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Abstract
TRPM3 is a non-selective cation channel that is activated by neural steroids such as pregnenolone sulfate, nifedipine, and 
clotrimazole. Despite the number of TRPM3 variants, few reports have described functional analyses of these different 
TRPM3 types. Here we identified a new TRPM variant from mouse dorsal root ganglion, termed TRPM3γ3. We classified 
TRPM3γ3 and another known variant (variant 6) into the γ subtype, and analyzed the TRPM3γ variants. mRNA expression 
of TRPM3γ was higher than that of TRPM3α variants in the mouse dorsal root ganglion. In Ca2+-imaging of HEK293 cells 
expressing either the TRPM3γ variants or TRPM3α2, increases in cytosolic Ca2+ concentrations ([Ca2+]i) induced by pregne-
nolone sulfate or nifedipine were smaller in cells expressing the TRPM3γ variants compared to those expressing TRPM3α2. 
On the other hand, co-expression of TRPM3γ variants had no effect on [Ca2+]i increases induced by pregnenolone sulfate 
or nifedipine treatment of HEK293 cells expressing TRPM3α2. In Xenopus oocytes, small responses of TRPM3γ variants 
to chemical agonists compared to TRPM3α2 were also observed. Interestingly, Xenopus oocytes expressing TRPM3α2 dis-
played heat-evoked currents with clear thresholds of about 40 °C that were larger than those evoked in oocytes expressing 
TRPM3γ variants. Overall, these findings indicate that TRPM3γ variants have low channel activity compared to TRPM3α.
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Introduction

Most transient receptor potential (TRP) channels are non-
selective cation channels. The name TRP is derived from 
the prototypical member in Drosophila, in which a muta-
tion resulted in abnormally transient receptor potentials in 
response to continuous light exposure [1]. TRP channels are 
now divided into seven subfamilies: TRPC, TRPV, TRPM, 

TRPML, TRPN, TRPP, and TRPA, with six subfamilies 
(excluding TRPN) and 27 channels present in humans. TRP 
channels are expressed in many tissues and are involved in 
a wide variety of physiological functions, including detec-
tion of various physical and chemical stimuli in vision, 
taste, olfaction, hearing, touch, and thermosensation [2]. 
Recently, some channels were shown to have splicing vari-
ants that modulate channel and cell functions [3, 4]. Alterna-
tive splicing is a regulated process during gene expression 
that allows a single gene to encode multiple proteins having 
various functions. Among TRP channels, TRPM2, TRPM4, 
TRPM8, TRPV1, TRPC1, and TRPA1 are reported to have 
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variants [5–14]. TRPM2 variants have different sensitivity to 
activators, wherein TRPM2-ΔN is insensitive to ADP ribose 
or H2O2 and TRPM2-ΔC is sensitive to H2O2 but not ADP 
ribose [7]. A truncated human TRPM8 variant is highly 
expressed in brain, liver, and testes, but not in other tissues 
where full-length TRPM8 is expressed [9]. A TRPV1 vari-
ant (TRPV1b) lacking 60 amino acids in the N-terminus is 
not activated by capsaicin or pH but retains heat sensitivity 
[10]. In addition, we previously reported that a short variant 
of mouse TRPA1 (TRPA1b) enhances the plasma membrane 
expression of wild-type TRPA1 (TRPA1a) and the expres-
sion of TRPA1b was increased during the development of 
neuropathic or inflammatory pain [8]. Since differences in 
functional modulation or expression pattern of TRP chan-
nel variants could affect channel and/or cellular functions 
to yield specific outcomes, a better understanding of TRP 
channel variant functions is needed to clarify the physiologi-
cal and pathological roles of TRP channels.

TRPM3 was first identified as a store-operated ion chan-
nel [15] and is most prominently expressed in the kidney 
with lower expression levels in the central and periph-
eral nervous systems, testis, and retina [15, 16]. Several 
TRPM3 agonists, including the neural steroids pregne-
nolone sulfate, nifedipine, and clotrimazole, and TRPM3 
inhibitors such as progesterone, flavanones, diclofenac, 
and mefenamic acid have been reported [17–22]. Physi-
cal stimuli such as hypo-osmolality also activate TRPM3 
[23]. TRPM3 potentiates glutamatergic transmission at 
cerebellar Purkinje neurons [24] and is involved in insu-
lin secretion [19], whereas TRPM3 gene polymorphisms 
may be associated with systemic sclerosis [25]. TRPM3 

is activated by increases in temperature and TRPM3 
expressed in sensory neurons is also involved in noxious 
heat sensation in vivo, as was shown in TRPM3KO mice 
[26]. Recently, it has been reported that G protein βγ 
inhibits TRPM3 activation [27, 28]. However, the physi-
ological roles of TRPM3 channels remain unclear.

The TRPM3 gene encodes more than ten variants [15, 29, 
30]. These variants are mainly divided into two groups, α 
and β variants based on the variation of N-terminal (Fig. 1). 
While TRPM3αs lack exon 2, TRPM3βs lack exon 1 and a 
start codon of TRPM3βs is present in exon 2. Especially, 
most of the reports concerning these variants focused on 
the TRPM3αs [31]. Some reports showed functional differ-
ences among TRPM3α1, TRPM3α2, and TRPM3α7 [29, 
31]. TRPM3α1 having inserted 12 amino acid residues in 
pore loop domain showed low permeability for Ca2+ and 
other divalent cations compared to TRPM3α2 that lacks 12 
amino acid residues. TRPM3α7 that lacks ten amino acid 
residues within exon 13 was reported to be a non-functional 
channel and showed reduced plasma membrane expres-
sion. In addition, expression levels of variants lacking ten 
amino acid residues differ among tissues. On the other hand, 
TRPM3 variant 6 is very different from other variants in that 
the variant lacks 1169 bp sequence in exon 28 and splice 
23 bp sequence in the rest of exon 28. However, functional 
analysis of the variant has not been reported.

