorineural deafness. Nat Genet. 1999;21:84–90.
4. Stover EH, Borthwick KJ, Bavalia C, Eady N, Fritz DM, Rungroj N, Giersch AB,
Morton CC, Axon PR, Akil I, Al-Sabban EA, Baguley DM, Bianca S, Bakkaloglu
A, Bircan Z, Chauveau D, Clermont MJ, Guala A, Hulton SA, Kroes H, Li VG,
Mir S, Mocan H, Nayir A, Ozen S, Rodriguez-Soriano J, Sanjad SA, Tasic V,
Taylor CM, Topaloglu R, Smith AN, Karet FE. Novel ATP6V1B1 and ATP6V0A4
mutations in autosomal recessive distal renal tubular acidosis with new
evidence for hearing loss. J Med Genet. 2002;39:796–803.
5. Ikeda K, Morizono T. The preparation of acetic acid for use in otic drops and
its effect on endocochlear potential and pH in inner ear fluid. Am J
Otolaryngol. 1989;10:382–5.
6. Tanaka F, Whitworth CA, Rybak LP. Influence of pH on the ototoxicity of
cisplatin: a round window application study. Hear Res. 2003;177:21–31.
7. Stankovic KM, Brown D, Alper SL, Adams JC. Localization of pH regulating
proteins H+ATPase and Cl−/HCO−3 exchanger in the guinea pig inner ear.
Hear Res. 1997;114:21–34.
8. Shibata T, Hibino H, Doi K, Suzuki T, Hisa Y, Kurachi Y. Gastric type H+, K
+ -ATPase in the cochlear lateral wall is critically involved in formation of
the endocochlear potential. Am J Physiol Cell Physiol. 2006;291:C1038–48.
9. Bond BR, Ng LL, Schulte BA. Identification of mRNA transcripts and
immunohistochemical localization of Na/H exchanger isoforms in gerbil
inner ear. Hear Res. 1998;123:1–9.
10. Goto S, Oshima T, Ikeda K, Takasaka T. Expression and localization of the Na
+ +
-H exchanger in the guinea pig cochlea. Hear Res. 1999;128:89–96.
11. Ikeda K, Sunose H, Takasaka T. Involvement of Na+-H+ exchange in
intracellular pH recovery from acid load in the stria vascularis of the
guinea-pig cochlea. Acta Otolaryngol (Stockh). 1994;114:162–6.
12. Wangemann P, Liu J, Shiga N. Vestibular dark cells contain the Na+/H+
exchanger NHE-1 in the basolateral membrane. Hear Res. 1996;94:94–106.
13. Shimozono M, Scofield MA, Wangemann P. Functional evidence for a
monocarboxylate transporter (MCT) in strial marginal cells and molecular
evidence for MCT1 and MCT2 in stria vascularis. Hear Res. 1997;114:213–22.
14. Kim HM, Wangemann P. Epithelial cell stretching and luminal acidification
lead to a retarded development of stria vascularis and deafness in mice
lacking pendrin. PLoS One. 2011;6, e17949.
15. Marcus DC, Shipley AM. Potassium secretion by vestibular dark cell
epithelium demonstrated by vibrating probe. Biophys J. 1994;66:1939–42.
16. Sunose H, Liu J, Shen Z, Marcus DC. cAMP increases K+ secretion via
activation of apical IsK/KvLQT1 channels in strial marginal cells. Hear Res.
1997;114:107–16.
17. Wangemann P, Liu J, Marcus DC. Ion transport mechanisms responsible for
K+ secretion and the transepithelial voltage across marginal cells of stria
vascularis in vitro. Hear Res. 1995;84:19–29.
18. Thalmann R, Miyoshi T, Kusakari J, Ise I. Normal and abnormal energy
metabolism of the inner ear. Otolaryngol Clin North Am. 1975;8:313–33.

