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ation of a hetero-dimeric
membrane transport complex with dual in vitro and
in silico mutagenesis†

Nishadh Rathod, a M. Joanne Lemieux, a Christophe Chipot, bcd

Benôıt Roux b and Howard S. Young *a

The reversible association of transmembrane helices is a fundamental mechanism in how living cells convey

information and respond to physiological events. The cardiac calcium transport regulator phospholamban

(PLN) is an example of a single-span transmembrane protein that populates a variety of reversible and

competing oligomeric states. PLN primarily forms monomers and pentamers in the membrane, where

the PLN pentamer is a storage form and the PLN monomer forms a hetero-dimeric inhibitory complex

with SERCA. The binding affinity and free-energy of formation of the SERCA-PLN complex in

a membrane have not been determined. As is the case for most transmembrane protein interactions,

measuring these quantities experimentally is extremely challenging. In this study, we estimated binding

affinities by employing in silico alchemical free-energy calculations for all PLN transmembrane alanine

substitutions in a membrane bilayer. The binding affinities were calculated separately for the SERCA-PLN

complex, a PLN monomer, and a PLN pentamer and compared to in vitro functional measurements of

SERCA regulation by the PLN alanine substitutions. Initially, the changes in SERCA inhibition by PLN

alanine substitutions were compared to the changes in free energy for the SERCA-PLN complex formed

from the PLN monomer. However, the functional data for the PLN alanine substitutions were better

explained by the formation of the SERCA-PLN complex directly from the PLN pentamer. This finding

points to an inhibitory mechanism favoring conformational selection of SERCA and the interaction of

a PLN pentamer with SERCA for ‘delivery’ of a PLN monomer to the inhibitory site. The implications of

these findings suggest that the energetics of helix exchange between homo- and hetero-oligomeric

signaling complexes is favored over an intermediate involving a free monomeric helix in the membrane

bilayer.
Introduction

Transmembrane helix–helix interactions play a critical role in
the folding, function, assembly, and oligomerization of many
proteins. The reversible association of transmembrane helices
is a fundamental mechanism in cellular signaling and how
living cells convey information and respond to physiological
events. While there are many single-pass transmembrane
proteins that undergo reversible helix–helix interactions, some
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examples involved in signaling include the receptor tyrosine
kinases, STIM proteins (stromal interaction molecule 1 & 2),
and cadherins among many others. In these processes, the
diversity of transmembrane helix interactions ranges from
monomeric transmembrane helices in a lipid bilayer to helix–
helix interactions that include both homo- and hetero-
oligomeric complexes. The equilibrium between single trans-
membrane helices in a lipid bilayer and helix–helix interactions
favors helix–helix association because transmembrane helices
and their apolar side chains pack more efficiently with other
transmembrane helices than they do with lipid acyl chains in
the membrane bilayer.1 The competing effects of favorable
helix–helix interactions and unfavorable helix–lipid interac-
tions can contribute to helix self-association via a combination
of favorable van der Waals interactions, hydrogen bonding,
electrostatic interactions, and unfavorable lipophobic effects.2,3

An example of a single-span transmembrane protein that
populates a variety of reversible and competing association
states (i.e., monomer, homo-oligomer, hetero-oligomer) is the
cardiac calcium transport regulatory peptide phospholamban
© 2024 The Author(s). Published by the Royal Society of Chemistry
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(PLN). PLN regulates the sarco-endoplasmic reticulum calcium
ATPase (SERCA). SERCA is ubiquitously expressed in all
eukaryotic cells, where it actively transports calcium ions from
the cytosol to the lumen of the sarco-endoplasmic reticulum
(SR/ER) against a concentration gradient.4 The structure of
SERCA includes three cytoplasmic domains, the nucleotide-
binding (N), phosphorylation (P), and actuator (A) domains,
as well as ten transmembrane helices. SERCA progresses
through an elaborate transport cycle that involves two main
states, a calcium-bound E1 state and a calcium-free E2 state.5,6

PLN is a 52 amino acid transmembrane peptide that physically
interacts with SERCA and regulates calcium transport activity
(Fig. 1A). It is primarily expressed in ventricular muscle7,8 and
mutations in the PLN gene are implicated in cardiomyopathies
and heart failure.9–14 The structure of PLN includes an N-
terminal cytoplasmic helix (residues 1–17), a short linker
region (residues 18–25) and a transmembrane helix (residues
26–52). The transmembrane domain of PLN is primarily
responsible for inhibiting the activity of SERCA, while the
cytoplasmic domain of PLN is primarily responsible for regu-
lating SERCA inhibition via phosphorylation (Ser16 & Thr17) and
the b-adrenergic signaling pathway.

The model for SERCA inhibition by PLN involves a PLN
monomer binding to the transmembrane domain of SERCA
involving transmembrane segments M2, M6, and M9 (hetero-
dimeric SERCA-PLN complex; Fig. 1B). PLN inhibition of
Fig. 1 Topology diagram for phospholamban (PLN) and structure of
the SERCA-PLN complex. (A) The transmembrane domain is colored
grey and the residues studied are circled in black. The leucine–
isoleucine residues of PLN that are involved in pentamer formation are
circled in grey. (B) Structure of SERCA-PLN complex (PDB: 4KYT) in
cartoon format. PLN is shown as cyan. SERCA transmembrane domain
is tan, transmembrane segments M4 and M5 are blue, the N domain is
green, the P domain is magenta, and the A domain is yellow.

