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Abstract. We report simulations and analysis of the A,, adenosine receptor in its fully active
state, in two different membrane environments. The first is a model in which the lipids are
distributed asymmetrically according to recent lipidomics, simulations, and biophysical
measurements, which together establish the distribution of lipids and cholesterol between the
two leaflets. The second is the symmetrized version, which is suggested to capture the
membrane state following loss of lipid asymmetry. By comparing lipid-protein interactions
between these two cases we show that solvation by PS is insensitive to the loss of asymmetry
— an abundance of positively charged sidechains around the cytoplasmic side of the receptor
enriches solvation by PS in both membrane states. Cholesterol interactions are sensitive to the
loss of asymmetry, with the abundance of cholesterol in the exoplasmic leaflet driving long-lived
cholesterol interactions in the asymmetric state. However, one cholesterol interaction site on
helix 6 is observed in both cases, and was also observed in earlier work with different
membrane models, supporting its identification as a bona-fide cholesterol binding site.

Introduction

The first direct observations of lipid-protein interactions were reported in 1999 by Mitsuoka, et
al., using electron crystallography of naturally occurring two-dimensional crystalline arrays of
bacteriorhodopsin from purple membranes." Using protein reconstituted into a single component
phospholipid bilayer, Gonen, et al. reported (in 2008) high resolution structures of lipids
surrounding an aquaporin, reconstituted into a single component phospholipid membrane.?
Around the same time, several publications reported lipids (including cholesterol) bound to
membrane proteins observed by x-ray crystallography,-¢ but these were either crystallized from
concentrated detergent solutions or from the lipidic cubic phase — in either case, a not-very-
native membrane environment. Thus, in these early years of lipid-protein interactions the work
of Mitsuoka, et al. stands apart as the most representative of the protein in its native
environment.

Very recently, two groups have reported high resolution structures of membrane proteins in their
native membranes, with stunning results. Tao, et al reported the structure of a K+ channel in
two different native membrane vesicle preparations, observing dozens of lipids including
cholesterol, and finding that the native membrane environment orders previously unresolvable
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regions of the protein.” The cholesterols are observed around the receptor in the exoplasmic
leaflet. Coupland, et al. obtained the structure of a V-ATPase in native synaptic vesicles, finding
regularly spaced cholesterols arrayed on the lumenal side of the transmembrane domain, which
becomes the exoplasmic leaflet upon fusing with the plasma membrane.? Thus, in both cases
the sterols are observed in the exoplasmic plasma membrane leaflet.

The lipid interactions observed in these two structures support an emerging model of plasma
membrane asymmetry. By combining headgroup specific phospholipases with shotgun
lipidomics, Lorent et al reported the asymmetric distribution of glycero-phospholipids and
sphingolipids in the plasma membrane of human red blood cells.® The results were consistent
with prior reports obtained using lower chemical resolution methods.'®'" The exoplasmic leaflet
is more saturated in the hydrocarbon region, and contains essentially all of the sphingolipids,
while the cytoplasmic leaflet contains all of the negatively charged headgroups (mostly
phosphatidyl serine, abbreviated PS), nearly all of the ethanolamine headgroups (including
plasmalogens with ether linked chains), and is significantly more unsaturation in the
hydrocarbon region than the exoplasmic leaflet. Combining extensive simulations and leaflet-
resolved biophysical measurements, Doktorova, et al. reported recently that phospholipid
asymmetry drives an asymmetric distribution of cholesterol, about two-thirds of which is located
in the exoplasmic leaflet — more than half of all of the lipids in the exoplasmic leaflet are
cholesterol.'?

In this submission we use the recently reported asymmetric membrane model of Doktorova, et
al. for simulations of a G-protein coupled receptor (the Ao, adenosine receptor). Because this
protein has been studied by many simulation groups to assess lipid-protein interactions, 328 it is
a good test case to identify how such interactions change (or not) when the receptor is in a
native-like membrane model. Visually, the receptor with its first shell lipids looks remarkably
similar to the two recent native membrane structures mentioned above (Fig. 1), with
substantially more cholesterol density observed around the receptor in the exoplasmic leaflet.
Because the controlled loss of lipid asymmetry is associated with many different cellular
functions,?” we also consider how lipid-protein interactions change following loss of asymmetry
by simulating the receptor in the symmetrized version of the asymmetric membrane model.
Based on a pair of 10 psec all atom simulations (one in each membrane state) of the fully active
receptor, we find that PS headgroups are enriched around the cytoplasmic half of the receptor
regardless of membrane state, driven by a corresponding enrichment of positively charged
sidechains (19 in all), following the “positive inside rule”.?2% A recently described motif of
conserved positive charge that allosterically favors receptor activation is occupied by PS
headgroups in both membrane states.’®> We also find that cholesterol binds a previously
described motif in the outer leaflet region of helix 6, again in both membrane states.'®
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Fig. 1 Simulation snapshot showing the A2A adenosine receptor in an asymmetric plasma
membrane model (panel A) and its symmetrized counterpart (panel B). First shell cholesterols
are rendered in pink and other first shell lipids in cyan. Wireframe mesh shows the outline of the
lipid mass density. Each snapshot is the final configuration of a 10 psec all-atom simulation.

