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Abstract 1

1 Abstract

G protein-coupled receptors (GPCRs) are one of the largest protein families in the human genome
with more than 800 different sequences. They are transmembrane proteins that mediate the trans-
duction of signals from extracellular to intracellular compartments. GPCRs are one of the most
important classes of drug targets. More than 30 % of all approved therapeutics activate or inhibit
GPCRs. However, drugs that are used to treat human diseases target only about 10 % of human
GPCRs. Orphan GPCRs, for which the physiological agonist is still unknown or unconfirmed, rep-
resent an untapped group of potential drug targets.

The orphan GPCR GPR17 belongs to the 6-branch of class A (rhodopsin-like) receptors and is
primarily expressed in the central nervous system, particularly in oligodendrocyte progenitor cells
and pre-oligodendrocytes. It has emerged as a promising therapeutic target for a range of diseases
including multiple sclerosis, neurodegenerative disorders, diabetes, glioblastoma, and ischemic
stroke.

However, GPR17 is still underresearched. This dissertation presents research results from several
subprojects related to the receptor. The first major part (Chapters 4-6) focuses on the modulation
of GPR17 by agonists and antagonists, which were tested in calcium mobilization and radioligand
binding assays. Since the endogenous agonist of GPR17 has not been identified yet, efforts to de-
orphanize GPR17 have been pursued, including the evaluation of previously proposed endogenous
ligand 24(S)-hydroxycholesterol and further candidates. A virtual screening approach was em-
ployed to identify potential endogenous ligands based on molecular docking utilizing a homology
model of the receptor. In parallel, novel synthetic ligands were investigated. A previous collabora-
tion led to the discovery and optimization of anthranilic acid-based GPR17 antagonists. Through
systematic structure—activity relationship studies, potent and selective compounds were identified,
including PSB-22269 and PSB-24040, which showed nanomolar inhibitory activity and high bind-
ing affinity. Further GPR17 antagonists were also investigated, including 3-(3-carboxypropyl)in-
dole-based, indolylsulfonamide-based, and peptide-mimetic scaffolds. These tool compounds will
facilitate future studies and may serve as lead structures for therapeutic development.

The second major part (Chapter 7) addresses the stabilization of GPR17 for structural studies to
identify and characterize the ligand binding site as a basis for further drug development. Multiple
strategies were employed, including point mutations, truncations, junction site optimization of the
fusion protein BRIL, varying expression conditions in Sf9 and Tni insect cells, and varying purifi-
cation conditions. These efforts significantly improved receptor yield and thermostability, laying
the foundation for its future structural elucidation by X-ray crystallography or cryo-electron mi-

croscopy.



Introduction 2

2 Introduction

2.1 Receptors and ligands

eceptors are specialized proteins that translate chemical signals into biological re-

sponses, allowing cells and organisms to respond to their environment. These signals

are typically carried by ligands — endogenous molecules such as neurotransmitters
and hormones, or exogenous compounds such as drugs and toxins — that bind to receptors and
induce changes in their conformational state. This triggers a signaling cascade that ultimately
leads to physiological responses dictated by the receptor type and the nature of the ligand. This
interaction is highly selective, akin to a lock and key, ensuring that only the appropriate signal
elicits a response.?
The interaction between ligands and receptors can be characterized by various key parameters:
Affinity describes the strength of ligand-receptor interactions and is expressed as the dissocia-
tion constant (Kq) or the inhibition constant (Ki), representing the concentration required to
occupy half of the available receptor sites. Efficacy, quantified as Emax, represents the maxi-
mum effect a ligand can achieve. Potency, expressed as ECsg (half-maximal effective concen-
tration), reflects the ligand concentration required to elicit 50 % of the maximal response (see
Figure 1).2 These parameters are assessed in pharmacological assays. Binding assays measure
direct ligand-protein interactions, often employing radiolabeled or fluorescent ligands. 4 Func-
tional assays evaluate receptor activity in biological systems, including cellular assays meas-
uring second messengers like calcium ions (Ca?*) or cyclic adenosine monophosphate
(CAMP).5:6
Even in the absence of a ligand, a receptor is thought to exist in a dynamic balance between its
active and inactive states.! Ligands can shift this equilibrium: Agonists are ligands that, upon
binding, stabilize the receptor in its active state and increase receptor signaling, while inverse
agonists stabilize the inactive state and reduce the basal activity.” Naturally occurring agonists
within the body that bind to and activate specific receptors are called endogenous, physiologi-
cal, or cognate agonists. Agonists can be full (eliciting maximal response) or partial (producing
submaximal activation).? Agonists and inverse agonists can be thought of as drugs with affinity
and efficacy (or negative efficacy in the case of inverse agonists). In contrast, neutral antago-
nists show affinity but no efficacy: they bind to the receptor without shifting the equilibrium,
effectively stabilizing the receptor and preventing binding of (inverse) agonists. The potency

of inverse agonists and neutral antagonists (commonly subsumed as antagonists) is expressed
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Introduction 2

as ICso (half-maximal inhibitory concentration), the ligand concentration required to reduce the
agonist response, typically determined at its ECso or ECgo concentration, to 50 % (see Figure
1).2
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Figure 1. Pharmacological properties of ligands. (A) Visualization of potency and efficacy differences
in dose-response curves. (B) Visualization of full agonism, partial agonism, inverse agonism, and neu-

tral antagonism as dose-response curves. (A, B) Created with BioRender.com.

For instance, the nucleoside adenosine accumulates in the brain in the course of prolonged
wakefulness, acts as the endogenous agonist at the adenosine A1 and Axa receptor subtypes in
the brainstem and forebrain, and facilitates sleep initiation and consolidation through inhibition
of excitatory neurons. Conversely, caffeine acts as an antagonist with inverse agonistic activity
at adenosine A1 and Axa receptors, reduces signaling, prevents activation by adenosine, and in
turn promotes wakefulness.% °

Apart from these orthosteric agonists and antagonists there are further ligands called allosteric
modulators that bind to distinct sites and mediate receptor activation (positive allosteric mod-
ulators, PAMs) or inhibition (negative allosteric modulators, NAMs).?

Receptors can be categorized based on their location, structure, and mechanism of action. In-
tracellular receptors are located in the nucleus or the cytoplasm and can regulate gene expres-
sion by binding to DNA and altering transcription levels.*® In contrast, cell-surface or mem-
brane-bound receptors are typically embedded within the lipid bilayer and mediate the trans-

duction of signals from extracellular to intracellular domains. Key types include ligand-gated
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Introduction 2

ion channels, which, upon activation, enable specific ions to cross the membrane;!! and en-
zyme-linked receptors, such as receptor tyrosine kinases, which have an intracellular domain
with enzymatic activity;'? moreover, there are G protein-coupled receptors (GPCRs) (see Fig-

ure 2), which will be discussed in detail in the following chapter.

Ligand-gated ion channels Enzyme-linked receptors
Q @ Ligands . @ @
® e lons 0\
‘o Yy —
\ , Imerization ?
Closed Open Inactive Activated
channel channel enzyme enzyme
e%e /_\
|

G protein-coupled receptors Intracellular receptors

o S &
G protein Activated

dissociated Inactive Activated
G protein receptor receptor

Figure 2. Different receptor types: ligand-gated ion channels, enzyme-linked receptors, G protein-cou-
pled receptors (GPCRs), and intracellular receptors. Ligand-gated ion channels and GPCRs are typically

membrane-bound, as depicted here, but there are also intracellular types. Created with BioRender.com.

2.2 G protein-coupled receptors

Among the various receptor families, GPCRs represent the largest group.*® ** They share a

characteristic structure containing an extracellular N-terminus, an intracellular C-terminus, and
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seven transmembrane (TM) helices connected by intracellular loops (ICLs) and extracellular
loops (ECLs).%® Therefore, they are also referred to as “7-TM receptors”. GPCRs function by
coupling to intracellular G proteins, which relay signals to downstream effectors.'® They pos-
sess a wide variety of different ligands, e.g., biogenic amines such as adrenaline and dopamine,
amino acids such as glutamate, y-aminobutyric acid, lipids, peptides and proteins, nucleosides
and nucleotides, and even calcium ions or — in the case of rhodopsin in the retina of the eye —
light (see Figure 1).1” These receptors are essential for many different processes in the human
body, such as vision, smell, taste, heart, liver, lung, kidney, and brain functions, cell prolifera-
tion and migration, and many other processes.”® In short, GPCRs are essential for life, and
research on G proteins and GPCRs was honored by the awards of the Nobel Prize in Physiology
or Medicine 1994 to Alfred G. Gilman and Martin Rodbell'® and the Nobel Prize in Chemistry
2012 to Robert J. Lefkowitz and Brian Kobilka.!®

GPCRs are at present one of the most important classes of targets for approved drugs and also
for those in preclinical and clinical development. It is estimated that more than 30 % of all
approved therapeutic drugs activate or inhibit GPCRs.2’ However, for only about 10 % of the
more than 800 GPCRs present in human beings, drugs have been developed so far that are used

as therapeutics to treat human diseases.?!
2.2.1 Classification

There are two main classification schemes that have been proposed for this superfamily. The
classical A-F system presented in 19942% 2% groups GPCRs from both vertebrates and inverte-
brates into six classes based on sequence homology: class A (rhodopsin-like), class B (secretin
receptor family), class C (metabotropic glutamate/pheromone), class D (fungal mating phero-
mone receptors), class E (cyclic AMP receptors), and class F (frizzled/smoothened). Class D
and E are not present in vertebrates but only in lower species. The alternative GRAFS system
(glutamate, rhodopsin, adhesion, frizzled/taste2, secretin), focusing on GPCRs in vertebrates,
distinguishes between secretin-like and adhesion-like receptors, and corresponds to the classi-
cal classes C, A, B2, F, and B.?* Class A (or rhodopsin-like receptors), which is the largest
class of GPCRs and represents nearly 85 % of GPCR genes, is further subdivided into four
branches: a, B, v, and 5. Of these, the a-branch, harboring biogenic amine and adenosine re-

ceptors, among others, is the best investigated one (see Figure 3).2°
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Figure 3. Phylogenetic tree showing GPCRs according to the GRAFS classification system. GPCRs
are named according to their Uniprot entry name. The d-branch class A orphan GPCR GPR17 is high-
lighted. Adapted with permission from Stevens et al.?® Modified by Andhika B. Mahardhika and Mi-

chael Lewash.

GPCRs differ due to evolution, but still have characteristic amino acids at certain positions in
their sequence. However, these positions are often slightly offset. The Ballesteros-Weinstein
system makes the positions easier to compare by using two numbers. The most conserved
amino acid X in transmembrane domain Y is defined as position 50 (XY9). In the direction of
the N-terminus, this number decreases by one with each amino acid, and in the direction of the

C-terminus it increases accordingly.?” 8
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2.2.2 Structure determination

The structural elucidation of GPCRs has been a monumental achievement in structural biology
and has profoundly impacted on structure-based drug design. By revealing orthosteric ligand
binding pockets and by providing insights into different receptor conformations, these struc-
tures are used, e.g., to guide compound structure design and optimize compound potency and
efficacy in computer-aided modeling and docking studies.?®

X-ray crystallography and the more recent cryo-electron microscopy (cryo-EM) are the two
primary methods for determining macromolecular structures. X-ray crystallography relies on
the highly ordered arrangement of molecules within crystals. X-rays interacting with the crystal
generate a diffraction pattern that can be used to reconstruct a 3D electron density map and
ultimately an atomic model.*® For GPCRs, X-ray crystallography generally requires receptor
stabilization and extensive condition optimization, making it more time-consuming. However,
it has lower equipment costs, a traditionally higher achievable resolution, and a lower protein
size threshold than cryo-EM, which is why it remains the gold standard for obtaining relatively
small, inactive-state GPCR structures not in complex with signaling partners.* Cryo-EM, on
the other hand, directly images macromolecules using transmission electron microscopy. Vit-
rification in amorphous ice preserves the sample and minimizes light-induced damage. Two-
dimensional images from randomly oriented molecules are then computationally combined to
generate a 3D reconstruction.? Recent advances in detector technology and processing algo-
rithms — referred to as the “Resolution Revolution” — have significantly improved the resolu-
tion achievable with cryo-EM compared to its early days.>® Due to its faster workflow, an in-
creasing number of GPCR structures have been determined using cryo-EM in recent years,
particularly active-state structures in complex with intracellular effectors such as G proteins.®
First insights into GPCR architecture started in the 1990s by employing X-ray crystallography.
A major breakthrough was the determination of the first high-resolution (2.8 A; a resolution
below 3 A is deemed high) crystal structure of rhodopsin in the year 2000.3* The next signifi-
cant milestone was the structure elucidation of the first human GPCRs, namely 2- and p1-
adrenergic receptors, in 2007 and 2008, respectively.>® % Since then, the number of determined
GPCRs structures has grown exponentially due to improved protein expression and purification
methods, receptor engineering techniques, and the aforementioned advancements in cryo-EM

technologies. Today, over 450 structures of over 80 different GPCRs have been experimentally
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determined.®” Of these, more than 90 % employed cryo-EM.3” Up to now, by far the best-in-

vestigated subclass of GPCRs are the biogenic amine receptors. However, other GPCR sub-

families can differ substantially, e.g., with regard to binding site and activation mechanism.®’

In contrast to intracellular receptors, which have an easier-to-simulate environment, the struc-

tural determination of membrane proteins such as GPCRs is particularly challenging because

it requires extraction from their native membranes and purification, often leading to destabili-

zation, conformational changes, and/or aggregation. Optimization for each specific receptor

subtype is therefore required. Several techniques, especially for preparing proteins for crystal-

lization, have been developed to overcome these obstacles:

Single point mutations: Specific mutations, identified through experimental screening
or computational methods based on existing structures, can enhance receptor thermo-
stability and/or expression. A single S913*°K point mutation in the human adenosine
Az receptor increased its melting temperature (Twm) by approximately 10°C compared
to the unmutated construct and allowed structural determination of the receptor at 2.3
and 2.6 A resolution, in complex with the preladenant conjugates PSB-2113 and PSB-
2115, respectively, using X-ray crystallography.®

Removal or replacement of flexible parts: N- and C-termini are often (partially) re-
moved from constructs because they tend to be flexible and disordered. This intrinsic
flexibility increases conformational heterogeneity, which can prevent crystallization
and structure determination. Additionally, hydrophilic fusion proteins, such as the ther-
mostabilized apocytochrome bse2RIL (BRIL) or T4 lysozyme, are often inserted into
flexible regions including the N-terminus or the intracellular loop 3 (ICL3) to provide
additional crystal contacts and enhance crystal and diffraction quality.3® 4°

Antibody or nanobody complex formation: Antibodies or antibody fragments (nano-
bodies) have been used to stabilize GPCRs especially in unstable active-state confro-
mations.*! The nanobody Nb35 was used to stabilize an intermediate complex of the
Axa receptor in combination with a heterotrimeric G protein and bound to small agonist
5'-N-ethylcarboxamidoadenosine (NECA) at 2.6 A resolution using cryo-EM.*?
Stabilizing ligands: High-affinity ligands with slow dissociation rates and thus long

residence times can reduce receptor flexibility and stabilize specific conformations.*?
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e Detergents and Lipidic Cubic Phase (LCP): Detergents are essential for solubilizing
GPCRs from their native membranes. The LCP technique mimics the membrane envi-
ronment further. It was pivotal in solving the structure of rhodopsin and has since been

widely adopted for GPCR crystallization.*

Additionally, GPCR structures can be predicted by computational methods. DeepMind’s neural
network-based model, AlphaFold 2, made a major breakthrough in the 14th Critical Assess-
ment of Structure Prediction (CASP14), demonstrating a median all-atom accuracy of 2.8 A
on the 58 protein domains of CASP14.% This success quickly led to the launch of the Alpha
Fold Protein Structure Database in 2021, which now contains over 200 million protein struc-
tures.*® This database has become an indispensable resource for diverse research purposes,
from aiding experimental structure determination to accelerating drug discovery and mecha-
nistic understanding. Recognizing their profound impact, Demis Hassabis and John Jumper of
DeepMind were awarded one half of the 2024 Nobel Prize in Chemistry for their work on

protein structure prediction.*’

2.2.3 Signal transduction, receptor regulation, promiscuous coupling, and biased sig-

naling

GPCRs transduce their signal via heterotrimeric guanine nucleotide-binding proteins, so-called
G proteins, consisting of an a-, B-, and y-subunit (see Figure 1 and Figure 3).* In the inactive
state, the receptor is associated with a heterotrimeric G protein bound to guanosine diphosphate
(GDP).*%% Upon ligand binding and receptor activation, the GPCR undergoes a conforma-
tional shift from an equilibrium of inactive and active states toward an active conformation.
Key to this process is the outward movement of transmembrane helix 6 (TM6), along with
subtler movements of TM5 and TM?7, creating a cavity on the intracellular side of the recep-
tor.>1%2 This movement is driven by conformational changes propagated from the ligand bind-
ing site through conserved microswitches like the sodium binding pocket at D>*° and S**° and
the DRY (D34, R®%, Y351) and NPxxY (N4, P70 Y'%3) motifs. The C-terminal o5 helix of
the Ga subunit can then insert into this pocket, which destabilizes the nucleotide binding site
of the G protein, leading to the exchange of GDP for guanosine triphosphate (GTP).%° Conse-
quently, the Ga protein dissociates from the By-dimer and the receptor, thereby allowing both
subunits to interact with downstream effector proteins, initiating the signal transduction cas-

cade.l” The G protein signaling cycle is eventually terminated by intrinsic GTPase activity of
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the Ga subunit, which hydrolyzes GTP back to GDP, facilitating reassembly of the heterotri-
meric complex with the receptor (see Figure 4). This process is accelerated by regulators of G
protein signaling proteins, which act as GTPase-activating proteins, increasing the rate of GTP
hydrolysis.

The human genome encodes 16 different Ga-subunits, which are subdivided into four families
according to their protein sequence: Gas, Gaifo, Gog1, and Gaizis.>® Each family comprises
several subtypes.® The different G proteins activate different second messenger systems, e.g.,
Gs proteins activate adenylate cyclase (AC) leading to increased intracellular cyclic adenosine-
3°,5’-monophosphate (cCAMP) concentrations,> while Gi proteins inhibit AC leading to a re-
duction in cAMP formation in the cells. Gq proteins lead to an activation of phospholipase C
(PLC-P) that hydrolyzes phosphatidylinositol-4,5-bisphosphate (PIP2) to generate diacylglyc-
erol (DAG) and inositol trisphosphate (IP3); then DAG triggers protein kinase C activation and
IP3 activates IP3 receptors on the endoplasmic reticulum, resulting in a release of Ca®" in the
cells.> Gizn3 proteins regulate cytoskeletal dynamics via activation of Rho guanine nucleotide
exchange factors (RhoGEFs), impacting cell morphology and migration.>® %’

The Gy dimer is composed of one of the five different G proteins and of the 13 different Gy
proteins encoded by the genome.*® Initially thought to be a passive participant, it is now rec-
ognized as an active signaling component, capable of modulating several effectors, including
G protein-coupled inwardly rectifying potassium (GIRK) channels, voltage-gated calcium
channels, phosphatidylinositol-3-kinase (PI3K), and mitogen-activated protein kinases
(MAPKS).%8 % Furthermore, GBy subunits participate in the recruitment and activation of G
protein-coupled receptor kinases (GRKSs), which phosphorylate GPCRs primarily at their C-
terminus and ICLs.%® ° This phosphorylation increases affinity for arrestin proteins, which, in
addition to G proteins, can also bind to the intracellular cavity of activated GPCRs via a finger
loop.80: 6,

The human genome encodes four arrestins, namely arrestin-1, arrestin-2 (B-arrestin-1), arres-
tin-3 (B-arrestin-2), and arrestin-4, with arrestin-2 and -3 being widely expressed and interact-
ing with numerous GPCRs.®2 While arrestins were originally thought to solely mediate receptor
desensitization and internalization — they hinder the interaction between receptor and G pro-
teins upon binding and connect the receptor with the endocytic machinery (such as clathrin and
adaptor protein 2 complex), subsequently recycling the receptor back to the cell membrane or
leading to degradation in proteasomes — emerging evidence suggests that they may also initiate

distinct, G protein-independent signaling cascades.®® Arrestin-mediated signaling has been im-
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plicated in the activation of extracellular signal-regulated kinases (ERKSs), which regulate cel-
lular processes such as proliferation, differentiation, and apoptosis.®® However, the extent to
which arrestins function independently of G proteins remains a topic of ongoing debate, as
some studies indicate that GPCR-induced signaling is abolished in the absence of active G
proteins.%+-7°

GPCRs exhibit varying degrees of selectivity toward different G protein subtypes, with some
receptors capable of coupling to multiple Ga proteins.”*"® Recent large-scale studies have
identified many GPCRs that activate multiple Ga protein families, with certain receptors, such
as the B2 bradykinin receptor and the orexin 2 receptor, engaging all four Ga protein fami-
lies.”s 2 However, the functional relevance of such promiscuous coupling remains an open
question, as receptor signaling is influenced by multiple factors, including spatiotemporal prox-
imity of GPCRs and G proteins, expression levels, and ligand-dependent biases in signaling.
The ability of ligands to preferentially or solely activate specific signaling pathways, e.g., ac-
tivation of Gi protein without inducing B-arrestin recruitment or vice versa, a phenomenon
known as “biased signaling”, is of particular interest in drug development.” This is expected
to lead to favorable pharmacological outcomes in comparison with non-biased agonists while
minimizing undesired effects. For example, it has been proposed that biased p-opioid receptor
agonists may have analgesic properties, but might exert less severe side effects than classical
opioid analgesics, e.g., depression of breathing or addictive effects, and may therefore be safer
than the currently applied analgesic opioid drugs.” However, these claims require further rig-

orous investigation.
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Figure 4. GPCR and G-protein activation cycle. The activation of a GPCR by its corresponding agonist
(top left) triggers GDP-GTP exchange in the Ga. protein subunit of the heterotrimeric G protein. Then,
the Ga subunit dissociates from the By-subunit, both of which activate various effector proteins. Gy
signaling leads to recruitment of GRKs, among others, which in turn phosphorylate the receptor and
induce arrestin recruitment. Subsequently, the receptor is internalized and either degraded in the lyso-
some or recycled back to the cell membrane. The GTPase activity of the Ga subunit then leads to hy-
drolysis of GTP to GDP and the consequent rearrangement of the heterotrimeric G protein complex.
Abbreviations: y-aminobutyric acid (GABA), adenosine diphosphate (ADP), adenosine triphosphate
(ATP), guanosine diphosphate (GDP), guanosine triphosphate (GTP), uridine triphosphate (UTP), ad-
enylyl cyclase (AC), cyclic adenosine monophosphate (CAMP), protein kinase A (PKA), phospholipase
Cp (PLC-B), phosphatidylinositol 4,5-bisphosphate (PIP2), diacyl glycerol (DAG), inositol 1,4,5-
trisphosphate (IPs), protein kinase C (PKC), Rho guanine nucleotide exchange factor (RhoGEF), G
protein-coupled inwardly rectifying potassium channel (GIRK), phosphoinositide 3-kinase-y (PI3Ky),
mitogen-activated protein kinase (MAPK), G protein-coupled receptor kinase (GRK). Created with Bi-

oRender.com.

2.3 The orphan G protein-coupled receptor GPR17

A significant subset of GPCRs remains classified as “orphan receptors”, i.e., their physiological

agonist is yet unknown or unconfirmed.’® 77 This presents both a challenge and an opportunity
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for pharmacological research. The deorphanization of GPCRs, the process of identifying the
cognate agonists of these receptors, has been a cornerstone of pharmacological discovery since
the late 20" century. Early successes in the 1990s and 2000s, such as the deorphanization of
the ghrelin receptor and the apelin receptor, demonstrated the potential of orphan GPCRs to
unveil novel biological pathways and therapeutic targets. However, the pace of deorphaniza-
tion has slowed in recent years, with over 100 GPCRs still awaiting ligand identification. Ad-
ditionally, several reported ligand-receptor pairings have proven to be “false-positive”: one or
several physiological compounds have been proposed as cognate agonists for certain orphan
GPCRs, but subsequent independent confirmation has not been successful, and therefore, the
International Union of Pharmacology (IUPHAR) has not accepted them.”®

The orphan GPCR GPR17 belongs to the 5-branch of the rhodopsin-like class A GPCR family
(see Figure 3) which contains receptors for lipids, peptides, nucleotides (e.g., the nucleotide-
activated P2Y receptors), and many further orphan receptors.”® The human GPR17 protein
(hGPR17) is encoded by the human GPR17 gene located on chromosome 2q14.3.2° It is highly
conserved in vertebrates (the mouse and rat orthologs [NGPR17, rGPR17], encoded by the
respective Gprl7 genes, show 90 % amino acid sequence identity to hGPR17) which might
indicate an important physiological role.

GPR17 is predominantly expressed in the central nervous system (CNS) by cells of the oli-
godendroglial cell line, particularly in late oligodendrocyte progenitor cells (OPCs) and pre-
oligodendrocytes (pre-OLs)8 82 (collectively also termed “committed oligodendrocyte precur-
sor cells” [COPs]) (see Figure 5).8 The primary role of oligodendrocytes (OLs) is to form
myelin sheaths around axons to allow transmission of electrical signals along the axon, leading
to fast and efficient communication between neurons. Activation of GPR17 in OPCs inhibits
their differentiation and maturation 8+-8°

In addition, GPR17 is expressed in the heart, the kidneys, and enteroendocrine cells in the

intestine.82 85 87
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Figure 5. GPR17 expression during oligodendrocyte maturation. GPR17 is expressed in late oligoden-
drocyte precursor cells (OPCs) and, to a greater extent, in pre-oligodendrocytes (pre-OLs). In mature
oligodendrocytes (OLs) GPR17 is downregulated.®:83% 8 Adapted with permission from ...

A comprehensive overview of GPR17 is provided in Chapter 3 and the accompanying review
paper.®% It discusses GPR17 classification, localization, isoforms, structure, signaling path-
ways, genetic variants, ligands, and its role in pathological conditions. This subchapter will fill
in the gaps by providing more insight into the diseases in which GPR17 is involved and which

could become future indications for GPR17 pharmacotherapy.
2.3.1 Therapeutic relevance of GPR17

GPR17 has emerged as a promising pharmacological target for the treatment of multiple scle-
rosis (MS) and further demyelinating or neurodegenerative diseases, diabetes and obesity, gli-

oblastoma, and ischemic stroke.
2.3.2 Neurodegenerative diseases

Neurodegenerative diseases are a group of chronically progressing disorders characterized by
progressive loss of function or structure of neurons, involving complex pathological processes
including inflammation and the accumulation of abnormal protein aggregates. Examples in-
clude MS, Alzheimer’s disease (AD), and Parkinson’s disease (PD). Neurodegeneration often
begins in definable areas of the brain and spreads over the course of the disease. PD begins
with the death of dopaminergic neurons in the substantia nigra of the midbrain,*® while in AD
first signs of damage occur in the hippocampus.®* Currently, there is no curative treatment for
most NDs and available therapies only treat symptoms.®? E.g., L-DOPA is metabolized to do-
pamine in the CNS and compensates for the dopamine deficiency in the treatment of PD. How-

ever, a continuous decrease in the effectiveness and duration of action of L-DOPA is observed
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due to the constant death of dopaminergic neurons.®® Hence, the development of new therapeu-

tic options is required.
2.3.2.1 Multiple sclerosis

MS is a chronic inflammatory autoimmune disease affecting the CNS. It is characterized by
infiltration of white and gray matter of the brain by immune cells, associated with inflammation
and resulting in myelin sheath degradation.®* %

However, exact causes of this inflammation and autoimmune reaction are still poorly under-
stood.® It was suggested that the exposure to environmental factors in genetically predisposed
individuals is required for development of MS and that each part alone is not sufficient.®” Over
200 genes have been identified as potential contributors to MS risk.® The genetic trait with the
greatest disease-association is the HLA-DRB1*15:01 haplotype within the human leukocyte
antigen (HLA) complex.®” %% 10 mportant environmental triggers are Epstein-Barr virus in-
fection,'%! vitamin D deficiency, smoking, childhood/adolescence obesity, and exposure to or-
ganic solvents,: 10

Since the demyelinating foci can occur throughout the CNS, MS can cause many different
neurological symptoms, most commonly visual impairments in about one third of patients, but
also sensory disturbances, motor weakness, spasticity, fatigue, pain, and cognitive dysfunc-
tion.102

The disease is currently incurable.’®® Existing therapeutic options focus on immune modula-
tion,1% symptom management,'® and rehabilitation® to positively influence the course of the
disease, reduce flare-ups, and prevent disability. However, these treatments lack efficacy in
remyelination. Furthermore, a study found that even after prolonged stability, discontinuing
disease-modifying therapy renewed inflammation in 18 % of patients within 15 months.
Addressing demyelination is critical for reversing MS and GPR17 has emerged as a potential
key target. Its chronic activation is thought to inhibit differentiation of OPCs into OLs and

subsequent myelination (see Figure 6).107-109
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Figure 6. Myelin repair. GPR17 signaling downregulates OPC differentiation into OLs which in turn

inhibits remyelination.1?-1%° GPR17 has therefore been suggested as a target for the treatment of mul-
tiple sclerosis and other demyelinating diseases. Adapted with permission from Lewash et al.®

2.3.2.2 Alzheimer’s disease

AD is a neurodegenerative disorder and the most common cause of dementia.*!° It is charac-
terized by cognitive decline, behavioral abnormalities, and neuropsychiatric symptoms. The
exact causes of AD remain unknown, although it is associated with the accumulation of f-
amyloid (AB) plaques and hyperphosphorylated tau protein tangles in the brain as well as re-
duced activity of cholinergic neurons.!! 112 AD is currently incurable and terminal .13

The development of AD is complex and not fully understood. Familial AD, a rare form ac-
counting for less than 5 % of cases, is directly caused by inherited mutations in specific genes,
primarily amyloid precursor protein (APP), presenilin 1 (PSEN1), and presenilin 2 (PSEN2),
leading to excessive production of AB.1% 15 The more prevalent sporadic AD is generally
thought to result from a combination of genetic, lifestyle, and environmental factors. The most
well-established risk factor is the 4 allele of the apolipoprotein E gene (APOE).!*®> Major life-
style and environmental factors thought to contribute to AD risk include diabetes, obesity, hy-
pertension, hypercholesterolemia, traumatic brain injury, depression, stress, sleep disturbances,
smoking, lack of physical activity, hearing loss, and social isolation.

GPR17 appears to be associated with Alzheimer’s disease. It is upregulated in the hippocampus

and frontal cortex of mouse brain in response to A accumulation 8% 117: 118
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2.3.3 Diabetes

Diabetes mellitus, in short diabetes, is a group of metabolic disorders. Type 2 diabetes mellitus
(T2DM) is the most prevalent form, accounting for more than 90 % of cases.!!® It is caused by
insulin resistance and subsequent relative lack of insulin, which leads to hyperglycemia.!®
Lifestyle factors such as poor diet and physical inactivity are strongly associated with devel-
opment of T2DM. Incidence and prevalence of this disease increases in parallel with the rates
of obesity, which is a major contributor.!!® Additionally, T2DM has a significant familial clus-
tering. Large-scale genetic studies have identified over 500 genetic variants associated with
T2DM risk.'?® The most well-established genetic risk factor is a variant in the transcription
factor 7-like 2 (TCF7L2) gene, which is closely associated with impaired insulin secretion.*?!
An important target for T2DM pharmacotherapy is the glucagon-like peptide-1 (GLP-1) recep-
tor that stimulates glucose-dependent insulin release from B-cells of the pancreatic islets, the
transcription of the insulin gene, and the proliferation of the pancreatic islets. It also inhibits
glucagon production in the a-cells of the pancreatic islets, and induces satiety by binding to
receptors in the area postrema in the medulla oblongata of the brainstem. 2% 123

GPR17 is expressed in intestinal enteroendocrine cells (EECs) and functions as an inhibitory

pathway for GLP-1 that is co-expressed by the cells.!?
2.3.4 Glioblastoma

Glioblastoma is the most common malignant brain tumor in adults (almost 50 %) and among
the most difficult cancers to treat. It originates from glial cells, which support and protect neu-
rons in the brain.!?

The majority of glioblastoma cases are sporadic.'?® Exposure to ionizing radiation is the only
consistently established environmental cause.*?” Older age is also a significant risk factor, with
most cases occurring in adults over the age of 40 and the incidence peaking between the ages
of 75 and 84.1%

GPR17 might be involved in glioblastoma development and cell signaling as it drives the mod-
ulation of mitochondrial electron transport chain complexes by increasing the production of
reactive oxygen species (ROS).128-1%0
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2.3.5 Ischemic stroke

Ischemic stroke is a neurological disease caused by a sudden reduction in blood flow and the
resulting reduced supply of nutrients and oxygen to brain tissue.'®! Worldwide, it is the second
leading cause of death (11.6 % of total deaths) after ischaemic heart disease.**?

The primary mechanism behind this reduced blood flow is typically the constriction or block-
age of one or more arteries supplying the brain, most commonly caused by atherosclerosis
and/or embolism.t3! Atherosclerosis is a chronic inflammatory process in which deposits
(plaque) consisting of cholesterol, fatty substances, cellular waste products, calcium, and fibrin
form in the arterial walls. This plaque hardens and narrows the arteries. An embolism occurs
when a thrombus or other debris in the body forms an embolus that enters the circulation,
lodges in a smaller artery (e.g., in the brain), and blocks blood flow.

GPR17 appears to be associated with ischemic stroke,34 133
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3 GPR17 -orphan G protein-coupled receptor with therapeutic potential

Michael Lewash, Evi Kostenis, and Christa E. Miller
Trends Pharmacol. Sci. 2025, 46, 610-628, doi: 10.1016/j.tips.2025.05.001

3.1 Introduction

MS is a devastating demyelinating disease without curative treatment, as current therapies
merely alleviate symptoms.®* In the search for innovative therapies, GPR17 has moved into
the focus of attention as a promising drug target for MS and other demyelinating diseases.®®
Blocking the receptor has been proposed to enable remyelination, which might therefore be-
come a game-changer for MS patients. The first clinical trial of a GPR17 antagonist, PTD802,
has recently been approved. In addition, truly potent and selective compounds have been de-
veloped in the past few years which will help in establishing the role of GPR17 as a new ther-
apeutic target in further indications.*3+1%

To understand how this evolved, we provide a broad picture of the receptor. Since 2006, re-
search on GPR17 has been characterized by ambiguities, irreproducible results, and contradic-
tions. To date, only two reviews (in 2016 and 2020)*3" 138 have been published on the topic. In
the present review, we provide a comprehensive and critical evaluation of the literature from a

current perspective.
3.2 Summary

GPR17 is phylogenetically located between cysteinyl leukotriene receptors (CLTRS), free fatty
acid receptors (FFARs), lysophosphatidic acid receptors (LPARS), P2Y receptors (P2YRS),
protease-activated receptors (PARS), and other class A 6-branch orphan receptors. It is pre-
dominantly expressed in the CNS in late-stage OPCs and pre-OLs®%#2 (collectively also termed
COPs).2% The human GPR17 gene has two open reading frames that produce two isoforms that
differ in their N-terminal length.t® The short isoform (hGPR17-S) is predominantly expressed
in the brain, whereas the long isoform (hGPR17-L) is preferentially expressed in peripheral
tissues, 140 141

The recent cryo-EM structure determination at a resolution of 3.02 A% proposed the same lig-
and-binding pocket previously found in docking studies.'®* 1*° Notably, the structure highlights
features such as the unique hairpin-like configuration of extracellular loop 2 (stabilized by a
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disulfide bond, hydrogen bonds, and multiple hydrophilic interactions) and specific micro-
switch motifs (e.g., the alteration of the NPxxY motif to DPxxY, which alters conformation of
TM7, the DRY motif to DRF, which hypothetically impairs chemotaxis, and the CWxP motif
to CFxP, which reduces flexibility of TM6), all of which possibly influence receptor activation
and signaling pathways.*®

The main signaling pathways of GPR17 linking the receptor to oligodendrocyte maturation
control and thus its potential role in the treatment of MS, are mediated by G; proteins: Inhibition
of GPR17 leads to an increase in CAMP production and subsequent activation of protein kinase
A (PKA) and exchange protein directly activated by cAMP 1 (EPAC1).1% 10° PKA leads to
OL differentiation by activating the extracellular-signal regulated kinase 1/2 (ERK1/2) signal-
ing pathway and also more directly by translocation to the nucleus and phosphorylation of
relevant transcription factors.’®® EPAC1 also leads to oligodendrocyte differentiation inde-
pendently of PKA.4214 Furthermore, PKA leads to a decrease in OL apoptosis by inhibiting
the X-linked inhibitor of apoptosis associated factor 1 (XAF1) pathway.'*? In addition, GPR17
also couples to Gq proteins and, at higher concentrations of the agonist, to Gs proteins (see
Figure 7).1%
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Figure 7. GPR17 coupling to different G-proteins, important signaling pathways and effects. The Ga;
signaling cascade seems to be an important pathway that links GPR17 to oligodendrocyte maturation
control.8” 108142 The effect of Gag and its downstream interacting molecules on oligodendrocyte matu-

ration is not yet fully understood. Abbreviations: cCAMP = cyclic adenosine monophosphate, ERK1/2 =

28



GPR17 — orphan G protein-coupled receptor with therapeutic potential 3

extracellular-signal regulated kinases 1/2, EPAC1 = exchange protein directly activated by cCAMP 1,
XAF1 = X-linked inhibitor of apoptosis associated factor 1. Adapted from Lewash et al.®

Attempts to deorphanize GPR17 have thus far failed.*® 141 145150 MDL 29 951 (an N-methyl-
D-aspartate (NMDA) receptor antagonist) is a robust and potent, but non-selective GPR17 ag-
onist.10% 134151 By replacing its chlorine atoms with fluorine (position 4) and bromine (position
6), respectively, PSB-18422 was synthesized, which is GPR17-selective and even more potent,
making it an important tool compound for the receptor.*** PSB-18183 is another selective in-
dole scaffold-based agonist that uses a different binding mode compared to PSB-18422 due to
its larger hexyloxy group at position 6 (see Figure 8).13

A collaboration between the Pharmaceutical Institute of the University of Bonn and UCB
Pharma GmbH yielded multiple classes of potent and selective GPR17 antagonists: PSB-22269
and PSB-24040 are potent anthranilic acid scaffold-based antagonists (also see Chapter 4 for
the related publication).®*® Most promising for therapeutic application are the potent, selective,
and brain-permeable indolylsulfonamide scaffold-based antagonists, e.g., “I-116” (see Figure
8).1%6 151 A structurally related indolylsulfonamide derivative, PTD802, was recently author-
ized for the first clinical trial of a GPR17 antagonist. Several companies, including F. Hoff-
mann-La Roche AG, Rewind Therapeutics NV, Myrobalan Therapeutics Nanjing Co. Ltd,
Nanjing Immunophage Biotech Co. Ltd, and Biogen Ma Inc. filed patents for very similar sul-

fonamide derivatives.1%216°

COH COH COH

cl F cl
GPR17
agonists @ N—co,H @ N—co,H @ N—coH

NN
o N Br N 0 N
MDL 29,951 PSB-18422 PSB-18183
Q Q

OH OH
NH % NH
GPR17 gl gl o-5NH F
antagonists © O © O %:Z
® ® .
0 FaC N

PSB-22269 PSB-24040 "-116"
Figure 8. Important GPR17 agonists MDL 29,951, PSB-18422, and PSB-18183 as well as antagonists
PSB-22269, PSB-24040, and “I-116”.
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GPR17 has been reported to affect neural development, myelination, and tissue repair, suggest-
ing it as a target for the treatment of MS and other demyelinating and neurodegenerative dis-
eases.

