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The G protein-coupled receptor GPR183 is a chemotactic receptor with an important function in the
immune system and association with a variety of diseases. It recognizes ligands with diverse
physicochemical properties as both the endogenous oxysterol ligand 7«,25-OHC and synthetic
molecules can activate the G protein pathway of the receptor. To better understand the ligand
promiscuity of GPR183, we utilized both molecular dynamics simulations and cell-based validation
experiments. Our work reveals that the receptor possesses two ligand entry channels: one lateral
between transmembrane helices 4 and 5 facing the membrane, and one facing the extracellular
environment. Using enhanced sampling, we provide a detailed structural model of 7¢,25-OHC entry
through the lateral membrane channel. Importantly, the first ligand recognition point at the receptor
surface has been captured in diverse experimentally solved structures of different GPCRs. The proposed
ligand binding pathway is supported by in vitro data employing GPR183 mutants with a sterically blocked
lateral entrance, which display diminished binding and signaling. In addition, computer simulations and

experimental validation confirm the existence of a polar water channel which might serve as an
Received 27th October 2022

Accepted 26th August 2023 alternative entrance gate for less lipophilic ligands from the extracellular milieu. Our study reveals

knowledge to understand GPR183 functionality and ligand recognition with implications for the
development of drugs for this receptor. Beyond, our work provides insights into a general mechanism
GPCRs may use to respond to chemically diverse ligands.
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that can interact and modulate the activity of GPCRs thus
remains a relevant research question. When designing GPCR

Introduction

G protein-coupled receptors (GPCRs) represent the largest
family of cell surface receptors in the human genome.' Due to
their expression in almost every type of human cell and
involvement in most physiological processes, GPCRs are
attractive drug targets, with over one-third of currently available
drugs targeting this protein family.” Designing novel molecules

“Department of Biomedical Sciences, Faculty of Health and Medical Sciences University
of Copenhagen, Blegdamsvej 3B, 2200, Kobenhavn N, Denmark. E-mail: Rosenkilde@
sund.ku.dk

*Research Programme on Biomedical Informatics (GRIB), Hospital del Mar Research
Institute (IMIM) & Pompeu Fabra University (UPF), Dr Aiguader 88, E-8003,
Barcelona, Spain. E-mail: jana.selent@upf.edu

‘InterAx Biotech AG, PARK innovAARE, 5234, Villigen, Switzerland

“Biological and Chemical Research Centre, Faculty of Chemistry, University of Warsaw,
02-089, Warsaw, Poland

“Department of Drug Design and Pharmacology, University of Copenhagen, Jagtvej 160,
2100, Kobenhavn @, Denmark

/Institut Pasteur, Université Paris Cité, CNRS UMR3528, Structural Bioinformatics
Unit, 75015, Paris, France

T Electronic  supplementary  information
https://doi.org/10.1039/d25c05962b

i These authors contributed equally to this work.

(ESI) available. See DOI:

© 2023 The Author(s). Published by the Royal Society of Chemistry

binders, it is typically assumed that each receptor is biased
towards a specific type of ligand (e.g., based on hydrophobicity
or size), and this bias is primarily driven by the properties of the
orthosteric ligand binding site. Ligand binding towards GPCRs,
however, appears to be a multi-step process involving various
meta-stable binding states,** each of them requiring a specific
fit between the molecule and the receptor. Thus, it is likely that
the ligand entry pathway on its own is an important factor
driving the selectivity of molecules toward GPCRs.®

In this work, we focus on GPR183, alias Epstein-Barr Virus
(EBV) Induced Gene 2 EBI2, which belongs to class A GPCRs.”*
Even before its de-orphanization, GPR183 was established to
signal via Go;®* and to play an important role in humoral
immunity, in the correct positioning of B cells within the follicle
required for mounting of antibody responses.”* In 2011, two
simultaneous papers presented the native ligands of GPR183 to
be a group of hydroxylated cholesterol derivatives (oxysterols)
with the most prominent agonist being 7a,25-dihydrox-
ycholesterol (7¢,25-OHC).">"* The OH-groups at positions 7 and
25 were shown to be essential for binding to GPR183, as
replacement of either of these for hydrogen (25-OHC and 7a-
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OHC respectively) resulted in a dramatically decreased GPR183
signaling. Aberrant expression and signaling by GPR183 have
been associated with a variety of diseases ranging from
inflammatory conditions to metabolic diseases and cancer to
mention a few."*** These discoveries have sparked a pharma-
cological interest, which has led to the design of several GPR183
synthetic ligands comprising both agonists and antagonists."*>*
The variation in structure and hydrophobicity between the
endogenous and synthetic ligands provokes the question of how
one receptor can recognize such diverse ligands and whether
they occupy the same binding site.