In this study, we identified a new TRPM3 variant, which 
has sequence similarity to the previously reported TRPM3 
variant 6 lacking a large part of exon 28. As such, we named 
the new variant γ3 and propose that variant 6 should be cat-
egorized into the same grouped as γ2 in the γ class. We 
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measured the mRNA expression levels of TRPM3α and 
TRPM3γ variants in mouse dorsal root ganglion, and ana-
lyzed the functions of TRPM3γ2 and γ3 variants relative to 
TRPM3α2. In addition, we analyzed the temperature sensi-
tivity of these TRPM3 variants in Xenopus oocytes.

Materials and methods

Animals

Male C57BL/6 mice (4–6 weeks, SLC, Shizuoka, Japan) 
were housed in a controlled environment (12-h light/
dark cycle, room temperature 22–24 °C, 50–60% relative 
humidity) with free access to food and water. All proce-
dures involving the care and use of animals were approved 
by The Institutional Animal Care and Use Committee of 
the National Institutes of Natural Sciences and performed 
in accordance with the Guide for the Care and Use of Labo-
ratory Animals (National Institutes of Health Publication 
Number 85-23, Revised 1985).

Identification of TRPM3 variants

Dorsal root ganglion was isolated from male C57BL/6 
mice under deep anesthesia by sevoflurane, and total RNA 
was purified using an RNeasy Mini Kit (QIAGEN, Hilden, 
German). cDNA was synthesized from 1 μg of total RNA 
(Superscript III first-strand synthesis system for RT-PCR; 
Invitrogen, Carlsbad, CA, USA). Two-step nested PCR was 
performed using Phusion High-Fidelity DNA polymerase 
(New England Biolabs, Ipswich, MA, USA) in an iCycler 
(Bio-Rad, Hercules, CA, USA) with specific primer sets 
for each TRPM3 variant (Table 1). The primer pairs were 
designed in 5′ UTR and 3′UTR of each variant for the first 
amplification, and designed at either end of CDS for the sec-
ond amplification. Following cycle protocols were applied: 
For the first amplification, 35 cycles were performed each 
with incubation at 98 °C for 10 s, followed by 67 °C for 30 s, 

72 °C for 160 s. For the second amplification, 35 cycles 
were performed each with incubation at 98 °C for 10 s, fol-
lowed by 67 °C for 30 s, 72 °C for 160 s. PCR products 
were purified using a NucleoSpin Gel and PCR Clean-up 
kit (Macherey–Nagel, Duren, Germany) and were subcloned 
into pcDNA3.1. The entire sequences of each TRPM3 vari-
ant were confirmed by sequencing (BigDye Terminator V3.1 
and ABI PRISM 3130xl analyzer, Applied Biosystems Inc., 
Carlsbad, CA, USA).

Quantitative real‑time RT‑PCR

Total RNA isolation and cDNA synthesis from mouse dorsal 
root ganglion were performed as described above. Real-time 
reverse transcription-polymerase chain reactions (RT-PCR) 
were performed using specific primers (Table 1, Fig. 2, and 
also described in the Results section) and Power SYBR 
Green PCR Master Mix (Applied Biosystems). Diluted 
TRPM3α2/pcDNA3.1 or TRPM3γ2/pcDNA3.1 plasmid 
solution was used for the calibration curve. The duplex real-
time RT-PCR was performed with the PlusOne Real-Time 
PCR system (Applied Biosystems). Transcriptional levels of 
TRPM3α+β+γ, TRPM3α and TRPM3γ variants were deter-
mined by the calculation of copy numbers. To confirm the 
RNA isolation and cDNA synthesis, amplification of β-actin 
was performed and the mean value of Cq was 20.8 ± 0.2 
(mean ± SD, n = 6).

Ca2+‑imaging

Human embryonic kidney-derived 293T (HEK293T) cells 
were maintained in DMEM (WAKO Pure Chemical Indus-
tries, Ltd., Osaka, Japan) containing 10% FBS (Biowest SAS, 
Caille, France), 100 units/ml penicillin (Invitrogen, Carlsbad, 
CA, USA), 100 mg/ml streptomycin (Invitrogen), and 2 mM 
l-glutamine (GlutaMAX, Invitrogen) at 37 °C in 5% CO2. 
Plasmid DNAs (0.2 μg) and 0.03 μg pCMV-DsRed-expression 
cDNAs were transfected into HEK293T cells using Effectene 
Reagent (QIAGEN). One day after transfection, HEK293T 

Table 1   Primer sets for cloning of TRPM3α and γ variants

Forward(5′–3′) Reverse(5′–3′)

TRPM3α for 1st amplification GAG​AGC​TGA​GCG​CAG​GCT​G TCC​TGC​AAC​ACA​CGG​TAA​GCC​
TRPM3α for 2nd amplification of target cDNA ATG​GGC​AAG​AAG​TGG​AGG​GATG​ TTA​GTT​GTG​CTT​GCT​TTC​AAAGC​
TRPM3γ for 1st amplification CCA​GGA​AGC​CTC​TGC​CCT​AA AAC​TGC​TTG​CTG​CCG​GCT​TA
TRPM3γ for 2nd amplification of target cDNA ATG​CCA​GGG​CCG​TGG​GGG​AC TTA​TAC​TGA​ATA​AAA​AGG​ATG​TTC​TGC​
TRPM3α+β+γ for real-time PCR CGG​CCA​TCA​TGG​CCT​GCT​AC GGC​AGA​ACC​GGC​CTC​TCG​
TRPM3α for real-time PCR CTC​TGA​CCG​CGA​GGA​CAG​CA GCA​GTC​CCG​AGC​GCT​TGG​TG
TRPM3γ for real-time PCR CTT​ATA​CTG​AAT​AAA​AAG​GAT​GTT​CTG​CAG​ CTC​TGA​CCG​CGA​GGA​CAG​CA
β-actin for real-time PCR TGT​TAC​CAA​CTG​GGA​CGA​CA AAG​GAA​GGC​TGG​AAA​AGA​GC
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cells on coverslips were mounted in an open chamber and 
superfused with a standard bath solution (140 mM NaCl, 
5 mM KCl, 2 mM MgCl2, 2 mM CaCl2, 10 mM HEPES, 
10 mM glucose, pH 7.4). All chemicals were dissolved in the 
standard bath solution, and a heated bath solution was applied 
for heat stimulation (~ 42 °C). Cytosolic-free Ca2+ concen-
trations ([Ca2+]i) in HEK293T cells were measured by dual-
wavelength fura-2 microfluorometry (excitation at 340/380 nm 
and emission at 510 nm, Molecular Probes, Invitrogen) and a 
digital CMOS camera (Andor Zyla 5.5, Andor Technology 
Ltd, Belfast, UK). All experiments were performed at room 
temperature except for heat stimulation. The ratio image was 
calculated and acquired using Andor iQ2 (Andor Technology 
Ltd) or ImageJ (NIH). Ratio values were normalized with 
respect to the peak response to 5 μM ionomycin (Dojindo 
Laboratories, Kumamoto, Japan).

