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ABSTRACT: In multidomain proteins, interdomain linkers allow an efficient transfer of regulatory information, although it is
unclear how the information encoded in the linker structure coins dynamic coupling. Allosteric regulation of NCX proteins
involves Ca®'-driven tethering of regulatory CBD1 and CBD2 (through a salt bridge network) accompanied by alignment of
CBDs and Ca’" occlusion at the interface of the two CBDs. Here we investigated “alanine-walk” substitutions in the CBD1—
CBD2 linker (501-HAGIFT-506) and found that among all linker residues, only GS03 is obligatory for Ca**-induced
reorientations of CBDs and slow dissociation of occluded Ca*". Moreover, swapping between positions AS02 and GS03 in the
CBD1—CBD?2 linker results in a complete loss of slow dissociation of occluded Ca®*, meaning that dynamic coupling of CBDs
requires an exact pose of glycine at position 503. Therefore, accumulating data revealed that position 503 occupied by glycine is
absolutely required for Ca**-driven tethering of CBDs, which in turn limits the linker’s flexibility and, thus, restricts CBD
movements. Because G503 is extremely well conserved in eukaryotic NCX proteins, the information encoded in G503 is essential
for dynamic coupling of the two-domain CBD tandem and, thus, for propagation of the allosteric signal.

inkers of different sizes connect multiple domains, thus binding to Ca3 and Ca4 sites and further transferred to
I , . . . . : . . 14-18
allowing an efficient transfer of information between distantly located ion transport domains.

Z : : 2
separate domains.' > Although it has been known for a while Several lines of evidence suggest that Ca™-dependent
allosteric regulation of NCX involves synergistic interactions

between CBDs,'?"**° whereas CBD2 interacts with CBD1 to
increase Ca®* affinity at the Ca3 and Ca4 sites.”*>**
Synergistic interactions between CBDs are most prominently
manifested as slow dissociation (k, ~ 0.5 s™!) of occluded Ca*

that the length and sequence of the linker control allosteric
. .. . . . . 4—6 . .

signal transmission in multidomain proteins,” * the information
encoded in the linker’s sequence is perhaps far more important
than it was originally thought.é’7 For example, recent work

suggests that linkers encode successive conformational from Ca3 and Ca4 sites of CBD12.1%23242% This phenomenon
transitions in managing allosteric signal transfer and, therefore, is associated with slow reorientat‘ion of CBDs ecither in the
€ 11 »5—7
behave as ;che 2‘1 ehicle”. ] - isolated CBD12 or in full-size NCX,*® thereby representing
The Na'/Ca’" exchanger proteins (NCX1-3) extrude Ca slow inactivation of intact NCX in the cellular system.%_28

from the cell> '® and are allosterically regulated by the binding In conjunction with X-ray crystallography, stopped-flow
of Ca™ to regulatory domains, CBD1 and CBD2, which form a kinetics, and SAXS analyses of CBD12 mutants (of the brain
“head-to-tail” tandem (CBDI12) through a short linker." " splice variant), we demonstrated that binding of Ca** to Ca3
CBDI contains a primary Ca®* sensor (Ca3 and Ca4 sites), and Ca4 sites is associated with interdomain tethering (Figure
located next to the CBD1—CBD2 linker, whereas CBD2

contains a splice variant segment, which arises from the Received: June 28, 2012

combination of six small exons.'* ' It remains unclear how in Revised:  August 26, 2012

NCX proteins the information is primarily decoded upon Ca** Published: August 27, 2012
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1) and slow dissociation of occluded Ca?*.*® This interdomain
network involves amino acids from both CBD1 and CBD2,

Conservation score

N
7
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Figure 1. Structure of the CBD12 tandem. (A) Overall structure of
CBD12-E454K (Protein Data Bank entry 3US9). CBD1 and CBD2
are colored orange and red, respectively. Dashed lines represent chain
breaks. Green and blue spheres depict Ca** ions and water molecules,
respectively. The rectangle frames a close-up as depicted in panels B
and C. Dashed ellipses circle the linker residues (501—506) and the
salt bridge network. In panel C, the residues are colored according to
their conservation score as calculated by Consurf.