We and others previously conducted site-directed mutations
followed by signaling and binding studies to identify 7a,25-
OHC anchor points within GPR183. As such, multiple residues
within the receptor core were found to be important for 7a,25-
OHC binding (e.g. R87>%, Y112***, Y116** and Y260*");
however, substantially different ligand docking modes arose
from the molecular modeling experiments.”>** More recently
though, a research group published two experimentally solved
GPR183 structures and suggested that an opening between
transmembrane domain (TM) 4 and TM5 serves as a gate for
70,25-OHC.>* Although modulation of GPCR activity by
membrane components has been described in multiple inde-
pendent studies,* >’ the lateral entry of an orthosteric ligand
from the membrane environment is still an uncommon and
poorly understood process. It has, however, been proposed in
a handful of GPCRs, primarily with hydrophobic ligands i.e., the
sphingosine-1-phosphate receptor (S1P1)*® and cannabinoid
receptor 1 (CB1)* that all contain an entry point for their
respective ligands between TM1 and TM7. Furthermore, ligand
entry through a channel between TM4 and TM5 has been
described for both the adenosine 2A (A2AR),* lysophosphatidic
acid 6 (LPA6)*" and the melatonin 1 (MT1R)**** receptors. In this
study, we combine in silico and in vitro experiments to elucidate
the entrance gates of different GPR183 agonists namely the
endogenous oxysterol 7a,25-OHC and two synthetic agonists."”
Our study reveals important insights into how a receptor uses
promiscuous entrance gates to recognize chemically diverse
ligands, which has important implications for drug develop-
ment endeavors.

Results and discussion

To better understand the overall properties of GPR183, we
studied the recently published cryo-EM structure in complex
with 7,25-OHC (PDB ID: 7TUZ)** using molecular dynamics
simulation (Fig. 1), a technique which has provided robust
insights into GPCR functionality.** In the cryo-EM structure, the
endogenous agonist establishes the following polar interac-
tions: (i) the 25-OH group in the aliphatic tail is bound to
R87>% and Y1123 (ii) the 7¢-OH group forms contacts with
Y116*%” and Y260°°" and (iii) the 3-OH group of the sterol
scaffold is found in vicinity to Q162*°°® (Fig. S11). To our
surprise, unbiased all-atom MD simulations with an accumu-
lation simulation time of 12 ps (6 x 2 us) reveal that the
aliphatic tail of 7,25-OHC is highly flexible adopting three
main conformations (clusters 1 to 3, Fig. 1A). In fact, this is in
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line with the cryo-EM density data in the experimentally solved
structure of GPR183 (PDB ID: 7TUZ). When visualizing the cryo-
EM density over the ligand structure (Fig. 1B), we find high
density for the sterol fragment but only low density for the
aliphatic tail which even disappears at an isovalue of 0.017
indicating high flexibility. Cluster 1 (17.5%, blue) (Fig. 1C)
overall resembles the crystallized ligand binding pose but lacks
interaction between the 25-OH group of the aliphatic tail and
R87*%° in TM2. Instead, the aliphatic tail establishes polar
interactions with Q2877-*? in the top of TM7. In cluster 2 (16%,
red) (Fig. 1D), we observe a major conformational change of the
aliphatic tail losing contacts with Q2877-*> in TM7 while form-
ing new contacts with R105>*® in TM3 with its 25-OH group.
Cluster 3 (14.5%, green) (Fig. 1E) is similar to cluster 2, however,
it lacks contacts between the 3-OH group and Q162*°° in TM4
indicating a slight shift of the sterol scaffold. Whereas cluster 1
mainly overlaps with the crystallized binding pose, it is
tempting to speculate that cluster 2 and 3 reflect conforma-
tional states that are visited during the binding and unbinding
process of 7a,25-OHC. Cluster 1 to 3 and their ligand receptor
contacts with Y112*?%, Y116*%’, Y260°°" go along with previous
mutational data (Table S1t) as alteration of each of these resi-
dues results in a substantial reduction in ligand binding and
potency in G protein signaling. However, the high flexibility of
the aliphatic tail and the consequential loss of the direct contact
between the 25-OH group and R87>°° is surprising as this
residue has been implicated in ligand binding in previous
studies (see Table S1}).2>* Interestingly, there is evidence that
the effect of R87>°° on 7a,25-OHC binding is linked to specific
receptor conformations. For instance, its ligand binding impact
appears to be negligible in a receptor conformation induced
and stabilized by a D77R mutation.? Most importantly, R87>°
has been also associated with the general mechanism of
GPR183 activation as demonstrated by its relevance for consti-
tutive activity.?® These results suggest that an R87>°°A mutation
shifts the receptor towards inactive conformations* which
typically goes along with a lower affinity for agonists. All in all,
the structural (PDB ID: 7TUZ) and functional data indicate that
the R87>°°A mutation impedes 7¢,25-OHC binding both
directly (through contacts) and indirectly (through modifying
the receptor conformation). Finally, these points would also
explain why the oxysterol ligand can exist in binding modes that
do not involve direct interaction with R87*°° as observed in our
simulations (Fig. 1, cluster 1 to 3) even though in vitro mutation
of this residue to alanine abolishes ligand binding and receptor
signaling.

In the experimentally solved structure of GPR183* the
authors observe a small channel between TM4 and TM5 and
suggest this opening as a potential entrance gate for 7a,25-OHC.
In support of this, oxysterols like 7a,25-OHC have been reported
to be integral membrane components®*® which would favor an
entrance from the lipid bilayer through the proposed lateral
channel between TM4 and TM5. To investigate the binding
pathway of 7a,25-OHC, we carried out enhanced sampling
using metadynamics by placing 7a,25-OHC in the intracellular
or extracellular leaflet of the membrane at the TM4-TM5
receptor interface (Fig. 2A and S27). The entrance pathway