Expression of EGFP‑tagged TRPM3 variants 
in HEK293T cells

EGFP-tagged TRPM3α2, TRPM3α3, TRPM3γ2, or 
TRPM3γ3 plasmid (1.2 μg) was transfected into HEK293T 
cells using Lipofectamine and Plus Reagent (Thermo Fisher 
Scientific Inc.) in OPTI-MEM (Thermo Fisher Scientific 
Inc.). Transfected-HEK293T cells were incubated for 3 h at 
37 °C in a 5% CO2 atmosphere. After incubation, the cells 
were reseeded on glass-bottom dishes in DMEM and further 
incubated under the same conditions. After an additional 
day of incubation, images of HEK293T cells were acquired 
using a confocal microscopy (FV1200, Olympus Corpora-
tion, Tokyo, Japan) and FV10-ASW 4.2 software (Olympus 
Corporation).

Oocyte recording

The TRPM3 variants were heterologously expressed in 
oocytes of the African clawed frog Xenopus laevis, and the 
two-electrode voltage-clamp method was used for current 
recordings. A total of 2.5 ng cRNA was injected into defol-
liculated oocytes and current recordings were performed 
4–5 days after injection. The membrane potential of oocytes 
was clamped at − 60 mV. To generate the current–voltage 
(I–V) curve, voltage ramp-pulses from − 80 to + 80 mV 
(500 ms) were applied every 5 s. ND96 solution containing 
93.5 mM NaCl, 2 mM KCl, 1.8 mM CaCl2, 2 mM MgCl2, 
5 mM HEPES, pH 7.5 (with NaOH) was perfused and all 
chemicals were dissolved in the bath solution. Chemicals 
were applied for 1 min except for those currents that peaked 
within 1 min. For temperature stimulation, heated or chilled 
ND96 solutions were applied by perfusion. All experi-
ments were performed at room temperature except for those 
involving cold and heat stimulation. Data were sampled 
at 5 kHz and filtered at 1 kHz for analysis using an OC-
725C oocyte clamp (Warner Instruments) with pCLAMP10 
software (Axon Instruments, CA, USA). Xenopus oocytes 
injected with a distilled water (DW) were used for control 
experiments.

Statistical analysis

Data are expressed as mean ± SEM. Statistical analysis 
was performed by Student’s t test or one-way analysis of 
variance (ANOVA), followed by a two-tailed multiple t test 
with Bonferroni correction. P values < 0.05 were considered 
significant.
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Fig. 2   Expression levels of TRPM3α and TRPM3γ mRNA in mouse 
dorsal root ganglion. a Design of primer sets for quantifying the 
TRPM3 variants. Different primer pairs and their location relative 
to the TRPM3 mRNA are shown as arrows. Primer sequences are 
shown in Table 1. b mRNA expressions of TRPM3 variants (α+β+γ, 
α, and γ) in mouse dorsal root ganglion by quantitative real-time 
RT-PCR analysis. Y-axis: Copy number of mRNAs per 1 μl mRNA 
sample. Each bar represents the mean + SEM of six mice. Statisti-
cal significance was assessed using ANOVA followed by a two-
tailed multiple t test with Bonferroni correction. **P < 0.01 versus 
TRPM3α+β+γ, ##P < 0.01 versus TRPM3α
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Results

We attempted to clone TRPM3 variants from mouse dor-
sal root ganglion mRNA using a nested PCR method and 
sequence specific primers (Table 1, some were used in 
previous cloning studies). In mouse dorsal root ganglion, 
we found four TRPM3 variants; α2, α3, variant 6 and an 
unknown variant (Fig. 1). Although the pattern of N- and 
C-termini sequence was shared between variant 6 and the 
unknown variant, the characteristics of these two differed 
from those for the α or β variants. Accordingly, we classi-
fied variant 6 and the unknown variant as γ variants termed 
TRPM3γ2 and TRPM3γ3 for the unknown variant and vari-
ant 6, respectively. This naming convention mirrors that for 

TRPM3α2 and TRPM3α3 because of the absence and pres-
ence, respectively, of exon 15.

First, to elucidate the expression level of TRPM3α and 
TRPM3γ variants in sensory neurons, we measured their 
mRNA expression levels in mouse dorsal root ganglion by 
real-time RT-PCR. We constructed the primer sets in exon 
1 for measuring the TRPM3α and in exon 27 and 28 for 
measuring the TRPM3γ variant (Fig. 2a). In addition, we 
constructed the primer sets in exon 25 and 26 for measuring 
the total mRNA expression level of TRPM3α, TRPM3β and 
TRPM3γ, except TRPM3β15 and 16, which are deleted from 
exon 20–28 containing transmembrane domain and C-termi-
nal region [30] (Fig. 2a). As shown in Fig. 2b, we confirmed 
that total TRPM3 mRNA expression level was higher than 
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TRPM3α and TRPM3γ (Fig. 2b). TRPM3γ mRNA level was 
much higher than that of TRPM3α (Fig. 2b).

