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Tight junctions are macromolecular structures that traverse the space between adjacent cells in epithelia and endothelia. 
Members of the claudin family are known to determine tight junction permeability in a charge- and size-selective manner. 
Here, we use molecular dynamics simulations to build and refine an atomic model of claudin-15 channels and study its 
transport properties. Our simulations indicate that claudin-15 forms well-defined channels for ions and molecules and 
otherwise “seals” the paracellular space through hydrophobic interactions. Ionic currents, calculated from simulation 
trajectories of wild-type as well as mutant channels, reflect in vitro measurements. The simulations suggest that the 
selectivity filter is formed by a cage of four aspartic acid residues (D55), contributed by four claudin-15 molecules, which 
creates a negative electrostatic potential to favor cation flux over anion flux. Charge reversal or charge ablation mutations 
of D55 significantly reduce cation permeability in silico and in vitro, whereas mutations of other negatively charged pore 
amino acid residues have a significantly smaller impact on channel permeability and selectivity. The simulations also indicate 
that water and small ions can pass through the channel, but larger cations, such as tetramethylammonium, do not traverse 
the pore. Thus, our model provides an atomic view of claudin channels, their transport function, and a potential three-
dimensional organization of its selectivity filter.
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Introduction
Tight junctions form a selective barrier limiting paracellu-
lar transport across epithelia and endothelia (Chalcroft and 
Bullivant, 1970; Tang and Goodenough, 2003; Anderson and Van 
Itallie, 2009; Furuse, 2010; Lingaraju et al., 2015; Zihni et al., 
2016; Odenwald and Turner, 2017). Claudins are one of the major 
tight junction components and are thought to define paracellular 
permeability to small ions (Furuse et al., 1999; Morita et al., 1999; 
Colegio et al., 2003; González-Mariscal et al., 2003; Piontek et 
al., 2008; Gonçalves et al., 2013; Günzel and Yu, 2013) by sealing 
the paracellular space and by forming ion channels that provide 
a selective pathway for the passage of water and ions (Tang and 
Goodenough, 2003; Yu et al., 2009; Rosenthal et al., 2010; Weber 
et al., 2015). However, the molecular architecture of claudin 
channels and how it defines function remain poorly defined.

Each claudin monomer contains four transmembrane (TM) 
helices (TM1–TM4), two extracellular segments, and a short 
extracellular helix (ECH). The first extracellular segment (ECS1; 
∼40 amino acids) contains the highly conserved signature 
sequence W-G/NLW-C-C and is thought to contain the residues 
that line the conduction pathway and determine the claudin pore 
charge selectivity (Colegio et al., 2002, 2003; Van Itallie et al., 
2003; Van Itallie and Anderson, 2006; Anderson and Van Itallie, 

2009; Yu et al., 2009; Günzel and Yu, 2013; Suzuki et al., 2014). 
The second extracellular segment (ECS2; ∼10 amino acids) con-
tains residues thought to be involved in claudin–claudin inter-
action and mediate the assembly of claudins into tight junctions 
(Piontek et al., 2008, 2017; Anderson and Van Itallie, 2009; Piehl 
et al., 2010; Krause et al., 2015). The recently defined claudin-15 
crystal structure provided additional insight (Suzuki et al., 2014). 
Part of ECS1 and ECS2 forms a unique “palm-like” β-sheet struc-
ture that is suggested to line the permeation pathway and define 
the pore surface (Angelow et al., 2008; Suzuki et al., 2014, 2015). 
However, the crystal structure does not contain portions of the 
extracellular loops and does not consider interactions of claudins 
between adjacent cells, making it impossible to define channel 
structure and function.

Suzuki et al. (2015) proposed an organization of multiple clau-
din monomers within adjacent lipid membranes. In this model, 
claudin pores are formed by association of two antiparallel double 
rows of claudins in the membranes of two adjacent cells. Claudin 
monomers in the two rows interact with each other through their 
β-sheet domains, forming an extended β-sheet structure that is 
maintained by hydrogen bonds. However, the proposed model 
does not provide any details on how the disordered regions in 
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the ECSs, which were not fully resolved in the crystal structure, 
interact at a molecular level. In addition, it remains unclear how 
this claudin-15 model can define pore permeability.

To understand the molecular basis of how claudins form 
ion-selective paracellular channels and how these channels form 
selectively permeable pathways, we combined MD simulation 
with in vitro analyses of claudin-15 function in model epithe-
lium. All-atom simulations allowed us to generate a functional 
model for claudin-15 conductance and selectivity. Simulations 
indicate that claudin-15 seals the paracellular space and forms 
well-defined pathways for transport of ions and water molecules. 
In addition, the pores are cation selective and sensitive to muta-
tion of negatively charged residues lining the pore. The simu-
lations have suggested D55 as the key residue defining channel 
cation permeability and demonstrate how it interacts with per-
meating cations. Mutational analysis in silico and in vitro further 
support our findings. Thus, our study provides novel insight into 
claudin-15 structure and function.

Materials and methods
Simulation details
All-atom MD simulations were performed using the program 
NAMD (Phillips et al., 2005) and the CHA RMM36 force field for 
proteins (MacKerell et al., 1998; Mackerell et al., 2004; Best et al., 
2012), ions (Jorgensen et al., 1983), and phospholipids (Klauda 
et al., 2010) with the TIP3P water model (Jorgensen et al., 1983). 

Assuming periodic boundary conditions, long-range electrostatic 
forces were calculated using the particle mesh Ewald method 
(Darden et al., 1993) with a grid spacing of at least 1 Å in each 
direction. The simulations used time steps of 1 fs, 2 fs, and 4 fs for 
bonded, nonbonded, and electrostatic calculations, respectively. 
Langevin dynamics with a friction coefficient of γ = 5 ps−1 was 
used to keep the temperature constant at 333°K. The Langevin 
Nosé-Hoover method (Feller et al., 1995) was used to maintain the 
pressure at 1 atm in constant-pressure simulations. Additional 
restraints on the protein backbone were applied by enforcing 
a harmonic potential with a force constant of 3.0 kcal/mol/Å2 
unless otherwise stated.

System setup
The crystal structure of mouse claudin-15 (Protein Data Bank 
accession no. 4P79; Suzuki et al., 2014) was used as the starting 
point for the simulations. To build a complete model of the clau-
din-15 monomer, the missing residues 34–41 on ECS1 were mod-
eled using the program MOD ELL ER (Sali and Blundell, 1993). The 
initial structure of claudin-15 channels was built based on the 
modeled structure of the monomer and the proposed architec-
tural model (Suzuki et al., 2015). In this model, each membrane 
contains claudin monomers that are arranged in an antiparallel 
double row (Fig. 1, A and B). Claudin pores are formed by head-
to-head interaction of the extracellular domains of claudins in 
two parallel membranes, mimicking the membranes of adjacent 
cells within the tight junction (Fig. 1 C).

Figure 1. Claudin-15 monomers assemble into double-row strands and form paracellular channels. (A) Top view of the model of six claudin-15 molecules. 
The two rows are colored orange and blue. (B) Side view of the model. (C) Snapshot of the simulation system consisting of two parallel lipid membranes and 
claudin pores after equilibration. In this conformation, the claudins form paracellular channels shown with black circles.

4P79
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To build an atomic model of claudin pores in their native envi-
ronment, we built a system consisting of two parallel POPC lipid 
membranes, each including six claudin monomers. The resulting 
system contains 710 POPC lipid molecules, 70,899 water mole-
cules, and 328 ions with a total of 341,609 atoms. The system was 
equilibrated in a multistep process (described in detail below), in 
which the claudin-15 pores were further refined through exten-
sive MD simulations.

Initially, six monomers were arranged in an antiparal-
lel double row in a single membrane of POPC surrounded by 
150 mM NaCl in water. The size of the system was chosen such 
that the intermolecular contacts between claudin-15 monomers 
in each unit cell were identical to those between claudins at 

two neighboring cells, resulting in a continuous strand of clau-
din-15 in the membrane. The system was minimized for 5,000 
steps followed by 100 ps of simulation in which the lipid tails 
were allowed to melt. The system was then equilibrated for 15 
ns at constant pressure and temperature with the backbone of 
the protein constrained, allowing only the extracellular loops 
(residues 34–41, 149–154, and 56–58) to move. To improve the 
packing of the lipids between the two claudin rows, the protein 
backbone was released for a short period of time (1 ns), allow-
ing further adjustment of the lipids without disruption of the 
interprotein contacts at the extracellular domains. The simula-
tions were then continued for another 5 ns at constant volume 
with the protein backbone constrained to obtain a well-packed 

Figure 2. Claudin-15 channel conductance is saturated within the physiological range of Na+ and Cl−. (A–D) I-V plots are calculated with 50 mM of Na+ 
and no Cl− (A), neutralized with 24 TEA+ and 60 mM NaCl (B), 110 mM NaCl (C), or 170 mM NaCl (D). (E) Conductance of the Na+ ions for the WT channel for 
the four systems above.



Samanta et al. 
Structure and function of claudin-15 channel

Journal of General Physiology
https://doi.org/10.1085/jgp.201711868

952

protein-membrane system in a single POPC bilayer. To ensure 
the stability of the protein structure, the protein backbone was 
released and the simulation was continued for another 10 ns, 
during which the RMSD of the protein backbone remained 
within 3.08 Å of the initial structure.

Next, to build the two-membrane system, the equilibrated 
protein structure was replicated based on the previously pro-
posed architectural model (Suzuki et al., 2015), resulting in a 
system of three pores between two parallel rows of claudin-15. 
The modeled loop (residues 34–41) contained one of the two 
variable regions that are proposed to be responsible for head-
to-head interaction of claudin-15 and formation of the channels 
(Suzuki et al., 2015). To further refine these loops, short MD 
simulations (100–500 ps) were performed in which the extra-
cellular loops were allowed to move freely in the full channel 
structure while the backbone of the rest of the protein was 
constrained. To avoid any bias toward the initial conformations 
that might allow the loops to be entangled and confined to cer-
tain configurations, nonbonded interactions between mobile 
regions of claudin-15 pairs were turned off, allowing the loops 
to pass through each other and explore a wider collection of 
conformations. Such methods have been used to model overlap-
ping loops in other membrane proteins (Sandtner et al., 2011; 
Shen et al., 2015). To facilitate the equilibration, steered MD 
(Lu and Schulten, 1999; Isralewitz et al., 2001) was performed 
on the modeled loops with a soft force constant of 2.2 kcal/mol/
Å2 and a pulling velocity of 0.01 Å/ps for durations of 50–100 
ps to avoid possible entanglements.

The model of 12 claudin-15 monomers was then embedded in 
two parallel and identical layers of POPC lipid bilayers that were 
obtained in the first step of the refinement. The resulting sys-
tem was solvated with an aqueous solution of ∼110 mM NaCl. To 
avoid electroporation in the double-membrane system, ion con-
centrations were chosen such that the net electrostatic charge 
between the two sides of each membrane was zero and the unit 

cell remained neutral. To achieve this, we added 52 Na+ and 28 
Cl− in the central compartment of the simulation system and 112 
Na+ and 136 Cl− in the outer compartments, resulting in a net elec-
trostatic charge of zero across the two sides of each membrane. A 
snapshot of the simulated system is shown in Fig. 1 C.