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Binding mode sampling of 7a,25-OHC in the receptor interior using unbiased all-atom MD simulation. (A) Superimposition of cluster 1
(blue), 2 (red) and 3 (green) based on the positioning of 7a,25-OHC computed over an accumulated 12 ps simulation time (6 x 2 ps). (B) Cryo-EM
density map (EMDB-26136) superimposed to the resolved structure (PDB ID: 7TUZ) and visualized at an isovalue of 0.017 in the region occupied
by the 72,25-OHC ligand. (C—E) Transparent surface reflects the conformational space of cluster 1 (C), cluster 2 (D) or cluster 3 (E) with associated
contact frequencies computed over frames belonging to cluster 1, 2 or 3. Red labels are residues found to establish polar interaction with 7a,25-
OHC in the experimental structure. Residues highlighted with a red frame have been shown to impact ligand binding in mutational

experiments 222

was monitored using the distance between the center of mass
(COM) of the ligand and the COM of the orthosteric binding
pocket within the receptor as reaction coordinates. Starting
simulations with 70,25-OHC located at the intracellular
membrane leaflet, we observed that the ligand moved along
a cleft on the TM4-5 receptor surface contacting diverse polar
residues. In the initial configuration after structural relaxation,
70,25-OHC interacted with R138 in the intracellular loop 2
(ICL2) via its 3-OH group and with N120>*" vig its 25-OH group
in the aliphatic tail (Fig. 2A). Thus, the computational data
suggest that the interface formed between TM4 and TM5 in the
intracellular membrane leaflet is a first anchoring point for
70,25-OHC molecules. Interestingly, when studying other

© 2023 The Author(s). Published by the Royal Society of Chemistry

experimentally solved GPCR structures we found several exam-
ples of a cholesterol molecule (or a close derivative of choles-
terol) bound within this initial anchoring point (Fig. S31). This
could suggest that the intercellular cleft between TM4 and TM5
represents a common interface between GPCRs and the lipid
bilayer, where membrane components can bind to the receptor
and either modify its function allosterically or afterwards enter
the orthosteric ligand binding pocket. When proceeding the
simulations of GPR183 and its ligand, we observed that 7a,25-
OHC crawled further up along this TM4-TM5 cleft, contacting
now N120**" with its 7a-OH group (Fig. 2B). Subsequently, an
entrance gate flanked by residues Q162*°°, A200°** and
G204°°° opened, and the ligand started intercalating between

Chem. Sci, 2023, 14, 10671-10683 | 10673
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Fig. 2 Lateral membrane entrance pathway of 7¢,25-OHC probed by metadynamics and site-directed mutagenesis experiments. (A-D) Met-
adynamics experiments were used to explore the (un)binding pathway of 7a,25-OHC. The ligand is shown in orange whereas the entrance gate
flanked by Q162*5¢, A200°4? and G204 is highlighted in green van der Waals representation. The entrance was observed in 3 replicates of
metadynamics applying a bias with a Gaussian width of 1 nm and height of 2 kJ mol™ to the reaction coordinate (see also Fig. $2t). (A) Initial
recognition of 7a,25-OHC in a cavity formed between the intracellular parts of TM4 and TM5, 7¢,25-OHC is stabilized by polar interaction with
residues N120%>#! and R138. (B) Transient meta-stable binding mode of 7,25-OHC between TM4 and TM5, the molecules is stabilized by polar
interactions with N120%*! as well as hydrophobic interactions with Q162%%°, A200%4? and G204°>“€_ (C) Partial insertion of 72,25-OHC into the
GPR183 orthosteric ligand binding site, the ligand is stabilized by polar interactions with N169*%%, a cavity is formed between the extracellular
parts of TM4 and TM5, allowing the ligand to intercalate between the helixes. (D) Insertion of 7¢,25-OHC into the GPR183 orthosteric ligand
binding site. (E-G) Experimental validation testing GPR183 mutants Q163W, A200W and G204W: (E) ELISA-based expression of receptor variants
normalized to that of WT receptor in each experiment. (F) G protein signaling determined by BRET Gai assay. An increase in BRET ratio reflects
a decrease in forskolin induced cAMP levels. (G) Competition binding on membranes from stably transfected CHO Flp-In cells. 3[H]7,25-OHC
radioligand (10 nM) was added followed by increasing amounts of 7¢,25-OHC. All data are mean + SEM and experiments were performed in

duplicates or triplicates in 3—7 independent experiments. * = p < 0.05 by unpaired t-test.

TM4 and TMS5 (Fig. 2C) before entirely penetrating the receptor
(Fig. 2D). When simulating the 7¢,25-OHC entry from the
opposite side, the extracellular membrane leaflet, we observe
that the ligand penetrates the receptor with its 3-OH group first
(Fig. S21). Such an entrance mode results in a completely
inverted binding mode of 72,25-OHC in respect to that observed
in the crystal structure. When estimating the free energy
difference between the bound and the unbound states
(Fig. S4t), we find that the experimentally resolved binding
mode of 72,25-OHC (i.e. ligand enters from the lower leaflet) is
preferred by 3.9 kecal mol " over the inverted mode (i.e. ligand
enters from the upper leaflet). Of note, the inverted ligand

10674 | Chem. Sci,, 2023, 14, 10671-10683

would require a 180° flip directing its 25-OH into the receptor
interior to adopt the experimentally solved ligand binding pose.
Based on our simulation data, it appears highly improbable for
such a transition to occur, as no ligand re-orientation event was
observed throughout the entire sampled (un)binding pathways
(Fig. S57).