To characterize the functions of these TRPM3γ variants, 
we first compared the responses to pregnenolone sulfate 
(PS) or nifedipine in HEK293 cells expressing TRPM3α2, 
TRPM3α3, TRPM3γ2, or TRPM3γ3 using Ca2+-imaging. 
Increases in [Ca2+]i induced by treatment with 3, 10, 
or 50  μM PS were small for HEK293 cells expressing 
TRPM3γ2 compared to cells expressing TRPM3α2 (Fig. 3a). 
Treatment with 10, 30, or 100 μM nifedipine resulted in 
smaller [Ca2+]i increases in HEK293 cells expressing 
TRPM3γ2 relative to those expressing TRPM3α2 (Fig. 3b). 
Overall, treatment of HEK293 cells expressing TRPM3γ2 
or TRPM3γ3 with PS or nifedipine produced significantly 
smaller [Ca2+]i increases than those in cells expressing 
TRPM3α2 or α3 (Fig. 3c, d). On the other hand, when we 
examined the expression of TRPM3 variants in HEK293T 
cells using EGFP-tagged TRPM3α2, TRPM3α3, TRPM3γ2, 
or TRPM3γ3, there was no clear difference in EGFP signals 

among the variants (Supplemental Figure  1). We next 
examined the possible interaction between TRPM3α and 
TRPM3γ variants using TRPM3α2 co-expressed in HEK293 
cells with either TRPM3γ2 or TRPM3γ3. Co-expression 
of TRPM3α2 and TRPM3γ variants did not affect PS- or 
nifedipine-induced [Ca2+]i increases (Fig. 4), suggesting that 
these channel proteins do not have functional interaction.

To evaluate the function of each TRPM3 variant, we 
next performed an electrophysiological study. We first 
confirmed that 1–300 μM PS did not cause any activating 
current in DW-injected Xenopus oocytes (Fig. 5a). A com-
parison of representative traces of dose-dependent currents 
at − 60 mV induced by 1–300 μM PS in Xenopus oocytes 
expressing TRPM3α2, TRPM3γ2, or TRPM3γ3 showed 
that the currents were small for the γ variants relative to 
oocytes expressing TRPM3α2 (Fig. 5b–d), which is con-
sistent with the Ca2+-imaging results (Fig. 3). Although the 
300 μM PS-evoked currents did not appear to be saturated 
in oocytes expressing TRPM3α2, due to low solubility we 
could not use higher PS concentrations. Next, we evaluated 
the current–voltage relationship of TRPM3α2, TRPM3γ2, and 
TRPM3γ3. I–V curves from − 80 to + 80 mV in the presence 
of 10 or 100 μM PS showed outward rectification, and did 
not differ among the variants (Fig. 5e). We then examined 
dose–response profiles of these variants. The EC50 values 
were 39.8 ± 1.7, 21.5 ± 3.0 and 57.4 ± 7.3 μM for TRPM3α2, 
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Fig. 4   Effects of TRPM3γ2 or TRPM3γ3 co-expression with 
TRPM3α2 on [Ca2+]i changes induced by pregnenolone sulfate or 
nifedipine. [Ca2+]i increases induced by pregnenolone sulfate (PS, 
a) or nifedipine (b) treatment of HEK293T cells expressing mouse 
TRPM3α2 without or with TRPM3γ2 or TRPM3γ3. Y-axis: the Δ 
ratio normalized to ionomycin responses. Each column represents the 
mean + SEM of 95–171 cells

Fig. 5   Currents activated by pregnenolone sulfate or nifedipine 
in Xenopus oocytes expressing mouse TRPM3α2, TRPM3γ2, or 
TRPM3γ3. a–d Representative traces of endogenous (mock, a), 
TRPM3α2 (b), TRPM3γ2 (c), or TRPM3γ3 (d) currents activated 
by treatment of Xenopus oocytes with 1–300 μM pregnenolone sul-
fate. The membrane potential was held at − 60 mV. e Representative 
current–voltage curves of the currents by treatment of distilled water-
injected Xenopus oocytes (mock) or Xenopus oocytes expressing 
TRPM3α2, TRPM3γ2, or TRPM3γ2 with 1, 10, and 100 μM pregne-
nolone sulfate (PS). f Dose–response profiles of currents in Xenopus 
oocytes expressing TRPM3α2, TRPM3γ2, or TRPM3γ3 activated by 
pregnenolone sulfate. Mock indicates the currents by pregnenolone 
sulfate in distilled water-injected Xenopus oocytes. Hill coefficients 
were 1.3 ± 0.1 (TRPM3α2), 1.4 ± 0.2 (TRPM3γ2) and 1.5 ± 0.2 
(TRPM3γ3). Each symbol represents the mean ± SEM of 9–11 
oocytes. Statistical significance was assessed using ANOVA followed 
by a two-tailed multiple t test with Bonferroni correction. *P < 0.05, 
**P < 0.01, versus DW, #P < 0.05, ##P < 0.01, versus TRPM3α2. 
g–i Representative traces of endogenous (mock, g), TRPM3α2 (h) 
or TRPM3γ2 (i) currents activated by 100 μM nifedipine in Xenopus 
oocytes. The membrane potential was held at − 60 mV. Pregnenolone 
sulfate (PS, 100  μM) was applied in the end. j Representative cur-
rent–voltage curves of the currents by 100 μM nifedipine in distilled 
water-injected Xenopus oocytes (mock) or Xenopus oocytes express-
ing TRPM3α2, TRPM3γ2, or TRPM3γ3 with 100  μM nifedipine 
(Nif). k Comparison of peak nifedipine (100  μM)-evoked currents 
in distilled water-injected Xenopus oocytes (mock), and Xenopus 
oocytes expressing TRPM3α2, TRPM3γ2, or TRPM3γ3. Each col-
umn represents the mean ± SEM of 5–10 oocytes. Statistical signifi-
cance was assessed using ANOVA followed by a two-tailed multiple 
t-test with Bonferroni correction. **P < 0.01, versus DW, ##P < 0.01, 
versus TRPM3α2
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TRPM3γ2, and TRPM3γ3, respectively (Fig. 5f), indicating 
that the potency of PS is similar among the variants. On the 
other hand, PS-evoked current sizes were significantly smaller 
in TRPM3γ2 and TRPM3γ3 compared with TRPM3α2 
(Fig. 5f), indicating a difference in efficacy. Meanwhile, in 
Xenopus oocytes expressing TRPM3α2, currents activated 
by 100 μM nifedipine (the highest concentration that could 
be tested due to solubility) at − 60 mV were much smaller 
than those activated by PS. Moreover, almost no nifedipine-
evoked currents at − 60 mV were observed in DW-injected 
Xenopus oocytes and Xenopus oocytes expressing TRPM3γ2 