Gprl7 knockdown via small interfering RNA (siRNA), short hairpin RNA (shRNA), or anti-
sense oligonucleotides led to OPC differentiation, remyelination, and damage mitigation after
brain and spinal cord injury in multiple studies on mice and rats.4? 133 170: 171 These effects
could be reproduced by pharmacological treatment: GPR17 antagonist montelukast induced
OPC maturation after brain or optic nerve injury in mice® 1’2 and promoted neural develop-
ment and cognitive abilities in rats.*'” On the other hand, GPR17 agonist MDL 29,951 impaired
cognitive abilities in mice.'”

Additionally, GPR17 has been implicated as potential drug target in further diseases, of which
diabetes is the most promising one. GPR17 was suggested to be expressed in enteroendocrine
cells!® alongside incretin GLP-1, which stimulates insulin release and inhibits glucagon re-
lease, effectively lowering blood sugar levels. Gprl7 knockdown in mice increased GLP-1
secretion, thereby improving insulin secretion and glucose tolerance as well as decreasing body
weight and fat content.'?% 17 These effects could also be reproduced pharmacologically in a
mouse enteroendocrine cell line: GPR17 expression decreased GLP-1 secretion, GPR17 ago-
nist MDL 29,951 further decreased it, and GPR17 antagonist HAMI3379 reversed the de-

crease.l”®
3.3 Author contribution

| systemically and rigorously analyzed available research on GPR17 and critically evaluated
and interpreted experimental findings. | wrote the manuscript in cooperation with Prof. Dr.
Christa E. Mdller, integrating my diverse insights into a coherent narrative.
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4.1 Introduction

Prior to this study, only few, weakly potent, and non-selective GPR17 antagonists had been
described in literature, including CLTR1 antagonists montelukast and pranlukast as well as
CLTR2 antagonist HAMI3379 (see Figure 9).
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Figure 9. Non-selective GPR17 agonists montelukast, pranlukast, and HAMI3379.

This impeded research on GPR17, as it often times remained unclear whether the proposed
effects were actually mediated by GPR17 or if the non-selective tool compounds used in the
studies actually interacted with different receptors instead.

As mentioned above, the collaboration of the Pharmaceutical Institute of the University of
Bonn with UCB Pharma GmbH has yielded several novel classes of potent and selective

GPR17 antagonists, including the anthranilic acid derivatives described in this research article.
4.2 Summary

The starting point was a hit compound discovered during a high-throughput screening cam-
paign. This hit, based on an anthranilic acid scaffold, was chemically modified in a systematic
structure-activity relationship (SAR) study to improve its inhibitory potency.
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The anthranilic acid core was retained throughout the series as its carboxylic acid function in
position 2 was found to be critical for biological activity. Attempts to move the carboxylic acid
residue to position 4 or to replace it with other acidic or non-acidic functions resulted in reduced
potency or complete loss of activity. The central linking group in the hit compound, originally
an enamine, was replaced by a more stable carboxamide group, which also provided a straight-
forward synthetic route. The original furan ring was partially substituted by other 5- or 6-mem-
bered heterocycles (including pyridine and thiazole derivatives), which did not increase po-
tency. Additional structural diversity was introduced by modifying the substituents on the aro-
matic rings. Substitution of the anthranilic acid benzene ring did not increase potency, while
substitution of the second benzene ring was generally well tolerated: Incorporation of biphenyl
groups with specific substitutions — such as methoxy and trifluoromethyl groups — resulted in
compounds with markedly improved potency. Notably, compounds PSB-22269 and its trifluo-
romethyl analog PSB-24040 emerged as lead candidates that displayed submicromolar inhibi-
tory concentrations and high binding affinities (see Figure 10).

The comprehensive evaluation of the synthesized compounds included a variety of in vitro
assays to characterize their pharmacological profiles. First, a screening campaign using calcium
mobilization assays in Chinese hamster ovary (CHO) cells was performed to identify general
trends. Selected antagonists were then re-investigated in calcium mobilization assays in human
astrocytoma 1321N1 cells stably transfected with hGPR17 (1321N1-hGPR17 cells), in G pro-
tein activation assays, in CAMP accumulation assays, and in radioligand binding assays using
a tritiated version of MDL 29,951 ([*H]PSB-12150)*8 and membrane preparations from CHO
Flp-In T-REX (FITR) cells stably transfected with hGPR17 (CHO-FITR-hGPR17 cells). Data
across all performed functional assays were consistent, although G protein activation assays
resulted in lower inhibitory potencies, possibly due to differences in the assay procedures (see
Figure 10). In addition, the competitive antagonistic nature of the compounds was confirmed
by performing shift assays — in this case calcium mobilization assays of MDL 29,951 against
different concentrations of PSB-22269, yielding a curve shift from which the type of antago-
nism can be deduced.
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Figure 10. Anthranilic acid derivatives PSB-22269 and PSB-24040. ®Potency in inhibiting calcium
mobilization in 1321N1-hGPR17 cells, activated with MDL 29,951; three to four independent experi-
ments were performed in duplicate. Potency in inhibiting cAMP decrease induced by MDL 29,951 in
the presence of 5 uM forskolin in CHO-FITR-hGPR17 cells; three independent experiments were per-
formed in duplicate. “Potency in inhibiting the recruitment of the Gai, effector Rap1GAP-RLucll to the
membrane in GPR17-expressing human embryonic kidney 293 (HEK293) cells and activated with
MDL 29,951; four independent experiments were performed in duplicate. “Binding affinity to GPR17,
determined in agonist radioligand [*H]PSB-12150 binding assays; three to five independent experi-

ments were performed in duplicate.

In addition to biological assays, an inactive-state homology model of GPR17, based on the X-
ray structure of the P2Y 1> receptor with insights from the cryo-EM and AlphaFold structures
of GPR17, was constructed. The docking studies suggested the same binding site for the novel
anthranilic acids as for the indole-based GPR17 agonists, e.g., PSB-18422. The anthranilic acid
moiety of PSB-22269 is anchored in a binding pocket lined with positively charged arginine
residues, the furan ring is involved in aromatic stacking, and the biphenyl group occupies a

hydrophobic subpocket (see Figure 11).
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Figure 11. Proposed ligand binding and activation mechanism of GPR17. (A) Predicted binding poses
of agonist PSB-18422 (green) and antagonist PSB-22269 (orange) in the putative binding pocket of
GPR17 homology models for the active (blue) and inactive (gray) states. (B) Predicted binding pose of
agonist MDL 29,951 in the putative binding pocket of GPR17 homology model for the active state. (C)
Predicted binding pose of antagonist PSB-22269 in the putative binding pocket of GPR17 homology
model for the inactive state. (B, C) Amino acid numbering corresponds to short isoform hGPR17-S. (A,
C) Adapted with permission from Boshta, Lewash et al.**® Copyright 2024 American Chemical Society.
(B) Adapted with permission from Bagi et al.*** Copyright 2018 American Chemical Society.

The discovery of the potent and selective tool compounds PSB-22269 and PSB-24040 will
advance the exploration of GPR17 pharmacology and open up opportunities for the develop-
ment of novel drug candidates, in particular for peripheral indications, such as diabetes and

obesity.
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4.3 Author contribution

| performed calcium mobilization assays and radioligand binding assays and compiled and in-
terpreted all experimental results from various assay platforms. | drafted and edited the manu-
script in cooperation with Prof. Dr. Christa E. Miller. Lastly, | coordinated the activities of all
co-authors and integrated the data into the manuscript for the initial submission as well as the

revision process.
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5 Search for the endogenous ligand of GPR17

The identification of the endogenous agonist for GPR17 has been a subject of extensive inves-
tigations. However, all of the so-far suggested ligands have been disproved: Early studies sug-
gested that pyrimidine nucleotides such as uridine diphosphate (UDP), UDP-glucose, and
UDP-galactose, as well as leukotrienes, namely leukotriene Cs4 (LTCs) and leukotriene D4
(LTD4), could act as agonists of GPR17.14° However, several laboratories could not reproduce
the reported findings, and subsequent research could not confirm GPR17 activation by any of
the aforementioned ligands, neither the short nor the long GPR17 isoform. 46 141 145-149 NMore
recent studies have proposed that 24(S)-hydroxycholesterol acts as an endogenous agonist of
GPR17,5! but this too could not be confirmed by myself (see below) and others.*>

5.1 24(S)-Hydroxycholesterol

Proposed physiological agonist 24(S)-hydroxycholesterol was tested alongside MDL 29,951 in
calcium mobilization assays, radioligand agonist [?H]PSB-12150 binding assays, and radiolig-
and antagonist [°’H]PSB-1503 binding assays (see Table 1 and Figure 12).

Table 1. Characterization of MDL 29,951 and 24(S)-hydroxycholesterol in calcium mobiliza-

tion assays and radioligand binding assays.

pK; + SEM pK; + SEM
PECso + SEM agonist antagonist
Compound Ca*" assay” radioligand radioligand
binding® binding®
CO5H
Cl
N\ CO-H 6.82 +0.19 6.43 £0.23 4.83+£0.13
ol N (n=5)’ (n=5)’ (n=3)’
H
MDL 29,951
<5 (n=6)" <5 (n=7)" <5 (n=6)"
24(S)-Hydroxycholesterol
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3potency in inducing calcium mobilization in GPR17-expressing 1321N1 astrocytoma cells. *Inhibition
of binding of [*H]PSB-12150 to GPR17 determined in radioligand binding assays. ‘Inhibition of bind-
ing of [*H]PSB-1503 to GPR17 determined in radioligand binding assays. “Total number of independent

experiments performed in duplicate are given in parentheses with italic font.

A B
150+ 24 150+ o o
Ca Radioligand binding
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C
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= 1004
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Figure 12. Characterization of 24(S)-hydroxycholesterol and MDL 29,951 in calcium mobilization and
radioligand binding assays. (A) Characterization as GPR17 agonists in 1321N1-hGPR17 cells using
calcium mobilization assays. Data points represent means + SEM of 5 (MDL 29,951) or 6 (24(S)-hy-
droxycholesterol) independent experiments, performed in duplicate. (B) Characterization in membrane
preparations of CHO-FITR-hGPR17 cells, determined in agonist radioligand [*H]PSB-12150 binding
assays. Data points represent means £ SEM of 5 (MDL 29,951) or 7 (24(S)-hydroxycholesterol) inde-
pendent experiments, performed in duplicate. (C) Characterization in membrane preparations of CHO-
FITR-hGPR17 cells, determined in antagonist radioligand [*H]PSB-1503 binding assays. Data points
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represent means = SEM of 3 (MDL 29,951) or 6 (24(S)-hydroxycholesterol) independent experiments,
performed in duplicate. (A-C) In some cases, SEM values are smaller than the symbols.

MDL 29,951 activated GPR17 at submicromolar activity with slightly higher potency than
described previously.®3* Additionally, MDL 29,951 showed affinity in [*(H]PSB-12150 binding
assays comparable to its potency but a 40-fold lower affinity in [*H]PSB-1503 binding assays
(see Subchapter 6.2.2 for discussion). 24(S)-Hydroxycholesterol showed no activity at GPR17
at the tested concentrations, which questions its proposed function as an endogenous agonist
of GPR17.

5.2 Further potential endogenous ligands

Continuing the search for the endogenous ligand, multiple human metabolites with similar
structures to MDL 29,951 and proposed endogenous ligands such as UDP and 24(S)-hydroxy-
cholesterol were characterized at GPR17 in radioligand binding assays and/or calcium mobili-
zation assays (see Figure 13 and Figure 14).
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Cholesteryl hemisuccinat Cholic acid

Deoxycholic acid . . .
y Glycoursodeoxycholic acid Lithocholic acid

*xH,0
HO™

Ursodeoxycholic acid

Sodium glycocholate hydrate Sodium taurochenodeoxycholate

Figure 13. Human metabolites tested as potential endogenous ligands of GPR17 because of similar
structure to known GPR17 agonists.
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Figure 14. Characterization of selected potential endogenous ligands in calcium mobilization and radi-
oligand binding assays. (A) Characterization in membrane preparations of CHO-FITR-hGPR17 cells,
determined in antagonist radioligand [*H]PSB-1503 binding assays. MDL 29,951 is shown as positive
control. Data points represent means = SEM of 1 (adenylosuccinic acid, N®-succinyladenosine, and
cholesterol sulfate) or 3 (MDL 29,951) independent experiments, performed in duplicate (MDL 29,951
and cholesterol sulfate) or quadruplicate (adenylosuccinic acid and N6-succinyladenosine). (B) Char-
acterization in 1321N1-hGPR17 cells using calcium mobilization assays. Chondroitin sulfate data is
expressed per monomer equivalent. The chondroitin sulfate curve was initially shifted downward but
was later baseline corrected. MDL 29,951 is shown as positive control. Data points represent means +
SEM of 2 (chondroitin sulfate) or 5 (MDL 29,951) independent experiments, performed in duplicate.

(A-B) In some cases, SEM values are smaller than the symbols.

Adenylosuccinic acid, N®-succinyladenosine, and cholesterol sulfate did not show significant
affinity for GPR17. Chondroitin sulfate appeared to be weakly potent and should be further
investigated.

To further advance the search for the endogenous ligand, a virtual compound library was cre-
ated. Based on insights from previous agonists,'** it was hypothesized that the molecule would
have a carboxy group and a lipophilic backbone. The search for a human metabolite with these
properties, a molecular weight between 150 and 500 Da, and an estimated logP value of more
than 2 yielded 783 results in the Human Metabolome Database (HMDB).1’® These 783 ligands
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were prepared at pH 7.4 and docked twice into an agonist-bound GPR17 homology model
based on the P2Y 1, receptor using induced fit docking and rigid receptor docking applying the
MOE software. Based on their highest achieved binding score out of multiple poses, the 783
ligands were put into a diagram showing the binding scores (S values) of the 783 ligands in

relation to their molecular weights. Lower S values represent a higher predicted binding affinity

(see Figure 15).

Predicted affinity values by the induced fit model Predicted affinity values by the rigid receptor model
i
6 -6 H
(V] [}
= =
g 8 g -8
7)) %]
7] 7]
& 104 8 -10-
12+ L 12+
100 200 300 400 500 100 200 300 400 500

molecular weight [g/mol] molecular weight [g/mol]

Figure 15. Docking results by MOE. Each ligand was docked multiple times into either the induced fit
model (receptor conformation is flexible) or the rigid receptor model, trying to align its conformation
to agonist MDL 29,951. For each pose an S value was calculated (lower S values represent a higher
binding affinity). The S value of the best binding pose of each ligand was put into a diagram in relation

to molecular weight.

On reconsideration, it was decided to leave out the logP value restriction and in turn add the
property of having been predicted or even detected in the cerebrospinal fluid, as GPR17 is
primarily expressed in the brain. This second search yielded 101 results, which were prepared
at pH 7.4 and docked again into the same homology model using only the induced fit docking.
This time, however, MOE should not try to align it to agonist MDL 29,951 already present in

the model, but instead calculate the binding pocket without any restriction (see Figure 16).
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Predicted affinity values by the induced fit model

best S value

-12-
100 200 300 400 500
molecular weight [g/mol]

Figure 16. Docking results by MOE. Each ligand was docked multiple times into the induced fit model
(receptor conformation is flexible), and for each pose an S value was calculated (lower S values repre-
sent a higher binding affinity). The S value of the best binding pose of each ligand was put into a

diagram in relation to molecular weight.

While lower S values typically indicate higher predicted binding affinity, a common challenge
in virtual screening is the intrinsic molecular weight bias of many scoring functions:*’” 1 Most
of these functions are additive, i.e., they sum the contributions of individual atom-atom inter-
actions. Large molecules tend to have more atoms that can interact nonspecifically with the
receptor and thus generate lower S values. Therefore, optimizing for docking score alone can
lead to the selection of larger molecules. To mitigate this bias and identify more candidates
with different properties, it was decided to prioritize compounds that exhibited significantly
more favorable (more negative) S values than predicted by their molecular weight. This was
identified by selecting compounds showing large negative deviations from a regression line
correlating S value with molecular weight across the entire docked library, rather than solely
focusing on the lowest nominal S values. A total of 19 hit compounds were selected (see Table
2), two of which were excluded again based on previous negative findings (linoleic acid and

leukotriene Ea).
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Table 2. Selected potential endogenous agonists at GPR17 due to predicted high affinities

Compound Structure Mole_cular S value of
weight best pose
Symmetric dime- \{\l D
y ¢ NN oH 202.25 -6.63
thylarginine H H
NH,
. O-_OH
y-Aminobutyryl- 0%
lysine HZN\/\)LH/\/\/\NHZ 231.30 7.29
.. . @]
Myristic acid /\/\/\/\/\/\)L 228.37 -7.08
OH
0]
Stearic acid /\/\/\/\/\/\/\/\)L 284.48 -8.13
OH
(0] (0]
9-OxoODE o~~~ A~~~ N 294.43 -8.86
= OH
0]
13-HODE S~ Ay 296.44 -8.18
OH
g’jo'quxyo‘.:;a' 206.44 8.14
ecenoic aci “ OH
O o]
OH 0O
9,10-DHOME W\/\/\/\/\)LOH 314.47 -8.45
OH
OH (0]
12,13-DHOME WW/\)LOH 314.47 -8.52
OH
0]
15-KETE N N = OH | 31845 -9.08
0]
OH 0]
8-HETE _ 320.47 -8.59
— — OH
O (0]
14R,15S-EpETrE _ _ _ 320.47 -9.01
OH
0]
9-HETE —"— NS OH 320.47 -8.66
OH
0]
15-HETE ~ - - OH 320.47 -8.72
Leukotriene B, 336.47 -9.03
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OH o
11,12-DiHETTE — — — OH 338.48 -8.09

OH
OH 0]

14,15-DiHETYE — == oH | 33848 -8.79
OH

Interestingly, even though 70 of the tested compounds were polar (logP < 2) and 31 tested
compounds were apolar (logP > 2), only two of the 17 final hits were polar. On the one hand,
this suggests a potential bias of virtual screening methods towards apolar substances, as has
been reported in the literature.X’® On the other hand, a fatty acid-like structure for the endoge-
nous ligand of GPR17 appears possible due to its phylogenetic relationship to FFARS (see
Chapter 3), and may reflect an actual trend for this receptor. One notable hit was leukotriene
B4 (LTBa4), especially as other leukotrienes (LTCs and LTD4) had previously been proposed as
endogenous ligands of GPR17, although those findings could not be confirmed.

To put the S values in perspective, three well-studied GPR17 agonists were also docked using
MOE (see Table 3).

Table 3. S values of three GPR17 agonists determined by docking in MOE.

Molecular | S value of
E .
Compound Structure PECso Weight best pose
CO,H
Cl
MDL 29,951 A 6.4814 302.11 -7.24
CO,H
N
Cl H
CO,H
F
PSB-18422 N 7.55134 328.97 -7.36
CO,H
Br ”
CO,H
F 7.92 (Manu-
PZB10614096 N script in prep- 365.40 -8.24
)\/\A COH aration)
0 §

Despite their known potency at GPR17, these compounds received average or below average
(i.e., higher) S values than their molecular weights might suggest, possibly due to lipophilicity
bias. However, virtual screening should primarily be regarded as a method for generating novel

and diverse starting points, instead of identifying lead compounds with high affinity and/or
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potency.’® Therefore, based on availability, three identified compounds were selected for fur-
ther experimental testing (see Figure 17 and Figure 18).

0]

/\/\/\/\/\/\)J\OH

Myristic acid

Leukotriene By

Stearic acid

Figure 17. Human metabolites tested as potential endogenous ligands of GPR17 because of good per-
formance in a virtual compound library screen.
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Figure 18. Characterization of selected potential endogenous ligands as GPR17 agonists in 1321N1-
hGPR17 cells using calcium mobilization assays. MDL 29,951 is shown as positive control. Data points

represent means = SEM of 1 (myristic acid and stearic acid), 3 (leukotriene Bs), or 5 (MDL 29,951)
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independent experiments, performed in duplicate. In some cases, SEM values are smaller than the sym-

bols.

None of these compounds activated GPR17. Nonetheless, further testing of virtual screening
hits — especially the best ones, such as 15-KETE — remains of interest. Prior to that, the screen-
ing method could be further validated and optimized using deorphanized receptors with known
endogenous ligands. An alternative approach would be a broad screening of biological samples,
e.g., with brain extracts, to investigate if the physiological agonist is present in the CNS, and

to isolate, purify and characterize it subsequently.
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6 Characterization of further GPR17 ligands

While the search for the endogenous agonist of GPR17 is still ongoing, multiple synthetic ag-
onists and antagonists have been successfully discovered and optimized. Further research can
reveal new optimized tool compounds to study the receptor and lead to the development of

drugs for clinical testing.
6.1 Synthetic Agonists

The first identified compound capable of consistently activating GPR17 was indole scaffold-
based MDL 29,9511%% 18 (hECs, = 6.48).13* MDL 29,951 had previously been developed as an
N-methyl-D-aspartate (NMDA\) receptor antagonist interacting with the glycine binding site. 8
All potent and selective GPR17 agonists published to date are based on the same indole scaf-
fold.34

Efforts have been made to optimize the indole scaffold of MDL 29,951. PZB10614077,
PZB10614096, PZB10618208, and PZB10618209 are further GPR17 agonists (data un-
published) similar to PSB-18183,"** possessing a larger group than MDL 29,951 in position 6
that changes their binding mode.*3* JWS-15-90 is a structural variant that has an indazole in-
stead of an indole scaffold and misses a carboxylic acid group in position 2 as the most notable
changes. There is also interest in structurally different GPR17 agonists. One such agonist is the
peptide mimetic amidocinnamic acid derivative PZB09412026. All compounds were investi-
gated at GPR17 (see Table 4 and Figure 19).

Table 4. Selected synthetic agonists and their characterization at GPR17 in calcium mobiliza-

tion assays and radioligand binding assays.

MDL 29,951, JWS-15-90 PZB09412026
PZB10614077,
PZB10614096,
PZB10618208,
PZB10618209

3
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pKi+ SEM pECso + SEM
: : 2+ b
Compound | R* | R R sgonist e | Caasay
ing®

MDL 29,951 Cl | H Cl 483+0.13 6.82+0.19
PZB10614077 | ClI | H 3-phenylpropyloxy 5.05 + 0.09 n.d.c
PZB10614096 | F H 5-methylhexyloxy 5.32+0.03 n.d.c
PZB10618208 H | Cl 5-methylhexyloxy 5.17 £0.09 n.d.c
PZB10618209 | H F 5-methylhexyloxy 4,96 +0.34 n.d.c
JWS-15-90 See structure above <4 <5

PZB09412026 See structure above n.d.c 6.67 £0.24

2Inhibition of binding of [*H]PSB-1503 to GPR17, determined in three independent radioligand binding
assays performed in duplicate. "Potency in inducing calcium mobilization in GPR17-expressing
1321N1 astrocytoma cells, determined in two (JWS-15-90), five (MDL 29,951) or three (all other com-

pounds) independent experiments, performed in duplicate. °n.d. = not determined
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Figure 19. (A) Characterization of JWS-15-90 and PZB09412026 as GPR17 agonists in 1321N1-
hGPR17 cells using calcium mobilization assays. MDL 29,951 is shown as positive control. Data points
represent means = SEM of 2 (JWS-15-90), 3 (PZB09412026), or 5 (MDL 29,951) independent experi-
ments, performed in duplicate. (B) Characterization of JWS-15-90 in membrane preparations of CHO-
FITR-hGPR17 cells, determined in antagonist radioligand [*H]PSB-1503 binding assays. MDL 29,951
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is shown as positive control. Data points represent means + SEM of 3 independent experiments, per-

formed in duplicate. (A-B) In some cases, SEM values are smaller than the symbols.

Indole derivatives showed moderate binding affinities with pK; values between 4.83 and 5.32
determined vs. an antagonist radioligand. A bulkier substituent in position 6 increased affinity
(compare MDL 29,951 vs. other indole derivatives). Shift of the halogen substituent from po-
sition 4 to position 5 decreases affinity (compare PZB10614096 vs. PZB10618209). The high-
est affinity was achieved by compound PZB10614096 (pKi = 5.32), substituted with fluorine
in position 4 and an aliphatic 5-methylhexyloxy substituent in position 6. As proposed by Bagi
et al., both the indole scaffold and the carboxylic acid group in position 2 are vital for potency
of indole derivatives at GPR17,%** which is confirmed by the fact that the indazole derivative
JWS-15-90 was inactive. Lastly, PZB09412026 was similarly potent (pECso = 6.67) as MDL
29,951, but showed partial agonistic activity, a valuable trait uncommon with previous GPR17

agonists.
6.2 GPR17 antagonists

The majority of tested compounds were synthetic antagonists at GPR17. First, there are indole
scaffold-based antagonists. Additionally, the collaboration between the Pharmaceutical Insti-
tute of the University of Bonn and UCB Pharma GmbH has yielded several compound classes
with inhibitory potency at GPR17, such as anthranilic acid derivatives (discussed in detail in

Chapter 4) and indolylsulfonamide derivatives.
6.2.1 Indole derivatives

The affinity of nine indole derivatives was determined. These compounds possess the same
indole scaffold as the indoles discussed in the previous chapter. However, the original carboxy
group in position 2 is essential for agonistic activity'3* and its removal turned these compounds

from agonists into antagonists (data unpublished) (see Table 5 and Figure 20).
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Table 5. Selected indole derivatives and their binding affinities (pK;) at GPR17 determined in

radioligand binding assays.

o
OH
R4

A\

R® N
pKi + SEM

Compound R* R® antagonist radiolig-

and binding”
PZB10618210 F 4-tolyl 5.09 +0.07
PZB10618218 Cl 5-methylhexyloxy 5.10 £ 0.09
PZB10618219 Cl 4-phenylbutyloxy 5.33+0.18
PZB10618221 Cl 3-cyclopropylpropyloxy 5.45+0.09
PZB10618225 F octyloxy 5.64 +£0.16
PZB10618226 F heptyloxy 553+0.13
PZB10618228 Cl hexyloxy 5.04 £0.13
PZB10618231 Cl 4-methylpentyloxy 4,76 £ 0.07
PZB10618232 Cl 2-cyclopropylethoxy 4.95+0.10

2Inhibition of binding of [*H]PSB-1503 to GPR17, determined in three independent radioligand binding

assays performed in duplicate.
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Figure 20. Characterization of selected indole derivatives in membrane preparations of CHO-FITR-
hGPR17 cells, determined in radioligand binding assays vs. antagonist radioligand [*H]PSB-1503.
MDL 29,951 is shown as a positive control. Data points represent means = SEM of 3 independent

experiments, performed in duplicate. In some cases, SEM values are smaller than the symbols.

All nine compounds showed moderate binding affinities with pK; values between 4.76 and
5.64. A large substituent in position 6 is well tolerated: Long aliphatic chains with eight carbon
atoms yield compounds with the highest affinities (PZB10618221 and PZB10618225), while
short aliphatic chains with 5 to 6 carbon atoms yielded compounds with the lowest affinities
(PZB10618228, PZB10618231, and PZB10618232). Unbranched aliphatic chains lead to
higher affinities than branched aliphatic chains (compare PZB10618228 vs. PZB10618231).
Aromatic or mixed substituents in position 6 lie somewhere in between (PZB10618210 and
PZB10618219) The highest affinity was achieved by compound PZB10618225 (pKi = 5.64),
substituted with fluorine in position 4 and a long unbranched octyloxy substituent in position
6.

6.2.2 Anthranilic acid derivatives
Another set of compounds with a previously determined antagonistic activity at human GPR17

are based on an anthranilic acid scaffold (see Chapter 4 for detailed discussion).
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Prior to assessing the binding affinities of all compounds, four have been singled-out and tested

utilizing both available radioligands (antagonist radioligand [*H]PSB-1503 and agonist radi-
oligand [®*H]PSB-12150) at membrane preparations from CHO-FITR-hGPR17 cells in order to
select one of the radioligands for the experiments shown in the study (see Table 6 and Figure

21).

Table 6. Normalized inhibition of binding of [PH]PSB-12150 or [*H]PSB-1503 to human
GPR17 in CHO-FITR-hGPR17 cells by selected anthranilic acid derivatives.

R? R’ R? R!
3 3
R @—NH R @—N/;i_(/\s
R4 0 R o N&
PZB06213003, PZB08713023 O
PZB06213010, O
PZB06213011
pKi + SEM pKi £ SEM
radioligand binding | radioligand binding
Compound R! R? R® R* vs. agonist vs. antagonist
radioligand radioligand
[*H]PSB-12150° [*H]PSB-1503“
PZB06213003 | carboxy H F F 6.26 +£0.12 5.34 £ 0.05
PZB06213010 | carboxy H methoxy | H 6.22 +0.50 472 £0.03
_N
N °N
PZB06213011 H Hf\l# ) H H 6.16 +0.32 5.41+0.10
-A
PZB08713023 | carboxy H methoxy | H 6.81+0.29 4.31+£0.13

4Inhibition of binding of specified radioligand to GPR17, determined in a single radioligand binding

assay performed in duplicate.
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Figure 21. Characterization of selected anthranilic acid derivatives in radioligand binding assays vs.
the agonist radioligand [*H]PSB-12150 (MDL 29,951 derived) and vs. the antagonist radioligand
[?H]PSB-1503 (indolylsulfonamide derived). Membrane preparations of CHO-FITR-hGPR17 cells
were used. Data points represent means + SEM of a single experiment, performed in duplicate. In some

cases, SEM values are smaller than the symbols.

The values determined vs. the antagonist radioligand [2(H]PSB-1503 were more precise (lower
SEM). The values determined vs. the agonist radioligand [?H]PSB-12150 were on average 1.42
pKi units higher. Interestingly, there was a negative correlation: PZB087130123, the compound
with the highest binding affinity determined in the [*H]PSB-12150 binding assay was the com-
pound with the lowest binding affinity determined in the [*H]PSB-1503 binding assay.

It can be hypothesized that the radioligands utilize (partly) different binding pockets and that
the anthranilic acids bind to the same pocket as the agonist radioligand, derived from MDL
29,951, explaining the higher measured affinities. Therefore, the agonist radioligand [*H]PSB-

12150 was chosen for the experiments detailed in Chapter 4.
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6.2.3 Indolylsulfonamide derivatives

Another set of compounds with previously determined antagonistic activity at GPR17 are based
on an indolylsulfonamide scaffold. Due to confidentiality agreements, the exact chemical struc-
tures are not disclosed. Because these compounds showed the highest pICso values at GPR17
in the past (determined in calcium mobilization assays),'*® they had the greatest potential to
stabilize GPR17 for crystallization trials. It was hypothesized that from a group of highly affine
indolylsulfonamide derivatives, the ligands with the longest residence time at GPR17 should
have the greatest potential to stabilize it.

A kinetic binding assay employing the antagonist radioligand [*H]PSB-1503 was established
together with Lea Berger during her Master’s thesis to evaluate the residence time of com-
pounds at GPR17 (see Subchapter 10.4.4). After combining fixed concentrations of radioligand
and unlabeled ligand, membrane protein is added in specific time intervals and results in dif-
ferent incubation durations. The resulting curve of the specific binding over time in combina-
tion with kinetic parameters of the radioligand allows determination of association and disso-
ciation rates of the unlabeled ligand.

Seven compounds were tested for their residence time by Lea Berger. Subsequently, 18 more
compounds were tested for their residence times (see Table 7, compounds tested by Lea Berger

are shaded in grey).

Table 7. Residence times of selected indolylsulfonamide derivatives at GPR17 determined in

kinetic radioligand binding assays. R! to R® cannot be disclosed for reasons of confidentiality.

R1
R2 §
/
0=57°
HN-R3
Compound pICso® Residence time [min]®
PSB-23082 9.1 17.1 (n=6)
PZB00417001 8.4 <1
PZB01415021 7.3 <1
PZB01415041 9.4 <1
PZB08615012 8.5 <1
PZB08615073 8.9 <1
PZB08615082 9.0 <1
PZB08714044 8.1 <1
PZB09616008 9.3 9.37
PZB13115016 9.2 1.26
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PZB13115017 8.0 <1
PZB13115018 8.9 <1
PZB13115019 8.4 <1
PZB13115023 8.9 <1 (n=4)
PZB13115026 9.0 <1
PZB13315021 7.6 1.29
PZB13315023 9.9 15.5
PZB13315024 9.6 10.8
PZB13315025 8.4 1.64
PZB13315026 7.7 1.68
PZB13315027 9.4 2.83
PZB13315028 9.0 <1
PZB13315032 9.2 3.44
PZB16017003 8.6 <1

4Potency in inhibiting calcium mobilization in CHO-FITR-hGPR17 cells, activated with MDL 29,951,
determined in a single experiment by UCB Pharma GmbH. PResidence time at GPR17 determined in
kinetic antagonist radioligand [*H]PSB-1503 binding assays, three independent experiments (except
where noted in italic brackets) were performed in duplicate.

PSB-23082 was found to be the compound with the longest residence time (17.1 min). It was
tested further in thermostability assays alongside PZB13315023, which exhibited the second
highest residence time (15.5 min) (see Chapter 7). However, assay results were poorly repro-
ducible and should therefore be interpreted cautiously. In some cases, the difference in resi-
dence time from a single halogen exchange seemed too drastic. Furthermore, many compounds
produced residence times of less than 1 min (and often even less than 1 s). Since such short
residence times were deemed improbable for highly potent compounds, it was hypothesized
that the assay was not able to produce accurate results for shorter residence times, and it was
concluded that the assay in its current form is not suitable for determining residence times, at
least for compounds with a faster kinetic than the radioligand (< 6.7 min). Further optimization
IS necessary, e.g., a lower temperature or a method for continuous measurement with a fluores-
cent conjugate.

Next, the previously unmodified indole nitrogen was substituted to explore the binding
pocket’s capacity for larger conjugates such as fluorescence tags. A total of 10 additional struc-
turally similar compounds were characterized as antagonists in calcium mobilization assays
(see Table 8 and Figure 22).
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Table 8. Inhibitory potencies (pICso) of selected indolylsulfonamide derivatives at GPR17 de-

termined in calcium mobilization assays. R! and R® cannot be disclosed for reasons of confi-

dentiality.
R1
Br N
T
/S~NH
O 0 kz
Compound plCso £ SEM?
PZB00424004 5.45+0.10
PZB00424005 5.56 £0.10
PZB00424006 6.35+0.05
PZB00424007 7.09 £0.03
PZB00424009 5.03+0.13
PZB00424010 5.54 £ 0.06
PZB00424011 5.72 £0.02
PZB00424013 5.49 +0.06
PZB00424014 5.14 £ 0.16
PZB00424015 6.79 £ 0.07

4Potency in inhibiting calcium mobilization in GPR17-expressing 1321N1 astrocytoma cells, activated
with MDL 29,951 at its ECgo concentration, determined in three to five independent experiments, per-

formed in duplicate.
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Figure 22. Characterization of selected indolylsulfonamide derivatives as GPR17 antagonists deter-
mined in 1321N1-hGPR17 cells. The receptor was activated with MDL 29,951 at its ECgo concentration.
Data points represent means = SEM of three independent experiments, performed in duplicate. In some

cases, SEM values are smaller than the symbols.