To equilibrate the complete system, it was first minimized for 
5,000 steps, followed by 8 ns of equilibration where the protein 
backbone was constrained at constant pressure and tempera-
ture, allowing the loops to relax. The constrained backbone was 
gradually released by reducing the force constant to 1.5, 0.75 to 
0.3 kcal/mol in 6 ns under constant pressure. It was minimized 
for 5,000 steps and run for 6 ns of equilibration where every-
thing was released, at constant pressure, followed by 25 ns of 
free equilibration at constant volume. To assess the stability of 
the model, the equilibration was continued for 250 ns. Structural 
properties and interaction surfaces of claudin monomers were 
characterized during this trajectory.

It has to be noted that it is imperative to use a system with clau-
din strands that continue periodically across the unit cell bound-
aries if the system is used to study ion permeation across claudin 
pores. A noncontinuous strand of claudins will result in leakage 
and nonuniform voltage drops across claudin pores. However, 
to assess the stability of the proposed double-row arrangement 
of claudins, we have repeated the simulations of six and twelve 
claudins in larger lipid membranes in a noncontinuous setup. 
These systems confer more flexibility to the protein systems and 
allow lateral diffusion of the claudins in the membrane or partial 
adjustment of the distance between claudins in two membranes 
(trans-interactions). Both of these systems proved to be stable 
after 50–100 ns of equilibration with mean RMSDs of 3.7–4.7 Å 
with respect to the initial setup.

Ion transport simulations
To simulate the passage of ions through claudin-15 pores and 
measure the ionic current of monovalent cations of different 

Figure 3. Human and mouse claudin-15 are similar. (A) Sequence alignment of mouse claudin-15 and human claudin-15. Identical residues are shown in 
black and nonidentical residues in red. The residues highlighted in the sequence lie in the extracellular region of claudin-15 monomer. (B) A snapshot of mouse 
claudin-15 monomer showing the nonidentical residues in the extracellular region (Y50, S60, and A152) in licorice and in the backbone of the helices in pink.
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sizes, four additional systems were prepared in which the 110-mM 
NaCl solution was replaced with 110 mM methylammonium chlo-
ride, ethylammonium chloride, tetramethylammonium chloride, 
or tetraethylammonium chloride. Each system was equilibrated 
for 20 ns after ion replacement and subjected to potential biases 
of −1.2 V, −0.8 V, −0.4 V, 0.4 V, 0.8 V, or 1.2 V across the pores. The 
voltage bias was generated by application of a constant electric 
field parallel to the pores (Gumbart et al., 2012). During these sim-
ulations, the protein backbone of the TM region was constrained 
with a small force constant of 0.9 kcal/mol/Å2 to avoid drift of 
the protein in the membrane in the presence of the applied volt-
age. The CHA RMM36 general force field was used for the cation 
parameters (Vanommeslaeghe et al., 2010), and each simulation 
was run for 35 ns at constant volume (V) and temperature (T; NVT 
ensemble). The total ionic current was calculated from the dis-
placement current corresponding to all partial charges of the sys-
tem (Khalili-Araghi et al., 2013; Adelman and Grabe, 2015). Cation 
and anion currents in each system were also calculated from dis-
placement currents of each ion throughout the simulations.

Analysis of claudin-15 mutants
To simulate the ionic currents passing through claudin-15 pores 
containing claudin-15 single mutations, multiple mutant sys-
tems (D55N, D55K, D64K, and E46K/D55K/D64K) were prepared 
using molecular visualization program VMD, starting from the 
equilibrated system of claudin-15 pores. Each mutant system was 
equilibrated for 12 ns at constant volume and temperature and 
subjected to external potential bias for 35 ns. Current–voltage 
relationships in these systems were calculated from the 35-ns 
trajectories using the same procedure as described above.

Concentration dependence studies
To accurately calculate the permeability of the claudin-15, it is 
essential that we study channel properties over a region of con-
centrations where the channel is saturated (Levitt, 1978; Nadler 
et al., 2004). To test this, the Na+ and Cl− concentrations were 
varied from 50 to 170 mM, and in each case, ionic conductance 
was calculated from 35-ns simulation trajectories as described 
above (Fig. 2, A–D). In each system, the number of ions was cho-
sen to ensure that (a) the unit cell was neutral and (b) the net 
charge across the membranes was zero. In addition to the sys-
tems containing NaCl, ionic currents were calculated in a system 

that was neutralized by 24 TEA+, a cation that is impermeable in 
the course of the simulation and was ionized with 60 mM NaCl 
(Fig. 2 B). These results demonstrate that at 110 mM, the calcu-
lated ionic conductance is relatively independent of ion concen-
trations (Fig. 2 E).

Generation of enhanced GFP–claudin-15 coding plasmid
Full-length human claudin-15 was synthesized (Integrated DNA) 
and cloned into a single vector–based doxycycline-inducible 
EGFP-fusion protein expressing PiggyBac plasmid using the InFu-
sion ligase-independent cloning system (Clontech). This plasmid 
also encodes the Tet3G transcription activator (Buschmann et al., 
2013). Claudin-15 point mutants (E64K, D55N, and D55K) were 
generated using the QuickChange Lightning site-directed muta-
genesis kit (Agilent). For claudin-15 E46K/D55K/E64K triple 
mutant, the full-length mutant human claudin-15 sequence was 
synthesized and cloned similar to WT claudin-15.

Because of the high sequence similarity between mouse 
claudin-15 and human claudin-15 (78% identity and 92% simi-
larity; Fig. 3), no significant differences are expected between 
the mouse and human claudin-15 channels. The sequence align-
ment demonstrates only one amino acid difference within the 
pore lining residues (D64 vs. E64), which does not impart any 
significant difference.

Cell culture and generation of stably transfected cell lines
High-resistance Madin–Darby canine kidney (MDCK) I cells 
(obtained from E. Rodringez-Boulan, Cornell University, Ithaca, 
NY) were cultured in Dulbecco's modified Eagle's media with 1g/
liter glucose, 15 mM HEP ES, pH 7.4, and 10% FBS. They were fed 
three times a week and subcultured every 3–4 d.

To generate stable cell lines, individual EGFP– and EGFP–clau-
din-15 encoding plasmids were double transfected with a Piggy-
Bac transposase-encoding plasmid and transfected into MDCK I 
cells using Lipofectamine 2000 (Life Technology). Cells with Pig-
gyBac transposase-mediated plasmid integration were selected 
by culturing transfected cells in complete medium supplemented 
with 300 µg/ml hygromycin until individual colonies had grown 
out. Pooled clones were maintained in complete medium supple-
mented with 150 µg/ml hygromycin.

For functional analysis, MDCK I cells were plated on 0.33-
cm2 polycarbonate semipermeable membranes with 0.4-µm 

Figure 4. Claudin-15 pore stability. (A) RMSD of the protein backbone with respect to the initial model of claudin pores in the membrane over the equili-
bration trajectory. Rigid body movement of the entire system is removed before calculating the RMSD at each frame. (B and C) RMSF of the protein residues 
over the last 50 ns of equilibrium trajectory for each claudin monomer. The RMSF values of six claudin monomers in each layer are shown separately in B and C.
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pores (Corning Life Sciences) at confluent density. Cells were 
fed every day and were used 4 d after plating as described pre-
viously (Buschmann et al., 2013; Weber et al., 2015). To induce 
EGFP and EGF–claudin-15 expression, doxycycline (10–50 ng/ml, 
depending on the genes expressed, to ensure equal exogenous 
gene expression) was included in the complete culture medium 
1 d after plating.

In vitro measurements of claudin-15 barrier function
MDCK I monolayers with doxycycline-induced EGFP, EGFP–
claudin-15 expression, and their respective controls without 
doxycycline-induced exogenous gene expression grown on 0.33 
cm2 semipermeable supports (Transwells) were used. A cur-
rent-clamp technique was used to measure barrier function as 
previously described (Yu et al., 2009; Weber et al., 2010, 2015; 
Buschmann et al., 2013). Voltage- and current-sensing electrodes 
consisted of two pairs of Hank’s balanced salt solution (HBSS)–
containing agar bridges that bridge from the Transwells (located 
on a heating plate 37°C) to glass vials containing voltage- and 
current-sensing electrodes. Each pair consisted of one apical 
and one basolateral electrode. Voltage-sensing electrodes were 
Beckman Calomel-pHree electrodes in KCl, and current-sensing 
electrodes were Ag-AgCl wires in HBSS. Both pairs of electrodes 
connect to the voltage clamp amplifier via a preamplifier (Uni-
versity of Iowa Bioengineering).

Figure 5. Cis-interactions between claudin monomers. Snapshot of three 
claudins monomers after 135 ns of equilibration in the double-bilayer system 
shows interactions between S67 of ECH and E157 of a neighboring claudin. 
E157 located at the interface of two monomers is hydrated and interacts with 
permeating cations. The cis-interactions observed in the crystal structure of 
claudin-15 (Suzuki et al., 2014) between M68 on ECH and the hydrophobic 
pocket of a neighboring claudin formed by F146, F147, and M158 of neighbor-
ing claudins are maintained throughout the simulation.

Figure 6. The double-row arrangement of claudins in the membrane remains stable through hydrogen bonds between β-sheets of adjacent claudins. 
(A–C) The number of hydrogen bonds between β-sheets of adjacent claudin-15 monomers in the lipid membrane remains stable over the course of the simula-
tion. (D) Snapshot of the model showing the hydrogen bonds between β-sheets of adjacent claudin-15 monomers. Simulation unit cell contains six monomers 
in each membrane and three interfaces forming between claudin pairs marked with A, B, and C.
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Transwells with confluent monolayers were transferred 
to HBSS with 1 g/ml glucose and incubated at 37°C for 30 min 
before the experiment. After equilibration, transepithelial elec-
trical resistance (TER) was calculated from Ohm’s law using 
10-μA current clamp steps and measured voltage. TER values are 
corrected for the resistance of an empty insert and multiplied 
by insert size. PNa

+/PCl
− was measured as previously described 

(Weber et al., 2010, 2015) from NaCl dilution potentials by 
replacing the basal HBSS with HBSS containing half the apical 
NaCl concentration but osmotically balanced with mannitol. The 
Goldmann–Hodgkin–Katz equation (Vrev = −(RT/F)ln[(α + β)/(1 + 
αβ)]; β = PCl

−/PNa
+, α = 1.9, RT/F = 26.6) was used to calculate the 

relative permeability of sodium to chloride (PNa
+/PCl

−). Vrev was 
determined by current clamping at I = 0. To determine claudin-15 
channel size selectivity to monovalent cations, bi-ionic poten-
tials were measured by replacing Na+ in basal HBSS with the 
following larger-sized cations: methylammonium (MA+; radius 
2.1 Å; Jishi, 2016), ethylammonium (EA+; radius 2.7 Å; Niga et al., 
2010), tetramethylammonium (TMA+; radius 3.0 Å; McCleskey 
and Almers, 1985), and tetraethylammonium (TEA+; radius 3.5 
Å; Ikuno et al., 2015). PM

+/PNa
+ was calculated from Vrev = (RT/F)

ln[(γ + β)/(1 + β)], where γ = PM
+/PNa

+.

