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Abstract: Molecular determinants of the binding of various endogenous modulators to transient
receptor potential (IRP) channels are crucial for the understanding of necessary cellular pathways, as
well as new paths for rational drug designs. The aim of this study was to characterise interactions
between the TRP cation channel subfamily melastatin member 4 (TRPM4) and endogenous intracellular
modulators—calcium-binding proteins (calmodulin (CaM) and S100A1) and phosphatidylinositol 4,
5-bisphosphate (PIP;). We have found binding epitopes at the N- and C-termini of TRPM4 shared by
CaM, S5100A1 and PIP,. The binding affinities of short peptides representing the binding epitopes
of N- and C-termini were measured by means of fluorescence anisotropy (FA). The importance
of representative basic amino acids and their combinations from both peptides for the binding of
endogenous TRPM4 modulators was proved using point alanine-scanning mutagenesis. In silico
protein—protein docking of both peptides to CaM and S100A1 and extensive molecular dynamics (MD)
simulations enabled the description of key stabilising interactions at the atomic level. Recently solved
cryo-Electron Microscopy (EM) structures made it possible to put our findings into the context of
the entire TRPM4 channel and to deduce how the binding of these endogenous modulators could
allosterically affect the gating of TRPM4. Moreover, both identified binding epitopes seem to be
ideally positioned to mediate the involvement of TRPM4 in higher-order hetero-multimeric complexes
with important physiological functions.

Keywords: TRPM4 channel; binding epitope; PIP,; CaM; S100A1; fluorescence anisotropy; docking;
molecular dynamics simulations

1. Introduction

Transient receptor potential cation channel subfamily melastatin member 4 (TRPM4) is a
nonselective monovalent cation channel that is activated and subsequently blocked by intracellular
calcium (Ca®*) [1] at negative plasma membrane potentials [2-4]. TRPM4 contains many regulatory
motifs that modulate its Ca* responsiveness and voltage dependence [1,5-7]. Specific mutations in
the TRPM4 gene lead to the inhibition of the channel function that directly causes familial cases of
heart block disease [5]. Eight structures of the TRPM4 channel have been solved using single-particle
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cryo-Electron Microscopy (EM) at an overall resolution ranging from 2.9 to 3.8 A [8-11]. The TRPM4
structural topology represents a crown-like tetrameric transmembrane core with a domain-swapped
architecture [9]. The cytoplasmic N- and C-termini are separated by six transmembrane helices (51-56)
with a loop between S5 and 56, which works as a selectivity filter [9]. A cluster of hydrophobic amino
acids from all four S6 helices forms a lower gate. The channel-gating can be allosterically influenced
by endogenous modulators that bind to the intracellular tails of TRPM4. Similarly, the ultimate
Ca?* sensitivity is strongly regulated by several intracellular factors, including calmodulin (CaM),
phosphatidylinositol 4, 5-bisphosphate (PIP,), protein kinase C, ATD, etc. [1,12-14].

The cytosolic calcium-binding proteins CaM and S100A1 essentially participate in Ca**
homeostasis in the cell. They are involved in many important cellular pathways due to their
interactions with target messengers/receptors. The interactions of CaM or SI00A1 with target-binding
epitopes have been deeply analysed in the past [15-17]. Initially, these interactions are mediated
through nonspecific long-range electrostatic interactions of negatively charged residues of CaM or
S100A1 and positively charged residues from the binding epitopes of target receptors. Specific contacts
are then formed between the so-called hydrophobic anchors from binding epitopes and dedicated
hydrophobic cavities of CaM or S100A1. The specific positions of hydrophobic amino acids (either
1-5-10 and/or 1-8-14 [13,17-19]) are used for the bioinformatic identification of potential CaM-binding
sites [17]. Indeed, several such binding sites have been proposed in the proximal C-terminal region
of TRPM4 [12,20,21]. These binding sites seem to be interconnected to each other in a continuous
sequence, because a deletion of any region has severely reduced the Ca®* sensitivity of the TRPM4
channel [1].

The PIP; is one of the most abundant intracellular phospholipids [12]; it is also known as
an extensive modulator of transient receptor potential channels (TRPs) [22]. Under physiological
conditions, PIP; is negatively charged and interacts with positively charged binding epitopes in
target proteins. They are often ordered into the so-called Pleckstrin homology (PH) domains with
characteristic positions of basic residues [23]. Electrophysiology measurements have proved that the
Ca’* sensitivity of desensitised TRPM4 can be recovered by physiological concentrations of PIP, [24].
The proximal TRPM4 N-terminal binding sites for PIP, and PIP; with a modulatory function have
recently been confirmed [24,25]. Moreover, the cytosolic C-terminal region proximal to the S1-54 sensor
domain involves a polybasic region that could constitute the PIP,-binding site conserved among the
TRPC, TRPV and TRPM channels [26]. Based on the cryo-EM structure of TRPM4, it has been proposed
that the C-terminal re-entrant segment (protruding into the S1-S4 sensor) of TRPM4 harbours three
positively charged arginine residues (R1072, R1086 and R1090) that provide an ideal binding site for
membrane-bound PIP; [10]. The binding of PIP, around the S1-54 sensor domains of different TRPs
has been observed in recent cryo-EM structures [27-29]. Overall, the region near the S1-54 sensor
domain of TRPM4 appears to be a potential hotspot targeted by competing endogenous modulators
(including CaM and PIP,) that can affect TRPM4 gating.

Moreover, these endogenous compounds may function as a glue that mediates the
incorporation of TRPM4 into hetero-multimeric complexes with unexpected physiological functions.
The TRPM4-SUR1-AQP4 complex, involved in brain swelling, has recently been identified [30].
The CaM and PIP; are able to interact with all individual components of the TRPM4-SUR1-AQP4
complex [1,12,31-33]. Moreover, the potential binding sites for PIP, and CaM seem to be
indiscriminately localised near the cytoplasmic membrane-water interface [34]. Thus, the bi-lobal CaM
can potentially bridge and keep together all members of the TRPM4-SUR1-AQP4 complex [35]. In fact,
the affinity of TRPM4 to CaM and its sensitivity to intracellular calcium are doubled after TRPM4
co-assembly with SUR1 [31]. Apparently, the TRPM4 antagonists or molecules that somehow disturb
the TRPM4-SUR1-AQP4 complex can be used to modulate AQP4 indirectly [30]. Therefore, it is highly
needed to decipher the TRPM4-SUR1-AQP4-CaM/PIP, structure at the atomic level.

Here, we have used in vitro and in silico approaches to identify potential CaM-binding epitopes
at the intracellular N- and C-termini of TRPM4, which are both proximal to the functionally important
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S1-54 sensor domain. Short peptides representing these TRPM4-binding epitopes have been
characterised by a fluorescence anisotropy (FA)-binding assay for their ability to anchor various
endogenous ligands (CaM, S100A1 and PIP;). The importance of representative basic amino acids
and their combinations from both TRPM4 peptides for the recognition of the above-mentioned
endogenous ligands has been determined by means of site-directed mutagenesis. Computer models
of all complexes have been studied using extensive molecular dynamics (MD) simulations. Overall,
six shared binding sites for CaM, S100A1 and PIP, at the N- and C-termini of TRPM4 have been
identified and characterised. This indicates considerable promiscuity of the potential binding epitopes
within the intracellular tails of TRPM4.

2. Results

2.1. The Design of Peptides Representing Potential TRPM4-Binding Epitopes for CaM, S100A1 and PIP,

Two potential binding epitopes at the intracellular N- and C- termini of TRPM4 (Figure 1A) were
proposed using the Calmodulin Target Database [34]. The N-terminal-binding epitope (positions
F627-1648) was represented by the FGECYRSSEVRAARLLLRRCPL peptide (hereinafter termed
“M4nt_WT”). The TRPM4 C-terminal-binding epitope (positions P1078-51098) was represented by the
PFIVISHLRLLLRQLCRRPRS peptide (hereinafter termed “M4ct WT”). The M4nt_WT and M4ct WT
peptides (and their mutants) were used to study their ability to bind CaM, S100A1 and PIP,. In vitro
FA experiments and in silico molecular modelling (protein—protein docking and MD simulations) were
used for this purpose, as described in subsequent paragraphs.