Their inhibitory potencies range from pICso values of 4.83 to 7.04, the highest was achieved
by PZB00424007. Interesting candidates would employ the indole nitrogen substituent of
PZB00424007 with other substituents at its sulfonamide position.
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7 Optimizing GPR17 thermostability and expression for structural studies

7.1 Construct design

The crystallization of GPCRs requires extensive receptor modifications to improve thermosta-
bility, expression, and other beneficial properties. More than 30 different receptor constructs
have been designed, expressed, purified, and analyzed. For all constructs, a cleavable signal
sequence derived from the influenza hemagglutinin (HA) protein was incorporated at the N-
terminus to enhance expression, a FLAG-tag was appended downstream of the HA-tag to fa-
cilitate expression evaluation via flow cytometry, and a 10x His-tag was introduced at the C-
terminus for protein purification (except for ML30, where it was relocated upstream of the N-
terminus). The distinct GPR17 construct variants were further modified using the following
strategies:

e Truncation of the N- and/or C-termini,

e Insertion of fusion partners

e Point mutations.

Additionally, in construct ML23, the polyhedrin promotor was replaced with a baculovirus

gp64 promotor. The following Table 9 provides an overview over all designed constructs:

Table 9. GPR17 constructs overview.

Name N—tr_unca— C—tr_unca— Fusion Inse_rtion Mutation(s) Other
tion tion partner Site

17wt 1-28 - - - - -

17wtb 1-28 - BRIL L251-V253 - -

ML1 1-43 343-367 - - - -

ML2 1-43 343-367 BRIL L251-V253 - -

ML3 1-43 343-367 BRIL L251-V253 D321N -

ML4 1-43 343-367 BRIL L251-V253 F158Y -

ML5 1-43 343-367 BRIL L251-V253 S146K -
D321N,

ML6 1-43 343-367 BRIL L251-V253 F158Y -
D321N,

ML7 1-43 343-367 BRIL L251-V253 S146K -
F158Y,

ML38 1-43 343-367 BRIL L251-Vv253 S146K -

ML9 1-43 343-367 BRIL L251-Vv253 A261D -

ML11 1-43 343-367 BRIL L251-Vv253 D105N -

ML12 1-43 343-367 BRIL L251-V253 A63P -
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ML13 1-43 343-367 BRIL | L251-V253 F65V -
ML14 1-43 343-367 BRIL | L251-V253 |  A73G -
ML15 1-43 343-367 BRIL | L251-V253 |  S107L -
ML16 1-43 343-367 BRIL | L251-V253 |  S311L -
MLL7 1-43 343-367 BRIL | L251-V253 |  N204Q -
ML18 1-43 343-367 BRIL | L251-V253 |  L269A -
ML19 1-43 343-367 BRIL | L251-V253 | Y240F -
ML20 1-43 343-367 BRIL | L251-V253 D69V -
ML21 1-43 343-367 BRIL | L251-V253 | V/75P -
ML22 1-43 343-367 BRIL | L251-V253 |  KB3LLT -
ML23 1-43 343-367 BRIL | L251-Vv253 ; gp64t'z';°m°'
ML24 1-28 343-367 BRIL | L251-V253 - -
ML25 1-51 343-367 BRIL | L251-V253 - -
L247-
ML27 1-43 343-367 BRIL . ; -
L251-
ML28 1-43 343-367 BRIL o ; .
ML30 1-43 343-367 BRIL | L251-Vv253 ; N-terminal
His-tag

ML32 1-43 343-367 BRIL | S246-K255 - -
ML33 1-43 343-367 BRIL | 5246-K255 |  D32IN -
ML34 1-43 343-367 BRIL | S246-K255 |  F158Y -
ML35 1-43 343-367 BRIL | S246-K255 |  S146K -
ML36 143 343-367 BRIL | L251-R252 - -

Figure 23 shows an example snake plot of GPR17 construct ML2.
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/
IcL2

Figure 23. Snake plot of GPR17 construct ML2 with N-terminal truncation at S44, C-terminal trunca-
tion at G342, and insertion of fusion partner BRIL into ICL3 between residues L251 and VV253. Gener-
ated by GPCRdb.!#?

In addition to construct sequence optimization, different protein expression and purification
conditions were investigated as well:

e Type of expression system

Passaging and amount of virus for the infection

e Expression of the apo state or in combination with ligands

e If in combination with ligands: addition of the ligand already during expression or only
during purification

e Salt concentration in wash and elution buffers

e Additives during the solubilization and purification process (imidazole, MgClz, ATP)
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7.2 Construct analysis

Expression and purification of GPR17 constructs were assessed using size-exclusion chroma-
tography (SEC), a thermostability assay (TSA) based on N-[4-(7-diethylamino-4-methyl-3-
coumarinyl)phenyl]maleimide (CPM), and sodium dodecyl sulfate-polyacrylamide gel elec-
trophoresis (SDS-PAGE).

SEC was employed to evaluate overall protein yield, verify the identity of the purified protein
sample based on elution time, estimate changes in protein quantity, and analyze the homoge-
neity of purified protein samples (see Figure 24 for the complete elution profile of the 17wt

construct from SEC analysis).

10-

A280 [mAU]

i

0 J\/\M
012 3456178 910111213141516171819 20

Elution time (min)

Figure 24. Complete elution profile of a SEC analysis of the GPR17 construct 17wt expressed in 40 mL

of Sf9 insect cells in the apo form.

The largest peak at approximately 8.4 min corresponds to imidazole, while the correctly folded
GPR17 monomer can be observed at 3.8-3.9 min elution time. To improve interpretability,
subsequent SEC chromatograms were truncated to display the retention time window between

2.5 and 5.0 min. Normalized SEC chromatograms were used to illustrate peak shape and assess
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the presence of protein aggregates, which elute earlier due to their large size and precede the
main protein peak.

The TSA was used to determine the “melting temperature” (Twm) of receptor constructs, provid-
ing insight into their thermostability. In this assay, protein unfolding upon heating exposes
buried cysteine residues, which then react with the CPM dye, forming CPM-thiol adducts that
increase fluorescence (see Figure 25). The Twm value is defined as the inflection point of the

fluorescence curve, determined by nonlinear regression analysis.

N
/

HN
]
(0] SH
\/\/\
L-Cysteine N-[4-(7-diethylamino-4-methyl-3-coumarinyl)phenylmaleimide (CPM)
~Y
HN
O S

CPM adduct (fluorescent)

Figure 25. Chemistry of CPM adduct formation.

Due to a combination of low protein yield and low thermostability, the GPR17 constructs 17wt,
17wtb, ML1, ML3, ML4, and ML5 did not exhibit clear sigmoidal curves with distinct inflec-
tion points (see Figure 26). These results were characteristic of early construct optimization
cycles performed with the receptor in the apo state. Therefore, TSA results are only shown for
constructs bound to a stabilizing antagonist that increased thermostability and improved inflec-
tion point clarity.
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Figure 26. TSA analysis of GPR17 constructs 17wt, 17wth, ML1, ML3, ML4, and ML5, all expressed
in 40 mL of Sf9 insect cells in the apo form. The assay was performed using CPM as a dye. For each
construct separately, the largest fluorescence value was defined as 100 % normalized fluorescence, and

the smallest fluorescence value as 0 % normalized fluorescence.

SDS-PAGE was performed to verify protein identity based on molecular weight and to assess
purity by the amount of other proteins present in the sample (see Figure 27 for the results of
the first construction optimization cycle). SDS denatures proteins, thereby dissociating dimers
and oligomers, which can result in a prominent main protein band that may overestimate actual
protein concentration. The largely unmodified GPR17 construct 17wt is 43 kDa in size, the
most commonly employed N- and C-terminal truncation removes 4 kDa, while the fusion pro-
tein BRIL adds 12 kDa, making construct 17wtb (untruncated termini and BRIL fusion)
55 kDa, ML1 (truncated termini and no fusion protein) 39 kDa, and most other constructs
(truncated N-/C-termini and fusion with bRIL) 51 kDa. Lower molecular weight bands likely
represent impurities, while higher molecular weight bands correspond to still present dimers

and oligomers.
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Figure 27. SDS-PAGE analysis of GPR17 constructs 17wt, 17wtb, ML1, ML3, ML4, and MLJ5, all
expressed in 40 mL of Sf9 insect cells in the apo form. Sample lanes were loaded with 22.5 pL protein
solution or 4 pL of the A,a-PSB1-BRIL construct as positive control. Bands representing the GPR17
constructs are circled in blue.

The SDS-PAGE analysis shows a very prominent control band of the A2a-PSB1-BRIL con-
struct and less prominent bands by GPR17 constructs. ML1 has a lower molecular weight than
ML3, ML4, and ML5 due to the absence of the fusion protein bRIL, while 17wtb has a higher
molecular weight due to no truncation of N- and C-termini. The absence of 17wt is probably
due to an error in experimental procedure (it was present in the SEC analysis of the same pro-
tein sample, see Figure 29).

Small variations in experimental procedures, even for identical constructs, due to human error
can accumulate over time and lead to slightly different results (see Figure 28). Therefore, in
the following construct analysis, differences between samples should also be considered due
to these inconsistencies.
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Figure 28. SEC analyses of GPR17 construct ML32 bound to GPR17 antagonist PSB-23082, shown
each time as unscaled (A, C, E) and normalized data (B, D, F). Correctly folded protein monomer is
suspected to be the peak at 3.8-3.9 min. (A, B) Protein was expressed in 40 mL of Sf9 insect cells. (C,

D) Protein was expressed in 40 mL of Tni insect cells. (E, F) Protein was expressed in 40 mL of Tni
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Elution time (min)

insect cells, and a higher salt concentration of 12000 nM was used in wash and elution buffers.
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In the dataset of Figure 28 — spanning multiple constructs, expression systems, and solubiliza-
tion/purification conditions — the standard deviations for peak time and peak height were 0.042
and 0.94, respectively. Consequently, differences smaller than these values will be considered

“non-significant”, while larger differences will be deemed “significant”.
7.3 Influence of N- and C-terminal truncation

The short isoform of GPR17 was used throughout the experiments, which is equivalent to a
quasi-N-terminal truncation at M29 based on hGPR17-L amino acid numbering. For most con-
structs, the N-terminus was truncated even at S44 and the C-terminus was truncated (com-
pletely) at G342 (see Figure 23). These positions were chosen based on high occurrence in
phylogenetically related receptors. Variants with an untruncated N-terminus and a completely
truncated N-terminus (G52) were also tested.

First, the difference between truncated and untruncated GPR17 constructs was evaluated (see
Figure 29).

4 100+
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MLA1
ML3
ML4
ML5

17wt
MLA1

ML3
ML4
MLS

504

L/

0 ' ' ! 25 3.0 3.5 4.0 4.5 5.0
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Elution time (min) ution time (min)

A280 [mAU]
N
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Figure 29. SEC analysis of GPR17 constructs 17wt, ML1, ML3, ML4, and ML5, all expressed in 40 mL
of Sf9 insect cells in the apo form, shown as unscaled (A) and normalized data (B).

SEC analysis showed that truncated constructs (ML1, ML3, ML4, ML5) exhibited higher pro-
tein yield than the untruncated construct (17wt). In addition, constructs that both fused with
BRIL and contained point mutations (ML3, ML4, ML5) had a considerably lower aggregate
peak at 3.3 min compared to unfused constructs (17wt, ML1), suggesting, because each con-

struct possesses a different point mutation, that this effect was mediated by the fusion to BRIL
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(which will be further discussed in the next subchapter). SDS-PAGE analysis of the same pro-
tein samples (see Figure 27) yielded similar results, with ML3 and ML4 displaying the most
prominent bands.

Next, the effect of different N-terminal lengths was investigated (see Figure 30).

A B
41 100 1
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— ML24 — ML24

ML25 ML25
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iy
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3
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Elution time (min)

25 3.0 3.5 4.0 45 5.0
Elution time (min)

Figure 30. SEC analysis of constructs ML2 (tested twice), ML24, and ML25, all expressed in 40 mL
of Sf9 insect cells bound to GPR17 antagonist PSB-23082, shown as unscaled (A) and normalized data

(B).

Here, the results did not differ significantly, albeit construct ML2 (N-terminus truncated to
S44, C-terminus completely truncated) achieved a slightly higher protein yield than exclusive
C-terminal truncation (ML24) or full truncation of both termini (ML25).

7.4 Influence of inserted fusion partners

Due to its successful use in crystallization of numerous phylogenetically related receptors,
BRIL was selected as the fusion partner. As elucidated in the previous subchapter discussing
Figure 29, fusion to BRIL seemed to reduce protein aggregation. In most constructs, BRIL
was inserted into ICL3 between residues L251 and V253, a site chosen based on its frequent
use in related receptors. Alternative BRIL insertion sites (e.g., K246-K255 and L251-K255)

were also tested (see Figure 31).
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Figure 31. SEC analysis of GPR17 constructs ML2 (tested twice), ML27, ML28, ML32 (tested twice),
and ML36, all bound to GPR17 antagonist PSB-23082 and expressed in 40 mL of Sf9 insect cells,
shown as unscaled (A) and normalized data (B).

Construct ML32 (insertion of BRIL between residues S246 and K255) showed the highest
protein yield, followed by construct ML36 (insertion of BRIL between residues L251 and
R252). Some of the samples were also investigated by SDS-PAGE (see Figure 32).
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Figure 32. SDS-PAGE analysis of GPR17 constructs ML27, ML32, and ML36, expressed in 40 mL of
Sf9 insect cells, eluted in 110 pL, and bound to GPR17 antagonist PSB-23082. Sample lanes were
loaded with 22.5 L protein solution. Bands representing the GPR17 constructs are circled in blue.

Both ML27 and ML32 showed prominent bands, while ML36 displayed no band at all.
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7.5 Influence of point mutations

Several point mutations were introduced. The selection of these point mutations was based on

several strategies:

e Amino acids that were mutated in successful crystallization constructs of phylogenetically

related receptors were mutated equally.

e Amino acids of GPR17 deviating from the conserved ones of phylogenetically related re-

ceptors were mutated to the conserved one.

e Amino acid mutations that were predicted as leading to the most stable mutants by LITi-
ConDesign*® and GPCRdb.*8?

The following Table 10 lists all constructed point mutations of GPR17. The point mutations

were partly applied in combinations. The GPR17 construct to which the point mutations were

most commonly applied was ML2 (N-terminal truncation at S44, C-terminal truncation at
G342, insertion of BRIL in ICL3 between L251 and V253).

Table 10. All employed point mutations for the generation of GPR17 constructs and their ra-

tionale.
Point muta- GPCR residue num- .
. Rationale
tion ber
1.36 H
AG3P 136 e P occurs naturally in CysLT,, P2Y4, PARL,
PAR2, PAF, and P2Y 1, receptors
o V¥ occurs naturally in CysLT,, P2Y1, PARI,
FE5V 138 PARZ, an(_:i PAF_ rec_eptors, other hydrophoplc ali-
phatic amino acids in 1.38 occur naturally in
CysLTi, P2Y12, and FFAL receptors
e V2 occurs naturally in P2Y1, PAR1, and PAR2 re-
DB9V 1.42 ceptors, other hydrophqblc aliphatic amino acids
occur naturally at 1.42 in CysLT,, CysLTi, PAF,
P2Y12, and FFA1 receptors
1.46 H
A73G 146 o G _occurs naturally in CysLT,, P2Y1, CysL T,
succinate, PAR2, PAF, P2Y1,, and FFA1 receptors
1.48 ; _
\/75pP 1.48 e P occurs naturally in PARL, PAR2, and FFA1 re
ceptors
D105N 250 e used in the crystallization construct of the CysLT»
receptor
e L% occurs naturally in CysLT,, P2Y1, CysLTy,
S107L 5 59 PAR1, PAR2, PAF, F_>2Y1?, and. FFAl. receptors, an-
other hydrophobic aliphatic amino acid occurs natu-
rally in the succinate receptor
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S146K

3.39

used for stabilizing Aza, Azg, and Az receptors by
colleagues in the same research group
presumably occupies the Na* binding site and ex-
erts a stabilizing effect

F158Y

3.51

used in the crystallization constructs of PAF and
CysLT, receptors

Y31 occurs naturally in P2Y1, P2Y1,, PAR2, and
FFAL receptors

predicted improvement upon receptor expression by
GPCRdb

Y240F

5.58

used in the crystallization construct of the FFAL re-
ceptor

L269A

6.41

used in the crystallization construct of the PAR2 re-
ceptor

S311L

7.39

L"3 occurs naturally CysLT», CysLT:, PAR2, PAF,
P2Y1,, and FFA1 receptors, another hydrophobic
aliphatic amino acid occurs naturally in the PAR1
receptor

D321N

7.49

used in the crystallization constructs of P2Y,
P2Y12, and PAF receptors

N’4® occurs naturally in CysLT, and PAF receptors
predicted thermostabilizing effect by GPCRdb

K311T

8.49

K can impair the stability
T84 occurs naturally in the P2Y receptor

N204Q

ECL2

used in the crystallization construct of the PAR2 re-
ceptor

Single point mutations in construct ML2 resulted in ML3 (D321N), ML4 (F158Y), and ML5
(S146K) (see Figure 33, also compare expression of ML3, ML4, and ML5 in Sf9 insect cells

in Figure 29).
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Figure 33. SEC analysis of GPR17 constructs ML2 (tested twice), ML3, ML4, and MLS5, all bound to
GPR17 antagonist PSB-23802 and expressed in 40 mL of Tni insect cells, shown as unscaled (A) and

normalized data (B).

SEC analysis revealed that S146K improved protein yield significantly when expressed in Tni
insect cells but also produced a large unwanted aggregate peak, which can be coincidental, as
it was absent following Sf9 insect cell expression (see Figure 29). It remains unclear why ML5

exhibited a higher yield in Tni insect cells but a lower yield in Sf9 insect cells compared to

ML3 and MLA4.

Employing the same point mutations starting from construct ML32 (different position of BRIL
compared to ML2) yielded ML33, ML34, and ML35 (D321N, F158Y, and S146K, respec-

tively) (see Figure 34).
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Figure 34. SEC analysis of constructs ML32 (tested twice), ML33, ML34, and ML35, all bound to
GPR17 antagonist PSB-23802 and expressed in 40 mL of Tni insect cells, shown as unscaled (A) and

normalized data (B).
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Herein, F158Y mutation of GPR17 construct ML34 improved protein yield significantly, in
line with the prediction by GPCRdb.

Next, ML32 and ML34 were again compared in a large-scale expression (see Figure 35).
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— ML32 —_ — ML32
80+ — ML34 E- — ML34
5 ]
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- g 504
2 404 N
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20+ 5
4
U T T T T 1 0 T T L) T 1
25 3.0 3.5 4.0 4.5 5.0 2.5 3.0 3.5 4.0 4.5 5.0
Elution time (min) Elution time (min)

Figure 35. SEC analysis of constructs ML32 and ML34 bound to the antagonist PSB-23082, expressed
in 450 mL of Tni insect cells and concentrated down to 200 pL after elution, shown as unscaled (A)
and normalized data (B).

Needless to say, the total protein yield is higher in a large-scale expression. A measurement of
protein concentration in these samples of ML32 and ML34 yielded results of 3.25 mg/mL and
1.90 mg/mL, respectively. This time, F158Y mutation was detrimental: it decreased the amount
of correctly folded protein and increased the aggregate peak.

The negative effect can also be seen in the SDS-PAGE analysis of these protein samples (see

Figure 36) and in the TSA analysis discussed in Subchapter 7.10.
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Figure 36. SDS-PAGE analysis of ML32 and ML34, each expressed in 450 mL of Tni insect cells,
concentrated to 200 pL after elution, and bound to antagonist PSB-23082. Sample lanes were loaded
with 22.5 uL protein solution. Bands representing the GPR17 constructs are circled in blue.

In addition to showing multiple bands, which suggest an unpure protein sample, construct

ML34 showed a stronger band at a higher size of approx. 70 kDa when compared to ML32.
7.6 Influence of different promotors

The influence of different promotors was evaluated (see Figure 37).
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Figure 37. SEC analysis of constructs ML2 (tested twice) and ML23, expressed in 40 mL of Sf9 insect
cells and bound to the antagonist PSB-23082, shown as unscaled (A) and normalized data (B).
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Exchange of the polyhedrin promotor to the gp64 baculovirus promotor did not change protein

yield significantly.
7.7 Influence of the expression system

The influence of the expression system on GPR17 constructs ML2 and ML25 was evaluated

(see Figure 38).
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Figure 38. SEC analysis of constructs ML2 in the apo form and ML25 bound to the antagonist PSB-
23082, expressed in 40 mL of either Sf9 or Tni insect cells, shown as unscaled (A) and normalized data

(B).

Changing the expression system from Sf9 to Tni insect cells increased protein yield for con-
structs ML2 and ML25 two- to three-fold, although this also increased peak width and the
relative height of the aggregate peak. ML2 samples were additionally investigated by SDS-
PAGE (see Figure 39).
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Figure 39. SDS-PAGE analysis of GPR17 construct ML2, expressed in 40 mL of either Sf9 or Tni
insect cells, eluted in 110 pL, either in the apo form or bound to antagonists PSB-23082 or
PZB13315023. Sample lanes were loaded with 22.5 pL protein solution or 4 uL of the A2a-PSB1-BRIL
construct as positive control. Bands representing the GPR17 constructs are circled in blue.

Interestingly, SDS-PAGE analysis shows a lighter band for ML2 expressed in Tni insect cells
than for the same construct expressed in Sf9 insect cells. Additionally, presence of an antagonist
did not change SDS-PAGE results.

Next, the influence of the expression system on GPR17 construct ML32 was investigated (see
Figure 40).
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Figure 40. SEC analysis of construct ML32 bound to the antagonist PSB-23082, expressed in 450 mL
of either Sf9 or Tni cells, either eluted in 2 mL elution buffer (unconc.) or concentrated to 200 pL
(conc.), shown as unscaled (A) and normalized data (B).
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Changing the expression system from Sf9 to Tni insect cells increased protein yield for ML32
five-fold (comparing the peak heights of unconcentrated protein samples) and, in contrast to
constructs ML2 and ML25, reduced peak width. Interestingly, concentrating protein samples
increased peak width.

These ML32 samples were additionally investigated by SDS-PAGE (see Figure 41).
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Figure 41. SDS-PAGE analysis of GPR17 construct ML32, expressed in 450 mL of either Sf9 or Tni
insect cells, eluted in 2 mL, either unconcentrated (unconc.) or concentrated to 200 uL (conc.), and
bound to antagonist PSB-23082. Sample lanes were loaded with 22.5 uL protein solution. Bands rep-
resenting the GPR17 constructs are circled in blue.

In concentrated samples, bands of lower molecular weight were especially prominent.
7.8 Influence of the virus on expression

Typically, 400 pL virus were used to infect freshly-grown Sf9 or Tni cells at a concentration of
2-3 million cells per mL, after which cells would be incubated for 48 h. Different virus amounts

(200 pL up to 1200 pL) and an infection duration of 72 h were investigated as well (see Figure
42).
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Figure 42. SEC analysis of construct ML32 expressed in 40 mL of Tni insect cells bound to the antag-
onist PSB-23082 with varying infection duration and virus amount, shown as unscaled (A) and normal-
ized data (B).

When staying with the same infection duration, an increase in virus amount to 1200 pL lowered
protein yield significantly, presumably due to overload of the cellular expression system, and
a decrease to 200 pL lowered it slightly, meaning that the typical 400 uL were already close to
the optimum. A slight decrease to 300 pL increased protein yield significantly. When prolong-
ing infection duration, lower virus amounts seemed to be sufficient for achieving optimal re-
sults. The combination of 72 h infection time with 200 uL virus amount achieved the highest
protein yield of all scenarios. In addition, prolonging of infection time from 48 h to 72 h shifted
the peak significantly to a later elution time and reduced the aggregate peak, underscoring the
advantage of longer infection time. However, differences in protein yield can also be caused
by slightly different cell concentrations at the time of infection, which could not be controlled
precisely.

7.9 Influence of salt concentration and additives during the solubilization and

purification process

Sodium is thought to be important for stabilizing the protein. Typically, 800 mM NaCl were
used in wash buffer 1, wash buffer 2, and elution buffer, but higher concentrations were inves-

tigated as well (see Figure 43).
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Figure 43. SEC analysis of construct ML32 expressed in 40 mL of Tni insect cells bound to the antag-
onist PSB-23082 using varying NaCl concentrations in wash buffer 1, wash buffer 2, and elution buffer,

shown as unscaled (A) and normalized data (B).

An increase to 1000 mM NaCl significantly increased protein yield, while a further increase to
1200 mM decreased protein yield again compared to 1000 mM (protein yield was still signifi-
cantly higher than at 800 mM NacCl).

Next, further differences in solubilization and elution conditions were investigated (see Figure
44).
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Figure 44. SEC analysis of construct ML32 expressed in 40 mL of Tni insect cells bound to the antag-
onist PSB-23082 under varying conditions, shown as unscaled (A) and normalized data (B).

Adding MgCl; in wash buffer 1 increased protein yield slightly, while adding a combination of
MgCl, and ATP in wash buffer 1 increased it significantly. MgCl.and ATP are typically added
to remove potential chaperones from the protein. It was suspected that adding these will help
in improving purity of the protein, which can also be seen in the reduction of the aggregate
peak and the significant shift of the peak to a later elution time (in the case of sole addition of

MgCl2). Using more wash buffer 2 was also assumed to potentially improve protein purity,
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however, this reduced protein yield significantly. Lastly, using more TALON IMAC resin re-
duced protein yield significantly as well.

Imidazole is thought to interfere with protein binding and to elute proteins that bind weakly.
Typically, imidazole is added at a concentration of 20 mM after solubilization, but double con-

centration (40 mM) was investigated as well (see Figure 45).
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Figure 45. SEC analysis of construct ML32 expressed in 40 mL of Tni insect cells bound to the antag-
onist PSB-23082 under varying conditions, shown as unscaled (A) and normalized data (B).

Increased amount of imidazole decreased protein yield slightly and did not improve protein

purity.
7.10 Influence of stabilizing antagonists

Prior to this work, out of several highly potent indolylsulfonamide-based GPR17 antagonists,
the ones with the longest residence time, namely PSB-23082 and PZB13315023, were eluci-
dated in radioligand binding assays (see Subchapter 6.2.3). Subsequently, the influence of these

two antagonists in stabilizing GPR17 was investigated (see Figure 46).
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Figure 46. SEC analysis of construct ML2 expressed in 40 mL of Sf9 insect cells, either in the apo state
or bound to antagonists PSB-23082 or PZB13315023, shown as unscaled (A) and normalized data (B).

Protein yield of the construct in combination with an antagonist was slightly higher, especially
when bound to PSB-23082, as compared to the apo state. Additionally, the peak was shifted to
a significantly later elution time.

GPR17 constructs produced a visible inflection point in the TSA when combined with PSB-
23082 (see Figure 47).

M2
Ty = 69.0 + 1.5°C
100- 100- ML32
apo — T, =68.8+0.9°C
_ PSB-23082
Ty = 74.6 + 3.0°C ML34
Ty = 66.4 +0.8°C
— PZB13315023

[4.]
o
1
[5)]
o
1

Normalized Fluorescence [%]

Normalized Fluorescence [%]

(=]
1
o

w
o

w
o

40 50 60 70 80 90 40 50 60 70 80 90
Temperature [°C] Temperature [°C]

Figure 47. TSA analysis of construct ML2 expressed in Sf9 insect cells, either in the apo form or bound
to different antagonists (left) and of constructs ML2, ML32, and ML34 expressed in Tni insect cells
and bound to antagonist PSB-23082 (right).

ML2 reached a higher Tm when expressed in Sf9 cells (75°C) than when expressed in Tni cells

(69°C). ML32 and ML34 expressed in Tni cells yielded Twm values of 69°C and 66°C, respec-
tively.
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Next, the influence of an earlier addition of PSB-23082 during the expression, instead of only

adding it during solubilization and purification steps, was investigated (see Figure 48).
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Figure 48. SEC analysis of construct ML32 expressed in 40 mL of Tni insect cells, shown as unscaled
(A) and normalized data (B). Antagonist PSB-23082 was either added only in solubilization and puri-

fication steps or also during the expression already.

Co-expression of GPR17 and PSB-23082 increased protein yield slightly.
7.11 Conclusion of construct stabilization experiments

Extensive effort was put into design and analysis of different GPR17 constructs and optimiza-
tion of expression and purification conditions.

Some modifications appear to be advantageous: Terminal truncation (at least of the C-termi-
nus) increased protein yield. Fusion with BRIL decreased the amount of aggregated protein
and, in particular, insertion of BRIL between residues S246 and K255 increased protein yield.
A decrease in virus amount for expression from 400 pL to 300 pL (or even to 200 pL when
combined with a longer infection time of 72 h) increased protein yield. Increase of NaCl con-
centration from 800 nM to 1000 nM in wash buffer 1, wash buffer 2, and elution buffer in-
creased protein yield. Addition of MgCl, and ATP into wash buffer 1 increased protein yield.
Lastly, GPR17 antagonist PSB-23082 increased thermostability to 66—75°C (depending on
specific construct and expression system).

Other modifications produced mixed or unclear results: Medium N-terminal truncation of ML2
did not result in a protein yield significantly different to no N-terminal truncation (ML24) or
full N-terminal truncation (ML25). Point mutations S146K and F158Y increased protein yield

in some cases and decreased it and/or increased the amount of aggregated protein in other cases.
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Exchange from polyhedrin to gp64 promotor increased protein yield slightly but not signifi-
cantly. Changing expression system from Sf9 to Tni insect cells increased protein yield but, at
least in some cases, decreased protein purity. Co-expression with antagonist PSB-23082 in-
creased protein yield slightly but not significantly.

Taken together, the combination of the advantageous modifications allowed elucidation of an-
tagonist-bound GPR17 constructs with a high yield of 3 mg/mL (expressed in 450 mL Tni in-
sect cells, eluted in 2 mL buffer and concentrated to 200 pL, corresponding to 0.6 mg protein
from 450 mL cells; construct ML32 and based on similar peak height in SEC analysis also
extendable to construct ML2) and a high Tm of 69°C (constructs ML2 and ML32, expressed in
Tni insect cells and bound to GPR17 antagonist PSB-23082). Further advancements in protein
yield, protein stability, and especially protein purity would qualify GPR17 for crystallization

trials in the future.
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8 Summary & conclusions

This thesis presents research results from several subprojects, all related to orphan G protein-
coupled receptor GPR17, ranging from ligand discovery and characterization to protein engi-
neering for structural studies. The findings contribute to our understanding of GPR17 pharma-
cology and its potential as a therapeutic target. This section contains a detailed summary and
discussion of the data obtained and provides an outlook on future experiments.

8.1 GPR17 - orphan G protein-coupled receptor with therapeutic potential

GPR17 has been reported to affect oligodendrocyte differentiation and myelination,’: 107: 170
neural outgrowth and cognitive function,® 173 tissue repair,®* 133 171 and glucose metabo-
lism, 124 174175 making it an intriguing therapeutic target for multiple sclerosis, neurodegenera-
tive diseases, diabetes, and obesity. Recently, suitable agonists and antagonists have been dis-
covered and optimized,'** 13 and several patents have been filed for antagonists.t36 152-169
These will enable a broad exploration of GPR17 as a novel potential drug target. Future pre-
clinical, and especially the outcome of the first, long-awaited clinical study with a potent, se-
lective antagonist may open up new avenues for the curative treatment of demyelinating dis-
eases.

Nonetheless, the current evidence is in most cases still unsatisfactory. Hence, we published a
review article that discusses some contradictory findings reported in literature, identifies re-
search gaps, and proposes future directions for exploiting the therapeutic potential of GPR17
(see Chapter 3).%°

8.2 Search for the endogenous ligand of GPR17

The endogenous ligand of GPR17 is unknown. Identifying it is crucial, not only for elucidating
its physiological role, but also for guiding the rational design of synthetic ligands with thera-
peutic potential.

In this thesis, multiple compounds, including adenosine derivatives and non-aromatic steroids,
have been analyzed as potential endogenous ligands of GPR17, however, none displayed ac-
tivity at the receptor. Contrasting previous findings,*®! 24(S)-hydroxycholesterol could not be
confirmed as the endogenous ligand of GPR17, since it was found to be inactive. To further
advance the search for the endogenous agonist, a comprehensive virtual high-throughput
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screening campaign was performed using a curated library from the Human Metabolome Da-
tabase and a docking approach using the MOE software. Although the in silico hit compounds
tested to date have not shown any activity, this approach established a workflow that can be
refined and reapplied. Key learnings included the limitations of molecular docking scoring
functions, particularly their bias toward higher molecular weight and lipophilic compounds
(see Chapter 5).

Therefore, GPR17 remains an orphan receptor. To identify its endogenous ligand, future efforts
may focus on optimizing the virtual screening approach (e.g., reducing bias) or exploring al-
ternative strategies, such as testing biological samples to identify its localization and subse-

quently characterize it.
8.3 Characterization of further GPR17 ligands

A diverse array of potential agonists and antagonists was investigated in this thesis using cal-
cium mobilization assays and radioligand binding studies (see Figure 49).

Indole derivative MDL 29,9511% 134 and peptide-mimetic PZB09412026 showed similar po-
tency at GPR17 (pECso of 6.8 and 6.7, respectively), while exhibiting various degrees of effi-
cacy — MDL 29,951 is a full agonist, while PZB09412026 behaves as a partial agonist in com-
parison. The discovery of partial agonists is notable, as these may allow more nuanced modu-
lation of GPR17 activity. Affinities of indole-based agonists with a large substituent at position
6, utilizing a slightly different binding mode,'3* were also investigated. Indazole derivative
JWS-15-90 did not show activity at GPR17.

On the antagonist side, in partial agreement with previous results,'%% % montelukast and
pranlukast both showed inhibitory potency at GPR17 (pICso of 6.8 and 7.4, respectively). De-
carboxylation of agonistic indole derivatives creates indole-based antagonists (data un-
published) that have moderate binding affinities at GPR17.

Further potent GPR17 antagonists, such as PSB-22269 and PSB-24040, are based on an an-
thranilic acid scaffold and can exhibit higher binding affinities of up to a pK; of 8.1 (PSB-
22269) determined in radioligand binding using radioligand agonist [*H]PSB-12150 and po-
tencies of up to pICso 7.2 (PSB-24040) determined in calcium mobilization assays. These find-
ings were published (see Chapter 4).1%°

Finally, the most potent antagonists at GPR17 have an indolylsulfonamide structure, such as
PZB00424007.1%% 15 |t was hypothesized that the binding mode of indolylsulfonamides differs
from that of indole agonists and anthranilic acids, since the latter two exhibit lower pK; values
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when tested against the indolylsulfonamide-based antagonist radioligand [*H]PSB-1503 com-
pared to the indole-based agonist radioligand [*H]PSB-12150. The most potent GPR17 antag-
onists were also tested for their residence times at the receptor to find a compound suitable for
stabilizing GPR17 for crystallization trials. In previous tests, indolylsulfonamide-based com-
pound PSB-23082 achieved the highest residence time of 17.1 min. However, further testing
showed that the kinetic radioligand binding assay is not a reliable method for determining res-
idence times of these compounds, especially those with faster kinetics than that of the radiolig-
and.

Exploration of further indolylsulfonamide modification is of high interest with the aim to create
fluorescence labeled potent derivatives. Substitution at the indole nitrogen with a 3-ethoxy-3-
oxopropyl group decreased potency (increase of plCsg value by 1-2 units) compared to indol-
ylsulfonamide derivatives that were unsubstituted at the indole nitrogen (see Chapter 6).
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Figure 49. Selected GPR17 agonists and antagonists investigated and discussed in this thesis.

The elucidated structure-activity, structure-affinity, and structure-residence time relationships
presented in this thesis and the related publication on anthranilic acid derivatives**® will inform
future drug discovery efforts targeting GPR17. Further research may focus on validating the
therapeutic efficacy of lead compounds in vivo in different disease models. Investigation of
biased signaling properties and the design of ligands with optimal signaling profiles would be
of great interest. Finally, developing fluorescence labeled ligands would be most useful for a

variety of studies, including imaging and mechanistic studies.
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8.4 Optimizing GPR17 thermostability and expression for structural studies

Advances in high-resolution protein structure determination have transformed structure-based
drug discovery, enabling optimization of hit and lead compounds through detailed molecular
insights. However, structural elucidation of GPCRs remains a considerable challenge that re-
quires specialized expertise and extensive protein engineering. In particular, the low inherent
stability of GPCRs outside their native membrane environment complicates production of suf-
ficient amounts of pure and stable protein. Additionally, each receptor often presents unique
challenges, as evidenced by longstanding targets where structure determination has proven elu-
sive. GPR17 has been elucidated by cryo-EM in the apo form and bound to a G protein,*
whereas elucidation by X-ray crystallography and/or bound to a ligand (in particular an antag-
onist, since they are therapeutically more relevant) has not yet been achieved.