whereas the buried R532 located in CBD2 tethers D565 from
CBD2 and D499 and D500 from CBD1. Most importantly, the
bifurcated salt bridges between RS32 and D499 and D500
support Ca® coordination at the Ca3 and Ca4 sites and are
obligatory for slow Ca?* dissociation and Ca*'-induced
alignment of CBDs.*® A similar network of interdomain salt
bridges was found in Drosophila (CALX) CBD12.*° A recent
NMR study revealed that binding of Ca®* to CBDI rigidifies
the linker’s flexibility and CBD movements.”> To further
elucidate the structural determinants governing dynamic
coupling of CBDs, we analyzed here how single-point
mutations in the linker (501-HAGIFT-506) affect Ca** off
rates and Ca**-induced alignment of CBDs by using stopped-
flow and SAXS techniques.
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Sequential (biphasic) dissociation of two Ca* ions from the
Ca3 and Ca4 sites of CBD12 consists of a fast (k;~ 5 s™') and
a slow (k; ~ 0.5 s™') phase, whereas the slow rate constant (k,)
represents a dissociation of the second (occluded) Ca** from
CBD12."*>* We previously demonstrated that combining X-
ray, SAXS, and stopped-flow techniques is very instrumental in
characterizing Ca?*-dependent interactions in CBD12.'%***
For example, mutations in the salt bridge interfacial residues
abort Ca** occlusion, exhibiting monophasic off rates with a
20—50-fold acceleration of k, values.” Because slow dissocia-
tion of Ca®" is observed in CBD12 (but not in isolated CBD1
or CBD2) and the elongation of the CBD1—CBD2 linker
results in a loss of slow dissociation of occluded Ca?*,'?*>* we
used these hallmarks for evaluating synergistic interactions
between CBDs. We examined here single-point mutations in
the CBD1—-CBD?2 linker for their effects on slow Ca®*
dissociation in the isolated preparations of CBD12.

B EXPERIMENTAL PROCEDURES

Overexpression and Purification of CBD12 Proteins.
The DNA constructs of CBD12 (encoding residues 371—657)
of canine NCX1 (accession code P23685; AD-splice variant)
were cloned into the pET23b vector and expressed in
Escherichia coli Rosetta2 (DE3) competent cells (Novagen),
as described previously.'"®'® Mutations were introduced by
QuickChange mutagenesis (Stratagene) and confirmed by
sequencing. Overexpressed proteins were purified on Ni beads
(>90% purity, judged by sodium dodecyl sulfate—polyacryla-
mide gel electrophoresis). Proteins were concentrated and
decalcified by addition of 10 mM EDTA. To remove EDTA,
the protein preparations were washed with decalcified buffer
using an Ultracel-3k concentrator to reach an EDTA
concentration of <1 nM.>>**

Conservation Analysis of CBD12. The Ensembl server
was used to search for canine NCX orthologs. These sequences
were used to generate a multiple-sequence alignment using
Clustalw.>” The resulting alignment was used as input for
Consurf®® to calculate a conservation score for each residue.

Equilibrium *Ca?* Binding Assay. The equilibrium
binding of *Ca®" to proteins was measured as the protein-
bound radioactivity retained after ultrafiltration.'®'¥*>** The
assay medium (1.5 mL) containing 7—15 uM protein with 100
mM KCI and 10 mM Tris-HCl (pH 7.2) (TK buffer) was
placed in the upper chamber of the Ultracel-3k concentrator,
and the assay was performed as previously outlined.'®'*?****
The [Ca®"]g,. fraction was measured as a/b, where a represents
the radioactivity of the ultrafiltate and b represents the
radioactivity in the upper chamber; thus, [Ca®']p.. =
[Ca*"],(a/b). The level of bound Ca*" is calculated as
[Ca®*-CBD] = [Ca®'],, — [Ca®*]g.. and binding stoichiometry
as [Ca?*-CBD]/[CBD]. The **Ca?" titration curves of CBD12
were fit to Adair equations with a predefined number of binding
sites according to the observed maximal binding capacity using
GraFit (Erithacus Software, Ltd.).'®'”*** [Ca®*] qua of
decalcified buffer was measured with Fluo-3."® All other
procedures were described previously.'®