Results
Generation of the claudin-15 channel model
Based on the claudin-15 crystal structure, a model of claudin 
assembly was established (Suzuki et al., 2015). In this model, 

claudin-15 monomers assemble into linear strands consisting 
of an antiparallel double row of claudins in a single membrane. 
Claudin monomers interact with each other through their extra-
cellular β-sheets, forming a half-pipe structure that is main-
tained by hydrogen bonds between the β-strands. The Suzuki 
et al. model is consistent with cysteine cross-linking experi-
ments that show dimerization of claudins through extracellular 
β-sheets (Angelow and Yu, 2009; Li et al., 2013), as well as the 
strand dimensions observed in freeze-fracture electron micros-
copy images (Suzuki et al., 2015), and we used this model as the 
basis for understanding claudin-15 quaternary structure.

To build a complete structure of the pore, the claudin-15 
extracellular loop domains (missing from the crystal structure) 
were restored using MOD ELL ER software (Sali and Blundell, 
1993). The protein was relaxed in a single lipid membrane con-
taining six claudins. The claudins in the single membrane were 
arranged in an antiparallel double row (Fig.  1, A and B) that 
continued beyond the edges of the periodic box to form a con-
tinuous strand. The single membrane system was then repli-
cated based on the proposed model (Suzuki et al., 2015) to build 
a system of claudin pores in two parallel POPC lipid membranes 
(Fig. 1 C). The continuous strand formation of pores was nec-
essary to avoid ionic leakage and potential drops across claudin 
channels in the presence of an externally applied voltage gra-
dient. The resulting model, containing three claudin pores, was 
then refined in a series of MD simulations until a stable con-
formation of the protein was reached. During the last 50 ns of 
the simulation, the mean root-mean-square fluctuation (RMSF) 

Figure 7. Trans-interactions between ECS2 loops. (A) Conformation of ECS2 loops after 135 ns of equilibration is shown for two claudin monomers. L150 
and P149 of two opposing monomers interact with each other throughout the simulations. (B) Snapshots of the ECS2 before (red) and after (blue) equilibration 
are compared the crystal structure (orange). The initial model of Suzuki et al. (2015) did not include the ECS2 loop because of possible clashes between the 
two claudin rows. The conformation of ECS2 loop in red corresponds to our initial model of claudin pores, in which partial clashes or entanglement of the loops 
were removed through MD simulations. After removing the rigid body movement of TM3 and β5 (selection shown here), the equilibrated structure of ECS2 
(blue) matches that of the crystal structure (orange), indicating that a tilting of TM helices in the claudin pore model will remove potential clashes in the initial 
model (Suzuki et al., 2015). The salt bridge between the side chain of K155 and backbone of N148 in ECS2 is maintained throughout the simulation (∼60% of 
the time), conferring relative rigidity to the ECS2 loops.
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of the claudin-15 backbone was 1.95 Å, showing that stability 
was achieved. Our model had a mean backbone RMSD of 3.49 Å 
relative to the initial model of claudin pores in the membrane, 
indicating that the extracellular loop structure in our simula-
tions does not destabilize the overall model. The mean RMSD of 
the protein backbone over 250 ns of simulation and the RMSF 
of the monomers over the last 50 ns of the equilibration are 
plotted in Fig. 4.

Claudin-15 channel structure
Once a stable model was generated (Fig.  1  C), we character-
ized the structure and stability of interactions between clau-
din monomers. The linear arrangement of claudin monomers, 
as observed in the crystal packing, remains stable throughout 
the simulation. Fig. 5 shows a snapshot of the interface formed 
between the ECH of one claudin and the conserved F-Y/F-(X)9-10-
E-L/I/M/F motif of a neighboring claudin after 135 ns of equili-
bration. Comparison of these residues with the crystallographic 
arrangement shows little deviation or disruption of the cis-in-
teractions observed in the crystal packing, with a mean RMSD of 
1.95 Å with respect to the crystal structure during the simulation. 
In addition, simulations show that E157, a highly conserved res-
idue among channel- and barrier-forming claudins (Lim et al., 
2008b; Piontek et al., 2008, 2017; Krause et al., 2015), forms a 
stable hydrogen bond with S67 of the ECH (Fig. 5).

Consistent with the proposed model of Suzuki et al. (2015), 
simulations show that surface interactions between claudin-15 
monomers in the double-row strands were maintained through 
hydrogen bonds between β-sheets of adjacent claudins. The 
number of hydrogen bonds remains stable over the course of the 
simulation across each interface, further supporting the stability 
of the double-row arrangement of claudins (Fig. 6).

Claudin molecules possess two extracellular segments, ECS1 
and ECS2, which are thought to mediate trans-interactions 
between claudins in two opposing membranes (Furuse et al., 
1999; Lim et al., 2008a,b; Piontek et al., 2008, 2017; Piehl et al., 
2010). Modeling in the presence of a second membrane allowed 
us to look more closely at these interactions. The second extra-
cellular segment ECS2 containing residues 148–155 is suggested 
to associate with itself and participate in trans-interactions 
between claudins in two opposing membranes (Piontek et al., 
2008, 2017; Piehl et al., 2010). This segment, which was par-
tially omitted in the initial model of Suzuki et al., was included 
in the simulation and equilibrated in the presence of the second 
membrane. To improve sampling and avoid any clashes caused 
by the initial placement of the extracellular loops, we used a 
simulation protocol (Sandtner et al., 2011; Shen et al., 2015) in 
which the loops from opposing membranes were allowed to pass 
through each other without entanglement (see Materials and 
methods). Fig. 7 A shows a snapshot of two ECS2 loops after 135 

Figure 8. Snapshot of the ECS1 loop forming the trans-interactions between claudin rows. (A) The protein backbone of six monomers in one lipid 
bilayer is shown in gray. The initial and final conformations of the extracellular loop (residues 34–43) between β1 and β2 are shown with thin and thick lines, 
respectively. The loops are colored in the same manner as Fig. 1 for the top and bottom monomers. (B and C) Side view of the trans-interactions between the 
loops between two claudin rows. The inset shows hydrogen bonds between hydrophobic residues 39 and 42 of two opposing loops that seal the paracellular 
space to water molecules.
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ns of equilibration. Trans-interactions between claudins are 
partly maintained through pairwise interactions between P149 
and L150 of ECS2 segments that form two complementary hydro-
phobic patches. The simulation shows that with little adjustment 
and partial tilting of TM helices, the conformation of the loops as 
observed in the crystal structure of claudin-15 can accommodate 
the trans-interactions observed here (Fig. 7 B). In addition, the 
salt bridge between the side chain of K155 and backbone of N148 
in ECS2 is maintained throughout the simulation (∼60% of the 
time), conferring relative rigidity to the ECS2 loops.

The sequence between β1 and β2 strands in ECS1 (residues 
34–41) is highly variable among claudins and has been suggested 
to be involved in trans-interactions (Krause et al., 2008; Angelow 
and Yu, 2009). This variable region, which was not resolved in 
the crystal structure of claudin-15, was included in the atomic 
model of the pore and equilibrated in a manner similar to the 
smaller ECS2 loop. Fig. 8 shows snapshots of this loop before and 
after equilibration and its variation among 12 claudin monomers. 
Without any prior assumptions, pairwise interactions between 
residues 39 and 42 of two opposing loops establish strong hydro-
phobic interactions (Fig.  8, B and C). A snapshot of hydrogen 
bond networks between residues 39 and 42 of two opposing clau-
dins is shown in Fig. 8 B.

Thus, our simulations show that trans-interactions between 
extracellular segments are maintained predominantly through 
hydrophobic interactions. Similar interactions were also 
observed in a recent simulation study (Alberini et al., 2017). 
These interactions are crucial for sealing the paracellular space 
and guiding the flow of water and ions through claudin pores in 
a controlled fashion. As such, the hydrophobic nature of these 
interactions plays an important role in keeping the water away 
and creating a well-defined pore surface attracting the flow of 
water molecules and ions.

Claudin-15 forms water-filled paracellular pores
The atomic model of the pore gives us a unique opportunity to 
study the structural properties of the proposed model and their 
functional implications. The claudin-15 pore is formed by two 
hemichannels, each consisting of two adjacent claudin-15 mono-
mers (one from each antiparallel row). Overall, the pore is 49 Å 

long, with a mean radius of 4.2 Å in the narrowest region and a 
mean radius of 8.1 Å in the widest region. This is best appreciated 
through examination of the pore’s radial profile (Fig. 9). The pore 
is wide enough to allow partially hydrated ions such as Na+ and 
Cl− to go through while discriminating against larger ions.

The permeation pathway is lined by β-sheets contributed 
by each monomer, forming a channel that is symmetric along 
the permeation pathway. The narrowest part of the channel is 
located near the entrance of the pore, with a wide cavity in the 
middle of the pore. Negatively charged residues, in particular 
D55, E46, and D64, line the permeation pathway, with D55 located 
in the widest region of the pore and E46 and D64 both located at 
the narrower region of the pore closer to the entrance. D145 and 
E157, two other conserved negatively charged residues (Piontek 
et al., 2008, 2017; Krause et al., 2015), are located near the mouth 
of the protein on either side. The position of these residues along 
the permeation pathway is shown in Fig. 9.

Simulations show that claudin pores occupy the paracellular 
space and provide well-defined pathways for ions and water mol-
ecules between the two membranes. Analysis of water density 
across the simulation box shows that water molecules are con-
fined to the claudin pores with little or no access to the paracellu-
lar space within the claudin-15 strands (Fig. 10). Water molecules 
occupy the vestibules formed by claudin pores with a density very 
close to the bulk density of water. Thus, the model supports that 
cis- and trans-interactions between claudins provide a hydropho-
bic seal between monomers that is impermeable to water mole-
cules as well as small ions within the paracellular space.

Claudin-15 charge and size selectivity
We used MD to simulate ionic currents passing through the pores 
in the presence of an external voltage gradient. Ionic current 
was calculated from the displacement current corresponding to 
partial charges of the ions. Because Na+ and Cl− are the princi-
ple extracellular ions, we first measured their conductance in 
our model. The relationship between current and voltage was 
linear, consistent with a passive paracellular channel (Im and 
Roux, 2002; Yu et al., 2009; Jensen et al., 2010; Khalili-Araghi 
et al., 2013), and the slope was used to determine conductance. 
The channel showed a mean conductance of 150 pS, with Na+ 

Figure 9. The claudin-15 selectivity filter is near the center of the pore, where the channel is widest. The mean pore radius (±SD) from 250-ns simulation 
is plotted in two different dimensions along the pore axis. (A) Radius along the x axis. (B) Radius along the z axis.
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conductance of 121 pS and Cl− conductance of 29 pS (Fig. 11, A 
and F), demonstrating a relative selectivity of Na+/Cl− of ∼4.2.

