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SHORT COMMUNICATION

TRPM7 silencing attenuates  Mg2+ influx 
in cardiac myoblasts, H9c2 cells
Michiko Tashiro1* , Masato Konishi1, Ryo Kobayashi2, Hana Inoue1 and Utako Yokoyama1

Abstract 

TRPM7, a member of the melastatin subfamily of transient receptor potential channels, is suggested to be a poten-
tial candidate for a physiological  Mg2+ channel. However, there is no direct evidence of  Mg2+ permeation through 
endogenous TRPM7. To determine the physiological roles of TRPM7 in intracellular  Mg2+ homeostasis, we meas-
ured the cytoplasmic free  Mg2+ concentration  ([Mg2+]i) in TRPM7-silenced H9c2 cells.  [Mg2+]i was measured in a 
cluster of 8–10 cells using the fluorescent indicator, furaptra. TRPM7 silencing did not change  [Mg2+]i in  Ca2+-free 
Tyrode’s solution containing 1 mM  Mg2+. Increasing the extracellular  Mg2+ to 92.5 mM raised  [Mg2+]i in control cells 
(1.56 ± 0.19 mM) at 30 min, while this effect was significantly attenuated in TRPM7-silenced cells (1.12 ± 0.07 mM). The 
 Mg2+ efflux driven by  Na+ gradient was unaffected by TRPM7 silencing. These results suggest that TRPM7 regulates 
the rate of  Mg2+ influx in H9c2 cells, although cytoplasmic  Mg2+ homeostasis at basal conditions is unaffected by 
TRPM7 silencing.
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Background
The importance of intracellular  Mg2+ has been widely 
recognized.  Mg2+ is essential for protein synthesis, the 
regulation of ion channels, and as a co-factor in over 
600 enzymatic reactions, many of which affect cellular 
functions and viability [1]. Thus, cytoplasmic free  Mg2+ 
concentration  ([Mg2+]i) should be kept in physiologi-
cal range, but the molecules responsible for  Mg2+ influx 
pathway remain to be identified. In cardiac myocytes, 
several candidates, such as transient receptor potential 
melastatin subfamily member 7 (TRPM7, non-selective 
cation channel) and magnesium transporter 1 (MagT1, 
 Mg2+-selective channel), have been proposed [2, 3]. 
The properties of these channels have been investigated 
by heterologous overexpression systems [4, 5], and the 
data driven by these types of studies may not always be 

associated with the physiological functions of endog-
enous  Mg2+-related channels.

The low rate of  Mg2+ influx under physiological con-
ditions makes it difficult to identify endogenous  Mg2+ 
channels. We previously quantified  Mg2+ entry in rat 
ventricular myocytes, and found that the rate of  Mg2+ 
influx was altered by TRPM7 modulators in a concen-
tration-dependent manner with EC50 (half-maximal 
effective concentration) values comparable with those 
reported for the TRPM7 channel activities [6, 7]. To 
extend these pharmacological studies suggesting that 
TRPM7 functions as a physiological pathway of  Mg2+ 
influx in native cardiac myocytes, we investigated the 
rate of  Mg2+ transport of the cardiac myoblasts (H9c2) 
transfected with TRPM7-targeted shRNA. Some of the 
results have been reported in abstract form [8].

Methods
Cells
H9c2 (2-1) rat-cardiac myoblast cells from ECACC were 
cultured on glass-bottom dishes (D11130H, Matsunami-
Glass, Osaka) with DMEM including 1.8 mM  CaCl2 and 
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0.8  mM  MgSO4 (D6429; Sigma-Aldrich, St. Louis, MO) 
supplemented with 10% FBS, 100 U/mL penicillin G and 
0.1 mg/mL streptomycin, in the 37  °C, 5%  CO2 humidi-
fied incubator.