A major focus of this work was improving GPR17 expression, purification, and stabilization
to enable future structural determination, especially by X-ray crystallography. Over 30 differ-
ent GPR17 constructs have been designed and analyzed. They differed in the length of the N-
and C-termini, whether and at which position they were fused with BRIL, whether they had
one or more of several point mutations, and whether they had further modifications. These
constructs were expressed in either Sf9 or Tni insect cells. Some construct modifications ap-
peared to be advantageous: Size exclusion chromatography and SDS-PAGE results showed
that truncation of the C-terminus and fusion with BRIL, particularly between residues S246—
K255, increased protein yield and decreased the amount of aggregated protein. Point mutations
such as F158Y and S146K, however, variably influenced yield and stability dependent on con-
struct design and expression system and did not show a clear trend. Modifying the expression,
solubilization, and purification conditions also affects protein yield and purity: expression in
Tni insect cells increased protein yield up to 5-fold compared to Sf9 insect cells, a longer incu-
bation time of 72 h and the addition of stabilizing GPR17 antagonist PSB-23082 during the
infection period also appeared to be advantageous. A higher NaCl concentration of 1000 mM
in wash and elution buffers increased protein yield as well (see Figure 50). Thermal shift assay
results showed that the melting temperatures of the different constructs in the apo form all lie
between 50 and 53°C. However, the inflection points are too indistinct to detect differences
between various compounds. In the presence of PSB-23082, optimized GPR17 constructs ML2
and ML32 reached yields of 3 mg/mL and melting temperatures (Twm) of about 69°C, approach-
ing thresholds required for crystallization (see Chapter 7).
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Figure 50. Size exclusion chromatography analysis of initial construct (17wt) in the apo form, ex-
pressed in 40 mL Sf9 cells and eluted in 125 pL, and optimized construct (ML32) bound to GPR17
antagonist PSB-23082, expressed in 450 mL Tni cells, purified using an optimized protocol, and con-
centrated to 200 pL.

Low purity and suboptimal reproducibility are still the main reasons that complicate analysis
of the results. Nonetheless, the advances in GPR17 thermostability and expression presented
in this thesis lay the groundwork for future structural biology studies. These should focus on
refining purification protocols, possibly incorporating other detergents and nanodiscs, explor-
ing further thermostabilizing mutations, and attempting cryo-EM structure determination as a

viable alternative.
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9 Materials

9.1 Water specification

A Milli-Q® water purification system was used to obtain ultrapure water. PCR grade water

was used for molecular and cell biological experiments.

9.2 Sterilization method

Heat stable materials, equipment, solutions, and media were autoclaved at 121°C for 21 min.

9.3 Chemicals
Table 11. Chemicals.
Name Function Source
. Agarose gel electro- New England Biolabs GmbH,
Gel Loading Dye, Purple (6X) phoresis Frankfurt, Germany
GelRed® Nucleic Acid Gel Stain Agarose gel 'electro— Biotium Inc., Fremont, US
phoresis
GeneRuler 100 bp DNA Ladder Agarose gel t_alectro- Thermo F|§h_er Scientific GmbH,
phoresis Dreieich, Germany
GeneRuler lambda DNA ladder Agarose gel t_alectro- Thermo F|§h_er Scientific GmbH,
phoresis Dreieich, Germany
Lambda DNA/Hind!1l Marker Agarose gel ?Iectro— Thermo F|§h'er Scientific GmbH,
phoresis Dreieich, Germany
Buffer P1 Bacmid DNA prepa- QIAGEN GmbH, Hilden, Ger-
ration many
Buffer P2 Bacmid D!\IA prepa- QIAGEN GmbH, Hilden, Ger-
ration many
Buffer P3 Bacmid D_NA prepa- QIAGEN GmbH, Hilden, Ger-
ration many
- Bacmid DNA prepa- Carl Roth GmbH + Co. KG,
Gentamicin sulfate .
ration Karlsruhe, Germany
Isopropyl-p-D-thiogalactopyranoside | Bacmid DNA prepa- Carl Roth GmbH + Co. KG,
(IPTG) ration Karlsruhe, Germany
. Bacmid DNA prepa- Carl Roth GmbH + Co. KG,
Kanamycin sulfate .
ration Karlsruhe, Germany
RNase A Bacmid D_NA prepa- QIAGEN GmbH, Hilden, Ger-
ration many
. Bacmid DNA prepa- Carl Roth GmbH + Co. KG,
Tetracycline .
ration Karlsruhe, Germany
5-Bromo-4-chloro-3-indolyl-p-D-ga- | Bacmid DNA prepa- VWR International GmbH,
lactopyranoside (X-gal) ration Darmstadt, Germany

Oregon Green™ 488 BAPTA-1

Calcium assay

Thermo Fisher Scientific GmbH,
Dreieich, Germany
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Pluronic® F-127, Product P2443

Calcium assay

Merck KGaA, Darmstadt, Ger-
many

Deoxynucleotide (dNTP) Solution

New England Biolabs GmbH,

Mix (10 mM) PCR Frankfurt, Germany

Deoxynucleotide (dNTP) Solution PCR New England Biolabs GmbH,
Mix (2.5 mM) Frankfurt, Germany

Dimethyl sulfoxide (DMSO), Sterile PCR New England Biolabs GmbH,
Frankfurt, Germany

New England Biolabs GmbH,
Dpnl (20.0 U/mL) PCR Frankfurt, Germany

. . New England Biolabs GmbH,
Magnesium chloride (50 mM) PCR Frankfurt, Germany

Phusion® GC Buffer (5X) PCR New England Biolabs GmbH,
Frankfurt, Germany

Phusion® High-Fidelity DNA Poly- PCR New England Biolabs GmbH,
merase (2.0 U/mL) Frankfurt, Germany

. - New England Biolabs GmbH

® _ 1
Q5% High-Fidelity DNA Polymerase PCR Frankfurt, Germany

Q5® Reaction Buffer (5X) PCR New England Biolabs GmbH,

Frankfurt, Germany

DNA Clean & Concentrator® Kit

PCR amplificate puri-

Zymo Research Europe GmbH,

fication Freiburg, Germany
Zymoclean Gel DNA Recovery Kit PCR am_pllf_lcate puri- | Zymo Res_earch Europe GmbH,
fication Freiburg, Germany
LB broth nowder Plasmid and bacmid Carl Roth GmbH + Co. KG,
P DNA preparation Karlsruhe, Germany
Ampicillin sodium Plasmid D_NA prepa- | Cayman Chemical, Ann Arbor,
ration UsS
ZR Plasmid Miniprep™-Classic Kit Plasmid D_NA prepa- | Zymo Res_earch Europe GmbH,
ration Freiburg, Germany
. . Protein extraction and | Merck KGaA, Darmstadt, Ger-
Cholesteryl hemisuccinate (CHS) e
stabilization many
n-Dodecyl-B-D-maltopyranoside Protein extraction and Anatrace Products LLC,
(DDM) stabilization Maumee, OH, US

cOmplete™ Protease Inhibitor Cock-
tail Tablets

Membrane prepara-
tion, protein purifica-
tion

Roche Deutschland Holding
GmbH, Grenzach-Wyhlen, Ger-
many

lodoacetamide

Protein purification

TALON® Metal Affinity Resin

Protein purification

Takara Bio Europe SAS, Saint-
Germain-en-Laye, France

[*H]PSB-12150

Radioligand assay

Quotient Bioresearch Ltd., Ford-
ham, UK

[*H]PSB-1503

Radioligand assay

Quotient Bioresearch Ltd., Ford-
ham, UK

MicroScint™-20

Radioligand assay

PerkinElmer LAS GmbH,
Rodgau, Germany

89




Materials

ProSafe FC+ High Efficiency LSC

Radioligand assay Meridian Biotechnologies Ltd,

cocktail Waterfield, UK
Tris(hydroxymethyl)aminomethane Radioligand assay, Carl Roth GmbH + Co. KG,

(Tris) buffer preparation Karlsruhe, Germany

Coomassie® Brilliant blue R-250 SDS-PAGE AppliChem GmbH, Darmstact,

Germany

NUPAGE™ LDS Sample Buffer (4X) SDS-PAGE Thermo Fisher Scientific GmbH,
Dreieich, Germany

PageRuler™ Prestained Protein Ladder SDS-PAGE Thermo Fisher Scientific GmbH,

Dreieich, Germany

N-(4-(7-Diethylamino-4-methyl-3-
coumarinyl)phenyl)maleimide (CPM)

Thermo Fisher Scientific GmbH,

Thermostability assay Dreieich, Germany

The TALON® Metal Affinity Resin solution was stored at a ratio of 1:1 (v/v) in 20 % ethanol.

For preparation, it was washed six times with ultrapure water by centrifugation at 100 g for

5 min. After the last washing step, the resin was resuspended in the resin resuspension buffer.

Compounds not listed in the table were produced in-house.

9.4 Buffers and solutions

Table 12. Buffers and solutions.

Name Function Composition
Krebs-Hepes _ 118.6 mM NaCl, 11.7 mM D-Glucose, 10.0 mM HEPES,
buffer (KHB) Calcium assay 4.7 mM KCI, 4.2 mM NaHCOs3, 1.3 mM CaCly, 1.2 mM
KH2POj4, 1.2 mM MgSOs; pH 7.4
Membrane prep Membrane 25 mM Tris, 1 mM Na-EDTA, 0.32 M sucrose and cOm-
buffer preparation plete™ Protease Inhibitor Cocktail Tablets, pH 7.4
Scraping buffer Membra}ne 50 mM Tris and 2 mM Na-EDTA; pH 7.4
preparation
2X Solubilization | Protein purifi- |, ) 4 1EDES 01 7.5, 1 M NaCl, 2 % DDM, 0.4 % CHS
buffer cation
High osmotic Protein purifi- 10 mM HEPES pH 7.5, 10 mM MgCl;, 20 MM KCI, 1 M
buffer cation NaCl
Low osmotic | Protein purifi- 10 mM HEPES pH 7.5, 10 mM MgCl,, 20 mM KCl
buffer cation
Resin elution Protein purifi- 50 mM HEPES pH 7.5, 800 mM NacCl, 0.025 % DDM,
buffer cation 0.005 % CHS, 10 % glycerol, 220 mM imidazole
Resin resuspen- | Protein purifi- | o ) 1ebES b 7.5, 500 mM NaCl, 10 % glycerol
sion buffer cation
Resin wash buffer | Protein purifi- | 50 mM HEPES pH 7.5, 800 mM NacCl, 0.1 % DDM, 0.02 %
I cation CHS, 10 % glycerol, 25 mM imidazole
Resin wash buffer | Protein purifi- 50 mM HEPES pH 7.5, 800 mM NacCl, 0.05 % DDM,
Il cation 0.01 % CHS, 10 % glycerol, 50 mM imidazole
Resuspension Protein purifi- | 10 mM HEPES pH 7.5, 10 mM MgCl;, 20 mM KCI, 30 %
buffer cation (v/v) glycerol
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Coomassie® pro-

1.25 g Coomassie® Brilliant Blue R-250, 80 mL ethanol,

tein statlinolrr]]g solu- | SDS-PAGE 250 mL acetic acid, ad 1 L H,0
- - i 0,
SDS. PAGE run SDS-PAGE 50 mM MOPS, 50 mM Tris pH 7.4, 0.1 % SDS, 1 mM
ning buffer EDTA
LPLC buffer S::Zhergf;t“;"_’” 25 mM HEPES pH 7.5, 500 mM NaCl, 2 % glycerol,
raphy g 0.05 % DDM, 0.01 % CHS

The resin buffers were freshly prepared before use.

9.5 Primers

All primers were designed by using the QuikChange® Primer Design Program by Agilent and
subsequently synthesized by Invitrogen. The dried primer material was reconstituted to
100 uM and diluted to 5 uM with PCR-grade water. All primer solutions were stored at —20°C.

9.6 Plasmids

All plasmids were stored at —20°C.

Table 13. Plasmids.

Name

Source

Link 1

hGPR17 in pCMV-Pro-

Produced in-house

mCherry

hGPR17 in pLVX-IRES-

Research group of Prof. Dr. Evi Kostenis, Institute of Pharmaceutical
Biology, University of Bonn, Germany

Zeo(+)

hGPR17 in pcDNA3.1

Produced in-house

hGPR17 in pFastBacl™

Produced in-house

9.7 Bacteria culture

9.7.1 Bacterial strains

All bacterial strains were stored at —80°C.

Table 14. Bacterial strains.

Name Characteristics Source
DH10Bac E. Chemical!y competent E. coli Produced in the research group _frorp.an aliquot
coli cells suitable for transfor- bought from Thermo Fisher Scientific GmbH,
mation Dreieich, Germany
DH50.E. Chemical_ly competent E. coli _
coli cells sunable_for transfor- Produced in the research group
mation
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9.7.2 Bacteria culture buffers, media, and supplements

LB medium was prepared by dissolving 25 g of LB broth powder in 1 L of demineralized wa-

ter. The solution was autoclaved and stored at rt.

9.7.3 Agar plates

Agar plates were prepared by melting agar, cooling to about 60°C, and adding antibiotics

and/or other additives. The still liquid agar was then poured onto Petri dishes where it cooled

and hardened. The plates were stored at 4°C.

Ampicillin plates for DH5a E. coli were prepared by adding 100 pg/mL of ampicillin to molten

agar.

3+2 plates for DH10Bac E. coli were prepared by adding 10 pg/mL gentamicin sulfate,

50 pg/mL kanamycin sulfate, 10 pg/mL tetracycline, 100 pg/mL X-gal, and 40 pug/mL IPTG

to molten agar. Petri dishes were protected from light at all times.

9.8 Cell culture

9.8.1 Cell lines

All cells were stored at -150°C.

Table 15. Cell lines.

Name

Characteristics

Producer/Owner

CHO-
FITR-
hGPR17

Chinese hamster ovary (CHO) Flp-In™ T-
REx™ (FITR) cells with a pLVX-IRES-
mCherry plasmid containing the gene for

human GPR17

Research group of Prof. Dr. Evi Kos-
tenis, Institute of Pharmaceutical Biol-
ogy, University of Bonn, Germany

1321N1-
hGPR17

human brain astrocytoma 1321N1 cells
with a pLVX-IRES-mCherry plasmid con-
taining the gene for human GPR17

Research group of Prof. Dr. Evi Kos-
tenis, Institute of Pharmaceutical Biol-
ogy, University of Bonn, Germany

Sf9

Clonal isolate of Spodoptera frugiperda
Sf21 cells (which are ovarian cells isolated
from Spodoptera frugiperda)

Oxford Expression Technologies, Ox-
ford, UK

Tni

Ovarian cells isolated from Trichoplusia ni

Oxford Expression Technologies, Ox-
ford, UK

9.8.2 Cell culture buffers, media, and supplements

Table 16. Cell culture buffers, media, and supplements.
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Name Function Source
. . . Expression Gen Script Biotech Corporation,
- ™ -
Anti-FLAG™ FITC-conjugated antibody control Leiden. Netherlands
. . . Infection Thermo Fisher Scientific GmbH,
Anti-gp64 PE-conjugated antibody control Dreieich, Germany
Dulbecco’s Modified Eagle Medium Human cell Thermo Fisher Scientific GmbH,
(DMEM) culture Dreieich, Germany
Dulbecco’s Modified Eagle Medium / Human cell Thermo Fisher Scientific GmbH,
Ham’s F-12 (DMEM/F-12) culture Dreieich, Germany
. Human cell Thermo Fisher Scientific GmbH,
Phosphate buffered saline (PBS) uman ce ermo I? _e Scientific Gmb
culture Dreieich, Germany
ESF 921™ insect cell culture medium, pro- Insect cell Expression Systems LLC, Davis,
tein-free culture us
. . Insect cell Oxford Expression Technologies,
Transfection Medium culture Oxford, UK
X-tremeGENE™ HP DNA transfection rea- Insect cell Sigma-Aldrich Chemie GmbH,
gent culture Taufkirchen, Germany

9.9 Laboratory instruments and equipment

Table 17. Laboratory instruments and equipment.

Name Function Source
. .. . . Agilent Technologies, Hamburg,
Agilent 1260 Infinity HPLC | Size exclusion chromatography gilent ECGe?rgg:;S amburg

Allegra X-30R centrifuge,
F0685 rotor

Centrifugation

Beckman Coulter GmbH, Kre-
feld, Germany

Beckman Avanti J-20 High

DNA preparation, Bacmid prep-

Beckman Coulter GmbH, Kre-

Capacity Centrifuge aration, Protein purification feld, Germany
ntrif 4, A-2-DWP . . E fAG, H , -
Centrifuge 5804, Deep well plate centrifugation ppendorf AG, Hamburg, Ger
Rotor many
ChemiDoc™ MP Imaging o Bio-Rad Laboratories GmbH,
Gel visualization )
System Munich, Germany
Colibri Microvolume Spec- . Berthold Detection Systems
DNA f .
trometer quantification GmbH, Pforzheim, Germany

Dounce Tissue Grinders

Protein purification

VWR International GmbH,
Darmstadt, Germany

Guava easycyte 5-HT

Flow cytometry

Merck KGaA, Darmstadt, Ger-
many

NanoFilm SEC-250 column

Size exclusion chromatography

Sepax Technologies, Inc., Ne-
wark, DE, US

pegqSTAR 96X Universal
Gradient

PCR

Peglab Biotechnologie GmbH,
Erlangen, Germany

Rotor-Gene Q 6plex

Thermostability assay

QIAGEN GmbH, Hilden, Ger-
many

Sonopuls HD 2070

Protein purification

Bandelin electronic GmbH &
Co. KG, Berlin, Germany
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Name

Function

Source

Sonotrode MS 73 microtip

Protein purification

Bandelin electronic GmbH &
Co. KG, Berlin, Germany

Thermomixer comfort

Transfection

Eppendorf AG, Hamburg, Ger-
many

TopCount® NXT™

Scintillation Counter

Packard Bioscience GmbH,
Dreieich, Germany

Tri-Carb® 2810TR Liquid
Scintillation Analyzer

Scintillation Counter

PerkinElmer LAS GmbH,
Rodgau, Germany

Tri-Carb® 2910TR Liquid
Scintillation Analyzer

Scintillation Counter

PerkinElmer LAS GmbH,
Rodgau, Germany

UltraTurrax®

Membrane preparation

IKA Labortechnik, Staufen, Ger-

many
Vivaspin® 100 Centrifugal Protein urification Vivaproducts, Inc., Littleton,
Concentrator P MA, US
9.10 Software and web applications
Table 18. Software and web applications.
Software Function Source
Eurofins Genomics DNA se- . Eurofins Genomics, Ebersberg,
. DNA sequencing
quencing Germany
GraphPad Prism 7.00 Graphical data analysis GraphPad Software LLC, San Di-
ego, US
QuikChange® Primer Design Primer design Agilent Technologies, Hamburg,
Germany
SnapGene Sequence fjeS|gn, sequence GSL Biotech LLC, San Diego,
alignment us
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10 Methods

10.1 Cell culture

CHO-FITR-hGPR17 cells were cultured at 37°C and 5% CO; in DMEM/F-12, supplemented
with 10% FCS, penicillin (100 U/mL), streptomycin (0.1 mg/mL), hygromycin B
(300 pg/mL), blasticidin (30 pg/mL), and L-Glutamin (2 mM). 1321N1-hGPR17 cells were
cultured at 37°C and 10% CO: in DMEM, supplemented with 10% FCS, penicillin
(100 U/mL), streptomycin (0.1 mg/mL). At 70% confluency, CHO-FITR-hGPR17 and
1321N1-hGPR17 cells were washed with PBS and passaged by trypsination.

Sf9 and Tni insect cells were cultured at 27°C ESF 921™ insect cell culture medium. Cells
were typically passaged twice a week to 0.8-1.0 x 108 cells/mL (Sf9) or 0.3 x 10° cells/mL

(Tni), respectively.
10.2 Membrane preparation

CHO-FITR-hGPR17 cells were seeded under 1:10 dilution into 150 mm cell culture dishes and
incubated to 70-90 % confluency. Approx. 48 h prior to the next step, doxycycline was added
in a final concentration of 0.5 pg/mL to induce overexpression of GPR17 using the tetracy-
cline-dependent promoter of the cell line. After reaching the desired confluency, the medium
was discarded, dishes were washed with 5 mL/dish PBS and subsequently frozen at —20°C
overnight. The next day, dishes were thawed, 1 mL/dish of 50 mM Tris plus 2 MM Na-EDTA
buffer at pH 7.4 was added, cells were detached with a rubber scraper and harvested. The sus-
pension was centrifuged at 1000 g and 4°C for 10 min. The pellet was resuspended in
0.5 mL/dish membrane prep buffer and subsequently homogenized using an UltraTurrax for
1 min at level 5. Cell debris und nuclei were removed by centrifugation at 1000 g and 4°C for
10 min. The supernatant was then centrifuged again at 48000 g and 4°C for 30 min. The pellet
was resuspended with 0.5 mL/dish of 50 mM Tris buffer at pH 7.4 and subsequently homoge-
nized using an UltraTurrax for 30 s at level 3. These steps (centrifugation, resuspension, ho-
mogenization) were repeated three times while gradually decreasing the amount of Tris buffer
used for resuspension to 0.1 mL/dish for the final repetition. This membrane preparation was

aliquoted and stored at —80°C until further use.
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10.3 Calcium mobilization assay

On the day of the experiment, confluent 1321N1-hGPR17 cells in two T175 flasks were washed
with PBS, detached by trypsination, and volume adjusted to 30 ml with KHB in a falcon tube.
Cells were incubated for 45 min at 37°C and 10% CO> and then centrifuged at 1200 rpm for
5 min. The cell pellet was resuspended in a mixture of 994 uL KHB with 3 uL of Oregon Green
488 BAPTA-1 und 3 pl Pluronic F-127. This was then incubated for 1 h in rotation and pro-
tected from light. After washing twice with KHB, cells were transferred to the wells of a clear
bottomed 96 well plate, containing the antagonist dilution series in the case of antagonist test-
ing. After incubation for 30 min, the plate was measured using a Novostar system, which pi-
petted an agonist dilution series (in the case of agonist testing) or MDL 29,951 to a final con-
centration of 10°® M (in the case of antagonist testing) onto the wells of the clear bottomed 96

well plate. Data were analyzed using GraphPad PRISM 7.00.
10.4 Radioligand binding assay

Radioligand binding assays were performed with two different radioligands: the GPR17 antag-
onist radioligand [*H]PSB-1503 and the GPR17 agonist radioligand [*H]PSB-12150. Both
were custom-labeled by Quotient Bioresearch Ltd., Fordham, UK. Membrane preparations
from CHO-FITR-hGPRL17 cells were used. Data were analyzed using GraphPad PRISM 7.00.
Raw data were normalized to total binding (DMSO control) = 100% and nonspecific binding

(unlabeled radioligand) = 0%.
10.4.1 Competition binding assay with [?H]PSB-12150

MgCl, and ATP were freshly added to Tris buffer (50 mM, pH 7.4) to a final concentration of
10 mM and 100 uM, respectively, at the beginning of each experimental day. This buffer was
used as the assay buffer. The [?H]PSB-12150 DMSO solution was diluted to a final concentra-
tion of 25 nM with buffer. The membrane preparation was diluted to a final concentration of
200 mg/L with buffer. The compounds to be tested were dissolved in DMSO. In each vial
10 pL of a compound-DMSO solution, 100 pL of the radioligand buffer solution, 100 pL of
the membrane preparation buffer solution, and 790 uL of the buffer were mixed.

The mixture was incubated for 1 h at rt. The membrane-bound radioligand was then separated

from free radioligand by rapid filtration through grade GF/B glass microfiber filters. Each filter
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unit was subsequently suspended in 3 mL ProSafe FC+ liquid scintillation cocktail and meas-
ured using liquid scintillation counting (Tri-Carb 2810TR or Tri-Carb 2910TR). Unlabeled

PSB-12150 was used to measure nonspecific binding in a final concentration of 50 uM.
10.4.2 Competition binding assay with [*H]PSB-1503

Phosphate buffer (50 mM, pH 7.4) was used as assay buffer and as wash buffer. The [*H]PSB-
1503 DMSO solution was diluted to a final concentration of 3 nM with buffer. The membrane
preparation was diluted to a final concentration of 100 mg/L with buffer. The compounds to be
tested were dissolved in DMSO. In each well of a 96 well deep well plate 10 pL of a compound-
DMSO solution, 100 uL of the radioligand buffer solution, 100 pL of the membrane prepara-
tion buffer solution, and 290 pL of the buffer were mixed.

The mixture was incubated for 1 h at rt. The membrane-bound radioligand was then separated
from free radioligand by rapid filtration through grade GF/B glass microfiber filters. To each
well of the filter plate 50 puL of MicroScint-20 liquid scintillation cocktail was added and the
plate was measured using liquid scintillation counting (TopCount NXT). Unlabeled PSB-1503

was used to measure nonspecific binding in a final concentration of 10 puM.

10.4.3 Determination of drug-receptor residence times by Kinetic binding assays with
[H]PSB-12150

MgCl, and ATP were freshly added to Tris buffer (50 nM, pH 7.4) to a final concentration of
10 mM and 100 uM, respectively, at the beginning of each experimental day. This buffer was
used as the assay buffer. The [?H]PSB-12150 DMSO solution was diluted to a final concentra-
tion of 25 nM with buffer. The membrane preparation was diluted to a final concentration of
200 mg/L with buffer. The compound to be tested was dissolved in DMSO. In each vial 10 pL
of a compound-DMSO solution, 100 pL of the radioligand-buffer solution, and 790 uL of the
buffer were mixed.

At different time points, from 3 h before harvest to immediately before, 100 pL of the mem-
brane preparation-buffer solution was added to the vials and incubated at rt. The membrane-
bound radioligand was then separated from free radioligand by rapid filtration through grade
GF/B glass microfiber filters. Each filter unit was suspended in 3 mL ProSafe FC+ liquid scin-
tillation cocktail and measured using liquid scintillation counting (Tri-Carb 2810TR or Tri-
Carb 2910TR). Unlabeled PSB-12150 was used to measure nonspecific binding in a final con-
centration of 50 pM.
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10.4.4 Determination of drug-receptor residence times by kinetic binding assays with
[H]PSB-1503

Phosphate buffer (50 nM, pH 7.4) was used as assay buffer and as wash buffer. The [*H]PSB-
1503 DMSO solution was diluted to a final concentration of 3 nM with buffer. The membrane
preparation was diluted to a final concentration of 100 mg/L with buffer. The compounds to be
tested were dissolved in DMSO. In each vial 10 pL of a compound-DMSO solution, 100 pL
of the radioligand-buffer solution, and 790 pL of the buffer were mixed.

At different time points, from 3 h before harvest to immediately before, 100 puL of the mem-
brane preparation-buffer solution was added to the vials and incubated at rt. The membrane-
bound radioligand was then separated from free radioligand by rapid filtration through grade
GF/B glass microfiber filters. Each filter unit was suspended in 3 mL ProSafe FC+ liquid scin-
tillation cocktail and measured using liquid scintillation counting (Tri-Carb 2810TR or Tri-
Carb 2910TR). Unlabeled PSB-1503 was used to measure nonspecific binding in a final con-
centration of 10 uM.

10.5 Polymerase chain reaction (PCR)

PCR was used to isolate DNA fragments from genomic DNA by selective amplification of a

specific region.
10.5.1 Mutagenesis PCR

Mutagenesis PCR was used to clone hGPR17 into the pFastBacl plasmid and to further muta-
genize recombinant pFastBac1-hGPR17 plasmid constructs. The following pipetting scheme

was used to prepare the PCR samples.

Table 19. Mutagenesis PCR pipetting scheme.

Reagent Amount
Phusion® GC buffer (5X) 5uL

Deoxynucleotide (ANTP) Solution Mix (10 mM) 0.6 puL
DMSO 0.25 pL

Phusion® High-Fidelity DNA Polymerase (2.0 U/mL) | 0.3 uL
PCR grade water 18.25 pL

Template DNA (¢ = 300-500 ng/uL) 0.3 uL

Forward Primer (5 puM) 0.6 uL

Reverse Primer (5 pM) 0.6 pL

The following thermocycler program was used for the PCR samples.
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Table 20. Mutagenesis PCR thermocycler program.

Temperature [°C] | Time [s]
Initial denaturation 98 180
(Denaturation 98 30
Annealing 58 45
Elongation 72 300) x 20
Final Elongation 72 600
Storage 12 )
Lid temperature 105 o0

The PCR products were digested with Dpnl for at least 1.5 h and stored at —20°C until trans-

formation or further PCR.
10.5.2 Overlap extension PCR

Overlap extension PCR is a two-step PCR technique that was used to insert fusion partners into
GPR17 constructs via intermediate mega-primers.

For the first step, primers were designed with 5” and 3’ ends overlapping (20-25 bp) with the
fusion partners and the insertion sites of GPR17 constructs, respectively. These primers were
then used in a first PCR reaction with Q5® High-Fidelity DNA Polymerase to generate mega-
primers containing the fusion partner and with 3” ends complementary to the insertion sites of
the constructs. The following pipetting scheme was used to prepare the PCR samples for the
first PCR.

Table 21. Mega-primer-generating PCR pipetting scheme.

Reagent Amount

Q5® Reaction Buffer (5X) 10 pL
Deoxynucleotide (dNTP) Solution Mix (2.5 mM) | 1L
Forward Primer (5 pM) 2 uL

Reverse Primer (5 uM) 2 uL

Template DNA 0.5 uL

Q5® High-Fidelity DNA Polymerase 0.5 uL

PCR grade water 34 uL

The following thermocycler program was used for the PCR samples.

Table 22. Mega-primer-generating PCR thermocycler program.

Temperature [°C] | Time [s]
Initial denaturation 95 180
(Denaturation 95 30
Annealing 55 60
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Elongation 68 90) x 30
Final Elongation 68 600
Storage 12 )
Lid temperature 105 o0

The PCR products contained the mega-primers, which were extracted and purified from the
mixture by agarose gel electrophoresis and then used in a second PCR together with Phusion®
High-Fidelity DNA Polymerase. The following pipetting scheme was used to prepare the PCR

samples for the second PCR.

Table 23. Overlap extension PCR pipetting scheme.

Reagent Amount
Phusion® GC buffer (5X) 4 uL
Deoxynucleotide (dNTP) Solution Mix (10 mM) 0.6 UL
Magnesium chloride (50 mM) 0.2 uL
Template DNA 0.2 uL
Insert DNA 10 L
Phusion® High-Fidelity DNA Polymerase (2.0 U/mL) | 0.4 pL
PCR grade water 4.6 L

The following thermocycler program was used for the PCR samples.

Table 24. Overlap extension PCR thermocycler program.

Temperature [°C] | Time [s]
Initial denaturation 98 180
(Denaturation 95 30
Annealing 58 60
Elongation 72 300) x 25
Final Elongation 72 300
Storage 12 00
Lid temperature 105 o0

The PCR products were digested with Dpnl for at least 1.5 h and stored at —20°C until trans-

formation or further PCR.
10.6 Agarose gel electrophoresis

Agarose gel electrophoresis was used to separate mixed DNA populations, either for the puri-
fication of specific DNA fragments or for in-process controls.

The gel was prepared by dissolving 0.5 g of agarose powder in 50 mL of TAE buffer by heating
it in a microwave. 1 pL GelRed was added to the 1% (m/v) agarose gel solution to stain and
visualize the DNA later. The gel solution was poured and allowed to stand for at least 20 min
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to harden. DNA samples were mixed with Gel Loading Dye, Purple before transferring up to
30 pL into the gel wells. Different DNA ladders were used depending on the fragment size of
the samples: Lambda DNA/HindIll Marker for fragment sizes between 564 and 21226 bp and
Gene Ruler™ 100 bp DNA Ladder for fragment sizes between 100 and 1000 bp. Electrophore-
sis was performed horizontally with the gel completely immersed in the same TAE buffer (1X).
The gel was typically run at 130 V for 30-60 min and afterward imaged in a ChemiDoc™ MP
Imaging System. When purification of a DNA fragment was intended, the DNA fragment was
cut out during brief irradiation with UV light and purified using the Zymoclean Gel DNA Re-

covery Kit.
10.7 Recombinant protein expression in insect cells

Modified protocols of the Invitrogen Bac-to-Bac Baculovirus Expression System were used to
generate recombinant baculoviruses and subsequently express GPR17 constructs in Sf9 or Tni
insect cells. This approach is based on the transformation of a pFastBac plasmid containing a
specific gene of interest into DH10Bac E. coli containing a baculovirus shuttle vector (bacmid).
Subsequent transposition between the mini-Tn7 element on the pFastBac vector and the mini-
attTn7 target site on the bacmid generates the recombinant bacmid plasmid that is used to
transfect insect cells and thereby generate recombinant baculoviruses containing the gene of
interest. Finally, these baculoviruses are used to infect insect cells, which then express the pro-
tein of interest.

10.7.1 Cloning into the pFastBacl vector

As starting material, hGPR17 DNA in a pcDNA3.1/Zeo(+) vector was used. The restriction
sites for Ascl and EcoRI were introduced by PCR. An in-house produced construct with a
pFastBacl vector and the same restriction sites as well as the PCR product were digested with
Ascl and EcoRI-HF in rCutSmart buffer and then separated into their fragments by agarose gel
electrophoresis. The hGPR17 insert fragment and the pFastBacl vector fragment were excised
from the gel and subsequently purified using the DNA Clean & Concentrator Kit. Vector and
insert fragments were ligated with T4 DNA Ligase in T4 DNA Ligase buffer at 16°C overnight.

10.7.2 Transformation into competent DH5a E. coli and purification of the plasmid DNA
For transformation, 5 pL of the plasmid were added to a 50 pL cell suspension of competent

DH5a E. coli and incubated on ice for 30 min. Bacteria were then heat shocked in a water bath
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at 42°C for 45 s and again placed on ice for 2 min. Next, 100 puL of LB medium at rt was added
and the mixture was incubated for 1 h at 42°C and 350 rpm shaking in a thermocycler. The
suspension was then spread on agar plates containing ampicillin (100 pg/mL) and incubated
overnight for up to 18 h at 37°C.

The following day, single colonies were collected from each plate with a sterile filter tip and
transferred into culture tubes containing a freshly prepared mixture of 5 mL LB medium and
ampicillin (100 pg/mL). The tubes were incubated overnight at 37°C and 220 rpm in a shaker.
The next day, plasmid DNA was purified by ethanol precipitation using the ZR Plasmid Mini-
prep-Classic Kit and taken up in 30 puL of PCR grade water. DNA concentration was measured
using the Colibri Microvolume Spectrometer. Typical yields were between 300 and 500 ng/pL.
Absorbance ratios of 1.8-2.0 for 260 nm/230 nm and 2.0-2.2 for 260nm/280nm were consid-
ered pure DNA. After restriction digestion, agarose gel electrophoresis was performed to en-
sure that transformation and purification were performed correctly and that DNA fragment
length was as expected.

A portion of the purified plasmid DNA was diluted to 20 pL and a concentration between 50
and 100 ng/pL and then sent to Eurofins Genomics for sequencing. The following sequence

primers were used:

e Forward primer: pBakPAC-FP
e Reverse primer: pFASTBAC-R

10.7.3 Transformation into competent DH10Bac E. coli and purification of the bacmid
DNA

A quantity of 500 ng of the purified plasmid was added to a 50 pL cell suspension of competent
DH10Bac E. coli and incubated on ice for 30 min. Then, the bacteria were heat shocked in a
water bath at 42°C for 45 s and again placed on ice for 2 min. To that, 800 puL of LB medium
at rt was added and the mixture was incubated for 4 h at 37°C and 350 rpm shaking in a ther-
mocycler. The suspension was diluted 1:10 and 75 L of the dilution was spread on a 3+2 agar
plate containing tetracycline (10 pg/mL), gentamicin (7 ug/mL), kanamycin (50 pg/mL), IPTG
(40 pg/mL), and X-gal (100 pg/mL). The plate was wrapped in aluminum foil and incubated
at 37°C for at least 48 h.

Cells carrying the unmodified bacmid have a functional lacZ gene, one of the three genes of

the lac operon. The gene product of lacZ is -galactosidase, which cleaves lactose into glucose
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and galactose. IPTG, a molecular mimic of a lactose metabolite, triggers lac operon transcrip-
tion and therefore induces -galactosidase expression. Then, B-galactosidase hydrolyzes X-gal,
an analog of lactose, to galactose and 5-brom-4-chlor-3-indole. The latter then spontaneously
dimerizes and is oxidized to 5,5’-dibromo-4,4’-dichloroindigo, an intensely blue colored prod-
uct that leads to blue colonies. Successfully transformed DH10Bac E. coli can be identified by
blue-white selection: the aforementioned transposition of the mini-Tn7 element of the pFast-
Bac plasmid prevents the p-galactosidase expression by disrupting the reading frame of lacZ,
leaving colonies white, 184 18

Thus, single white colonies were collected with a sterile filter tip and transferred to culture
tubes containing a freshly prepared mixture of 5 mL of LB medium, tetracycline (10 pg/mL),
gentamicin (7 pg/mL), and kanamycin (50 pg/mL). The tubes were incubated overnight at
37°C and 220 rpm in a shaker.