Because claudin pores are known to be size selective (Anderson 
and Van Itallie, 2009; Yu et al., 2009; Weber et al., 2015), we sim-
ulated claudin-15 channel conductance to larger monovalent cat-
ions: methylammonium (MA+), ethylammonium (EA+), tetrame-
thylammonium (TMA+), and TEA+ (Fig. 11, B–E). As with Na+ and 
Cl−, the slope of the current–voltage relationship was linear, and 
we used it to determine conductance. TEA+ conductance was 
significantly lower than the other cations tested. The very small 
currents reported here correspond to partial movement of TEA+ 
across the pore without permeation. These results show that 
the claudin-15 model presented here is cation and size selective. 
Conductance measurements for different sized cations showed a 
sharp cutoff between TMA+ (radius 3.0 Å) and TEA+ (radius 3.5 
Å; Fig. 11 F). Cl− permeability was consistent across all five of our 
simulations, demonstrating that our simulation durations were 
long enough to minimize random data variation.

To validate our model, we compared modeling results with 
MDCK I monolayers expressing claudin-15. This model was 

chosen because parental MDCK I monolayers have very low 
claudin-2 and claudin-15 expression and very high transepithe-
lial resistance (Weber et al., 2015). In this tetracycline-inducible 
expression system, the addition of doxycycline-induced clau-
din-15 expression, (Fig. 12 A) decreased TER from 1,342 ± 308 to 
127 ± 25 Ωcm2 and increased the relative permeability of Na+ to 
Cl− (PNa

+/PCl
−) from 1.4 ± 0.1 to 19.9 ± 2.4. It has to be noted that 

a ∼14-fold increase in PNa
+/PCl

− in vitro does not necessarily cor-
respond to a relative permeability of ∼14 for claudin-15, but it is 
an indication that claudin-15 pores are highly cation selective, 
like in the model. To extract the relative permeability of Na+ to 
Cl− for claudin-15, one has to know the absolute baseline perme-
abilities of Na+ and Cl− in the parental lines and the contribution 
of claudin-15–independent permeabilities rather than their ratio. 
Thus, the magnitude of the values cannot be directly compared 
with the model, which lacks claudin-15–independent baseline 
tight-junction sodium permeability present in vitro.

To measure the in vitro size selectivity of claudin-15 pores, we 
measured equilibrium potentials after basolateral substitution of 
Na+ with the same monovalent cations studied in silico. We used 

Figure 10. Water density across paracellular space. The mean density of water molecules is calculated from the equilibration trajectories (∼250 ns) and is 
shown across two planes: a plane parallel to the two membranes crossing the pores in the middle (left) and a plane normal to the two membranes and crossing 
the pores in the middle (right). The plots show a complete seal of paracellular space to water molecules. Water molecules can only flow through the channels 
defined by claudin pores.
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the Goldmann–Hodgkin–Katz equation to calculate the relative 
permeability of these ions to Cl− (Yu et al., 2009; Weber et al., 
2015). The data show claudin-15 pores are cation selective and 
the permeability of monovalent cations decreases as their size 
increases, similar to the simulation results (Fig. 12 B vs. Fig. 11 F).

Molecular determinants of the selectivity filter
Because the simulations showed that claudin-15 pores are cation 
and size selective, we aimed to map the entire permeation path-
way to the principal extracellular cation (Na+) and anion (Cl−). We 
mapped the interaction times between permeating Na+ and Cl− 
and the amino acid residues lining the inner surface of the pore 
(Fig. 13 A). Although Na+ interacts with the pore-lining residues, 
Cl− ions pass through the center of the pore with little interaction 
with the protein and remain hydrated throughout their passage. 
The peak interacting site for Na+ was at D55. In contrast, other 
negatively charged residues within the pore (E46 and D64) have 

much shorter interaction times with Na+. Although D55 is posi-
tioned in the middle of the pore, D64 and E46 are located closer 
to the entrance near the narrowest region of the pore (Figs. 9 and 
14). D64 is located at the interface of two claudins, lines the sur-
face of the pore, and interacts with permeating ions as they pass 
through. A snapshot of the pore at the level of D55 demonstrates 
a cage-like arrangement of these negatively charged residues 
pointing to the ion permeation pathway (Fig. 13 B). Simultaneous 
binding of more than one partially hydrated Na+ to these bind-
ing sites was observed at all voltages applied. Similar interactions 
were also observed for other permeating cations MA+, EA+, and 
TMA+ (Fig. 15). The large cation TEA+ interacts with all four D55 
residues simultaneously (Fig.  15  D), effectively preventing its 
passage through the pore, explaining its very low conductance.

The above data support D55 as the key residue controlling 
the charge selectivity of claudin-15 in this model. To further 
define its role, we simulated conductance of several claudin-15 

Figure 11. MD simulations show the paracellular claudin-15 channels are cation and size selective. (A–E) I-V curves were calculated for systems con-
taining 110 mM solutions of NaCl (A), methylammonium chloride (MACl; B), ethylammonium chloride (EACl; C), tetramethylammonium chloride (TMACl; D), 
and tetraethylammonium chloride (TEACl; E). Cationic and anionic currents are shown in blue and orange, respectively. (F) Conductance of the ions (Na+, MA+, 
TMA+, TEA+, and Cl−) for the WT channel. Error bars represent SEM.
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pore mutants. Mutation of D55 to a neutral amino acid aspar-
agine (N) abolished claudin-15 charge selectivity and decreased 
total channel conductance. The permeability ratio of Na+ to Cl− 
reduced from 4.2 in the WT channel to 0.95 in the D55N mutant 
(Fig. 16, A and E). Mutation of D55 to a positive amino acid lysine 
(K) reversed the charge selectivity of the channel and slightly 

increased the overall conductance (Fig. 16, B and E). Because D64 
(E64 for humans) may impact ion permeation through the clau-
din-15 pores (Colegio et al., 2002; Krause et al., 2015), we mutated 
D64 (E64 for humans) to a positively charged K. This decreased 
channel cation selectivity without significantly altering overall 
channel conductance (Fig. 16, C and E). Finally, we simulated a 

Figure 12. In vitro permeability measurements of WT claudin-15 demonstrate cation and size selectivity. (A) Doxycycline was used to express clau-
din-15 in MDCK I monolayers stably transfected with tetracycline-inducible EGFP-claudin-15 expression plasmid. Bar, 15 µm. (B) Permeability measurements 
demonstrate that induction of claudin-15 expression results in increased permeability to small monovalent cations. Error bars represent SEM.

Figure 13. Negatively charged residue D55 interacts strongly with Na+ ions. (A) Normalized contact time (percent) of the Na+ and Cl− ions with claudin-15 
amino acid residues obtained from simulation trajectories. The ions are assumed to be in contact with the protein if they are within 4 Å of the heavy atoms 
of the protein. The peak at D55 represents a strong binding site for Na+ ions inside the claudin-15 pore. (B) Representative snapshot of claudin-15 pores from 
permeation trajectories in which Na+ ions (magenta) interact with D55 residues (green and red) inside the pore.
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triple mutation of E46K/D55K/D64K that, like D55K, reversed 
the charge selectivity of the pore, making the pore more con-
ductive to Cl−, and resulted in increased conductance (Fig.  16, 
D and E). Thus, these data indicate a critical role for D55 and 
relatively minor roles for D64 and E46 in defining claudin-15 
charge selectivity.

The simulated claudin-15 data agree with previously reported 
recordings of claudin-15 mutants (D55R, E64K, and E46K/D55R/
E64K) in MDCK II monolayers (Colegio et al., 2002). However, 
MDCK II monolayers are known to express high levels of another 
paracellular cation channel, claudin-2. Thus, a more appropri-
ate epithelial background on which to study the function of 

Figure 14. Snapshot of a claudin pore after 100 ns of equilibration showing the position of E46 and D64 near the entrance of the pore. The inset shows 
the top-view orientation of D64 at the interface of two claudins with its side chain parallel to the permeation pathway.

Figure 15. Claudin-15 D55 amino acid residues interact with monovalent cations. (A–D) Representative snapshots of claudin-15 pores from permeation 
trajectories show interactions with MA+ (A), EA+ (B), TMA+ (C), and TEA+ (D); carbon atoms are shown in pink, nitrogen in blue, and hydrogen in white. D55 
amino acid residues are shown in green and red.
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claudin-15 is high-resistance MDCK I monolayers, which have 
very low baseline paracellular cation conductance and low base-
line expression of claudin-15 and claudin-2 (Günzel and Yu, 
2013). We therefore studied the effect of the same mutations 
(E64K, D55N, D55K, and E46K/D55K/E64K) within claudin-15 
expressed in MDCK I monolayers (Fig. 17 A). All mutants signifi-
cantly increased TER and decreased PNa

+/PCl
− (Fig. 17, B and C). 

The most dramatic effects on pore permeability occurred with 
claudin-15 D55K mutant, which increased TER to 683 ± 11% of 
WT claudin-15–expressing monolayers and eliminated charge 
selectivity. Additional substitution of the other two negatively 
charged amino acid residues with positively charged amino acids 
(E46K/D55K/E64K) further induced the anion-selective shift in 
paracellular ion selectivity and increased channel resistance to 
783 ± 71% of WT claudin-15–expressing monolayers. However, the 

effects of such additional mutations are relatively minor relative 
to changes caused by D55K alone. Thus, our in vitro recordings 
corroborate the importance of D55 in establishing the claudin-15 
charge-selectivity filter, whereas other residues (E64 and E46) 
have smaller effects.

Claudin-15 permeability
To better understand the entire claudin-15 permeation pathway, 
we evaluated the density profile of permeating ions inside the 
claudin-15 channel (Fig. 18). In the case of Na+, the high-density 
regions in the middle of the pore corresponds to the four distinct 
cation binding sites (Fig. 18 A). These binding sites are located 
in the widest region of the channel (Fig. 9) and correspond to 
the four D55 residues. During the simulation, binding sites 
were occupied 32% of the time (Fig. 13 A). The density profile 

Figure 16. D55 is a key amino residue that defines claudin-15 cation selectivity. (A–D) I-V curves were calculated for systems containing 110-mM NaCl 
solutions for D55N (A), D55K (B), D64K (C), and triple mutation of E46K/D55K/D64K (D). The cationic and anionic currents are shown in blue and red, respec-
tively. (E) Conductance of claudin-15 pores for Na+ and Cl− ions obtained from simulation trajectories of the mutants and WT demonstrates the importance of 
D55. Error bars for the total conductance represent the statistical error in estimating the total conductance from finite number of permeation events.
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of Cl− ions shows negligible interaction between the permeating 
ions and the pore surface, resulting in a narrow ion-permeation 
pathway for anions localized at the center of the pore (Fig. 18, 
B and D). Incoming Na+ spends a significant amount of time at 
the binding sites and then diffuses through the pore quickly 
(Fig. 18 C). At the same time, two negatively charged residues 
(D145 and E157) facing the pore and located at the mouth facilitate 
the entrance of cations without slowing them down, as demon-
strated by the sparse positioning of Na+ ions near the vestibule 
mouths. Their interaction with Na+ could also be seen from the 
contact map of the ions in Fig. 13 A. Cl− ions, on the other hand, 
diffuse freely through the pore, with little or no interaction with 
the pore surface. The relatively uniform distribution of Cl− ions 

inside the pore indicates free movement of the anions down the 
electrochemical gradient once they enter the channel (Fig. 18 D).