To experimentally verify the observed lateral entrance gate,
we generated three GPR183 mutants (Q162W, A200W & G204W)
all designed to introduce steric hindrance at the gate in posi-
tions 4.52, 5.42, and 5.46, respectively (Fig. 2). All mutants were
expressed at the cell surface, the first two at similar levels to
wild-type (WT) receptor and the latter at slightly increased levels

© 2023 The Author(s). Published by the Royal Society of Chemistry
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(Fig. 2E). Using a BRET-based real-time Go; protein signaling
assay, we determined the dose-response relationships for the
mutants when adding increasing amounts of endogenous
agonist 7a,25-OHC. The mutants displayed robustly diminished
signaling regarding the potency of 7a,25-OHC, determined by
the -logECso-value, and/or the efficacy En.x (Table 1), when
compared to the WT receptor that exhibited a —log ECs,-value
of 7.9 (Fig. 2F) in accordance with previous studies.

To clarify whether the decreased signaling of mutants
Q162W, A200W and G204W was in fact due to obstruction of the
TM4-TM5 opening, we investigated ligand binding to these
receptor variants. Homologous competition binding using *[H]
70,25-OHC as radioligand and increasing amounts of non-
labeled 72,25-OHC was implemented to determine the ligand
concentration displacing 50% of the specifically bound radio-
ligand (ICso-value) (Table 1). At the WT GPR183, 7a,25-OHC
displayed a pICso-value of 8.1 (Fig. 2G and Table 1). None of the
three mutants displayed any measurable radioligand binding at
the concentration used (10 nM) (Fig. 2G), as determined from
the lack of radioligand binding in the absence of competing
unlabeled ligand. That would suggest the steric hindrance
mutations in the lateral receptor opening do in fact interfere
with the binding of 7a,25-OHC and consequently severely
impair signaling by the receptor. Given that the GPR183
mutants still maintain low levels of G protein signaling (Fig. 2F),
it can be expected that 7a,25-OHC binds to some degree.
However, due to the low sensitivity of the radioligand in the
binding assays which is a consequence of the low specific
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activity of tritium and high unspecific binding of 7a,25-OHC to
the membrane, we are not able to detect it. Structural data
suggest that two of the mutations in the gate (Q162W and
A200W) might also interfere with the experimentally solved
binding mode of 7a,25-OHC.* To dissect whether the designed
mutants impede 7a,25-OHC binding by blocking the lateral
entry channel only, or via the combined effect of interfering
with the final ligand binding pose and blocking the ligand
entry, we analyzed the GPR183/7a,25-OHC complex (PDB ID:
7TUZ). Our structural model with the introduction of each
individual mutation (Fig. S6f) indicated that the observed
impact of the Q162W (Fig. S6BT) and A200W (Fig. S6Ct) muta-
tions on 7a,25-OHC binding and signaling might be the
consequence of both impaired ligand entry and steric interfer-
ence with the final ligand binding pose. Contrarily, the G204W
mutation flanks the bound ligand but does not induce direct
clashes with the ligand binding mode observed in the cryo-EM
structure (Fig. S6Dt). This suggests that the functional impact
of the mutation is primarily by impairing 7a,25-OHC entry from
the membrane. While we initially designed this mutant to
sterically block the 72,25-OHC entry through TM4 and TM5, we
cannot exclude that also additional polar contacts formed
between the G204W mutant and the ligand at the entry gate
aggravate ligand entrance. Another interesting observation is
that the Q162W mutant retains the highest potency for
oxysterol-mediated receptor activation among the studied
mutants despite structurally interfering with the experimentally
solved 7a,25-OHC binding mode (Fig. S6Bt). In contrast, the

Table 1 Overview of *[H]7a,25-OHC radioligand binding to GPR183 variants in this study and G protein signaling by the same variants when
stimulated with either endogenous ligand 7a,25-OHC, TUG-2201 or TUG-2202¢

Receptor variant —logICsy + SEM

Emax (%

—log EC59 + SEM of 7a,25-OHC on WT =+ SEM)

Homologous competition binding

WT 8.1 £0.2
A108F N/D
Q162W N/A
A200W N/A
G204W N/A
L290F N/D
Heterologous competition binding
WT 7.4+ 0.2
A108F N/D
Q162W N/D
A200W N/D
G204W N/D
L290F N/D
Heterologous competition binding
WT 7.2 +£0.2
A108F N/D
Q162W N/D
A200W N/D
G204W N/D
L290F N/D

G protein signaling 7a,25-OHC

7.9 £0.1 100
7.6 £0.1 90 £ 5
8.1+ 0.1 46 £ 2
6.5 £ 0.2 N/A
6.9 £ 0.1 N/A
7.5 0.1 89 £+ 3
G protein signaling TUG-2201

7.1+£0.2 25+ 2
N/A N/A
N/A N/A
6.7 = 0.5 10 £ 2
7.5 £ 0.3 21 +£2
N/A N/A

G protein signaling TUG-2202

6.3 £ 0.1 87 £ 2
5.3+0.2 84 + 14
7.2+0.4 18+ 3
5.7 £ 0.3 34+7
6.7 £ 0.1 65 + 3
N/A N/A

“ N/D denotes that experiments were not conducted. N/A is written if the value could not be reliably determined due to lack of signaling or not

reaching a maximum effect at the highest concentration of ligand used.

