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FIG. 2. Invitro binding of h\TRPV5%%¢7%° to calmodulin. (A) "N-"H-HSQC spectra of hTRPV5°°*72? in the absence of calmodulin (black) and
in the presence of 4-fold excess of calmodulin (red). Each peak corresponds to a unique proton attached to a >N nucleus. Amino acid residues
are marked for which assignment is unambiguous. N, nitrogen atom of the side chain amide group R, W, and Q/N. (B) "N-"H-HSQC spectra
of calmodulin at various concentrations of the synthetic peptide h\TRPV5%°*7%°, Calmodulin-peptide molar ratios are represented as follows: black,

1:0; red, 1:1 complex; blue, 1:2 complex.

in the presence of hTRPV5°°°72°, Remarkably, in the '*N-
"H-HSQC spectra at 1:1 molar ratio (Fig. 2B, red), several
residues display two peaks, e.g., A102, K115, and L116. One
peak is related to the free Ca?*/calmodulin as it is situated very
close to or directly at the position of the free Ca**/calmodulin;
the other peak corresponds to the peptide-bound calmodulin.
Upon increasing hTRPV5°°%-72 concentration to a calmodu-
lin/hTRPV5%%%-72? molar ratio of 1:2 (Fig. 2B, blue spectrum),
all double peaks collapsed into single peaks, and most of these
did not coincide with the bound form at a 1:1 molar ratio,
which implied the presence of a second binding event. Upon
further addition of hTRPV5°°%~72 only minor changes were
detected that included shifting of the equilibrium toward a 1:2
complex and sharpening of the resonances (data not shown).

Mutation of the TRPVS C terminus reduces calmodulin
binding. To investigate the role of calmodulin in channel func-
tion, the residues suggested by the NMR spectroscopy to be
crucial for calmodulin binding were mutated. First, the binding
to calmodulin was assessed. Calmodulin immobilized on
Sepharose beads was implemented to precipitate the glutathione
S-transferase (GST)-tagged TRPVS C terminus (residues 617
to 730). The mutation analysis and subsequent functional stud-
ies were performed with the rabbit isoform of TRPVS as this
isoform is generally used by our laboratory to study TRPV5
function. The rabbit and human C termini are highly conserved
(Fig. 3A). First, GST-TRPVS precipitation was studied in the
presence of EGTA or Ca?" and compared to the results with
GST alone. The calmodulin beads precipitated GST-TRPVS in
the presence of Ca* while both GST alone and TRPVS5 in the
absence of Ca®>" (EGTA) were not precipitated by calmodulin
(Fig. 3B and C). Second, the positively charged residues with
the largest CSPs were replaced by negatively charged residues,

resulting in the point mutants TRPV5-H699D, -R700E,
-R706E, and -R707E. Substitution of the positive charges sig-
nificantly reduced TRPVS5 precipitation by calmodulin (Fig.
3D and E). Mutation of residue R690, which is outside the
proposed calmodulin binding region, did not affect TRPV5
binding to calmodulin (Fig. 3D and E). Third, the bulky hy-
drophobic residues with large CSPs were replaced by the small
hydrophobic residue alanine. These mutants, W702A, L705A,
and L710A, exhibited a significantly reduced precipitation by
calmodulin compared to precipitation of wild-type TRPVS5
(TRPVS5-WT) protein (Fig. 3F and G).

Calmodulin binding determines TRPVS activity. Next, the
effect of the various point mutations on TRPVS5 function was
studied. Therefore, the point mutations described above were
introduced in the full-length TRPVS protein, which was sub-
sequently expressed in HEK293 cells. The [Ca®"]; was assessed
by fura-2 analysis as a measurement for TRPVS activity (6).
Figure 4A and B show typical fura-2 traces of the various
mutated TRPVS proteins over time. Statistical analysis of
[Ca*"]; at time (¢) zero (0 min; basal conditions) demonstrated
that all point mutations presumed to be located within the
calmodulin binding domain caused an elevation of [Ca®"];
compared to the WT channel level (Fig. 4C). The W702A and
R706E mutants, displaying virtually complete loss of calmod-
ulin binding, exhibited the highest [Ca®"]; of all mutants (Fig.
4C). The R690E mutation, which falls outside the calmodulin
binding domain and, therefore, had no effect on calmodulin
interaction, did not affect basal [Ca**]; (Fig. 4C).