Stopped-Flow Experiments. The stopped-flow assays
were conducted with a three-syringe, two-mixer SFM-3
machine (Bio-Logic) as outlined previously."®'¥****** The
data were analyzed with Bio-Kine 32 version 4.45 (Bio-Logic).
Briefly, in the stopped-flow experiments, the dissociation of
Ca’" from proteins was monitored with the fluorescent Ca**
chelator, Quin-2, as previously described;'® 150 yuL of 10 uM
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protein (pre-equilibrated with [Ca**];,. values of 5—10 xM)
was mixed with 150 uL of 200 yM Quin-2 in TK buffer.
Following mixing, [Ca®'],. decreases abruptly (<2 ms) and
Ca®" dissociates from the protein, resulting in its binding to
Quin-2, accompanied by an increase in fluorescence. Because
the binding of Ca®* to Quin-2 is nearly a diffusion-controlled
reaction, the rate of increase in fluorescence reflects the kinetics
of dissociation of Ca** from the examined protein.'® The dead
time is ~4 ms, allowing one to measure rate constants up to
~200 s~". Thus, only the off rates of high-affinity sites of CBD
preparations are observed.

SAXS Data Collection, Analysis, and Bead Model
Reconstruction. Data were recorded at the Advanced Photon
Source. The energy of the X-ray beam was 12 keV (wavelength
A = 1.033 A), and the distance from the sample to detector
(PILATUS 2M, Dectris Ltd.) was 2 m, covering a scattering
vector range (q = 4z sin /1) from 0.007 to 0.66 A~', as
determined by the scattering profile of silver behenate. Twenty
frames of two-dimensional (2D) images were recorded for each
buffer or sample using a flow cell, with an exposure time of 5 s
for each frame to improve the signal:noise ratio and with a
sleep time of 1 s between each frame to reduce radiation
damage. The 2D images were reduced to one-dimensional
scattering profiles using the Matlab scripts on site. The
scattering profile of a sample solute was calculated by
subtracting the buffer contribution from the sample—buffer
profile using PRIMUS.* The experimental radius of gyration
(Rg) and the forward scattering intensity [I(0)] were calculated
from data at low g values in the range of gR, < 1.3, using the
Guinier approximation: In I(g) ~ In[I(0)] — R,’q*/3. The pair
distance distribution function (PDDF), p(r), and the maximal
dimension of the protein, D, in real space were calculated
with the indirect Fourier transform using GNOM.* To avoid
underestimation of the molecular dimension and consequent
distortion in low-resolution structural reconstruction, the
parameter D, the upper end of distance r, was chosen such
that the resulting PDDF has a short, near-zero tail at large r
values. Ab initio shape reconstructions were performed with
DAMMIN,* using scattering data of the q range between 0.02
and 0.30 A™'; 32 independent DAMMIN calculations for each
construct were performed. The resultlng bead models were
subjected to averaging by DAMAVER* where the normalized
spatial discrepancy (NSD) values between each pair of models
were computed. The model with the lowest average NSD with
respect to the rest of models was chosen as the reference
model. The remaining models were superimposed onto the
reference model using SUPCOMB™ except that possible
outliers identified by NSD criteria were discarded. The
dummy atoms of these superimposed models were remapped
onto a densely packed grid of atoms with each grid point
marked with its occupancy factor. The grids with non-zero
occupancies were chosen to generate a final consensus model
with a volume equal to the average excluded volume of all the
models. The final models were filtered using DAMFILT.