© 2023 The Author(s). Published by the Royal Society of Chemistry
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G204W mutant shows a lower potency even though no ligand
interference is observed in our structural models (Fig. S6D7). In
this respect, it is worth noting that the potency of a ligand to
activate the receptor depends on various factors, including the
association rate of the ligand. It is tempting to speculate that
a G204W mutant more efficiently closes the ligand entry
channel and, by this, slows down the 7a,25-OHC association
rate, which in turn reduces the receptor activation potency.

In addition to the lateral membrane channel, we found
evidence in our MD simulations of a second entrance gate in
GPR183, which connects the orthosteric site directly to the
extracellular milieu. To structurally confirm the existence of
such an alternative channel, we carried out additional unbiased
simulations for the GPR183 apo-form by removing 7a,25-OHC
from the complex (PDB ID: 7TUZ). Intriguingly, computing an
occupancy map for water molecules over an accumulated 4.5 ps
simulation time (3 x 1.5 ps) revealed the formation of a wide
water channel flanked by TM2, TM1, and TM7 which is not
described in the originally solved GPR183 structure (PDB ID:
7TUZ) (Fig. 3). To experimentally validate the existence and
physiological relevance of this previously undescribed entrance
gate, we applied the following strategy. We employed two
synthetic compounds, TUG-2201 and TUG-2202 that have been
reported to positively modulate GPR183 G protein signaling in
previous studies (known as 91 and 92, respectively, in the
original publication).” We determined the experimental
LogD7.4 (distribution constant at pH 7.4) for the two synthetic
compounds as 3.15 £+ 0.06 and 4.13 + 0.08 for TUG-2201 and
TUG-2202, respectively, whereas the endogenous ligand 7a.,25-

Extracellular entrance
via a water channel

Lateral
membrane
channel

side view
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OHC exhibited a LogD7.4 of >5.3. This difference to the
endogenous ligand demonstrates that a higher fraction of the
synthetic ligands exists in the aqueous phase compared to
7a,25-OHC. Furthermore, we can conclude that the lower lip-
ophilicity of TUG-2201 and TUG-2202 compared to 7a,25-OHC,
makes it less likely for them to utilize the hydrophobic lateral
entry pathway via the cell membrane, but rather an alternative
and preferentially more polar entrance gate. We confirmed that
both compounds enter the GPR183 orthosteric ligand binding
site by *[H]7,25-OHC based heterologous competition binding
experiments with increasing amounts of TUG-2201 or TUG-2202
(Fig. 4A, B and Table 1). We then used the GPR183 mutant
G204W in which the lateral entry channel is obstructed (as
demonstrated for the natural agonist 7a,25-OHC, Fig. 2G) and
studied the functional response of the less lipophilic
compounds TUG-2201 and TUG-2202. Remarkably, this muta-
tion did not change the signaling profile of the two compounds,
supporting the notion that TUG-2201 and TUG-2202 could use
a different receptor entry pathway (Fig. 4C and D). In contrast,
we found that the Q162W and A200W mutants reduced the
signaling induced by TUG-2201 and TUG-2202 (Fig. 4C and D)
which is not surprising as both mutations interfere with
orthosteric binding according to our structural models
(Fig. S61). To further confirm the existence and relevance of the
extracellular gate as the preferred entry pathway for TUG-2201
and TUG-2202, we carried out site directed mutagenesis.
Based on the structural model, we hypothesized that mutation
of 1290 into the bulkier phenylalanine would obstruct the
channel, thereby preventing the entry of ligand molecules from

Extracellular

entrance via a

Lateral water channel
membrane

channel

top view

Fig. 3 A water channel connects the extracellular side with the receptor interior in GPR183. The water map was computed as water occupancy
over an accumulated simulation time of 3 us (3 x 1 ps) for the apo GPR183 using the volmap plugin of VMD1.9.3. The water occupancy highlights
regions where water is observed for at least 22% of the simulation time. GPR183 is depicted in white cartoon whereas the natural agonist 7a,25-

OHC in cyan licorice.
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Fig.4 Activation of and binding to GPR183 by synthetic small molecule agonists TUG-2201 and TUG-2202. (A and B) Heterologous competition
binding to GPR183 WT receptor with indicated amounts of TUG-2201 (A) or TUG-2202 (B) and a fixed (10 nM) amount of *[H]74,25-OHC
radioligand. (C and D) G protein signaling (BRET assay) by GPR183 WT and steric hindrance mutants Q162W, A200W and G204W upon stim-
ulation with synthetic compounds TUG-2201 (C) and TUG2202 (D). All data are mean + SEM and experiments were performed in duplicates or

triplicates in 3—5 independent experiments.

the extracellular side (Fig. 5). To investigate this potential
blocking effect, we first performed molecular dynamics simu-
lations on the L290F mutant. We estimated the degree of
channel opening, and communication between the ligand
binding site and the solvent, by computing the water occupancy
in the WT and L290F receptors (Fig. 5A and B). Our findings
confirm that the L290F mutation disrupts the water channel,
both in terms of its structural integrity and the amount of
solvent present in the orthosteric pocket (Fig. 5B) compared to
the WT receptor (Fig. 5A). Experimental validation of the L290F
mutant reveals a significant impairment in receptor signaling
by the synthetic ligands TUG-2201 and TUG-2202 (Fig. 5D and E)
suggesting that ligand entrance through the extracellular side is
indeed impeded by this mutation. Intriguingly, when exposing
GPR183 to the endogenous agonist 7,25-OHC, receptor
signaling is largely preserved (Fig. 5C), suggesting that this
ligand utilizes a different entry channel than TUG-2201 and

© 2023 The Author(s). Published by the Royal Society of Chemistry

TUG-2202, even though both ligands occupy the same orthos-
teric binding pocket (Fig. 4A and B).