To investigate whether removal of calmodulin binding from
TRPVS alters the Ca" sensitivity of the channel, the whole-
cell patch clamp technique was used. The Ca** current gen-
erated by TRPV5-WT was evaluated by the application of a
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FIG. 3. Assay of GST-TRPVS5 binding to calmodulin. (A) Se-
quence alignment of calmodulin binding domains in the last part of the
TRPVS5 C terminus for rabbit (rb) and human species. Note the dif-
ference in the numbering of the amino acid positions. The dots indi-
cate the residues involved in the binding of calmodulin, as identified by
NMR spectroscopy. (B) Typical blot of precipitation of GST and
GST-TRPVS (GST-V5) in the presence of 1 mM Ca®** or 5 mM
EGTA (only TRPVS-WT). Input, total bacterial cell lysate contain-
ing TRPVS5; CaM-beads, TRPVS precipitation by calmodulin beads.
(C) Quantification of TRPV5-Ca** (n = 4), TRPV5-EGTA (n = 3),
and GST-Ca®" (n = 4) precipitation. The asterisk denotes a significant
difference (P < 0.05) from TRPV5-Ca?*. (D and E) Representative
blot and quantification of TRPV5-WT, -R690E, -H699D, -R700E,
-R706E, and -R707E in the presence of 1 mM Ca** (all conditions,

= 3). (F and G) Representative blot and quantification of TRPVS5-
WT, -W702A, -L705A, and -L710A (all conditions, n = 4). *, P < 0.05
versus TRPV5-WT.

hyperpolarizing voltage step to —100 mV from a holding po-
tential of +70 mV. This elicited a strong inward rectification,
followed by rapid Ca*>*-dependent inactivation, which is char-
acteristic for the TRPVS5 channel (Fig. 5A) (32). The mutant
channels TRPV5-W702A and TRPVS5-R706E exhibited signif-
icantly slower Ca®"-dependent channel inactivation than
TRPVS5-WT (Fig. 5A and B). Na™ current measurements in
nominally divalent-free (DVF) solution (20 uM EDTA) dem-
onstrated similar current/voltage profiles and current densities
for both mutants and TRPV5-WT (Fig. 5C and D).
PTH-mediated TRPVS stimulation is due to the release of
calmodulin. PTH triggers a cyclic AMP (cAMP) pathway that
induces protein kinase A (PKA) activation and subsequent
phosphorylation of the T709 residue of TRPVS resulting in
channel stimulation (5). As residue T709 is located within the
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FIG. 4. Fura-2 analysis of TRPV5-WT and various point mutants.
(A and B) Representative fura-2 traces in arbitrary units (a.u.) of
HEK?293 cells transiently transfected with TRPVS5-WT and the differ-
ent point mutants. At ¢ = 1.5 min the extracellular Ca®* solution (1.4
mM) was replaced by an EGTA solution (2 mM). At t = 4 min the
EGTA solution was again replaced for Ca** (1.4 mM). (C) Aver-
aged fura-2 levels of TRPV5-WT (n = 36) and TRPV5 mutants
R690E (n = 25), H699D (n = 25), R700E (n = 29), W702A (n =
26), L705A (n = 25), R706E (n = 25), R707E (n = 46), and L710A
(n =40)atr = 0. *, P <0.05 versus TRPV5-WT. Data from at least
three independent experiments are shown.

calmodulin binding site, we hypothesized that phosphorylation
of T709 might prevent calmodulin binding, resulting in in-
creased TRPVS activity. Therefore, the point mutation mim-
icking the phosphorylated state of TRPVS (T709D) was intro-
duced in GST-TRPVS to study the effect on calmodulin
binding. The calmodulin-Sepharose beads precipitated less of
the T709D mutant than TRPV5-WT, whereas precipitation of
the constitutively nonphosphorylated mutant T709A was sim-
ilar to that of the WT (Fig. 6A and B). Next, the role of
calmodulin in TRPVS stimulation by PTH was studied in
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FIG. 5. TRPV5-W702A and TRPVS5-R706E exhibit diminished
Ca®*-induced inactivation. (A) Averaged traces of inward Ca** cur-
rents measured with 10 mM extracellular Ca®>" during a 3-s step to
—100 mV from a holding potential of +70 mV in HEK293 cells
expressing either TRPV5-WT (dashed line), TRPV5-W702A (dot-
ted line), or TRPV5-R706E (solid line). (B) Average 1 (time after
which channel activity is inhibited by 50%) values of TRPV5-WT
(n = 13), TRPV5-W702A (n = 10), and TRPV5-R706E (n = 8)
depicted in black bars analyzed via mono-exponential fitting. *, P <
0.05 versus TRPV5-WT. (C) I/V profiles of TRPV5-WT (dashed line),
TRPV5-W702A (dotted line), or TRPV5-R706E (solid line). Cells
were held at +20 mV, and voltage ramps of 450 ms ranging from —100
to +100 mV were applied to measure I/V relations. (D) Average Na*
current density at —80 mV of TRPV5-WT (n = 13), TRPV5-W702A
(n = 10), and TRPV5-R706E (n = 8).