© 2024 The Author(s). Published by the Royal Society of Chemistry
SERCA manifests as a change in the apparent calcium affinity
(KCa) of SERCA such that the SERCA-PLN complex has lower
affinity for calcium.8,15 By itself, PLN also forms a pentamer,
which is suggested to be an inactive storage form of PLN in the
membrane (homo-oligomeric PLN–PLN complex). The PLN
pentamer is stabilized by a leucine–isoleucine zipper composed
of residues Ile33, Leu37, Ile40, Leu44, Ile47 and Leu51.16 The model
for SERCA regulation suggests that the PLN pentamer is in
dynamic equilibrium with the PLN monomer, and the PLN
monomer then associates with SERCA to cause inhibition.17–19

Thus, the helix–lipid and helix–helix interactions involved in
this regulatory mechanism include an “active” PLNmonomer in
the membrane bilayer, a homo-pentameric PLN “storage”
species, and an “inhibited” hetero-dimeric SERCA-PLN
complex. However, the kinetics of monomer release from the
PLN pentamer is slow (second timescale20) relative to the
physiological window for formation of the inhibitory SERCA-
PLN complex (millisecond timescale). Thus, the mechanism
by which a PLN monomer transitions from the helix–helix
interactions that stabilize the pentamer to the helix–helix
interactions that stabilize the SERCA-PLN inhibitory complex
still remains elusive.

The structure of the SERCA-PLN complex has been deter-
mined by X-ray crystallography.21–23 Despite this advance, the
binding affinity and free-energy of formation of the SERCA-PLN
complex in a membrane environment have not been deter-
mined. While measuring these quantities experimentally is
extremely challenging, binding affinities can be estimated using
in silico methods for free-energy calculations (DGbinding).
Although, widespread application has been limited by the
availability of computational resources. The recent offloading of
free-energy perturbation (FEP) and thermodynamic integration
(TI)24 calculations on GPUs in the NAMD simulation so-
ware25,26 has made these approaches more affordable and effi-
cient, which is necessary for investigating membrane protein
complexes. In this work, we carried out in silico alchemical free-
energy perturbation calculations for all transmembrane alanine
substitutions in PLN (from Ile18-Ala to Leu52-Ala). This was done
in a lipid membrane for the SERCA-PLN complex, as well as the
PLN monomer and PLN pentamer. We compared the simula-
tion data to the in vitro functional analysis of the PLN alanine
substitutions and their ability to inhibit SERCA. The PLN vari-
ants were classied for their ability to alter the apparent
calcium affinity of SERCA (i.e. KCa parameters for SERCA). Loss-
of-function PLN variants did not inhibit SERCA and gain-of-
function PLN variants were super-inhibitors of SERCA. The
changes in SERCA inhibition by PLN variants were compared to
the changes in free energy (DDG) for the formation of the
SERCA-PLN complex from either the PLN monomer or the PLN
pentamer. The functional data for the PLN variants were better
explained by the formation of the SERCA-PLN complex directly
from the PLN pentamer. This suggests an inhibitory mecha-
nism that favors the interaction of a PLN pentamer with SERCA
for the ‘delivery’ of a PLN monomer to the inhibitory site and
selection of the appropriate conformation of SERCA.
Chem. Sci., 2024, 15, 14310–14322 | 14311
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Fig. 2 Changes in the apparent calcium affinity of SERCA in the presence of the alanine substitutions of PLN. To better delineate the changes in
the apparent calcium affinity (KCa) of SERCA, we calculated DKCa for each alanine substitution. The DKCa values were calculated as the difference
between the KCa value for the alanine substitution and the KCa value for SERCA in the presence of wild-type PLN. Negative DKCa values indicate
loss-of-function variants that are weaker inhibitors of SERCA (e.g. N34A; SERCA has a higher affinity for calcium in the presence of this variant
compared to wild-type PLN) and positive DKCa values indicate gain-of-function variants that are more potent inhibitors of SERCA (e.g. I47A;
SERCA has a lower affinity for calcium in the presence of this variant compared to wild-type PLN). Error bars indicate SEM (n $ 4). Statistical
significance for the KCa values is shown as asterisks (*) as in Fig. S1† (p < 0.01).
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Results and discussion

Loss- and gain-of-function variants of PLN were initially re-
ported based on alanine-scanning mutagenesis of PLN and
SERCA functional measurements (e.g. ref. 17, 19 and 27). Loss-
of-function variants were thought to disrupt physical interac-
tions between PLN and SERCA that are required for inhibition.
Based on the observation of PLN oligomeric states by SDS-
PAGE, gain-of-function variants were thought to disrupt the
PLN pentamer and lead to an increased concentration of
monomers in the membrane that ultimately caused super-
inhibition of SERCA.19,28 In this model for SERCA inhibition
by PLN, the PLN pentamer releases a monomer, the monomer
diffuses through the membrane until it encounters SERCA, and
the monomer binds to SERCA and forms the inhibitory
complex. However, as stated above, the slow kinetics for
monomer release from the PLN pentamer is seemingly incon-
sistent with the faster timescale for SERCA conformational
changes and PLN inhibition.20
14312 | Chem. Sci., 2024, 15, 14310–14322
With this in mind, the primary objective of this study was to
compare changes in free energy (DDG), which reect changes in
binding affinity of PLN for SERCA, with the loss-of-function or
gain-of-function behavior of PLN alanine substitutions. The
expectation was that PLN loss-of-function variants will have
lower binding affinity for SERCA (DDG > 0), while PLN gain-of-
function variants will have higher binding affinity for SERCA
(DDG < 0). The hypothesis we aimed to test was the formation of
the SERCA-PLN complex from a PLN monomer. Towards this
end, we performed alanine-scanning mutagenesis and func-
tional analysis of PLN residues Ile18-Ala to Ile33-Ala using an in
vitro membrane reconstitution system to determine the
apparent calcium affinity (KCa) of SERCA in the presence of the
PLN alanine variants. The remaining mutagenesis data
included in this study for PLN residues Asn34-Ala to Leu52-Ala
has been previously published.15,29 These functional data were
then compared to in silico alanine-scanningmutagenesis of PLN
using alchemical free-energy simulations and determination of
DDG for each alanine variant.
© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Thermodynamic cycle describing the free energy of formation
of the SERCA-PLN complex from the PLN monomer (A) or PLN pen-
tamer (B). SERCA is shown in grey cartoon format, wild-type PLN in
blue, and the alchemically transformed residues of PLN in red.
Alchemical transformations were performed for alanine substitution of
each residue in PLN in a lipid bilayer (DGunbound-alchemical) and in the
SERCA-PLN complex in a lipid bilayer (DGbound-alchemical). The top
horizontal process in each panel corresponds to the free energy for
binding of SERCA to wild-type PLN ðDG�

