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The mitochondrial K-ATP channel opener 
diazoxide upregulates STIM1 and Orai1 
via ROS and the MAPK pathway in adult rat 
cardiomyocytes
Joice T. Gavali, Elba D. Carrillo, María C. García and Jorge A. Sánchez* 

Abstract 

Background: Openers of mitochondrial adenosine triphosphate-dependent potassium (mKATP) channels like 
diazoxide increase reactive oxygen species (ROS) production in cardiac cells and reduce  Ca2+ elevations produced by 
ischemia–reperfusion, protecting the heart from damage. In this study we tested the hypothesis that opening mKATP 
channels regulates expression of the major components of store-operated  Ca2+ entry (SOCE) STIM1 and Orai1.

Results: Quantitative reverse transcriptase polymerase chain reaction (qRT-PCR) and western blot experiments 
showed that diazoxide increased expression of STIM1 and Orai1 at the mRNA and protein levels, respectively, in adult 
rat cardiomyocytes. Immunofluorescence analyses revealed that diazoxide also disrupted the striated distribution 
pattern of STIM1. These effects were prevented by the ROS scavenger N-acetyl cysteine (NAC), the mKATP channel 
antagonist 5-hydroxydecanoate (5-HD), or the protein synthesis inhibitor cycloheximide (CHX). Confocal microscopy 
revealed that diazoxide also led to nuclear translocation of the transcription factors c-Fos and NFκB, which was also 
blocked by NAC or 5-HD. Finally, the MAPK pathway inhibitor UO126 attenuated diazoxide-induced upregulation of 
STIM1 and Orai1 expression.

Conclusions: Our results suggest that opening mitochondrial potassium ATP channels with diazoxide upregulates 
the expression of STIM1 and Orai1 by de novo synthesis by a mechanism that involves NFkB, c-Fos, and ROS via MAPK/
ERK signaling.
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Introduction
Voltage and store-operated  Ca2+ channels are the major 
routes of  Ca2+ influx in mammalian cells [1]. In many 
metazoan cells stimulation of store-operated  Ca2+ entry 
(SOCE) is required to refill and maintain the endoplasmic 
reticulum  Ca2+ content [1]. In addition, contraction and 
relaxation of cardiomyocytes depend on the regulation of 

cytosolic  Ca2+ levels via the activities of voltage-depend-
ent  Ca2+ channels, pumps, and exchangers but the role 
of SOCE in cardiomyocyte function is less clear. Not-
withstanding, cardiomyocytes have been demonstrated 
to express both components of SOCE, namely the endo-
sarcoplasmic reticulum  Ca2+ sensor, stromal interaction 
molecule 1 (STIM1) [2–7] and its associated  Ca2+ chan-
nel, Orai1 [2–5, 8].

While the physiological role of SOCE in the adult 
heart continues to be debated, SOCE is thought to be 
involved in development because high expression levels 
of STIM1 are seen in neonatal cardiomyocytes [9, 10]. 
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Additionally, SOCE has been implicated in pathological 
conditions of the heart, such as cardiac hypertrophy, a 
disorder that leads to upregulation of STIM1 [3, 9, 10]. 
Whether and how expression of STIM1 and Orai1 may 
be altered in other pathophysiological states remain 
largely unexplored.

Ischemic preconditioning is an endogenous phenom-
enon whereby brief periods of ischemia and reperfusion 
result in subsequent protection from acute myocardial 
infarction [11]. It can be induced pharmacologically 
with mKATP channel openers, such as diazoxide (Dzx), 
leading to increases in mitochondrial reactive oxygen 
species (ROS) production [12–14]. The protein compo-
nents of mKATP channels have been recently described 
and most importantly, loss of mKATP channels prevents 
Dzx-induced cardioprotection in ischemia–reperfusion 
experiments indicating that mKATP channels are the tar-
gets of Dzx during pharmacological preconditioning [14]. 
Incubation with Dzx also reduces the amplitude of  Ca2+ 
currents through Cav1.2 channels and the expression of 
the principal subunit of these channels in adult hearts 
[15] and promotes inactivation of SOCE in adult car-
diomyocytes [16]. Interestingly, a reciprocal interaction 
between voltage-activated Cav1.2 channels and store-
operated  Ca2+ channels, mediated by STIM1, has been 
reported [17, 18].

In this study, we examined the effects of Dzx on the 
transcription and protein expression of STIM1 and Orail, 
and on the intracellular localization of the transcription 
factors c-Fos and NFκB. We used western blot and quan-
titative reverse transcriptase polymerase chain reaction 
(qRT-PCR) experiments to quantify protein and mRNA 
transcript levels in presence of various drugs aimed at 
probing the mechanisms involved. We examined whether 
ROS and the MAPK (mitogen-activated protein kinase)/
ERK pathway are involved in the upregulation of Orai1 
and STIM1 proteins by Dzx, and tested the possibil-
ity that changes in the expression of SOCE components 
depend on c-Fos and NF-κB transcription factors.

Materials and methods
Animals
Adult male (250–300  g) Wistar rats were used. Our 
experimental protocols were approved by the Division 
of Laboratory Animal Units, Cinvestav-IPN, and were 
in compliance with federal law and Consejo Nacional de 
Ciencia y Tecnología regulations.

Isolation of hearts
In preparation for heart extraction, each rat was anes-
thetized with 50 mg/kg sodium pentobarbital and given 
500 U/kg heparin sodium solution (both administered by 
intraperitoneal injection). When the rat was completely 

unresponsive to stimulation, its heart was excised rapidly, 
arrested in modified Krebs–Henseleit buffer (containing, 
in mM: 117.8 NaCl, 1.2  NaH2PO4, 6.0 KCl, 24.3  NaHCO3, 
1.2  MgSO4, 0.027 EDTA, 5.1 glucose and 1.6  CaCl2), 
gassed with 95%  O2/5%  CO2 at pH 7.4, and perfused in 
a Langendorff apparatus with an aortic cannula. Unless 
otherwise stated, all chemicals and materials were pur-
chased from Sigma-Aldrich (St. Louis, MO).

Isolated hearts in the control group were perfused 
with Krebs–Henseleit buffer for 90  min. Those in the 
Dzx-treated (Tocris, Bristol, UK) group were perfused 
in Krebs–Henseleit buffer containing 100  μM Dzx for 
90 min. Hearts in the NAC-Dzx group were first exposed 
to Krebs–Henseleit buffer with 4  mM N-acetyl cysteine 
(NAC), a reactive oxygen species (ROS) scavenger, 
for 15  min. Thereafter, the perfusion buffer was sup-
plemented with 100  μM Dzx for 90  min. Hearts in the 
NAC group were first perfused with Krebs–Henseleit 
buffer for 90 min, to which NAC (4 mM) was added. For 
experiments in which the mKATP channel antagonist 
5-hydroxydecanoate (5-HD) was used, 100 μM 5-HD was 
applied as described above for NAC.