living cells. To this end, we coexpressed the PTH receptor
and TRPV5-WT or the TRPV5-W702A mutant, which has a
disrupted calmodulin binding site, in HEK293 cells and as-
sessed TRPVS function by fura-2 analysis. PTH stimulation
increased [Ca®*); of TRPV5-WT (Fig. 6C and D). The [Ca*"];
in HEK293 cells expressing TRPV5-W702A or the negative
control TRPVS5-T709A did not change upon PTH stimulation
(Fig. 6C and D), indicating that PTH-mediated phosphoryla-
tion of T709 results in loss of calmodulin binding and, there-
fore, an increase in intracellular Ca>"-levels.

TRPV5-W702A displays an increased channel-open proba-
bility and is not sensitive to PTH stimulation. To study the
interplay between PTH stimulation and calmodulin binding to
the TRPVS C terminus at a single-channel level, cell-attached
patch clamp analysis was employed. Using HEK?293 cells tran-
siently expressing TRPVS5-WT or TRPV5-W702A, the patch
pipette was attached to the cell without disrupting the mem-
brane, and TRPVS5 channel current was recorded using Na™ as
a charge carrier. Virtually no channel activity was detected at
positive membrane potentials for both TRPV5-WT (Fig. 7A)
and TRPV5-W702A (Fig. 7B). A voltage step protocol from
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FIG. 6. Role of calmodulin in PTH stimulation of TRPVS. (A and
B) Representative blot and quantification of GST-TRPVS precipita-
tion using calmodulin beads. (C) Fura-2 ratio in arbitrary units (a.u.)
of HEK293 cells expressing TRPVS5-WT (n = 52), -T709A (n = 51),
and -W702A (n = 36) upon PTH stimulation (10 nM) at ¢t = 75 s.
(D) Statistical analysis of basal fura-2 ratio at t = 0 (control [CTR])
and after PTH stimulation at = 3 min. *, P < 0.05 versus CTR. Data
from at least three independent experiments are shown. CaM, beads.

—100 to 80 mV established a current/voltage (I/V) relationship
revealing an average single-channel conductance of 64 = 7 pS
(n = 4) for TRPV5-WT and 69 = 5 pS (n = 3) for TRPVS-
W702A (Fig. 7C). After a stable recording of TRPVS5 channel
current at —80 mV was obtained, PTH was added to the bath
solution. TRPVS activity is illustrated by averaged data of
channel-open probability (NP,, where N is the number of
channels and P, is open probability of the channel) of 10-s
intervals of multiple recordings. The average NP, at basal condi-
tions (min 0 to 1) of HEK293 cells expressing TRPVS5-WT was
significantly smaller than the NP, of TRPV5-W702A (Fig. 7D).
PTH significantly increased the NP, of TRPVS5-WT, while the
NP, of TRPV5-W702A was not affected by PTH treatment
(Fig. 7D). To visualize the kinetics of channel activity upon
PTH stimulation, the averaged NP, levels of TRPVS5-WT and
-W702A are depicted in 10-s intervals in Fig. 7E and F, re-
spectively. Maximal TRPVS open probability is reached 1 min
after PTH stimulation.

DISCUSSION

This study demonstrates the pivotal role of calmodulin in
Ca®*-dependent TRPVS inactivation and the modulation of
this mechanism by PTH. This conclusion is based on the fol-
lowing findings: (i) a calmodulin binding site is present in the
last part of the TRPV5 C terminus; (ii) Ca*"-dependent in-
teraction with this part of the C terminus occurs in a mode
enabling one molecule of calmodulin to bind two TRPVS5 C
termini; (iii) loss of calmodulin binding enhances TRPVS5-
mediated Ca®" influx due to decreased Ca**-dependent inac-
tivation; and (iv) PTH stimulation diminishes calmodulin bind-
ing to the C terminus, leading to an elevation of TRPVS
single-channel activity.