B RESULTS

In this work, the length of the CBD1—-CBD?2 linker was kept
unchanged (as it is strictly conserved among NCX proteins),
whereas residues 501—506 were systematically replaced with
proline or alanine and subsequently analyzed for their effects on
equilibrium Ca®* binding and off rates. Substitutions HS01A
and AS02P have no appreciable effect on Ca®* binding titration
curves (Figure 2A,C) or slow dissociation of Ca*" (Figure
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Figure 2. Effect of proline substitutions in the CBD12 linker on Ca®*
binding and off rates. (A) **Ca’" titration curves of CBD12-WT and
mutants CBD12-H501A, CBD12-G503P, and CBD12-1504P. (B)
Representative traces of the kinetics of dissociation of Ca®* from
CBD12-HS01A, CBD12-G503P, and CBD12-I504P. The representa-
tive traces of CBD12-WT and CBD12-HS01A were fit to a double-
exponential curve with a k; of 3.62 + 0.02 s™! and a k; of 0.39 + 0.001
s! for CBD12-WT and a k; of 3.92 + 0.03 s and a k, of 0.92 + 0.004
s! for CBD12-H501A. The representative traces of CBD12-G503P
and CBD12-1504P were fit to a single-exponential curve with k¢ values
of 17.17 + 0.08 and 15.25 + 0.07 s, respectively. (C) **Ca*" titration
curves of mutants CBDI12-A502P, CBD12-F505P, and CBDI12-
TS06P. (D) Representative traces of the kinetics of dissociation of
Ca’* from CBDI12-A502P, CBD12-F505P, and CBD12-TS06P. The
representative trace of CBD12-A502P was fit to a double-exponential
curve with a k¢ of 6.6 + 0.05 s™ and a k, of 1.1 + 0.003 s™". The data of
CBD12-F505P and CBDI12-TS06P were fit to a single-exponential
curve with k¢ values of 13.7 + 0.12 and 19.0 + 0.15 s, respectively.
(E) The bars represent the mean + SE of k¢ values for CBD12-WT,
CBD12-HS01A, and proline-substituted residues 502—506 in CBD12
(n = 6). (F) The bars represent the mean + SE of k, values for
CBD12-WT, CBDI12-HS501A, and Pro-substituted residues 502—506
in CBD12 (n = 6).

2B,D,F), suggesting that these two amino acids are not essential
for synergistic interactions in CBD12. However, GS03P, 1504P,
F505P, and TS506P mutants exhibit 3—10-fold lower affinity for
Ca’* binding at Ca3 and Ca4 sites, with a reduced overall
capacity for Ca** binding as compared with that of CBD12-WT
(Figure 2A,C). All proline substitutions in the C-terminus of
the linker (residues S03—506) lack the capacity for slow
dissociation of Ca®* (Figure 2B,D,F), implying that proline-
attributed conformational constraints may prevent Ca**
occlusion at Ca3 and Ca4 sites. An alternative possibility is
that proline substitutions result in steric perturbations of the -
strands in CBD2, without playing a specific role in aligning
CBDs.

For further resolution of the linker’s role in Ca*" occlusion,
residues 503—506 were replaced with alanine. Notably, the
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linker amino acid mutants 1504A and TSO06A exhibit nearly
“normal” Ca** binding (Figure 3A) and retain a slow phase for
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Figure 3. Kinetic and equilibrium properties of alanine substitutions of
the linker residues (503—506). (A) *Ca®* titration curves of CBD12-
GS03A, CBDI12-1504A, CBD12-F505A, and CBDI12-TS06A. (B)
Representative traces of the kinetics of dissociation of Ca®* for
CBD12-GS03A, CBD12-1504A, CBD12-FS0SA, and CBD12-TS06A.
Because the rapid component of dissociation of Ca** from low-affinity
sites was also observed,'® these mutants were fit to a triple-exponential
curve: k, = 227.4 + 114 s7%, k; = 1.70 + 0.006 s7%, and k, = 0.58 +
0.002 57! for CBD12-1504A, k, = 131.3 + 591 s}, k= 13.4 + 0.15 57},
and k, = 1.00 + 0.005 s™* for CBD12-F505A, and k, = 159.9 + 14.5
s ke=1.9 £ 0.008 s7}, and k, = 0.52 + 0.001 s™! for CBD12-TS06A.
The representative trace of CBD12-GS03A was fit to a single-
exponential curve with a k; of 18.3 & 0.10 s™. (C) The bars represent
the mean + SE of k¢ values for CBD12-WT and alanine-substituted
residues 501 and 503—506 (1 = 6). (D) The bars represent the mean
+ SE of k, values for CBD12-WT and Ala-substituted residues 501 and
503—506 (n = 6). For CBD12-GS03A, k; and k, are identical because
no slow component is observed.