RNA interference
Cells were transfected by lipofectamine 2000 (Thermo 
Fisher Scientific, Waltham, MA) with plasmid DNA 
encoding shRNA of rat Trpm7 (shTRPM7) or non-tar-
geting shRNA (shControl), and GFP gene as a marker of 
introduction (Sure Silencing shRNA plasmids purchased 
from Qiagen, Hilden, Germany). The shRNA-Trpm7 
target sequence was 5′-AGC GTT TGA CCA GCT TAT 
CCTTA-3 while that for the non-targeting shRNA was 
5′-GGA ATC TCA TTC GAT GCA TAC -3′. Three days 
after transfection, cells were used for experiments.

Cell viability and transfection efficiency
Cells (1 × 105/mL/well) were plated onto a 12-well plate 
with DMEM (10% FBS) one day before transfection. On 
several days after transfection, the cells were dissociated 
with TrypLE™ Express Enzyme (Gibco, Thermo Fisher 
Scientific), and counted with the hemocytometer to 
assess viability using 0.4% Trypan Blue Solution (Gibco). 
We also counted GFP-positive cells using the same cham-
ber through fluorescence microscopy to check transfec-
tion efficiency.

Quantitative real‑time PCR
Total RNA was isolated from H9c2 using the SV total 
RNA isolation system (Promega, Madison, WI) and 
converted to cDNA using the high-capacity reverse 
transcription kit (Applied Biosystems, Foster City, CA) 
according to manufactures’ protocols. The expression of 
mRNA of TRPM7 was determined by quantitative real-
time polymerase chain reaction (Applied Biosystems 
7500 Real-time PCR system) using TaqMan probe sets 
(Thermo Fisher Scientific) for rat TRPM7 (Rn00586779_
m1) relative to rat glyceraldehyde-3-phosphate dehydro-
genase (GAPDH, Rn99999916_s1).

Immunoblotting
The cells were homogenized by sonication in lysis 
buffer (150  mM  Na2CO3, 1  mM EDTA-Na). These 
samples were mixed with sodium dodecyl sulfate 
(SDS) buffer (0.5 M Tris–HCl, SDS, glycerol, BPB, and 
β-mercaptoethanol) and boiled at 100℃ for 5 min. Pro-
teins were separated by SDS-PAGE (6% for TRPM7, 10% 
for GAPDH) and electrically transferred onto a poly-
vinylidene difluoride membrane. The membrane was 
incubated with an anti-TRPM7 antibody (ab109438; 
Abcam Biochemicals, Bristol, UK) or an anti-GAPDH 
antibody (SC-25778; Santa Cruz Biotechnology, Dallas, 

TX, USA) followed by peroxidase-conjugated anti-
rabbit IgG antibody (CST#7074S; Cell Signaling Tech-
nology, Danvers, MA, USA). The positive bands were 
visualized using the SuperSignal™ West Dura Extended 
Duration Substrate (Thermo Fisher Scientific) and the 
enhanced chemiluminescence system of Chemi DOC™, 
and then analyzed with software, imageLab4.1™ (Bio-
Rad Laboratories, Hercules, CA).

Measurements and analysis of furaptra signals
The instruments and procedures for the measurements 
of furaptra (mag-fura-2)-fluorescence signals from cells 
have been described previously [7, 9]. Briefly, H9c2 
cells on the glass-bottom culture dish was placed on the 
stage of an inverted microscope (TE300; Nikon, Tokyo) 
and was superfused with  Ca2+-free Tyrode’s solution 
(see Solutions). The intracellular fluorescence was alter-
nately excited with 350  nm and 382  nm light beams, 
and the fluorescence at 500 nm (25 nm bandwidth) was 
detected from the cluster of 8–10 cells including 4–5 
cells labeled GFP. The area of illumination by excitation 
light was limited to the cluster size with an aperture 
diaphragm. After measurement of the background fluo-
rescence from the cluster, cells were loaded with 5 μM 
furaptra AM (Invitrogen, Life Technologies, Carlsbad, 
CA) by incubation in  Ca2+-free Tyrode’s solution for 
14  min at room temperature, and the acetoxy methyl 
(AM) ester was washed out with  Ca2+-free Tyrode’s 
solution for 10 min. Subsequent fluorescence measure-
ments were carried out at 25 °C under  Ca2+-free condi-
tions to minimize possible cell damage and interference 
in the furaptra fluorescence caused by  Ca2+ overloading 
of the cells.