wt-bindingÞ and the bottom
horizontal process corresponds to the free energy for binding of
SERCA to an alanine-substitution PLN ðDG�

mut-bindingÞ. The left vertical
process in each panel corresponds to the free energy for alchemically
mutating a single residue in PLN to alanine in the unbound state
(DGunbound-alchemical). The right vertical process in each panel corre-
sponds to free energy for alchemically mutating a single residue in PLN
to alanine in a SERCA-bound complex (DGbound-alchemical). The differ-
ence in the vertical processes equates to the difference in horizontal
processes (DDG). The DG and DDG values are presented herein for all
alanine substitutions of PLN from Ile18-Ala to Leu52-Ala (ESI Tables 1
and 2†). The DDG values for the formation of the SERCA-PLN complex
from the PLN monomer are shown in Fig. 4A. The DDG values for the
formation of the SERCA-PLN complex from the PLN pentamer are
shown in Fig. 4B.
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Apparent calcium affinity (KCa) of SERCA

SERCA was reconstituted into membrane vesicles (proteolipo-
somes) in the absence and presence of the PLN variants as
previously described.15,29,30 Functional characterization of the
proteoliposomes was assessed by the measurement of calcium-
dependent ATPase activity of SERCA alone (negative control),
SERCA in the presence of wild-type PLN (positive control), and
SERCA in the presence of the PLN alanine variants. This activity
assay has been validated against calcium transport measure-
ments.31 The ATPase activity data were plotted as log calcium
concentration versus specic activity, and the apparent calcium
affinity (KCa) of SERCA was determined as the calcium concen-
tration for half-maximal SERCA activity (Fig. S1 and Table S1†).
This approach has been well-established for comparing KCa

measurements between different variants of PLN (e.g. see ref.
14, 15, 29 and 30). To evaluate the status of the alanine
substitutions relative to wild-type PLN, the KCa value deter-
mined for SERCA in the presence of wild-type PLN (KCa of 0.88
mM calcium) was subtracted from the KCa values determined for
SERCA in the presence of the PLN variants (DKCa; Fig. 2). This
was done for alanine substitutions Ile18-Ala to Ile33-Ala charac-
terized in this study and Asn34-Ala to Leu52-Ala previously
published.15,29

Based on the DKCa values, the alanine variants were catego-
rized as loss of function (DKCa < 0; loss of SERCA inhibition),
neutral (DKCa z 0), or gain of function (DKCa > 0; gain of SERCA
inhibition). The dominant characteristic of the alanine variants
was loss of function. The Asn34-Ala was the most severe loss-of-
function variant, completely eliminating SERCA regulation by
PLN.15,19 The KCa value determined for SERCA in the presence of
wild-type PLN was 0.88 mM calcium compared to 0.45 mM
calcium for SERCA in the presence of Asn34-Ala PLN (DKCa of
−0.43). Another severe loss-of-function variant of PLN was Ile38-
Ala (DKCa of −0.39). In total, 14 alanine variants of PLN resulted
in KCa (Fig. S1 and Table S1†) and DKCa (Fig. 2) values that were
indicative of loss of function (KCa values ranging from 0.45 for
Asn34-Ala to 0.66 for Leu31-Ala & Cys46-Ala; DKCa values ranging
from −0.43 to −0.22, respectively). Based on the crystal struc-
ture of the SERCA-PLN complex, most of these residues line the
helical face of PLN that interacts with the inhibitory groove of
SERCA.

In addition to the loss-of-function variants, a subset of
alanine variants resulted in gain of function and more potent
inhibition of SERCA (Fig. 2). The Leu37-Ala and Ile47-Ala were
the most potent gain-of-function variants, markedly increasing
SERCA inhibition relative to wild-type PLN. Compared to SERCA
in the presence of wild-type PLN (KCa of 0.88 mM calcium), the
Leu37-Ala and Ile47-Ala variants of PLN were super-inhibitors of
SERCA (KCa of 1.57 and 1.87 mM calcium; DKCa of 0.69 and 0.99,
respectively). Three other substitutions – Ile33-Ala, Leu43-Ala,
and Leu44-Ala – were also more potent inhibitors of SERCA
(DKCa of 0.28, 0.34, and 0.23, respectively). Finally, four addi-
tional substitutions resulted in mild gain of function – Met20-
Ala, Lys27-Ala, Cys36-Ala, and Leu51-Ala (DKCa of 0.09, 0.12, 0.09,
and 0.12, respectively). In the crystal structure of the SERCA-
PLN complex, most of these residues line the helical face of
© 2024 The Author(s). Published by the Royal Society of Chemistry Chem. Sci., 2024, 15, 14310–14322 | 14313
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Fig. 4 The DDG values derived from the thermodynamic cycle for (A) formation of the SERCA-PLN complex from the PLN monomer (Fig. 3A)
and (B) formation of the SERCA-PLN complex from the PLN pentamer (Fig. 3B). The DDG values (kcal mol−1) were calculated as the difference
between the SERCA-PLN complex (DGbound-alchemical) and the PLN monomer (A) or PLN pentamer (B) in a lipid bilayer (DGunbound-alchemical).
Negative DDG values (kcal mol−1) indicated alanine substitutions that have higher affinity for SERCA compared to wild-type PLN (e.g., R25A).
Positive DDG values (kcal mol−1) indicated alanine substitutions that have lower affinity for SERCA compared to wild-type PLN (e.g., I38A). The
FEP values and associated errors were determined using ParseFEP and indicate Bennett Acceptance Ratio (BAR) free-energy estimates between
the forward and backward transformations.
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PLN that is oriented away from the inhibitory groove of SERCA,
with the exception of Lys27 and Met20.
Formation of the SERCA-PLN complex from a PLN monomer