Ca’* dissociation (Figure 3B,D). Mutant FSOSA shows altered
binding affinity but retains the binding capacity and slow phase
of dissociation. In contrast, the CBD12-GS503A mutant exhibits
a Ca’" titration curve typical of CBD1-WT (Figure 3A and
Figure S1 and Table S1 of the Supporting Information). Most
probably, the Ca** binding capacity of CBD2 is altered in
CBD12-GS03A. Moreover, CBD12-GS03A lacks a slow phase
for Ca®" dissociation, while showing typical off rates of CBDI-
WT (Figure 3B,D). Thus, the GS03 mutation in CBDI2
concomitantly alters Ca®>" occlusion at Ca3 and Ca4 sites of
CBD1 and Ca®* binding capacity at CBD2. An alternative
interpretation is that the G503 mutation alters two low-affinity
sites (Cal and Ca2) at CBD1. However, this interpretation is
unlikely, because although CBD1 was crystallized without G503
and upstream residues, the structure shows ion coordination
identical to that of CBD12 for all CBD1’s sites.>** Moreover,
G503 participates in the S-strand interactions of CBD2.*!
Finally, the GSSSP mutation in CALX-CBD12 (corresponding
to GSO3P in this study) resulted in intact capacity but reduced
affinity.*® Because the CBD2 domain does not bind Ca** in
CALX,>**" it can be concluded that the CBDI sites preserve
their binding capacity. Thus, it is likely that the binding sites of
CBD?2 are affected by the mutation. Importantly, the global
folding of either CBD1 or CBD2 remains unaltered in the
G503 mutant, as revealed by SAXS data (see below). Table S1
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of the Supporting Information describes the fitting parameters
for Ca®* binding obtained for different CBD12 mutants.

To investigate the possible consequences of the GS503A
mutation that may affect Ca**-induced alignment of CBDs, we
monitored Ca®-dependent conformational transitions using
SAXS techniques. The pair distance distribution function
(PDDF) of CBDI12-WT (Figure 4D) reveals a major
conformational transition upon Ca®* binding, with D,,, values
of 130 + 1 and 107 + 1 A for the Ca**-free and Ca**-bound
forms, respectively (Figure 4B,D). In sharp contrast, GS03A
(Dpax = 116 + 1 and 115 + 1 A for the Ca**-free and Ca**-
bound forms, respectively) does not show Ca®**-dependent
reorientation (Figure 4A,B,F). Interestingly, the D, . values of
CBD12-GS03A are approximately an average value between the
Ca**bound and free D,,, values of CBDI2-WT. It is
noteworthy that the overall shape of CBD12-G503A seems
intact (Figure 4A), despite its reduced Ca** binding capacity,
thus excluding the possibility of unfolding imposed by the
GS03A mutation. Therefore, the GS03A mutant lacks both
slow dissociation of occluded Ca** and Ca*'-induced alignment
of CBDs, meaning that the GS03A mutant knocks out Ca*'-
driven local interactions at the two-domain interface.

Collectively, our data thus far indicate an important role for
G503 in domain coupling. It may be argued that the position of
this glycine residue is not important, and that its role results
only from the flexibility provided to the linker; ie., only the
composition of the linker is important. To address this
possibility, we have swapped positions between AS02 and
G503 (CBD12-GA). As in CBD12-G503A, this mutant exhibits
monophasic dissociation kinetics with rate constants nearly
identical to those of CBD1-WT (Figure S). Thus, the exact
position of G503 is essential for dynamic coupling of CBDs as
reflected by the lack of Ca** occlusion in CBD12-GA. The
amplitude values and rate constants of all the mutants analyzed
by fitting the stopped-flow data to multiphasic kinetics are listed
in Table S2 of the Supporting Information.

B DISCUSSION

Recent evidence suggests that the CBD1—CBD2 interface
controls Ca**-driven tethering of CBDs, which is associated
with Ca®" occlusion at the primary regulatory sensor (Ca3 and
Ca4 sites) and with Ca’*-dependent alignment of CBDs.”
High-resolution X-ray structures of isolated CBD12, obtained
from NCX1** and CALX,*® clearly revealed that occupation of
the Ca3 and Ca4 sites by two Ca’* ions drives interdomain
tethering of CBDs through the relay of the bifurcated salt
bridge network. By analyzing CBD12 mutants with X-ray
crystallography, SAXS, and stopped-flow techniques, we found
that the amino acids involved in the interdomain salt bridge
network (but not in Ca®* ligation) are essential for performing
slow dissociation of occluded Ca** and for Ca**-induced
alignment of CBDs.”” At this end, it was not clear if the linker
encodes any specific structural information that may govern
dynamic coupling of CBDs.