All in all, we suggest that the synthetic agonists TUG-2201
and TUG-2202 can modulate GPR183 by entering the receptor
directly from the extracellular milieu via a water channel based
on the following findings: (i) TUG-2201 and TUG-2202 are less
lipophilic than 7@,25-OHC which will aggravate receptor
entrance from the hydrophobic membrane side, (ii) the exis-
tence of a wide water channel that connects the extracellular
with the orthosteric binding site, (iii) the mutation G204W
closes the lateral channel and impedes the function of the
lipophilic 7@,25-OHC, but not the synthetic ligands TUG-2201
and TUG-2202 and lastly, (iv) obstructing the water channel by
the L290F mutation reduces G protein signaling induced by
TUG-2201 and TUG-2202 without affecting the 7,25-OHC
induced signal.
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water map in GPR183 computer as occupancy over an accumulated simulation time of 4.5 ps (3 x 1.5 us). The introduction of the L290F mutation
narrows-down the extracellular channel, thus impairing water entry into the receptor, as it can be seen in the resulting map. (C-E) G protein
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Conclusion

Our study provides evidence that a GPCR can utilize different
ligand entry channels to recognize structurally diverse ligands.
On one hand, our simulation data suggest that the endogenous
agonist 7a,25-OHC preferentially enters the GPR183 orthosteric
ligand binding pocket from the inner leaflet of the cell
membrane. The existence of a lateral channel gate is supported
by site-directed mutagenesis in which channel closure by the
steric hindrance G204W mutation inhibits 7¢,25-OHC binding
and function. Importantly, our molecular simulations revealed
an initial recognition site for 7a,25-OHC in the intracellular part
of the cleft between TM4 and TM5 (Fig. 2A), and we find that
this observed sterol binding site exists in numerous experi-
mental GPCR structures (Fig. S3f) supporting our suggested
entry pathway. Of note, oxysterols not only bind to GPR183 but

10678 | Chem. Sci,, 2023, 14, 10671-10683

are involved in the regulation of the immune system through
interaction with multiple GPCRs.*” It is tempting to speculate
that the common sterol anchoring point between TM4 and TM5
is of general relevance for membrane-induced effects on
multiple GPCRs either via an allosteric action or, as shown in
this study, as an initial point to enter the orthosteric ligand
binding site.

In addition to the membrane channel, we report a water
channel connecting the binding pocket to the extracellular
milieu (Fig. 3). Our data suggest that the two synthetic agonists
TUG-2201 and TUG-2202 use this water-filled channel to enter
the receptor as mutational closure of the lateral channel does
not fully inhibit receptor activation and downstream signaling,
whereas obstruction of the water channel does (Fig. 5). Alto-
gether our findings indicate that GPR183 can respond to
structurally diverse ligands thanks to the existence of different

© 2023 The Author(s). Published by the Royal Society of Chemistry
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entrance channels. In theory, the chemotactic nature of GPR183
implies that its endogenous ligand 7«,25-OHC must exist in the
extracellular milieu.*®* The location in the extracellular milieu
could allow a direct 72,25-OHC entry through the observed
water channel; however, our mutational data suggest that the
lateral channel is the preferential entry gate for this ligand and
that 70,25-OHC integrates into the membrane to access the
GPR183 interior.

Promiscuity in ligand entry pathways has previously been
reported for other GPCRs, such as the melatonin receptor 2
(MT2)** and the dopamine D3 receptor (DRD3)* but it is still
largely neglected in drug design efforts. In this respect, our
findings have important implications for the development of
drug candidates targeting GPR183. We find that the structural
ligand properties will determine the way of ligand entrance (i.e.
via the hydrophobic lateral or polar extracellular channel)
which in turn could drive ligand binding kinetics. Ultimately,
the detailed structural view into the binding pathway of the
natural oxysterol agonist from the intracellular lipid leaflet and
its entrance gate provides the opportunity to rationally design
novel GPR183 orthosteric agonists and antagonists. In addition,
it allows the design of compounds that target the meta-stable
binding sites of the natural agonist along its entry pathway,
and by this blocking physiological GPR183 activation. Consid-
ering this novel insight, several questions related to the role of
the cell membrane as a ligand reservoir or its promotion of
ligand-receptor interaction and finally ligand entrance will be
an important focus of future work.

Methods

Experimental section

CHO-K1 cell line. Chinese hamster ovary CHO-K1 cells
(ATCC number: CCL-61, RRID: CVCL_0214) were cultured in
RPMI1640 supplemented with 10% fetal bovine serum (FBS)
and 180 units per mL penicillin + 45 pg mL™" streptomycin
(PenStrep). Cells were grown at 37 °C with 5% CO, and passaged
when confluent, approximately every 3-4 days. The cells were
passaged up to a maximum of 40 times.