To better understand the factors defining ion conductance 
through the channel, we analyzed the surface of the pore and 
the residues lining the permeation pathway (Fig.  19). Cross 
sections of the pore along two orthogonal planes show an oval-
shaped cavity that is wider at the center of the pore in the direc-
tion parallel to the membranes and wider near the entrance in 
the direction normal to the two parallel membranes. The resi-
dues interacting with permeating cations are highlighted in the 
figure. Two half-circles colored in red show the cation binding 
sites formed by D55 residues. The two half-circles, slightly dis-
placed with respect to each other, form a negatively charged cage. 

Figure 17. D55 is a critical amino acid residue defining transepithelial resistance and ion selectivity for claudin-15 channels. (A) Doxycycline was used 
to express claudin-15 in MDCK I monolayers stably transfected with tetracycline-inducible EGFP-claudin-15 constructs with and without point mutations. 
Matched exposures are shown which reveal similar tight junction claudin-15 localization and expression. (B) TER expressed normalized to MDCK I monolayers 
that were not induced to express claudin-15. (C) Relative permeability of Na+ to Cl− (PNa

+/PCl
−) shows loss of cation selectivity with mutation of D55. Error 

bars represent SEM.
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Simulations show that smaller cations such as Na+, MA+, EA+, and 
TMA+ (Fig. 15) bind to one of the D55 side chains while passing 
through the pore. This results in an asymmetric path of cation 
permeation. In addition, simultaneous binding of more than one 
cation is frequently observed in the simulations. Larger cations, 
such as TEA+, interact with the binding sites differently; they 
enter the cage that is formed by four D55 residues and temporar-
ily get trapped inside the pore.

Discussion
Tight junctions limit paracellular flux in a size- and charge-selec-
tive manner. One of the earliest models to describe tight junction 
function was based on the number of tight junction strands and 

was modeled as simple resistors (Claude and Goodenough, 1973). 
Subsequent models by Claude (1978) predicted that tight-junc-
tion strands are populated by paracellular channels. In 1998, we 
came to know that these paracellular channels are established 
by claudins (Furuse et al., 1998), but until recently, there was no 
understanding of the molecular basis of this paracellular path-
way (Furuse et al., 2001; Amasheh et al., 2002). During the past 
20 yr, it has become possible to study the impact of the claudin 
sequence on barrier function.

In the study by Yu et al. (2009) detailing claudin-2 function, 
the critical amino acid residue in the claudin-2 charge-selectivity 
filter was identified. Mutation of one amino acid residue (i.e., 
D65N) exhibits threefold lower conductance and Na+ permeabil-
ity, with no change in Cl− permeability relative to WT claudin-2 
(Yu et al., 2009). These data were used to establish a Brownian 
dynamics model of channel function (Yu et al., 2009), where the 
channels were modeled as simple cylindrical pores lined by fixed 
negatively charged spheres (attributed to D65) that defined the 
pore’s selectivity. The theoretical advancement of this model 
enabled prediction of ionic currents and water flux (Laghaei et 
al., 2016), but the model did not provide molecular level details 
of pore structure.

It was not until the determination of the crystal structure 
for claudin-15 that it became possible to start to understand the 
relationship between channel structure and function. The crystal 
structure defined the claudin monomers and atomic structure 
of critical components of the pore, but the crystal structure did 
not show the organization of claudin monomers into channels 
(Suzuki et al., 2014). However, based on the crystal structure 
and cysteine cross-linking experiments, Suzuki et al. (2015) 
suggested one potential model of claudin pores in which each 
pore was formed by four claudin monomers that make a β-barrel 
structure similar to other plasma membrane ion channels. Nev-
ertheless, the critical extracellular loops, responsible for para-
cellular channel formation, were not part of this model, and it 
was not tested if such organization of claudin-15 could explain 
functional paracellular ion channels. Therefore, we turned to all-
atom MD simulation.

Using MD simulations, we have developed an all-atom model 
of claudin-15 channels that is stable in relatively long MD simu-
lations and represents a cation-selective ion channel. The pores 
are established at the interface between claudin strands, each 
comprised of two antiparallel rows of claudin monomers. This 
arrangement results in a β-barrel-like structure, as previously 
predicted (Suzuki et al., 2015). Cis-interactions identified in 
the crystal structure are preserved throughout the simulation. 
In addition to the hydrophobic interactions between F147, F148, 
and L158 of the ECS2 and M68 of ECH, the simulations show 
strong interactions between E157 and S67, both highly conserved 
residues in channel- or barrier-forming claudins (Piontek et al., 
2008, 2017). In a very recent study by Alberini et al. (2017), similar 
interfaces between claudin monomers were identified. The pro-
posed interfaces are consistent with multiple studies on channel- 
and barrier-forming claudins (Piontek et al., 2008; Angelow and 
Yu, 2009; Suzuki et al., 2014); however, this model of claudin-15 
does not conclusively explain experimentally obtained results 
on all different types of claudins (Conrad et al., 2016; Milatz et 

Figure 18. The claudin-15 pore favors permeation of Na+, but not Cl−. (A 
and B) Density profile of Na+ and Cl− ions along the permeation pathway of 
claudin-15 pore. (C and D) Permeation pathways of Na+ and Cl− ions across 
the pore. The ions are shown in van der Waals representation and are col-
ored by time step with red representing the beginning of their trajectory and 
blue representing the end. The trajectory of one Na+ and one Cl− ion is high-
lighted (enlarged).
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al., 2017; Piontek et al., 2017). In particular, the proposed model 
does not predict specific interactions between TM helices, which 
has been suggested to play an important role in strand forma-
tion (Van Itallie et al., 2011; Rossa et al., 2014; Gong et al., 2015; 
Irudayanathan et al., 2016; Milatz et al., 2017). Such interactions 
between TM helices are also observed in coarse-grained MD sim-
ulations of claudin dimerization (Irudayanathan et al., 2016), and 
based on these interactions, alternative claudin pore models have 
been proposed (Conrad et al., 2016; Irudayanathan et al., 2017; 
Piontek et al., 2017). However, the stability of these models, their 
functional implications for ion permeation and selectivity, and 
whether the models can recapitulate in vitro function remains 
to be determined.

In our model, the pore is 49 Å long, with a mean radius of 
4.2 Å in the narrowest region and 8.1 Å in the widest region. 
The centers of two adjacent pores are separated by ∼25 Å defin-
ing an upper limit of ∼300 pores per micron in tight-junction 
strands. Simulations show that claudin pores completely seal the 
paracellular space and limit the permeation of water and small 
molecules to the intermolecular space defined by the pore sur-
face. Hydrophobic interactions between two layers of claudins 
(trans-interactions) limit the presence of water molecules in 
paracellular space and confine them to the channels formed by 
four claudin monomers.

Our model provides insight into a potential mechanism of 
claudin-15 ion selectivity. Each pore is lined by four claudin-15 
monomers, and the pore’s selectivity filter is established by four 
critical D55 residues (one from each monomer), located ∼21 Å 
from the channel orifice. Our detailed analysis of the channel 
ionic conductance shows that small cations like Na+ are attracted 
to the pore’s negatively charged amino acid residues. The model-
ing predicts single channel conductance for NaCl to be ∼150 pS. 

Although such absolute measures of conductance are extremely 
sensitive to simulation force fields, it is remarkable that these 
values are close to what was previously predicted (Yu et al., 2009) 
and measured (Weber et al., 2015). The pore-lining residues 
provide four binding sites for small partially hydrated cations, 
whereas chloride is repelled. Water passes freely through the 
pore. Larger cations, such as TEA+, are attracted into the pore, but 
get trapped at the pore’s selectivity filter. The model also recapit-
ulates in vitro channel function (size and charge selectivity). In 
addition, mutation of D55 resulted in altered channel selectivity 
in vitro, as predicted by the model and as previously shown in 
high conductance MDCK II monolayers expressing claudin-15 
(Colegio et al., 2002). Notably, claudin-2 channels, which are 
similarly cation selective, have a critical residue at D65 rather 
than D55 (Yu et al., 2009; Li et al., 2014). This would suggest that 
the selectivity filter for claudin-2 may have different structure. 
Future modeling efforts to look at differences in the selectivity 
filters between different members of the claudin family will be 
needed to confirm that the present model is more broadly appli-
cable. However, the present model is stable and largely consistent 
with experimentally determined claudin-15 function providing a 
key advancement over previous claudin modeling efforts.

Despite the strengths of our model in predicting structure–
function relationships for claudin-15, elucidated above, the model 
presents some minor differences compared with in vitro mea-
surements. One difference is that the model had a slightly higher 
size cutoff than was observed in vitro in MDCK I monolayers 
induced to express claudin-15. That is, we observed measureable 
conductance of TMA+ in silico but very low TMA+ permeability 
in vitro (Fig. 11, D and F, vs. Fig. 12 B). Although our model pre-
dicts that the magnitude of cationic permeability changes in all 
mutants studied, another difference is that the D55K mutant and 

Figure 19. The selectivity filter, located near the center of the claudin-15 pore, has a high affinity for Na+ ions. (A and B) Cross sections of the claudin-15 
pore across the planes parallel (A) or perpendicular (B) to the membrane. Protein surface is shown in van der Waals representation. The residues lining the pore 
are colored based on their contact time with permeating Na+ ions as shown in Fig. 13 A.
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the triple mutant both exhibited an increase in Cl− permeability 
in the model, making the pore very anion selective. Our in vitro 
data also show a significant decrease in the relative permeability 
of cations to anions with this mutation. However, the effect is not 
as great as predicted by the simulation. This may be caused by 
the presence of other cation selective claudins that dominate in 
the setting of a defective claudin-15 sodium pore, but it may also 
relate to errors within the modeling (described below).

There are several possible sources of error to account for the 
discrepancies between in vitro and in silico data. First, there is 
inherent statistical error in calculating the frequency of rare sto-
chastic events. The statistical error of the calculated conductance 
increases as   1 ⁄ √ 

__
 n    , where n is the number of permeation events 

observed during the course of the simulation. This error results 
in a high uncertainty in the conductance of the low-permeating 
ions near the size cutoff and significantly affects the permeabil-
ity ratios (Pcation/Panion) reported here (with much larger errors 
in the denominator).