Our next objective was to determine the changes in binding
affinity for SERCA that accompany alanine substitution of each
residue in PLN (Ile18-Ala to Leu52-Ala). To estimate binding
affinities, we used the in silicomethod of alchemical free-energy
simulations to determine the difference in free energy of
binding for each of the alanine variants compared to wild-type
PLN in the SERCA-PLN complex.21 The thermodynamic cycle for
binding of a PLN monomer to SERCA and the alchemical
transformations are shown in Fig. 3A. The thermodynamic cycle
includes the formation of the SERCA-PLN complex from a PLN
monomer for wild-type (DG

�
wt-binding) and the alanine variants

(DG
�
mut-binding). The free-energy calculations in the thermody-

namic cycle include alchemical transformation of the SERCA-
bound complex (DGbound-alchemical) and the unbound PLN
monomer (DGunbound-alchemical) in a membrane environment.
We determined DGbound-alchemical and DGunbound-alchemical (Table
14314 | Chem. Sci., 2024, 15, 14310–14322
S1†) using the alchemical free-energy perturbation method. The
change in free energy of formation for the PLN variant
(DG

�
mut-binding minus DG

�
wt-binding) was equivalent to the differ-

ence in free energy between the bound and unbound alchemical
transformations (DDG = DGbound-alchemical minus DGunbound-

alchemical).
The DDG value for each PLN variant was indicative of higher

affinity binding (DDG < 0), neutral (DDG z 0), or lower affinity
binding (DDG > 0) to SERCA (Fig. 4A and Table S2†). A group of
variants resulted in negative DDG values indicative of higher
affinity binding to SERCA (15 variants). The largest negative
changes in DDG were for Glu19-Ala, Gln23-Ala, Arg25-Ala, Asn30-
Ala, Ile33-Ala, and Met50-Ala. Additional residues also exhibited
negative changes in DDG that were statistically signicant but
lower in magnitude by comparison (Fig. 4A). Another group of
variants resulted in positive DDG values indicative of lower
affinity binding to SERCA (13 variants). The largest positive
changes in DDG were for Asn34-Ala, Ile38-Ala, and Ile48-Ala.
Additional residues also exhibited positive changes in DDG that
were statistically signicant but lower in magnitude by
© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Scatter plots of DDG (kcal mol−1) versus DKCa (mM) for each
alanine substitution in PLN and the thermodynamic cycle from the PLN
monomer (A) and thermodynamic cycle for the PLN pentamer (B). The
expected regions are highlighted in green. Top left quadrant corre-
sponds to alanine variants that have lower binding affinity for SERCA
and result in loss of function compared to wild-type PLN (e.g., N34A).
The bottom right quadrant corresponds to alanine variants that have
higher binding affinity for SERCA and result in gain of function
compared to wild-type PLN (e.g., L37A). The top right quadrant
corresponds to alanine variants that have lower binding affinity for
SERCA and result in gain of function compared to wild-type PLN. The
bottom left quadrant corresponds to alanine variants that have higher
binding affinity for SERCA and result in loss of function compared to
wild-type PLN (e.g., R25A). Error bars indicate SEM for DKCa (n$ 4) and
DDG (BAR estimator implemented in ParseFEP). A linear regression fit is
shown for each plot and the R values are indicated. Note that E19A,
R25A, Q23A, and M50A were excluded from the regression fit because
of their distinct behavior.
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comparison (Fig. 4A). However, the calculation of the DDG
values depended on the chemical state of PLN, which in this
thermodynamic cycle was a PLN monomer embedded in a lipid
© 2024 The Author(s). Published by the Royal Society of Chemistry
bilayer (Fig. 3A). Thus, determining the free-energy change
between the bound and unbound states (DDG = DGbound-

alchemical minus DGunbound-alchemical) provided insights into the
formation of the SERCA-PLN complex from a PLN monomer in
a membrane environment.

To understand the effect of alanine variants on formation of
the SERCA-PLN complex from the PLN monomer, we plotted
DDG (kcal mol−1) versus DKCa (mM calcium) for all variants
(Fig. 5A). The objective was to correlate the changes in binding
affinity (negative or positive changes in DDG) with the loss-of-
function or gain-of-function behavior of the alanine variants
(negative or positive changes in DKCa). The expectation was that
loss-of-function variants (DKCa < 0) should correlate with a lower
binding affinity for SERCA (DDG > 0) and gain-of-function
variants (DKCa > 0) should correlate with a higher binding
affinity for SERCA (DDG < 0). Reduced binding of PLN to the
inhibitory groove of SERCA should result in reduced inhibition
and more efficient SERCA calcium transport. Similarly,
increased binding of PLN to the inhibitory groove of SERCA
should result in increased inhibition and less efficient SERCA
calcium transport. This pattern t many of the residues such as
the most severe loss-of-function variants Asn34-Ala and Ile38-Ala
(Fig. 5A; upper le quadrant), and gain-of-function variants
such as Ile33-Ala, Leu43-Ala, and Leu44-Ala (Fig. 5A; lower right
quadrant). However, there were some clear deviations from this
pattern. Some loss-of-function variants were predicted to have
higher affinity for SERCA, such as Glu19-Ala, Gln23-Ala, Arg25-
Ala, and Met50-Ala (Fig. 5A; lower le quadrant). At rst this
seems implausible; however, it is interesting to consider that
these latter variants lie at the membrane surfaces, where higher
affinity bindingmight alter the way the transmembrane domain
of PLN crosses the membrane bilayer and interacts with SERCA.
Since SERCA inhibition depends on the orientation of PLN in
the inhibitory groove,32 higher affinity binding could result in
a non-productive complex and loss of function.