The ratio of furaptra fluorescence intensities excited 
at 382 and 350  nm after background subtraction, 
R = F(382)/F(350), was converted to  [Mg2+]i according 
to the equation:

where KD is the dissociation constant, and Rmin and 
Rmax are R values at zero  [Mg2+] and saturating  [Mg2+], 
respectively. We used the parameter values previously 
estimated in rat ventricular myocytes (KD = 5.30  mM, 
Rmax = 0.223 [10] and Rmin = 0.967 [7]).

Influx of  Ni2+ was monitored by fluorescence quench-
ing of intracellular furaptra as previously described [6]. 
We measured the decrease in furaptra fluorescence 
intensity excited at 350  nm (an isosbestic wavelength 
for  Mg2+) induced by substitution of 1  mM  Ni2+ for 
 Mg2+ of  Ca2+-free Tyrode’s solution at 25 °C.

(1)[Mg2+]i = KD ·
R− Rmin

Rmax − R
,
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Analysis of the rate of  Mg2+ influx and efflux
After furaptra loading, the cells were initially perfused 
with high-Mg2+solution for 30  min, then were rep-
erfused with  Ca2+-free Tyrode’s solution for 30  min. 
 [Mg2+]i was measured at ~ 5-min intervals during the 
perfusion. Because the  [Mg2+]i rise is likely caused by 
the influx of  Mg2+, we analyzed the rate of increase in 
 [Mg2+]i as  Mg2+ influx rate by  Mg2+-loading.

The rate of  Na+-dependent  Mg2+ efflux was analyzed 
as described previously [11]. In brief, the cells were 
incubated in  Mg2+-loading solution (see Solutions) for 
varying periods up to 2 h, until  [Mg2+]i was elevated to 
1.5 mM or higher. Introduction of extracellular  Na+ by 
perfusion of  Ca2+-free Tyrode’s solution induced the 
 Na+-dependent  Mg2+ efflux. The initial rate of decrease 
in  [Mg2+]i was estimated by linear regression of data 
points spanning for 120  s (30–150  s after solution 
exchange).

Solutions
Ca2+-free Tyrode’s solution contained (mM): 135 NaCl, 
5.4 KCl, 1.0  MgCl2, 0.33  NaH2PO4, 5.0 glucose, 10 
HEPES and 0.1  K2EGTA (pH 7.40 at 25  °C by NaOH). 
High-Mg2+solution contained 68.5  mM  MgCl2 and 
24 mM  MgMs2 in place of 135 mM NaCl and 1.0 mM 
 MgCl2 of  Ca2+-free Tyrode’s solution.  Mg2+-loading 
solution contained 24 mM  [Mg2+], which was prepared 
by substitution of 135 mM NaCl of  Ca2+-free Tyrode’s 
solution with 101  mM NMDG-Cl (N-methyl-D-glu-
camine titrated HCl), 19.6  mM  MgCl2 and 6.0  mM 
 MgMs2.

Statistics
Linear and nonlinear least-squares curve fitting was per-
formed with the program Origin (Ver. 9.1, Origin Lab, 
Northampton, MA, USA). Statistical values are expressed 
as the mean ± SE. Differences between groups were ana-
lyzed by Student’s t-test or two-way repeated measure 
ANOVA with the significance level set at p < 0.05 (Ver. 26, 
IBM SPSS statistics).

Results
In  Ca2+-free Tyrode’s solution,  [Mg2+]i of TRPM7-
silenced H9c2 cells (shTRPM7 cells) was 0.99 ± 0.05 mM, 
which was similar to that of shControl cells 
(0.98 ± 0.08  mM) (Fig.  1A). The levels of  [Mg2+]i in 
shControl cells were raised gradually by perfusion 
with high-Mg2+ solution (92.5  mM), and then partially 
recovered by reperfusion of  Ca2+-free Tyrode’s solution 
containing 1  mM  Mg2+. On the other hand, the incre-
ment in  [Mg2+]i (1.12 ± 0.07  mM) in shTRPM7 cells 

was significantly smaller than that of shControl cells 
(1.56 ± 0.19 mM, p = 0.034) (Fig. 1A).