Our data reveal that among all amino acids in the CBD1—
CBD2 linker, only the replacement of GS03 can limit slow
dissociation of occluded Ca®* and Ca**-induced alignment of
CBDs (Figures 3 and 4), thereby suggesting that the linker’s
GS03 is essential for dynamic coupling of two regulatory
domains. Moreover, the SAXS analysis shows that the CBD12-
GS03A mutant is unable to perform Ca’'-dependent
reorientation of CBDs, although the global folding of CBDs
is unaltered (Figure 4). In CBD12-GS503A, all four Ca®* sites of
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Figure 4. SAXS analysis of CBD12-WT and CBD12-GS03A. (A) Bead model reconstruction of CBD12-GS03A in the presence of 10 mM EDTA
(left) or 10 mM CaCl, (right). (B) Overall SAXS parameters for CBD12-WT and CBD12-GS03A. Ry Doy and NSD are the radius of gyration
derived from Guinier plotting, the maximal interatomic dimension, and the normalized shape discrepancy for DAMMIN calculation, respectively.
NSD scores are <0.8, indicating high convergence of the bead model calculations. (C—F) SAXS scattering curves of CBD12-WT (C) and CBD12-
GS03A (E) and pair distance distribution functions (PDDFs) of CBD12-WT (D) and CBD12-G503A (F) in the presence or absence of Ca**, as

indicated.

CBD1 largely retain their wild-type affinity and capacity for
Ca’" binding (as compared with isolated CBD1), whereas the
binding of Ca®* to CBD2 seems to be altered. The Ca** binding
properties of CBD12-GS03A are dissimilar to those of the

CBDI12-7A mutant, in which seven alanine residues were
inserted between HSOl and AS02."° In CBDI12-7A, the
elongated linker prevents Ca**-induced rigidification as the

interface cannot form,”” displaying properties similar to those
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Figure 5. Effect of swapping positions AS02 and GS03. (A)
Representative trace of Ca** dissociation kinetics for CBD12-GA fit
to a single-exponential curve with a k; of 162 + 0.2 s™". (B) The bars
represent the mean + SE of k; and k, values for CBD12-WT and
CBD12-GA (n = 6). For CBD12-GA, k¢and k, are identical because no
slow component is observed.

of a mixture of isolated CBD1 and CBD?2. Interestingly, G555
of CALX1.1-CBD2 (which corresponds to GS03 in NCXI1-
CBD12) is fully involved in the antiparallel f-strand
interactions,”" so it is possible that G303 interacts with the
FG loop of NCX1-CBD2 to stabilize distantly located Ca*-
binding sites of CBD2,* accounting for the reduced binding
capacity of CBD12-GS03A. These interactions could also be
relevant for propagation of allosteric signals downstream to the
membrane domains. Most importantly, the exact position of
GS03 is important for interdomain interactions as the CBD12-
GA mutant lacks Ca** occlusion (Figure S). This is supported
by our conservation analysis, showing invariance in this residue
position. Structurally, the dihedral ¢ and y angles of this
residue in the crystal structure are only allowed for glycine, and
any other residue in that specific position will require rotation
around the Ca atom of this residue, resulting in steric clashes in
the protein structure. This is true for G503 only in the context
of CBD12. In the solution NMR structure of isolated CBD2
(Protein Data Bank entry 2FWU),"* G503 is shown to take
different orientations that are allowed for all residues.

Although the mutant FSOSA retains the slow phase of Ca*"
dissociation, it exhibits altered binding affinity at the high-
affinity sites. According to the CBDI12 tandem crystal
structures,” this residue is completely buried in the hydro-
phobic core of the domain interface. As this residue forms a
hydrophobic platform for many interface residues, any
nonconservative substitution is expected to alter the binding
properties of the tandem to some extent.