From this comparison, there were several variants that
remained difficult-to-explain outliers, particularly Lys27-Ala,
Leu37-Ala, and Ile47-Ala. The Lys27-Ala variant is a well-known
gain-of-function variant,15,27,33 yet the formation of the SERCA-
PLN complex from the PLN monomer predicted this variant to
have a lower affinity for SERCA (Fig. 5A; upper right quadrant).
It seemed implausible that a PLN variant can result in both gain
of function and lower affinity for SERCA. In addition, the two
most potent super-inhibitors of SERCA, gain-of-function vari-
ants Leu37-Ala and Ile47-Ala (Fig. 2), did not appreciably alter the
binding affinity for SERCA (Fig. 5A). These latter two residues,
Leu37 and Ile47, have been reported to both stabilize the PLN
pentamer and physically interact with SERCA.34 Thus, the
hypothesis for formation of the SERCA-PLN complex from
a PLN monomer did not explain the results for this subset of
gain-of-function alanine variants of PLN.
Formation of the SERCA-PLN complex from a PLN pentamer

Since the formation of the SERCA-PLN complex from a PLN
monomer did not explain some gain-of-function variants of
PLN, we considered an alternative hypothesis for the formation
Chem. Sci., 2024, 15, 14310–14322 | 14315
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Fig. 6 Overlay of the scatter plots of DDG (kcal mol−1) versus DKCa for
each alanine substitution in PLN and the thermodynamic cycle from
the PLNmonomer (black circles) and PLN pentamer (grey circles). This
figure is an overlay of Fig. 5A and B. Notice the better fit between the
DDG and DKCa values for the thermodynamic cycle from the PLN
pentamer including alanine substitutions K27A, L37A, L43A, L44A, I47A,
and L51A. Statistical analysis was performed using an independent
samples t-test (*p < 0.02; **p < 0.01).

Fig. 7 Structure of SERCA-PLN complex (PDB: 4KYT). (A) PLN is
shown as cyan cartoon format. SERCA transmembrane domain is tan,
transmembrane segments M4 and M5 are blue, the N domain is green,
the P domain is magenta, and the A domain is yellow in cartoon
format. The alanine substitutions labeled in Fig. 5B are shown for the
three main quadrants: (B) lower affinity for SERCA, loss of function
(N34A, F35A, I38A); (C) high affinity for SERCA, gain of function (K27A,
I33A, L37A, L43A, L44A, I47A, L51A); and (D) higher affinity for SERCA,
loss of function (E19A, R25A, Q29A, M50A). These residues are shown
in sphere representation. (E) Scheme depicting relative energy states
for the SERCA-PLN complex formed from the PLN monomer and PLN
pentamer, as well as the release of a PLN monomer from the PLN
pentamer. Arrows indicate the transitions between the different states.
SERCA is shown in grey cartoon format and PLN is shown in blue.
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of the SERCA-PLN complex from a PLN pentamer. As above, our
objective was to determine how the alanine-scanning muta-
genesis of PLN and SERCA functional measurements (DKCa)
compared with changes in the binding affinity of PLN for
SERCA (DDG). The thermodynamic cycle for formation of the
SERCA-complex directly from the PLN pentamer using in silico
alchemical free-energy simulations is shown in Fig. 3B. The
thermodynamic cycle includes the formation of the SERCA-PLN
complex from a PLN pentamer for wild-type (DG

�
wt-binding) and

alanine variants (DG
�
mut-binding). Analogous to Fig. 3A, the free-

energy calculations in the thermodynamic cycle included the
alchemical transformation of the SERCA-PLN complex
(DGbound-alchemical) and the PLN pentamer in a membrane
environment (DGunbound-alchemical). The unbound state in this
thermodynamic cycle was the PLN pentamer in a membrane
environment, where each residue may be involved in PLN–PLN
and/or PLN-lipid interactions. We determined DGbound-alchemical

and DGunbound-alchemical (Table S1†) using the alchemical free-
energy perturbation method. As described above, the change
in free energy of formation for the PLN variant (DG

�
mut-binding

minus DG
�
wt-binding) was equivalent to the difference in free

energy between the bound and unbound alchemical trans-
formations (DDG= DGbound-alchemical minus DGunbound-alchemical;
Fig. 4B).