Isolation of ventricular myocytes
Excised hearts were perfused for 5  min at 37  °C with 
 Ca2+-free Tyrode’s solution containing (in mM): 136 
NaCl, 5.4 KCl, 1  MgCl2, 10 HEPES, and 11 glucose. 
Hearts were recirculated for 60 min with Tyrode’s solu-
tion supplemented with 70-U/mL type II collagenase 
(Worthington, Lakewood, NJ) and 0.5-mg/100  mL type 
XIV protease. Ventricles were minced and shaken 2–3 
times at 45 rpm for 7 min in the same solution. The dis-
lodged cells were filtered through a 100-μm nylon cell 
strainer (BD Falcon) and centrifuged at 28×g for 2 min. 
The pellet was resuspended in Tyrode’s solution with 1% 
bovine serum albumin (BSA).

Cardiomyocyte treatments
Resuspended pellets were maintained for 90  min in 
Tyrode solution plus 1% BSA in control experiments, or 
in an identical solution containing Dzx (100 μM), 5-HD 
(100 μM), or NAC (2 mM or 4 mM). To test the involve-
ment of the MAPK pathway, we used 5 μM 1,4-diamino-
2,3-dicyano-1,4-bis(methylthio) butadiene (UO126), a 
selective noncompetitive inhibitor of the MAPK kinases, 
MEK1 and MEK2. Cardiomyocytes were preincubated 
for 1  h in Tyrode solution containing UO126 and then 
Dzx was added to this solution and cardiomyocytes were 
incubated for additional 90  min. Cardiomyocytes were 
exposed to 10  μM cycloheximide (CHX), a selective 
inhibitor of protein synthesis, for 30 min and then incu-
bated for 90 min in the same solution with 100 μM Dzx 
added. To test the involvement of ROS, we added 100 μM 
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 H2O2 to Tyrode solution for 10 min and then cardiomyo-
cytes were incubated for additional 90 min in  H2O2-free 
Tyrode solution.

All drugs were removed by washing three times with 
Tyrode’s solution containing BSA (1 mg/mL) and 1-mM 
 CaCl2. Thereafter, cells were centrifuged at 28×g for 
2 min, and total proteins were extracted for western blot 
analysis.

Membrane fractionation and western blotting
To obtain the membrane fraction, heart tissue was 
homogenized in ice-cold lysis buffer containing (in mM) 
20 Tris (pH 7.4), 5.0 EDTA, 250 sucrose, 1.0 phenylmeth-
anesulfonylfluoride, and 2.5% protease inhibitor mixture, 
as described elsewhere [19]. Tissue homogenates (20% 
w/v) were centrifuged at 1000×g for 10  min to remove 
nuclei and debris, and the supernatant was ultracentri-
fuged at 110,000×g for 75 min at 4 °C to pellet the crude 
membrane fraction (sarcolemmal and microsomal sub-
fractions). The resulting pellet was resuspended in solu-
bilization buffer containing (in mM) 50 Tris (pH 7.4), 100 
NaCl, 50 LiCl, 5 EDTA, 0.5% (v/v) Triton X-100, 0.5% 
(w/v) sodium deoxycholate, 0.05% (w/v) sodium dodecyl 
sulfate (SDS), and 0.02% (w/v) sodium azide. After incu-
bation for 30 min on ice, the remaining insoluble material 
was collected by centrifugation (14,000×g, 10 min, 4 °C). 
Protein content of the supernatant (particulate mem-
brane fraction) was measured with the Bradford method.

Dissociated myocytes used for western blotting were 
resuspended in lysis buffer containing 20  mM Tris (pH 
7.5), 100 mM NaCl, 1% Triton X-100, and protease inhib-
itors. Lysis was achieved by vortexing every 10 min, for 
60  min, at 4  °C, followed by five cycles of sonication. 
Samples were centrifuged at 13,000×g for 10 min at 4 °C 
and the soluble fraction was used for western blots. Pro-
tein content was measured with Bradford assays.

Whole-membrane fractions from ventricles or total 
fraction samples from isolated cardiomyocytes (50–
60  μg) were subjected to 10% SDS–polyacrylamide gel 
electrophoresis (180  V, 120  min). The resultant protein 
bands were transferred onto nitrocellulose membranes, 
blocked with 4.5% nonfat dried milk in PBS, and probed 
with anti-STIM1 monoclonal antibody (1:1000; Abcam, 
Cambridge, UK), anti-Orai1 polyclonal antibody (1:3000; 
Abcam, Cambridge, UK), anti–phosphorylated-44/42 
MAPK (pERK1/2) polyclonal antibody (1:1000; Cell 
Signaling Technology, Danvers, MA, USA) and anti–
ERK1/2-44/42 MAPK (ERK1/2) monoclonal antibody 
(1:500; Santa Cruz Biotechnology Inc., Dallas, TX, 
USA). This antibody recognizes two bands of total ERK 
with molecular weights of 44  kDa (ERK1) and 42  kDa 
(ERK2), being the most abundant one the band of lower 
molecular weight. Finally, as loading controls we used 

anti-actin monoclonal antibody (1:2000; Sigma Aldrich, 
St. Louis, MO, USA) and anti-GAPDH monoclonal anti-
body (1:15,000; Sigma Aldrich, St. Louis, MO, USA) in 
PBS for 12–14  h at 4  °C. After incubation, membranes 
were rinsed three times with PBS-Tween20 (0.1%), incu-
bated for 1  h with anti-rabbit (1:50,000) or anti-mouse 
(1:75,000) horseradish peroxidase-conjugated second-
ary antibody (Invitrogen, Carlsbad, CA, USA) in PBS 
and rinsed with PBS-Tween 20 (0.1%). Antibody labeling 
was detected with Immobilon western reagent (Millipore 
Co, Billerica, MA, USA) according to the manufacturer’s 
instructions.

Immunofluorescence
Freshly isolated adult rat cardiomyocytes were suspended 
in Tyrode’s solution containing 1 mM  CaCl2 plus 5% fetal 
bovine serum (Thermofisher Scientific, Waltham, MA, 
USA), plated onto laminin-treated slides and allowed 
to settle for 2 h at 37 °C. Attached cardiomyocytes were 
then subjected to the aforementioned drug treatments. 
All drugs were removed by washing three times with 
Tyrode’s solution containing 1  mM  CaCl2. Immediately 
after the treatments, cells were fixed with 4% paraform-
aldehyde in PBS for 15 min at 4 °C. The fixed cells were 
washed three times with PBS, and then permeabilized 
and blocked in PBS containing 0.3% Triton X-100 and 5% 
donkey serum for 1  h at room temperature. Cells were 
then incubated overnight at 4  °C with primary antibod-
ies: monoclonal anti-STIM1 (1:50; Abcam, Cambridge, 
UK), polyclonal anti-Orai1 (1:50; Thermofisher Scientific, 
Waltham, MA, USA), monoclonal anti c-Fos (1:50, Santa 
Cruz, CA, USA), monoclonal anti NFκBp65 (1:50; Santa 
Cruz, CA, USA) in PBS containing 0.3% Triton X-100 
and 0.5% BSA. After washing three times in PBS, cells 
were incubated for 1 h at room temperature with second-
ary antibodies: Alexa Fluor 555-conjugated donkey anti-
rabbit (1:200; Thermofisher Scientific, Waltham, MA, 
USA) for Stim1 and Alexa Fluor 488-conjugated donkey 
anti-mouse (1:200; Thermofisher Scientific, Waltham, 
MA, USA) for Orai1 and then washed three times in PBS. 
Thereafter, cells were incubated for 10 min at room tem-
perature with Hoechst nuclear stain (1:1000; Invitrogen, 
Carlsbad, CA, USA). Negative controls were processed 
without primary antibodies.