CHO Flp-In™ cell lines. Stable CHO Flp-In™ cell lines were
generated as described by Thermo Fisher Scientific. Naive CHO
Flp-In™ Zeocin™-resistant cells (catalog number R75807,
RRID: CVCL_U424) were cultured in RPMI1640 + 10% FBS +
PenStrep + 100 pg mL ™' Zeocin™ selection reagent at 37 °C
with 5% CO,. To generate cell lines expressing GPR183 WT or
mutants, naive CHO Flp-InTM Zeocin™ -resistant cells were
transfected with pcDNAS5/FRT/TO vector containing gene of
interest and pOG44 vector encoding the Flp recombinase in
a 1:9 ratio using Lipofectamine 2000 transfection method
(Invitrogen). Post transfection (48 h), selection medium con-
sisting of growth medium supplemented with 600 pug mL™"
Hygromycin B (Roche) was added to the cells and replenished
every 3-4 days until foci were visible. Cells were grown in
selection medium throughout the course of experiments and
passaged every 3-5 days.

Constructs and site-directed mutagenesis. Mutations
(Q162W, A200W, G204W and L290F) to the GPR183 CDS

© 2023 The Author(s). Published by the Royal Society of Chemistry
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(corresponding to GenBank accession number L08177) were
created using the Stratagene QuikChange method according to
the protocol. They were inserted in both the GPR183/pcDNA3.1+
plasmid and the GPR183/pcDNA5/FRT/TO plasmid, which both
contained an N-terminal FLAG (M1) tag and an upstream
hemagglutinin signal peptide. The GPR183 Q162W/pcDNA3.1+
construct additionally contained a C-terminal Prolink1 tag. All
mutations were verified by bi-directional sequencing (Eurofins
Genomics). The CAMYEL sensor DNA* was kindly provided by
Jonathan Javitch (Columbia University, New York, US).

BRET cAMP assay. CHO-K1 cells were seeded at 500 000 or
250000 per well in a 6-well plate in growth medium. The
following day or two days after, respectively, cells were trans-
fected using the Lipofectamine 2000 method (Invitrogen). A
mixture of 160 ng M1-tagged receptor DNA in pcDNA3.1+ vector
and 840 ng CAMYEL sensor DNA was made in 125 pL Opti-
MEM™ while 6 pL Lipofectamine was mixed with 125 puL Opti-
MEMTM in a separate tube. After 5 min incubation, the two
solutions were mixed and incubated at RT for 20 min. Cell
medium was changed to 1 mL Opti-MEM™ and the Lipofect-
amine 2000/DNA mixture was dripped on top of the cell
medium and incubated for approximately 24 hours until assay
was performed. On assay day cells were suspended in PBS +
5 mM glucose (3 mL per well). 84 uL cell suspension was added
to each well in an opaque flat bottomed 96-well plate. Subse-
quently, 10 uL 50 uM coelenterazine luciferase substrate in PBS
was added to each well (5 pM in well) followed by 1 pL 100x
ligand in 100% DMSO. Five minutes post ligand addition, 5 pL
200 uM forskolin in PBS was added to each well (10 puM in well).
At 40 minutes post ligand addition the BRET emissions at
525 nm (acceptor) and 485 nm (donor) were measured on
a PerkinElmer EnVision plate reader and the BRET ratio was
determined as acceptor counts/donor counts. Ligands TUG-
2201 and TUG-2202 were kindly provided by Trond Ulven,
Department of Drug Design and Pharmacology, University of
Copenhagen.

Membrane preparation. Stable CHO Flp-In cells were grown
to confluency in a T175 flask. All procedures during the
membrane preparation were done on ice, with 4 °C cooling and/
or with ice cold ingredients. Cells were washed with 10 mL PBS
and scraped off the bottom of the flask in 15 mL volume PBS +
cOmplete™, EDTA-free Protease Inhibitor Cocktail (Roche
04693132001) (1 tablet/50 mL). The suspension was transferred
to a Dounce homogenizer and homogenized by 10-15 presses
using the tight pestle. The homogenate was centrifuged at
500 rpm for 3 minutes in a Thermo Scientific™ ST Plus
centrifuge. The supernatant was transferred to Nalgene™ Oak
Ridge High-Speed Centrifuge Tubes (ThermoFischer 3118-
0050PK) and the membranes were pelleted at 24 446g for 45
minutes. Pellets were resuspended in 0.5-0.75 mL storage
buffer (20 mM HEPES, 2 mM MgCl,, 0.4 mM CacCl, and cOm-
plete™, EDTA-free Protease Inhibitor Cocktail 1 tablet/50 mL).
The protein content of membrane preparations was determined
using Pierce BCA Protein Assay Kit (ThermoFisher) according to
the manufacturer's protocol.

3[H]7a,25-dihydroxycholesterol competition binding assay.
Membrane solution (0.67 mg mL ') was prepared in binding
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buffer (50 mM Tris-HCl, 5 mM MgCl,, 100 mM NaCl and 0.1%
cyclodextrin, pH 7.4) and 30 pL was added to a 96 half-well
plate. 10 uL of WGA PVT SPA-beads in binding buffer (20 mg
mL ") was added to each well and incubated for 20 min on
shaker (RT). Competing ligand (20x) was added at a volume of
2.5 uL, followed by radioligand [*H]7¢-25-OHC addition to
a final concentration of 10 nM. Plates were incubated on shaker
for 1 hour followed by ON incubation at RT. Next day, plates
were spun @1500 rpm for 5 min and read on Packard TopCount
NTX.