It is also possible that there are small inaccuracies in the 
atomic force fields in the model or undefined allosteric interac-
tions with other tight-junction proteins that are missing from 
our model. Importantly, these sources of error may affect the cal-
culated permeability of cations to anions and the exact size cutoff 
for permeation. However, these sources of error do not affect the 
overall conclusions regarding the effect of specific mutations on 
channel selectivity and the pore-lining residues identified here. 
Another source of error in determination of the exact size cut-
off of the channel in the simulation (a difference of ∼0.5 Å with 
experiments) is the fact that the putative distance between the 
two membranes in this initial model (derived from Suzuki et al., 
2015) is somewhat arbitrary. The model was created to be consis-
tent with the structural features of claudin monomers observed 
in the crystal structure (Suzuki et al., 2014). By omitting the dis-
ordered extracellular loops, Suzuki et al. have achieved the clos-
est distance possible between the two membranes while avoiding 
any clashes between β-sheets (and more rigid structural ele-
ments) of opposing claudins. During the simulations, an overall 
tilting of claudin monomers and small adjustments in the extra-
cellular loops resulted in a stable pore model that correctly pre-
dicted the ion permeation surface. Comparison of the simulation 
results with experiments show that while the current structure 
is highly stable in relatively long MD simulations, small adjust-
ments to make the pore smaller might improve certain features 
of the model (e.g., the relative displacement of claudins in the 
two membranes). Future in vitro experiments will be required to 
better define this distance and its implication on simulated pore 
size cutoffs and channel conductance. Despite these quantita-
tive differences, our model builds on previous claudin modeling 
studies (Suzuki et al., 2015; Alberini et al., 2017) and is the first 
functional all-atom claudin model.

With this information in hand, we can now begin to under-
stand how ions and molecules enter, interact, and traverse the 
pore under physiological conditions, and we may begin to consider 
approaches to develop selective pore-blocking agents. In addition, 
there are many questions that remain unanswered about claudin 
function that we can now start to address. For example, we do not 
understand the structure–function relationship of other members 

of the claudin family, nor do we understand how different claudin 
family members can interact with one another at the tight junction 
to define barrier function. Also, it remains unclear how claudins 
exhibit gated channel openings and closings (Weber et al., 2015). It 
will also be important to define the molecular interactions of clau-
dins with other tight junction proteins such as ZO-1. The modeling 
efforts will help us to start answering many of these questions 
as computing power improves and we attain more in vitro data.

Acknowledgments

The authors gratefully acknowledge initial discussions of the 
project with Masoumeh Ozmaian. The authors acknowledge the 
use of High Performance Computing Cluster at University of 
Illinois at Chicago.

This work was supported by University of Illinois at Chicago’s 
startup funds (F. Khalili-Araghi), the National Institutes of Health 
(grant K08DK088953 to C.R. Weber and grant K01DK092381 to L. 
Shen), and the American Physiological Society (2012 S&R Foun-
dation Ryuiji Ueno Award to C.R. Weber). This research is part of 
the Blue Waters sustained-petascale computing project, which 
is supported by the National Science Foundation (awards OCI-
0725070 and ACI-1238993) and the state of Illinois. Blue Waters 
is a joint effort of the University of Illinois at Urbana-Champaign 
and its National Center for Supercomputing Applications. Com-
puter time at Blue Waters was provided through Great Lakes 
Consortium for Petascale Computation. 

The authors declare no competing financial interests.
Author contributions: C.R. Weber, F. Khalili-Araghi, L. Shen, P. 

Samanta, and S. Fuladi contributed to conception and design. Y. 
Wang, J. Zou, and Y. Li contributed to acquisition of data, analysis 
and interpretation of data, and drafting or revising the article. 

José D. Faraldo-Gómez served as editor.

Submitted: 1 August 2017
Revised: 8 March 2018
Accepted: 4 May 2018

References
Adelman, J.L., and M. Grabe. 2015. Simulating Current-Voltage Relationships 

for a Narrow Ion Channel Using the Weighted Ensemble Method. J. 
Chem. Theory Comput. 11:1907–1918. https:// doi .org/ 10 .1021/ ct501134s

Alberini, G., F. Benfenati, and L. Maragliano. 2017. A refined model of clau-
din-15 tight junction paracellular architecture by molecular dynamics 
simulations. PLoS One. 12:e0184190. https:// doi .org/ 10 .1371/ journal 
.pone .0184190

Amasheh, S., N. Meiri, A.H. Gitter, T. Schöneberg, J. Mankertz, J.D. Schulzke, 
and M. Fromm. 2002. Claudin-2 expression induces cation-selective 
channels in tight junctions of epithelial cells. J. Cell Sci. 115:4969–4976. 
https:// doi .org/ 10 .1242/ jcs .00165

Anderson, J.M., and C.M. Van Itallie. 2009. Physiology and function of the 
tight junction. Cold Spring Harb. Perspect. Biol. 1:a002584. https:// doi 
.org/ 10 .1101/ cshperspect .a002584

Angelow, S., and A.S. Yu. 2009. Structure-function studies of claudin extra-
cellular domains by cysteine-scanning mutagenesis. J. Biol. Chem. 
284:29205–29217. https:// doi .org/ 10 .1074/ jbc .M109 .043752

Angelow, S., R. Ahlstrom, and A.S.L. Yu. 2008. Biology of claudins. Am. J. 
Physiol. Renal Physiol. 295:F867–F876. https:// doi .org/ 10 .1152/ ajprenal 
.90264 .2008

https://doi.org/10.1021/ct501134s
https://doi.org/10.1371/journal.pone.0184190
https://doi.org/10.1371/journal.pone.0184190
https://doi.org/10.1242/jcs.00165
https://doi.org/10.1101/cshperspect.a002584
https://doi.org/10.1101/cshperspect.a002584
https://doi.org/10.1074/jbc.M109.043752
https://doi.org/10.1152/ajprenal.90264.2008
https://doi.org/10.1152/ajprenal.90264.2008


Samanta et al. 
Structure and function of claudin-15 channel

Journal of General Physiology
https://doi.org/10.1085/jgp.201711868

967

Best, R.B., X. Zhu, J. Shim, P.E.M. Lopes, J. Mittal, M. Feig, and A.D. Mack-
erell Jr. 2012. Optimization of the additive CHA RMM all-atom protein 
force field targeting improved sampling of the backbone φ, ψ and side-
chain χ(1) and χ(2) dihedral angles. J. Chem. Theory Comput. 8:3257–3273. 
https:// doi .org/ 10 .1021/ ct300400x

Buschmann, M.M., L. Shen, H. Rajapakse, D.R. Raleigh, Y. Wang, Y. Wang, 
A. Lingaraju, J. Zha, E. Abbott, E.M. McAuley, et al. 2013. Occludin 
OCEL-domain interactions are required for maintenance and regula-
tion of the tight junction barrier to macromolecular flux. Mol. Biol. Cell. 
24:3056–3068. https:// doi .org/ 10 .1091/ mbc .e12 -09 -0688

Chalcroft, J.P., and S. Bullivant. 1970. An interpretation of liver cell membrane 
and junction structure based on observation of freeze-fracture repli-
cas of both sides of the fracture. J. Cell Biol. 47:49–60. https:// doi .org/ 
10 .1083/ jcb .47 .1 .49

Claude, P. 1978. Morphological factors influencing transepithelial permeabil-
ity: a model for the resistance of the zonula occludens. J. Membr. Biol. 
39:219–232. https:// doi .org/ 10 .1007/ BF01870332

Claude, P., and D.A. Goodenough. 1973. Fracture faces of zonulae occludentes 
from “tight” and “leaky” epithelia. J. Cell Biol. 58:390–400. https:// doi 
.org/ 10 .1083/ jcb .58 .2 .390

Colegio, O.R., C.M. Van Itallie, H.J. McCrea, C. Rahner, and J.M. Anderson. 
2002. Claudins create charge-selective channels in the paracellular 
pathway between epithelial cells. Am. J. Physiol. Cell Physiol. 283:C142–
C147. https:// doi .org/ 10 .1152/ ajpcell .00038 .2002

Colegio, O.R., C. Van Itallie, C. Rahner, and J.M. Anderson. 2003. Claudin 
extracellular domains determine paracellular charge selectivity and 
resistance but not tight junction fibril architecture. Am. J. Physiol. Cell 
Physiol. 284:C1346–C1354. https:// doi .org/ 10 .1152/ ajpcell .00547 .2002

Conrad, M.P., J. Piontek, D. Günzel, M. Fromm, and S.M. Krug. 2016. Molec-
ular basis of claudin-17 anion selectivity. Cell. Mol. Life Sci. 73:185–200. 
https:// doi .org/ 10 .1007/ s00018 -015 -1987 -y

Darden, T., D. York, and L. Pedersen. 1993. Particle mesh Ewald: An N.log(N) 
method for Ewald sums in large systems. J. Chem. Phys. 98:10089–10092. 
https:// doi .org/ 10 .1063/ 1 .464397

Feller, S.E., Y. Zhang, and R.W.P.B.R. Brooks. 1995. Constant pressure molec-
ular dynamics simulations: The Langevin piston method. J. Chem. Phys. 
103:4613–4621. https:// doi .org/ 10 .1063/ 1 .470648

Furuse, M.2010. Molecular Basis of the Core Structure of Tight Junctions. Cold 
Spring Harb Perspect Biol. 2:a.002907.

Furuse, M., K. Fujita, T. Hiiragi, K. Fujimoto, and S. Tsukita. 1998. Claudin-1 
and -2: Novel integral membrane proteins localizing at tight junctions 
with no sequence similarity to occludin. J. Cell Biol. 141:1539–1550. 
https:// doi .org/ 10 .1083/ jcb .141 .7 .1539

Furuse, M., H. Sasaki, and S. Tsukita. 1999. Manner of interaction of heteroge-
neous claudin species within and between tight junction strands. J. Cell 
Biol. 147:891–903. https:// doi .org/ 10 .1083/ jcb .147 .4 .891

Furuse, M., K. Furuse, H. Sasaki, and S. Tsukita. 2001. Conversion of zonulae 
occludentes from tight to leaky strand type by introducing claudin-2 
into Madin–Darby canine kidney I cells. J. Cell Biol. 153:263–272. https:// 
doi .org/ 10 .1083/ jcb .153 .2 .263

Gonçalves, A., A.F. Ambrósio, and R. Fernandes. 2013. Regulation of claudins 
in blood-tissue barriers under physiological and pathological states. Tis-
sue Barriers. 1:e24782. https:// doi .org/ 10 .4161/ tisb .24782

Gong, Y., V. Renigunta, Y. Zhou, A. Sunq, J. Wang, J. Yang, A. Renigunta, L.A. 
Baker, and J. Hou. 2015. Biochemical and biophysical analyses of tight 
junction permeability made of claudin-16 and claudin-19 dimerization. 
Mol. Biol. Cell. 26:4333–4346. https:// doi .org/ 10 .1091/ mbc .e15 -06 -0422

González-Mariscal, L., A. Betanzos, P. Nava, and B.E. Jaramillo. 2003. Tight 
junction proteins. Prog. Biophys. Mol. Biol. 81:1–44. https:// doi .org/ 10 
.1016/ S0079 -6107(02)00037 -8