Labeling was visualized under a laser scanning confo-
cal microscope (Leica, Wetzlar, Germany, model TCS-
SP8) with argon (488  nm) and helium/neon (543  nm) 
lasers used with an optimized pinhole diameter. Con-
focal images were obtained as z-stacks of single optical 
sections, which were superimposed as a single image in 
Leica LAS AF 2.6.0 build 7268 software. Immunofluores-
cence was quantified in ImageJ 1.44 p (NIH, Bethesda, 
MD, USA) after the images were threshold adjusted 



Page 4 of 13Gavali et al. Cell Biosci           (2020) 10:96 

(pixel value used to find edges of immunolabelling closed 
regions) at an intensity of twice the mean intensity and 
three (for STIM1) or five (for Orai1) times the standard 
deviation. The threshold area was outlined under particle 
analysis (size 0-infinity; circularity 0–1).

qRT‑PCR
RNA was isolated from cardiomyocytes with RLT buffer 
and a RNeasy Mini Kit (Qiagen, Hilden, Germany), and 
cDNAs were synthesized with a Taqman reverse tran-
scription kit (Thermofischer, Waltham, MA, USA). 
Transcript levels were determined in TaqMan assays 
(Rn02397170_m1, Rn01506496_m1; Applied Biosys-
tems, Foster City, CA, USA) and an iCycler iQ machine 
(Bio-Rad, Hercules, CA) with TaqMan Gene Expres-
sion Master Mix (Thermofischer, Waltham, MA, USA). 
mRNA expression was assessed relative to the ribosomal 
RNA 18S (Hs999999_s1, Applied Biosystems, Foster City, 

CA, USA), as recommended by the manufacturer. Rela-
tive changes in expression were calculated by the  2−ΔΔCT 
method [20].

Data analysis
The data, which are expressed as means ± standard errors 
of the mean (SEMs), were tested for normal distribution, 
analyzed with independent t-tests (when two groups 
were compared) or with analyses of variance (ANOVAs) 
followed by multiple comparison Dunnett’s tests (each 
treatment group vs. control group). A significance crite-
rion of p < 0.05 was used.

Results
Upregulation of STIM1 and Orai1by Dzx
Western blots showed that the abundances of the 
STIM1 (Fig.  1a, b) and Orai1 (Fig.  1h, i) proteins were 
significantly increased following Dzx incubation. 

Fig. 1 Dzx increases STIM1 and Orai1 expression. a A representative STIM1 western blot of whole membrane fractions from control and 
Dzx-treated hearts with actin as a loading control. b Means (± SEM, n = 7) of normalized densities of STIM1 bands. Open circles represent individual 
determinations. c Confocal microscopy images of cardiomyocytes under control conditions and after Dzx-treatment. Images show localization of 
STIM1 (red) with DAPI-labeled nuclei (blue). Calibration bar, 10 μm. d Mean fluorescence intensity along the longitudinal axis of the cardiomyocytes 
shown in c, the dotted lines indicate averages of all values. e–g Particle analysis of STIM1 in cardiomyocytes under the same conditions as in c. 
Mean numbers of particles (e), mean particle size (f), and ratios of total particle area and cell area (g) (± SEM, n = 5–10). Empty bars, control; filled 
bars, Dzx. h Representative Orai1 western blot of whole membrane fractions from control and Dzx-treated hearts, with an actin loading control. i 
Mean normalized densities of Orai1 bands (± SEM, n = 4). Open circles represent individual determinations. j Representative immunofluorescence 
images of cardiomyocytes showing distributions of Orai1 under the indicated experimental conditions. k Mean (± SEM, n = 6–10) number of 
particles of Orai1 from confocal images of cardiomyocytes under experimental conditions as in j. *p  < 0.05, **p < 0.01
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Immunofluorescence imaging revealed that Dzx also 
changed the distribution of STIM1 in cardiomyocytes 
relative to that seen under control conditions (Fig. 1c–g). 
In control cardiomyocytes, STIM1 had a characteristic 
cross-striated distribution, with STIM1 organized into 
puncta and linear structures along the Z-disk (Fig.  1c). 
This distribution was analyzed in Fig.  1d which shows 
mean fluorescence intensity values along the longitudi-
nal axis, calculated as the average fluorescence intensity 
along the straight line orthogonal to the longitudinal 
myocyte axis passing through a given point. In control 
experiments, fluorescence points were aligned leading 
to regularly spaced peaks of mean fluorescence inten-
sity since STIM1 is located mostly along the Z lines. In 
diazoxide-treated cardiomyocytes the mean fluorescence 
intensity did not show periodic behavior along that axis, 
as the spatial organization of fluorescence was largely 
absent and the pattern of distribution was severely dis-
rupted (Fig.  1d). Consistent with western blot results, 
there was also an increase in overall fluorescence values 
(Fig. 1d, dotted lines) and, the numbers of particles and 
their mean size increased sharply (Fig. 1e, f ), leading to 
an increase in the ratio of total particle area and cell area 
(Fig.  1g). In adult cardiomyocytes Orai1 does not fol-
low the striated pattern of STIM1 distribution [7] as we 
also observed in control experiments. In Dzx-treated 
cardiomyocytes we found that Orai1 also was expressed 
along the surface membrane albeit at much greater levels 
(Fig. 1j) and the main effect of Dzx was an increase in the 
number of particles associated with Orai1 fluorescence 
(Fig. 1k).

Involvement of mKATP channels and ROS in Dzx‑induced 
upregulation of STIM1 and Orai1
We have previously reported that Dzx-incubation pro-
tects the heart from ischemic-reperfusion damage 
through the increase in ROS production [15, 16] and 
recent evidence indicates that the increase in the rate of 
ROS production produced by Dzx is prevented in the 
absence of mKATP channels [14]. Therefore, the mKATP 
channel blocker 5-HD and the ROS scavenger NAC were 
used to assess whether Dzx-induced increases in STIM1 
and Orai1 protein abundance also depend on ROS and on 
the opening of mKATP channels. We found that STIM1 
and Orai1 protein abundances remained unchanged by 
Dzx-treated cardiomyocytes that were preincubated with 
5-HD or NAC (Fig. 2a, b). Further support for a role of 
ROS on increased expression of STIM1 was obtained 
by the use of  H2O2. The relative protein abundance of 
STIM1 increased after incubation in  H2O2 (Additional 
file 1: Figure S1).