2.2. CaM and S100A1 Form Complexes with M4nt_WT and M4ct_WT

First, we studied whether M4nt_ WT and M4ct_WT are able to bind CaM and S100A1 at all.
The carboxyfluorescein-labelled M4nt_WT and M4ct_WT peptides were titrated with increasing
amounts of CaM or S100A1, and FA was measured for each point of titration. The FA increased due
to a slower rotational diffusion of the formed complexes, and the fraction bound (Fy) of M4nt WT
and M4ct_WT could be calculated (Figures 2A-5A). Since the specific interactions of M4nt_WT and
M4ct_WT with CaM/S100A1 were calcium-dependent [36—40], all samples were measured in the
presence of 200-pM CaCl,. The fluorescence lifetimes 7; of all peptides and their complexes (and all the
following characterised peptides/complexes) were constant during all the experiments, with the values
close to 3 ns. All complexes were characterised using their dissociation constants (Kp): M4nt_ WT/CaM
with Kp = 1.3 (SD 1.8) uM, M4nt_WT/S100A1 with Kp = 2.7 (SD 0.5) uM, M4ct_WT/CaM with Kp = 2.6
(SD 0.5) uM and M4ct_ WT/S100A1 with Kp =12 (SD 3.0) uM (Figures 2B-5B). Overall, the FA results
indicated the high affinity of M4nt_ WT and M4ct_WT peptides to CaM and S100A1. Both M4nt_WT
and M4ct_WT peptides thus seemed to represent potential binding epitopes on TRPM4.
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Figure 1. Localisation of transient receptor potential cation channel subfamily melastatin member 4
(TRPM4)-binding epitopes. (A) A scheme of the transmembrane topology and domain organisation of
the TRPM4. The receptor is composed of six transmembrane helices (51-56, violet and pink), with a pore
region between the 5th and 6th servers for the transport of monovalent ions (K* and Na*). The MHR1-4
and pres-S1 (blue and green) show N-terminal modulatory domains. The Trp, Rib, Pole and NUDT9H
(orange, yellow and pink) display the C-terminal modulatory domains. The predicted modulatory
binding epitopes—N-terminal (M4nt and F627-L648, deep-pink frame) and C-terminal (M4ct and
P1078-51098, green frame)—display putative calmodulin (CaM), S100A1 and phosphatidylinositol
4, 5-bisphosphate (PIP;)-binding epitopes. (B) The peptide M4nt and M4ct wild types and their
mutant forms synthesised from the designed TRPM4-binding epitopes. The gold alanine residues
in the peptide sequences show the mutated positions of the original blue arginine residues. (C) The
TRPM4 structure side view (6BQV) with M4nt (deep-pink ball representation) and M4ct (green ball
representation)-binding epitopes; the blue highlighted (ball representation) arginines display the
potential critical basic residues involved in ligand (CaM, S100A1 and PIP2) interactions. The opposite
TRPM4 homomeric subunits are shown in the cartoon representation by grey and army colours.
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Figure 2. The M4nt/CaM complex. (A) The Fp of fluorescently labelled M4nt_WT (wild type) (circles),
M4nt_R632A (squares), M4nt_R640A (up-triangles) and M4nt_R640A/R644A/R645 (down-triangles) as
a function of CaM (beige) concentrations. M4nt peptides were titrated by CaM, and Fg was calculated
according to Equation (1); the solid lines represent the best fit to the binding isotherm from Equation (2)
(Methods). (B) The equilibrium Kp of the M4nt-binding epitope in complexes with CaM obtained by
steady-state fluorescence anisotropy (FA). (C) M4nt/CaM in the context of the whole CaM in the presence
of Ca2* as a result of molecular dynamics (MDs). The side chains of M4nt (ribbon representation,
deep-pink colour) amino acids involved in salt bridges with their binding counterparts from CaM
(ribbon representation, beige colour) in atomic detail displayed as sticks: R632-E11, R640-D50, R644-E54
and R645-E87. (D) The M4nt/CaM complex from the upper view; M4nt and CaM are shown in the
same representation as in Figure 2C, with displayed R632, R640, R644 and R645 basic residues (stick
representation, deep-pink colour) involved in the interactions with CaM. (E) The M4nt/CaM complex
from the upper view; M4nt is shown in CPK representation (partial charge colouring), CaM displayed
with E11, D50, E54 and E87 negatively charged residues (stick representation, beige colour) involved in
the interactions with M4nt. Ca?* displayed in a ball representation, orange colour. (F) Time-dependent
geometry characteristics of the studied salt bridges R632-E11, R640-D50, R644-E54 and R645-E87 from
MD simulations. A stable salt bridge is expected to have a distance of about 5A between the termini of
oppositely charged amino acids. Kp: equilibrium dissociation constant.
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Figure 3. The M4nt/SI00A1 complex. (A) The Fp of fluorescently labelled M4nt_WT (circles),
M4nt_R632A (squares), M4nt_R640A (up-triangles) and M4nt_R640A/R644A/R645 (down-triangles)
as a function of S100A1 (grey) concentrations. M4nt peptides were titrated by SI00A1, and Fg was
calculated according to Equation 1; the solid lines represent the best fit to the binding isotherm from
Equation 2 (Methods). (B) The equilibrium Kp, of the M4nt-binding epitope in complexes with S100A1
obtained by steady-state FA. (C) M4nt/S100A1 in the context of the whole S100A1 in the presence of Ca®*
as a result of MDs. The side chains of M4nt (ribbon representation, deep-pink colour), with displayed
R632, R640, R644 and R645 basic residues involved in the interaction with S100A1 (ribbon representation,
grey colour). (D) The M4nt/S100A1 complex in detailed view; the binding partners are shown in the
same representation as in Figure 3C, with salt bridges in atomic detail displayed as sticks: R632-E60,
R640-E63, R644-E63, N72 and R645-E60” and E63” of the 2nd monomer. (E) The M4nt/S100A1 complex
in detailed view; M4nt is shown in CPK (partial charge colouring) representation, SI00A1 displayed
with E60, E63 and N72 of the 1st monomer and E60” and E63” of the 2nd S100A1 monomer with
negatively charged residues (stick representation, grey colour) involved in the interactions with M4nt.
Ca?* displayed in a ball representation, grey colour. (F) Time-dependent geometry characteristics of the
studied salt bridges R632-E60, R640-E63, R644-E63 and R645-E63” from the MD simulations. A stable
salt bridge is expected to have a distance of about 5 A between the termini of oppositely charged amino
acids. ND: not determined.

6 of 20
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Figure 4. The M4ct/CaM complex. (A) The Fp of fluorescently labelled M4ct_ WT (circles),
M4ct_R1086A/R1090A (squares) and M4ct_R1094A/R1095A (up-triangles) as a function of CaM (beige)
concentrations. M4ct peptides were titrated by CaM, and Fg was calculated according to Equation
(1); the solid lines represent the best fit to the binding isotherm from Equation (2) (Methods). (B) The
equilibrium Kp of the M4ct-binding epitope in complexes with CaM obtained by steady-state FA.
(C) M4ct/CaM in the context of the whole CaM in the presence of Ca®* as a result of MDs. The side
chains of the M4ct (ribbon representation, green colour) amino acids involved in salt bridges with their
binding counterparts from CaM (ribbon representation, beige colour) in atomic detail displayed as
sticks: R1086-E114, R1090-E84, R1094-E80, E84 and R1095-D50 and E54. (D) The M4ct/CaM complex
from the upper view; M4ct and CaM are shown in the same representation as Figure 4C, with displayed
R1086, R1090, R1094 and R1095 basic residues (stick representation, green color) involved in the
interactions with CaM. (E) The M4ct/CaM complex from a detailed upper view; M4ct is shown in CPK
representation (partial charge colouring), CaM displayed with D50, E54, E80, E84 and E114 negatively
charged residues (stick representation, beige colour) involved in the interactions with M4ct. Ca®*
displayed in a ball representation, orange colour. (F) Time-dependent geometry characteristics of the
studied salt bridges R1086-E114, R1090-D84, R1094-E80 and E84 and R1095-D50 and E54 from MD
simulations. A stable salt bridge is expected to have a distance of about 5A between the termini of
oppositely charged amino acids.



Int. J. Mol. Sci. 2020, 21, 4323 8 of 20

5100A1/Ca2+
A Y B
$100A1/Ca™ Ko (SD) pM
038 Mdact WT 12.0(3.0)
2 M4act_R1086A/R1090A  ND
8 %81 M4ct R1094A/R1095A  ND
5
T 04
E M4ct_R1086A/R1090A
Mdact_R109 R1095A
0.2 - A/ 1
j—-_T & 1
00 7 i
% . 2 I L)
4] 10 20 30 40 50 60
C
S100A1
& 2" subunit
F R1095 — E60

d (A)

0 ] 0 0
0 10 20 30 40 50 0 10 20 30 40 50 0 10 20 30 40 50 0 10 20 30 40 50
t(ns)

Figure 5. The M4ct/S100A1 complex. (A) The Fp of fluorescently labelled M4ct WT (circles),
M4ct_R1086A/R1090A (squares) and M4ct_R1094A/R1095A (up-triangles) as a function of S100A1 (grey)
concentrations. M4ct peptides were titrated by S100A1, and Fg was calculated according to Equation
(1); the solid lines represent the best fit to the binding isotherm from Equation (2) (Methods). (B) The
equilibrium Kp of the M4ct-binding epitope in complexes with S1I00A1 obtained by steady-state FA.
(C) M4ct/ S1I00A1 in the context of the whole S100A1 in the presence of CaZ* as a result of MDs. The side
chains of M4ct (ribbon representation, green colour) with displayed R1086, R1090, R1094 and R1095
basic residues involved in the interaction with S100A1 (ribbon representation, grey colour). (D) The
M4ct/S100A1 complex in detailed view; the binding partners are shown in the same representation as
in Figure 5C, with salt bridges in atomic detail displayed as sticks: R1086-E91, R1090-E63, R1094-E63
and R1095-E60 and R1090- and R1094-E63" of the 2nd monomer. (E) The M4ct/S100A1 complex in
detailed view; M4ct is shown in CPK (partial charge colouring) representation, SI00A1 displayed with
E60, E63 and N72 of the 1st monomer and E63” of the 2nd S100A1 monomer, with negatively charged
residues (sticks representation, grey colour) involved in the interactions with M4ct. Ca?* displayed
in a ball representation, grey colour. (F) Time-dependent geometry characteristics of the studied salt
bridges R1086-E91, R1090-E63, R1094-E63 and R1095-E60 from MD simulations. A stable salt bridge is
expected to have a distance of about 5A between the termini of oppositely charged amino acids.
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2.3. The Basic Amino Acids of M4nt_WT and M4ct_WT are Crucial for Binding to CaM and S100A1