For a comparison of the effect of alanine variants on
formation of the SERCA-PLN complex from the PLN pentamer,
we plotted DDG (kcal mol−1) versus DKCa (mM calcium) for all
variants (Fig. 5B). As described above, the gain-of-function
variants that remained unexplained, Lys27-Ala, Leu37-Ala, and
Ile47-Ala, were better t by the thermodynamic cycle involving
the PLN pentamer. In fact, many of the gain-of-function variants
were better explained (lower DDG values) by formation of the
14316 | Chem. Sci., 2024, 15, 14310–14322
SERCA-PLN complex from the PLN pentamer, including resi-
dues Lys27-Ala, Leu37-Ala, Leu43-Ala, Leu44-Ala, Ile47-Ala, and
Leu51-Ala (Fig. 6). Most of these residues, with the exception of
Lys27, were shown to be part of the Leu–Ile zipper involved in
formation of the PLN pentamer.16,19 Furthermore, the DDG
values for super-inhibitory variants increased in magnitude in
the formation of the SERCA-bound complex from the PLN
pentamer indicating an improved correlation using this ther-
modynamic cycle as compared to the thermodynamic cycle
involving the PLN monomer. As notable examples, the DDG
© 2024 The Author(s). Published by the Royal Society of Chemistry
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values decreased for Leu37-Ala (−0.7/−2.3 kcal mol−1), Leu44-
Ala (−1.4 / −4.6 kcal mol−1), and Ile47-Ala (0.0 /

−2.6 kcal mol−1) indicating a better t by the thermodynamic
cycle involving the PLN pentamer. Unlike the model involving
the PLN monomer (Fig. 3A), only a single variant, Met20-Ala,
resulted inmild gain of function (DKCa > 0) and lower affinity for
SERCA (DDG > 0). Since Met20 is not part of the transmembrane
domain of PLN, perhaps it is not surprising that this variant was
not t well by either thermodynamic cycle.

It is interesting to consider the structure of the SERCA-PLN
complex (Fig. 7) and the location of key residues implicated in
the formation of the SERCA-PLN complex from the PLN pen-
tamer. Residues that exhibited lower affinity for SERCA and PLN
loss of function included Asn34-Ala (N34A), Phe35-Ala (F35A),
and Ile38-Ala (I38A). These residues face the inhibitory groove of
SERCA (Fig. 7B). Residues that exhibited higher affinity for
SERCA and PLN gain of function included Lys27-Ala (K27A),
Ile33-Ala (I33A), Leu37-Ala (L37A), Leu43-Ala (L43A), Leu44-Ala
(L44A), Ile47-Ala (I47A), and Leu51-Ala (L51A). Except for Lys27-
Ala, these residues are peripheral to the inhibitory groove of
SERCA (Fig. 7C). Finally, residues that exhibited higher affinity
for SERCA and PLN loss of function included Glu19-Ala (E19A),
Arg25-Ala (R25A), Gln29-Ala (Q29A), andMet50-Ala (M50A). While
this was an unexpected behavior, these residues lie at the
membrane surfaces suggesting that they play a role in orienting
PLN in the inhibitory groove of SERCA (Fig. 7D).
Conformational selection of SERCA by the PLN pentamer

Cellular signaling events are oen mediated by the lateral
association of membrane proteins that change state in response
to chemical signals. Membrane protein self-association and
helix–helix interactions make up a signicant structural feature
of the cellular signaling landscape. Despite the clear impor-
tance of membrane protein interactions, the measurement of
binding affinities in a membrane environment has been chal-
lenging. To address this problem, we studied the interaction
between PLN and SERCA using an in vitro functional assay and
in silico computational approach. PLN was an attractive choice
for the following reasons. First, there is a large amount of
functional data for SERCA in the presence of PLN alanine
variants.15,19,29 Second, PLN adopts a variety of helical associa-
tion states in the membrane including a free monomer,
a homo-pentameric state, and a hetero-oligomeric state when
bound to SERCA. Third, there is an established model for
SERCA regulation by PLN, where the PLN pentamer is in
dynamic equilibrium with the PLN monomer, and the PLN
monomer is the species that interacts with and inhibits
SERCA.17–19 Finally, there are structures available for the domi-
nant states including the SERCA-PLN complex,21 the PLN
monomer,35 and the PLN pentamer.36

The objective was to understand the free-energy changes that
accompany helix–helix association in a membrane environ-
ment. To the best of our knowledge, this would be the rst
application of this method to a membrane protein complex. In
the thermodynamic cycle for formation of the SERCA-PLN
inhibitory complex (Fig. 3), the free-energy changes were
© 2024 The Author(s). Published by the Royal Society of Chemistry
calculated as the difference between the bound and unbound
states. The SERCA-PLN complex was the bound state and the
PLN monomer was the unbound state. This gave rise to a set of
free-energy changes calculated for the array of PLN variants
(Table S2† and Fig. 4). To reconcile these free-energy changes,
we compared the DDG values with the apparent calcium affinity
(KCa) determined for SERCA in the presence of each PLN alanine
substitution (Fig. 5). The expectation was changes in binding
affinity (DDG) of the PLN monomer should correlate with
changes in function (DKCa), consistent with the existing model
for SERCA regulation.

Although we expected our ndings to support SERCA regu-
lation by the PLN monomer, the free-energy changes did not
offer a satisfactory t to the functional data for the PLN variants.
This led us to consider a second unbound state, the PLN pen-
tamer, which gave rise to a different set of free-energy changes
calculated for the array of PLN variants (Table S2† and Fig. 6).
Surprisingly, using the PLN pentamer as the unbound state gave
rise to free-energy changes (DDG) that better t the functional
data (DKCa) (Fig. 6). This was particularly true for some of the
gain-of-function variants of PLN, such as Lys27-Ala (K27A),
Leu37-Ala (L37A), Leu43-Ala (L43A), Leu44-Ala (L44A), Ile47-Ala
(I47A), Leu51-Ala (L51A) (Fig. 6). To further test this nding, we
turned to another set of experimental data previously published
by the MacLennan laboratory.19,27,37 These data included KCa

measurements for SERCA in the presence of alanine variants of
canine PLN. The only difference in the sequence of residues
considered was Asn27 in canine PLN is Lys27 in human PLN. It
should be noted that there are substantial differences in the KCa

values determined by us (Fig. S1† and ref. 29) and those previ-
ously published (Fig. 1 in ref. 37). Nonetheless, these data were
also better correlated by the thermodynamic cycle involving the
PLN pentamer (Fig. S2†). Therefore, we concluded that the data
support a model for SERCA regulation where the SERCA-PLN
complex can form via an interaction between SERCA and the
PLN pentamer (Fig. 7E). Note that this does not exclude
formation of the SERCA-PLN complex from the PLN monomer,
though complex formation from the PLN pentamer is energet-
ically more favorable.