Miyazaki et al. BMC Physiology (2017) 17:1

19. DeCoursey TE. Voltage-gated proton channels: molecular biology,
physiology, and pathophysiology of the H(V) family. Physiol Rev.
2013;93:599–652.
20. Wang X, Horisberger JD. A conformation of Na+-K+ pump is permeable to
proton. Am J Physiol Cell Physiol. 1995;268:C590–5.
21. Marcus DC, Thalmann R, Marcus NY. Respiratory quotient of stria vascularis
of guinea pig in vitro. Arch Otorhinolaryngol. 1978;221:97–103.
22. Marcus DC, Thalmann R, Marcus NY. Respiratory rate and ATP content of
stria vascularis of guinea pig in vitro. Laryngoscope. 1978;88:1825–35.
23. White PN, Thorne PR, Housley GD, Mockett B, Billett TE, Burnstock G.
Quinacrine staining of marginal cells in the stria vascularis of the guinea-pig
cochlea: a possible source of extracellular ATP? Hear Res. 1995;90:97–105.
24. Marcus DC, Marcus NY, Greger R. Sidedness of action of loop diuretics and
ouabain on nonsensory cells of utricle: a micro-Ussing chamber for inner
ear tissues. Hear Res. 1987;30:55–64.
25. Marcus NY, Marcus DC. Potassium secretion by nonsensory region of gerbil
utricle in vitro. Am J Physiol. 1987;253:F613–21.
26. Krishnamurthy H, Piscitelli CL, Gouaux E. Unlocking the molecular secrets of
sodium-coupled transporters. Nature. 2009;459:347–55.
27. Shen Z, Liu J, Marcus DC, Shiga N, Wangemann P. DIDS increases K+
secretion through an IsK channel in apical membrane of vestibular dark cell
epithelium of gerbil. J Membr Biol. 1995;146:283–91.
28. Parker MD, Boron WF. The divergence, actions, roles, and relatives
of sodium-coupled bicarbonate transporters. Physiol Rev.
2013;93:803–959.
29. Masereel B, Pochet L, Laeckmann D. An overview of inhibitors of Na(+)/H(+)
exchanger. Eur J Med Chem. 2003;38:547–54.
30. Pondugula SR, Kampalli SB, Wu T, De Lisle RC, Raveendran NN, Harbidge
DG, Marcus DC. cAMP-stimulated Cl- secretion is increased by
glucocorticoids and inhibited by bumetanide in semicircular canal duct
epithelium. BMC Physiol. 2013;13:6.
31. Wangemann P, Wittner M, Di SA, Englert HC, Lang HJ, Schlatter E,
Greger R. Cl(-)-channel blockers in the thick ascending limb of the
loop of Henle. Structure activity relationship. Pflugers Arch. 1986;407
Suppl 2:S128–41.
32. Tse CM, Levine SA, Yun CH, Montrose MH, Little PJ, Pouyssegur J,
Donowitz M. Cloning and expression of a rabbit cDNA encoding a
serum-activated ethylisopropylamiloride-resistant epithelial Na+/H+
exchanger isoform (NHE-2). J Biol Chem. 1993;268:11917–24.
33. Soleimani M, Singh G, Bizal GL, Gullans SR, McAteer JA. Na+/H+ exchanger
isoforms NHE-2 and NHE-1 in inner medullary collecting duct cells.
Expression, functional localization, and differential regulation. J Biol Chem.
1994;269:27973–8.
34. Hill JK, Brett CL, Chyou A, Kallay LM, Sakaguchi M, Rao R, Gillespie PG.
Vestibular hair bundles control pH with (Na+, K+)/H+ exchangers NHE6 and
NHE9. J Neurosci. 2006;26:9944–55.
35. Murphy E, Eisner DA. Regulation of intracellular and mitochondrial sodium
in health and disease. Circ Res. 2009;104:292–303.
36. Marcus DC, Marcus NY, Thalmann R. Changes in cation contents of stria
vascularis with ouabain and potassium-free perfusion. Hear Res. 1981;4:149–60.
37. Kuijpers W, Bonting SL. Studies on (Na + -K+)-activated ATPase. XXIV.
Localization and properties of ATPase in the inner ear of the guinea pig.
Biochim Biophys Acta. 1969;173:477–85.
38. Yoo JC, Kim HY, Han KH, Oh SH, Chang SO, Marcus DC, Lee JH. Na(+)
absorption by Claudius’ cells is regulated by purinergic signaling in the
cochlea. Acta Otolaryngol. 2012;132 Suppl 1:S103–8.
39. Kim SH, Marcus DC. Regulation of sodium transport in the inner ear. Hear
Res. 2011;280:21–9.
40. Yamazaki M, Kim KX, Marcus DC. Sodium selectivity of Reissner’s membrane
epithelial cells. BMC Physiol. 2011;11:4.
41. Kim SH, Kim KX, Raveendran NN, Wu T, Pondugula SR, Marcus DC. Regulation
of ENaC-mediated sodium transport by glucocorticoids in Reissner’s
membrane epithelium. Am J Physiol Cell Physiol. 2009;296:C544–57.
42. Lee JH, Marcus DC. Endolymphatic sodium homeostasis by Reissner’s
membrane. Neuroscience. 2003;119:3–8.
43. Marcus DC, Chiba T. K+ and Na+ absorption by outer sulcus epithelial cells.
Hear Res. 1999;134:48–56.
44. Yamauchi D, Raveendran NN, Pondugula SR, Kampalli SB, Sanneman
JD, Harbidge DG, Marcus DC. Vitamin D upregulates expression of
ECaC1 mRNA in semicircular canal. Biochem Biophys Res Commun.
2005;331:1353–7.