Further, we examined the involvement of selected basic residues in interactions (presumably
salt bridges) stabilising complexes of both peptides with CaM and S100A1. We were interested
in the positional dependence of these interactions and their potential cooperativity. Therefore,
several representative analogues of both peptides by alanine scanning mutagenesis were prepared
(see Figure 1B: M4nt_R632A, M4dnt_R640A, M4nt_R640A/R644A/R645A, M4ct_R1086A/R1090A and
M4ct_R1094A/R1095A). For M4nt_R632, an approx. 20-fold decrease of binding affinity to CaM with
Kp =27.2(SD 5) uM (Figure 2B) was observed. For M4nt_R640A, there was an approx. 13-fold decrease
of binding affinity to CaM with Kp = 17 (SD 2) uM. The triple-mutant M4nt_R640A/R644A/R645A
confirmed that basic amino acids work cooperatively, because about 62-fold higher Kp = 80 (SD 20)
uM than in the case of M4nt_ WT was determined. Moreover, the M4nt_R632A, M4nt_R640A
and M4nt_R640A/R644A/R645A mutant peptides were not able to bind S100A1 at all (Figure 3B).
Further, a total loss of M4ct_R1086A/R1090A and M4ct_R1094A/R1095A-binding to CaM and S100A1
were observed with Kp > 250 pM—i.e., in the “not determined” (ND) range (Figures 4B and 5B).
The maximum concentrations of the proteins and peptides were, in some cases, limited by precipitation
and their solubility; therefore, it was not possible to achieve the saturation (plateau), basically. To
summarise, the FA measurements confirmed that all the studied basic amino acids of both peptides
substantially stabilised their complexes with CaM and S100A1 (Figures 2A,B-5A,B).

2.4. The Binding Interfaces of M4nt_WT/CaM and M4ct_WT/CaM Complexes

The binding interfaces of M4nt_WT/CaM and M4ct_WT/CaM were studied in detail by in silico
molecular modelling (i.e., by protein—protein docking and MD simulations). Initially, both peptides
(preorganised into «-helices) were docked into various CaM structures that had originally been
complexed with peptides carrying hydrophobic anchors in the canonical positions 1-10 (3SUI) [41],
1-14 (1CDL) [42] and 1-17 (2BCX) [43]. The amino acid sequences of M4nt_ WT and M4ct_WT peptides
contain many bulky hydrophobic amino acids that can serve as hydrophobic anchors orienting
peptides properly with respect to CaM. Nevertheless, the phenylalanines at the N-termini of both
peptides (i.e., F627 in M4nt_ WT and F1079 in M4ct_WT) are best suited for this purpose. Therefore,
antiparallel complexes where these N-terminal phenylalanines were buried into the hydrophobic
cavity in the C-domain of CaM were selected as the most appropriate for the positioning. Subsequently,
the M4nt_WT/CaM and M4ct_WT/CaM complexes were relaxed by means of extensive MD simulations.

More specifically, the protein—protein docking of M4nt_WT into the 1-17 (2BCX) structure of CaM
provided two complexes that corresponded to the canonical hydrophobic binding motifs 1-14/1-17
and 1-10. The R632, R644 and R645 of M4nt_WT were involved in the salt bridges formed with E11,
D50, E54 and E87 of CaM (according to conventional numbering). During the MD simulations, all the
studied basic amino acids of M4nt_WT (i.e., R632, R640, R644 and R645) were significantly involved in
the salt bridges with the acidic residues E11, D50, E54 and E87 of CaM (Figure 2C-F, Figure S1).

The protein—protein docking of M4ct_WT into the 1-14 (1CDL) structure of CaM resulted in
a complex with the hydrophobic-binding motif 1-7/1-10. A similar complex was obtained by the
docking of M4ct_WT into the 1-17 (2BCX) structure of CaM. However, only R1090 and R1094 of
M4ct_WT formed salt bridges with their acidic counterparts of CaM. Nevertheless, within subsequent
MD simulations, all the studied basic amino acids (i.e., R1086, R1090, R1094 and R1095) successfully
found their acidic counterparts D50, E54, E80, E84 and E114 in CaM (Figure 4C-F, Figure S2).

To summarise, M4nt_ WT/CaM and M4ct_WT/CaM complexes have been obtained. All the studied
basic amino acids formed salt bridges with CaM (regardless of their initial conformation) during MD
simulations. This indicates their importance, explored by alanine mutants, which lost their affinity,
demonstrated by apparent increases in the Kp values.



Int. ]. Mol. Sci. 2020, 21, 4323 10 of 20

2.5. The Binding Interfaces of M4nt_WT/S100A1 and M4ct_WT/S100A1 Complexes

In addition, both M4nt_WT and M4ct_WT peptides were docked into the SI00A1 structures
(2KBM and 2K2F) [44], which had originally been complexed with peptides representing the TRTK12
and RyRP12-binding epitopes.

The most reasonable complex identified by the ClusPro protein—protein docking process revealed
that the M4nt_WT peptide was bound to the main binding site of SI00A1 [40,43]. During subsequent
MD simulations, M4nt_WT retained the canonical alpha-helical conformation, and numerous stabilising
salt bridges were established (Figure 3C-F). The M4nt_WT R632 formed a salt bridge with E60 from the
first monomer of S100A1. The same applied for the R640 and R644 of M4nt_WT, forming salt bridges
with E63 from the first monomer of SI00A1. Moreover, the R644 interaction with N72 from the first
monomer of S100A1 was observed. There were two additional salt bridges between R645 and E60” and
E63’ of the second monomer of S100A1. This means that M4nt_WT was able to bridge both S100A1
subunits. Furthermore, the K56 of S100A1 from the first monomer was bound to the acidic E635 of
Mi4nt_WT.

The M4ct_WT/S100A1 complex identified by the ClusPro web server was completely consistent
with known crystal structures in the sense that the hydrophobic L1087 of M4ct_WT was directed to the
binding site defined by the V57, L77 and L81 side chains of SI00A1. It was similar to RyRP12 peptide
binding in the 2K2F structure [44]. However, the number of stabilising salt bridges substantially
increased within a subsequent MD run (Figure 5C-F). In fact, all the studied basic amino acids were
found to be bound by salt bridges to the first monomer of S100A1: R1086-E91, R1090-E63, R1094-E63
and R1095-E60. Moreover, R1090 and R1094 also formed salt bridges with E63’ of the second monomer
of S1I00AT.

Analogously to the previous binding of M4nt and M4ct to CaM, M4nt_ WT/S100A1 and
M4ct_WT/S100A1 complexes were obtained that led to the establishment of numerous salt bridges
being stable during the simulation. In both cases studied, the importance of basic amino acids in the
binding epitope was proved.

2.6. M4nt_WT and M4ct_WT Bind PIP,

To identify the M4nt_WT/PIP, and M4ct_WT/PIP, complexes, we again used steady-state FA
measurements with PIP2, labelled as TopFluor® PI (4, 5) P2 (Avanti polar lipids, Alabaster, Alabama
35007-9105, USA). The PIP; was titrated with increasing amounts of nonlabelled M4nt_ WT or M4ct_WT,
and FA was measured for each point of titration. The fraction bound (Fy) was calculated for M4nt WT
and M4ct_WT (Figure 6A). The complexes were characterised by the determination of Kp. The Kp of
the M4nt_WT/PIP, complex was 18.0 (SD 4.0), whereas the Kp of the M4ct_ WT/ PIP, complex was 0.9
(SD 0.2) uM (Figure 6B).

2.7. The Binding Interface of the PIPo/M4ct_WT Complex

To determine the positioning of the PIP2 in the M4ct_WT/PIP, complex, ten independent MD runs
were performed, each lasting 100 ns. The total length of the MD trajectories reached 1 us. There was
no interaction between the M4ct peptide and the PIP2 detected at the beginning of the MD simulations.
M4ct_WT and PIP2 were separated by bulk water molecules. The first contacts between PIP, and
M4ct_WT were established relatively quickly, usually after about 10 ns, and electrostatic interactions
were substantially involved in this process. PIP; had three phosphate groups with a total charge of —5.
M4ct_WT carried the exact opposite charge, +5. Additional stabilisation can originate from contacts
of hydrophobic lipid tails of PIP, with hydrophobic amino acids of M4ct_WT. A typical result of the
MD simulations is depicted in Figure 6C,D. In this particular case, salt bridges were formed between
phosphate groups of PIP, and arginine side chains of M4ct WT (R1090, R1094 and R1095—involved in
CaM/S100A1 complexes).
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Figure 6. The M4nt/PIP, and M4ct/PIP2 complexes. (A) The Fg of M4ct_WT (circles) and M4nt WT
(squares) as a function of PIP; (yellow) concentrations. The labelled PIP, was titrated by M4nt or M4ct
peptides, and Fg was calculated according to Equation (1); the solid lines represent the best fit to the
binding isotherm from Equation (2) (Methods). (B) The equilibrium Kp of PIP; in complexes with
M4nt and M4ct peptides obtained by steady-state FA. (C,D) Spontaneous association of PIP; (ball and
stick representation, yellow colour) and M4ct (sticks in green colour or CPK with a partial-charge
representation) was observed within a 100-ns MD run. The salt bridges were formed between the
phosphate groups of PIP, and R1090, R1094 and R1095 of M4ct (green colour, stick representation).

3. Discussion

The modulation of receptors by CaM and S100A1l is well-described in the scientific
literature [20,39,43]. For the RyR1 receptor, two overlapping binding epitopes have been characterised
for CaM and S100A1 [45]. The competition between CaM and S100A1 for the overlapping binding
epitopes of TRPs and other receptors (e.g., RyR1) has already been investigated [39,44—47]. In vitro
experiments have previously confirmed the competition of CaM and S100A1l at the very same
concentration levels [46].