There is evidence in the literature for an active role for the
PLN pentamer in SERCA regulation,21,38–41 and it has become
increasingly clear that the pentameric form of PLN is required
for normal cardiac contractility.15,19,42–45 If the PLN pentamer
plays a direct role in the formation of the SERCA-PLN complex,
what is the underlying mechanism that favors formation of the
SERCA-PLN complex from the pentamer? The transition from
the PLN pentamer to the monomer, and then from the PLN
monomer to the SERCA-PLN complex involves a series of
distinct molecular interactions. Depending on the location in
the transmembrane domain of PLN, a particular residue may
interact with another PLN, lipids, SERCA, or some combination
of the three. The free-energy changes (DDG) associated with
these PLN states suggest that PLN–PLN interactions in the
pentamer are a lower energy state and PLN-lipid interactions of
the monomer are a higher energy state. By comparison, the free-
energy changes associated with the SERCA-PLN complex
suggest that it is an intermediate state between the PLN
Chem. Sci., 2024, 15, 14310–14322 | 14317
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pentamer and monomer. Thus, PLN–PLN and SERCA-PLN
(helix–helix) interactions are favored over PLN-lipid (helix-
lipid) interactions (DG

�
PLN-monomer > DG

�
SERCA-PLN >

DG
�
PLN-pentamer). However, some alanine variants of PLN shi the

energy landscape of the PLN pentamer, though PLN–PLN and
SERCA-PLN interactions are still favored over PLN–lipid inter-
actions. Generally, these residues are part of the leucine–
isoleucine zipper that stabilizes the pentameric form of PLN,
where alanine substitution of these residues destabilizes the
pentamer and increases the probability of monomer release.
These alanine variants of PLN tend to be super-inhibitors of
SERCA.

Does super-inhibition of SERCA by PLN alanine variants
offer insights into the formation of the SERCA-PLN complex?
The original model for SERCA inhibition by PLN involved the
calcium-free E2 conformation of SERCA and an inhibitory
groove formed by transmembrane segments M2, M6, and M9 of
SERCA.46,47 The inhibitory groove is “open” in the calcium-free
E2 state and “closed” in the calcium-bound E1 state of
SERCA, where PLN was thought to bind to the “open” inhibitory
groove and impede groove closure in the E2 to E1 transition.
However, the subsequent crystal structures of the SERCA-PLN
and SERCA-SLN complexes revealed a different conformation
of SERCA poised in a calcium-free E1-like state.21–23 In the
calcium free E1-like conformation of SERCA,21 the inhibitory
groove is partially closed and intermediate between the open E2
and closed E1 states. This raises the notion of differential
recognition of the “open” and partially “closed” inhibitory
grooves by PLN. The partially closed inhibitory groove in the
calcium-free E1-like conformation of SERCA is compatible with
binding of the PLN pentamer, while the open inhibitory groove
in the E2 state of SERCA is too deep and narrow to engage the
PLN pentamer. Therefore, we suggest that formation of the
SERCA-PLN inhibitory complex via the PLN pentamer allows for
conformational selection of SERCA in the calcium-free E1-like
state for the formation of the correct (physiological) complex.
In this scenario, super-inhibition of SERCAmay result from loss
of conformational selection and the interaction of a PLN
monomer with the open inhibitory groove in the E2 confor-
mation of SERCA.
Conclusion: implications for transmembrane helix assembly

Single-pass transmembrane proteins can form a variety of
homo- and hetero-oligomeric assemblies that induce, amplify,
or mitigate cellular signaling events. The ability of homo- and
hetero-oligomeric assemblies to sense cellular events (e.g.,
changes in ion gradients or phosphorylation states) and change
state are a fundamental feature of some cellular signaling
systems. PLN is one example of a single-pass membrane protein
that changes state from a homo-pentameric form to a hetero-
oligomeric form with SERCA. The hetero-oligomeric interac-
tion with SERCA results in SERCA inhibition, a shi in the
apparent calcium affinity of SERCA, which is regulated by the
phosphorylation of PLN and the cytosolic calcium concentra-
tion. The ability to transition from a homo-oligomeric state, the
PLN pentamer, to a hetero-oligomeric state, the SERCA-PLN
14318 | Chem. Sci., 2024, 15, 14310–14322
complex, is a fundamental feature of this regulatory axis. The
results of this study support the notion that the homo-
oligomeric form of PLN directs the formation of the “correct”
hetero-oligomeric SERCA-PLN complex. This conformational
selection may be a general phenomenon in cellular signaling
pathways that involve the transition between homo- and hetero-
oligomeric transmembrane assemblies, where transmembrane
helix–helix interactions are oen dynamic and dependent on
the functional state of the protein.