Immunofluorescence imaging analysis demonstrated 
that disruption of STIM1 distribution by Dzx was also 

blocked when 5-HD or NAC were added to Dzx-contain-
ing solution (Fig. 2c). Plots of mean fluorescence intensity 
values of the images of STIM1 immunolabelling con-
firmed the role of ROS and mKATP channels in the dis-
tribution changes of STIM1 by Dzx (Fig. 2e). Meanwhile, 
Dzx-induced increases in the surface expression of Orai1 
(Fig. 2d) and the number of Orai1 particles (Fig. 2f ) were 
abrogated completely by the mKATP channel blocker 
5-HD or by the ROS scavenger NAC.

Increased STIM1 and Orai1 protein levels produced by de 
novo protein synthesis
Dzx-induced increases in STIM1 and Orail (Fig.  3a, c) 
protein expression were attenuated by protein synthesis 
inhibition with CHX, although CHX did not alter STIM1 
or Orail1 expression in cardiomyocytes not exposed 
to Dzx. Likewise, CHX blocked Dzx-induced changes 
in the distribution pattern of STIM1, but did not alter 
STIM1 distribution in cardiomyocytes not exposed to 
Dzx (Fig. 3b). Confocal microscopy analysis showed that 
CHX prevented the effects of opening mKATP chan-
nels on both Orai1 abundance and Orai1 particle counts 
(Fig. 3d).

To test whether upregulation of STIM1 and Orai1 
proteins by Dzx is associated with the corresponding 
increases in transcription, the time course of expression 
levels of STIM1 and Orai1 mRNAs from cardiomyocytes 
incubated in Dzx was determined in qRT-PCR experi-
ments. We observed significant increases in STIM1 and 
Orai1 mRNA levels after incubation with Dzx for 15 min 
(Fig.  3e, f ). The overexpression of both transcripts was 
transient, with their levels decreasing to below control 
values by 60 min and 30 min after Dzx incubation onset, 
respectively.

Upregulation of Orai1 and STIM1 and changes 
in distribution patterns involve the MAPK/ERK pathway 
and ROS
To test whether MAPK/ERK pathway signaling is 
involved in Dzx-induced upregulation of Orai1 and 
STIM1, we performed western blot experiments to detect 
possible changes in the abundance of phosphorylated 
ERK (pERK). The density of the pERK band increased 
in Dzx-treated cells and this effect was prevented in the 
presence of the MAPK/ERK inhibitor UO126, which 
by itself decreased pERK abundance below the control 
level. In contrast, the protein abundance of total ERK was 
unaffected by the treatments and the density of pERK 
bands was normalized relative to the density of ERK 
bands. GAPDH was used as loading control (Fig.  4a). 
To test whether phosphorylation of ERK is mediated 
by an increase in mitochondrial ROS production fol-
lowing the opening of mKATP channels, we measured 
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pERK abundance in lysates from total fractions of car-
diomyocytes preincubated with 5-HD or NAC. Western 
blots showed that incubation with Dzx increased pERK 
band density (Fig. 4a, b), and that this increase could be 
blocked by the presence of 5-HD or NAC, each of which 
did not significantly affect pERK expression in cells not 
exposed to Dzx. The protein abundance of total ERK was 
unaffected by the treatments and the density of pERK 
bands was normalized relative to the density of ERK 
bands. GAPDH was used as loading control (Fig. 4b).

Increases in both STIM1 and Orail1 expression were 
also blocked by the MAPK/ERK inhibitor UO126 (Fig. 4c, 

d), whereas the inhibitor alone did not significantly affect 
STIM1 or Orail1 expression levels. Moreover, confocal 
microscopy experiments showed that UO126 suppressed 
Dzx-induced changes in the distribution pattern of 
STIM1 (Fig. 5a) as well as overexpression of Orai1 along 
the surface membrane of cardiomyocytes, as indexed by 
number of particles (Fig. 5b).

Translocation of c‑Fos and NF‑κB by Dzx‑treatment
Confocal microscopy analysis showed that, after 
15–30  min of Dzx incubation, both c-Fos and NF-κB 
had translocated to the nucleus (Fig.  6a, b). Note that 

Fig. 2 Upregulation and distribution changes of STIM1 and Orai1 proteins by Dzx depend on ROS and the opening of mKATP channels. a 
Representative western blots of STIM1 from whole membrane fractions of ventricles. The graph shows mean (± SEM, n = 5–15) normalized densities 
of STIM1 bands under the indicated experimental conditions. Open circles represent single determinations. b Representative western blots of 
Orai1 from whole membrane fractions of ventricles under experimental conditions as in a. The graph shows mean (± SEM, n = 4–23) normalized 
densities of Orai1 bands under the indicated experimental conditions. Actin was used as a loading control in all cases. Open circles represent single 
determinations. c Upper panels, representative confocal images of cardiomyocytes under the indicated experimental conditions. Lower panels, 
enlargements of yellow boxed areas. Images show localization of STIM1 (red) with DAPI-labeled nuclei (blue). d Representative confocal images of 
cardiomyocytes under the indicated experimental conditions. Images show localization of Orai1 (green) with DAPI-labeled nuclei (blue). Calibration 
bars, 10 μm in all cases. e Plot fluorescence intensity profiles along the longitudinal axis of the cardiomyocytes shown in c. f Particle analysis of 
cardiomyocytes under the same conditions as in d. Mean particle counts (± SEM, n = 5–7) are shown. *p < 0.05, **p < 0.01
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the translocation of both transcription factors into the 
nucleus was blocked by NAC or UO126, consistent with 
the involvement of ROS and MAPK signaling in Dzx 
effects. Similar results were obtained in two independent 
experimental replicates.

Discussion
In the present work, we presented the novel observa-
tion that both protein components of SOCE, STIM1 
and Orai1, are upregulated by opening mKATP chan-
nels with Dzx. We also demonstrated for the first time in 
adult cardiomyocytes that STIM1 and Orai1 expression 

are upregulated through the MAPK pathway and that 
ROS are most likely involved. Upregulation of these two 
proteins was shown to be dependent upon de novo syn-
thesis, as evidenced by the associated changes in the 
expression of their mRNA and protein abundance, with 
the protein synthesis inhibitor CHX preventing upregu-
lation of STIM1 and Orai1.