The following day, the bacmid DNA was purified by ethanol precipitation using QIAGEN
Plasmid Buffers (P1, P2, P3). First, the cell suspension was centrifuged at 2500 g for 10 min.
The supernatant was removed and 400 pL of Buffer P1 (resuspension buffer) was used to re-
suspend the pellet and transfer it to another tube. Next, 400 pL of Buffer P2 (lysis buffer) were
added and the tube was carefully inverted repeatedly. Then, 400 pL of Buffer P3 (neutralization
buffer) were added and the tube was again carefully and repeatedly inverted. The mixture was
centrifuged at 14000 g and 4°C for 15 min. The supernatant containing the bacmid DNA was
added to 800 pL isopropanol and gently inverted several times. The tube was stored at —20°C
for at least 30 min. After centrifuging again at 14000 g and 4°C for 15 min, the pellet was
washed twice with 500 pL of pre-chilled ethanol. The pellet was then dried in a laminar flow
cabinet and dissolved in 30 pL of PCR grade water.

DNA concentration was measured using the Colibri Microvolume Spectrometer. Typical yields
were between 2500 and 5000 ng/uL.

10.7.4 Bacmid verification test

PCR analysis was performed to verify the presence of bacmid DNA. The used M13/pUC for-
ward and reverse primers are complementary to regions flanking the mini-attTn7 site on the
bacmid and thus also amplify the potentially inserted gene of interest. The following pipetting

scheme was used to prepare the PCR samples.
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Table 25. Bacmid verification test pipetting scheme.

Reagent Amount
10x Standard Taq buffer | 2.5 pL
10 mM dNTPs 0.5 uL

M13_forward 5 uM 0.5 uL
M13_reverse 5 uM 0.5puL
Template (Bacmid) 1uL
Taq Polymerase 0.15 L
DEPC-treated H,O 19.85 pL

The following thermocycler program was used for the PCR samples.

Table 26. Bacmid verification test thermocycler program.

Temperature [°C] | Time [s]
Initial denaturation 95 30
(Denaturation 95 30
Annealing 58 60
Elongation 68 180) x 25
Final Elongation 72 300

The PCR products were then analyzed in agarose gel electrophoresis to verify the transposition
of the pFastBacl vectors into the bacmid vectors. The bacmid vector without a transposed
construct has a band of 300 bp, while the bacmid vector with the correctly transposed construct

has a band of approximately 3500 bp (2300 bp plus the size of the insert).
10.7.5 Bacmid transfection into Sf9 insect cells

The transfection medium was prewarmed to rt, and the X-tremeGENE HP was prewarmed to
4°C and vortexed. For each transfection, 5 pL of the bacmid DNA was added to a mixture of
100 pL transfection medium and 3 pL X-tremeGENE HP. The mixture was mixed gently and
incubated at rt for 15 min. The mixture was then added to 2.5 mL of Sf9 cells at 10° cells/mL
in a deep well plate. The plates were incubated at 27°C and 400 rpm for 96 h. A gp64 assay
was performed to confirm a successful transfection. The deep-well plate was then centrifuged
at 2000 rpm for 15 min to harvest the supernatant containing the baculovirus (P1), which was
then stored at 4°C.

10.7.6 Infection of insect cells

Baculovirus containing the gene of interest was used to infect insect cells for multiple reasons:

First, the P1 virus was often amplified in a first round of infection to obtain a P2 virus with a
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higher titer, which was subsequently used to infect insect cells, as insect cells produce low
virus titers. Only Sf9 insect cells can be used for this purpose since Tni insect cells do not
produce virus. Higher virus passages are not recommended since the viruses are prone to re-
combination, which could mutate the gene of interest. Secondly, the infection was used to in-
duce expression of the protein of interest in various levels. Hence, listed below are several
infection options:
e 400 pL (except where noted) of P1 or P2 were used to infect 40 mL of freshly grown
Sf9 insect cells at 2—3 x 10° cells/mL (small-scale expression in Sf9 insect cells)
e 400 pL (except where noted) of P2 were used to infect 40 mL of freshly grown Tni
insect cells at 2—3 x 10° cells/mL (small-scale expression in Tni insect cells)
e 3-6 mL of P2 were used to infect 450-900 mL of freshly grown Sf9 insect cells at 2—3
x 10° cells/mL (large-scale expression in Sf9 insect cells)
e 3-6 mL of P2 were used to infect 450900 mL of freshly grown Tni insect cells at 2—3
x 108 cells/mL (large-scale expression in Tni insect cells)
In all cases, the mixture was incubated at 27°C and 150 rpm for 48 h (except where noted).
FLAG expression assay was performed to confirm successful infection. Small-scale expression
batches were harvested by centrifugation at 4000 g for 15 min. Only for small-scale expression
in Sf9 insect cells, the baculovirus (P2) containing supernatant was recovered and stored at
4°C. Large-scale expression batches were harvested by centrifugation at 4000 g for 30 min.
Cel pellets were then resuspended in 30 mL PBS and centrifuged again at 4000 g for 20 min.

In all cases, the final obtained cell pellet was stored at —80°C.
10.7.7 Transfection and infection control via flow cytometry

Baculovirus-infected cells express glycoprotein 64 (gp64) on their surface, while expression of
the protein of interest is accompanied by the expression of the N-terminal FLAG tag attached
to each construct, making these structures viable targets for assessing transfection and infection
success, respectively, via flow cytometry. Additionally, for infection control, total and surface
expression levels were assessed individually with partial use of Triton X-100, a detergent that
permeabilizes the cell membrane and allows detection of (misexpressed) intracellular FLAG-
tags.

The phycoerythrin-conjugated anti-GP64 antibody stock solution (0.2 mg/mL) or the fluores-
cein-conjugated anti-FLAG antibody stock solution (0.5 mg/mL), respectively, was diluted
1:100 in TBS buffer supplemented with 4 % bovine serum albumin (BSA). Cell samples of
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5 uL, containing approx. 1-1.5 x 10% cells, were mixed with 5 pL diluted antibody solution.
For the FLAG-assay, cell samples were employed in duplicate so that Triton X-100 could be
added to every second one. The mixture was incubated for 20 min at 4°C in the dark. Subse-
quently, 90 pL of TBS buffer was added to the mixture and it was analyzed using a Guava
easyCyte HP flow cytometer (blue laser A=488 nm, detection channel yellow fluorescence [for
gp64 assay] or green and red fluorescence [for FLAG assay]). Native Sf9 insect cells lacking
gp64 and not expressing FLAG-tags were used as negative control to distinguish between trans-
fected/infected and non-transfected/non-infected populations.

10.7.8 Insect cell membrane preparation and protein purification

Samples and buffers were stored on ice throughout the membrane preparation and protein pu-

rification process. All centrifugation and rocking steps were performed at 4°C.
10.7.8.1 Insect cell membrane preparation

Small-scale expression

The cell pellet was resuspended in 25 mL low osmotic buffer plus half a tablet of cOmplete
Protease Inhibitor Cocktail and homogenized using a 15 mL Dounce homogenizer. The sus-
pension was then centrifuged at 48000 g for 30 min. The supernatant was discarded and the
cell pellet was resuspended in 25 mL high osmotic buffer and then homogenized and centri-
fuged again as described above. The washed cell pellet was resuspended in 3 mL resuspension
buffer and homogenized using a 2 mL Dounce homogenizer. The membrane preparation was
then frozen in liquid nitrogen and stored at —80°C.

Large-scale expression

The cell pellet was resuspended in 80-90 mL low osmotic buffer plus three tablets of cOmplete
Protease Inhibitor Cocktail and homogenized using a 100 mL Dounce homogenizer. The sus-
pension was then centrifuged at 48000 g for 30 min. The supernatant was discarded and the
cell pellet was resuspended again in 80-90 mL low osmotic buffer plus two tablets of protease
inhibitor cocktail. Subsequently, the cell pellet was resuspended in 80-90 mL high osmotic
buffer and then homogenized and centrifuged again as described above. This was repeated two
more times. The washed cell pellet was resuspended in 50 mL resuspension buffer and homog-
enized using a 40 mL Dounce homogenizer. Batches of 25 mL membrane preparation were

then frozen in liquid nitrogen and stored at —80°C.
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10.7.8.2 Preparation of the DDM/CHS stock solution

5 g of DDM were dissolved in 40 mL 250 mM Tris buffer at pH 8.0. Then, 1 g of CHS was
added and the mixture was sonicated using a Sonopuls HD 2070 sonicator equipped with the
Sonotrode MS 73 microtip at 95% power for approximately 15 min until CHS was completely
dissolved. Subsequently, the volume was adjusted to 50 mL with water and rocked overnight
at 4°C. The next day, the mixture was sterile-filtered and the resulting 10%/2% (w/v)
DDM/CHS stock solution was stored at 4°C.

10.7.8.3 Solubilization and TALON binding

Small-scale expression

3 mL membrane preparation was thawed on ice. 2 mg/mL iodoacetamide was added and the
sample was rocked for 30 min. If necessary, ligand was added to a final concentration of 1 uM
and the sample was rocked for 30 min. 3 mL 2x solubilization buffer was added and the sample
was rocked for 3 h. The solubilized membranes were then centrifuged at 10000 g for 30 min.
The supernatant was added to 12.5 pL of washed TALON IMAC Cobalt (Co?*) resin beads
(corresponding to 25 pL slurry). Imidazole was added to a final concentration of 20 mM. The
mixture was rocked overnight.

Large-scale expression

25 mL membrane preparation was thawed on ice. 2 mg/mL iodoacetamide was added and the
sample was rocked for 30 min. If necessary, ligand was added to a final concentration of 1 uM
and the sample was rocked for 30 min. 25 mL 2x solubilization buffer was added and the sam-
ple was rocked for 3 h. The solubilized membranes were then centrifuged at 10000 g for
30 min. The supernatant was added to 375-500 pL of washed TALON IMAC Co?* resin beads
(corresponding to 750-1000 pL slurry). Imidazole was added to a final concentration of
20 mM. The mixture was rocked overnight.

10.7.8.4 Purification and elution

Small-scale expression

The mixture was centrifuged at 100 g for 5 min to pellet the resin. Most of the supernatant was
removed. The pellet was resuspended in the remaining buffer, pipetted into an empty gravity
flow column, and briefly centrifuged. The column was washed with 750 pL wash buffer 1 and

centrifuged briefly, then washed with 500 pL wash buffer 2 and briefly centrifuged again. The
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washed protein was eluted by adding elution buffer to the column in three steps of 25, 50, and
50 pL; each step was incubated for 10 min and the elution fractions were combined.
Large-scale expression

The resin beads were pipetted into an empty gravity flow column and let settled down. The
column was washed with 10-15 column volumes (CV) (1 CV is the volume of resin beads
used) wash buffer 1. Then, the column was washed with 10 CV wash buffer 2. The washed
protein was eluted by adding elution buffer in four steps of 500 pL and incubating 10 min
between each elution step. The elution fractions were combined and concentrated to ~200 pL

using Vivaspin 100 concentrators.

10.8 Protein analysis

The purified and eluted protein solution was used for SDS-PAGE, SEC, and TSA.
10.8.1 SDS-PAGE

SDS-PAGE was performed using Bis-Tris gels. The following scheme was used to prepare the

resolving gel for four Bis-Tris gels.

Table 27. SDS-PAGE resolving gel pipetting scheme.

Reagent Amount

1 M Bis-Tris pH 6.5-6.7 6.5 mL

30 % Acrylamide/bis-acrylamide (37.5:1) 6.5 mL
H.O 6.5 mL

10 % APS 120 pL
N,N,N’,N’-tetramethylethylenediamine (TEMED) | 48 uL

The resolving gel was immediately pipetted into each gel cassette and layered with 70 % iso-
propanol. After a polymerization time of 30 min, the isopropanol was drained. The following
scheme was used to prepare the stacking gel.

Table 28. SDS-PAGE resolving gel pipetting scheme.

Reagent Amount
1 M Bis-Tris pH 6.5-6.7 2.4 mL
30 % Acrylamide/bis-acrylamide (37.5:1) 1.6 mL
H.0 5.6 mL
10 % APS 48 pL
N,N,N’,N’-tetramethylethylenediamine (TEMED) | 32 pL
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The stacking gel was pipetted onto the resolving gel and a 10-well comb was inserted. The gel
was stored at 4°C or used directly for SDS-PAGE.

To prepare the samples, the reducing agent dithiothreitol was added to the purified protein
solution to a final concentration of 200 mM to prevent formation of intra- and intermolecular
disulfide bonds between cysteine residues and allow for better separation of proteins. The so-
lution was then mixed with NUPAGE LDS Sample Buffer (4X) to a total volume of 30 pL and
incubated for 30 min at 37°C. The gel was clamped into the electrophoresis module with a
thick glass clamped on the other side. The buffer chambers were filled with SDS-PAGE run-
ning buffer. The samples and 5 puL of PageRuler Prestained Protein Ladder were loaded onto
the gel. Electrophoresis was started at 50 V and increased to 120 V once the resolving gel was
reached.

The gel was stained with Coomassie protein staining solution by heating in a microwave. The
gel was destained by heating in the microwave with water and visualized using a ChemiDoc

MP imaging system.
10.8.2 Size exclusion chromatography (SEC)

The sample was centrifuged for 10 min at 14000 g and 4°C to remove particles and moved to
water-cooled HPLC vials. Then, 30 pL of the protein solution was injected via the autosampler
into an Agilent Technologies 1260 Infinity HPLC system with a Sepax NanoFilm SEC-250
column (4.6x250 mm, 5 um particle size, 250 A pore size). The HPLC running buffer was pre-
cooled, the autosampler was run at 4°C, the flowrate was set to 0.5 mL/min, and the detection

wavelength was set to 280 nm.
10.8.3 Thermostability assay (TSA)

A CPM stock solution in DMSO at 4 mg/mL was prepared. The stock solution was diluted 1:40
with HPLC running buffer. 1 pL of this CPM dilution was mixed with ~1 pg of protein and, in
case of evaluating ligand-bound constructs, 1 uM final concentration of ligand and adjusted to
50 pL with HPLC running buffer. The sample was incubated for 10 min at 4°C in the dark.
Then, the temperature-dependent fluorescence was analyzed using a Rotor-Gene Q real-time
PCR cycler over a temperature range of 30 to 95°C in 1°C steps. The excitation wavelength
was set to 365 nm, the detection wavelength was set to 460 nm, and the fluorescence gain was

set to 1. The sample was incubated for 95 s in the first step and 10 s in each subsequent step.
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11 List of abbreviations

Table 29. List of abbreviations.

Abbreviation

Description

1321N1-hGPR17 cells

Human brain astrocytoma 1321N1 cells stably transfected with
hGPR17

AB Amyloid beta

AC Adenylate cyclase

AD Alzheimer’s disease

ADP Adenosine diphosphate

APOE Apolipoprotein E

APP Amyloid precursor protein

APS Ammonium persulfate

ATP Adenosine triphosphate

Bis-tris 2-[Bis(2-hydroxyethyl)amino]-2-(hydroxymethyl)propane-1,3-diol
BRIL Thermostabilized apocytochrome bse, RIL
CAMP Cyclic adenosine monophosphate

Ca?* Calcium ion

CASP14 14th Critical Assessment of Structure Prediction
CHO Chinese hamster ovary

CHO-FITR-hGPR17
cells

CHO-FITR cells stably transfected with hGPR17

CHS Cholesteryl hemisuccinate

CLTR Cysteinyl leukotriene receptors

CMV Cytomegalovirus

CNS Central nervous system

Co? Cobalt ion

COP Committed oligodendrocyte precursor cells
CPM N-[4-(7-Diethylamino-4-methyl-3-coumarinyl)phenyl]maleimide
cryo-EM Cryogenic electron microscopy

DAG Diacylglycerol

DDM n-Dodecyl-p-D-maltopyranoside

DMEM Dulbecco’s Modified Eagle Medium

DMSO Dimethyl sulfoxide

DNA Deoxyribonucleic acid

dNTP Deoxynucleoside triphosphate

EAE Experimental autoimmune encephalomyelitis
ECso Half-maximal effective concentration

ECL Extracellular loop

EDTA Ethylenediaminetetraacetic acid

EEC Enteroendocrine cell

ERK Extracellular signal-regulated kinase

ERK1/2 Extracellular signal-regulated kinase 1/2
EPAC1 Exchange protein directly activated by cCAMP 1
FACS Fluorescence-activated cell sorting
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FFAR Free fatty acid receptor

FITC Fluorescein isothiocyanate

FITR Flp-In T-REX

GABA v-Aminobutyric acid

GDP Guanosine diphosphate

GIRK G protein-coupled inwardly rectifying potassium
GLP-1 Glucagon-like peptide 1

gp64 Glycoprotein 64

GPCR G protein-coupled receptor

GRK G protein-coupled receptor kinase
GTP Guanosine triphosphate

HEK293 Human embryonic kidney 293

HEPES 2-[4-(2-Hydroxyethyl)piperazin-1-yl]ethanesulfonic acid
hGPR17 Human GPR17

hGPR17-L Human GPR17 (long isoform)
hGPR17-S Human GPR17 (short isoform)

HLA Human leukocyte antigen

HMDB Human Metabolome Database

HPLC High-performance liquid chromatography
ICso Half-maximal inhibitory concentration
ICL Intracellular loop

IMAC Immobilized metal affinity chromatography
IP; Inositol trisphosphate

IPTG Isopropyl p-D-1-thiogalactopyranoside
IRES Internal ribosomal entry site

IUPHAR International Union of Pharmacology
Kd Dissociation constant

KHB Krebs-Hepes buffer

Ki Inhibition constant

LB Lysogeny broth

LCP Lipidic cubic phase

LDS Lithium dodecyl sulfate

LPAR Lysophosphatidic acid receptor

LTBs Leukotriene By

LTC, Leukotriene Cq4

LTD4 Leukotriene D,

LVX Lily virus X

MAPK Mitogen-activated protein kinase
mGPR17 Mouse GPR17

MOPS 3-(N-Morpholino)propanesulfonic acid
MS Multiple sclerosis

NAM Negative allosteric modulator

NECA 5'-N-Ethylcarboxamidoadenosine
NMDA N-methyl-D-aspartate

oL Oligodendrocyte

OPC Oligodendrocyte progenitor cell
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P2YR P2Y receptor

PAGE Polyacrylamide gel electrophoresis
PAM Positive allosteric modulator

PAR Protease-activated receptor

PCR Polymerase chain reaction

PI3K Phosphatidylinositol-3-kinase

PIP; Phosphatidylinositol-4,5-bisphosphate
PBS Phosphate-buffered saline

PCR Polymerase Chain Reaction

PD Parkinson’s disease

PKA Protein kinase A

PKC Protein kinase C

pre-OL Pre-oligodendrocyte

PSEN1/2 Presenilin 1/2

rGPR17 Rat GPR17

RhoGEF Rho guanine nucleotide exchange factors
ROS Reactive oxygen species

rpm Revolutions per minute

rt Room temperature

SAR Structure-activity relationship

SDS Sodium dodecyl sulfate

SEC Size exclusion chromatography

Sf Spodoptera frugiperda

shRNA Short hairpin RNA

SiIRNA Small interfering RNA

T2DM Type 2 diabetes mellitus

TAE Tris-acetate-EDTA

TBS Tris-buffered saline

TCF7L2 Transcription factor 7-like 2

TEMED N,N,N’,N’-Tetramethylethylenediamine
THTMP 2-(3,4-Dihydroquinolin-1(2H)-yl)(p-tolyl)methyl)phenol
™ Transmembrane

Twm Melting temperature

Tni Trichoplusia ni

Tris Tris(hydroxymethyl)aminomethane
TSA Thermostability assay

UDP Uridine diphosphate

UTP Uridine triphosphate

X-gal 5-Bromo-4-chloro-3-indolyl-f-D-galactopyranoside
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The orphan G protein-coupled receptor (GPCR) GPR17, whose physiological ag-
onist remains unknown, has emerged as a promising drug target for multiple
sclerosis (MS). Blockade of the receptor enables remyelination and may offer a
novel therapeutic strategy for MS. Only recently, potent and selective tool com-
pounds for GPR17 have become available, and patents on antagonists have
surged, leading to the first clinical candidate, the GPR17 antagonist PTD802,
which is to be developed for MS therapy. This may pave the way for further clin-
ical studies exploring additional indications, such as neurodegenerative dis-
eases. The newly determined cryo-electron microscopy (cryo-EM) structure of
GPR17 is expected to facilitate future structure-based drug design efforts. This
review presents and discusses these latest developments, providing a timely
and comprehensive overview to guide future research in the field.

GPR17 - a promising drug target for multiple sclerosis and beyond

GPR17 is a class A (rhodopsin-like), d-branch GPCR (see Glossary). This branch comprises re-
ceptors that can be activated by nucleotides (P2Y receptors), lipids [cysteinyl-leukotriene (CysLT)
receptors, platelet-activating factor receptor, free fatty acid receptors, lysophosphatidic acid re-
ceptors, prostaglandin receptors, and thromboxane receptors], small carboxylic acids (succinate
receptor, oxoglutarate receptor), or peptides (e.g., proteinase-activated receptor 1). Dysregula-
tion of GPR17 has been implicated in MS [1-6], a devastating demyelinating disease without
curative treatment [7].

Different clinical phases and types of MS with different predominant symptoms exist [8,9]. These
are subdivided into relapsing-remitting MS (RRMS), which can proceed to secondary-
progressive MS (SPMS) with time, and primary-progressive MS (PPMS) characterized by less in-
flammation and more neurodegeneration. While disease-modifying therapies developed during
the past decades have led to a decrease in relapses and disabilities by reducing neuroinflamma-
tion, they are particularly useful for treating RRMS; however, only a few treatment options for
SPMS - and even fewer for PPMS — are available [8]. Remyelinating agents might fill this gap, po-
tentially leading to substantial remission [7]. A promising target for remyelination is GPR17,
based on the finding that knockdown of Gpr77 in rats leads to myelin sheath regeneration [6]. Un-
fortunately, research on GPR17 has been hampered by confusion, irreproducible results, and
contradictions. There are ongoing debates about its endogenous ligand [10-16] (Table 1), dis-
putes about its activation or inhibition by certain nucleotides and leukotriene-based compounds
[12,15,17,18] (Table 1), and disagreements about its expression on neurons, astrocytes, and mi-
croglia [1,5,10,19,20] (Table 2). This has been in part due to the lack of potent and selective tool
compounds to study GPR17, but in the past few years suitable ligands have been discovered,
optimized, and validated [21-23]. Additionally, several patents describing GPR17 antagonists,
intended to be developed clinically, have been filed [24-40]. Moreover, the first GPR17-
selective clinical candidate, the antagonist PTD802, was developed and will soon be investigated
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clinically (https://phenotherapeutics.com/wp-content/uploads/2025/01/Pheno-CTA-approval-
press-release-FINAL-10-01-2025.pdf). Further proposed remyelinating agents — the muscarinic
M, receptor antagonist PIPE-307 (Phase 2), and the lysophosphatidic acid LPA; receptor antag-
onist PIPE-791 (Phase 1) —are currently being evaluated in clinical trials to assess their therapeutic
potential (https://www.contineum-tx.com/programs/) in RRMS (M; antagonist) and in progres-
sive MS (LPA; antagonist).

The first clinical trial of a GPR17 antagonist for MS is anticipated to spark interest in further indica-
tions. Evidence from preclinical studies indicates involvement of GPR17 in neurodegenerative
diseases such as Alzheimer’s disease (AD) and Parkinson’s disease (PD) [41-44], glioblas-
toma [45-50], ischemic injury [20,51-57], bronchial asthma [58], and diabetes and obesity [59-61],
indications that await future validation. Furthermore, a cryo-electron microscopy (cryo-EM)
structure has revealed the receptor’s three-dimensional arrangement and will allow rational drug
development to be taken to the next level [62], supporting future drug development campaigns.

In this review we provide an overview of GPR17 expression and regulation, examine the first cryo-
EM structure of the receptor, and evaluate GPR17 agonists and antagonists that enable biolog-
ical studies including target validation. Relevant signaling pathways, genetic variants, and the role
of GPR17 in pathological conditions are discussed. The potential role of GPR17 as a drug target
for MS, neurodegenerative diseases such as AD and PD, ischemic injury, glioblastoma, bronchial
asthma, diabetes, and obesity is critically reviewed.

GPR17 expression and regulation

GPR17 expression in brain and peripheral tissues

The human (h) GPR177 gene, which is located on chromosome 2921, has two open reading frames
(ORFs), resulting in two receptor isoforms [63] that differ in the length of their extracellular N terminus:
283 amino acids in the short isoform hGPR17-S, 51 amino acids in the long isoform hGPR17-L, the
following sequence being omitted in hGPR17-S: MSKRSWWAGSRKPPREMLKLSGSDSSQS. Inter-
estingly, the closely related mouse CysLT+ receptor also exists in two isoforms, but it is unknown
whether they have different functions [64]. In contrast, the mouse (M) and rat (r) Gpr17 genes code
for only a single receptor isoform (MGPR17, rGPR17) corresponding to hGPR17-S.

Analysis of hGPR17 gene expression by RT-PCR [10,15,65] revealed the central nervous
system (CNS) to be the primary location of expression, which was confirmed by immunohisto-
chemical GPR17 protein expression analysis in mice using commercially available anti-GPR17
antibodies (Cayman Chemicals, MI, USA) [4]. Analysis of hGPR17 protein expression in brain
has only been performed using custom-made antibodies [5], and not yet been independently
confirmed [66].

hGPR17 expression has also been reported in peripheral tissues, particularly in those that are
susceptible to ischemic damage, including heart [10], intestine [60], kidney [10,65,67], liver
[10,67], and lung [10] (Table 2). In addition, mGPR17 expression was reported in a population
of cardiac-resident stromal cells in the heart using custom-made antibodies [2], and hGPR17 ex-
pression was reported in enteroendocrine cells in the intestine using commercially available anti-
GPR17 antibodies (Novus Biologicals, Wiesbaden, Germany) [60].

hGPR17-S was reported to be the predominant form in the brain, whereas peripheral tissues ap-
pear to preferentially express hGPR17-L [65]. More extensive studies are needed to elucidate the
differences between the isoforms. So far, most published work focused on the short isoform
expressed in brain with the aim of elucidating its structure and function.
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Glossary

Alzheimer’s disease (AD): a
neurodegenerative disorder resulting in
the accumulation of 3-amyloid (A() and
tau proteins in the brain. It is
characterized by cognitive decline and
memory loss.

Central nervous system (CNS): the
brain and spinal cord.

Cryo-electron microscopy (cryo-
EM): a structural biology technique for
determining the 3D structure of
biomolecules at near-atomic resolution.
Demyelination: the loss of or damage
to the myelin sheaths that surround
nerve fibers, impairing signal
transmission and contributing to
neurological disorders such as MS.

G protein-coupled receptor (GPCR):
one of a family of membrane proteins
which have seven transmembrane
helices that transduce signals from
extracellular to intracellular
compartments mainly via G protein
activation, and that are involved in
regulating a wide range of physiological
processes.

Multiple sclerosis (MS): a chronic
inflammatory autoimmune disease
affecting the CNS, characterized by
demyelination and neuroinflammation.
Neurodegenerative diseases: a
group of disorders characterized by
progressive loss of function or structure
of neurons, involving complex
pathological processes including the
accumulation of abnormal protein
aggregates and inflammation. Examples
include Alzheimer’s and Parkinson’s
diseases.

Oligodendrocytes (OLs): myelin-
producing cells of the CNS.

Orphan receptor: a receptor for which
the endogenous agonist is still unknown.
Parkinson’s disease (PD): a
neurodegenerative disorder caused by
the loss of dopamine-producing
neurons in the substantia nigra. It is
characterized by tremors, rigidity,
bradykinesia, or even akinesia.
Potency: drug concentration required
to produce an effect of specific intensity.
(Re-)myelination: the process of (re)
generating (or restoring) myelin sheaths
around (damaged) nerve fibers.
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Table 1. Proposed agonists and antagonists of GPR17 with ECsq or ICsq values

Compound ECso or ICs0 (LM) Year proposed as Comments Refs.
GPR17 agonist or
antagonist
Agonists
o) UDP: 1.1 2006 Could not be confirmed by other [10-15]
UDP-glucose: 12 groups
‘ NH UDP-galactose: 1.1%
N~ ~O
(0] (0]
BN eNIjFe)
R ® o
OH OH
OH OH
UDP (R =H)

UDP-glucose (R = D-glucopyranosyl)
UDP-galactose (R = b-galactopyranosyl)

OH 0 LTD,4: 7.2 2006 Could not be confirmed by other [10,13,15]
LTC,: 0.33% groups
LTD4 (R =H)
LTC, (R =
0. ‘\:
HoN OH
(e]
0.00027° 2011 Could not be confirmed by other [12,15,17]
groups
0.33 2013 Non-selective NMDA receptor [21,12,15,104]

antagonist (ICsq = 0.17 M)
Range: 0.0071-
6.68‘gb’ c,defghijkl

MDL 29,951

(continued on next page)
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Table 1. (continued)

Compound ECsp or ICsp (M)
fo) PSB-18422: 0.028'
OH
E PSB-18484: 0.032'
OH
A\
N (0]
R H

PSB-18422 (R = Br)
PSB-18484 (R =)

(@]
OH
OH
QL. Qgi
N (@]
© H

0.27'

PSB-1837
o) PSB-1867: 0.12'
OH
R PSB-18183: 0.067'
OH
A\

H3C/\/\/\o ” o)

PSB-1867 (R = H)

PSB-18183 (R = C)

CHy 23°
HsC\o HaC o]
o]
N N CHs

ACTMLNKK
cH, 16°
\)Ok CHy
/N\ S
N \']\‘/ N
Q F
N ,gd/ Q .
O\JN o OkF
T0510.3657
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Year proposed as
GPR17 agonist or
antagonist

2018

2018

2018

2018

2018

Comments

High potency (10-fold higher than
MDL 29,951), high selectivity (ECso
at P2Y+/5/4/6 > 50 pM)*

Potency comparable to MDL
29,951, high selectivity (ICso at
NMDA receptor > 1000 pM)*

High potency (3- to 5-fold higher
than MDL 29,951), high selectivity
(ECs0 at P2Y1/2/4/6/12/14 > 50 UM)*

Low potency, selectivity unknown

Low potency, selectivity unknown;
reported to induce cell death in
GBM cells

Refs.

(1]

(1]

(1]

(88]

[88,89]
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Table 1. (continued)

Compound ECsp or ICsp (UM) Year proposed as Comments Refs.
GPR17 agonist or
antagonist
o 19-60" 2021 Low potency, selectivity unknown, [60,105]
)k /@ reported to induce cell death in
(o) H GBM cells

HO
Cl
CHBC
3.9-4.8 % 2023 Could not be confirmed by other [15,16]
>10' groups
HO
24(S)-Hydroxycholesterol
Antagonists
N~Sch, 0.00070™ 2006 P2Y 1, receptor antagonist (ICso = [10,15,18,106]
clal Ny 0.82 nM), could not be confirmed
[e] (o] (o] 4
Hoi\t\:)k%,o\%/o i <N \ g or by other groups [15,18]
HO OH OH
HO OH
Cangrelor
_CHjg 0.51™ 2006 Nonselective P2Y receptor [10,107]
HN antagonist (ICso = 3.5 pM)®
N S
N
e ¢l
HO.Ii_O /)
R o7 N
OH
O._.OH
R
HO O
MRS2179
0.011-0.11™ Pq 2006 Nonselective CysLT; receptor [10,12,23,108,109]
2.7-45"° antagonist (ICso = 5.8 nM° or 3.8
nM")

Pranlukast

(continued on next page)
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Table 1. (continued)

Compound

OH

Montelukast

H
o 0N COH
{ \©\/\/O\E/>\
Q
R

COH

HAMI3379 (R = cyclohexyl)
BayCysLT, (R = phenyl)

\
\N

I-116

Qgp
@)’LN
R— H
=

14a(R=H)

14f (R = m-CFy)
141 (R = p-Cl)
14m (R = 0-Cl)

L,

2

(0}

H3C

\

(0} NH

PSB-22269 (R = OCHy)
PSB-24040 (R = CFy)
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ECsp or ICsp (UM) Year proposed as
GPR17 agonist or
antagonist

0.035-0.060™ P 2006

>1 OH, o

0.1-10™ @ P ¥ = 2018

0.0041-0.033" * ¥ 2017 /2023

14a: 3.2” 2020

14f; 3.8°

141: 3.4°

14m: 1.7°

PSB-22269: 2024

0.0089-0.13F 8 &b ac

PSB-24040:

0.0079-0.30° @ b ac
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Comments

Nonselective CysLT; receptor
antagonist (ICso = 3.4 NM)*;
promoted neuronal outgrowth in
dopaminergic organotypic slice
co-cultures [42]

Nonselective CysLT, receptor
antagonists (HAMI3379 ICso = 3.8
nM", BayCysLT, ICso = 53 M)

High potency, indolyl-sulfonamide
scaffold

Suramin-derived scaffold, 14a and
14f are selective (P2Y5 ICso > 10),
while 14l and 14m are dual
antagonists (similar P2Y5 ICs)

High potency, anthranilic acid
scaffold

Refs.

[10,12,23,42,108]

[18,110,111]

[15,24]

(2]

(23]
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Table 2. Overview of GPR17 expression in human organs and tissues
Organ/tissue Expression level ~ Predominant isoform  Refs

Brain: Highest Short [1,3,5,10,19,20,57,75]
* |ate oligodendrocyte progenitor cells

(OPCs), pre-oligodendrocytes (pre-OLs)

 could not be confirmed by other groups:

astrocytes, neurons, microglia

Heart: cardiac-resident stromal cells High Long [2,10]
Kidney High Long [10,67]
Intestine: enteroendocrine cells Moderate n.d.? [60]
Liver: hepatocytes Low n.d.? [10,67]
Lung Low n.d.? [10]

2n.d., not determined.

Dynamic regulation of GPR17 in oligodendrocytes

In the brain, GPR17 is moderately expressed in a subset of oligodendrocyte (OL) progenitor
(precursor) cells (OPCs), also known as neural/glial antigen 2 (NG2) cells due to the presence
of the chondroitin sulfate proteoglycan NG2 in their later, morphologically more complex stages,
and to a greater extent in pre-oligodendrocytes (pre-OLs) (Table 2 and Figure 1) [68,69]. In a
recently introduced nomenclature for OL lineage cells, these GPR17-expressing cells are
termed ‘committed OL precursor cells’ (or COPs), corresponding to late-stage OPCs and pre-
OLs, which represent a transitional stage between early GPR17~ OPCs and newly formed OLs
(NFOs, also known as immature OLs) [70]. mGpr17 expression in COPs is upregulated by OL tran-
scription factor 2 (Olig2) [71], which appears to be affected by mammalian target of rapamycin
(MTOR) and WNT signaling [72,73], with high WNT activity suppressing Gpr17 expression and
vice versa, as observed in mouse brain [73].

Notes to Table 1.

3ECsy value determined in [*°S]GTPYS binding assays using membrane preparation from 1321N1 astrocytoma cells transfected with hGPR17.
PECs, value determined in cAMP assays in HEK293 cells transfected with \GPR17.

®ECs0 value determined in cAMP assays in CHO-K1 cells transfected with hGPR17.

9ECs value determined in cCAMP assays in 1321N1 astrocytoma cells transfected with hGPR17.

®ECs0 value determined in [*°S]GTPYS binding assays using membrane preparation from HEK293 cells transfected with hGPR17.

TECs value determined in [P°S]GTPYS binding assays using membrane preparations from CHO-K1 cells transfected with h\GPR17.

9ECsq value determined in calcium mobilization assays in HEK293 cells transfected with hGPR17.

NECs, value determined in calcium mobilization assays in CHO-K1 cells transfected with hGPR17.

'ECsp value determined in calcium mobilization assays in 1321N1 astrocytoma cells transfected with hGPR17.

JECs value determined in [*°S]GTPyS binding assays using membrane preparation from COS7 cells transfected with hGPR17.

KECs value determined in CAMP assays in SK-N-MC cells transfected with hGPR17.

'ECs value determined in calcium mobilization assays in SK-N-MC cells transfected with hGPR17.

M|Csp value determined in [3SS]GTPVS binding assays using membrane preparation from 1321N1 astrocytoma cells transfected with hGPR17.
"ICsp value determined in IP; assays versus agonist MDL 29,951 in HEK293 cells transfected with hGPR17.

°|Cso value determined in calcium mobilization assays versus agonist MDL 29,951 in HEK293 cells transfected with hGPR17.

PICs value determined in calcium mobilization assays versus agonist MDL 29,951 in 1321N1 astrocytoma cells transfected with hGPR17.
9ICs, value determined in [*H]LTD, binding assays using membrane preparation from COS7 cells transfected with CysLT; receptor.

"ICsp value determined in IPy assays versus CysL Ty receptor agonist LTD,4 in HEK293 cells transfected with CysLT; receptor.

°ICsp value determined in platelet aggregation assay versus agonist ADP in platelets purified from human blood.

Y1Cs value determined in [*°S]GTPYS binding assays using membrane preparation from COS7 cells transfected with hGPR17.

YICsp value determined in cAMP inhibition assays versus agonist MDL 29,951 in SK-N-MC cells transfected with hGPR17.