Methods.

System setup for molecular dynamics simulations

Initial coordinates of the protein were based on a high-resolution structure of the adenosine Aja
receptor in complex with the full agonist NECA and an intracellular engineered G protein (PDB:
5G53).3° The engineered G protein was deleted in-silico, allowing lipids to access the G protein-
binding interface. Modeller 10.5 was used to rebuild residues 147 to 158 and residues 212 to 223
that were not resolved in the receptor PDB structure.?' The protein complex was embedded in
two different membrane models. The first is a bilayer with an asymmetric composition containing
12 lipids,'? containing a mixture of sphingolipids (SM), phosphatidylcholine (PC),
phosphatidylethanolamine (PE), ether-linked (plasmalogen) PE (abbreviated PLAS),
phosphatidylserine (PS), and cholesterol. The other is a symmetrized version of the same
membrane, in which the lipid compositions of the two leaflets are identical. The symmetric
membrane bilayer has the same overall lipid compositions as the asymmetric model and models


https://www.zotero.org/google-docs/?0I66Xu
https://www.zotero.org/google-docs/?5zzK30
https://www.zotero.org/google-docs/?WnvbZf
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4fd00210e

Open Access Article. Published on 30 January 2025. Downloaded on 2/21/2025 12:42:12 PM.

This articleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Faraday Discussions

View Article Online

DOI: 10.1039/D4FD00210E

the membrane environment following a loss of lipid asymmetry. The composition of both models
is given in Table 1 and its caption.

Each system was prepared using the membrane builder in CHARMM-GUI.3? The protein complex
was embedded in the mixtures of lipids mentioned above, solvated with TIP3P33 water molecules
to provide a 30 A-thick layer above and below the bilayer. Na* ions were added to neutralize the
system, and additional Na* and CI- ions were added to maintain 0.15 M ionic concentration. Both
systems contained approximately 464,000 atoms and measured 18.5 x 18.5 x 14.3 nm. Protein
and lipids were modeled with the CHARMMS36 force field,3*3% and the ligand NECA was modeled
with the CHARMM general force field.36

Table 1 Number of lipids in asymmetric and symmetric membrane systems. The value in the
parentheses is the mole fraction % in each leaflet. Abbreviations are as follows: PC
phosphatidylcholine; PE phosphatidyl ethanolamine; PS phosphatidyl serine; PSM 18:1, 18:0
sphingomyelin; LSM 18:1, 24:0 sphingomyelin; NSM 18:1, 24:1 sphingomyelin; PAPC 16:0,20:4
PC; SOPC 18:0,18:1 PC; PLPC 16:0,18:2 PC; POPC 16:0,18:1 PC; OAPE 18:1,20:4 PE; PDPE
16:0,22:6 PE; PLQS 18:0,22:4 plasmalogen PE; PAPS 16:0,20:4 PS; CHOL cholesterol.
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Lipid class  Abbreviation Asymmetric Symmetric
Exo Cyto Exo Cyto
SM LSM 48 (6.6) 0 24 (3.8) 24 (3.8)
NSM 56 (7.7) 0 28 (4.5) 28 (4.5)
PSM 72 (9.9) 0 36 (5.7) 36 (5.7)
PC PAPC 24 (3.3) 0 12 (1.9) 12 (1.9)
SOPC 40 (5.5) 0 20 (3.2) 20 (3.2)
PLPC 80 (11.0) 80 (15.0) 80 (12.7) 80 (12.7)
POPC 32 (6.0) 16 (2.5) 2.5)

PE OAPE 32 (6.0) 16 (2.5) 2.5)