ELISA. CHO Flp-In cells with stable integration of M1-tagged
GPR183 receptor variants were seeded in a 96-well clear flat-
bottomed poly-p-lysin coated plate. On day 3, cells were
washed with 100 pL PBS + 0.9 mM Ca + 0.5 mM Mg (PBS + Ca +
Mg) and fixed with 100 puL 3.7% formaldehyde for 10-15
minutes at room temperature. Subsequently, cells were washed
5 times with 100 pL PBS + Ca + Mg and blocked with 100 uL w/v
2% BSA/PBS + Ca + Mg overnight. On day 4, cells were incubated
overnight at 4 °C on shaker with 100 pL anti-FLAG M1 antibody
(Sigma-Aldrich) at 2 pg mL ™" in w/v 1% BSA/PBS + Ca + Mg. On
the last day cells were washed 5 times with 100 uL PBS + Ca + Mg
and incubated with 100 pL goat anti-mouse HRP-conjugated
IgG antibody (Thermo Fisher) in w/v 1% BSA/PBS + Ca + Mg
for 3 hours on shaker at room temperature. After 5 washing
steps with 100 pL PBS + Ca + Mg, 75 uL TMB (Eco-tek) was added
to each well and after around 30 seconds the reaction was
stopped with 75 uL 0.2 M H,SO,. Absorbance at 450 nm was
measured using PerkinElmer Envision plate reader.

LogD7.4 determination. To a glass vial with screw cap (8 mL)
the test compound (40 pL, 10 mM in DMSO), PBS7.4 (10 mM,
1980 uL), and 1-octanol (1980 pL) were added. The vial was
capped, sealed with parafilm and vigorously shaken at 700 rpm
using an IKA® KS 125 basic shaker for 24 h at 25 °C. The par-
afilm was removed and the sample was allowed to equilibrate
for 1 h. After equilibration, the samples were analyzed by HPLC
(TUG-2201, TUG-2202) or ESI-LCMS (72,25-OHC). 100 pL of the
octanol phase was diluted 1 : 10 with MeOH (+0.1% TFA)/Milli-Q
water (4 :1, v/v) and analyzed by HPLC (Dionex UltiMate HPLC
system, Gemini-NX C18 column (3 pm, 4.6 mm x 250 mm, 110
A)). The interface was removed and the PBS7.4 phase was
analyzed directly by HPLC or ESI-LCMS (Agilent 6130 Mass
Spectrometer instrument using electron spray ionization (ESI)
coupled to an Agilent 1200 HPLC system) in single ion mode,
where [M + H'-2H,0]" ion of 7¢,25-OHC at m/z 383.41 (ref. 42)
was used for quantification. Log D values were calculated from
the peak areas and adjusted for difference in injection volume.
All compounds were analyzed in triplicate.

Data analysis. All in vitro data were analyzed using GraphPad
Prism software. All dose-response graphs and associated values
were calculated by the “log(agonist) vs. response” equation in
Prism.

Computational section

Unbiased molecular dynamics simulation. The structure of
GPR183 in complex with the 7a,25-OHC was obtained from the
PDB database [PDB ID: 7TUZ].** The missing transmembrane
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helix was obtained from the active-state model of GPR183
available in GPCRdb.** The system was simulated using proto-
cols developed within the GPCRmd consortium.** The proton-
ation states were calculated at pH 7.4 using PROPKA* the
conserved D2.50 residue was kept protonated, due to the
receptor being in an active state. Obtained complexes were
embedded within a POPC membrane and solvated using TIP3P
waters in Charmm-gui. Ionic strength of the systems was kept at
0.15 M using NaCl ions. Protein and lipid parameters were
obtained from the Charmm36M* and Charmm36 (ref. 46)
respectively. Ligand parameters were assigned by ParamChem
from parameters in the CGenFF force field.*”~*

The systems were first relaxed for 100 ns under constant
pressure and temperature (NPT) with a time step of 2 fs and
gradually decreasing harmonic constraints applied to the
protein backbone. Temperature was maintained at 310 K using
the Langevin thermostat 50 and pressure was kept at 1 bar using
the Berendsen barostat.*® The equilibration run was followed by
production runs under constant volume and temperature (NVT)
with a 4 fs time step. The temperature was maintained at 310 K
using the Langevin thermostat. No harmonic constraints are
applied in the NVT phase. For the complex with the ligand we
amassed out 6 x 2 ps of simulation time, and for the apo system
3 x 1 ps. Simulation analysis was carried out in the Visual
Molecular Dynamics package.>* Clustering was carried out in
VMD. Simulations frames were aligned using the protein
backbone, afterwards they were clustered based on the position
of the ligand heavy atoms, using an RMSD cutoff of 2.2 A.
Subsequently the three most populated cluster were analyzed
(amounting to 17.56%, 15.98% and 14.69% of simulation
frames).

Enhanced sampling via metadynamics. Well-tempered
metadynamics simulations were used to explore oxysterol's
binding pathway using PLUMED®*>** starting from two different
initial oxysterol positions at the TM4-5 interface: (a) upper
membrane leaflet (Fig. S2AT) and (b) lower membrane leaflet
(Fig. 2A). As a collective variable we used the distance between
the center of oxysterol's heavy atoms and the center of the Ca
atoms within 5 A from the experimentally solved oxysterol
binding pose. The width and the height of the Gaussians was set
to 1 nm and 2 k] mol " respectively. A bias factor of 15 was used
and the frequency of Gaussian addition was set to 500 time-
steps. Additionally, a force restraint was used to limit oxysterol
exploration capabilities in the membrane (upper wall at
a distance of 2.4 nm from the experimentally solved oxysterol
binding pose).

Data availability

Simulation data is available through the open access GPCRmd
data respository (https://www.gpcrmd.org).
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