or TRPM3γ3 (Fig. 5g, i). In the presence of 100 μM nifedi-
pine, I–V curves from − 80 to + 80 mV showed outward 
rectification, and were similar among the variants (Fig. 5j). 
Nifedipine-evoked current sizes were significantly smaller 
in TRPM3γ2 and TRPM3γ3 compared with TRPM3α2 
(Fig. 5k), which is similar to that of PS. Because the washout 
of nifedipine-evoked currents in Xenopus oocytes expressing 
TRPM3α3 was very slow (Supplemental Figure 2A and B), 
the nifedipine data were not analyzed further.

We also examined temperature-dependent current 
responses of TRPM3 variants. Although a reduction in 

A B

D E

C

F

G

Fig. 6   Temperature-activated currents in Xenopus oocytes expressing 
mouse TRPM3α2. a, d Representative traces of TRPM3α2 currents 
activated by rapid (a) or slow (d) temperature changes up to 45  °C 
in Xenopus oocytes. Pregnenolone sulfate (PS, 100 μM) was applied 
after the temperature stimulus and the membrane potential was held 
at − 60  mV. b, e Temperature–current profiles from the traces in a 
and d, respectively. The x- and y-axes show temperature (°C) and cur-
rent (μA), respectively. c, f Arrhenius plots from the traces in a and 
d, respectively. The lower and upper x-axes show 1000/temperature 

(K) and temperature (°C), respectively, whereas the y-axis shows 
the common logarithmic plot of current size. Q10 values were calcu-
lated from the approximate lines shown in black. The intersection of 
the two linear-fitted lines was defined as a temperature threshold as 
shown by the dashed line. g Comparison of the temperature thresh-
olds for rapid and slow heat-evoked TRPM3α2 activation. Each col-
umn represents the mean ± SEM of 6–8 oocytes. Statistical signifi-
cance was assessed using Student’s t test
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temperature induced no current activation, an acute tem-
perature increase (~ 46 °C) activated currents in Xenopus 
oocytes expressing TRPM3α2 (Fig. 6a), which is consist-
ent with an earlier report [26]. These acute-heat-activated 
currents were not observed when the temperature was 
increased up to 40  °C (Supplemental Figure 3A), and 
control Xenopus oocytes injected with distilled water 
showed only very small currents upon heating to 46 °C 
(Supplemental Figure 3B). Temperature–current response 
profiles showed significant currents above 40 °C, consist-
ent with the lack of currents below 40 °C (Fig. 6b). Arrhe-
nius plots generated to obtain Q10 values and tempera-
ture thresholds for channel activation showed Q10 values 
before and after activation of 1.4 and 55.2, respectively, 
and the temperature threshold was 41.9 °C in that particu-
lar oocyte (Fig. 6c). Heat-activated TRPM3α2 currents 
were also observed when the temperature was increased 
slowly (Fig. 6d). Analysis of temperature response pro-
files (Fig.  6b, c) indicated a temperature threshold of 
38.4 °C and Q10 values before and after activation of 1.7 
and 30.9, respectively (Fig. 6e, f). Although the tempera-
ture thresholds were somewhat low when the temperature 
was increased slowly, there were no statistically signifi-
cant differences in the threshold between slow and rapid 
heating (rapid: 40.51 ± 1.95 °C and slow: 38.41 ± 0.67 °C, 
Fig. 6g). The heat-activated currents seen in Xenopus 
oocytes expressing TRPM3γ2 and TRPM3γ3 were sig-
nificantly smaller than those of TRPM3α2 (Fig. 7), which 
is similar to the difference in current responses caused by 
chemical agonists. 

Discussion

In this study, we identified two new TRPM3 variants that we 
classified into a new subtype, γ, according to differences in 
the N- and C-termini. Analysis of the functions of these two 
new variants, TRPM3γ2 and γ3, showed that these channels 
were activated to a low degree by both chemical ligands and 
heat stimulation relative to the TRPM3α variant. Electro-
physiological analysis in Xenopus oocytes showed that the 
TRPM3α2 variant had temperature thresholds around 40 °C.

TRPM3 has many variant types, and more than ten dif-
ferent variants have been reported [30]. These variants can 
be divided into two main groups, α and β, depending on 
the presence of deletions of exon 1, 2 or 28, which contain 
the start codon or stop codon [31]. However, the functional 
analyses of TRPM3 variants are largely limited to the α vari-
ant. The TRPM3α1 variant has a large extracellular pore 
region and different divalent cation permeability relative to 
TRPM3α2 [29]. TRPM3α7 lacks the ICF (indispensable for 
channel function) region in exon 13 (TRPM3ΔICF, indi-
cated by the blue square in Fig. 1), and this TRPM3ΔICF 

variant has reduced interaction with other TRPM3 iso-
forms, as well as reduced localization to cell membranes 
[31]. Our finding that TRPM3γ2 and γ3 had low activa-
tion relative to the TRPM3α2 variant in response to both 
chemical ligands and temperature in HEK293T and Xenopus 
oocytes (Figs. 3 and 5) could be due to several possibilities: 
(1) lower protein expression; (2) impaired tetramerization; 
(3) impaired translocation to the plasma membrane; or (4) 
lower channel activity of the variants. Some reports dem-
onstrated that coiled–coil region in C-terminus of TRPM8 