In both ischemic preconditioning and precondition-
ing induced by drugs like Dzx, there are increases in the 
opening of mKATP channels and in ROS production 
[12, 13, 15, 21, 22] and in previous reports we showed 
that in cardiomyocytes, the increase in ROS production 

Fig. 3 Dzx effects on STIM1 and Orai1 expression and localization depend on synthesis de novo as revealed by the protein synthesis inhibitor 
CHX and mRNA determinations. a Representative western blots of STIM1 from cardiomyocytes incubated under the indicated experimental 
conditions. The graph shows mean normalized STIM1 band densities (± SEM, n = 4). Actin was used as a loading control. Open circles represent 
single determinations. b Upper panels, confocal microscopy images of cardiomyocytes under the experimental conditions indicated above the 
panels. Images show localization of STIM1 (red) with DAPI-labeled nuclei (blue). Lower panels are enlargements of the corresponding yellow 
boxed areas. c Representative western blots of Orai1 from cardiomyocytes incubated under the indicated experimental conditions. The graph 
shows mean normalized Orai1 band densities (± SEM, n = 4). Actin was used as a loading control. Open circles represent single determinations. d 
Confocal microscopy images of cardiomyocytes under the experimental conditions indicated above the panels. Images show localization of Orai1 
(green) with DAPI-labeled nuclei (blue). Calibration bars, 10 μm in all cases. The graph shows mean numbers of particles (± SEM, n = 10) under the 
indicated experimental conditions. e, f Mean relative values (± SEM, n = 9–11) of mRNA expression from cardiomyocytes incubated in Dzx at the 
indicated times (filled bars). **p < 0.01, *p < 0.05
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by Dzx is blocked by the ROS scavenger NAC [15, 16]. 
In present study, we used NAC and the mKATP chan-
nel blocker 5-HD to demonstrate involvement of ROS 
generated by mitochondria in upregulation of SOCE 
components. We also used  H2O2 to assess the involve-
ment of ROS directly and found that indeed incubation 
of  H2O2 resulted in upregulation of STIM1.

Our experiments demonstrated nuclear transloca-
tion of NF-κB in Dzx-treated cardiomyocytes. Further-
more, our findings showing that NAC blocked both the 
translocation of this nuclear factor and upregulation of 
STIM1 and Orai1 suggest that these effects are related 
to ROS elevation. NFκB is a regulator of both STIM1 
and Orai1 expression [23], and work done in mast 
cells and heterologous expression systems has dem-
onstrated that binding of NFκB to specific sites within 

the promoter regions of the STIM1 and Orai1 genes 
increases the transcription of their mRNAs [24].

Although the targets of ROS remain to be identified, 
several possibilities may be suggested. ROS have been 
shown to activate SGK1 (serum and glucocorticoid 
regulated kinase 1) in non-excitable cells [24]. SGK1 is 
an enzyme that acts upstream of NFκB [25, 26] and is 
expressed in adult cardiomyocytes [27]. However, glu-
cocorticoid stimulation decreases mRNA expression 
of Orai1 in rat cardiomyocytes although it increases 
SGK1-dependent SOCE activation [28]. Conversely, in 
the present experiments, we observed a ROS-dependent 
upregulation of Orai1 mRNA in Dzx-treated cardiomyo-
cytes. Alternatively, it might be that ROS favor translo-
cation of NFκB by oxidation-mediated activation [29] 
or via multiple ROS interactions in the NFκB signaling 
pathway. In many cases, ROS activate NFκB through the 

Fig. 4 pERK is upregulated by Dzx treatment through ROS and is involved in upregulation of STIM1 and Orai1. a Upper panels, representative 
western blots of pERK from total extracts from isolated cardiomyocytes under the indicated experimental conditions. Middle panels, corresponding 
blots of total ERK. Lower panels, corresponding blots of GAPDH (loading control). The graph shows mean normalized pERK-band densities (± SEM, 
n = 4). Open circles represent single determinations. Arrows indicate the phosphorylated ERK (pERK, upper blot) and total ERK (ERK, middle blot) 
bands. b Representative western blots of pERK (upper blot) under the indicated experimental conditions. Middle panels, corresponding blots of 
total ERK. Lower panels, corresponding blots of GAPDH (loading control). The graph shows mean relative pERK expression levels (± SEM, n = 5). 
Open circles represent single determinations. c Representative western blots of STIM1 under the indicated experimental conditions. The graph 
shows mean STIM1 relative expression values (± SEM, n = 4). Open circles represent single determinations. d Representative western blots of 
Orai1 and actin under the indicated experimental conditions. The graph shows mean Orai1 relative expression values (± SEM, n = 4). Open circles 
represent single determinations. *p < 0.05, **p < 0.01
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phosphorylation of proteins that bind NFκB [30]. Further 
research is needed to elucidate the detailed mechanism 
through which ROS may activate NFκB in Dzx-treated 
cardiomyocytes.

Our results suggest that upregulation of STIM1 and 
Orai1 by opening mKATP channels with Dzx involves 

ROS activation of the MAPK signaling pathway. ROS act 
as signaling molecules and have been shown to activate 
MAPKs in smooth muscle and other systems [31–34]. 
Involvement of ROS in MAPK activation in Dzx-treated 
cardiomyocytes is supported by several observations. 
Firstly, phosphorylation of ERK increased following 

Fig. 5 Role of MAPK/pERK signaling in Dzx-induced changes in STIM1 localization and upregulation of Orai1. a Upper panels, confocal microscopy 
images of cardiomyocytes under the indicated experimental conditions. Images show localization of STIM1 (red) with DAPI-labeled nuclei (blue). 
Lower panels, magnified views of the corresponding yellow boxed areas. b Representative confocal images of cardiomyocytes under the same 
conditions as in a. Images show localization of Orai1 (green) with DAPI-labeled nuclei (blue). c The graph shows mean Orail particle counts (± SEM, 
n = 5–6) from confocal images as in b. *p < 0.05
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Dzx-treatment, an effect that was blocked by 5-HD and 
NAC in the present study. Secondly, we found that Dzx-
induced overexpression of STIM1 and Orai1 was blocked 
by UO126, a MAPK pathway inhibitor. Consistent with 
our observations, it has been reported that the opening 
of mKATP channels with Dzx increases phosphoryla-
tion of ERK in human monocytic cells [35]. Potentially, 
ROS could activate MAPK pathways by oxidative modi-
fications of MAPK signaling proteins and/or by inacti-
vation of MAPK phosphatases [34]. One of the earliest 
transcriptional events associated with MAPK pathway 
is activation of c-Fos, downstream of ERK [36]. In this 
study, we also observed translocation of c-Fos to the 
nucleus of Dzx-treated cardiomyocytes that was shown 
to be dependent on ROS and ERK by the actions of NAC 
and UO126, respectively. Involvement of ROS in c-Fos 
translocation is consistent with previous observations 
in cultured neonatal cardiomyocytes showing that  H2O2 
treatment can induce rapid increases in the expression 
of c-Fos [37]. Furthermore, the promoter region of the 
STIM gene has a putative c-Fos binding site [38]. STIM1 
is upregulated in endothelial cells during sepsis, and its 
expression was shown to depend on cooperation between 
NFκB and p38 MAPK. Bacterial endotoxin induces time-
dependent binding of NF-κB and c-Fos with sites in the 
STIM1 promoter region, and c-Fos silencing reduces 
STIM1 overexpression indicating that c-Fos can act as a 
potent regulator of STIM1 expression [38]. Hence, it is 
plausible that c-Fos may upregulate STIM1 in adult car-
diomyocytes after Dzx treatment. Translocation of c-Fos 
and NFκB in Dzx-treated cardiomyocytes may activate 

genes other than those associated with STIM1 and Orai1. 
For example, in other systems activation of NfκB regu-
lates the expression of hundreds of genes, some of them 
coding for stress response genes, while others are cell 
surface receptors and early response genes, among others 
(https ://www.bu.edu/nf-kb/gene-resou rces/targe t-genes 
/). Further work is required to identify other possible tar-
gets of these transcription factors during pharmacologi-
cal preconditioning in cardiomyocytes.