Gumbart, J., F. Khalili-Araghi, M. Sotomayor, and B. Roux. 2012. Constant elec-
tric field simulations of the membrane potential illustrated with simple 
systems. Biochim. Biophys. Acta. 1818:294–302. https:// doi .org/ 10 .1016/ j 
.bbamem .2011 .09 .030

Günzel, D., and A.S. Yu. 2013. Claudins and the modulation of tight junction 
permeability. Physiol. Rev. 93:525–569. https:// doi .org/ 10 .1152/ physrev 
.00019 .2012

Ikuno, T., W. Chaikittisilp, Z. Liu, T. Iida, Y. Yanaba, T. Yoshikawa, S. Kohara, T. 
Wakihara, and T. Okubo. 2015. Structure-Directing Behaviors of Tetra-
ethylammonium Cations toward Zeolite Beta Revealed by the Evolution 
of Aluminosilicate Species Formed during the Crystallization Process. 
J. Am. Chem. Soc. 137:14533–14544. https:// doi .org/ 10 .1021/ jacs .5b11046

Im, W., and B. Roux. 2002. Ion permeation and selectivity of OmpF porin: 
a theoretical study based on molecular dynamics, Brownian dynamics, 

and continuum electrodiffusion theory. J. Mol. Biol. 322:851–869. https:// 
doi .org/ 10 .1016/ S0022 -2836(02)00778 -7

Irudayanathan, F.J., J.P. Trasatti, P. Karande, and S. Nangia. 2016. Molecular 
Architecture of the Blood Brain Barrier Tight Junction Proteins--A Syn-
ergistic Computational and In Vitro Approach. J. Phys. Chem. B. 120:77–
88. https:// doi .org/ 10 .1021/ acs .jpcb .5b09977

Irudayanathan, F.J., N. Wang, X. Wang, and S. Nangia. 2017. Architecture of 
the paracellular channels formed by claudins of the blood-brain barrier 
tight junctions. Ann. N. Y. Acad. Sci. 1405:131–146. https:// doi .org/ 10 .1111/ 
nyas .13378

Isralewitz, B., M. Gao, and K. Schulten. 2001. Steered molecular dynamics 
and mechanical functions of proteins. Curr. Opin. Struct. Biol. 11:224–230. 
https:// doi .org/ 10 .1016/ S0959 -440X(00)00194 -9

Jensen, M.O., D.W. Borhani, K. Lindorff-Larsen, P. Maragakis, V. Jogini, M.P. 
Eastwood, R.O. Dror, and D.E. Shaw. 2010. Principles of conduction and 
hydrophobic gating in K+ channels. Proc. Natl. Acad. Sci. USA. 107:5833–
5838. https:// doi .org/ 10 .1073/ pnas .0911691107

Jishi, R.A. 2016. Modified Becke-Johnson exchange potential: improved mod-
eling of lead halides for solar cell applications. Aims Mater Sci. 3:149–159. 
https:// doi .org/ 10 .3934/ matersci .2016 .1 .149

Jorgensen, W.L., J. Chandrasekhar, J.D. Madura, R.W. Impey, and M.L. Klein. 
1983. Comparison of simple potential functions for simulating liquid 
water. J. Chem. Phys. 79:926–935. https:// doi .org/ 10 .1063/ 1 .445869

Khalili-Araghi, F., B. Ziervogel, J.C. Gumbart, and B. Roux. 2013. Molecular 
dynamics simulations of membrane proteins under asymmetric ionic 
concentrations. J. Gen. Physiol. 142:465–475. https:// doi .org/ 10 .1085/ jgp 
.201311014

Klauda, J.B., R.M. Venable, J.A. Freites, J.W. O’Connor, D.J. Tobias, C. Mon-
dragon-Ramirez, I. Vorobyov, A.D. MacKerell Jr., and R.W. Pastor. 2010. 
Update of the CHA RMM all-atom additive force field for lipids: valida-
tion on six lipid types. J. Phys. Chem. B. 114:7830–7843. https:// doi .org/ 
10 .1021/ jp101759q

Krause, G., L. Winkler, S.L. Mueller, R.F. Haseloff, J. Piontek, and I.E. Blasig. 
2008. Structure and function of claudins. Biochim. Biophys. Acta. 
1778:631–645. https:// doi .org/ 10 .1016/ j .bbamem .2007 .10 .018

Krause, G., J. Protze, and J. Piontek. 2015. Assembly and function of claudins: 
Structure-function relationships based on homology models and crys-
tal structures. Semin. Cell Dev. Biol. 42:3–12. https:// doi .org/ 10 .1016/ j 
.semcdb .2015 .04 .010

Laghaei, R., A.S. Yu, and R.D. Coalson. 2016. Water and ion permeability of a 
claudin model: A computational study. Proteins. 84:305–315. https:// doi 
.org/ 10 .1002/ prot .24969

Levitt, D.G. 1978. Electrostatic calculations for an ion channel. II. Kinetic 
behavior of the gramicidin A channel. Biophys. J. 22:221–248. https:// doi 
.org/ 10 .1016/ S0006 -3495(78)85486 -1

Li, J., S. Angelow, A. Linge, M. Zhuo, and A.S. Yu. 2013. Claudin-2 pore func-
tion requires an intramolecular disulfide bond between two conserved 
extracellular cysteines. Am. J. Physiol. Cell Physiol. 305:C190–C196. 
https:// doi .org/ 10 .1152/ ajpcell .00074 .2013

Li, J., M. Zhuo, L. Pei, M. Rajagopal, and A.S. Yu. 2014. Comprehensive cyste-
ine-scanning mutagenesis reveals Claudin-2 pore-lining residues with 
different intrapore locations. J. Biol. Chem. 289:6475–6484. https:// doi 
.org/ 10 .1074/ jbc .M113 .536888

Lim, T.S., S.R. Vedula, S. Hui, P.J. Kausalya, W. Hunziker, and C.T. Lim. 2008a. 
Probing effects of pH change on dynamic response of Claudin-2 medi-
ated adhesion using single molecule force spectroscopy. Exp. Cell Res. 
314:2643–2651. https:// doi .org/ 10 .1016/ j .yexcr .2008 .05 .015

Lim, T.S., S.R. Vedula, W. Hunziker, and C.T. Lim. 2008b. Kinetics of adhesion 
mediated by extracellular loops of claudin-2 as revealed by single-mole-
cule force spectroscopy. J. Mol. Biol. 381:681–691. https:// doi .org/ 10 .1016/ 
j .jmb .2008 .06 .009

Lingaraju, A., T.M. Long, Y. Wang Jr., J.R. Austin II, and J.R. Turner. 2015. Con-
ceptual barriers to understanding physical barriers. Semin. Cell Dev. Biol. 
42:13–21. https:// doi .org/ 10 .1016/ j .semcdb .2015 .04 .008

Lu, H., and K. Schulten. 1999. Steered molecular dynamics simulations of 
force-induced protein domain unfolding. Proteins. 35:453–463. https:// 
doi .org/ 10 .1002/ (SICI)1097 -0134(19990601)35: 4 %3C453:: AID -PROT9 
%3E3 .0 .CO;2 -M

MacKerell, A.D.J., D. Bashford, M. Bellott, R.L. Dunbrack, J.D. Evanseck, M.J. 
Field, S. Fischer, J. Gao, H. Guo, S. Ha, et al. 1998. All-atom empirical 
potential for molecular modeling and dynamics studies of proteins. J. 
Phys. Chem. B. 102:3586–3616. https:// doi .org/ 10 .1021/ jp973084f

Mackerell, A.D. Jr., M. Feig, and C.L. Brooks III. 2004. Extending the treat-
ment of backbone energetics in protein force fields: limitations of 
gas-phase quantum mechanics in reproducing protein conformational 

https://doi.org/10.1021/ct300400x
https://doi.org/10.1091/mbc.e12-09-0688
https://doi.org/10.1083/jcb.47.1.49
https://doi.org/10.1083/jcb.47.1.49
https://doi.org/10.1007/BF01870332
https://doi.org/10.1083/jcb.58.2.390
https://doi.org/10.1083/jcb.58.2.390
https://doi.org/10.1152/ajpcell.00038.2002
https://doi.org/10.1152/ajpcell.00547.2002
https://doi.org/10.1007/s00018-015-1987-y
https://doi.org/10.1063/1.464397
https://doi.org/10.1063/1.470648
https://doi.org/10.1083/jcb.141.7.1539
https://doi.org/10.1083/jcb.147.4.891
https://doi.org/10.1083/jcb.153.2.263
https://doi.org/10.1083/jcb.153.2.263
https://doi.org/10.4161/tisb.24782
https://doi.org/10.1091/mbc.e15-06-0422
https://doi.org/10.1016/S0079-6107(02)00037-8
https://doi.org/10.1016/S0079-6107(02)00037-8
https://doi.org/10.1016/j.bbamem.2011.09.030
https://doi.org/10.1016/j.bbamem.2011.09.030
https://doi.org/10.1152/physrev.00019.2012
https://doi.org/10.1152/physrev.00019.2012
https://doi.org/10.1021/jacs.5b11046
https://doi.org/10.1016/S0022-2836(02)00778-7
https://doi.org/10.1016/S0022-2836(02)00778-7
https://doi.org/10.1021/acs.jpcb.5b09977
https://doi.org/10.1111/nyas.13378
https://doi.org/10.1111/nyas.13378
https://doi.org/10.1016/S0959-440X(00)00194-9
https://doi.org/10.1073/pnas.0911691107
https://doi.org/10.3934/matersci.2016.1.149
https://doi.org/10.1063/1.445869
https://doi.org/10.1085/jgp.201311014
https://doi.org/10.1085/jgp.201311014
https://doi.org/10.1021/jp101759q
https://doi.org/10.1021/jp101759q
https://doi.org/10.1016/j.bbamem.2007.10.018
https://doi.org/10.1016/j.semcdb.2015.04.010
https://doi.org/10.1016/j.semcdb.2015.04.010
https://doi.org/10.1002/prot.24969
https://doi.org/10.1002/prot.24969
https://doi.org/10.1016/S0006-3495(78)85486-1
https://doi.org/10.1016/S0006-3495(78)85486-1
https://doi.org/10.1152/ajpcell.00074.2013
https://doi.org/10.1074/jbc.M113.536888
https://doi.org/10.1074/jbc.M113.536888
https://doi.org/10.1016/j.yexcr.2008.05.015
https://doi.org/10.1016/j.jmb.2008.06.009
https://doi.org/10.1016/j.jmb.2008.06.009
https://doi.org/10.1016/j.semcdb.2015.04.008
https://doi.org/10.1002/(SICI)1097-0134(19990601)35:4%3C453::AID-PROT9%3E3.0.CO;2-M
https://doi.org/10.1002/(SICI)1097-0134(19990601)35:4%3C453::AID-PROT9%3E3.0.CO;2-M
https://doi.org/10.1002/(SICI)1097-0134(19990601)35:4%3C453::AID-PROT9%3E3.0.CO;2-M
https://doi.org/10.1021/jp973084f