We confirmed whether TRPM7 was silenced in the 
shTRPM7 cells compared with the shControl cells. 
Figure  1B shows that the number of cells was not 
changed at least up to 144  h after transfection of both 
of plasmids (shControl 1.15 ± 0.12 × 105 and shTRPM7 
0.98 ± 0.12 × 105 at 72  h after transfection, n = 3, 
p = 0.38). There was no significant difference of cell via-
bility between shControl cells and shTRPM7 up to 144 h 
(91.8 ± 2.1 and 89.6 ± 3.8%, respectively, at 72  h after 
transfection, n = 3, p = 0.63).

Since the transfection efficiency reached about 50% 
in 72  h (Fig.  1B), we used the cells for experiments 
three days after transfection. After RNA interference 
with Trpm7 shRNA, the relative expression level of 
Trpm7 mRNA was significantly reduced to 41 ± 3% in 
shTRPM7 cells compared with shControl cells (Fig. 1C). 
The expression level of TRPM7 protein was decreased 
to 58.7% (Fig.  1D). To further confirm the efficiency of 
TRPM7 silencing, we estimated TRPM7 channel activ-
ity using  Ni2+ influx monitored by quenching of intracel-
lular furaptra. Figure  1E shows that  Ni2+ quenching of 
fluorescence in shTRPM7 cells was significantly smaller 
than that of shControl cells (p = 0.009, two-way repeated 
measures ANOVA), suggesting impairment of TRPM7 
channel activity on the plasma membrane of shTRPM7 
cells.

We further investigated the effect of TRPM7 silenc-
ing on  Mg2+ efflux, as shown in Fig.  2. Excessive  Mg2+ 
in rat ventricular myocytes is mainly extruded with a 
 Na+-gradient-dependent  Mg2+-efflux system [11]. The 
 Na+-dependent  Mg2+ efflux was induced by introduc-
tion of extracellular  Na+ to the  Mg2+-loaded cells (see 
Methods). The initial rate of decrease in  [Mg2+]i was, on 
average, 1.02 ± 0.06  μM/s in shTRPM7 cells (n = 5) and 
1.02 ± 0.21  μM/s in shControl cells (n = 5); these values 
were not significantly different.

Discussion
TRPM7 channel has been characterized in heterologous 
overexpression systems, as  Mg2+-permeable channel 
which is inactivated by intercellular free  Mg2+, and its 
 Mg2+ sensitivity is regulated by in  vivo factors such as 
nucleotides and oxidative stress [12, 13]. Regarding car-
diac myocytes, a TRPM7-like current was demonstrated 
in rat, guinea pig and pig ventricular myocytes [14, 15], 
and human atrial myocytes [3, 16]. Sah et  al. described 
the importance of TRPM7 in maintaining cardiac auto-
maticity in the sinoatrial node [17]. They also reported 
that TRPM7 was critical for cardiogenesis based on the 
results of cardiac myocyte-targeted knockout mice [18].
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The present study focuses on the involvement of 
TRPM7 as an  Mg2+ influx pathway in cardiac myocytes. 
Since we have studied on  Mg2+-regulation mechanisms 
in adult rat ventricular myocytes [2, 6, 7], we initially 
tried to knockdown TRPM7 in primary cultures of these 
cells using shRNA (+ GFP) transfection with adenovirus 
vector. However, it was not possible to detect a signifi-
cant decrease in TRPM7-like currents in shTRPM7 (GFP 
positive) ventricular myocytes, probably because of pro-
tein turnover of endogenous TRPM7. Since the H9c2 cell 

line, myoblasts derived from rat heart, have been widely 
used as in  vitro model of cardiac myocytes [19, 20], we 
used H9c2 cells to investigate the roles of TRPM7 in 
 Mg2+ regulation.