In the presented study, we have decided to investigate whether CaM, S100A1 and PIP; can
also share binding epitopes in TRPM4. The Ca?*-dependent formation of protein/peptide complexes
has been described many times [39,47]. The in vitro Ca?* concentrations used to stimulate the
M4/CaM/S100A1 interactions were hence maintained at the same concentration level of 200 pM.
Two potential binding epitopes for the endogenous modulators of TRPM4 have been identified in
the N- and C-termini of TRPM4-representing peptides. The binding affinities of the M4nt_WT and
M4ct_WT peptides to endogenous modulators were examined in vitro, which revealed a typical
micromolar range of Kp values [36,40,46—48]. The N-terminal binding site (M4nt_WT) is apparently
able to bind CaM and S100A1; moreover, the C-terminal binding site (M4ct_WT) binds PIP, as well.
The relative occupancy of endogenous modulators will depend on their actual concentration in the
intracellular environment. Regarding the lower physiological concentrations of SI00A1 as compared
to the abundant CaM [49], we suppose that, in vivo, both potential binding epitopes in TRPM4 will be
occupied predominantly by CaM.

Generally, the binding of CaM and S100A1 to epitopes involves two distinct driving forces.
The first is mostly of long-range electrostatic and rather nonspecific character, resulting in salt bridges
with the involvement of long and flexible arginine side chains acting in synergy. The second driving
force is apparently of Van der Waals origin, in which the most important role is played by dispersion.



Int. ]. Mol. Sci. 2020, 21, 4323 12 of 20

Ultimately, the so-called hydrophobic anchors of peptides are properly placed into the binding cavities
of CaM and S100A1. Here, we have only addressed the importance of electrostatic forces by means
of FA measurements and arginine-to-alanine mutagenesis. A set of representative basic amino acids
and their combinations was used. Nevertheless, computer modelling was based on the profound
bioinformatics analysis of both peptides to identify all potential hydrophobic anchors situated in
well-known canonical positions. Based on that, we usually chose as reliable only those results of
protein—protein docking where bulky hydrophobic anchors of M4nt_ WT/M4ct_WT peptides were
buried into the binding cavities of CaM/S100A1. Overall, our docking results showed that both
M4ct_WT and M4nt_WT peptides bind to CaM in an antiparallel manner. Finally, we allowed all
complexes to relax by means of extensive MD simulations. Thanks to this, we have obtained final
models where all mutated basic amino acids of both peptides have found their acidic binding partners
in CaM/S100A1/PIP2 endogenous modulators of TRPM4.

The currently known structures of TRPM4 obtained at the resolution of ~2.88-3.8 A [8,9,11] have
suggested that the so-called TRP domain (i.e., W1058-R1098, which includes M4ctWT-P1078-1098)
bridges the gating helix S6 and cytoplasmic C-terminal Rib helix. This domain is considered as a
key determinant for signal transduction and channel gating [10]. The TRP domain is divided into
two characteristic segments, the first of which is the helical stretch running parallel to the cytosolic
surface of the membrane as an extension of S6, labelled as the TRP helix. The second TRP domain
segment is a re-entrant loop and helix. The re-entrant loop (P1073-P1077) is embedded between helices
S1 and S2 of the transmembrane S1-S4 sensor domain, whereas the re-entrant helix (P1078-R1098,
i.e., M4ct) is located at the cytoplasmic side. The M4ct segment is thus perfectly positioned to
interact with such membrane-embedded molecules as PIP,. It has been also described that the TRPC3
C-terminal loop (connecting the re-entrant and Rib helix) affects channel gating by altering the allosteric
coupling between the cytoplasmic and transmembrane domains [50]. Electrophysiological analyses
have disclosed that the shortening of the length of the C-terminal loop increases TRPC3 activity
and that the elongation of the length of the loop has the opposite effect. The C-terminal moiety of
TRPM4 was proposed to be a target of CaM already in several previous studies [1,20,21]. However,
all cryo-EM structures of TRPM4 show the re-entrant helix embedded in the membrane—i.e., not readily
available for CaM. Nevertheless, the moiety is a common feature of TRPM, TRPC and TRPV channels.
In several TRPC structures, this segment has not been resolved, which indicates conformational
disorder [51]. More interestingly, a comparison of available TRPV2 structures (see the amino acids
675-684 in 5HI9 [51] and 6BWM [52]) shows that, under suitable conditions, the re-entrant moiety can
be re-localised into the cytoplasm, and it is available for modulatory bindings. This probably allows
interactions with endogenous modulators other than the membrane-anchored PIP; (including CaM
and S100A1). The M4nt_WT is in proximal contact with the so-called Rib helix, which forms another
binding site for CaM, confirmed by experiments in TRPM4 [1], as well as in structurally homologous
TRPC channels [53]. An examination of the currently available TRPM4 structures has led us to the
conclusion that the M4nt_WT and M4ct_WT segments are close enough to simultaneously bind one
CaM molecule. This means that M4nt_ WT might serve as a base for conformational changes stimulated
by the CaM of the re-entrant moiety, which includes M4ct_WT.

The C-terminal segment of TRPM4 was previously designed as a target for PIP, [10]. Our results
provide a detailed description of the binding interface. The structure of TRPV5-PIP, (PDB:
6DMU) discloses the binding site between the N-linker, S4-S5linker and S6-helix of TRPV5 [28].
These interactions with PIP, induce conformational rearrangements in the lower gate, resulting in
channel activation. Furthermore, based on the TRPM4-SUR1-AQP4 complex, we assume that PIP;
could potentially keep M4ct_WT and the TMDO of SUR1 domains together, as seen in the Kir6.2-SUR1
complex [54]. Interestingly, the M4ct_WT-PIP, interactions could be physiologically relevant in a
specialised cardiac conduction system and Purkinje fibres [55]. Mutations in the TRPM4 gene (including
mutations in the C-terminal part of TRPM4) have been reported to cause familial cases of progressive
cardiac conduction disease and heart block [5]. In particular, 110825 and R1086G mutants were
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identified when a total of 330 cases of sudden, unexpected deaths were tested for cardiac channelopathy
and cardiomyopathy genes [55].

4. Conclusions

Since TRPM4 has been designated as a functional agent of various diseases, including cancer
and heart attack [3,5], it is necessary to describe in detail its function and modulation mechanisms.
In this work, we describe two new binding sites at the N- and C-termini of the channel. In particular,
the M4nt_WT and M4ct_WT intracellular segments of TRPM4 have been confirmed as shared binding
epitopes for commonly known [26,46] endogenous modulators such as CaM, S100A1 and PIP;.
The shared, so-called promiscuous characters of some ligand-binding sites is a known feature of many
proteins [56-59]. The receptor-binding segment exploits its disorder character to be more flexible
and adaptable to bind different types of ligands. Each ligand with a diverse binding affinity to the
receptor domain induces distinct structural changes in the channel, resulting in a different functional
response and channel modulation. The novel TRPM4 N- and C-terminal promiscuous binding sites
for CaM, S100A1 and PIP2 are promising candidates for the diverse modulation of the channel. Such
ligands are commonly utilised by cells as activators and/or inhibitors of the functions of many receptors.
The effect and strength of the regulation depends on the character of an acceptor (receptor) binding
interface and the structural changes induced within. CaM, S100A1 and PIP2 have been proven as
effective modulatory molecules of many receptors [20,26,39]. Moreover, the effect of the modulation
can be multiplied across shared ligand-binding sites via more channel subunits [15], indicating a very
complex regulatory process that occurs during receptor communication with the external environment.
We suppose that these new M4nt/CaM-, M4nt/S100A1-, M4nt/PIP2-, M4ct/CaM-, M4ct/S100A1- and
M4ct/PIP2-binding interfaces described in atomic detail will help to clarify multicomplex TRPM4
modulatory functions and will stimulate further functional studies of the whole TRPM4 by in vivo
assays with the listed promising ligands.

5. Materials and Methods

5.1. Design of TRPM4 N- and C- Terminal Binding Epitopes

For the identification of novel CaM-binding motifs commonly defined by the hydrophobic
positions 1-5-10 and 1-10-14 or by the IQ motif at the intracellular N- and C- termini of human TRPM4
(UniProtKB/Swiss-Prot: Q8TD43), we used the Calmodulin Target Database [34]. This tool was also
utilised to identify a SI00A1-binding epitope because it is known that this ligand recognises the binding
motif at the receptor, very often overlapping with a CaM-binding site with the same or very similar
hydrophobic positions [40,45]. Furthermore, we have also identified the potential PIP2-binding sites
using PH-domain characteristics [60,61].

5.2. M4nt and M4ct Peptide Synthesis and Site-Directed Mutagenesis

M4nt and M4ct peptides and their alanine-scanning analogues were synthesised by solid-phase
peptide synthesis according to the No-Fmoc protocol in our previous publication [40].