VICsq value determined in calcium mobilization assays versus agonist MDL 29,951 in SK-N-MC cells transfected with hGPR17.

YICsq value determined in calcium mobilization assay versus CysLT, receptor agonist LTD, in CHO cells transfected with CysLT, receptor.
¥ICsp value determined in B-arrestin assay versus CysLT, receptor agonist LTD, in C2C12 myobilast cells transfected with CysLT, receptor.
YICs0 value determined in 3-arrestin assay versus agonist MDL 29,951 in HEK293 cells transfected with hGPR17.

?|Csp value determined in calcium mobilization assays versus agonist MDL 29,951 in CHO cells transfected with hGPR17.

#8|Cs value determined in cAMP inhibition assays versus agonist MDL 29,951 in CHO-FITR cells transfected with hGPR17.

|Cy, value determined in G protein effector membrane translocation assays versus agonist MDL 29,951 in HEK293 cells transfected with hGPR17.
2°|Cqq value determined in [PHJPSB-12150 binding assays using membrane preparation from CHO-FITR cells transfected with hGPR17.

Trends in Pharmacological Sciences, Month 2025, Vol. xx, No. xx 7



¢ CellPress Trends in Pharmacological Sciences

(A) GPR17 expression during oligodendrocyte (OL) maturation Figure 1. Role of GPR17 in
oligodendrocyte maturation and

Figh myelin repair. (A) G protein-coupled
— receptor 17 (GPR17) expression during
oligodendrocyte  (OL)  maturation:

Absent

GPR17 GPR17 is expressed in late OL
expression Low High Abssnt progenitor cells (OPCs) and, to a
Differentiation Late oligodendrocyte Pre-oligodendrocyte Mature greater extent, in pre-OLs. In mature
stage progenitor cell (OPC) (pre-OL) myelinating OL OLs GPR17 is downregulated

[6,68-70]. (B) GPR17 coupling to
different G proteins, important signaling
pathways and effects: the Ga; signaling
@ Agonia cascade seems to be the predominant
@ Antagonist pathway that links GPR17 to OL
maturation control [3,71,93]. The effect

(e Arrestin-3 of Gag and its downstream interacting
rar oot molecules on OL maturation is not yet
agonist  pathway

-

(B) GPR17 blockade leads to myelination

GPR17
coupling

trations

. understood.  Abbreviations: cAMP,

cyclic adenosine monophosphate;
EPAC1 EPAC1, exchange protein directly
expressmnT

A/
ERK1 2 XAF1
activation T expression L

OPC differentiation,

activated by cAMP 1; ERK1/2,
extracellular-signal-regulated kinases 1/
2; PKA, protein kinase A; XAF1, X-
linked inhibitor of apoptosis associated

. factor 1. (C) Myelin repair: GPR17

myelination 1 | | Ol apoptoss | signaling  downregulates ~ OPC

differentiation into OLs which in turn

(C) Myelin Fepair inhibits remyelination [1,12,93]. GPR17
@ ® @ has therefore been suggested as a
Insult Demyelmatwn OPC differentiati yelinati target for the treatment of multiple

sclerosis and other demyelinating

Injury, . . .

inﬂamrlnaﬁonor diseases.  Figure created  with
autoimmunity BioRender

(e.g., in multiple
sclerosis) | Broken Mature

|
l myelin i myelinating
,sheaths v \j | oL
[
\‘ \ |
| GPR17

|
- 1
| Myelin |
4 sheaths Late OPC Pre-OL H
\ |

Neuron

Trends in Pharmacological Sciences

Downregulation of GPR17 correlates with subsequent cell maturation into myelinating OLs [5], possibly
mediated or modulated by increased lactate release [74]. This process can be inhibited by activated mi-
croglia [55]. However, the exact role of GPR17 in OL lineage progression remains controversial. Fang
et al. proposed that GPR17 expression marks a population of COPs that exit the proliferation cycle,
downregulating NG2, and proceeding to differentiation into myelinating OLs [70]. By contrast, Miralles
et al. reported that, under physiological conditions, the NG2*GPR17~ OPCs, and not the GPR17-
expressing subset, differentiate into myelinating OLs [75]. They propose that GPR17 expression
plays a regulatory role in maintaining the OPC pool, since Gpr17 knockdown led to premature OPC
differentiation and impaired their proliferation [75]. These conflicting findings suggest that GPR17 may
exert context-dependent roles in balancing proliferation and differentiation of oligodendroglial cells.

Cryo-electron microscopy structure of GPR17

GPR17, like other GPCRs, consists of a single polypeptide chain forming seven transmembrane (TM)
helices, three extracellular loops (ECLs), and three intracellular loops (ICLs), with an extracellular N- ter-
minus and an intracellular C terminus. Human GPR17 is highly homologous with its mouse and rat
orthologs (90% sequence identity), while mouse and rat GPR17s are aimost identical (99% identity).
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The recent determination of the cryo-EM structure of h\GPR17 in its apo form (no ligand bound) in
complex with G; protein at a resolution of 3.02 A provided insights into its three-dimensional ar-
chitecture. The ECL2 was observed to form a hairpin-like structure that is stabilized by a disulfide
bridge with a cysteine residue in TM3, and by two hydrogen bonds with residues in TM7, in ad-
dition to multiple polar interactions (Figure 2). The authors hypothesized that the ECL2 occupies

the (orthosteric) binding pocket [62].
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Figure 2. Proposed ligand binding
and activation mechanism of
GPR17. (A,B) Cryo-electron
microscopy (cryo-EM) structure of the
putative binding pocket of G protein-
coupled receptor 17 (GPR17) (blue)
occupied by extracellular loop 2 (ECL2,
pink). (A) Disulfide bond (yellow)
between ECL2 and transmembrane
domain 3 (TM3). (B) Hydrogen bonds
between ECL2 and transmembrane
domain 7 (TM7). (C) Predicted binding
poses of agonist PSB-18422 (green)
and antagonist PSB-22269 (orange) in
the putative binding pocket of GPR17
homology models for the active (blue)
and inactive (gray) states. (D) Predicted
binding pose of agonist MDL 29,951 in
the putative binding pocket of GPR17
homology model for the active state.
(B) Predicted binding pose of antagonist
PSB-22269 in the putative binding
pocket of GPR17 homology model for
the inactive state. (F) Snake plot of the
full sequence of hGPR17-L. The
positions of genetic variants VI6M,
D105N, and G1368S are highlighted in
yellow. (A,B,D-F) Amino acid numbering
in (A), (B), and (F) corresponds to long
isoform hGPR17-L, while numbering in
(D) and (E) corresponds to short isoform
hGPR17-S. Shown amino acids in A
and B correspond to F111, F112,
G104, C181, Y185, R186, N279, and
R280 in hGPR17-S numbering (subtract
28 to go from hGPR17-L numbering to
hGPR17-S numbering). (A) and (B)
adapted with permission from Ye et al.,
2022 [62]. (C) and (E) adapted with
permission from Boshta et al. [23].
Copyright 2024 American Chemical So-
ciety. (D) Adapted with permission from
Bagi et al. [21]. Copyright 2018
American Chemical Society.
(F) Generated by GPCRdb [85].
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Molecular modeling and docking studies of agonists and antagonists were performed using
active- and inactive-state comparative models of GPR17 based on X-ray crystal structures of
the phylogenetically related P2Y 4, receptor, an AlphaFold prediction, and the cryo-EM struc-
ture, respectively. Docking of an agonist (PSB-18422) and an antagonist (PSB-22269)
suggested a binding site dominated by interactions with basic amino acid residues, similar to
the putative orthosteric binding site that was predicted based on the cryo-EM structure
(Figure 2) [23].

GPR17 features a combination of unique microswitches. The NPxxY motif present in many re-
lated GPCRs is mutated to DPxxY in GPR17, which alters the conformation of TM7 [62]. The
DRY motifis changed to a DRF, which is also found on the phylogenetically similar C-X-C chemo-
kine receptor 6 (CXCRB) (37 % amino acid sequence similarity/19% identity), in which mutation to
DRY led to an increase in calcium signaling and migratory responses. It has therefore been hy-
pothesized that the DRF motif impairs chemotaxis, at least in chemokine receptors [76]. The
CWxP moatif is replaced by CFxP in GPR17, which reduces the flexibility of TM6 [62]. Agonist
binding typically induces a change in receptor conformation of GPCRs, which induces intracellu-
lar signaling events, while antagonists block receptor activation.

Synthetic agonists and antagonists enable biological studies, including target
validation

The identification of endogenous agonist(s) for GPR17 has been a subject of extensive investiga-
tions (Table 1). Early studies suggested that pyrimidine nucleotides, such as uridine diphosphate
(UDP), UDP-glucose, and UDP-galactose, as well as leukotrienes — namely leukotriene C,4 (LTC,)
and LTD,4 — could act as agonists of GPR17 [10]. The compounds were thought to induce
GPR17-mediated calcium mobilization and activation of downstream signaling pathways in var-
ious cell types expressing GPR17 [10]. Based on these data, it was hypothesized that GPR17
may be a dual receptor, phylogenetically located between nucleotide P2Y and CysLT receptors,
and responsive to both classes of ligands, nucleotides, and cysteinyl leukotrienes [10].

However, several laboratories have failed to reproduce the reported findings, and subsequent re-
search could not confirm activation of GPR17, neither the short nor the long GPR17 isoforms, by
any of the aforementioned ligands [11,13,14,62,65,77]. The general classification of GPR17 as
phylogenetically located between CysLT and P2Y receptors [10] overlooks its close relationship
with some other GPCR family members. Our re-analysis using NGPhylogeny.fr/iTOL [78-84] and
GPCRdb [85] revealed that the GPCRs most closely related to GPR17 are not limited to the P2Y
(43% similarity/24% identity) and the CysLT, receptor (41%/25%), but also include
lysophosphatidic acid receptor subtypes LPAg (43%/24%) and LPA; (39%/24%), the
oxoglutarate receptor (42%/22%), and the orphan receptor GPR87 (39%/22%) (Figure 3).
Thus, a broader view might be helpful to enable the discovery of the physiological agonist for
GPR17.

More recent studies have proposed 24(S)-hydroxycholesterol to acts as an endogenous agonist
of GPR17 [15], however, this could not be independently confirmed [16].

Since the physiological agonist of GPR17 is still unknown, the identification of an efficient syn-
thetic agonist has played a crucial role for the subsequent identification of GPR17 antagonists
(Table 1). The purine analog Asinex 1 (also known as GPR17 ligand-5) [17] was proposed as
an agonist of GPR17, but this could not be confirmed [12,15]. Previous studies from the Kostenis
group identified the first compound capable of consistently activating GPR17: MDL 29,951
[12,86] (ECsp value: 0.33 pM in calcium mobilization assays [21], with similar potency on
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Figure 3. Phylogenetic relationships between the human G protein-coupled receptor 17 (GPR17) and 38
closely related human class A, 0-branch GPCRs. Receptors are labeled by their UniProt names. Receptor
families are highlighted in different colors: orphan GPCRs (including GPR17) in blue, cysteinyl-leukotriene receptors
(CLTR) in red, the nucleotide-activated P2Y receptors (P2RY) in brown, the platelet-activated receptor (PTAFR) in pink,
lysophosphatidic acid receptors (LPARSs) in purple, protease-activated receptors (PARs) in green, and free fatty acid
receptors (FFARs) in yellow. Other abbreviations: OGR1, ovarian cancer G protein-coupled receptor 1 (also known as
GPR68); OXGR1, 2-oxoglutarate receptor 1; PSYR, psychosine receptor (also known as GPR65); SUCR1, succinate
receptor. Unbroken horizontal lines reflect the phylogenetic distance, that is, the longer the distance between two
receptors, the less related they are. The phylogenetic tree was generated using NGPhylogeny.fr and iTol [78-84].
Phylogenetic distance does not correlate directly with amino acid sequence similarity. Therefore, sequence similarity
(where similar is defined as BLOSUMB62 score [112] >0) to GPR17 was additionally calculated by GPCRdb [85], shown
in brackets for each receptor.

hGPR17, rtGPR17, and mGPR17 [12]). MDL 29,951 had previously been developed as an N-
methyl-p-aspartate (NMDA) receptor antagonist interacting with the glycine binding site [87].
Kostenis and coworkers showed that activation of GPR17 by MDL 29,951 results in the arrest
of OLs at an immature stage [12]. We subsequently prepared the first radioligand for GPR17, a
tritium-labeled form of MDL 29,951 [14], and investigated the structure—activity relationships of
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the indole-based agonist, recognizing that the indole scaffold requires an unsubstituted nitrogen
atom and a propanoic acid residue at the indole 3-position for high potency. Replacement of the
chlorine atoms of MDL 29,951 by fluorine (position 4), and bromine (position 6) yielded compound
PSB-18422, which exhibits a tenfold higher potency (ECsq value of 0.028 uM in calcium mobili-
zation assays) (Table 1), and increased GPR17 selectivity versus P2Y4 5,46 receptors as com-
pared with MDL 29,951 [21]. Further noteworthy agonists based on the indole scaffold include
PSB-1837, PSB-1867, and PSB-18484 (also known as PSB2 and incorrectly as PSB-16484)
[21,42]. Interestingly, while the compounds with a small substituent at position 6 were only slightly
more potent at hGPR17 compared with rGPR17 or mGPR17, those with large lipophilic residues
were about 40-fold more potent, suggesting a larger binding pocket in the human receptor as
compared with a smaller pocket in the rodent receptors [21,42]. Both classes of GPR17 agonists
were proposed to display different binding modes [21]. Interestingly, derivatives with a long res-
idue in the indole 6-position did no longer interact with NMDA receptors.

GPR17 agonists based on more complex heterocyclic scaffolds — namely ACTMLNKK,
T0510.3657 (also known as T0), and CHBC — have been reported (Table 2) [50,88,89]. These ag-
onists are weakly potent (ECsq values in the range 16-60 uM, determined in CAMP assays)
[50,88]. By contrast with MDL 29,951, CHBC showed cytotoxic effects on glioblastoma multi-
forme (GBM) cells in cell growth inhibition assays [50]. A virtual screening approach suggested
several heterocyclic compounds, mostly with a triazole ring, as potent GPR17 agonists. They
were studied in GTPyS binding assays, and selected compounds were further evaluated [90].
However, the observed effects are not clearly due to GPR17 activation, but may result from
other activities.

Regarding antagonists, the first reported compounds able to consistently inhibit the activation of
GPR17 were the CysLT receptor antagonists montelukast and pranlukast (Table 2) [62,91]. In
previous studies, the Kostenis group reported that the CysLT, receptor antagonists HAMI3379
and BayCysLT, block GPR17 activation with moderate potency [18]. By contrast, the proposed
purine-nucleotide-based P2Y receptor antagonists cangrelor and MRS2179 could not be con-
firmed by other groups [10,15,18].

A major breakthrough in the development of potent, selective, brain-permeable antagonists that
are suitable for clinical application was achieved with the discovery of indolylsulfonamide deriva-
tives (e.g., I-116), invented by scientists at the Pharmaceutical Institute, University of Bonn,
Germany (Muller and coworkers), in collaboration with UCB Pharma within a government-
funded project (BioPharma Neuroallianz) (Table 2) [24]. I-116 was later re-synthesized by a differ-
ent group for investigating GPR17 in GTPyS binding, cAMP inhibition, and calcium mobilization
assays [15]. Pheno Therapeutics recently obtained clinical trial authorization for the orally bioavail-
able, brain-permeable GPR17 antagonist PTD802 (structurally related to the indolylsulfonamide I-
116, but its concrete structure has not been disclosed). Recently, several companies — including
UCB Pharma GmbH, F. Hoffmann-La Roche AG, Rewind Therapeutics NV, Myrobalan Thera-
peutics Nanjing Co. Ltd, Nanjing Immunophage Biotech Co. Ltd, and Biogen Ma Inc. — filed pat-
ents claiming structurally very similar sulfonamide derivatives as potent GPR17 antagonists
[25-40]. This class of compounds has suitable properties to validate GPR17 as a drug target in
brain diseases in preclinical and clinical trials.

Previous studies from our groups also described moderately potent suramin-derived antagonists
14a, 14f, 141, and 14m, which are either GPR17-selective or dual blockers of GPR17 and P2Y,
receptors [22]. Additionally, we recently described new potent antagonists, PSB-22269 and
PSB-24040, based on an anthranilic acid scaffold [23] (Table 1).
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In summary, the most potent GPR17 agonist published to date is PSB-18422 due to its high potency
(ECs0 = 0.028 uM in calcium mobilization assays) and high selectivity (ECsg at P2Y1 /0,46 >50 M) [21].
It is structurally derived from MDL 29,951, which has been shown in numerous studies to be an
effective and undisputed GPR17 agonist [12,15,21], confirming the reproducibility of our initial find-
ings. The most potent GPR17 antagonists published to date are the indolylsulfonamide scaffold-
based |-116 [15,24] and the anthranilic acid scaffold-based PSB-24040 [23]. These and other
tool compounds, in combination with knockout approaches, have enabled the evaluation of
GPR17 as a potential drug target.

Role of GPR17 in pathological conditions: regulation of myelination and more
Receptor signaling: promiscuous G protein coupling and links to myelination

G proteins are heterotrimeric proteins composed of three subunits, a, 3, and y. The Ga subunit is
further subdivided into four families: Ga; proteins inhibit adenylyl cyclases (AC) which catalyze the
conversion of ATP to cyclic adenosine monophosphate (CAMP). Ga, proteins activate AC. Golg11
proteins activate phospholipase C (PLC) which cleaves phosphatidylinositol 4,5-bisphosphate
(PIP,) into diacylglycerol (DAG) and inositol-1,4,5-trisphosphate (IP3), inducing the intracellular
mobilization of calcium ions from the endoplasmic reticulum. The fourth class of Ga proteins,
Gay0/43, activate intracellular protein kinases.

The signaling pathways associated with GPR17 activation are diverse and context-dependent.
GPR17 can couple with different classes of G proteins; while coupling with Gy, and G4+ is al-
ready observed at low agonist concentrations, as reported by different groups in various assays
[12,92], Gg coupling induced by the GPR17 agonist MDL 29,951 requires 50-75-fold higher con-
centrations, and its (patho)physiological relevance remains questionable [12].

Regulation of the myelination process by GPR17 is believed to be linked to the G; signaling path-
way induced by the receptor (Figure 1). GPR17 activation reduces intracellular cAMP production
and subsequently protein kinase A (PKA) and exchange protein directly activated by cAMP 1
(EPACH1) activity, which have been proposed to inhibit OPC differentiation [12,93], although the
exact role of EPAC in myelination remains elusive [94]. Gpr17 knockout in mice resulted in ele-
vated Epac1 expression, downregulation of X-linked inhibitor of apoptosis associated factor 1
(Xaf1), a proapoptotic tumor suppressor, and activation of the extracellular-signal-regulated ki-
nase 1/2 (ERK1/2) signaling pathway, which was previously reported to increase OPC differenti-
ation and myelin thickness [71,95,96]. Moreover, GPR17 overexpression in vitro increased Xaf1
expression, whereas GPR17 inhibition by the antagonist pranlukast or cAMP supplementation
with the membrane-permeable dibutyryl-cAMP decreased Xaf1 expression [71].

GPR17 can additionally recruit arrestin-3 (3-arrestin-2) [12,97]. It has been proposed that
arrestins can initiate signaling pathways by activating ERK1/2 independently of G proteins. How-
ever, recent studies have questioned this hypothesis by demonstrating that ERK1/2 activation is
undetectable in the absence of active G protein a-subunits, leading to the assumption that
arrestin recruitment modulates G protein-controlled activation of ERK1/2 but may not induce sig-
naling by itself [98].

A total of 18 different genetic variants of GPR17 have been identified, each with a frequency of
less than 0.5% in the general population, and up to 1% in patients with metabolic disease.
Three of those are of particular interest as they may affect the downstream signaling profile of
GPR17 (Figure 2). V96 is located in TM2 at the putative coupling site to GPR17 transducers;
the VO6M mutation impairs coupling to Gq proteins as well as arrestin recruitment. D105 is an es-
sential residue of the sodium-binding pocket that is highly conserved in class A GPCRs. The
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D105N mutation impairs coupling with both G and G proteins but preserves arrestin recruit-
ment. G136 is located near the proposed binding pocket of the GPR17 agonist MDL 29,951.
The G136S mutation was reported to prevent GPR17 agonist-mediated cAMP and Ca* signal-
ing and arrestin recruitment [97].

Role of GPR17 in multiple sclerosis: a novel target for remyelination

Current MS therapeutics reduce or prevent inflammation and immune activation, but are unable to
restore damaged myelin sheaths [7]. GPR17 has attracted much attention as a potential MS target
because of its negative role in OL differentiation and myelination. The receptor is expressed by ol-
igodendroglial cells in human MS tissues [5]. Gpr17 has also been reported to be upregulated in
adult C57BL/6 mice after demyelination induced in three different mouse models of MS - the
immune-mediated experimental autoimmune encephalitis (EAE) model [1,54] and the chemically
induced cuprizone [4,54] and the lysophosphatidylcholine (LPC) models [3,4] — suggesting a po-
tential negative impact on OL myelination (Figure 1). Gpr17-overexpressing mice showed severe
demyelination, while knockout animals exhibited increased myelination [1,3]. In a post-
periventricular leukomalacia (PVL) rat model, Gpr17 overexpression led to myelin sheath
degradation, while Gpr17 knockdown resulted in its regeneration [6] (Table 3).

There is compelling evidence to propose GPR17 as a drug target to induce myelin repair and thus
provide a disease-modifying therapeutic option for MS and potentially other demyelinating dis-
eases. However, current animal models are used primarily to assess the potency of pharmaco-
logical interventions to accelerate myelin repair rather than their ability to induce remyelination

Table 3. Potential of GPR17 as a drug target

Disease Evidence Agonist or antagonist Refs
desired for therapeutic
effect

Multiple sclerosis (MS) GPR17/Gpr17 was found to be upregulated in human MS tissues and Antagonist [1,3-6,54]

demyelinating mouse models; Gpr17 overexpressing mice showed increased
demyelination, while Gpr17 knockout mice showed increased myelination;
Gpr17 overexpression led to myelin sheath degradation in a PVL rat model,
while Gpr17 knockdown led to its regeneration

Neurodegenerative diseases LPS-induced cognitive deficit coincided with increased GPR17 expression in Antagonist [41,42,44]
(e.g., Alzheimer’s disease, mice. Treatment with GPR17 agonist MDL 29,951 induced cognitive deficits,
Parkinson’s disease) and Gpr17 knockdown prevented LPS-induced cognitive deficits. The GPR17

antagonist montelukast increased hippocampal neurogenesis and restored
memory and learning in rats, while such effects were not measured in Gpr17
knockout mouse neurospheres. The GPR17 antagonist montelukast promoted
neural outgrowth in rat-brain slice cultures while the selective GPR17 agonist
PSB-18484 decreased it

Ischemic damage, stroke, and injury ~ Gpr17 antisense oligonucleotide reduced tissue damage in a mouse model of Unclear [61,58]
spinal cord injury; GPR17-expressing OPCs proliferated and amplified the
myelination process in a mouse model of stroke

Diabetes and obesity Gpr17 knockout 129 mice showed increased energy expenditure and energy Antagonist [69-61]
intake, lower body weight, lower fat content, and resistance to
high-fat-diet-induced glucose intolerance, in Gpr17 knockout C57BL/6 mice
only female animals showed lower body weight. Gpr17 knockout mice showed
improved glucose tolerance and insulin secretion and increased GLP-1
secretion, GPR17 expression in a murine enteroendocrine cell line constitutively
decreased GLP-1 secretion which was potentiated by GPR17 agonist MDL
29,951 and reduced by GPR17 agonist HAMI3379

Bronchial asthma Gpr17 knockout mice showed elevated expression of CysLT and Th2/Th17, Unclear [568]
and elevated levels of IgE and specific IgG1 after exposure to house dust mite

Glioblastoma GPR17 agonist CHBC led to apoptosis of GBM cells (unclear whether Agonist [60]
mediated by GPR17)
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from scratch, which limits their predictive power for human therapies [99]. Furthermore, evaluat-
ing the effect of a treatment in a clinical setting may be difficult, since identifying and objectively
measuring remyelination in MS patients presents significant challenges [100,101]. And even if re-
myelination succeeds, it does not necessarily prevent disease progression in MS in animals, sug-
gesting that promoting remyelination alone is unlikely to be sufficient as a therapeutic strategy
[99]. Thus, combination therapies may be required: for example, combinations of remyelinating
agents and disease-modifying, anti-inflammatory MS drugs.

Two other GPCR antagonists which have been claimed to induce remyelination are being clinically
evaluated: the M;-selective muscarinic acetylcholine receptor antagonist PIPE-307, which blocks
the Gq/11-coupled My receptor, is in Phase 2 clinical trials for RRMS, while the LPA; receptor an-
tagonist PIPE-791, currently being evaluated in a Phase 1 trial, is being developed for the so far
difficult-to-treat progressive types of MS [102] (www.contineum-tx.com/programs/). Interestingly,
LPA; is coupled to G and Gg1+, like GPR17, in addition to Gy,,15 proteins. It may be speculated
that activation of both G4 and G; protein contributes to the effects, perhaps acting synergistically.

Neurodegenerative diseases: GPR17 blockade enhances neurogenesis and cognitive function
GPR17 may contribute to the pathogenesis of neurodegenerative diseases. The receptor is upreg-
ulated in the hippocampus and cortex of mouse brain in response to an injection of A31_45, the
main toxic 3-amyloid (AB) peptide, and to inflammatory lipopolysaccharide (LPS) [43,44]. The
GPR17 antagonist montelukast promoted neural outgrowth in organotypic rat-brain slice cultures,
directly and through increased mRNA-expression of relevant genes. By contrast, the selective
GPR17 agonist PSB-18484 decreased direct neural outgrowth [42]. In an in vivo study, oral treat-
ment with montelukast increased hippocampal neurogenesis, reduced inflammation, and restored
memory and learing in old Fisher 344 rats [4 1]. By contrast with wild-type cells, neurospheres iso-
lated from Gpr17 knockout mice did not proliferate in response to montelukast treatment [41].
Moreover, the GPR17 agonist MDL 29,951 induced cognitive impairment in mice [44]. In a recent
clinical safety trial, montelukast was found to be well tolerated in PD patients [103] (Table 3).

The exact mechanisms underlying the observed effects, and the question of whether these re-
sults can be translated to humans, remain unclear [41,44]. Both MDL 29,951 and montelukast
are non-selective, and results are likely confounded by their activation of NMDA, or CysLT, recep-
tors, respectively.

The dual role of GPR17 in brain injury: damage propagation and repair mediation

GPR17 was reported to play a role in brain injury and ischemic damage. GPR17-expressing
OPCs have been observed to accumulate at the periphery of ischemic regions, with their density
increasing over time following the onset of the ischemic event [57]. The exact function of the re-
ceptor in this process is unclear. Some studies suggested that GPR17 expression contributes
to the damage: in a mouse model of spinal cord injury, a Gpr17 antisense oligonucleotide re-
duced tissue damage and associated deficits [51]. In an acute neuronal injury model in rat
brain, Gpr17 knockdown with small interfering RNA (siRNA) reduced damage and inhibited
microgliosis [20]. In a rat subarachnoid hemorrhage model, short hairpin RNA (shRNA)-mediated
Gpr17 knockdown promoted OPC differentiation [56]. In a cellular optic nerve injury model, ad-
ministration of the GPR17 antagonist montelukast stimulated the differentiation of OPCs [55].
However, other studies suggest that the subset of GPR17* OPCs may even contribute to repair
processes such as remyelination. In a mouse model of stroke, GPR17* OPCs (which differentiate
slowly under physiological conditions), after triggering by a sufficiently strong stimulus, migrated
towards the injury site, proliferated rapidly, and even enhanced the myelination process
[52-54]. GPR17* OPCs have thus been suggested to act as a ‘reserve pool’ of OPCs for
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mediating cell death and inducing repair mechanisms [52]. A study examining the differentiation
capabilities of GPR17* OPCs in two different mouse models (EAE and the cuprizone model)
suggested that the specific environments of different models are likely responsible for the different
behavior of GPR17" OPCs [54]. More research is required using human models (e.g., organoid
cultures, and, in particular, clinical trials) to clarify the potential of GPR17 as a drug target
(Table 3). Potent GPR17 antagonists — including a clinical candidate — are now available to
shed light on the receptor’s role in brain injuries.

GPR17 and GLP-1: implications for diabetes and obesity treatment

GPR17 is expressed in human and rodent intestinal enteroendocrine cells [60]. Gpr17 knockout
mice of an investigated strain (129 mice) displayed increased energy expenditure and energy in-
take, lower body weight, lower fat content, and resistance to high-fat-diet-induced glucose intol-
erance, compared to wild-type mice [59]. It has been suggested, however, that the metabolic
effects of GPR17 deletion may vary depending on the genetic background of the animals,
which complicates the interpretation of the results; in Gpr17 knockout C57BL/6 mice, only female
animals showed reduced body weight, while no other differences were found compared to wild-
type mice [59]. GPR17 may function as part of an inhibitory pathway for glucagon-like peptide-1
(GLP-1) which is produced and released by enteroendocrine cells [60]. GLP-1 plays an important
role in glucose metabolism and has emerged as a validated drug target for type 2 diabetes and
obesity. Knockdown of Gpr17 in intestinal cells of tamoxifen-inducible intestine-specific Gpr17
knockout C57BL/6 mice increased GLP-1 secretion, which in turn improved glucose tolerance
and insulin secretion [60]. In a murine enteroendocrine cell line stably expressing hGPR17-L, re-
ceptor expression constitutively reduced GLP-1 secretion when compared with control cells,
which was further potentiated by the agonist MDL 29,951, and reduced by the antagonist
HAMIBZ379 [61]. This effect was proposed to be mediated via Gy, signaling [60,61]. GPR17 an-
tagonists may thus have potential for the treatment of diabetes and obesity by increasing GLP-
1 secretion, perhaps in combination with dipeptidylpeptidase-4 (DPP4) inhibitors to prevent
GLP-1 degradation (Table 3). Translation of these findings into therapeutic application will require
sustained GLP-1 secretion, which will have to be demonstrated in further studies.

GPR17 in bronchial asthma: deficiency exacerbates allergic lung inflammation

In a mouse model of allergic lung inflammation, GPR17 was reported to exhibit a beneficial effect.
Gpr17 knockout resulted in elevated CysLT+R expression, Th2/Th17 cytokine release, and
serum levels of immunoglobins IgE and specific IgG1 after house dust mite exposure, compared
to wild-type mice [58]. The effects of GPR17 antagonists have not yet been investigated in this
context, and studies in human cells have not been performed. Thus, the current evidence is still
limited, and further studies are required (Table 3).

GPR17 in glioblastoma: involvement via reactive oxygen species (ROS) and cell cycle regulation
GPR17 has been reported to be expressed in GBM and to be involved in GBM initiation and pro-
gression through various GBM signaling pathways [45,46,49]. G; protein signaling of GPR17 inhibits
the transcription of ring finger protein 2 (RNF2), and the subsequent formation of poly-comb repres-
sive complex 1 (PRC1) catalyzes histone H2A mono-ubiquitination on the kruppel-like factor 9
(KLF9) promotor. This in turn leads to an elevated expression of KLF9, and subsequently to a rise
in ROS which ultimately induces apoptosis and inhibits cell proliferation [47,48]. In the human
GBM celllines LN229 and SNB19, the low-potency GPR17 agonist CHBC exhibited cell cycle arrest
and cytotoxicity by reducing the mitochondrial membrane potential and by activating proapoptotic
caspase 3/7 (Table 3) [50]. However, whether the observed effects are actually mediated by
GPR17 remains to be demonstrated. The newly developed tool compounds will eventually allow
the study of the proposed effects of GPR17 in glioblastomas.
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Concluding remarks and future perspectives

GPR17 is expressed in various tissues, with prominent expression in the CNS on OPCs and pre-
OLs. The receptor has been reported to affect neural development, myelination, and tissue repair.
Dysregulation of GPR17 contributes to neurological and inflammatory diseases, which makes
GPR17 anintriguing therapeutic target. Nonetheless, the current evidence is in most cases still un-
satisfactory and sometimes even contradictory (see Outstanding questions). In addition to the fact
that the physiological agonist of GPR17 is still unknown, a major obstacle in elucidating GPR17
functions has long been the lack of suitable tools. Although a cryo-EM structure of the receptor
has been determined, it was obtained only in the apo-form, and not in complex with a ligand.
Only recently, suitable agonists and antagonists have been discovered and optimized, and several
patents describing antagonists have been filed. These will enable a broad exploration of GPR17 as
a novel potential drug target. Future preclinical studies — and especially the outcome of the first,
long-awaited clinical study evaluating a potent, selective antagonist — may open up new avenues
for the potentially curative treatment of demyelinating diseases, including the so far difficult-to-

treat progressive forms of MS, and spark up studies on further therapeutic indications.
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ABSTRACT: The G protein-coupled receptor 17 (GPR17) is an
orphan receptor involved in inflammatory diseases. GPR17 com

antagonists have been proposed for the treatment of multiple W () 7~
sclerosis due to their potential to induce remyelination. Potent, o ¥\ 6
selective antagonists are required to enable target validation. In the
present study, we describe the discovery of a novel class of GPR17

antagonists based on an anthranilic acid scaffold. The compounds’ /) reszammn
. K 8.91 nM
potencies were evaluated in calcium mobilization and radioligand RS ‘
binding assays, and structure—activity relationships were analyzed. N Human GPR17

Selected antagonists were additionally studied in cAMP and G

protein activation assays. The most potent antagonists were S-methoxy-2-(5-(3’-methoxy-[1,1’-biphenyl]-2-yl)furan-2-
carboxamido)benzoic acid (52, PSB-22269, K; 8.91 nM) and its 3'-trifluoromethyl analog (54, PSB-24040, K; 83.2 nM).
Receptor—ligand docking studies revealed that the compounds’ binding site is characterized by positively charged arginine residues
and a lipophilic pocket. These findings yield valuable insights into this poorly characterized receptor providing a basis for future drug
development.

B INTRODUCTION GPCRs based on sequence similarity are the cysteinylleuko-
triene receptors CysLT, and CysLT,, the lysophosphatidic
acid receptors LPA,, LPAg, and LPA, the nucleotide-activated
P2Y, receptor, the oxoglutarate receptor, and the orphan
receptors GPR6S and GPR183 (all with an amino acid
sequence similarity of S0—55%).

GPRI17 is highly expressed in the central nervous system
(CNS) and, to a lower extent, in heart and kidneys. Transient
expression has been observed in specific maturation stages of
oligodendrocytes, namely, in oligodendrocyte precursor cells
(OPCs) and in preoligodendrocytes (pre-OLs). Oligoden-
drocytes form the myelin sheath around axons, and GPR17 has
been reported to play a role in the myelination process.”™""

GPR17 is involved in inflammatory diseases. GPRI17
upregulation was observed in human multiple sclerosis (MS)
plaques, and in animal models of MS, a disease characterized
by demyelination, insufficient remyelination, and axon
degeneration.”''™'® The receptor also seems to be involved
in CysLT,-mediated allergic inflammation and cytokine

G protein-coupled receptors (GPCRs), the largest family of
cell membrane receptors, are involved in the transduction of
extracellular signals to the cytosolic compartment.” They
constitute an important class of drug targets, as more than 30%
of all approved drugs interact with GPCRs, and many more are
in preclinical or clinical development.” For a significant
number of the more than 800 human GPCRs, the
physiological agonist is still unknown or unconfirmed. Many
of these orphan receptors belong to the &-branch of the
rhodopsin-like class A GPCR subfamily, which contains
nucleotide-, peptide-, and lipid-activated receptors involved
in inflammation and immunity. They are considered promising
targets for future drugs. GPR17 belongs to this receptor
subfamily and has great potential as a novel drug target.
Synthetic agonists of GPR17 were identified which have
enabled screening campaigns in the search for antagonists.” >
The receptor is mainly coupled to Gy and G; proteins
mediating intracellular calcium mobilization via phospholipase
C activation and a decrease in cAMP concentrations by
inhibition of adenylate cyclase. At higher agonist concen-
trations, G, coupling can also be observed, then resulting in an
increase in intracellular cAMP concentrations.’

GPR17 is highly conserved in vertebrates (the mouse and rat
orthologs are identical and show 93% amino acid sequence
identity to the human ortholog). The most closely related
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Figure 1. First synthetic GPR17 agonist MDL 29,951 and optimized, highly potent analog PSB-18422.>* Synthetic antagonists montelukast and

12,27,36,31
pranlukast.' 7%

the human GPR17 (for 2b and 2, see Figure S45).

pECy, and pICy, values were determined using calcium mobilization assays in 1321N1 astrocytoma cells stably transfected with

expression in lung.'” GPR17 was reported to be upregulated
after ischemic or traumatic CNS injury, a state in which axon
remyelination is needed.'® Moreover, GPR17 was reported to
inhibit tumor growth by increasing the production of reactive
oxygen species in glioblastoma multiforme,’”*" and to
increase appetite and to reduce metabolism as an effector of
the forkhead box protein Ol (FOXO1) in agouti-related
peptide neurons.”” Therefore, pharmacological interventions
aimed at modulating GPR17 activity hold significant
therapeutic potential.