Experimental
Mutagenesis, expression, and purication of PLN

The protocol used for mutagenesis, expression and purication
of PLN has been previously described.15,48 Residues Ile18 to Ile33

of PLN were individually mutated to alanine. The remaining
alanine-scanning mutagenesis data included in this study for
PLN residues Asn34-Ala to Leu52-Ala has been published.15,29

Further details can be found in the ESI.†

Reconstitution of SERCA and PLN into proteoliposome

SERCA was puried from the SR of rabbit hind leg muscle and
reconstituted into membrane vesicles (proteoliposomes) with
puried recombinant human PLN as described.49 Further
details can be found in the ESI.†

Calcium-dependent ATPase activity assays

Proteoliposomes containing SERCA and PLN were then
measured for their calcium-dependent ATPase activity using
a coupled-enzyme assay as previously described.50 Further
details can be found in the ESI.†

Molecular modeling

Three different systems were prepared for in silico calculations.
In the rst system, the structure of the SERCA-PLN bound
complex (PDB: 4KYT21) was used which contains three chains
corresponding to one SERCA and two PLN. In this structure, the
rst PLN chain is in proximity to SERCA but only residues Pro21
to Val49 were resolved, while the second PLN chain was further
away from SERCA and only residues Gln26 to Ile40 were
resolved. All of the missing residues in the structure of SERCA
as well as residues Ile18, Glu19, Met20, Met50, Leu51 and Leu52
in the rst PLN chain were inserted using Modeller.51 For
effective comparison to the functional data, differing residues
were changed to the human PLN sequence. The second PLN
chain was removed. This complex was embedded in a 256 1-
palmitoyl-2-oleoylphosphatidylcholine (POPC) pre-equilibrated
lipid membrane box obtained from the CHARMM-GUI data-
base.52 The acidic residues in the calcium-binding sites Glu771
and Glu908 were protonated while residues Glu309 and Asp800
were deprotonated based on PROPKA analysis.53,54 In the second
and third systems, the structures of PLN monomer (PDB: 1FJK)
and PLN pentamer (PDB: 2KYV), respectively, were embedded in
the same lipid membrane box as above. In both PLN monomer
and PLN pentamer, residues Met1 to Thr17 were removed and
differing residues were changed to human wild-type sequence
© 2024 The Author(s). Published by the Royal Society of Chemistry
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using Modeller to keep the structures consistent for
comparison.51,55–57 Each system was solvated and ionized with
0.15 M KCl using solvate and autoionize VMD plugins.58 The
protein structure le was generated using the VMD psfgen
plugin58 using CHARMM36 force eld topology.59,60 For the
alchemical free energy perturbation (FEP) simulations for
alanine scanning mutagenesis, structures for different alanine
mutants of the model systems were generated using a hybrid
topology le in combination with AlaScan,61 psfgen andMutator
VMD plugins.58
Molecular dynamics (MD) and free-energy perturbation (FEP)
simulations

NAMD soware25,26,62 was used to carry out all of the in silico
simulations with NVIDIA P100 Pascal GPUs and CHARMM36
force eld parameter les.59,60 Each of the three model systems,
i.e., SERCA-PLN complex, PLN monomer and PLN pentamer
were rst minimized, annealed, and equilibrated for overall 10
ns with unrestrained MD simulations prior to FEP calculations.
The nal dimension of all three systems upon equilibration
were 110 Å × 110 Å × 150 Å. In the PLN pentamer system,
alchemical FEP calculations in all ve protomers were simul-
taneously performed and the stoichiometry was accounted for
during the analysis step. Electrostatic and van der Waals cutoff
distance was set to 11 Å with switching at 10 Å and pair list
distance at 12 Å. Langevin piston pressure control was set to
1.01 bar and the temperature for Langevin calculations at 300 K.
For periodic boundary conditions, the Particle Mesh Ewald
method was applied for electrostatics and the wrapping of all
coordinates was set to on. The alchemical FEP setup les were
prepared using AlaScan61 with default parameters, the FEP
calculation for each system was carried out with windows (l) of
width 0.05 or over 20 windows for forward transformation and
the same procedure was repeated for the backward trans-
formation. Each window consisted of 1 × 105 equilibration and
5 × 105 production steps of 1 fs each. The cumulative simula-
tion time for each alanine alchemical FEP calculation was 24 ns.
Alanine scanning FEP calculations for all residues in PLN from
Ile18 to Leu52 (excluding Pro21) were performed separately and
repeated for all three systems, SERCA-PLN complex, PLN
monomer and PLN pentamer. The total cumulative simulation
time was calculated to be 2.406 ms [(33 alanine mutations × 3
systems × 24 ns) + (10 ns equilibration × 3 systems)]. Alchem-
ical transformation free energy (DGalchemical) was determined
from FEP simulation for each alanine mutation using VMD
ParseFEP plugin with default settings58,63 (Fig. S3 and S4†).
Subsequently, values for DGbound-alchemical from SERCA-PLN
complex system were subtracted for values from either the
PLN monomer system or the PLN pentamer system (DGunbound-

alchemical). This difference is equivalent to the difference in the
free energy of formation of alanine-substituted SERCA-PLN
complex compared to the wild-type SERCA-PLN complex
(DDG). ParseFEP performs the alchemical transformations
bidirectionally, and the results of the forward and backward
simulations are combined in the form of the Bennett
© 2024 The Author(s). Published by the Royal Society of Chemistry
acceptance-ratio (BAR) estimator of the free energy and statis-
tical error (SEM).

To examine the effect of equilibration time on the initial
structures of the model systems, the three model systems
(SERCA-PLN complex, PLN monomer and PLN pentamer) were
equilibrated for 10, 25, 40, and 50 ns of unrestrained MD
simulations. Each of these equilibrated model systems were
used as replicates for FEP calculations as described in the
preceding paragraph. This was done for a subset of trans-
membrane residues including L37A, L43A, L44A, I47A, and
L51A (Table S3†). The overall conclusions were further sup-
ported by these calculations, showing a clear preference for the
thermodynamic cycle from the PLN pentamer (Fig. 3B).
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