5.3. CaM, S100A1 Purification and PIP2 Preparation

CaM and S100A1 cDNAs were subcloned into the pET28b expression vector, and
they were expressed and purified according to our standard purification protocol [40].
The fluorescently labelled PIP2, 1-oleoyl-2- {6- [4- (dipyrrometheneboron difluoride) butanoyl] amino}x
hexanoyl-sn-glycero-3-phosphoinositol-4,5-bisphosphate, shortly TopFluor® PI(4,5)P2, was purchased
from Avanti Polar Lipids, Inc. (Alabaster, AL, USA).
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5.4. Steady-State Fluorescence Anisotropy

The experiments were performed on a K2 spectrofluorometer (ISS, Inc., Champaign, IL, USA)
at 25 °C in a cuvette with a 2-mm path length. The FA-binding assays were performed in a 25-mM
Tris-HCI (pH 7.5) buffer containing 250-mM NaCl and 200-pM CaCl,. M4nt and M4ct peptides were
labelled by carboxyfluorescein and titrated by small aliquots of the ligands (CaM and S100A1). In the
opposite way, labelled PIP, was titrated with nonlabelled M4 peptides. Fluorescence was excited at
490 nm, and polarised emission components Iy and I, , required for the construction of the emission
anisotropy, were acquired and averaged quasi-simultaneously at 525 nm by repetitive switching of
the emission polariser. Any residual scattered light was suppressed by a long-pass dielectric filter
(520 nm) placed in front of the input slit of the emission monochromator. The anisotropy values r
were calculated from the fluorescence intensities in the parallel (I11) and perpendicular (I, ) directions
according to the relationship r = (Iy — GI.)/(In + 2GI ) [62], where G is a factor correcting for different
transmittance of the detection channel for the two measured polarisations (Ijj and I, ). The G factor
was determined in a separate experiment. The measurements were repeated six times for each ligand
concentration; the mean anisotropy value was calculated and used for further analysis. The fractions
of bound ligands Fg were evaluated as [63]:

Fp = (robs — rmin) / [(rmax — robs)Q + (robs — rmin)], (1)

where Q is the quantum-yield ratio of the bound to the free form of the labelled peptide; #max is the
anisotropy of the complex at saturation; 7, is the minimum anisotropy for free M4nt, M4ct or PIP,
and 7opg is the measured anisotropy at any intermediate ligand concentration. The Q was evaluated for
every binding experiment from the ratio of the fluorescence lifetimes of the bound to the free M4nt,
M4ct or PIPy: Q = Tpound/Tfree- FOr the determination of the equilibrium dissociation constant (Kp),
Fp was plotted as a function of the ligand concentration and fitted by [64]:

 Kp + [Pl +[P2] - \/(KD +[P1] + [P2])* - 4[P1][P2]

Fp = 2[P1] ’ @

where [P1] represents the M4nt, M4ct or PIP, concentration, and [P2] is the ligand concentration. Nonlinear
data fitting was performed using SigmaPlot 11.0 (Systat software, Inc., San Jose, CA 95110, USA).

5.5. Time-Resolved Fluorescence Measurements

Fluorescence lifetimes were evaluated at room temperature in a drop placed on a coverslip and
inserted in an inverted confocal microscope IX83 (Olympus, Hamburg, Germany) equipped with
TimeHarp 260 PICO time-correlated single-photon counting electronics and cooled GaAsP hybrid
detectors (all PicoQuant, Berlin, Germany). The M4 peptides or PIP; fluorescence were excited at
485 nm by an LDH-485 picosecond laser head (PicoQuant, Berlin, Germany). Emission decays were
collected in the epifluorescence mode using a combination of a 488-nm dichroic reflector (Olympus,
Hamburg, Germany) and a Semrock 520/35 bandpass filter in the detection path. Fluorescence was
assumed to decay multiexponentially according to the formula:

I(t) = Z a; X exp(%) ©)]

where 7; are fluorescence lifetimes and «; the corresponding amplitudes. The intensity-weighted mean
fluorescence lifetime was calculated as:

2
Timean :ZaiXTi/ ZaiXTz‘ 4)
i i
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The least-squares deconvolution fitting was performed by the SymPho Time 64 software
(PicoQuant).

5.6. Protein—Protein Docking

The ClusPro web server was used for the docking of a-helical M4nt_ WT/M4ct_WT peptides
(created using the Molefacture module in VMD studio) [65] into the CaM and S100A1 structures.
The ClusPro 2.0: protein-protein docking server was chosen based on the results of the community-wide
contest called CAPRI (Critical Assessment of Predicted Interactions), in which ClusPro is traditionally
doing well [66]. The quality of the very fast, fully automated and reproducible docking produced
by ClusPro is very close to that of the best human predictor groups, which can use any type of
information [67].

The ClusPro server performs rigid-body docking by sampling billions of conformations by means
of the PIPER docking program [68], which is based on the Fourier transform (FFT) correlation approach.
RMSD-based clustering of the 1000 lowest-energy structures generated makes it possible to find the
centres of the largest clusters that represent the most likely models of the complex. Selected structures
are refined using energy minimisation.

5.7. Molecular Dynamics Simulations

The protein—peptide complexes obtained by protein—protein docking were simulated by means
of extensive MD sampling at different temperatures. The MD simulations of the selected complexes
utilised the AMBER_ILDN (The Amber Project, San Francisko CA 94158-2517, USA) force field [69],
and water molecules were modelled using the Transferable Intermolecular Potential 3-Point (TIP3P)
water model [70]. Prior to the production of MD simulations, all systems were energy-equilibrated
using the pmemd module of AMBER 14 [71]. MD runs (lasting for 50-1800 ns) were performed with the
pmemd.cuda. MPI module of AMBER 14, which runs exclusively on GPUs at the equivalent speed of
tens of standard processor cores [72]. The SPFP precision model was used, and periodic boundary
conditions (PBC) were applied. The particle-mesh Ewald (PME) method was used for the calculation
of electrostatic interactions [73]. A cut-off distance of 8 A was applied for Lennard-Jones interactions.
The temperature was maintained at 300K via Langevin dynamics with a friction factor of 5. The Monte
Carlo barostat (a new addition to AMBER 14), which samples rigorously from the isobaric-isothermal
ensemble, was used for the production phase. The covalent bonds involving hydrogen atoms were
constrained using the SHAKE algorithm. For water molecules, a special “three-point” RATTLE
algorithm was used [74]. The hydrogen mass repartitioning scheme allowed a timestep set to 4 fs [75].
Data were recorded every 100 ps.

The PIP,-M4ct_WT complex was explored by long MD runs. The simulated complex was solvated
using a (TIP3P) water model [70] to ensure at least 10 A of solvent in the periodic box and neutralised in
0.5-M NaCl. This gave a periodic box with a size of ~ 60 X 60 X 60 A for a simulated system consisting
of ~19,000 atoms. All-atom structure and topology files were generated using VMD [63]. Forces were
computed using a CHARMMB36 forcefield for proteins, lipids and ions [76]. MD simulations were
produced by means of the software package NAMD2.13 [77], running on workstations equipped
with NVIDIA graphics processing units. Simulated systems were energy-minimised and heated to
300 K. Langevin dynamics were used for temperature control, with the target temperature set to
300 K, and the Langevin piston method was applied to reach an efficient pressure control with a target
pressure of 1 atm [77]. The production of the MD runs was 100 ns. The integration timestep was set
to 2 fs. The SETTLE algorithm (tolerance, 1 x 10-%) was applied to constrain the bonds in the water
molecules [78]. The nonbonded cut-off was set to 11 A. Data were recorded every 20 ps. All MD
trajectories were visualised with the aid of the VMD 1.9 software package [65] and analysed by means
of the CPPTRA]J module from the AMBER Tools suite [79]. The figures were produced using the Biovia
Discovery Studio [80].
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Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/1422-0067/21/12/
4323/s1. Time evolution of salt bridges in M4nt and M4nt interactions with CaM indicating formation of salt
bridges between termini of oppositely charged amino acids both binding partners (Figures S1 and S2).
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Abbreviations

ATP Adenosine triphosphate

CaM Calmodulin

EM Electron microscopy

FA Fluorescence anisotropy

FFT Fourier transform

MD Molecular dynamics

PBC Periodic boundary conditions

PH Pleckstrin homology

PIP, phosphatidylinositol 4, 5-bisphosphate
PME particle mesh Ewald

S100A1 5100 calcium-binding protein A1l
TRPs transient receptor potential (channels)
TRPC TRP canonical

TRPV TRP vaniloid

TRPM4 TRP melastatin 4

References

1. Nilius, B.; Prenen, J.; Tang, J.; Wang, C.; Owsianik, G.; Janssens, A.; Voets, T.; Zhu, M.X. Regulation of the
Ca2t sensitivity of the nonselective cation channel TRPM4. |. Biol. Chem. 2005, 280, 6423-6433. [CrossRef]

2. Clapham, D.E.; Runnels, L.W.; Striibing, C. The TRP ion channel family. Nat. Rev. Neurosci. 2001, 2, 387.
[CrossRef] [PubMed]

3. Ehara, T.; Noma, A.; Ono, K. Calcium-activated non-selective cation channel in ventricular cells isolated
from adult guinea-pig hearts. J. Physiol. 1988, 403, 117-133. [CrossRef] [PubMed]

4. Launay, P; Fleig, A.; Perraud, A.-L.; Scharenberg, A.M.; Penner, R.; Kinet, ].-P. TRPM4 is a CaZ*-activated
nonselective cation channel mediating cell membrane depolarization. Cell 2002, 109, 397-407. [CrossRef]

5. Tian, J.; An, X.; Fu, M. Transient receptor potential melastatin 4 cation channel in pediatric heart block.
Eur. Rev. Med. Pharmacol. Sci. 2017, 21, 79-84. [PubMed]

6. Nilius, B.; Prenen, J.; Droogmans, G.; Voets, T.; Vennekens, R.; Freichel, M.; Wissenbach, U.; Flockerzi, V.
Voltage dependence of the Ca?*-activated cation channel TRPM4. J. Biol. Chem. 2003, 278, 30813-30820.
[CrossRef] [PubMed]

7. Mathar, I; Jacobs, G.; Kecskes, M.; Menigoz, A.; Philippaert, K.; Vennekens, R. Trpm4. In Mammalian Transient
Receptor Potential (TRP) Cation Channels; Springer: Berlin, Germany, 2014; pp. 461-487.