Samanta et al. 
Structure and function of claudin-15 channel

Journal of General Physiology
https://doi.org/10.1085/jgp.201711868

968

distributions in molecular dynamics simulations. J. Comput. Chem. 
25:1400–1415. https:// doi .org/ 10 .1002/ jcc .20065

McCleskey, E.W., and W. Almers. 1985. The Ca channel in skeletal muscle is 
a large pore. Proc. Natl. Acad. Sci. USA. 82:7149–7153. https:// doi .org/ 10 
.1073/ pnas .82 .20 .7149

Milatz, S., J. Piontek, C. Hempel, L. Meoli, C. Grohe, A. Fromm, I.M. Lee, R. 
El-Athman, and D. Günzel. 2017. Tight junction strand formation by 
claudin-10 isoforms and claudin-10a/-10b chimeras. Ann. N. Y. Acad. Sci. 
1405:102–115. https:// doi .org/ 10 .1111/ nyas .13393

Morita, K., H. Sasaki, M. Furuse, and S. Tsukita. 1999. Endothelial claudin: 
Claudin-5/TMV CF constitutes tight junction strands in endothelial cells. 
J. Cell Biol. 147:185–194. https:// doi .org/ 10 .1083/ jcb .147 .1 .185

Nadler, B., Z. Schuss, U. Hollerbach, and R.S. Eisenberg. 2004. Saturation of 
conductance in single ion channels: the blocking effect of the near reac-
tion field. Phys. Rev. E Stat. Nonlin. Soft Matter Phys. 70:051912. https:// 
doi .org/ 10 .1103/ PhysRevE .70 .051912

Niga, P., D. Wakeham, A. Nelson, G.G. Warr, M. Rutland, and R. Atkin. 2010. 
Structure of the ethylammonium nitrate surface: an X-ray reflectivity 
and vibrational sum frequency spectroscopy study. Langmuir. 26:8282–
8288. https:// doi .org/ 10 .1021/ la904697g

Odenwald, M.A., and J.R. Turner. 2017. The intestinal epithelial barrier: a ther-
apeutic target? Nat. Rev. Gastroenterol. Hepatol. 14:9–21. https:// doi .org/ 
10 .1038/ nrgastro .2016 .169

Phillips, J.C., R. Braun, W. Wang, J. Gumbart, E. Tajkhorshid, E. Villa, C. Chipot, 
R.D. Skeel, L. Kalé, and K. Schulten. 2005. Scalable molecular dynamics 
with NAMD. J. Comput. Chem. 26:1781–1802. https:// doi .org/ 10 .1002/ jcc 
.20289

Piehl, C., J. Piontek, J. Cording, H. Wolburg, and I.E. Blasig. 2010. Participation 
of the second extracellular loop of claudin-5 in paracellular tightening 
against ions, small and large molecules. Cell. Mol. Life Sci. 67:2131–2140. 
https:// doi .org/ 10 .1007/ s00018 -010 -0332 -8

Piontek, A., J. Rossa, J. Protze, H. Wolburg, C. Hempel, D. Günzel, G. Krause, 
and J. Piontek. 2017. Polar and charged extracellular residues conserved 
among barrier-forming claudins contribute to tight junction strand 
formation. Ann. N. Y. Acad. Sci. 1397:143–156. https:// doi .org/ 10 .1111/ 
nyas .13341

Piontek, J., L. Winkler, H. Wolburg, S.L. Müller, N. Zuleger, C. Piehl, B. 
Wiesner, G. Krause, and I.E. Blasig. 2008. Formation of tight junction: 
determinants of homophilic interaction between classic claudins. FAS 
EB J. 22:146–158. https:// doi .org/ 10 .1096/ fj .07 -8319com

Rosenthal, R., S. Milatz, S.M. Krug, B. Oelrich, J.D. Schulzke, S. Amasheh, 
D. Günzel, and M. Fromm. 2010. Claudin-2, a component of the tight 
junction, forms a paracellular water channel. J. Cell Sci. 123:1913–1921. 
https:// doi .org/ 10 .1242/ jcs .060665

Rossa, J., C. Ploeger, F. Vorreiter, T. Saleh, J. Protze, D. Günzel, H. Wolburg, G. 
Krause, and J. Piontek. 2014. Claudin-3 and claudin-5 protein folding 
and assembly into the tight junction are controlled by non-conserved 
residues in the transmembrane 3 (TM3) and extracellular loop 2 (ECL2) 
segments. J. Biol. Chem. 289:7641–7653. https:// doi .org/ 10 .1074/ jbc .M113 
.531012

Sali, A., and T.L. Blundell. 1993. Comparative protein modelling by satisfaction 
of spatial restraints. J. Mol. Biol. 234:779–815. https:// doi .org/ 10 .1006/ 
jmbi .1993 .1626

Sandtner, W., B. Egwolf, F. Khalili-Araghi, J.E. Sánchez-Rodríguez, B. Roux, F. 
Bezanilla, and M. Holmgren. 2011. Ouabain binding site in a functioning 
Na+/K+ ATPase. J. Biol. Chem. 286:38177–38183. https:// doi .org/ 10 .1074/ 
jbc .M111 .267682

Shen, R., W. Han, G. Fiorin, S.M. Islam, K. Schulten, and B. Roux. 2015. Struc-
tural Refinement of Proteins by Restrained Molecular Dynamics Simu-
lations with Non-interacting Molecular Fragments. PLOS Comput. Biol. 
11:e1004368. https:// doi .org/ 10 .1371/ journal .pcbi .1004368

Suzuki, H., T. Nishizawa, K. Tani, Y. Yamazaki, A. Tamura, R. Ishitani, N. Doh-
mae, S. Tsukita, O. Nureki, and Y. Fujiyoshi. 2014. Crystal structure of a 
claudin provides insight into the architecture of tight junctions. Science. 
344:304–307. https:// doi .org/ 10 .1126/ science .1248571

Suzuki, H., K. Tani, A. Tamura, S. Tsukita, and Y. Fujiyoshi. 2015. Model for 
the architecture of claudin-based paracellular ion channels through 
tight junctions. J. Mol. Biol. 427:291–297. https:// doi .org/ 10 .1016/ j .jmb 
.2014 .10 .020

Tang, V.W., and D.A. Goodenough. 2003. Paracellular ion channel at the 
tight junction. Biophys. J. 84:1660–1673. https:// doi .org/ 10 .1016/ S0006 
-3495(03)74975 -3

Van Itallie, C.M., and J.M. Anderson. 2006. Claudins and epithelial paracel-
lular transport. Annu. Rev. Physiol. 68:403–429. https:// doi .org/ 10 .1146/ 
annurev .physiol .68 .040104 .131404

Van Itallie, C.M., A.S. Fanning, and J.M. Anderson. 2003. Reversal of charge 
selectivity in cation or anion-selective epithelial lines by expression of 
different claudins. Am. J. Physiol. Renal Physiol. 285:F1078–F1084. https:// 
doi .org/ 10 .1152/ ajprenal .00116 .2003

Van Itallie, C.M., L.L. Mitic, and J.M. Anderson. 2011. Claudin-2 forms homod-
imers and is a component of a high molecular weight protein complex. 
J. Biol. Chem. 286:3442–3450. https:// doi .org/ 10 .1074/ jbc .M110 .195578

Vanommeslaeghe, K., E. Hatcher, C. Acharya, S. Kundu, S. Zhong, J. Shim, E. 
Darian, O. Guvench, P. Lopes, I. Vorobyov, and A.D. Mackerell Jr. 2010. 
CHA RMM general force field: A force field for drug-like molecules com-
patible with the CHA RMM all-atom additive biological force fields. J. 
Comput. Chem. 31:671–690.

Weber, C.R., D.R. Raleigh, L. Su, L. Shen, E.A. Sullivan, Y. Wang, and J.R. 
Turner. 2010. Epithelial myosin light chain kinase activation induces 
mucosal interleukin-13 expression to alter tight junction ion selectiv-
ity. J. Biol. Chem. 285:12037–12046. https:// doi .org/ 10 .1074/ jbc .M109 
.064808

Weber, C.R., G.H. Liang, Y. Wang, S. Das, L. Shen, A.S.L. Yu, D.J. Nelson, and J.R. 
Turner. 2015. Claudin-2-dependent paracellular channels are dynami-
cally gated. eLife. 4:10.7554.

Yu, A.S., M.H. Cheng, S. Angelow, D. Günzel, S.A. Kanzawa, E.E. Schneeberger, 
M. Fromm, and R.D. Coalson. 2009. Molecular basis for cation selectivity 
in claudin-2-based paracellular pores: Identification of an electrostatic 
interaction site. J. Gen. Physiol. 133:111–127. https:// doi .org/ 10 .1085/ jgp 
.200810154

Zihni, C., C. Mills, K. Matter, and M.S. Balda. 2016. Tight junctions: from sim-
ple barriers to multifunctional molecular gates. Nat. Rev. Mol. Cell Biol. 
17:564–580. https:// doi .org/ 10 .1038/ nrm .2016 .80

https://doi.org/10.1002/jcc.20065
https://doi.org/10.1073/pnas.82.20.7149
https://doi.org/10.1073/pnas.82.20.7149
https://doi.org/10.1111/nyas.13393
https://doi.org/10.1083/jcb.147.1.185
https://doi.org/10.1103/PhysRevE.70.051912
https://doi.org/10.1103/PhysRevE.70.051912
https://doi.org/10.1021/la904697g
https://doi.org/10.1038/nrgastro.2016.169
https://doi.org/10.1038/nrgastro.2016.169
https://doi.org/10.1002/jcc.20289
https://doi.org/10.1002/jcc.20289
https://doi.org/10.1007/s00018-010-0332-8
https://doi.org/10.1111/nyas.13341
https://doi.org/10.1111/nyas.13341
https://doi.org/10.1096/fj.07-8319com
https://doi.org/10.1242/jcs.060665
https://doi.org/10.1074/jbc.M113.531012
https://doi.org/10.1074/jbc.M113.531012
https://doi.org/10.1006/jmbi.1993.1626
https://doi.org/10.1006/jmbi.1993.1626
https://doi.org/10.1074/jbc.M111.267682
https://doi.org/10.1074/jbc.M111.267682
https://doi.org/10.1371/journal.pcbi.1004368
https://doi.org/10.1126/science.1248571
https://doi.org/10.1016/j.jmb.2014.10.020
https://doi.org/10.1016/j.jmb.2014.10.020
https://doi.org/10.1016/S0006-3495(03)74975-3
https://doi.org/10.1016/S0006-3495(03)74975-3
https://doi.org/10.1146/annurev.physiol.68.040104.131404
https://doi.org/10.1146/annurev.physiol.68.040104.131404
https://doi.org/10.1152/ajprenal.00116.2003
https://doi.org/10.1152/ajprenal.00116.2003
https://doi.org/10.1074/jbc.M110.195578
https://doi.org/10.1074/jbc.M109.064808
https://doi.org/10.1074/jbc.M109.064808
https://doi.org/10.1085/jgp.200810154
https://doi.org/10.1085/jgp.200810154
https://doi.org/10.1038/nrm.2016.80