The rate of increase in  [Mg2+]i by inflow of extracellular 
 Mg2+ is very slow [21]. A long-time soaking in high-Mg+ 
solutions caused damage and morphological changes in 
H9c2 cells. We therefore used extremely high (92.5 mM)-
Mg2+ solution to observe  Mg2+ influx in a short period 
(30  min). TRPM7 silencing significantly decreases the 
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rate of  Mg2+ influx of the cells at high  [Mg2+]o, although 
basal  [Mg2+]i appears to still be maintained at normal 
 [Mg2+]o. TRPM7 silencing had little effect on the activity 
of the  Na+-dependent  Mg2+ efflux. The results indicate 
that TRPM7 serves as a physiological  Mg2+ influx path-
way, but it might not be the sole key player to maintain 
basal  [Mg2+]i in H9c2 cells.

The necessity of TRPM7 for cellular  Mg2+ homeosta-
sis in DT40 (chicken B lymphocytes) has been described 
by Schmitz et  al. [22]. The authors also reported that 
deletion of TRPM7 in DT40-upregulated expression 
of MagT1 compensates for the  Mg2+ deficiency [23]. In 
contrast, Jin and coworkers reported that tissue-specific 
deletion of TRPM7 in T lymphocytes of mice [24], and 
that in neural stem cells [25] does not alter total Mg 
contents of these cells. Castiglioni et  al. reported that 
TRPM7/MagT1 co-silencing does not affect the intra-
cellular total Mg content in human mesenchymal stem 
cells [26]. Maintenance of total Mg content even in the 
absence of TRPM7 [24–26] seems in line with little 
change in basal  [Mg2+]i with TRPM7 silencing found in 
the present study. Physiological roles of TRPM7 should 
not be denied, as reduction of  Mg2+ influx via TRPM7 
might be compensated by other channels/transport-
ers with upregulated expression levels, particularly in 
immature cell types. Thus,  Mg2+ homeostasis is likely 
regulated by TRPM7 in cooperation with other channels/
transporters, which varies in cell types.

Although the TRPM7 gene silencing was slightly less 
than half in this study, it suppressed the  Mg2+ influx 
induced by extracellular high  Mg2+. To the best of our 
knowledge, this is the first report demonstrating that 

extracellular  Mg2+ passes through endogenous TRPM7. 
This study also indicates that TRPM7 silencing inhibits 
the relatively rapid influx of  Mg2+ driven by large con-
centration gradient of the ion across the cell membrane. 
It is then tempting to speculate that TRPM7 may exert 
a prominent role when  [Mg2+]i falls rapidly. In cardiac 
myocytes, total Mg content or  [Mg2+]i is known to mark-
edly decrease under pathological conditions, such as 
hypoxia–reoxygenation [27] and heart failure [28]. Low 
 [Mg2+]i should activate TRPM7, and the channel may 
provide a rapid supply of  Mg2+ from the extracellular 
space for recovery of  [Mg2+]i.

Conclusions
Our results suggest that TRPM7 appreciably participates 
in  Mg2+ influx, but it might not be indispensable for 
 Mg2+ homeostasis in H9c2 cells. It seems reasonable to 
assume that  Mg2+ homeostasis is concertedly regulated 
by several  Mg2+-permeant channel/transporters includ-
ing TRPM7.

Acknowledgements
We thank Mary Shibuya for reading the manuscript.

Authors’ contributions
All authors conceived and designed the study. MT performed the experi-
ments, analyzed data, and wrote the manuscript. All authors read and 
approved the final manuscript.

Funding
This work was supported by Tokyo medical university and JSPS KAKENHI 
grants; 15K08188 (MT), 20K11518 (MT).