8. Duan, J.; Li, Z,; Li, J.; Santa-Cruz, A.; Sanchez-Martinez, S.; Zhang, J.; Clapham, D.E. Structure of full-length
human TRPM4. Proc. Natl. Acad. Sci. USA 2018, 115, 2377-2382. [CrossRef] [PubMed]

9.  Autzen, HE.; Myasnikov, A.G.; Campbell, M.G.; Asarnow, D.; Julius, D.; Cheng, Y. Structure of the human
TRPM4 ion channel in a lipid nanodisc. Science 2018, 359, 228-232. [CrossRef]


http://www.mdpi.com/1422-0067/21/12/4323/s1
http://www.mdpi.com/1422-0067/21/12/4323/s1
http://dx.doi.org/10.1074/jbc.M411089200
http://dx.doi.org/10.1038/35077544
http://www.ncbi.nlm.nih.gov/pubmed/11389472
http://dx.doi.org/10.1113/jphysiol.1988.sp017242
http://www.ncbi.nlm.nih.gov/pubmed/2473193
http://dx.doi.org/10.1016/S0092-8674(02)00719-5
http://www.ncbi.nlm.nih.gov/pubmed/29165759
http://dx.doi.org/10.1074/jbc.M305127200
http://www.ncbi.nlm.nih.gov/pubmed/12799367
http://dx.doi.org/10.1073/pnas.1722038115
http://www.ncbi.nlm.nih.gov/pubmed/29463718
http://dx.doi.org/10.1126/science.aar4510

Int. ]. Mol. Sci. 2020, 21, 4323 17 of 20

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.
22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Winkler, PA.; Huang, Y.; Sun, W.; Du, J.; Lii, W. Electron cryo-microscopy structure of a human TRPM4 channel.
Nature 2017, 552, 200. [CrossRef]

Guo, J.; She, J.; Zeng, W.; Chen, Q.; Bai, X.-c;; Jiang, Y. Structures of the calcium-activated, non-selective
cation channel TRPM4. Nature 2017, 552, 205. [CrossRef] [PubMed]

Nilius, B.; Mahieu, F; Prenen, J.; Janssens, A.; Owsianik, G.; Vennekens, R.; Voets, T. The Ca%*-activated
cation channel TRPM4 is regulated by phosphatidylinositol 4, 5-biphosphate. EMBO ]. 2006, 25, 467-478.
[CrossRef] [PubMed]

Zhang, Z.; Okawa, H.; Wang, Y.; Liman, E.R. Phosphatidylinositol 4, 5-bisphosphate rescues TRPM4 channels
from desensitization. J. Biol. Chem. 2005, 280, 39185-39192. [CrossRef]

Vennekens, R.; Nilius, B. Insights into TRPM4 function, regulation and physiological role. In Transient
Receptor Potential (TRP) Channels; Springer: Berlin, Germany, 2007; pp. 269-285.

Singh, A K.; McGoldrick, L.L.; Twomey, E.C.; Sobolevsky, A.I. Mechanism of calmodulin inactivation of the
calcium-selective TRP channel TRPV6. Sci. Adv. 2018, 4, eaau6088. [CrossRef] [PubMed]

De Groot, T.; Kovalevskaya, N.V.,; Verkaart, S.; Schilderink, N.; Felici, M.; van der Hagen, E.A.; Bindels, R.J.;
Vuister, G.W.; Hoenderop, ].G. The molecular mechanisms of calmodulin action on TRPV5 and the modulation
by parathyroid hormone. Mol. Cell. Biol. 2011, 31, 2845-2853. [CrossRef]

Villalobo, A.; Gonzalez-Munoz, M.; Berchtold, M.W. Proteins with calmodulin-like domains: Structures and
functional roles. Cell. Mol. Life Sci. 2019, 76, 2299-2328. [CrossRef] [PubMed]

Tabernero, L.; Taylor, D.A.; Chandross, R.J.; VanBerkum, M.F,; Means, A.R.; Quiocho, FA.; Sack, J.S.
The structure of a calmodulin mutant with a deletion in the central helix: Implications for molecular
recognition and protein binding. Structure 1997, 5, 613-622. [CrossRef]

Rhoads, A R.; Friedberg, F. Sequence motifs for calmodulin recognition. FASEB]. 1997, 11, 331-340. [CrossRef]
Zhu, M.X. Multiple roles of calmodulin and other Ca2+-binding proteins in the functional regulation of
TRP channels. Pfliigers Archiv. 2005, 451, 105-115. [CrossRef]

Hasan, R.; Zhang, X. CaZ* regulation of TRP ion channels. Int. ]. Mol. Sci. 2018, 19, 1256. [CrossRef]
Rohacs, T.; Nilius, B. Regulation of transient receptor potential (TRP) channels by phosphoinositides.
Pfliigers Archiv. Eur. ]. Physiol. 2007, 455, 157-168. [CrossRef]

Lemmon, M.A.; Ferguson, K.M.; O'Brien, R; Sigler, P.B.; Schlessinger, J. Specific and high-affinity binding of
inositol phosphates to an isolated pleckstrin homology domain. Proc. Natl. Acad. Sci. USA 1995, 92, 10472-10476.
[CrossRef] [PubMed]

Yamaguchi, S.; Tanimoto, A ; Iwasa, S.; Otsuguro, K.-i. TRPM4 and TRPM5 Channels Share Crucial Amino
Acid Residues for CaZ* Sensitivity but Not Significance of PI (4, 5) P2. Int. J. Mol. Sci. 2019, 20, 2012.
[CrossRef] [PubMed]

Bousova, K; Jirku, M.; Bumba, L.; Bednarova, L.; Sulc, M.; Franek, M.; Vyklicky, L.; Vondrasek, J.; Teisinger, J.
PIP2 and PIP3 interact with N-terminus region of TRPM4 channel. Biophys. Chem. 2015, 205, 24-32.
[CrossRef] [PubMed]

Ufret-Vincenty, C.A.; Klein, R.M.; Hua, L.; Angueyra, J.; Gordon, S.E. Localization of the PIP2 sensor of
TRPV1 ion channels. J. Biol. Chem. 2011, 286, 9688-9698. [CrossRef]

Yin, Y; Le, S.C.; Hsu, A.L.; Borgnia, M.].; Yang, H.; Lee, S.-Y. Structural basis of cooling agent and lipid
sensing by the cold-activated TRPMS8 channel. Science 2019, 363, eaav9334. [CrossRef]

Hughes, T.E.; Pumroy, R.A.; Yazici, A.T.; Kasimova, M. A.; Fluck, E.C.; Huynh, K.W,; Samanta, A.; Molugu, S K;
Zhou, Z.H.; Carnevale, V. Structural insights on TRPV5 gating by endogenous modulators. Nat. Commun.
2018, 9, 4198. [CrossRef]

Fine, M.; Schmiege, P,; Li, X. Structural basis for PtdInsP 2-mediated human TRPML1 regulation. Nat. Commun.
2018, 9, 4192. [CrossRef]

Stokum, J.A.; Kwon, M.S.; Woo, SK.; Tsymbalyuk, O.; Vennekens, R.; Gerzanich, V.; Simard, ].M.
SUR1-TRPM4 and AQP4 form a heteromultimeric complex that amplifies ion/water osmotic coupling
and drives astrocyte swelling. Glia 2018, 66, 108-125. [CrossRef]

Woo, S.K.; Kwon, M.S,; Ivanov, A.; Gerzanich, V.; Simard, ]. M. The sulfonylurea receptor 1 (Surl)-transient
receptor potential melastatin 4 (Trpm4) channel. J. Biol. Chem. 2013, 288, 3655-3667. [CrossRef]

Pratt, E.B.; Tewson, P; Bruederle, C.E.; Skach, W.R.; Shyng, S.-L. N-terminal transmembrane domain of SUR1
controls gating of Kir6. 2 by modulating channel sensitivity to PIP2. J. Gen. Physiol. 2011, 137, 299-314.
[CrossRef]


http://dx.doi.org/10.1038/nature24674
http://dx.doi.org/10.1038/nature24997
http://www.ncbi.nlm.nih.gov/pubmed/29211714
http://dx.doi.org/10.1038/sj.emboj.7600963
http://www.ncbi.nlm.nih.gov/pubmed/16424899
http://dx.doi.org/10.1074/jbc.M506965200
http://dx.doi.org/10.1126/sciadv.aau6088
http://www.ncbi.nlm.nih.gov/pubmed/30116787
http://dx.doi.org/10.1128/MCB.01319-10
http://dx.doi.org/10.1007/s00018-019-03062-z
http://www.ncbi.nlm.nih.gov/pubmed/30877334
http://dx.doi.org/10.1016/S0969-2126(97)00217-7
http://dx.doi.org/10.1096/fasebj.11.5.9141499
http://dx.doi.org/10.1007/s00424-005-1427-1
http://dx.doi.org/10.3390/ijms19041256
http://dx.doi.org/10.1007/s00424-007-0275-6
http://dx.doi.org/10.1073/pnas.92.23.10472
http://www.ncbi.nlm.nih.gov/pubmed/7479822
http://dx.doi.org/10.3390/ijms20082012
http://www.ncbi.nlm.nih.gov/pubmed/31022885
http://dx.doi.org/10.1016/j.bpc.2015.06.004
http://www.ncbi.nlm.nih.gov/pubmed/26071843
http://dx.doi.org/10.1074/jbc.M110.192526
http://dx.doi.org/10.1126/science.aav9334
http://dx.doi.org/10.1038/s41467-018-06753-6
http://dx.doi.org/10.1038/s41467-018-06493-7
http://dx.doi.org/10.1002/glia.23231
http://dx.doi.org/10.1074/jbc.M112.428219
http://dx.doi.org/10.1085/jgp.201010557