PLAS PLQS 80 (15.0) 40 (6.4) 6.4)

0 16
0 16
PDPE 0 72(135) 36 (5.7) 36
0 40
0 60

PS PAPS 120 (22.6) 60 (9.6) 9.6)

(
(
(5.7)
(
(
(

CHOL CHOL 404 (55.8) 116 (21.8) 260 (41.4) 260 (41.4)

Simulation Details

The equilibration of the two systems was run with NAMD version 3,37 following CHARMM-GUI's
default six-step protocol. The initial configuration was relaxed by 10000 steps of steepest descent.
The first three simulations had 1 fs timestep for a total of 375 ps (125 ps x 3) of simulation time,
and the last three steps had a 2 fs timestep for a total of 1500 ps (500 ps x 3) simulation length.
During the six-step equilibration protocol, velocities were reassigned every 500 steps. The heavy
atoms of the receptor backbone and the ligand NECA were positionally restrained but with a
decreasing force constant from 10.0 to 0.1 kcal mol-' A-2 following CHARMM-GUI’s default. The
force constant was gradually reduced from 5.0 to 0 kcal mol-' A-2 for the heavy atoms of the
receptor sidechain. Similarly, the harmonic restraints on the heavy atoms of lipid headgroups
were reduced from 5.0 to 0 kcal mol-' A-2 in a stepwise manner. The simulation box volume was
allowed to change semi-isotropically via a Langevin piston with a barostat damping time scale of
25 fs and an oscillation period of 50 fs.3® The target pressure and temperature were 1.01325 bar
and 310 K, respectively. All covalently bonded hydrogens were constrained by SHAKE.3° A cutoff
of 1.2 nm was used for the electrostatic and van der Waals interactions, while the switching
algorithm was on if the distance between two atoms was between 1.0 nm and 1.2 nm, ensuring
the potential was smoothly reduced to 0 at the cutoff distance. The long-range electrostatic
interactions were computed using the Particle Mesh Ewald (PME) method“® on a 1 A grid, with a
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tolerance of 10-6 and sixth order interpolation. The nonbonded interactions were not computed
only if two atoms were connected within 3 covalent bonds. The neighbor list was updated every
10 steps, including all pairs of atoms whose distances were 1.2 nm or less. The sixth equilibration
step was run for another 30 ns to ensure the receptor was well equilibrated. An additional 70 ns
production run was performed in which all restraints were removed.

The equilibrated binary restart files from NAMD were converted into DMS format for further
production simulation on Anton2. Viparr 4.7.49c7 was used to add force field information.
Integration was performed under constant pressure (1 atm), temperature (310 K), and particle
number with the multigrator*’ method with a 2.5-fs time step. Temperature was controlled by a
Nose-Hoover*? thermostat coupled every 24 timesteps and pressure was controlled by the
Martyna-Tobias-Klein barostat (semi-isotropic) coupled every 480 timesteps.* Nonbonded
interactions were cut off at 1.2 nm. Long-range electrostatic interactions were computed using
the u-series method** following Anton2’s default. Hydrogens were constrained by M-SHAKE.#°
Production simulations for each system were performed production simulations for 10 us, and
configurations were stored every 480 ps.

Simulation Analysis

Visual Molecular Dynamics (VMD)* was used for molecular visualization. Data analysis and
plotting were performed using in-house python scripts based on publicly hosted python
packages: NumPy,*” MDAnalysis,*® and matplotlib.*®

We conducted Voronoi analysis with the Voronoi module from the python package SciPy.%° For
the entire 10 ps trajectory, the configurations were sampled at 0.48 ns intervals. In each of the
20834 frames, for each leaflet, the center of mass of each residue from the seven transmembrane
domains (above or below the midplane) and the center of mass of each lipid were projected onto
the midplane (z = 0) to form a 2D point set. Following Voronoi analysis, lipids sharing an edge
with receptor residues were identified as belonging to the first shell.

To characterize the interactions between cholesterol and the receptor residues, contacts
between protein sidechains and cholesterol were identified for each residue, using a definition of

a contact as <4.5 A between the closest heavy atoms of any cholesterol and the protein
sidechain. The interaction frequency of cholesterol with each residue was then classified into
three tiers: “high” if the residue contacts a cholesterol for more than 80% of the duration of the
10 usec simulation, “medium” greater than 50%, and low if below 50%. Interactions between the
receptor and PS were defined by a distance of <4.5 A between the closest heavy atoms of any
PS headgroups and the receptor residue sidechain, using the same classification of the

interaction frequency.
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Results

A PS interaction motif is occupied in both membrane states.