In general, interdomain motions can involve either large-scale
structural rotations and translations of domains on time scales
of 107 to 107 s or small-scale structural transitions of side
chain—backbone dihedral angles in the range of 1072 t0 1077 s,
whereas segmental and loop movements can be between those
ranges.*”” 1N NMR relaxation data of CBD12 in the apo state
indicate that two CBDs display nonlinear orientations on a
107 s time scale, whereas Ca?* binding restricts the linker’s
flexibility to stabilize a more rigid conformation of CBDs
without global changes in their reorientation.*> Consistent with
this, our data revealed that replacement of G503 with alanine or
proline disconnects dynamic coupling between CBDs, accom-
panied by abortion of slow Ca?* dissociation and Ca’*-
dependent alignment of CBDs. Interestingly, conformational
transitions associated with dissociation of occluded Ca®* and
slow inactivation of intact NCX'***** are at least 10°-10*
times slower than typical rotational—translational movements
observed for protein domains.*”” It is possible that allosteric
signal propagation in NCX involves numerous conformational
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transitions with small energetic barriers to avoid dynamically
unfavorable steps with a high energetic barrier. Obviously, the
experimental testing of this possibility remains challenging.>~”
On the basis of our findings, we suggest that glycine-dependent
flexibility of short linkers may play a crucial role in the dynamic
coupling of two-domain tandems in multidomain proteins.

Previous mutational studies revealed that both high-affinity
sites (Ca3 and Ca4) of CBDI1 contribute to Ca®* occlusion,
whereas after dissociation of the first Ca*" ion, the second Ca®*
ion becomes occluded, most probably because of charge
compensating interactions of the Ca3 and Ca4 sites with
CBD2.>** Accumulating data strongly support the notion that,
on one hand, G503 coins the needed flexibility of the linker to
direct Ca*"-driven tethering of CBDs whereas, on the other
hand, the relay of CBDs (upon Ca** binding) stabilizes
stochastic oscillations of the linker to restrict CBD movements.
We posit that after dissociation of the first Ca® ion, the
interdomain salt bridges prevent complete unfolding of the Ca3
and Ca4 sites in CBD1 by electrostatic compensation, thereby
allowing occlusion of the remaining ion. Following dissociation
of the second Ca®* ion, CBD1 binding sites may undergo
further unfolding and, thus, prevent the interaction of R532
with CBD1. Because the two-domain interface is extremely well
conserved among NCX variants,” the linker and salt bridge
modules ascribe a two-in-one interface for dynamic coupling of
CBDs. Obviously, the dynamic features of this common
coupling unit are further modified by the alternative splicing
segment located on CBD2.'%**%°

Because of large and rapid changes in the cytosolic Ca®*
concentration during the action potential, the Ca**-dependent
allosteric activation of NCX is especially important in excitable
tissues. For example, in cardiomyocytes, only ~5% of the
maximal NCX current is detected at resting [Ca®']; levels,
whereas the increase in [Ca**]; to 1—2 uM recruits nearly 100%
of the NCX-mediated current.”” Studying the physiological
contribution of Ca**-dependent regulation of NCX variants in
distinct tissues is hampered because the available experimental
tools are quite limited in terms of useful mutant design. For
example, most mutations in the Ca®* binding sites of CBD1 and
CBD2 of intact NCX reduce the affinity of Ca**-dependent
regulation,B’M’u’22 which limits the use of these mutants in
physiological studies. Interestingly, electrophysiological experi-
ments revealed that mutations of either G503 in intact NCX1
or GSS5 in CALXI1.1 (exhibiting an inhibitory response to
regulatory Ca’") nearly completely lack Ca**-dependent
regulation in the cellular system.>*** The similar effect in
CALX underscores the conserved role of glycine in the linker
and the fact that the mutation’s effect is not related to the
altered binding properties of CBD2 (as it does not bind Ca?* in
CALX). In another study, the GS03 mutant of NCX1 was used
to segregate the Ca®'- and voltage-dependent effects governing
NCX regulation in the cellular system.** Because our findings
revealed that G503 provides the needed flexibility to the linker
for dynamic coupling of ligand-induced regulation, G503
mutants could serve as a very instrumental tool for elucidating
the contributions of Ca**-dependent regulation of NCX
variants to homeostasis in various cell types.

In summary, we found that the linker’s G503 is an obligatory
amino acid for facilitating Ca*"-induced tethering of CBDs and
slow dissociation of occluded Ca** from the two-domain
regulatory tandem of NCX proteins. Therefore, the GS503-
controlled flexibility of the linker is required to match local
contacts between CBDs, which in turn is mandatory for
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stabilizing stochastic oscillations of the linker to rigidify CBD
movements. This CBD1—-CBD2 interface serves as a common
module for regulatory coupling in NCX proteins,”” the dynamic
properties of which are auxiliary-aided by an alternative splicing
segment located nearby on CBD2 of NCX variants.'%**
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