A

B

C

Fig. 7   Temperature-activated currents in Xenopus oocytes express-
ing mouse TRPM3γ2 or TRPM3γ3. a, b Representative traces of 
TRPM3γ2 (a) or TRPM3γ3 (b) currents activated by rapid tempera-
ture changes up to 45 °C in Xenopus oocytes. c Comparison of sizes 
of heat-evoked currents in Xenopus oocytes expressing TRPM3α2, 
TRPM3γ2, or TRPM3γ3. Each column represents the mean ± SEM 
of 7–8 oocytes. Statistical significance was assessed using ANOVA 
followed by a two-tailed multiple t test with Bonferroni correction. 
*P < 0.05 versus TRPM3α2
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and other TRPM channels are involved in tetramerization 
[32, 33]. The coiled-coil region in C-terminus is conserved 
in TRPM3γ variants, ruling out the possibility of impaired 
tetramerization. We found that the potency of the TRPM3γ 
in response to PS treatment was much lower than that of 
the TRPM3α2 variant, although the dose-dependency of 
PS and nifedipine responses could not be pursued due to 
the low solubility of those compounds. We propose that the 
TRPM3γ variants could have both reduced protein expres-
sion (including membrane expression) and/or impaired chan-
nel activity. We confirmed that the transfected HEK293T 
cells indeed express TRPM3 variant proteins (Supplemental 
Figure 1), but further analysis is needed to quantify differ-
ence in protein expression levels among the variants. In this 
study, we found that a comparison of the TRPM3γ2 and 
γ3 sequences showed differences in exon 15, which may be 
the basis for the lower responses to PS than those seen for 
TRPM3α variants. On the other hand, TRPM3α3 showed 
high activity to chemical ligands compared to TRPM3α2 
(Fig. 5 and Supplemental Figure 2). Although, a previous 
study suggested that splicing within exons 8, 15, and 17 did 
not affect TRPM3-mediated [Ca2+]i increases stimulated by 
30 μM PS or increase protein expression levels [31], our data 
suggested that exon 15 modulates channel activity to some 
extent. In addition, co-expression of TRPM3γ variants with 
TRPM3α2 in HEK293 cells did not affect [Ca2+]i increases 
stimulated by ligands (Fig. 4), which is in contrast to an 
earlier report showing that co-expression of TRPM3ΔICF 
variant with other TRPM3α variants reduced the number of 
channels, and impaired TRPM3-mediated [Ca2+]i increases 
[31]. Thus, TRPM3γ variants could not modulate the activ-
ity of TRPM3α variants stimulated by PS or nifedipine. Nev-
ertheless, to clarify the functional significances of TRPM3γ 
variants, further analysis is necessary.

An exploration of expression profiles for TRPM3 variants 
is important to determine whether the variants affect the 
activity of other variants. However, detection of the specific 
variants at the protein and mRNA levels by immunohisto-
chemistry and in situ hybridization at a single cell level, 
respectively, is challenging due to the similarity in DNA 
sequence. In this study, while it was from tissue but not 
from cells, we succeeded in comparing the mRNA expres-
sion levels between TRPM3α and TRPM3γ variants by 
real-time RT-PCR with specific primers (Fig. 2). In addi-
tion, the mRNA expression level of TRPM3γ variants was 
significantly higher than TRPM3α variants in mouse dorsal 
root ganglion, suggesting that the mRNA expression level 
of TRPM3α variants is lower than that of TRPM3β vari-
ants (Fig. 2). Therefore, it is important to analyze not only 
TRPM3α but also TRPM3β and TRPM3γ variants in order 
to understand the physiological significances of TRPM3.

We first observed a clear temperature threshold for heat-
evoked activation of TRPM3 variants in Xenopus oocyte 

recordings, which showed temperature-dependent activa-
tion only for TRPM3α2 that had a temperature threshold of 
around 40 °C (Fig. 6). A 2011 study by Vriens et al. demon-
strated temperature-dependent activation of TRPM2α2 and 
also showed that TRPM3KO mice had impaired avoidance 
behaviors from noxious heat [26]. Moreover, they found that 
temperature-dependent avoidance behavior at or above 45 °C 
differed depending on the measurement method [26]. In par-
ticular, the temperature threshold in vivo was slightly higher 
than that seen in Xenopus oocyte recordings. A similar dif-
ference between the in vitro and in vivo temperature thresh-
old, > 40 °C and ≥ 52.5 °C, respectively, was also reported 
for TRPV1KO mice [34]. The Vriens et al. [26] study also 
revealed that both HEK293 cells expressing TRPM3α2 and 
dorsal root ganglion neurons showed TRPM3-dependent 
activation in response to increased temperature. We recently 
reported that TRPM3α2 protein reconstituted into lipid bilay-
ers has diminished temperature dependency [35]. However, 
in the presence of PI(4, 5)P2, TRPM3α2 exhibited Q10 of 5.3, 
which is relatively close to that observed in cells (Q10= 7.2) 
[26]. On the other hand, TRPM3α2 exhibited Q10≥ 30 in 
Xenopus oocytes. These temperature-dependent properties 
of TRPM3 thus differed from the other thermo-TRPs, TRPV1 
and TRPM8. In planar lipid bilayer experiments, the tem-
perature dependence of TRPM8 is Q10= 40, whereas that for 
TRPV1 is Q10= 18 [36, 37], and in heterologous expression 
experiments the Q10 for both TRPV1 and TRPM8 is more 
than 10 [38, 39], indicating that in some experimental set-
tings the differences between these TRP channels are not 
large. As we concluded previously, some molecules, includ-
ing PI(4,5)P2, could be necessary for temperature-dependent 
TRPM3 activation [35], while some of these candidate mol-
ecules could also exist in Xenopus oocytes. Although the 
mechanisms of temperature-dependent activation of TRPM3 
await further characterization, this channel family could act 
as sensors of temperatures above 40 °C.

Acknowledgements  We thank C. Saito and S. Saito (NIPS, Japan) for 
their technical assistance, and the Functional Genomics Facility of the 
NIBB Core Research Facilities for technical support.