Upregulation of STIM1 and Orai1 is not necessarily 
accompanied by an increase in SOCE. SOCE depends 
on activation and  Ca2+-dependent inactivation of Orai1 
channels and previous work in HEK293 cells has shown 
that transfection of STIM1 and Orai1 lead to  Ca2+ cur-
rents with more pronounced inactivation when the 
concentration of STIM1 plasmid increases and the con-
centration of Orai1 plasmid is kept constant [39]. Addi-
tionally, we have recently reported drastic decreases, 
rather than increases, in  Ca2+ influx through store-oper-
ated  Ca2+ channels in cardiomyocytes preconditioned 
with Dzx; these reductions in  Ca2+ influx were related 
to increased ROS and  Ca2+-dependent inactivation of 
Orai1 channels [16]. Our western blot experiments sug-
gest an additional clue to decreased SOCE in spite of 
upregulation of STIM1 and Orai1. The stoichiometry 
between Orai1 and STIM1 is critical for SOCE-related 
channel function. In previously published experiments 
in which STIM1 and Orai1 were expressed at varying 
ratios in HEK cells, a highly non-linear, bell-shaped rela-
tionship between Orai1 expression and the amplitude of 
store-operated  Ca2+ channel currents was seen, wherein 

Fig. 6 Involvement of ROS and the MAPK/pERK signaling in c-FOS and NFkB translocation in Dzx-treated cardiomyocytes. a Confocal microscopy 
images of cardiomyocytes under the experimental conditions indicated above the panels. Images show localization of c-FOS (green) or NFκB 
(green), with DAPI-labeled nuclei (blue). Calibration bars: 10 μm. b The graphs show the percentage of nuclei with c-Fos and NFκB under the 
indicated experimental conditions; 59 and 54 nuclei were considered, respectively

https://www.bu.edu/nf-kb/gene-resources/target-genes/
https://www.bu.edu/nf-kb/gene-resources/target-genes/
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the currents peaked at a ratio of about 2 STIM1 mole-
cules per 1 Orai1 molecule [40], leading to the counter-
intuitive observation that increased Orai1 expression 
reduces SOCE [41]. This initially perplexing finding has 
been explained by an excess of Orai1 proteins compet-
ing for a limited number of STIM1 proteins. Our west-
ern blot experiments showed similar increases in STIM1 
and Orail1 protein expression in Dzx-treated cardiomy-
ocytes, which would thus be expected to lead to a defi-
cit in the number of STIM1 proteins, and consequently 
deficient activation of Orai1 channels and therefore 
decreased SOCE.

Our immunofluorescence experiments suggest that 
additional factors may also contribute to SOCE reduc-
tion following myocytes incubation with Dzx. Notably, 
although Dzx increased STIM1 expression, it completely 
disrupted its striated distribution pattern in cardiomyo-
cytes. Interestingly, the localization of STIM1 resembles 
the distribution of the junctional sarcoplasmic reticulum 
along the Z-disk [7]. We confirmed this distribution in 
control experiments wherein peaks of fluorescence were 
observed to be evenly distributed along the longitudinal 
axis, separated by distances consistent with sarcomere 
length. Moreover, in Dzx-treated cardiomyocytes, the 
number and size of particles associated with STIM1 fluo-
rescence increased although the fluorescence peaks were 
no longer regularly spaced. Disruption in the localization 
of STIM1 by Dzx could result from increased expression 
of STIM1. However, transgenic mice with STIM1 over-
expression in the heart showed partial co-localization of 
STIM1 with RyR2 [3], a distribution pattern completely 
different from the one we observed by Dzx treatment, 
Therefore, it is likely that the lack of regularly spaced 
fluorescence peaks observed after incubation in Dxz 
does not originate by STIM1 overexpression per se and 
it is expected to further contribute to reduced SOCE 
during pharmacological preconditioning with Dzx. In 
short, we propose that changes in the STIM1/Orai1 
ratio and disruption in the distribution pattern of STIM1 
contribute to reduced SOCE during pharmacological 
preconditioning.

A reduction in SOCE is likely beneficial under condi-
tions of ischemic stress. Ischemic preconditioning and 
pharmacological preconditioning with openers of mKATP 
channels like Dzx involve changes in  Ca2+ homeostasis 
that can mitigate the effects of drastic increases in cyto-
solic  Ca2+ caused by ischemia [15, 42]. The sarcoplasmic 
reticulum  Ca2+ content is markedly depleted in intact 
hearts subjected to ischemia and reperfusion [43], which 
would be expected to be followed by activation of SOCE. 
A decrease in SOCE following Dzx-induced precondi-
tioning would therefore moderate the drastic increase in 

cytosolic  Ca2+ caused by ischemia that is associated with 
cell death, thereby resulting in protection from an ischemic 
insult. Consistent with this possibility, the SOC inhibitor 
glucosamine [44–46] has been shown to provide protection 
against I/R injury [47], suggesting that SOCE plays a role in 
 Ca2+ overload [46].

Conclusion
In conclusion, the present results suggest that opening 
mKATP channels with Dzx produces de novo synthesis 
of STIM1 and Orai1 by a mechanism that involves NFkB, 
c-Fos, and ROS via MAPK/ERK signaling. Upregulation of 
SOCE components and disruption in the distribution pat-
tern of STIM1 by Dzx may contribute to decrease  Ca2+ 
influx in cardiomyocytes under stress conditions and to 
cardioprotection against ischemic insults.

Supplementary information
Supplementary information accompanies this paper at https ://doi.
org/10.1186/s1357 8-020-00460 -w.

Additional file 1: Figure S1. Cardiomyocyte protein abundance of STIM1 
is increased by ROS. a A representative STIM1 western blot of whole 
membrane fractions from control and  H2O2 (100 μM)-treated cardiomyo-
cytes with GAPDH as a loading control. b, Mean relative STIM1 abundance 
values under control conditions and after application of  H2O2. Open cir-
cles represent single determinations. Values are expressed as mean ± SEM, 
n = 3. *p < 0.05.

Acknowledgements
The authors acknowledge Ascención Hernández for her outstanding technical 
support and assistance in all experimental stages.

Authors’ contributions
JTG and EDC designed the study and carried out the experiments. MCG and 
JAS obtained funding, oversaw the design and performance of the experi-
ments, analyzed and interpreted the data and wrote the manuscript. The 
authors declare no conflict of interest. All authors read and approved the final 
manuscript.