Several studies have proposed physiological agonists for
GPR17, including nucleotides (UDP, UDP-glucose, UDP-
galactose), and lipids (LTC,, LTD,, 24-(S)-hydroxycholester-
ol)."»**7*° None of them has been unambiguously confirmed
so far; in fact, several groups, including ours, have not been
able to reproduce these published results.”>****” Therefore,
GPR17 remains an orphan receptor.

Meanwhile, synthetic surrogate agonists have been discov-
ered: the first one was the indole derivative MDL 29,951 (1,
ECs = 0.331 uM),” which had previously been developed as
an N-methyl-p-aspartate (NMDA) receptor antagonist (see
Figure 1).”® Kose et al. developed the corresponding
radioligand [*H]PSB-12150, which allowed the determination
of binding affinities of GPR17 ligands.”” Baqi et al. studied
structure—activity relationships of 1 and identified PSB-18422
(2a, ECy = 0.0279 M), a GPR17 agonist showing increased
potency (Figure 1).*

Only few, weakly potent GPR17 antagonists have been
described so far, e.g, the CysLT, receptor antagonists
montelukast (2b) and pranlukast (2¢) (Figure 1).'>*77%%!

In the present study, we describe the discovery of a novel
class of GPR17 antagonists based on an anthranilic acid
scaffold. In a high-throughput-screening campaign, the
commercially available anthranilic acid derivative (E)-2-((2-
(1-(4-ethylphenyl)-1H-tetrazol-5-yl)vinyl )Jamino )benzoic acid
(3, CAS: 329762—07—4, see Figure 2) was discovered to block
GPR17, showing 65% inhibition at a concentration of 5 uM
determined in a fluorescence-based calcium mobilization assay
in a recombinant GPRI17-expressing cell line. Structural
variations of hit compound 3 were performed, and the

19366

@%@f

Figure 2. GPR17 antagonist hit compound 3.

compounds were evaluated in radioligand binding and
functional assays to study the structure—activity relationships
(SARs) of this class of compounds.

Moreover, we investigated the novel antagonists’ binding
mode by performing docking studies based on a homology
model and a recently described cryo-electron microscopy
(cryo-EM) structure of GPR17.*

B RESULTS AND DISCUSSION

Design. The structure of hit compound 3 can be divided
into four parts (see Figure 3): the anthranilic acid moiety
(red), the enamine moiety (blue), the tetrazole ring (green),
and the aromatic moiety attached to the heterocycle (black).
Optimization with the goal to improve potency led to novel
anthranilic acid derivatives described by general formula I
(Figure 3). In most of the derivatives, the (substituted)
anthranilic acid moiety was preserved. Replacement of the
carboxylic acid was also tried in order to reduce polarity and
thereby potentially improve physicochemical and pharmacoki-
netic properties. In all derivatives, the central enamine group
was exchanged by an amide group, which was expected to be
more stable’”** and discovered to be well tolerated. Among
several linking heterocycles, a furan moiety substituted at
positions 2 and 5 led to the best results and was therefore
present in most of the targeted compounds (general formula
II). Finally, the terminal phenyl ring, attached to the central
heterocycle (i.e, the furan ring in II) was replaced by
(substituted) phenyl, biphenyl, or naphthyl residues.

Chemistry. Novel anthranilic acid N-carboxamide deriva-
tives were synthesized as depicted in Schemes 1—6 . All new
compounds (7—-25, 31—49, 51—60, 64—70, 74—76, 79—84)
were fully characterized and biologically evaluated as GPR17

https://doi.org/10.1021/acs.jmedchem.4c01755
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Figure 3. Compound design based on hit compound 3.

Scheme 1. Synthesis of 2-(5-Phenylfuran-2-carboxamido)- and 5-Methoxy-2-(5-phenylfuran-2-carboxamido)benzoic Acid
Derivatives 7—25“

CO,H CO,H

(i)

R4

R! R
RZ
7:R'=R?=R*=R5=H, R® = isobutyl
8: R'=R5=isopropyl, RZ=R®=R*=H
9:R'=Ph,RZ2=R®=R*=R5=H
10:R'=R?=R*=R5 R3®=ClI
11:R'"=Br,R2=R®=R*=R%=H

12: R¥®=R*=H, R® = OMe, R"2 = |
s

RS . 13:R3=R4=RS=H R2= /-1
R : : ’\.l
HO,C —
=0 R® ()

;
RO R 14:R2=R%=R*=R°=H,R'=

4a-p

15:R?=R*=R*=R°=H,R" =

CO,Me CO,H

Q
5
g S, G

6 0 © R4

(i), (ii) R
16:R'=R%=H, RZ=R*=Cl R?
17:R'=R?=Cl, R®=R*=H
18:R'=0Ph, R?=R3=R*=H
19: R' = R? = R* = H, R® = isobutyl
20:R'=R%®=R*=H,R?=Ph
21:R'=R?=R*=H,R%=Ph
22:R?=R%®=R*=H,R'=Ph
23:R?=R*=R*=H,R" = >

\

R3

24:R?=R3=R*=H,R'=

1
O

25: R'=R3=R*=R?=

“Reagents and conditions: (i) SOCl,, DCM, reflux, 3 h; (ii) diisopropylethylamine (DIPEA), DCM, rt, 16 h; (iii)) THF/MeOH/H,0 (2:1:2),
NaOH, 35 °C, 12 h.
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Scheme 2. Synthesis of 2-(Furan-2-carboxamido)benzoic Acid Derivatives Bearing a Naphthalene-1-yl or a 2-Isopropylphenyl

Residue at the Furan 5-Position (31—49)“

Q
R! OH or OMe
R? NH,
R'" CO,H
R® R4
R2 NH
HO.C /N 5,6, 28a-n a
& 0 R3 RGO O
O (i) (i) or (i), (i) O
26 O

(iV)[
R1
)

I\
HO.C™ g O 29, 29a
O 0] (ii)
26 CO,H
e
HO,C /o\ 30a, 30b
() (if)
27

31:R"=R?=R3=H,R*=ClI
32:R'"=R*=H,R?2=R3=F
32a:R'=R3¥=H,R?=R*=F
33:R"=R?=R*=H, R®= OMe
34:R"=R?=R*=H,R®=Br
35:R'=R3=R*=H, RZ2= Me

36: R'=R®=R*=H, R? = OCF,4

37: R'=R3=R*=H, R? = cyclopropy!
38:R'=R3=R*=H, R2=Br
39:R'"=CI,R?=R3=R*=H
40:R'=R?=R3=R*=H
41:R'=R*=H, R = OMe, R® = Me
42.R'=R*=R‘=H,R?= O~

43:R'=R3=R*=H,R?= xO~"gy

44:R'=R*=H,R¥?=

45:R'=R%®=R*=H, R?= OMe

46:R'=R®=R*=H,R?=0OH

R4
)
[e} O

47:R; =H, Ry = COH
47a:R; = CO,H, Ry =H

CO,H
R NH
7 ‘
o (o]
48: R=F
49: R=Cl

“Reagents and conditions: (i) SOCL, DCM, reflux, 3 h; (ii) DIPEA, DCM, rt, 16 h; (iii, only when the methyl esters were used) THF/MeOH/

H,0 (2:1:2), NaOH, 35 °C, 12 h; (iv) BBr3, DCM, rt, 16 h.

antagonists. Most of the final anthranilic acid N-carboxamides
were synthesized by reaction of an appropriately substituted
carboxylic acid chloride (formed in situ from the correspond-
ing free acid) with an anthranilic acid derivative in the presence
of a base. Employing the free anthranilic acid generally led to
good yields. When a methyl ester of the anthranilic acid was
used, saponification to the final product was performed. A
series of anthranilic acid furan-(S-phenyl)carboxamides was
synthesized to explore the substitution pattern on the phenyl
moiety. The furan-(S-phenyl)carboxylic acids (4a—p) were
synthesized by various procedures (Scheme 1).

Starting from S-(naphthalen-1-yl)furan-2-carboxylic acid
(26), a large number of derivatives was synthesized with the
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aim to explore the optimal substitution pattern of the
anthranilic acid moiety (Scheme 3). The carboxylic acid 26
was converted to its acid chloride and subsequently reacted
with various substituted anthranilic acids or their methyl esters
(28), respectively, in the presence of a base. When methyl
ester-protected anthranilic acids were used, the final products
could be obtained after hydrolysis, followed by purification by
column chromatography on silica gel. Derivative 46 bearing a
free OH group at the S-position of the anthranilic acid moiety
was obtained from its methoxy derivative, compound 45, by
demethylation using boron tribromide in DCM at rt. Starting
from S-(2-isopropylphenyl)furan-2-carboxylic acid (27), two
anthranilic acid derivatives were prepared, bearing either a

https://doi.org/10.1021/acs.jmedchem.4c01755
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Scheme 3. Synthesis of 2-(5-([1,1’-Biphenyl]-2-yl)furan-2-carboxamido)-5-methoxybenzoic Acid Derivatives (51—60)“

CO,H
% NH
7]
CO,H g o
o
0 NH 51 A
7] - > [
. N
o 0 @ CO,H
50 Br \O NH
4
" LD
Neg
RZ

52: R'=R%=H, R?= OCHj,4

53: R'=R%®=H,R?=CN
54:R'"=R3=H, R2=CF;,

55: R'= R3=H, R? = isopropyl

56: R" = R% = H, R? = cyclopropoxy
57:R'=R%2=H, R® = OCHjy4

58: R'= OCH3;, R?>=R3®=H

59: R'=R3=H, R? = CH,OH

60: R'=R%=H, R? = SO,Me

“Reagents and conditions: (i) Aryl boronic acid (1.2 equiv), Na,CO; (2.0 equiv), Pd(PPh;), (0.0 equiv), DME/H,0, Ar, 80 °C, 16 h.

fluorine or a chlorine atom at the S-position of the anthranilic
acid moiety (compounds 48 and 49). Again, amide formation
was achieved by reaction of the anthranilic acid derivative 30
with the furan carboxylic acid chloride in the presence of
diisopropylethylamine (DIPEA) (Scheme 2).

A different synthetic pathway was pursued to obtain
compounds 51—60, characterized by a S-methoxy-substituted
anthranilic acid moiety and differently substituted biphenyl
residues attached to the S-position of the 2-furancarboxylic
acid. Compound 50 was reacted with the appropriate aryl
boronic acid derivative in the presence of a base and
tetrakis(triphenylphosphine)palladium(0) as a catalyst in
DME/H,0 at 80 °C. Moderate to good yields of the final
products 51—60 were obtained (Scheme 3).

Next, the central furan moiety of the scaffold was replaced
by S- or 6-membered heterocycles to further explore the SARs
(Scheme 4). A series of pyridine derivatives (64—67) was
synthesized by condensation of 6-(naphthalen-1-yl)picolinic
acid (61) or 6-(naphthalen-1-yl)nicotinic acid (61a), respec-
tively, via their acid chlorides, with appropriate anthranilic acid
derivatives (6, 28b, 30a, 30b, or 63) under basic conditions at
rt. Furthermore, one derivative bearing a central saturated
piperidine moiety was synthesized starting from the acid
chloride of 1-(naphthalen-1-yl)piperidine-4-carboxylic acid
(61b) and the anthranilic acid methyl ester 30a in the
presence of a base at rt yielding compound 67a after final
saponification.

Moreover, anthranilic acid derivatives with a central thiazole
ring were synthesized (Scheme 4). Acid chlorides prepared
from the appropriate thiazole carboxylic acids, bearing a
naphthalen-1-yl moiety at the 2-position of the central thiazole
ring (62), were coupled at rt with S-substituted anthranilic
acids (6, 28h, 30a) in the presence of a base. After purification
by column chromatography on silica gel compounds 64—70
were obtained in yields of 27 to 83%.

Several derivatives were synthesized, in which the carboxyl
group of the anthranilic acid moiety was replaced by an NH-
acidic S-membered heterocycle. To this end, 3-(2-amino-
phenyl)-1,2,4-oxadiazol-5(4H)-one®” (71) and 2-(2H-tetrazol-
S-yl)aniline®® (72) were reacted with the acid chlorides of the
S-arylfuran-2-carboxylic acid derivative 4h or 73, respectively,
in the presence of a base at rt yielding products 74—76
(Scheme ).

Compounds bearing a neutral substituent as a replacement
for the carboxylic acid were synthesized as described above by
reaction of compounds 77 and 78a—c with the carboxylic acid
derivatives 4c and 26 resulting in the final products 79—82.
Compounds 83 and 84 were both obtained by oxidation of 82
using m-chloroperbenzoic acid (1.4 equiv for 83, 4.5 equiv for
84) (Scheme 6).

Pharmacological Evaluation. The new anthranilic acid
derivatives were initially screened for their potency to inhibit
GPR17-induced Gq protein-mediated calcium mobilization. A
Chinese hamster ovary (CHO) cell line stably expressing the
human GPR17 under the control of a tetracycline-inducible
promoter was employed that was previously generated using
the Flp-In T-REx (FITR) system (CHO-FITR-hGPR17
cells).”” Compounds exhibiting pICs, values of around 7 or
higher and also those of particular interest for structure—
activity relationships were subsequently investigated in calcium
mobilization assays using 1321N1 astrocytoma cells stably
transfected with the human GPR17 as previously described.*®
Selected potent compounds were further investigated in cAMP
assays and in G protein effector-membrane translocation assays
(GEMTA) to investigate inhibition of GPR17-mediated
Ga;;,/, protein activation.”” Finally, the compounds were
investigated in radioligand binding assays to determine their
GPR17 affinity. Competition experiments were performed
using the GPR17 agonist radioligand [*H]PSB-12150 and
membrane preparations of CHO-FITR-hGPR17 cells.”
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Scheme 4. Synthesis of 2-(6-(Naphthalen-1-yl)picolinic Acid Amides and 2-(2-(Naphthalen-1-yl)thiazole-4-carboxamides

(64—70)
CO,H
R! NH,
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HO,C™ N7 6, 28b, 30b, 63 R @ 7 N\
_— ; _
O 0 (i) R °© N
64:R'=R*=F Q
61 65: R' = R2=0OMe O
66: R'=ClI, R?=H
67: R' = OMe, R% =H
o}
OH or OMe
R NH
= 2 CO,H
HOC—\ N O —»(_) 4»323’ 30b R@NH _
I 1} /
61 ' o \ N O
a 64a: R=F O
66a: R = Cl
o)
OMe
NH, CO,H
S N
S O
67a O
)
0
OH or OMe
R NH, CO,H
[ f 6, 28h, 30a R NH
oD e e
' (1) (ii) or (i), (iii) o) NT O
62 68: R=F O
69: R=Br
70: R= OMe

“Reagents and conditions: (i) SOCL, DCM, reflux, 3 h; (ii) DIPEA,

DCM, rt, 16 h; (iii)) THF/MeOH/H,0 (2:1:2), NaOH, 35 °C, 12 h.

Preliminary Screening of GPR17 Antagonists in
Calcium Mobilization Assays. On the basis of screening
hit 3 novel anthranilic acid derivatives were designed,
synthesized, and tested. First, the enamine moiety of 3 was
replaced by a carboxamide group. The test results indicated
that this replacement is well accepted and even beneficial for
GPR17-antagonistic activity. The carboxamide was expected to
be more stable than the enamine linker, and due to the
straightforward formation of amide bonds from readily
available carboxylic acids and amines, this modification offers
the possibility for broad exploration of SARs.””** As a next
step, the central 1,2-disubstituted tetrazole of hit compound 3
was replaced by other 5- or 6-membered heteroaromatic
moieties. Preliminary screening in functional assays indicated
that other aromatic heterocycles were generally well tolerated.
Most of the subsequently synthesized compounds entailed a
2,5-disubstituted furan ring. The test results for 70, containing
a central 2,4-disubstituted thiazole moiety (pICs, = 7.1), and
for 67, harboring a central 2,6-disubstituted pyridine ring
(pICso = 6.9), indicated that these variations were also well

tolerated, even slightly better than the 2,5-disubstituted furan
(compared to analog 45, pIC, = 6.7). On the other hand, 64a,
containing a 2,5-disubstituted pyridine moiety (pICs, = 5.6)
and 67a, entailing a 1,4-disubstituted piperidine ring (pICs, =
5.4), were less potent inhibitors (see Table 1).

The S-position of 2,5-disubstituted furan 2-carboxamides
was broadly explored by introducing substituted phenyl rings.
The test results revealed that substitution at the R' position on
the phenyl ring at the furan-S-position (e.g., with Br in 11,
pICso = 6.8) led to higher potency than substitution of the
phenyl ring at the R* or R? positions (compare, e.g., 10, pICy,
= 6.1; 17, pICyy = 6.3). Best results were obtained for biphenyl
derivatives containing a phenyl residue in the R' position of
the phenyl ring (e.g., 9, pICso = 7.1). In comparison, phenyl at
position R? (20, pICy, = 6.4) or R (21, pIC, = 5.8) resulted
in derivatives with reduced potency. Isopropyl at the R!
position was tolerated by GPR17 (e.g, 48, pICs, = 6.7),
while a large phenethyloxy substituent at the same position was
less well accepted (15, pICs, = 6.6) (see Table 2).
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Scheme 5. Synthesis of Derivatives Bearing an Acidic $-
Membered Heterocyclic Moiety as a Carboxylic Acid
Replacement (74—76)“

I —NH
O 20 HO.C g
N NH
);—NH R a

4h, 73 R2
NH, o ©°
(@), (i) R
n 74:R'=CI,R?=H
75:R?>=H,R'=

HO,C [
L7 o N~
N ONH O N” NH

=N ' =N
26 NH
NH, a

(@), (i)
72 76

“Reagents and conditions: (i) SOCL, DCM, reflux, 3 h. (i) DIPEA,
DCM, rt, 16 h.

Scheme 6. Synthesis of Derivatives Bearing a Neutral
Substituent Instead of a Carboxylic Acid Group (79—84)“

HO,C
o)
NH,
4c
I II

NH, %4 ‘
o]

: Oo

@NHz (i, ii)

78a-c 80: R = OCF5

81:R=CN
82:R=SCH; —

(iii)

83: R=SOCH; =

84: R = SO,CH; <

“Reagents and conditions: (i) SOCL,, DCM, reflux, 3 h. (ii) DIPEA,
DCM, 1t, 16 h. (iii) m-chloroperbenzoic acid, DCM, rt, 1 h.

An a-naphthyl residue was also introduced at the furan 2-
carboxamide position 5 leading to submicromolar potencies in
the calcium assay (e.g., 37, pICs = 6.7). The furan-5-(naphth-
1-yl) moiety was kept constant for the exploration of the
anthranilic acid substitution pattern of related carboxamides
(see below). The test results revealed that substitution tended

to lead to less potent inhibitors when compared to the
unsubstituted derivative (40, pICs, = 6.9). This was especially
true for substitution at R! or R* (e.g, 31, pICyy = 5.3; 39,
pICs, = 5.0). Substitution at R* or R® did not affect potency or
reduced it only slightly (e.g., 34, pICso = 6.2; 38, pICy = 6.3)
(see Table 3).

Because of these promising preliminary results, an extensive
exploration and evaluation of S-(2-biphenyl)-substituted furan-
2-carboxamides, prepared by a Suzuki cross-coupling reaction,
was performed (compounds $2—60). In this series, com-
pounds bearing a S-methoxy group at the anthranilic acid
moiety were investigated (see Table 4).

Finally, the substitution pattern of the anthranilic acid
moiety was studied. Compounds bearing a neutral substituent
instead of a carboxylic acid moiety (79—84) lost all activity,
emphasizing the importance of the acidic moiety for
interaction with GPR17. Replacement of the carboxylate
group by a S-membered acidic heterocyclic moiety (com-
pounds 74—76) resulted in reduced potency. A 1,24
oxadiazol-S(4H)-one moiety as a replacement for carboxylate
(e.g, in 75, pICso = 6.4) was better tolerated than a tetrazolate
(76, pICso = 5.9). A shift of the carboxylic group to the para-
position (compound 47, pICy, = 6.1) or meta-position
(compound 47a, pICs, = 5.8) led to a decrease in potency
(see Table 5).

Comprehensive Evaluation of Selected GPR17 An-
tagonists. Compounds that had displayed a pIC, value of
around 7 or higher in preliminary screening assays, or those
that were structurally interesting for SAR analysis were
subsequently fully characterized. To this end, their inhibitory
potency was determined in calcium mobilization assays, an
effect downstream of G, coupling, using a different cell line,
namely, 1321 N1 astrocytoma cells stably transfected with the
human GPR17. Next, the inhibitory potency of selected
antagonists was reassessed in orthogonal functional assays
measuring effects on intracellular cAMP production, and
determining G protein activation by an effector membrane
translocation assay, respectively.”” In all assays, compound 1
was employed as the standard agonist for testing due to its
widespread use in GPR17 research, its commercial availability,
and the comparability with previous results. Finally, GPR17
affinity of the compounds was determined in radioligand
binding assays.

Calcium Mobilization Assays. Inhibitory potency of
selected compounds in G, protein-dependent calcium
mobilization assays using 132IN1 astrocytoma cells was
determined versus an ECy, concentration of GPR17 agonist
1 (corresponding to 1 uM in this assay). All investigated
antagonists potently blocked GPR17-mediated calcium mobi-
lization with submicromolar potency ranging from pICj, values
of 6.1 to 7.5 (see Figures S, 6 and Table 6), confirming that
they act as potent GPR17 antagonists.

cAMP Accumulation Assays. The inhibitory potency of
four selected compounds, 22, 52, 54, and 57, was additionally
determined in cAMP accumulation assays using CHO-FITR-
hGPR17 cells. All four antagonists potently blocked the
GPR17-mediated decrease in intracellular cAMP induced by
agonist 1 (employed at its ECy, concentration) in the presence
of forskolin. The antagonists displayed nanomolar potencies
ranging from pICs, values of 7.7 to 8.1 (see Figures S, 6 and
Table 6), confirming that they act as potent GPRI17
antagonists.
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Table 1. Synthesized 2-Carboxamidobenzoic Acid Derivatives 38, 45, 64—70 and Effects of Different 5- and 6-membered
Heterocyclic Aromatic Moieties on the Compounds’ Potency as GPR17 Antagonists Determined in Calcium Mobilization

Assays
CO,H CO,H COZ
1
R1@NH a R1GNH N R )—(\
o © O R2 0 N= O
38,45 O 64-67 Q 68-70
CO.H CO,H
1
® Q Q f@“
—N
64a, 66a O O
Compd pICsoat human GPR17*
38 Br - 6.3
45 OCH3 - 6.7
64 F F 6.7
64a F - 5.6
65 OCHj3 OCH3 5.8
66 Cl H 6.7
66a Cl - 5.7
67 OCH3; H 6.9
67a for structure see above 5.4
68 F - 6.7
69 Br - 6.3
70 OCH3 - 7.1

“Potency in inhibiting calcium mobilization in CHO-FITR-hGPR17 cells, activated with 1, determined in a single preliminary screening

experiment.

Effector Membrane Translocation Assays Measuring
G Protein Activation. Direct G protein activation was
measured by the G protein effector-membrane translocation
assay (GEMTA).39 Upon agonist-induced receptor activation
of a recombinantly expressed Ga protein subunit, a renilla
luciferase (RLucll)-tagged effector protein is recruited to the
plasma membrane, which is saturated with a membrane-
anchored renilla green fluorescent protein (rGFP-CAAX).”

GPR17 is preferably coupled to G, and G, proteins. Thus,
in initial experiments, we determined GPRI17-induced
activation of Gay,, protein family members by the GPRI17
agonist MDL 29,951 (1). Cells, cotransfected with the human
GPR17 and either Gay,, Ga,,, or Ga,, were stimulated with 1
(see Figure 4) resulting in an increased BRET ratio between
the RLuc-II-tagged Ga;, effector Rapl GTPase-activating
protein (RaplGAP-RLucll) and the membrane-tethered
rGFP-CAAX. Agonist 1 showed high potency in activating
Gay, (pECs, = 7.40) and Ga, (pECs, = 7.38), while somewhat
lower potency was observed in activating Ga,, (pECs, = 6.67).
The largest signal-to-noise ratio was observed in the Ga;,
protein activation assay (see Figure 4). Thus, the novel GPR17
inhibitors were subsequently investigated for inhibition of
GPR17 agonist-induced Gay, activation in the GEMTA assays.

The inhibitory potency of selected antagonists was
determined by testing multiple compound concentrations at
cells stimulated with an ECg, concentration of agonist 1
(corresponding to 200 nM in this assay). All investigated
compounds potently blocked GPR17-mediated recruitment of
the Gay, effector RaplGAP-RLuclIl to the membrane with
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pICqy values ranging from 6.0 to 6.5 (see Figures S, 6 and
Table 6).

Radioligand Binding Assays. Finally, selected potent
compounds were tested in competition binding assays for their
GPR17 affinity using the agonist radioligand [*H]PSB-12150
and membrane preparations of cells recombinantly expressing
the human GPR17. All tested compounds showed a
concentration-dependent displacement of the radioligand
which was complete at high antagonist concentrations,
indicating that they likely act as competitive antagonists with
regard to the employed agonist radioligand. All investigated
antagonists potently bound to GPR17, ranging from pK; values
of 6.1 to 8.1 (see Figures S, 6 and Table 6) confirming their
high-affinity interaction with GPR17.

Concentration—response curves and binding competition
curves for selected anthranilic acid derivatives (22, 52, 54, 57)
are provided in Figure S (for others, see Figures S46—548).

Correlation of Data Obtained in Different Assays.
Data for the most potent antagonists determined in the two
functional assays were consistent, although GEMTA assays
generally resulted in somewhat lower pICs, values (see Table
6, Figures S and S50). It should be noted that GEMTA assay
data are determined in a highly artificial system. Measurements
of the second messenger cAMP revealed potent inhibition for
the tested antagonists in these G; protein-dependent assays,
confirming results obtained in the Gq protein-dependent
calcium mobilization assays.

The determined pK; values of all compounds except for 52
were comparable to the pICs, values obtained from the
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Table 2. Synthesized 2-(5-Arylfuran-2-carboxamido)benzoic Acid Derivatives 7—25, 48, 49, 51 and Effects of Differently

Substituted S-Arylfuran Moieties on the Potency at GPR17 Determined in Calcium Mobilization Assays”

Compd.

10
11

12

13

14

15

16
17
18
19
20
21
22

23

24

25

48
49

51

R!
H
isopropyl
phenyl

H
Cl
phenyloxy
H
H
H
phenyl

isopropyl
isopropyl

CO,H
RS NH
7 | RS
(o} O R4
R! R3
7-25, 48, 49, 51 R2
R? R® R R’ R®
H isobutyl H H H
H H H isopropyl H
H H H H H
H Cl H H H
H H H H H
H H  OCH; H
H H H H
H H H H H
H H H H H
Cl H Cl H OCH3;
Cl H H H OCH3
H H H H OCH3;
H isobutyl H H OCH;
phenyl H H H OCH;
H phenyl H H OCH;
H H H H OCH3
H H H H OCH3
H H H H OCHj;
N
(0]
H H H OCH3
H H H H F
H H H H Cl
H H H H OCH;

pICso at human
GPR17*
6.3

5.7
7.1
6.1
6.8

6.2

5.6

7.0

6.6

6.5
6.3
6.7
6.3
6.4
5.8
7.1

7.2

6.4

6.1

6.7
6.1

6.0

“Potency in inhibiting calcium mobilization in CHO-FITR-hGPR17 cells, activated with 1, determined in a single preliminary screening

experiment.

calcium mobilization assays, ranging from 6.10 to 7.08 (see
Table 6, Figures S and S48). Compound 52, however, showed

a high pK; value of 8.05 (Table 6, Figure 5), corresponding to
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891 nM, in the radioligand binding assay. This discrepancy
might be attributed to slow dissociation kinetics of 52.

The observed, mostly minor, differences between functional
and binding data may be explained by different binding

https://doi.org/10.1021/acs.jmedchem.4c01755
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Table 3. Synthesized 2-(5-(Naphth-1-yl)furan-2-carboxamido)benzoic Acid Derivatives 31—46 and Effects of Differently
Substituted Benzoic Acid Moieties on the Inhibitory Potency at GPR17 Determined in Calcium Mobilization Assays®

R'  COuH
R? NH
[ ]
R® R*O e} O
31-46 O
Compd. R! R? R? R* pICso at human GPR17°
31 H H H Cl 53
32 H F F H 6.6
32a H F H F 53
33 H H OCH; H 6.7
34 H H Br H 6.2
35 H CH; H H 6.9
36 H OCF; H H 6.2
37 H cyclopropyl H H 6.7
38 H Br H H 6.3
39 Cl H H H 5.0
40 H H H H 6.9
41 H CH; H 6.4
42 H H H 6.5
43 H H H 6.3
44 H H 6.4
45 H OCH; H H 6.7
46 H OH H H 6.4

“Potency in inhibiting calcium mobilization in CHO-FITR-hGPR17 cells, activated with 1, determined in a single preliminary screening

experiment.

kinetics, and variations in assay conditions. Radioligand
binding studies, conducted under equilibrium conditions,
involve a 1-hour incubation of membrane preparation,
radioligand, and antagonist. In contrast, the GEMTA assays
have significantly shorter incubation times (S min for the full
mixture), while in the calcium mobilization assay, the signal is
immediately observed after addition of the agonist. Because
therapeutic drugs are in a state of equilibrium when
administered multiple times, the radioligand binding studies
might be more informative with regard to binding kinetics and
residence time. On the other hand, cell-based assays with living
cells are closer to the in vivo situation. Taken together, we have
characterized the new antagonists in a broad range of different
assays all of which confirm their potency in binding to GPR17
and thereby blocking the different GPR17-coupled signaling
pathways.

To further confirm that the compounds act as competitive
GPR17 antagonists, concentration—response curves for agonist
1 in calcium assays were performed in the presence of several
different concentrations of antagonist 52. Increasing concen-
trations of 52 produced a parallel rightward shift of the curve
without significantly changing the Hill slope (see Figure 7).
This suggests that 52 is a competitive antagonist at GPR17
binding to the same site as agonist 1.

Structure—Activity Relationships. Figure 8 summarizes
the observed structure—activity relationships of the synthesized
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anthranilic acid derivatives. The central anthranilic acid moiety
was found to be essential for the activity. Moving the
carboxylic acid group from 2-position to 4-position reduced
the potency of the compounds, substitution with a tetrazole
moiety decreased potency as well, other acidic and nonacidic
groups (OCF;, CN, SCH;, SOCH;, SO,CHj;) led to inactive
compounds. Substitution in positions 3 and 6 generally
decreased potency while substitution in positions 4 or 5 was
tolerated, although it did not increase the potency. The
replacement of the S-membered heteroaromatic furan ring was
investigated as well. Some heteroaromatic moieties like 2,4-
disubstituted thiazole and 2,6-disubstituted pyridine led to
equally active compounds, while a 2,5-disubstituted pyridine or
a 1,4-disubstituted piperidine decreased potency. Lastly,
substitution of the second benzene ring was studied which
was tolerated in all positions. The most potent compounds all
contain a phenyl, meta-methoxyphenyl or para-methoxyphenol
group in position 2’.

Homology Model of the Inactivate-State Human
GPR17. Initially, we developed a homology model of the
human GPRI17 in its active state based on the crystal structure
of the human P2Y}, receptor in complex with the agonist
2-methylthio-ADP (Figure 9A).* This model contributed to
the identification of the binding site of indole derivatives that
act as GPR17 agonists. Very recently, a cryo-EM structure of
the human GPRI17 in its active apo-state, bound to a G;
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Table 4. Synthesized 2-(5-(2-Biphenyl)furan-2-carboxamido)benzoic Acid Derivatives 22, 23, 52—60 and the Effect of
Differently Substituted Biphenyl Moieties on the Potency at GPR17 Determined in Calcium Mobilization Assays®

CO,H
\
o] NH
o)
22, 23, 52-60
RS
Compd. R! R?
22 H H
23 H X O~
52
PSB-22269 t OCH:
53 H CN
54
PSB-24040 t ks
55 H isopropyl
56 H cyclopropoxy
57 H H
58 OCH; H
59 H CH,OH
60 H SO,CH;

R1
RZ

R} pICso at human GPR17°
H 7.1
H 7.2
H 7.0
H 6.8
H 7.0
H 6.9
H 6.7

OCH; 7.1
H 6.5
H 6.1
H 5.5

“Potency in inhibiting calcium mobilization in CHO-FITR-hGPR17 cells, activated with 1, determined in a single preliminary screening

experiment.

protein, was published (Figure 9B).>” Comparing the
structures (Figure 9C), we observed substantial similarity
between our active-state P2Y,,-based homology model and the
cryo-EM  structure, with a root-mean-square deviation
(RMSD) of approximately 3.8 A for the backbone Ca
atoms. The transmembrane helices (TM) 1, 2, 3, and 7
aligned well, each showing an average RMSD between 1.0 and
2.0 A. However, intracellular loops (ICL) 2 and 3, extracellular
loops (ECL) 2 and 3, and TMS showed poor alignment with
average RMSD values between 4.7 and 6.5 A. Twelve amino
acids exhibited deviations of more than 8 A in the homology
model compared to the cryo-EM structure: L170 in ICL2,
L212-K216 in ECL2 and TMS, S246-Q249 in TMS, V253 in
ICL3, and R263 in TM6. These discrepancies were primarily
due to the flexible intracellular and extracellular loops, and the
outer part of TMS, while the proposed binding pocket is very
similar in both structures (see Figure 9).

Given the high similarity of our homology model and the
cryo-EM structure of GPR17 in its active conformation, we
generated a new homology model of the inactive state of
GPR17 for the docking of antagonists. The model was
developed based on the X-ray structure of the human P2Y),
receptor in complex with the antagonist AZD1283 (PDB
4NTJ).** Comparison of the active and inactive state
homology models of GPR17 resulted in an RMSD value of
3.1 A. The main structural differences (>5 A) were found for
the following amino acid residues: G122 in TM2, V165—K169
in ICL2, L251-L257 in ICL3 and TM6, V287-R291 in TM6,
V328-A329 in TM7 and TMS, and K331-F332 in TMS (see
Figure 10). The refined inactive-state homology model thus
provides a robust framework for docking studies of antagonists,
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allowing us to explore the binding site and interactions of the
developed anthranilic acid derivatives.

Molecular Docking Studies. In order to gain a deeper
understanding of the binding mode and interactions of
anthranilic acid derivatives, the potent antagonist 52 was
docked into the binding site of the inactive-state GPRI17
homology model (see Figure 11). Docking results suggest that
antagonist 52 occupies the same binding site as agonists 1
(MDL 29,951) and 2a (PSB-18422) and is anchored through a
combination of polar and hydrophobic interactions (see Figure
S51). This is confirmed by competitive binding of the
anthranilic acid-based antagonists versus the agonist radio-
ligand [*H]PSB-12150 (tritiated version of compound 1).
Specifically, the acidic group of the anthranilic acid core is
expected to establish a strong interaction with Arg87. It is
positioned at a distance of approximately 3 A from Arg280 and
may thus form additional interactions with this basic residue.
This is confirmed by compound 79, where its replacement by a
carboxamido group results in loss of activity (see Figure S52).
The carbonyl group of the amide likely forms an interaction
with Arg255, and the amino group possibly forms a water-
mediated interaction with the backbone carbonyl group of
Gly108. The furan ring of antagonist 52 is proposed to be
involved in aromatic stacking with Tyrl12, or with Tyr251,
respectively. This could contribute to a stabilization of the
antagonist in the binding pocket. Replacing the furan ring with
pyridine (64a) or thiazole (70) is tolerated. The biphenyl
group is expected to occupy a subpocket formed by Phel09,
Leull3, Metl63, Leul66, Asn183, Tyr18S, His191, Leul94,
Vall95, and Leul97. This subpocket also accommodates
naphthyl (64a) or substituted benzene rings (15). It mainly
consists of hydrophobic residues, and resulting hydrophobic
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Table S. Synthesized 2-Arylcarboxamidofuran Derivatives (40, 47, 47a, 74—76, 79—84) and the Effect of the Replacement of
the Carboxylic Acid Moiety on the Potency at GPR17 Determined in Calcium Mobilization Assays®

HO,C O NH
2 ‘ %4 ‘
(0] (o]
47 O

R
NH
@ %4 ‘
wa
40, 76, 80-84 O
HO,C
NH
@ 7 ‘
(o]

o)

N
\

(0] O NH
47a
(e}
O 74-75
Compd. R
40 COOH
47 for structure see above
47a for structure see above
74 Cl
75 (;/
1SN
N=-NH
76 Nfr'u
79 for structure see above
80 OCF;
81 CN
82 SCH3
83 SOCH3
84 SO,CH3

\770

H

(0]
NH,
a NH
0 a
(0]
Jafes
pICso at human GPR17*
6.9

<4
<4
<4
<4
<4

“Potency in inhibiting calcium mobilization in CHO-FITR-hGPR17 cells, activated with 1, determined in a single preliminary screening

experiment.

interactions may significantly contribute to the high binding
affinity of the antagonist. The methoxy group in the meta-
position of the biphenyl ring system of 52 is oriented toward
the disulfide bridge formed between Cys104 and Cys181. Its
orientation in the docked pose suggests that it could be
involved in additional stabilizing interactions with GIn183
located in the extracellular loop, which might affect the
conformation of the binding pocket.