Author Contributions  KU and MT designed the experiments and wrote 
the manuscript. KU and NF performed the experiments. KU, NF, JY 
and MT discussed and interpreted the data.

Funding  This research was supported by a Grant-in-Aid for Young 
Scientists (B) (Project No. 23790267 to K.U.), Scientific Research (C) 
(15K08198 to K.U.), Scientific Research (A) (Project No. 15H02501 to 
M.T.) and grants from Scientific Research on Innovative Areas ‘Ther-
mal Biology’ (Project No. 15H05928 to K.U. and M.T.).

Compliance with ethical standards 

Conflict of interest  The authors declare that they have no conflicts of 
interest.



633The Journal of Physiological Sciences (2019) 69:623–634	

1 3

Human and animal rights  All applicable international, national, and/or 
institutional guidelines for the care and use of animals were followed. 
All procedures performed in studies involving animals were in accord-
ance with the ethical standards of the institution or practice at which 
the studies were conducted.

Open Access  This article is distributed under the terms of the Crea-
tive Commons Attribution 4.0 International License (http://creat​iveco​
mmons​.org/licen​ses/by/4.0/), which permits unrestricted use, distribu-
tion, and reproduction in any medium, provided you give appropriate 
credit to the original author(s) and the source, provide a link to the 
Creative Commons license, and indicate if changes were made.

References

	 1.	 Montell C, Rubin GM (1989) Molecular characterization of 
the Drosophila trp locus: a putative integral membrane protein 
required for phototransduction. Neuron 2:1313–1323

	 2.	 Venkatachalam K, Montell C (2007) TRP channels. Annu Rev 
Biochem 76:387–417

	 3.	 Ohya S, Kito H, Hatano N, Muraki K (2016) Recent advances in 
therapeutic strategies that focus on the regulation of ion channel 
expression. Pharmacol Ther 160:11–43

	 4.	 Putney JW (2013) Alternative forms of the store-operated calcium 
entry mediators, STIM1 and Orai1. Curr Top Membr 71:109–123

	 5.	 Zhang W, Chu X, Tong Q, Cheung JY, Conrad K, Masker K, 
Miller BA (2003) A novel TRPM2 isoform inhibits calcium influx 
and susceptibility to cell death. J Biol Chem 278:16222–16229

	 6.	 Bidaux G, Beck B, Zholos A, Gordienko D, Lemonnier L, Flou-
rakis M, Roudbaraki M, Borowiec AS, Fernandez J, Delcourt P, 
Lepage G, Shuba Y, Skryma R, Prevarskaya N (2012) Regulation 
of activity of transient receptor potential melastatin 8 (TRPM8) 
channel by its short isoforms. J Biol Chem 287:2948–2962

	 7.	 Wehage E, Eisfeld J, Heiner I, Jungling E, Zitt C, Luckhoff A 
(2002) Activation of the cation channel long transient receptor 
potential channel 2 (LTRPC2) by hydrogen peroxide. A splice 
variant reveals a mode of activation independent of ADP-ribose. 
J Biol Chem 277:23150–23156

	 8.	 Zhou Y, Suzuki Y, Uchida K, Tominaga M (2013) Identifica-
tion of a splice variant of mouse TRPA1 that regulates TRPA1 
activity. Nat Commun 4:2399

	 9.	 Sabnis AS, Shadid M, Yost GS, Reilly CA (2008) Human lung 
epithelial cells express a functional cold-sensing TRPM8 vari-
ant. Am J Respir Cell Mol Biol 39:466–474

	10.	 Lu G, Henderson D, Liu L, Reinhart PH, Simon SA (2005) 
TRPV1b, a functional human vanilloid receptor splice variant. 
Mol Pharmacol 67:1119–1127

	11.	 Murakami M, Xu F, Miyoshi I, Sato E, Ono K, Iijima T (2003) 
Identification and characterization of the murine TRPM4 chan-
nel. Biochem Biophys Res Commun 307:522–528

	12.	 Dedman AM, Majeed Y, Tumova S, Zeng F, Kumar B, Munsch C, 
Bateson AN, Wittmann J, Jack HM, Porter KE, Beech DJ (2011) 
TRPC1 transcript variants, inefficient nonsense-mediated decay 
and low up-frameshift-1 in vascular smooth muscle cells. BMC 
Mol Biol 12:30

	13.	 Sharif Naeini R, Witty MF, Seguela P, Bourque CW (2006) An 
N-terminal variant of Trpv1 channel is required for osmosensory 
transduction. Nat Neurosci 9:93–98

	14.	 Nilius B, Prenen J, Voets T, Droogmans G (2004) Intracellular 
nucleotides and polyamines inhibit the Ca2+-activated cation 
channel TRPM4b. Pflugers Arch 448:70–75

	15.	 Lee N, Chen J, Sun L, Wu S, Gray KR, Rich A, Huang M, 
Lin JH, Feder JN, Janovitz EB, Levesque PC, Blanar MA 
(2003) Expression and characterization of human transient 
receptor potential melastatin 3 (hTRPM3). J Biol Chem 
278:20890–20897

	16.	 Grimm C, Kraft R, Sauerbruch S, Schultz G, Harteneck C (2003) 
Molecular and functional characterization of the melastatin-
related cation channel TRPM3. J Biol Chem 278:21493–21501

	17.	 Straub I, Mohr F, Stab J, Konrad M, Philipp SE, Oberwinkler J, 
Schaefer M (2013) Citrus fruit and fabacea secondary metabo-
lites potently and selectively block TRPM3. Br J Pharmacol 
168:1835–1850

	18.	 Majeed Y, Tumova S, Green BL, Seymour VA, Woods DM, 
Agarwal AK, Naylor J, Jiang S, Picton HM, Porter KE, O’Regan 
DJ, Muraki K, Fishwick CW, Beech DJ (2012) Pregnenolone 
sulphate-independent inhibition of TRPM3 channels by proges-
terone. Cell Calcium 51:1–11