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

0 100 200 300 400
0.0

0.5

1.0

1.5

2.0

0 100 200 300 400
0.0

0.5

1.0

1.5

2.0

shControl shTRPM7

Time  (s)Time  (s)

[M
g2

+ ]
i(

m
M

)

[M
g2

+ ]
i(

m
M

)

a b

-1.20 μM/s -1.23 μM/s

Fig. 2 Examples for analysis of the  Mg2+-efflux rate in shControl (a) and shTRPM7 (b) cells. In a and b, the  Na+-dependent  Mg2+ efflux was induced 
by the addition of 140 mM  Na+ to the  Mg2+-loaded cells at time 0. Solid lines were drawn by linear-fitting to unsmoothed data points spanning 
120 s



Page 6 of 6Tashiro et al. J Physiol Sci           (2020) 70:47 

•
 
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: 

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

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

Author details
1 Department of Physiology, Tokyo Medical University, 6-1-1 Shinjuku, 
Shinjuku-ku, Tokyo 160-8402, Japan. 2 Department of Microbiology, Tokyo 
Medical University, Tokyo 160-8402, Japan. 

Received: 12 June 2020   Accepted: 11 September 2020

References
 1. de Baaij JH, Hoenderop JG, Bindels RJ (2015) Magnesium in man: implica-

tions for health and disease. Physiol Rev 95:1–46
 2. Tashiro M, Inoue H, Konishi M (2013) Magnesium homeostasis in cardiac 

myocytes of Mg-deficient rats. PLoS ONE 8:e73171
 3. Macianskiene R, Martisiene I, Zablockaite D, Gendviliene V (2012) 

Characterization of  Mg2+-regulated TRPM7-like current in human atrial 
myocytes. J Biomed Sci 19:75

 4. Monteilh-Zoller MK, Hermosura MC, Nadler MJ, Scharenberg AM, Penner 
R, Fleig A (2003) TRPM7 provides an ion channel mechanism for cellular 
entry of trace metal ions. J Gen Physiol 121:49–60

 5. Goytain A, Quamme GA (2005) Identification and characterization of a 
novel mammalian Mg2+ transporter with channel-like properties. BMC 
Genom 6:48

 6. Tashiro M, Inoue H, Konishi M (2014) Physiological pathway of magne-
sium influx in rat ventricular myocytes. Biophys J 107:2049–2058

 7. Tashiro M, Inoue H, Konishi M (2019) Modulation of Mg(2+) influx and 
cytoplasmic free Mg(2+) concentration in rat ventricular myocytes. J 
Physiol Sci 69:97–102

 8. Tashiro M, Inoue H, Kobayashi R, Konishi M (2019) Magnesium ion influx 
in H9c2 cells with TRPM7 gene silencing. J Physiol Sci 69:S169

 9. Tashiro M, Konishi M (1997) Basal intracellular free Mg2+ concentration 
in smooth muscle cells of guinea pig tenia cecum: intracellular calibra-
tion of the fluorescent indicator furaptra. Biophys J 73:3358–3370

 10. Watanabe M, Konishi M (2001) Intracellular calibration of the fluores-
cent Mg2+ indicator furaptra in rat ventricular myocytes. Pflugers Arch 
442:35–40

 11. Tursun P, Tashiro M, Konishi M (2005) Modulation of Mg2+ efflux from 
rat ventricular myocytes studied with the fluorescent indicator furaptra. 
Biophys J 88:1911–1924

 12. Inoue H, Murayama T, Tashiro M, Sakurai T, Konishi M (2014) Mg(2+)- and 
ATP-dependent inhibition of transient receptor potential melastatin 7 by 
oxidative stress. Free Radic Biol Med 72:257–266

 13. Fleig A, Chubanov V (2014) Trpm7. Handb Exp Pharmacol 222:521–546
 14. Gwanyanya A, Amuzescu B, Zakharov SI, Macianskiene R, Sipido KR, 

Bolotina VM, Vereecke J, Mubagwa K (2004) Magnesium-inhibited, 

TRPM6/7-like channel in cardiac myocytes: permeation of divalent cati-
ons and pH-mediated regulation. J Physiol 559:761–776

 15. Gwanyanya A, Sipido KR, Vereecke J, Mubagwa K (2006) ATP and PIP2 
dependence of the magnesium-inhibited, TRPM7-like cation channel in 
cardiac myocytes. Am J Physiol Cell Physiol 291:C627–635