Int. ]. Mol. Sci. 2020, 21, 4323 18 of 20

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Galizia, L.; Pizzoni, A.; Fernandez, J.; Rivarola, V.; Capurro, C.; Ford, P. Functional interaction between AQP2
and TRPV4 in renal cells. J. Cell. Biochem. 2012, 113, 580-589. [CrossRef] [PubMed]

Yap, K.L.; Kim, J.; Truong, K.; Sherman, M.; Yuan, T.; Ikura, M. Calmodulin target database. ]. Struct.
Funct. Genom. 2000, 1, 8-14. [CrossRef] [PubMed]

Roche, ].V.; Térnroth-Horsefield, S. Aquaporin protein-protein interactions. Int. J. Mol. Sci. 2017, 18, 2255.
[CrossRef] [PubMed]

Bily, J.; Grycova, L.; Holendova, B.; Jirku, M.; Janouskova, H.; Bousova, K.; Teisinger, J. Characterization of
the S100A1 protein binding site on TRPC6 C-terminus. PLoS ONE 2013, 8, e62677. [CrossRef]

Grycova, L.; Holendova, B.; Bumba, L.; Bily, J.; Jirku, M.; Lansky, Z.; Teisinger, J. Integrative binding sites
within intracellular termini of TRPV1 receptor. PLoS ONE 2012, 7, e48437. [CrossRef]

Holakovska, B.; Grycova, L.; Bily, J.; Teisinger, J. Characterization of calmodulin binding domains in TRPV2
and TRPV5 C-tails. Amino Acids 2011, 40, 741-748. [CrossRef]

Prosser, B.L.; Hernandez-Ochoa, E.O.; Schneider, M.F. SI00A1 and calmodulin regulation of ryanodine
receptor in striated muscle. Cell Calcium 2011, 50, 323-331. [CrossRef]

Bousova, K.; Herman, P; Vecer, J.; Bednarova, L.; Monincova, L.; Majer, P; Vyklicky, L.; Vondrasek, J.;
Teisinger, J. Shared CaM-and S100A1-binding epitopes in the distal TRPM 4 N terminus. FEBS J. 2018, 285,
599-613. [CrossRef]

Lau, S.-Y.; Procko, E.; Gaudet, R. Distinct properties of CaZ*—calmodulin binding to N-and C-terminal
regulatory regions of the TRPV1 channel. J. Gen. Physiol. 2012, 140, 541-555. [CrossRef]

Meador, W.E.; Means, A.R.; Quiocho, F.A. Target enzyme recognition by calmodulin: 2.4 A structure of a
calmodulin-peptide complex. Science 1992, 257, 1251-1255. [CrossRef]

Maximciuc, A.A.; Putkey, J.A.; Shamoo, Y.; MacKenzie, K.R. Complex of calmodulin with a ryanodine
receptor target reveals a novel, flexible binding mode. Structure 2006, 14, 1547-1556. [CrossRef] [PubMed]

Wright, N.T.; Prosser, B.L.; Varney, K.M.; Zimmer, D.B.; Schneider, M.F,; Weber, D.J. S100A1 and calmodulin
compete for the same binding site on ryanodine receptor. . Biol. Chem. 2008, 283, 26676-26683. [CrossRef]
[PubMed]

Prosser, B.L.; Wright, N.T.; Hernandez-Ochoa, E.O.; Varney, KM.; Liu, Y.; Olojo, R.O.; Zimmer, D.B,;
Weber, D.J.; Schneider, M.F. S100A1 binds to the calmodulin-binding site of ryanodine receptor and
modulates skeletal muscle excitation-contraction coupling. . Biol. Chem. 2008, 283, 5046-5057. [CrossRef]
[PubMed]

Grycova, L.; Holendova, B.; Lansky, Z.; Bumba, L.; Jirku, M.; Bousova, K.; Teisinger, J. Ca?t Binding Protein
5100A1 Competes with Calmodulin and PIP2 for Binding Site on the C-Terminus of the TPRV1 Receptor.
ACS Chem. Neurosci. 2014, 6, 386-392. [CrossRef]

Holakovska, B.; Grycova, L.; Jirku, M.; Sulc, M.; Bumba, L.; Teisinger, ]. Calmodulin and S100A1 protein
interact with N terminus of TRPM3 channel. J. Biol. Chem. 2012, 287, 16645-16655. [CrossRef]

Jirku, M.; Lansky, Z.; Bednarova, L.; Sulc, M.; Monincova, L.; Majer, P; Vyklicky, L.; Vondrasek, J.; Teisinger, J.;
Bousova, K. The characterization of a novel SI00A1 binding site in the N-terminus of TRPM1. Int. ]. Biochem.
Cell Biol. 2016, 78, 186-193. [CrossRef]

Uhlén, M.; Fagerberg, L.; Hallstrom, B.M.; Lindskog, C.; Oksvold, P.; Mardinoglu, A.; Sivertsson, A
Kampf, C.; Sjostedt, E.; Asplund, A. Tissue-based map of the human proteome. Science 2015, 347, 1260419.
[CrossRef] [PubMed]

Sierra-Valdez, F.; Azumaya, C.M.; Romero, L.O.; Nakagawa, T.; Cordero-Morales, J.F. Structure—function
analyses of the ion channel TRPC3 reveal that its cytoplasmic domain allosterically modulates channel gating.
J. Biol. Chem. 2018, 293, 16102-16114. [CrossRef] [PubMed]

Huynh, K.W.; Cohen, M.R,; Jiang, J.; Samanta, A.; Lodowski, D.T.; Zhou, Z.H.; Moiseenkova-Bell, V.Y.
Structure of the full-length TRPV2 channel by cryo-EM. Nat. Commun. 2016, 7, 1-8. [CrossRef]

Zubcevic, L.; Le, S.; Yang, H.; Lee, S.-Y. Conformational plasticity in the selectivity filter of the TRPV2
ion channel. Nat. Struct. Mol. Biol. 2018, 25, 405-415. [CrossRef]

Zhu, M. X,; Tang, J. TRPC channel interactions with calmodulin and IP3 receptors. Novartis Found. Symp.
2004, 258, 44-58. [CrossRef] [PubMed]

Martin, G.M.; Yoshioka, C.; Rex, E.A ; Fay, ].E; Xie, Q.; Whorton, M.R.; Chen, J.Z.; Shyng, S.-L. Cryo-EM
structure of the ATP-sensitive potassium channel illuminates mechanisms of assembly and gating. Elife 2017,
6, €24149. [CrossRef] [PubMed]


http://dx.doi.org/10.1002/jcb.23382
http://www.ncbi.nlm.nih.gov/pubmed/21938744
http://dx.doi.org/10.1023/A:1011320027914
http://www.ncbi.nlm.nih.gov/pubmed/12836676
http://dx.doi.org/10.3390/ijms18112255
http://www.ncbi.nlm.nih.gov/pubmed/29077056
http://dx.doi.org/10.1371/journal.pone.0062677
http://dx.doi.org/10.1371/journal.pone.0048437
http://dx.doi.org/10.1007/s00726-010-0712-2
http://dx.doi.org/10.1016/j.ceca.2011.06.001
http://dx.doi.org/10.1111/febs.14362
http://dx.doi.org/10.1085/jgp.201210810
http://dx.doi.org/10.1126/science.1519061
http://dx.doi.org/10.1016/j.str.2006.08.011
http://www.ncbi.nlm.nih.gov/pubmed/17027503
http://dx.doi.org/10.1074/jbc.M804432200
http://www.ncbi.nlm.nih.gov/pubmed/18650434
http://dx.doi.org/10.1074/jbc.M709231200
http://www.ncbi.nlm.nih.gov/pubmed/18089560
http://dx.doi.org/10.1021/cn500250r
http://dx.doi.org/10.1074/jbc.M112.350686
http://dx.doi.org/10.1016/j.biocel.2016.07.014
http://dx.doi.org/10.1126/science.1260419
http://www.ncbi.nlm.nih.gov/pubmed/25613900
http://dx.doi.org/10.1074/jbc.RA118.005066
http://www.ncbi.nlm.nih.gov/pubmed/30139744
http://dx.doi.org/10.1038/ncomms11130
http://dx.doi.org/10.1038/s41594-018-0059-z
http://dx.doi.org/10.1002/0470862580.ch4
http://www.ncbi.nlm.nih.gov/pubmed/15104175
http://dx.doi.org/10.7554/eLife.24149
http://www.ncbi.nlm.nih.gov/pubmed/28092267

Int. ]. Mol. Sci. 2020, 21, 4323 19 of 20

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

Subbotina, E.; Williams, N.; Sampson, B.A.; Tang, Y.; Coetzee, W.A. Functional characterization of TRPM4
variants identified in sudden unexpected natural death. Forensic Sci. Int. 2018, 293, 37—46. [CrossRef]
Lindsay, C.; Sitsapesan, M.; Chan, W.M.; Venturi, E.; Welch, W.; Musgaard, M.; Sitsapesan, R. Promiscuous
attraction of ligands within the ATP binding site of RyR2 promotes diverse gating behaviour. Sci. Rep. 2018,
8, 1-13. [CrossRef]