Page 10 of 10

45. Yamauchi D, Nakaya K, Raveendran NN, Harbidge DG, Singh R, Wangemann
P, Marcus DC. Expression of epithelial calcium transport system in rat
cochlea and vestibular labyrinth. BMC Physiol. 2010;10:1.
46. Wood JD, Muchinsky SJ, Filoteo AG, Penniston JT, Tempel BL. Low
endolymph calcium concentrations in deafwaddler2J mice suggest that
PMCA2 contributes to endolymph calcium maintenance. J Assoc Res
Otolaryngol. 2004;5:99–110.
47. Scherer EQ, Yang J, Canis M, Reimann K, Ivanov K, Diehl CD, Backx PH, Wier
WG, Strieth S, Wangemann P, Voigtlaender-Bolz J, Lidington D, Bolz SS.
Tumor necrosis factor-alpha enhances microvascular tone and reduces
blood flow in the cochlea via enhanced sphingosine-1-phosphate signaling.
Stroke. 2010;41:2618–24.
48. Sellick PM, Johnstone BM. Changes in cochlear endolymph Na+
concentration measured with Na+ specific microelectrodes. Pflugers
Arch. 1972;336:11–20.
49. Wangemann P, Itza EM, Albrecht B, Wu T, Jabba SV, Maganti RJ, Lee JH,
Everett LA, Wall SM, Royaux IE, Green ED, Marcus DC. Loss of KCNJ10
protein expression abolishes endocochlear potential and causes deafness in
Pendred syndrome mouse model. BMC Med. 2004;2:30.
50. Codina J, DuBose Jr TD. Molecular regulation and physiology of the H+,
K+ -ATPases in kidney. Semin Nephrol. 2006;26:345–51.
51. Briving C, Andersson BM, Nordberg P, Wallmark B. Inhibition of gastric H+/K
+
-ATPase by substituted imidazo[1,2-a]pyridines. Biochim Biophys Acta.
1988;946:185–92.
52. Wallmark B, Briving C, Fryklund J, Munson K, Jackson R, Mendlein J, Rabon E,
Sachs G. Inhibition of gastric H+, K + -ATPase and acid secretion by SCH
28080, a substituted pyridyl(1,2a)imidazole. J Biol Chem. 1987;262:2077–84.
53. Unsold B, Kerst G, Brousos H, Hubner M, Schreiber R, Nitschke R,
Greger R, Bleich M. KCNE1 reverses the response of the human
K+ channel KCNQ1 to cytosolic pH changes and alters its
pharmacology and sensitivity to temperature. Pflugers Arch.
2000;441:368–78.
54. Xu H, Cui N, Yang Z, Qu Z, Jiang C. Modulation of kir4.1 and kir5.1 by
hypercapnia and intracellular acidosis. J Physiol Lond. 2000;524(Pt 3):725–35.

Submit your next manuscript to BioMed Central
and we will help you at every step:
• We accept pre-submission inquiries
• Our selector tool helps you to find the most relevant journal
• We provide round the clock customer support
• Convenient online submission
• Thorough peer review
• Inclusion in PubMed and all major indexing services
• Maximum visibility for your research
Submit your manuscript at
www.biomedcentral.com/submit