 16. Zhang YH, Sun HY, Chen KH, Du XL, Liu B, Cheng LC, Li X, Jin MW, Li GR 
(2012) Evidence for functional expression of TRPM7 channels in human 
atrial myocytes. Basic Res Cardiol 107:282

 17. Sah R, Mesirca P, Van den Boogert M, Rosen J, Mably J, Mangoni ME, 
Clapham DE (2013) Ion channel-kinase TRPM7 is required for maintaining 
cardiac automaticity. Proc Natl Acad Sci USA 110:E3037–3046

 18. Sah R, Mesirca P, Mason X, Gibson W, Bates-Withers C, Van den Boogert M, 
Chaudhuri D, Pu WT, Mangoni ME, Clapham DE (2013) Timing of myocar-
dial trpm7 deletion during cardiogenesis variably disrupts adult ventricu-
lar function, conduction, and repolarization. Circulation 128:101–114

 19. Nguyen H, Romani A (2014) Effect of Alcohol Administration on Mg(2+) 
Homeostasis in H9C2 Cells. J Cardiovasc Dis Diagn 2:179

 20. Reilly-O’Donnell B, Robertson GB, Karumbi A, McIntyre C, Bal W, Nishi M, 
Takeshima H, Stewart AJ, Pitt SJ (2017) Dysregulated Zn(2+) homeo-
stasis impairs cardiac type-2 ryanodine receptor and mitsugumin 23 
functions, leading to sarcoplasmic reticulum Ca(2+) leakage. J Biol Chem 
292:13361–13373

 21. Tashiro M, Konishi M (2000) Sodium gradient-dependent transport 
of magnesium in rat ventricular myocytes. Am J Physiol Cell Physiol 
279:C1955–1962

 22. Schmitz C, Perraud AL, Johnson CO, Inabe K, Smith MK, Penner R, Kurosaki 
T, Fleig A, Scharenberg AM (2003) Regulation of vertebrate cellular Mg2+ 
homeostasis by TRPM7. Cell 114:191–200

 23. Deason-Towne F, Perraud AL, Schmitz C (2011) The Mg2+ transporter 
MagT1 partially rescues cell growth and Mg2+ uptake in cells lacking the 
channel-kinase TRPM7. FEBS Lett 585:2275–2278

 24. Jin J, Desai BN, Navarro B, Donovan A, Andrews NC, Clapham DE (2008) 
Deletion of Trpm7 disrupts embryonic development and thymopoiesis 
without altering Mg2+ homeostasis. Science 322:756–760

 25. Jin J, Wu LJ, Jun J, Cheng X, Xu H, Andrews NC, Clapham DE (2012) The 
channel kinase, TRPM7, is required for early embryonic development. 
Proc Natl Acad Sci USA 109:E225–233

 26. Castiglioni S, Romeo V, Locatelli L, Zocchi M, Zecchini S, Maier JAM (2019) 
The simultaneous downregulation of TRPM7 and MagT1 in human 
mesenchymal stem cells in vitro: Effects on growth and osteogenic dif-
ferentiation. Biochem Biophys Res Commun 513:159–165

 27. Watanabe M, Wu J, Li S, Li C, Okada T (2004) Mechanisms of cardioprotec-
tive effects of magnesium on hypoxia-reoxygenation-induced injury. Exp 
Clin Cardiol 9:181–185

 28. Haigney MC, Wei S, Kääb S, Griffiths E, Berger R, Tunin R, Kass D, Fisher WG, 
Silver B, Silverman H (1998) Loss of cardiac magnesium in experimental 
heart failure prolongs and destabilizes repolarization in dogs. J Am Coll 
Cardiol 31:701–706

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


	TRPM7 silencing attenuates Mg2+ influx in cardiac myoblasts, H9c2 cells
	Abstract 
	Background
	Methods
	Cells
	RNA interference
	Cell viability and transfection efficiency
	Quantitative real-time PCR
	Immunoblotting
	Measurements and analysis of furaptra signals
	Analysis of the rate of Mg2+ influx and efflux
	Solutions
	Statistics

	Results
	Discussion
	Conclusions
	Acknowledgements
	References