Two simulations were performed of the receptor in its fully active state, but in the absence of the
G-protein. (See Methods for details on how the initial structure was prepared.) This state of the
receptor was chosen because in a recent publication’® we showed that a motif of positive
charge on the intracellular face of the receptor mediates interaction with a PS headgroup,
favoring the fully active state of the receptor in the absence of the G-protein. Here, we simulated
this receptor state in two different membrane environments — an asymmetric membrane model
(in which all of the PS is located on the cytoplasmic leaflet), and its symmetrized counterpart, in
which the concentration of PS is reduced by more than a factor of two. By designing the
simulations in this way we were able to assess changes in PS interactions following loss of lipid
asymmetry.

The lipid compositions of the first solvation shell in both leaflets were obtained by a Voronoi
analysis, as described in Methods. To simplify the analysis the lipids were grouped into classes
based on headgroup; the lipid classes are defined in Table 1. Most (though not all) lipids that
begin the production simulation in the first shell have exchanged out of the first shell by the end
of the 10 psec production simulations (Figure S1). The average number of first shell lipids in
each class was then computed over 1 psec trajectory segments, these are reported as mole
fractions in Figure S2, and the averages of each class (computed over the final 5 psec of each
simulation) are reported as mole fractions in Figure 2 and as numbers of each lipid class in
Table 2.

Asymmetric Symmetric
0.7 07
exoplasmic cytoplasmic exoplasmic cytoplasmic
06 ([ 1 A 06 ] 1
0.5 0.5
c c
2 S
504 f S04 ¢
£ £
@03 @03
Q )
= s
0.2 0.2
0.1 0.1 f
0.0 0.0

M C COL PE PS SM C COL E S M C COL E S M C COL PE S
Figure 2 The mole fraction of lipids in each class in the first solvation shell in the exoplasmic
and cytoplasmic leaflets, and in the asymmetric membrane simulation (left panel) and in the
symmetric membrane simulaiton (left panel), averaged over the last 5 psec simulations. Gray

filled bars are the results for the first solvation shell of the receptor, and the magenta filled bars
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are the composition of that species averaged over the entire leaflet. An asterisk (*) indicates
cases for which the lipid composition of the bulk is outside the 95 % confidence interval of its
composition in the first shell. The PE class includes plasmalogen.

Table 2. The average number of lipids in the first shell of the receptor in asymmetric and

symmetric membrane systems over the last 5 ysec simulations. The value in the parentheses is
the standard deviation.

Lipid class Asymmetric Symmetric
Exo Cyto Exo Cyto
SM 6.9 (1.4) 0 27 (13) 0.9(0.7)
PC 5.4 (1.0) 21(1.4) 7.0 (1.6) 3.7 (1.3)
CHOL 12.7 (2.1) 22(1.1) 8.5(2.2) 6.3 (1.8)
PE +PLAS 0 5.6 (1.5) 25(11) 41 (1.3)
PS 0 7.7(18) 2.0(0.8) 6.8 (1.8)

Figure 2 shows that the composition of the first shell does not differ significantly from the bulk
for most lipid classes. This can be seen by comparing the average first shell composition (gray
bars with errors) to the bulk composition (pink bars). Cases for which the bulk lipid composition
is outside the 95% confidence interval of the first shell composition are indicated by an asterisk.
A clear exception is PS, which is enriched in the cytoplasmic first shell in both the asymmetric
model and its symmetrized counterpart. In the asymmetric membrane simulation it averages
43.8 +/- 10.1 mol %, compared to the average value in the bulk of about 23 mol %. In the
symmetrized membrane simulation it is still enriched compared to bulk, at 31.4 +/- 8.1 mol %
compared to about 10 mol % in the bulk. In the symmetrized model this comes at the expense
of sphingolipids, which are depleted by a statistically significant amount, and to a lesser extent
PC. In the asymmetric model the depletion is distributed over all of the other lipid classes, none
rising to a 95% confidence level.
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Figure 3 Positively charged side chains that interact with a PS headgroup at least 80% of the
time in the asymmetric membrane simulation (red) or at least 50% of the time (yellow). The
arginine of the D/ERY motif is marked on helix 3 with a black arrow. K233635 and R2917-%6
mediate a PS interaction motif that allosterically activates the receptor ; these are indicated by
black arrows on helices 6 and 7. For the corresponding plot from the symmetric membrane
simulation, see Supplemental Figure S3.