Using NMR spectroscopy, we demonstrated that the C-ter-
minal part of TRPVS contains a calmodulin binding motif,
which allows two C-terminal peptides to bind one molecule
of calmodulin in a Ca?"-dependent manner. The following
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FIG. 7. PTH stimulates single-channel activity of TRPV5-WT but not V5-W702A. (A and B) Cell-attached single-channel recordings were
made from HEK293 cells expressing TRPV5-WT or TRPV5-W702A. Channel activity was elicited by step potentials varying from —100 to 80 mV
for TRPVS5-WT (A) and TRPV5-W702A (B). (C) Amplitude histograms were constructed from regions of the single-channel recordings and were
fitted by three Gaussian functions corresponding to closed, one open, or two open levels. The averaged calculated slope conductance was 64 *
7 pS for TRPV5-WT (n = 4) and 69 = 5 pS for TRPV5-W702A (n = 3). (D) The average NP, upon PTH stimulation was assessed by averaging
min 2 and 3 while the control (CTR) value reflects min 0 to 1. PTH significantly elevates NP, in TRPV5-WT-expressing cells, whereas it does not
influence NP, in cells expressing TRPV5-W702A. Under control conditions the NP, of TRPV5-W702A is significantly higher than that of
TRPVS5-WT. %, P < 0.05 versus TRPV5 CTR. (E and F) Averaged recording of TRPV5-WT (E, n = 5) and TRPV5-W702A (F, n = 6) over time
using cell-attached patch clamp (holding potential, —80 mV). NP, values were the average of 10-s intervals.

TRPVS residues were suggested to be critical for this interac-
tion: R699, W702, L705, R706, T709, and L710 (numeration
for rabbit TRPVS). Stoichiometries different from 1:1 have
previously been reported for calmodulin-protein interactions.
For aquaporin-0 (AQPO), it was also shown that one calmod-
ulin binds two C-terminal peptides, as well as two intact AQPO
molecules (28). The proposed structural model suggests that in
the presence of Ca®*, calmodulin binds the C termini from two
neighboring AQP0O monomers, locking these domains in an
orientation that seemingly blocks the pores of two AQPO
monomers within the tetramer. Another example originates
from the crystal structure of cardiac L-type calcium channels
(9). Here, calmodulin binding to the C-terminal regulatory
domain results in two different complexes of calmodulin, one
in a standard 1:1 binding mode and one in an extended con-
formation bridging two parts of the C termini together. Since
TRPVS is a tetramer in its functional state, calmodulin might
bridge the C termini of the two monomers in a similar fashion.
However, to decipher the gating mechanism by which Ca®*-
bound calmodulin modulates TRPVS5 inactivation, more struc-
tural data are required.

Calmodulin plays an essential role in numerous Ca®"-de-
pendent processes. It is present in all eukaryotic cells and is
highly conserved (100% in animals) (1). To further study the
role of calmodulin in the Ca®*-dependent inactivation of
TRPVS, the C-terminal residues of the channel critical for
interaction with calmodulin (as suggested by NMR spectros-
copy) were mutated. Residues essential for calmodulin binding
are also known to have positive and bulky hydrophobic side

chains (15, 36). Fura-2 analysis of these mutants demonstrated
that loss of calmodulin binding elevated TRPVS5-mediated
Ca®" influx, leading to an increased [Ca®"];, TRPV5-W702A
and -R706E mutants displayed the highest intracellular Ca®"
levels, which was in line with the nearly complete loss of cal-
modulin binding of these mutants. Next, patch clamp analysis
was used in order to identify the molecular mechanism under-
lying TRPVS activation upon release of calmodulin. Whole-
cell Na™ currents of mutants W702A and R706E were not
different from those of TRPVS5-WT, suggesting that WT and
mutant channels have similar plasma membrane expression
levels. Both the TRPV5-W702A and -R706E mutant exhibited
a decreased peak Ca®* current and a reduced Ca®"-dependent
inactivation in comparison to TRPV5-WT. A similar phenom-
enon was recently described for the helix-breaking mutation
M490P, which almost completely abolished TRPVS inactiva-
tion upon influx of 10 mM Ca*" (18). This mutant displayed
whole-cell Na™ currents similar to those of TRPV5-WT, and
the peak Ca®* current was reduced, similar to results with the
TRPVS mutants W702A and R706E. It remains to be con-
firmed whether the mutation M490P in the channel pore and
C-terminal mutations induce the same effects on TRPVS chan-
nel function. It would therefore be interesting to study the
potential interaction of the TRPVS C terminus with the chan-
nel pore.