	19.	 Wagner TF, Loch S, Lambert S, Straub I, Mannebach S, Mathar 
I, Dufer M, Lis A, Flockerzi V, Philipp SE, Oberwinkler J (2008) 
Transient receptor potential M3 channels are ionotropic steroid 
receptors in pancreatic beta cells. Nat Cell Biol 10:1421–1430

	20.	 Vriens J, Held K, Janssens A, Toth BI, Kerselaers S, Nilius B, 
Vennekens R, Voets T (2014) Opening of an alternative ion per-
meation pathway in a nociceptor TRP channel. Nat Chem Biol 
10:188–195

	21.	 Suzuki H, Sasaki E, Nakagawa A, Muraki Y, Hatano N, Muraki 
K (2016) Diclofenac, a nonsteroidal anti-inflammatory drug, is an 
antagonist of human TRPM3 isoforms. Pharmacol Res Perspect 
4:e00232

	22.	 Klose C, Straub I, Riehle M, Ranta F, Krautwurst D, Ullrich S, 
Meyerhof W, Harteneck C (2011) Fenamates as TRP channel 
blockers: mefenamic acid selectively blocks TRPM3. Br J Phar-
macol 162:1757–1769

	23.	 Harteneck C, Reiter B (2007) TRP channels activated by extracel-
lular hypo-osmoticity in epithelia. Biochem Soc Trans 35:91–95

	24.	 Zamudio-Bulcock PA, Everett J, Harteneck C, Valenzuela CF 
(2011) Activation of steroid-sensitive TRPM3 channels poten-
tiates glutamatergic transmission at cerebellar Purkinje neurons 
from developing rats. J Neurochem 119:474–485

	25.	 Oztuzcu S, Onat AM, Pehlivan Y, Alibaz-Oner F, Donmez S, 
Cetin GY, Yolbas S, Bozgeyik I, Yilmaz N, Ozgen M, Cagatay 
Y, Kisacik B, Koca SS, Pamuk ON, Sayarlioglu M, Direskeneli 
H, Demiryurek AT (2015) Association of TRPM channel gene 
polymorphisms with systemic sclerosis. Vivo 29:763–770

	26.	 Vriens J, Owsianik G, Hofmann T, Philipp SE, Stab J, Chen X, 
Benoit M, Xue F, Janssens A, Kerselaers S, Oberwinkler J, Ven-
nekens R, Gudermann T, Nilius B, Voets T (2011) TRPM3 is 
a nociceptor channel involved in the detection of noxious heat. 
Neuron 70:482–494

	27.	 Badheka D, Yudin Y, Borbiro I, Hartle CM, Yazici A, Mirshahi 
T, Rohacs T (2017) Inhibition of transient receptor potential Mel-
astatin 3 ion channels by G-protein betagamma subunits. Elife 
15:e26147

	28.	 Quallo T, Alkhatib O, Gentry C, Andersson DA, Bevan S (2017) 
G protein betagamma subunits inhibit TRPM3 ion channels in 
sensory neurons. Elife 15:e26138

	29.	 Oberwinkler J, Lis A, Giehl KM, Flockerzi V, Philipp SE (2005) 
Alternative splicing switches the divalent cation selectivity of 
TRPM3 channels. J Biol Chem 280:22540–22548

	30.	 Oberwinkler J, Philipp SE (2014) Trpm3. Handb Exp Pharmacol 
222:427–459

	31.	 Fruhwald J, Camacho Londono J, Dembla S, Mannebach S, Lis 
A, Drews A, Wissenbach U, Oberwinkler J, Philipp SE (2012) 
Alternative splicing of a protein domain indispensable for function 
of transient receptor potential melastatin 3 (TRPM3) ion channels. 
J Biol Chem 287:36663–36672

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/


634	 The Journal of Physiological Sciences (2019) 69:623–634

1 3

	32.	 Fujiwara Y, Minor DL Jr (2008) X-ray crystal structure of a TRPM 
assembly domain reveals an antiparallel four-stranded coiled-coil. 
J Mol Biol 383:854–870

	33.	 Tsuruda PR, Julius D, Minor DL Jr (2006) Coiled coils direct 
assembly of a cold-activated TRP channel. Neuron 51:201–212

	34.	 Caterina MJ, Leffler A, Malmberg AB, Martin WJ, Trafton J, 
Petersen-Zeitz KR, Koltzenburg M, Basbaum AI, Julius D (2000) 
Impaired nociception and pain sensation in mice lacking the cap-
saicin receptor. Science 288:306–313

	35.	 Uchida K, Demirkhanyan L, Asuthkar S, Cohen A, Tominaga 
M, Zakharian E (2016) Stimulation-dependent gating of TRPM3 
channel in planar lipid bilayers. FASEB J 30:1306–1316

	36.	 Sun X, Zakharian E (2015) Regulation of the temperature-
dependent activation of transient receptor potential vanilloid 1 
(TRPV1) by phospholipids in planar lipid bilayers. J Biol Chem 
290:4741–4747

	37.	 Zakharian E, Cao C, Rohacs T (2010) Gating of transient receptor 
potential melastatin 8 (TRPM8) channels activated by cold and 
chemical agonists in planar lipid bilayers. J Neurosci Off J Soc 
Neurosci 30:12526–12534

	38.	 Brauchi S, Orio P, Latorre R (2004) Clues to understand-
ing cold sensation: thermodynamics and electrophysiological 
analysis of the cold receptor TRPM8. Proc Natl Acad Sci USA 
101:15494–15499

	39.	 Vlachova V, Teisinger J, Susankova K, Lyfenko A, Ettrich R, 
Vyklicky L (2003) Functional role of C-terminal cytoplasmic tail 
of rat vanilloid receptor 1. J Neurosci 23:1340–1350

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


	Identification and classification of a new TRPM3 variant (γ subtype)
	Abstract
	Introduction
	Materials and methods
	Animals
	Identification of TRPM3 variants
	Quantitative real-time RT-PCR
	Ca2+-imaging
	Expression of EGFP-tagged TRPM3 variants in HEK293T cells
	Oocyte recording
	Statistical analysis

	Results
	Discussion
	Acknowledgements 
	References