These interactions are driven by the “positive inside rule”?8: the receptor has 19 positively
charged sidechains (Lys and Arg) located on its cytoplasmic half; it is these interactions that
drive enrichment of PS headgroups around the receptor. Ten of the positive charges interact
with a PS headgroup at least 80% of the time in both the asymmetric and symmetric membrane
models (Figure 3): R111359 R120441, R199%60, R2055%6, R206%67, K2336-35, R2917-56, R2937-%8,
R29676", R3007-%5. Two additional residues interact with PS in the asymmetric simulation:
R1073%5 and R3047-%°, The fact that enrichment of PS is reproducible across two independent
simulations with very different lipid compositions lends significance to the result.

A pair of side chains (K23363% and R2917-%, black arrows in Figure 3) are of particular interest,
as we recently reported that they mediate an interaction with negatively charged headgroups,
preorganizing the intracellular face for G-protein interaction.' Both residues are interacting with
PS headgroups nearly all of the time in both the asymmetric and symmetric simulations,
suggesting that this interaction remains saturated even following loss of asymmetry.

Cholesterol interactions favor the exoplasmic leaflet

According to Figure 2, the cholesterol composition of the first shell around the exoplasmic side
of the receptor does not differ significantly from the bulk composition (defined again as a first
shell composition that is outside the 95% CI of the bulk average). This is true of both the
asymmetric model and its symmetrized counterpart. However, in the asymmetric model,
because cholesterol is so abundant in the exoplasmic leaflet, the first shell of the protein in the
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exoplasmic leaflet contains many cholesterols — more than twelve in total, and more than 50%
of all first shell lipids. This is apparent from the image in Figure 1 (left panel) that shows the
exoplasmic surface of the receptor decorated with individual sterols. In the cytoplasmic leaflet
cholesterol is slightly depleted relative to its bulk concentration in both membrane models, with
the PS enrichment described above displacing one to two cholesterols in the cytoplasmic leaflet.
However, in neither case does the cholesterol depletion rise to a 95% confidence level.

Several long-lived cholesterol interactions are observed with specific locations on the receptor
surface. In the asymmetric membrane model, three individual cholesterols remain bound to the
receptor for the entire duration of the 10 psec simulation. The three locations are all in the
exoplasmic leaflet on TM2, TM6, or TM7, and are indicated on the snake plot in Figure 4 in
purple. The binding disposition of all three cholesterols is shown also in Figure 4 and a
timeseries of the residues’ interaction with cholesterol is shown in Figure S4. The configurations
shown in Figure 4 are the final ones from the asymmetric membrane simulation. In the
symmetrized membrane there is a single cholesterol bound for the entire duration of the
simulation to the same location on TM6; a timeseries showing the interaction with this
cholesterol is reported in Figure S5. This same site was also identified in our prior work, where
we named it “h60” for “helix 6, outer leaflet. The prior observation was in a very different
membrane environment (a ternary mixture of cholesterol, saturated, and monounsaturated PC),
and in both all atom and coarse-grained Martini 2.0 simulations.” We do not observe long-lived
interactions at the “cholesterol consensus motif,” which is located on the cytoplasmic leaflet in
between TM2 and TM4. This motif has a lysine at position K122443; in these simulations
negatively charged headgroups are abundant, and this residue is interacting primarily with PS
headgroups (see Lysine colored in yellow on H4 in Figure 3). However, in the symmetrized
membrane simulation we find that this lysine and several residues form the consensus motif on
helix 4 interact wiuth cholesterol instead of PS (Supplemental Figure S6).
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Figure 4 Cholesterol interactions with the receptor in the asymmetric membrane simulation.
Interactions are colored by residue in panel A, with purple indicating interaction with a single
cholesterol for the entire duration of the simulation, red indicating interaction with any
cholesterol for at least 80% of the simulation, and yellow any cholesterol for at least 50% of the
simulation. The binding disposition of the cholesterol on helix 2 is shown in panel B, on helix 6
in panel C, and on helix 7 in panel D. The heavy atoms of the sidechains indicated in purple in
panel A are represented with cyan spheres and are labeled in panels B-D. Carbon atoms in
cholesterol are yellow spheres, the red sphere shows the hydroxyl oxygen, and the black
spheres represent the methyls of the beta face. The same analysis is shown for the
symmetrized membrane simulation in Supplemental Figure S6.
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Discussion