Finally, we demonstrated that loss of calmodulin binding
results in an elevation of the TRPVS5 open probability. This
indicates that calmodulin in a Ca®"-dependent manner re-
duces the time that the TRPVS channel spends in an open
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conformation. The role of calmodulin in single-channel regu-
lation was studied by others previously (10, 29); however, the
structural modulation of a channel by calmodulin is still un-
known (4, 27). Thus, TRPVS inactivation upon the influx of
Ca®" is mediated by calmodulin to prevent excessive Ca®"
influx, which is detrimental for the cell. Ca**-dependent chan-
nel inactivation by calmodulin was also demonstrated for sev-
eral other members of the TRP family (for an overview, see
reference 37) and voltage-gated Ca** channels (17, 26, 27).
The indispensable role for calmodulin in TRPVS regulation
also becomes apparent by studying the alignment of the
TRPV5/TRPV6 C termini of different mammalian, reptile, and
fish species. The critical calmodulin-interacting residues W702
and R706 appear to be fully conserved (see Fig. S1 in the
supplemental material).

Recently, PTH-mediated PKA activation was shown to in-
duce TRPVS stimulation via phosphorylation of the channel at
residue T709, ultimately resulting in an elevation of the chan-
nel-open probability (5). As the T709 residue is located within
the novel calmodulin binding site identified in this study, the
role of T709 phosphorylation in calmodulin binding was stud-
ied using the constitutively active T709D mutant. This T709D
mutant displayed a decrease in calmodulin binding compared
to level of the WT channel or the constitutively inactive T709A
mutant. Then, using living cells, the interplay between T709
phosphorylation and calmodulin binding in the regulation of
TRPV5 function was examined. When PTH-induced phos-
phorylation of T709 releases calmodulin from the TRPVS5 C
terminus and thereby increases TRPV5-mediated Ca®" influx,
a TRPVS mutant with a disrupted calmodulin binding site
should not respond to PTH stimulation. To test this hypothesis
we stimulated TRPV5-W702A with PTH as this mutant does
not interact with calmodulin and still harbors an intact PKA
phosphorylation site around T709. The R706E mutant was not
used as the R706E mutation might affect phosphorylation of
T709 according to the prediction server NetPhosk (www.cbs
.dtu.dk/services). TRPV5-W702A did not respond to PTH
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FIG. 8. Model illustrating TRPVS5 stimulation by parathyroid hormone. Panel 1 illustrates TRPVS5 regulation under basal conditions. Panel 2
displays TRPVS regulation at low extracellular Ca>" levels. PTH release in blood stimulates the PTH receptor, triggering a cAMP-PKA pathway.
This results in the phosphorylation of the TRPVS5 C terminus at residue T709. Phosphorylation of T709 diminishes calmodulin (CaM) binding at
the last part of the C terminus, increasing channel-open probability and inducing an enlarged TRPV5-mediated Ca>* influx into the cell. Panel
3 demonstrates the situation in which Ca** homeostasis is reached, and the increased intracellular Ca*" levels inactivate TRPVS5 activity, again
via the binding of calmodulin. AC, adenylyl cyclase.

stimulation, as assessed by fura-2 and cell-attached patch
clamp analysis, indicating that the PTH-mediated reduction of
calmodulin binding is essential for TRPVS5 activation. These
results demonstrate that PKA-mediated phosphorylation of
T709 diminishes calmodulin binding to the TRPV5 C terminus
and, thereby, increases the activity of the channel. Moreover,
PTH stimulation did not enhance the TRPVS activity to a
similar extent as introduction of the W702A mutation. This is
in agreement with the more severe reduction in calmodulin
binding of the W702A mutation in comparison to the T709D
mutation.

The counteraction of channel phosphorylation on calmodu-
lin binding is in line with in vitro studies of other ion channels
(11, 19, 21, 28, 35). For the close homologue TRPV6, fluores-
cence resonance energy transfer experiments revealed a Ca®* -
dependent and dynamic interaction of calmodulin with the last
part of the TRPV6 C terminus (8). Another study showed that
phosphorylation of a PKC consensus site located within a C-
terminal calmodulin binding domain in hTRPV6 diminished
calmodulin binding to this domain. This, however, was dem-
onstrated only in vitro and does not apply to rabbit or mouse
TRPV6 (21). In the present study, we implemented a physio-
logical stimulus on living cells and thereby established an in-
terplay between PTH-mediated phosphorylation at the fully
conserved residue T709 and calmodulin binding, demon-
strating an essential role for calmodulin in TRPVS stimula-
tion by PTH.

PTH is released from the parathyroid gland upon low blood
Ca®" levels and acts on the distal part of the nephron to
stimulate active Ca®>" reabsorption in order to restore Ca*"
homeostasis. Here, we demonstrated that PTH induced PKA-
mediated phosphorylation of residue T709 of the TRPVS5
channel, thereby diminishing the binding of calmodulin to the
channel C terminus. Calmodulin release from the C terminus
increased the channel-open probability, eventually stimulating
TRPV5-mediated Ca®" influx (Fig. 8).
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