Funding
This work was supported partially by Consejo Nacional de Ciencia y Tec-
nología (CONACYT) Grant number 284053 to JAS and 0250937 to MCG and by 
SEP-Cinvestav grant number 53-2018 to JAS. JTG was supported by a fellow-
ship from CONACYT.

Availability of data and materials
The data and materials used and/or analyzed during the current study are 
available from the corresponding author on reasonable request.

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Received: 8 May 2020   Accepted: 7 August 2020

https://doi.org/10.1186/s13578-020-00460-w
https://doi.org/10.1186/s13578-020-00460-w


Page 12 of 13Gavali et al. Cell Biosci           (2020) 10:96 

References
 1. Prakriya M, Lewis RS. Store-operated calcium channels. Physiol Rev. 

2015;95:1383–436.
 2. Ohba T, Watanabe H, Murakami M, Sato T, Ono K, Ito H. Essential role 

of STIM1 in the development of cardiomyocyte hypertrophy. Biochem 
Biophys Res Commun. 2009;389:172–6.

 3. Correll RN, Goonasekera SA, van Berlo JH, Burr AR, Accornero F, Zhang H, 
et al. STIM1 elevation in the heart results in aberrant  Ca2+ handling and 
cardiomyopathy. J Mol Cell Cardiol. 2015;87:38–47.

 4. Domínguez-Rodríguez A, Ruiz-Hurtado G, Sabourin J, Gómez AM, 
Alvarez JL, Benitah J-P. Proarrhythmic effect of sustained EPAC activa-
tion on TRPC3/4 in rat ventricular cardiomyocytes. J Mol Cell Cardiol. 
2015;87:74–8.

 5. Saliba Y, Keck M, Marchand A, Atassi F, Ouillé A, Cazorla O, et al. Emer-
gence of Orai3 activity during cardiac hypertrophy. Cardiovasc Res. 
2015;105:248–59.

 6. Sabourin J, Bartoli F, Antigny F, Gomez AM, Benitah J-P. Transient recep-
tor potential canonical (TRPC)/Orai1-dependent store-operated Ca2+ 
channels: new targets of aldosterone in cardiomyocytes. J Biol Chem. 
2016;291:13394–409.

 7. Bonilla IM, Belevych AE, Baine S, Stepanov A, Mezache L, Bodnar T, et al. 
Enhancement of cardiac store operated calcium entry (SOCE) within 
novel intercalated disk microdomains in arrhythmic disease. Sci Rep. 
2019;9:10179.

 8. Horton JS, Buckley CL, Alvarez EM, Schorlemmer A, Stokes AJ. The 
calcium release-activated calcium channel Orai1 represents a crucial 
component in hypertrophic compensation and the development of 
dilated cardiomyopathy. Channels Austin Tex. 2014;8:35–48.

 9. Hulot J-S, Fauconnier J, Ramanujam D, Chaanine A, Aubart F, Sassi Y, et al. 
Critical role for stromal interaction molecule 1 in cardiac hypertrophy. 
Circulation. 2011;124:796–805.

 10. Luo X, Hojayev B, Jiang N, Wang ZV, Tandan S, Rakalin A, et al. STIM1-
dependent store-operated  Ca2+ entry is required for pathological cardiac 
hypertrophy. J Mol Cell Cardiol. 2012;52:136–47.

 11. Murry CE, Jennings RB, Reimer KA. Preconditioning with ischemia: a delay 
of lethal cell injury in ischemic myocardium. Circulation. 1986;74:1124–36.

 12. Pain T, Yang XM, Critz SD, Yue Y, Nakano A, Liu GS, et al. Opening of 
mitochondrial K(ATP) channels triggers the preconditioned state by 
generating free radicals. Circ Res. 2000;87:460–6.

 13. Lesnefsky EJ, Chen Q, Tandler B, Hoppel CL. Mitochondrial dysfunction 
and myocardial ischemia-reperfusion: implications for novel therapies. 
Annu Rev Pharmacol Toxicol. 2017;57:535–65.

 14. Paggio A, Checchetto V, Campo A, Menabò R, Di Marco G, Di Lisa F, et al. 
Identification of an ATP-sensitive potassium channel in mitochondria. 
Nature. 2019;572:609–13.

 15. González G, Zaldívar D, Carrillo E, Hernández A, García M, Sánchez J. Phar-
macological preconditioning by diazoxide downregulates cardiac L-type 
Ca(2+) channels. Br J Pharmacol. 2010;161:1172–85.

 16. Sampieri R, Fuentes E, Carrillo ED, Hernández A, García MC, Sánchez JA. 
Pharmacological preconditioning using diazoxide regulates store-
operated Ca2+ channels in adult rat cardiomyocytes. Front Physiol. 
2019;10:1589.

 17. Park CY, Shcheglovitov A, Dolmetsch R. The CRAC channel activator 
STIM1 binds and inhibits L-type voltage-gated calcium channels. Science. 
2010;330:101–5.

 18. Wang Y, Deng X, Mancarella S, Hendron E, Eguchi S, Soboloff J, et al. The 
calcium store sensor, STIM1, reciprocally controls Orai and CaV1.2 chan-
nels. Science. 2010;330:105–9.

 19. Zhu-Mauldin X, Marsh SA, Zou L, Marchase RB, Chatham JC. Modifica-
tion of STIM1 by O-linked N-acetylglucosamine (O-GlcNAc) attenuates 
store-operated calcium entry in neonatal cardiomyocytes. J Biol Chem. 
2012;287:39094–106.

 20. Livak KJ, Schmittgen TD. Analysis of relative gene expression data using 
real-time quantitative PCR and the 2(-Delta Delta C(T)) Method. Methods 
San Diego Calif. 2001;25:402–8.

 21. Sato T, Sasaki N, Seharaseyon J, O’Rourke B, Marbán E. Selective pharma-
cological agents implicate mitochondrial but not sarcolemmal K(ATP) 
channels in ischemic cardioprotection. Circulation. 2000;101:2418–23.

 22. Pasdois P, Beauvoit B, Tariosse L, Vinassa B, Bonoron-Adèle S, Dos 
Santos P. Effect of diazoxide on flavoprotein oxidation and reactive 
oxygen species generation during ischemia-reperfusion: a study on 

Langendorff-perfused rat hearts using optic fibers. Am J Physiol Heart 
Circ Physiol. 2008;294:H2088–97.

 23. Niemeyer BA. Changing calcium: cRAC channel (STIM and Orai) expres-
sion, splicing, and posttranslational modifiers. Am J Physiol Cell Physiol. 
2016;310:C701–9.

 24. Eylenstein A, Schmidt S, Gu S, Yang W, Schmid E, Schmidt E-M, et al. 
Transcription factor NF-κB regulates expression of pore-forming Ca2+ 
channel unit, Orai1, and its activator, STIM1, to control Ca2+ entry and 
affect cellular functions. J Biol Chem. 2012;287:2719–30.