There is an extensive literature documenting interactions between lipids and integral membrane
proteins, and how such interactions modulate function across many classes of membrane
proteins.®' Since the earliest work on rhodopsin,®? simulations of GPCRs have played an
important role in establishing such interactions.?5535 Most simulation reports (with the notable
exception of the early rhodopsin work) have focused on interactions with negatively charged
headgroups like PS and inositides, 85556 or on cholesterol.'326.57-60 There is experimental
evidence that both negative charge and cholesterol modulate GPCR activity. However, most of
the experimental reports of cholesterol modulation are obtained in cell-based assays, using
methyl-B-cyclodextrin (MBCD) to deplete cholesterol from the plasma membrane. As shown
recently by Doktorova, et al., this reagent also triggers loss of membrane asymmetry,'? which
results in a drastic change in the membrane environment of the receptor, including redistribution
of half of the PS from the cytoplasmic to the exoplasmic leaflet. Thus in order to develop a fuller
picture of lipid-dependent mechanisms it is necessary to compare lipid-protein interactions
across symmetric and asymmetric lipid distributions. Since transient loss of asymmetry is a
common cellular response, results from such comparisons have relevance beyond interpreting

assays employing MBCD.

As far as we are aware, very few GPCR simulations have used an asymmetric membrane
model,’® and all used the coarse-grained Martini model, with an asymmetric lipid distribution first
reported by Ingolfsson, et al.?" In this work we performed all-atom simulations of the Ajx
adenosine receptor in an asymmetric membrane model based on chemically detailed lipidomics
measurements, including differences in lipid abundance between the leaflets as well as
cholesterol. Cholesterol is significantly asymmetric in its distribution, with about two-thirds of the
total membrane cholesterol in the exoplasmic leaflet, where it is about 50% of all lipids. We
compared lipid interactions in the asymmetric membrane and its symmetrized counterpart.

The receptor follows the positive inside rule — there is an abundance of positively charged side
chains on the cytoplasmic half of the receptor, which drives a substantial enrichment of PS
headgroups in the first solvation shell of the receptor. Most of these are arginine, and most of
them are interacting with PS headgroups (more than 80% of the simulation time) in both the
asymmetric and symmetrized membrane models. This includes a recently reported motif of
positive charge that mediates an interaction with negatively charged headgroups, which act as a
positive allosteric modulator of the receptor. It interacts with PS in both membrane states,
suggesting that the concentration of PS might still be sufficient to drive activation even following
loss of asymmetry. One important exception to the interaction of positive sidechains with PS is
the arginine of the D/ERY motif — due to its positioning, we do not observe it to interact with
PS headgroups in either membrane state.

In the asymmetric simulation many locations on protein interact with cholesterol on the
exoplasmic half of the receptor — this is hardly surprising, given the abundance of cholesterol in
the exoplasmic leaflet. Visually, the cholesterol solvation of the receptor looks strikingly similar
to recent cryo-EM structures of membrane proteins obtained in native membrane environments
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(Figure 1). Three locations (shown in purple in Figure 4) each bind a single cholesterol during
the entire duration of the 10 ysec asymmetric simulation. None of these sites has the
characteristics of a CRAC/CARC motif. One location on helix 6 also binds a single cholesterol
for the entirety of the symmetrized membrane simulation. This same location was also observed
to bind a single cholesterol in simulations using both an all-atom and a Martini representation of
a ternary lipid mixture. The concurrence of observations in very different membrane
environments suggests that this is a bona-fide cholesterol binding site.

Many cholesterols are observed to interact with A, in several different structures, all solved by
x-ray diffraction on protein crystallized from the cubic phase.'® Four of these are in the
exoplasmic leaflet and five are in the cytoplasmic half of the receptor (counting only unique
locations). The locations in the exoplasmic leaflet overlap partially with the residues that are
observed to interact with cholesterol, but this observation needs to be balanced against that fact
that much of the exoplasmic surface of the receptor interacts with cholesterol, which is to be
expected based on its relative abundance in that leaflet. Many of these interactions are lost
upon symmetrization.

The discrepancy between cholesterol interactions observed in x-ray structures and in our
simulations raises an important question: to what extent are these interactions representative of
the native membrane environment? We anticipate that the situation will become clearer as more
native membrane structures are published, and as membrane protein simulations continue
moving toward more native membrane models.
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