Kohda, D. “Multiple partial recognitions in dynamic equilibrium” in the binding sites of proteins form the
molecular basis of promiscuous recognition of structurally diverse ligands. Biophys. Rev. 2018, 10, 421-433.
[CrossRef]

Brix, J.; Dietmeier, K.; Pfanner, N. Differential recognition of preproteins by the purified cytosolic domains
of the mitochondrial import receptors Tom20, Tom22, and Tom70. J. Biol. Chem. 1997, 272, 20730-20735.
[CrossRef]

Hainzl, T.; Huang, S.; Merildinen, G.; Brannstrom, K.; Sauer-Eriksson, A.E. Structural basis of signal-sequence
recognition by the signal recognition particle. Nat. Struct. Mol. Biol. 2011, 18, 389. [CrossRef]

Hansen, S.B.; Tao, X.; MacKinnon, R. Structural basis of PIP 2 activation of the classical inward rectifier K+
channel Kir2. 2. Nature 2011, 477, 495. [CrossRef] [PubMed]

Suh, B.-C.; Hille, B. Regulation of ion channels by phosphatidylinositol 4, 5-bisphosphate. Curr. Opin. Neurobiol.
2005, 15, 370-378. [CrossRef]

Lakowicz, ].R.; Ray, K.; Chowdhury, M.; Szmacinski, H.; Fu, Y.; Zhang, J.; Nowaczyk, K. Plasmon-controlled
fluorescence: A new paradigm in fluorescence spectroscopy. Analyst 2008, 133, 1308-1346. [CrossRef]
Harper, C.C.; Berg, ].M.; Gould, S.J. PEX5 binds the PTS1 independently of Hsp70 and the peroxin PEX12.
J. Biol. Chem. 2003, 278, 7897-7901. [CrossRef] [PubMed]

Kohler, J.J.; Schepartz, A. Kinetic studies of fos- jun- DNA complex formation: DNA binding prior
to dimerization. Biochemistry 2001, 40, 130-142. [CrossRef] [PubMed]

Humphrey, W.; Dalke, A.; Schulten, K. VMD: Visual molecular dynamics. J. Mol. Graph. 1996, 14, 33-38.
[CrossRef]

Kozakov, D.; Hall, D.R;; Xia, B.; Porter, K.A.; Padhorny, D.; Yueh, C.; Beglov, D.; Vajda, S. The ClusPro web
server for protein—protein docking. Nat. Protoc. 2017, 12, 255. [CrossRef] [PubMed]

Kozakov, D.; Beglov, D.; Bohnuud, T.; Mottarella, S.E.; Xia, B.; Hall, D.R.; Vajda, S. How good is automated
protein docking? Proteins Struct. Funct. Bioinform. 2013, 81, 2159-2166. [CrossRef] [PubMed]

Kozakov, D.; Brenke, R.; Comeau, S.R.; Vajda, S. PIPER: An FFT-based protein docking program with
pairwise potentials. Proteins Struct. Funct. Bioinform. 2006, 65, 392—-406. [CrossRef]

Lindorff-Larsen, K.; Piana, S.; Palmo, K.; Maragakis, P.; Klepeis, J.L.; Dror, R.O.; Shaw, D.E. Improved
side-chain torsion potentials for the Amber ff99SB protein force field. Proteins Struct. Funct. Bioinform. 2010,
78, 1950-1958. [CrossRef]

Jorgensen, W.L.; Chandrasekhar, J.; Madura, ].D.; Impey, R.W.; Klein, M.L. Comparison of simple potential
functions for simulating liquid water. J. Chem. Phys. 1983, 79, 926-935. [CrossRef]

Salomon-Ferrer, R.; Gotz, A.W.; Poole, D.; Le Grand, S.; Walker, R.C. Routine microsecond molecular dynamics
simulations with AMBER on GPUs. 2. Explicit solvent particle mesh Ewald. ]. Chem. Theory Comput. 2013, 9,
3878-3888. [CrossRef]

Le Grand, S.; Gotz, A.W.; Walker, R.C. SPFP: Speed without compromise—A mixed precision model for GPU
accelerated molecular dynamics simulations. Comput. Phys. Commun. 2013, 184, 374-380. [CrossRef]
Cheatham, T.I; Miller, J.; Fox, T.; Darden, T.; Kollman, P. Molecular dynamics simulations on solvated
biomolecular systems: The particle mesh Ewald method leads to stable trajectories of DNA, RNA, and proteins.
J. Am. Chem. Soc. 1995, 117, 4193-4194. [CrossRef]

Miyamoto, S.; Kollman, P.A. Settle: An analytical version of the SHAKE and RATTLE algorithm for rigid
water models. J. Comput. Chem. 1992, 13, 952-962. [CrossRef]

Feenstra, K.A.; Hess, B.; Berendsen, H.]. Improving efficiency of large time-scale molecular dynamics
simulations of hydrogen-rich systems. J. Comput. Chem. 1999, 20, 786-798. [CrossRef]

Vanommeslaeghe, K.; MacKerell, A., Jr. CHARMM additive and polarizable force fields for biophysics and
computer-aided drug design. Biochim. Biophys. Acta (BBA)-Gen. Subj. 2015, 1850, 861-871. [CrossRef]
Phillips, J.C.; Braun, R.; Wang, W.; Gumbart, J.; Tajkhorshid, E.; Villa, E.; Chipot, C.; Skeel, R.D.; Kale, L.;
Schulten, K. Scalable molecular dynamics with NAMD. J. Comput. Chem. 2005, 26, 1781-1802. [CrossRef]


http://dx.doi.org/10.1016/j.forsciint.2018.10.006
http://dx.doi.org/10.1038/s41598-018-33328-8
http://dx.doi.org/10.1007/s12551-017-0365-4
http://dx.doi.org/10.1074/jbc.272.33.20730
http://dx.doi.org/10.1038/nsmb.1994
http://dx.doi.org/10.1038/nature10370
http://www.ncbi.nlm.nih.gov/pubmed/21874019
http://dx.doi.org/10.1016/j.conb.2005.05.005
http://dx.doi.org/10.1039/b802918k
http://dx.doi.org/10.1074/jbc.M206651200
http://www.ncbi.nlm.nih.gov/pubmed/12456682
http://dx.doi.org/10.1021/bi001881p
http://www.ncbi.nlm.nih.gov/pubmed/11141063
http://dx.doi.org/10.1016/0263-7855(96)00018-5
http://dx.doi.org/10.1038/nprot.2016.169
http://www.ncbi.nlm.nih.gov/pubmed/28079879
http://dx.doi.org/10.1002/prot.24403
http://www.ncbi.nlm.nih.gov/pubmed/23996272
http://dx.doi.org/10.1002/prot.21117
http://dx.doi.org/10.1002/prot.22711
http://dx.doi.org/10.1063/1.445869
http://dx.doi.org/10.1021/ct400314y
http://dx.doi.org/10.1016/j.cpc.2012.09.022
http://dx.doi.org/10.1021/ja00119a045
http://dx.doi.org/10.1002/jcc.540130805
http://dx.doi.org/10.1002/(SICI)1096-987X(199906)20:8&lt;786::AID-JCC5&gt;3.0.CO;2-B
http://dx.doi.org/10.1016/j.bbagen.2014.08.004
http://dx.doi.org/10.1002/jcc.20289

Int. ]. Mol. Sci. 2020, 21, 4323 20 of 20

78. Ryckaert, J.-P.; Ciccotti, G.; Berendsen, H.J. Numerical integration of the cartesian equations of motion of a
system with constraints: Molecular dynamics of n-alkanes. J. Comput. Phys. 1977, 23, 327-341. [CrossRef]

79. Roe, D.R,; Cheatham, T.E., IIl. PTRA]J and CPPTRAJ: Software for processing and analysis of molecular
dynamics trajectory data. J. Chem. Theory Comput. 2013, 9, 3084-3095. [CrossRef]

80. Biovia, D.S. Discovery Studio Modeling Environment; Release 2017; Dassault Systémes: San Diego, CA, USA, 2016.

® © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1016/0021-9991(77)90098-5
http://dx.doi.org/10.1021/ct400341p
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	The Design of Peptides Representing Potential TRPM4-Binding Epitopes for CaM, S100A1 and PIP2 
	CaM and S100A1 Form Complexes with M4nt_WT and M4ct_WT 
	The Basic Amino Acids of M4nt_WT and M4ct_WT are Crucial for Binding to CaM and S100A1 
	The Binding Interfaces of M4nt_WT/CaM and M4ct_WT/CaM Complexes 
	The Binding Interfaces of M4nt_WT/S100A1 and M4ct_WT/S100A1 Complexes 
	M4nt_WT and M4ct_WT Bind PIP2 
	The Binding Interface of the PIP2/M4ct_WT Complex 

	Discussion 
	Conclusions 
	Materials and Methods 
	Design of TRPM4 N- and C- Terminal Binding Epitopes 
	M4nt and M4ct Peptide Synthesis and Site-Directed Mutagenesis 
	CaM, S100A1 Purification and PIP2 Preparation 
	Steady-State Fluorescence Anisotropy 
	Time-Resolved Fluorescence Measurements 
	Protein–Protein Docking 
	Molecular Dynamics Simulations 

	References