 25. Kobayashi T, Cohen P. Activation of serum- and glucocorticoid-regulated 
protein kinase by agonists that activate phosphatidylinositide 3-kinase is 
mediated by 3-phosphoinositide-dependent protein kinase-1 (PDK1) and 
PDK2. Biochem J. 1999;339(Pt 2):319–28.

 26. Prasad N, Topping RS, Zhou D, Decker SJ. Oxidative stress and vanadate 
induce tyrosine phosphorylation of phosphoinositide-dependent kinase 
1 (PDK1). Biochemistry. 2000;39:6929–35.

 27. Kobayashi T, Deak M, Morrice N, Cohen P. Characterization of the struc-
ture and regulation of two novel isoforms of serum- and glucocorticoid-
induced protein kinase. Biochem J. 1999;344(Pt 1):189–97.

 28. Wester M, Heller A, Gruber M, Maier LS, Schach C, Wagner S. Glucocor-
ticoid stimulation increases cardiac contractility by SGK1-dependent 
SOCE-activation in rat cardiac myocytes. PLoS ONE. 2019;14:e0222341.

 29. Oeckinghaus A, Ghosh S. The NF-kappaB family of transcription factors 
and its regulation. Cold Spring Harb Perspect Biol. 2009;1:a000034.

 30. Morgan MJ, Liu Z. Crosstalk of reactive oxygen species and NF-κB signal-
ing. Cell Res. 2011;21:103–15.

 31. Sundaresan M, Yu ZX, Ferrans VJ, Irani K, Finkel T. Requirement for genera-
tion of H2O2 for platelet-derived growth factor signal transduction. 
Science. 1995;270:296–9.

 32. Guyton KZ, Liu Y, Gorospe M, Xu Q, Holbrook NJ. Activation of mitogen-
activated protein kinase by  H2O2. Role in cell survival following oxidant 
injury. J Biol Chem. 1996;271:4138–42.

 33. Bae YS, Kang SW, Seo MS, Baines IC, Tekle E, Chock PB, et al. Epidermal 
growth factor (EGF)-induced generation of hydrogen peroxide. Role 
in EGF receptor-mediated tyrosine phosphorylation. J Biol Chem. 
1997;272:217–21.

 34. Son Y, Cheong Y-K, Kim N-H, Chung H-T, Kang DG, Pae H-O. Mitogen-acti-
vated protein kinases and reactive oxygen species: how can ROS activate 
MAPK pathways? J Signal Transduct. 2011;2011:792639.

 35. Samavati L, Monick MM, Sanlioglu S, Buettner GR, Oberley LW, Hun-
ninghake GW. Mitochondrial K(ATP) channel openers activate the ERK 
kinase by an oxidant-dependent mechanism. Am J Physiol Cell Physiol. 
2002;283:C273–81.

 36. Plotnikov A, Zehorai E, Procaccia S, Seger R. The MAPK cascades: signaling 
components, nuclear roles and mechanisms of nuclear translocation. 
Biochim Biophys Acta. 2011;1813:1619–33.

 37. Cheng TH, Shih NL, Chen SY, Wang DL, Chen JJ. Reactive oxygen species 
modulate endothelin-I-induced c-fos gene expression in cardiomyocytes. 
Cardiovasc Res. 1999;41:654–62.

 38. DebRoy A, Vogel SM, Soni D, Sundivakkam PC, Malik AB, Tiruppathi C. 
Cooperative signaling via transcription factors NF-κB and AP1/c-Fos 
mediates endothelial cell STIM1 expression and hyperpermeability in 
response to endotoxin. J Biol Chem. 2014;289:24188–201.

 39. Scrimgeour N, Litjens T, Ma L, Barritt GJ, Rychkov GY. Properties of Orai1 
mediated store-operated current depend on the expression levels of 
STIM1 and Orai1 proteins. J Physiol. 2009;587:2903–18.

 40. Hoover PJ, Lewis RS. Stoichiometric requirements for trapping and gating 
of Ca2+ release-activated Ca2+ (CRAC) channels by stromal interaction 
molecule 1 (STIM1). Proc Natl Acad Sci USA. 2011;108:13299–304.

 41. Yen M, Lewis RS. Numbers count: how STIM and Orai stoichiometry affect 
store-operated calcium entry. Cell Calcium. 2019;79:35–43.

 42. Ylitalo KV, Ala-Rämi A, Liimatta EV, Peuhkurinen KJ, Hassinen IE. Intracel-
lular free calcium and mitochondrial membrane potential in ischemia/
reperfusion and preconditioning. J Mol Cell Cardiol. 2000;32:1223–38.

 43. Valverde CA, Kornyeyev D, Ferreiro M, Petrosky AD, Mattiazzi A, Escobar 
AL. Transient Ca2+ depletion of the sarcoplasmic reticulum at the onset 
of reperfusion. Cardiovasc Res. 2010;85:671–80.

 44. Hunton DL, Lucchesi PA, Pang Y, Cheng X, Dell’Italia LJ, Marchase RB. 
Capacitative calcium entry contributes to nuclear factor of activated 
T-cells nuclear translocation and hypertrophy in cardiomyocytes. J Biol 
Chem. 2002;277:14266–73.



Page 13 of 13Gavali et al. Cell Biosci           (2020) 10:96  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your research ?  Choose BMC and benefit from: 

 45. Nagy T, Champattanachai V, Marchase RB, Chatham JC. Glucosamine 
inhibits angiotensin II-induced cytoplasmic Ca2+ elevation in neonatal 
cardiomyocytes via protein-associated O-linked N-acetylglucosamine. 
Am J Physiol Cell Physiol. 2006;290:C57–65.

 46. Collins HE, Zhu-Mauldin X, Marchase RB, Chatham JC. STIM1/Orai1-medi-
ated SOCE: current perspectives and potential roles in cardiac function 
and pathology. Am J Physiol Heart Circ Physiol. 2013;305:H446–58.

 47. Liu J, Pang Y, Chang T, Bounelis P, Chatham JC, Marchase RB. Increased 
hexosamine biosynthesis and protein O-GlcNAc levels associated with 

myocardial protection against calcium paradox and ischemia. J Mol Cell 
Cardiol. 2006;40:303–12.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	The mitochondrial K-ATP channel opener diazoxide upregulates STIM1 and Orai1 via ROS and the MAPK pathway in adult rat cardiomyocytes
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Introduction
	Materials and methods
	Animals
	Isolation of hearts
	Isolation of ventricular myocytes
	Cardiomyocyte treatments
	Membrane fractionation and western blotting
	Immunofluorescence
	qRT-PCR
	Data analysis

	Results
	Upregulation of STIM1 and Orai1by Dzx
	Involvement of mKATP channels and ROS in Dzx-induced upregulation of STIM1 and Orai1
	Increased STIM1 and Orai1 protein levels produced by de novo protein synthesis
	Upregulation of Orai1 and STIM1 and changes in distribution patterns involve the MAPKERK pathway and ROS
	Translocation of c-Fos and NF-κB by Dzx-treatment

	Discussion
	Conclusion
	Acknowledgements
	References