B CONCLUSIONS

In conclusion, we discovered and optimized potent GPR17
antagonists derived from an anthranilic acid scaffold. A total of
64 differently substituted 2-carboxamidobenzoic acid deriva-
tives and analogs were synthesized and evaluated in calcium
mobilization and radioligand binding assays. Selected potent
antagonists were further studied in an orthogonal assay
measuring direct G protein activation. Derivatives of 2-(5-(2-
biphenyl)furan-2-carboxamido)benzoic acid showed high
GPR17-antagonistic activity. Replacement of the biphenyl
moiety by other lipophilic, aromatic moieties, e.g,, naphthyl or
ortho-isopropylphenyl, also resulted in potent antagonists. The
carboxy group of the anthranilic acid core structure was found
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to be essential. A refined homology model of the human
inactive-state GPR17 was developed, which enables docking
studies with antagonists. It was employed to rationalize
interactions of the potent anthranilic acid derivate 52 within
the proposed binding site that is lined by several positively
charged arginine residues and by a highly lipophilic subpocket.
The most potent antagonists were S-methoxy-2-(5-(3'-
methoxy-[1,1’-biphenyl]-2-yl)furan-2-carboxamido)benzoic
acid (52, PSB-22269, pK; 8.0, pICs;, 6.90) and S-methoxy-2-
(5-(3’-(trifluoromethyl)-[1,1’-biphenyl]-2-yl)furan-2-
carboxamido)benzoic acid (54, PSB-24040, pK; 7.08, pICs,
7.48). These novel GPR17 antagonists are suggested as tool
compounds to study GPR17 pharmacology, and as new lead
structures for further optimization and for the development of
potential drug candidates.

B EXPERIMENTAL SECTION

Biological Assays. Calcium (Ca**) Mobilization Assays
for Preliminary Compound Screening. CHO-FITR-hGPR17
cells were defrosted and seeded at a density of 20,000 cells per
well into black 384-well plates with clear bottom. Cells were
incubated overnight at 37 °C in a humidified atmosphere of

https://doi.org/10.1021/acs.jmedchem.4c01755
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Table 6. Inhibitory Potencies (pICy,) and Binding Affinities (pK;) of Selected Compounds, Determined in Calcium
Mobilization Assays, GEMTA (G Protein Effector Membrane Translocation) Assays, cAMP Accumulation Assays, and
Radioligand Binding Assays

Compd. Structure Inhibition of Inhibition of  Inhibition of  Inhibition of
GPR17- GPR17 GPR17 [*H]PSB-
induced agonist- agonist- 12150
calcium induced induced G binding to
mobilization cAMP protein GPR17
pICso = SEM”  decrease activation pKi £ SEM?
pICso + pIC50 + SEM*
SEM?
o
iw
NH
9 71 6.88+0.07 n.d.c 6.62 +0.04 6.33+£0.21
" A0
o
oH
NH 7 ‘
14 o © O 6.59 +0.04 n.d. 6.37+0.04 6.24+0.23
_o
COH
ax
o
15 6.45+0.10 n.d. n.d. 6.10+£0.16

0,
OH
X {;
o] NH
2 (] 705£0.10 814006  643£0.05  6.59=0.58

23 o O 6.12+0.01 n.d. 5.99 +0.04 6.60 £ 0.35
OV\O/
CO,H
Cw
33 a o o 6.45+0.03 n.d. 6.02 +£0.07 6.11 +0.42
\ 0
CO,H
37 o o O 6.79+0.12 n.d. 6.50 £0.05 6.32+0.33
CO,H

48 o% 6.26+0.24 n.d. 630£0.09  6.86+0.28
0,
OH
O NH 7 ‘
o]

PSB- d

22269 ®

O 6.90 + 0.08 7.71 £0.07 6.31+0.03 8.05+0.41

19377 https://doi.org/10.1021/acs.jmedchem.4c01755
J. Med. Chem. 2024, 67, 19365—19394


https://pubs.acs.org/doi/10.1021/acs.jmedchem.4c01755?fig=tbl6&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jmedchem.4c01755?fig=tbl6&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jmedchem.4c01755?fig=tbl6&ref=pdf
pubs.acs.org/jmc?ref=pdf
https://doi.org/10.1021/acs.jmedchem.4c01755?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Journal of Medicinal Chemistry

pubs.acs.org/jmc

Table 6. continued

Compd. Structure
GPR17-
induced

calcium

mobilization
pICso + SEM*

0,
OH
54\
O NH 7 ‘
o]

PSB- 4 7.48 £0.32
24040 ® 0

57 p g O 6.72+0.11
e
COH
\O@NH
7\
67 J = 6.33+0.15
0,
OH
Wae
7 638 £0.07

Inhibition of

Inhibition of  Inhibition of  Inhibition of
GPR17 GPR17 [*H]PSB-
agonist- agonist- 12150
induced induced G binding to
cAMP protein GPR17
decrease activation pK; = SEM?
pICso + pICm + SEM*
SEM®
8.10 £ 0.06 6.53+0.07 7.08 +0.14
7.74 £ 0.06 6.45 +0.08 7.05+0.28
n.d. 6.05+0.12 6.60+0.10
n.d. 6.10+0.08 6.30+0.38

“Potency in inhibiting calcium mobilization in 1321N1 astrocytoma cells stably transfected with the human GPR17, activated with 1, determined in
three to four independent experiments, performed in duplicates. “Potency in inhibiting cAMP decrease induced by 1 in the presence of 5 uM
forskolin in CHO-FITR-hGPR17 cells, determined in three independent experiments, performed in duplicates. “Potency in inhibiting the
recruitment of the Gay, effector Rapl1GAP-RLuclII to the membrane in HEK293 cells stably transfected with the human GPR17 and activated with
1. Four independent experiments were performed in duplicates. dBinding affinity to human GPR17, determined in radioligand binding assays; three
to five independent experiments were performed in duplicates. “n.d., not determined.

— G
o oA
= 2004
o - G,
S
© 150
i
o 100 e BT
o0

50

1 1 1 1 ) 1 1

log [Compound 1], M

Potency Maximal effect
(PECso = (BRET ratio in
SEM) % = SEM)
Ga, | 7.40+0.05 233+6
Goa | 6.67 +0.08 184+3
Ga, | 7.38+£0.10 214 +8

Figure 4. Concentration-dependent activation of GPR17 by agonist 1
determined in G protein effector membrane translocation assays
(GEMTA). Gay, (blue), Gag, (yellow), and Ga, proteins (gray).
Basal activation = 100%. Data are means + SEM of three independent
experiments, each performed in duplicate.
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5% CO,. Sixteen to 20 hours after seeding, CHO-FITR-
hGPR17 cells were loaded for 60 min with Calcium S dye
(Molecular Devices, San José, CA, USA), a fluorescent Ca**
indicator dye, according to manufacturer’s instructions. The
fluorescence signal, which corresponds to the cytosolic Ca**
concentration, was recorded over time at room temperature in
a FLIPR Tetra reader (Molecular Devices, San José, CA,
USA). Cells were first incubated for 30 min at room
temperature in Hank’s Balanced Salt Solution (HBSS) 4-(2-
hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES) buffer
pH 7.4 containing increasing concentrations of test compound
(typically 107* M to 107® M). Then, 1 was added to the cells
to a final concentration of 50 nM. Inhibitory effects of varying
concentration test compounds were measured, and resulting
pICs, values were determined. All incubations were performed
in duplicate, and results were compared to a concentration
response curve of GPR17 agonists and antagonist reference
compounds. Analysis and curve fitting were performed in
ActivityBase XE (IDBS, Woking, UK) using the XLfit 4-
parameter logistic equation y = A + ((B — A)/(1 + ((C/x)")))
where A, B, C, and D stand for minimum y, maximum y, ICy,,
and slope, respectively.

Calcium (Ca®*) Mobilization Assays of Subsequent
Experiments. pLVX-IRES-hGPR17wt expressing 132IN1
astrocytoma cells were cultured in Dulbecco’s modified Eagle
Medium (DMEM), supplemented with 10% fetal calf serum
(FCS), 0.1 mg/mL streptomycin, and 100 U/ml penicillin, at
37 °C and 10% CO,. On the day of the experiment, the

https://doi.org/10.1021/acs.jmedchem.4c01755
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Figure S. (A) Concentration-inhibition curves of selected anthranilic acid derivatives determined in calcium mobilization assays performed with
1321N1-hGPR17 cells. The receptor was activated with agonist 1 at its ECy, concentration. Data points represent means + SEM from three
independent experiments performed in duplicate. For pICg, values see Table 6. (B) Concentration-dependent inhibition by selected anthranilic
acid derivatives of GPR17-mediated decrease in cAMP accumulation induced by GPR17 agonist 1 (10 nM, ECy) in the presence of S uM
forskolin, performed with CHO-FITR-hGPR17 cells. Data points represent means + SEM from three independent experiments performed in
duplicate. For pICs, values, see Table 6. (C) Concentration-inhibition curves of selected anthranilic acid derivatives in G protein effector-
membrane translocation assays performed with HEK293-hGPR17 cells. GPR17 was activated by an ECg, concentration of agonist 1. Basal
activation = 100%. Data points represent means + SEM from four independent experiments performed in duplicate. For pICs, values, see Table 6.
(D) Competition binding curves of selected anthranilic acid derivatives versus [*H]PSB-12150 at human GPR17 in a membrane preparation of
CHO-FITR-hGPR17 cells. Data points represent means + SEM from three to five independent experiments performed in duplicate. For pK; values,

see Table 6.
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Figure 6. Comparison of data obtained for selected anthranilic acid
derivatives as GPR17 antagonists, determined in calcium mobilization
assays, GEMTA assays, radioligand binding assays, and cAMP assays
at human GPR17.

confluent cells in 2 T175 flasks were washed with phosphate
buffered saline (PBS), detached by trypsination and taken up

log [Compound 1], M

[Compound 52], nM pECso + SEM pKp?
0 6.63+0.10
30 6.20+0.11
100 5.95+0.11 7.46
300 5.51+0.10
1000 4.88+£0.17

Figure 7. Concentration-dependent activation of GPR17 by agonist 1
in the presence of different concentrations of antagonist 52
determined in calcium mobilization assays. Data are means = SEM
of four independent experiments, performed in duplicate. *The pKjy
value is the negative logarithm of the equilibrium dissociation
constant of receptor inhibitors.
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COyH in the 2-position is optimal

for high potency (other acidic and
non-acidic groups resulted in less
active or inactive compounds)

substitution in the 3-position
decreased potency

R® CO.H

substitution in the 4- or
5- position well tolerated

—R® R°O

substitution in the 6-position

2,5-disubstituted furane
optimal (2,4-disubstituted
thiazole and 2,6-disubstituted
pyridine also well tolerated)

/!

a

substitution in all positions

decreased potency

group

essential
carboxamido

tolerated (a substituted phenyl
ring in the 2'-position led to the
best results)

Figure 8. Summary of structure—activity relationships of anthranilic acid derivatives as GPR17 antagonists.

Figure 9. Comparison of the homology model of the human GPR17
and the experimentally determined cryo-EM structure in an active
conformation.*** (A) Homology model of the human GPR17 based
on the active-state human P2Y;, receptor crystal structure (PDB
4PXZ) represented in cartoon and colored in green. (B) Cryo-EM
structure of the human GPR17 (PDB 7Y89) represented in cartoon
and colored in light blue. (C) Superimposed human GPR17
structures. RMSD: 3.8 A.

Figure 10. Comparison of different homology models of the human
GPR17. (A) Homology model of the human GPR17 deduced from
the active-state human P2Y, receptor crystal structure (PDB 4PXZ)
shown in cartoon representation and colored in green. (B) Homology
model of the human GPR17 deduced from the inactive-state human
P2Y,R crystal structure (PDB 4NTJ) shown in cartoon representa-
tion and colored in gray. (C) Superimposed human GPR17
structures. RMSD: 3.1 A.
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Figure 11. (A) Docked pose of antagonist 52 in the homology model
of the human GPR17 (inactive state). The anthranilic acid derivative
52 is shown as stick model (colored in orange) and the receptor in
cartoon representation (colored gray). (B) Putative binding pose of
52 with the important amino acids (shown in stick representation and
colored in gray) in the binding pocket of the GPR17 model.
Electrostatic interactions between the antagonist and the receptor are
depicted as yellow dotted lines.

in medium to a total volume of 30 mL in a falcon tube. The
cells were incubated for 45 min and then centrifuged at 1200
rpm for 5 min. The cell pellet was resuspended in a mixture of
994 uL potassium hydrogen phthalate buffer (HPB) with 3 uL
of Oregon Green 488 BAPTA-1 and 3 uL Pluronic F-127. This
was then incubated for 1 h in rotation and protected from light.
After washing twice with HPB, the cells were transferred to the
wells of a clear bottomed 96 well plate, containing a dilution
series of the antagonist in DMSO (2% final DMSO
concentration). After incubation for 30 min, the plate was
measured using a Novostar system, which pipetted either a
constantly concentrated solution of 1 in DMSO and HPB (in
the majority of cases) or a dilution series (in the case of the
shift assay shown in Figure 7) onto the wells of the clear
bottomed 96 well plate. Controls with the same amount of
DMSO but without agonist or antagonists as well as controls
with DMSO and 1 (no antagonist) were measured as well. The
data were obtained from three to four independent experi-
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ments, each performed in duplicate. The data were analyzed
with GraphPad PRISM 7.00 (GraphPad, San Diego, CA, USA)
using the “[Agonist] vs normalized response, “[Antagonist]
vs. normalized response -- Variable slope”, and “Gaddum/
Schild ECqj shift” models.

G Protein Effector Membrane Translocation Assay
(GEMTA). GEMTA assays were performed similar to the
previously published protocol.”” HEK293 cells were cultured
in Dulbecco’s modified Eagle Medium (DMEM) (supple-
mented with 10% fetal calf serum (FCS), 0.1 mg mL™'
streptomycin, and 100 U ml™" penicillin) at 37 °C and 5%
CO,. To transfect the cells, the cells were washed with
phosphate buffered saline (PBS), detached by trypsination, and
the cell number was adjusted to 350,000 cells per ml in culture
medium. The following cDNA mixture was prepared (amounts
per 350,000 cells; in pcDNA3.1(+) plasmids): 200 ng GPR17,
20 ng Ga cDNA (10 ng in case of Ga,), 10 ng RaplGAP-
RLucII, 500 ng rGFP-CAAX, salmon sperm DNA ad 1 ug. A 3-
fold amount of polyethylenimine (PEI dissolved in PBS) was
added and acted as transfection reagent. The DNA-PEI
mixture was incubated at room temperature for 30 min before
it was added to the cells. Cells were incubated with the
transfection mixture for 48 h. Subsequently, the media
containing the transfection mixture was aspirated, and cells
were washed with PBS, and incubated with Tyrode’s buffer
(137 mM NaCl, 0.9 mM KCl, 1 mM MgClL, 11.9 mM
NaHCO, 3.6 mM NaH,PO, 25 mM HEPES, 5.5. mM
glucose, 1 mM CaCl,, pH adjusted to 7.4 with NaOH) for 15
min at 37 °C before the addition of the GPR17 agonist 1. The
agonist incubated for 5 min prior to the addition of the
luciferase substrate (5 M Coelenterazine 400a, BioMol,
Hamburg, Germany). In experiments testing GPR17 antago-
nists, these were incubated for 20 min before addition of the
agonist 1. RLuclI-emission (395 nm) and GFP fluorescence
(510 nm) were measured in a Mithras LB940 plate reader. The
rGFP/RLucII-BRET ratios were analyzed in GraphPad PRISM
8.4.0 (GraphPad, San Diego, CA, USA) using the “(log)
agonist vs. response — Variable slope (four parameters)”
model. Data were expressed as percent of basal BRET ratio and
were to this end normalized to a BRET ratio of 0 = 0%, buffer
signal = 100%. All data are presented as mean + SEM of three
or four independent experiments, each performed in duplicate.

cAMP Accumulation Assays. CHO-FITR-hGPR17 cells
were cultivated in DMEM with nutrient mixture F-12
(DMEM/F12) supplemented with 10% (v/v) FCS, penicillin
(100 U/ml), streptomycin (0.1 mg/mL), hygromycin B (500
ug/mL), and blasticidin (30 yg/mL). Expression of hGPR17
was induced by treatment with doxycycline (1 sg/mL) for 16—
24 h. The cAMP assays were performed in white, low-volume
384-well plates with 5,000 CHO-FITR-hGPR17 cells per well.
Cells were preincubated for 30 min with varying concen-
trations of test compound or vehicle solution (final DMSO
concentration 0.7%) at room temperature. Then a fixed
concentration of 10 nM GPR17 agonist 1 (ECg) was added in
a final volume of 20 uL HBSS supplemented with 20 mM
HEPES (pH 7.4) in the presence of S uM forskolin and 0.1
mM of the phosphodiesterase inhibitor isobutylmethylxanthine
(IBMX). After 60 min of incubation, the reaction was
terminated by addition of cAMP-d2 reagent and anti-cAMP
antibody, and the plate was incubated for 60 min at room
temperature according to the manufacturer’s instructions of
the HTRF cAMP dynamic 2 kit from Cisbio Bioassays
(Revvity, Waltham, MA, USA). Changes of cAMP were

determined by measuring the fluorescence ratio (665 nm/620
nm) using a Mithras LB 940 reader (Berthold Technologies,
Bad Wildbad, Germany). Three independent experiments were
performed in duplicates, and data were normalized to the effect
induced by forskolin.

Radioligand Binding Assays. Radioligand binding assays
were performed with the GPR17 agonist radioligand [*H]PSB-
12150 (17 Ci/mmol), a tritiated version of 1. It was custom-
labeled by Quotient Bioresearch Ltd., Fordham, UK.
Membrane preparations from CHO-FITR-hGPR17 cells were
used. MgCl, and ATP were freshly added to Tris buffer (50
mM, pH 7.4) to a final concentration of 10 mM and 100 M,
respectively, at the beginning of each experimental day. This
buffer was used as the assay buffer. The [*H]PSB-12150
DMSO solution was diluted to a final concentration of 25 nM
with buffer. The membrane preparation was diluted to a final
concentration of 200 mg/L with buffer. The substances to be
tested were dissolved in DMSO. Ten L of a substance-DMSO
solution, 100 yL of the radioligand-bufter solution, and 100 xL
of the membrane preparation buffer solution were mixed in
790 uL of the buffer in each vial. The mixture was incubated
for 1 h at rt. The membrane-bound radioligand was then
separated from free radioligand by rapid filtration through
grade GF/B glass microfiber filters (Whatman, Dassel,
Germany). Each filter unit was subsequently suspended in 3
mL ProSafe FC+ liquid scintillation cocktail (Meridian
Biotechnologies Ltd., Epsom, UK) and measured using liquid
scintillation counting (Tri-Carb 2810TR or Tri-Carb 2910 TR,
PerkinElmer, Inc., Waltham, MA, USA). Unlabeled PSB-12150
was used to measure nonspecific binding in a final
concentration of 100 M. Data were analyzed using GraphPad
Prism Version 7.00 (GraphPad, San Diego, CA, USA). Data
are presented as mean pK; + SEM of three to five independent
experiments, each performed in duplicate.

Structural Modeling of the Human GPR17 Receptor.
An inactive state of the human GPR17 model was generated
using the X-ray structure of the human P2Y,, receptor as a
template. The crystal structure of the human P2Y;, receptor
complexed with the antagonist AZD1283 (PDB 4NTJ)* was
obtained from the Research Collaboratory for Structural
Bioinformatics (RCSB) Protein Data Bank (PDB). The
amino acid sequences of human GPR17 (accession number
Q13304) retrieved from the UniProt database (http://www.
uniprot.org/.) were aligned with the human P2Y,, receptor
(accession number Q9H244).*" Sequence alignment between
the template and target sequences was performed using Clustal
Omega,”” and manual adjustments were made to optimize the
alignment. This refined alignment was then used to generate
homology models of human GPR17 with MODELER 9.12.%
From the 500 models generated, those with the best Discrete
Optimized Protein Energy (DOPE) scores were selected.

Docking Studies. The generated model of the human
GPR17 inactive state was prepared using the protein
preparation tool implemented in the Molecular Operating
Environment (MOE 2020.01)** and protonation using the
Protonate 3D. Then the atomic partial charges were added,
and a three-dimensional energy scoring grid was computed
using AutoDockTools, defining a box of 60 X 60 X 60 points
with a spacing of 0.375 A. The prepared human GPR17
receptor model was utilized for flexible molecular docking
using AutoDock4.2.*> The selected anthranilic acid derivative
52 was docked into the binding site of the receptor. Fifty
independent docking calculations were executed using the
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varCPSO-Is algorithm from PSO@Autodock within Auto-
Dock4.2.*° Termination criteria were set at 50,000 evaluation
steps, with cognitive (c1) and social (c2) coefficients of the
varCPSO-Is algorithm set at 6.05, and a swarm size of 60
particles. For the remaining parameters, the default values were
applied. The docking poses were visually inspected based on
docking scores, and the top-ranked pose was selected as the
putative binding pose.

Chemistry. All commercially available reagents were used
as purchased from different companies. Solvents were used
without additional purification. Thin-layer chromatography
was performed using TLC aluminum sheets silica gel 60 F,s,
(Merck, Darmstadt, Germany). Column chromatography was
performed with silica gel (0.060—0.200 mm, Acros or 0.040—
0.063 mm, Merck). Final compounds were dried at 60 °C
under normal pressure and/or under vacuum (0.08—0.12
mbar) at rt. "H- and '*C NMR data were recorded on a Bruker
Avance 500 MHz NMR or on a Bruker AV-600 MHz
spectrometer. Chemical shifts are reported in parts per million
(ppm) relative to the deuterated solvent, i.e., DMSO, § 'H:
2.49 ppm; C: 39.7 ppm. Coupling constants ] are given in
Hertz. For multiplicities, the following abbreviations were
used: s (singlet), d (doublet), t (triplet), q (quartet), m
(multiplet), and br (broad). The purities of isolated products
were determined by HPLC coupled with ESI-MS and UV-
detector using the following procedure: The compounds were
dissolved in water/methanol = 1:1 (containing 2 mM
ammonium acetate, concentration ca. 0.5 mg/mL). A 10 uL
volume of the solution was injected into an HPLC column
(Phenomenex Luna 3 ym C18, S0 mm X 2.00 mm), and
elution was performed using a gradient of water/methanol
(containing 2 mM ammonium acetate) from 90:10 to 0:100.
The gradient was immediately started at a flow rate of 250 L
L/min for 15 min, followed by washing with 100% methanol
for another 15 min. UV absorption was detected from 200 to
950 nm using a diode array detector (DAD). The purity of the
compounds was determined by HPLC-UV-MS and proved to
be >95% (except for 17, §9, and 69, which were obtained with
purities of 94.2, 91.4, and 90.5%, respectively).

The synthesis of S-arylfuran-2-carboxylic acids (4a—p) was
performed according to various procedures (either described in
the literature or in the Supporting Information). All boronic
acid and most anthranilic acid derivatives which were used as
building blocks were purchased from different companies. The
synthesis of more complex anthranilic acid derivatives or their
analogs which were used as starting materials is described in
the Supporting Information. A total of 64 final products 7—25,
31-49, 51-60, 64—70, 74—76, 79—84 were synthesized and
analyzed as described below.

Preparation of Anthranilic Acid N-Carboxamide Deriva-
tives 7—25, 31—49, 64—70, 74—76 (General Procedure A).
To a solution of the heterocyclic carboxylic acid derivative
(e.g, 0.25 mmol) in DCM (S mL) SOCL, (2 mmol) was
added. The solution was refluxed 3 h and subsequently
concentrated under reduced pressure. The resulting acid
chloride was directly used without further purification. The
acid chloride was dissolved in DCM (10 mL) and treated with
a mixture of the appropriate free anthranilic acid (0.35 mmol)
or the methyl anthranilate, respectively, and DIPEA (S mmol)
in DCM (10 mL) at rt. After stirring at rt for 18 h, volatile
components were removed under reduced pressure and the
resulting crude was purified by column chromatography on
silica gel (eluent: DCM/MeOH = 9.5:0.5, if not otherwise

noted) to afford the corresponding amide derivative. When
methyl anthranilates were used as starting materials the crude
intermediate was dissolved in a mixture of THF, MeOH, and
H,0 (2:1:2), treated with NaOH (5 mmol) and stirred at 35
°C for 12 h. The solvents were removed under reduced
pressure, and water (15 mL) was added to the residue.
Subsequently, the pH was adjusted to 1—2 with 1 N HCI and
the precipitate was filtered under reduced pressure, washed
with water, dried at 60 °C, and purified by column
chromatography on silica gel 60 (eluent: eluent: DCM/
MeOH = 9.5:0.5, if not otherwise noted).
2-(5-(4-Isobutylphenyl)furan-2-carboxamido)benzoic
Acid (7). Compound 7 was synthesized according to the
general procedure A starting from S-(4-isobutylphenyl)furan-2-
carboxylic acid (4a, 0.92 mmol) and 2-aminobenzoic acid (5,
1.50 mmol). Yield: 63%; colorless solid; "H NMR (500 MHz,
DMSO-d,): & 12.48 (s, 1H, CO,H), 8.75 (dd, J = 8.4, 1.0 Hz,
1H), 8.08 (dd, J = 7.9, 1.6 Hz, 1H), 7.84 (d, ] = 8.2 Hz, 2H),
7.66 (ddd, J = 8.7, 7.4, 1.7 Hz, 1H), 7.37 (d, ] = 3.6 Hz, 1H,
faran-H), 7.27 (d, J = 8.3 Hz, 2H), 7.22—7.18 (m, 1H), 7.16
(d, J = 3.6 Hz, 1H, furan-H), 2.51-2.48 (m, 2H, CH,CH),
1.87 (dq, J = 13.6, 6.8 Hz, 1H, CH,CH), 0.88 (d, ] = 6.6 Hz,
6H, (CH,),). ®C NMR (126 MHz, DMSO-dy): 6 169.9,
155.5, 155.4, 146.1, 142.3, 140.8, 134.3, 131.3, 129.5, 126.7,
124.1, 122.8, 119.4, 117.6, 116.0, 107.8, 44.2, 29.4, 22.0. LC-
MS (m/z): positive mode 364.2 [M + H]*; purity by HPLC
UV (254 nm)-ESL-MS: 98.3%.
2-(5-(2,6-Diisopropylphenyl)furan-2-carboxamido)-
benzoic Acid (8). Compound 8 was synthesized according to
the general procedure A starting from S5-(2,6-
diisopropylphenyl)furan-2-carboxylic acid (4b, 0.37 mmol)
and 2-aminobenzoic acid (8, 0.63 mmol). Yield: 57%; colorless
solid; '"H NMR (600 MHz, DMSO-dy): 6 12.78 (s, 1H,
CO,H), 8.69 (d, ] = 8.4 Hz, 1H), 8.01 (dd, J = 7.9, 1.6 Hz,
1H), 7.60 (t, ] = 7.8 Hz, 1H), 7.47 (t, ] = 7.8 Hz, 1H), 7.39 (d,
J = 3.4 Hz, 1H, furan-H), 7.28 (d, ] = 7.8 Hz, 2H), 7.15 (t, ] =
8.1 Hz, 1H), 6.73 (d, ] = 3.4 Hz, 1H, furan-H), 2.66—2.57 (m,
2H, (CH),), 1.13 (d, ] = 6.9 Hz, 12H, (CH,),). *C NMR
(151 MHz, DMSO-dy): 6 169.7, 155.8, 154.1, 149.0, 146.9,
140.7, 131.1, 130.3, 127.3, 122.6, 119.3, 116.1, 112.6, 30.5,
23.94. LC-MS (m/z): positive mode 392.3 [M + H]*; purity
by HPLC UV (254 nm)-ESI-MS: 99.8%.
2-(5-([1,1'-Biphenyl]-2-yll)furan-2-carboxamido)benzoic
Acid (9). Compound 9 was synthesized according to the
general procedure A starting from S$-([1,1’-biphenyl]-2-yl)-
furan-2-carboxylic acid (4c, 0.37 mmol) and 2-aminobenzoic
acid (5, 0.63 mmol). Yield: 68%; colorless solid; 'H NMR
(600 MHz, DMSO-d,): 6 13.87 (s, 1H, CO,H), 12.31 (s, 1H,
NH), 8.69 (d, J = 8.3 Hz, 1H), 8.08—8.02 (m, 2H), 7.67—7.60
(m, 1H), 7.54 (td, ] = 7.6, 1.3 Hz, 1H), 7.51-7.47 (m, 1H),
7.47-7.38 (m, 3H,), 7.36—7.32 (m, 1H), 7.31-7.28 (m, 2H),
7.19 (t, ] = 8.0 Hz, 1H), 7.12 (d, ] = 3.7 Hz, 1H, furan-H). 3C
NMR (151 MHz, DMSO-d,): 6 134.3, 131.3, 130.7, 128.8,
1287, 128.5, 128.0, 127.7, 127.4, 126.8, 122.8, 119.5, 116.9,
116.0, 111.5. LC-MS (m/z): positive mode 384.0 [M + H]*;
purity by HPLC UV (254 nm)-ESI-MS: 99.7%.
2-(5-(4-Chlorophenyl)furan-2-carboxamido)benzoic Acid
(10). Compound 10 was synthesized according to general
procedure A starting from S-(4-chlorophenyl)furan-2-carbox-
ylic acid (4d, 0.44 mmol) and 2-aminobenzoic acid (5, 0.6
mmol). Yield: 20% over two steps; colorless solid; 'H NMR
(500 MHz, DMSO-dg): 6 13.93 (s br, 1H, CO,H), 12.45 (s,
1H, NH), 8.71 (d, ] = 8.4 Hz, 1H), 8.07 (d, ] = 9.3 Hz, 1H),
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7.95—7.89 (m, 2H), 7.68—7.61 (m, 1H), 7.59—7.51 (m, 2H),
7.38 (d, J = 3.6 Hz, 1H, furan-H), 7.27 (d, ] = 3.7 Hz, 1H,
furan-H), 7.20 (m, 1H). *C NMR (126 MHz, DMSO-d,): 6
170.1, 155.6, 154.1, 147.0, 140.8, 134.5, 133.7, 131.6, 129.3,
128.1, 126.0, 123.1, 119.7, 117.8, 116.4, 109.4. LC-MS (m/z):
positive mode 342.1 [M + HJ*; purity by HPLC UV (254
nm)-ESI-MS: 98.8%.
2-(5-(2-Bromophenyl)furan-2-carboxamido)-5-methoxy-
benzoic Acid (11). Compound 11 was synthesized according
to the general procedure A starting from 5-(2-bromophenyl)-
furan-2-carboxylic acid (4e, 1.87 mmol) and 2-aminobenzoic
acid (5, 2.87 mmol). Yield: 91%; Colorless solid; '"H NMR
(600 MHz, DMSO-d,): § 13.95 (s br, 1H, CO,H), 12.15 (s,
1H, NH), 8.61 (d, J = 9.2 Hz, 1H), 8.00 (d, ] = 7.6 Hz, 1H),
7.81 (d, J = 8.0 Hz, 1H), 7.56—7.51 (m, 2H), 7.40—7.34 (m,
3H), 7.28 (d, ] = 9.1 Hz, 1H), 3.79 (s, 3H, OCH,) ppm. 13C-
NMR (151 MHz, DMSO-d;) §: 169.6, 155.3, 154.6, 152.5,
147.1, 134.5, 134.1, 130.7, 129.6, 129.4, 128.4, 121.6, 120.6,
119.8, 118.0, 116.8, 115.3, 113.2, 55.6 (OCHj;) ppm. LC-MS
(m/z): positive mode 416.0 [M + H]*; purity by HPLC UV
(254 nm)-ESLI-MS: 98.6%.
2-(5-(2-Methoxynaphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (12). Compound 12 was synthesized according
to the general procedure A starting from S-(2-methoxynaph-
thalen-1-yl)furan-2-carboxylic acid (4f, 0.37 mmol) and 2-
aminobenzoic acid (S, 0.63 mmol). Yield: 72%; colorless solid;
'H NMR (500 MHz, DMSO-d,): 8 13.57 (s, 1H, CO,H),
12.29 (s, 1H, NH), 8.73 (d, J = 8.5 Hz, 1H), 8.12 (d, ] = 9.1
Hz, 1H), 8.02 (dd, ] = 7.9, 1.6 Hz, 1H), 7.95 (d, ] = 8.1 Hz,
1H), 7.82 (d, ] = 8.6 Hz, 1H), 7.68—7.62 (m, 1H), 7.59 (d, ] =
9.2 Hz, 1H), 7.56=7.50 (m, 1H), 7.48 (d, J = 3.5 Hz, 1H,
furan-H), 7.45-7.39 (m, 1H), 7.21-7.16 (m, 1H), 6.91 (d, ] =
3.5 Hz, 1H, furan-H), 3.94 (s, 1H, OCH,). *C NMR (126
MHz, DMSO-d,): 5 169.7, 155.9, 155.8, 151.3, 146.8, 140.7,
134.2, 132.6, 131.8, 131.1, 1283, 128.1, 127.6, 124.0, 123.9,
122.8, 119.6, 116.6, 116.0, 114.3, 113.8, 111.8, 56.6. LC-MS
(m/z): positive mode 388.3 [M + H]*; purity by HPLC UV
(254 nm)-ESI-MS: 99.1%.
2-(5-(1-Methyl-1H-indazol-4-yl)furan-2-carboxamido)-
benzoic Acid (13). Compound 13 was synthesized according
to the general procedure A starting from S-(1-methyl-1H-
indazol-4-yl)furan-2-carboxylic acid (4g, 0.35 mmol) and 2-
aminobenzoic acid (5, 0.61 mmol). Yield: 81%; colorless solid;
'H NMR (500 MHz, DMSO-d,): § 13.94 (s, 1H, CO,H),
12.41 (s, 1H, NH), 8.75 (dd, ] = 8.4, 0.9 Hz, 1H), 8.69 (d, ] =
0.9 Hz, 1H), 8.09 (dd, ] = 7.9, 1.5 Hz, 1H), 7.77 (dd, ] = 7.2,
0.5 Hz, 1H), 7.72 (d, J = 8.5 Hz, 1H), 7.67 (td, ] = 8.7, 8.0, 1.6
Hz, 1H), 7.50 (dd, J = 8.4, 7.3 Hz, 1H), 7.47—7.49 (m, 2H,
faran-H), 7.24—7.20 (m, 1H), 4.11 (s, 3H, NCH,). 3C NMR
(126 MHz, DMSO-d,): & 169.9, 155.5, 154.5, 146.9, 140.7,
140.1, 134.3, 131.9, 131.3, 126.0, 122.9, 121.4, 119.7, 118.5,
117.9, 1174, 116.1, 110.6, 35.5 (NCH,). LC-MS (m/z):
positive mode 362.40 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 99.7%.
2-(5-(3'-Methoxy-[1,1"-biphenyl]-2-yl)furan-2-
carboxamido)benzoic Acid (14). Compound 14 was synthe-
sized according to general procedure A starting from S-(3'-
methoxy-[1,1’-biphenyl]-2-yl)furan-2-carboxylic acid (4h, 1.50
mmol) and 2-aminobenzoic acid (5, 1.65 mmol). Yield: 33%;
colorless solid; "H NMR (500 MHz, DMSO-dg): & 13.84 (s br,
1H), 12.31 (s, 1H), 8.68 (d, J = 7.9 Hz, 1H), 8.05 (ddd, J =
9.3,7.6, 1.5 Hz, 2H), 7.64 (ddd, ] = 8.8, 7.5, 1.7 Hz, 1H), 7.51
(dtd, J =214, 7.5, 1.5 Hz, 2H), 7.37—7.31 (m, 2H), 7.21-7.17

(m, 1H), 7.14 (d, J = 3.6 Hz, 1H, furan-H), 6.99—6.95 (m,
1H), 6.86—6.83 (m, 2H), 5.69 (d, ] = 3.6 Hz, 1H, furan-H),
3.72 (s, 3H, OCH;). “C NMR (126 MHz, DMSO-dg): &
170.0, 159.5, 155.7, 154.2, 146.1, 142.4, 140.8, 140.1, 134.5,
131.5, 130.8, 129.9, 129.0, 1282, 127.6, 126.9, 123.1, 121.2,
119.7,117.2, 1162, 114.4, 113.5, 111.7, 55.3 (OCH,). LC-MS
(m/z): positive mode 414.2 [M + H]*; purity by HPLC UV
(254 nm)-ESI-MS: 98%.
2-(5-(2-Phenethoxyphenyl)furan-2-carboxamido)benzoic
Acid (15). Compound 15 was synthesized according to the
general procedure A starting from S-(2-phenethoxyphenyl)-
furan-2-carboxylic acid (4i, 0.16 mmol) and 2-aminobenzoic
acid (8, 0.18 mmol). Yield: 84%; colorless solid; 'H NMR
(500 MHz, DMSO-dy): 5 13.87 (s br, 1H, CO,H), 12.45 (s,
1H, NH), 8.73 (d, ] = 8.2 Hz, 1H), 8.05 (ddd, J = 14.9, 7.9, 1.6
Hz, 3H), 7.65 (ddd, J = 8.5, 7.4, 1.6 Hz, 2H), 7.41—7.30 (m,
6H), 729 (d, J = 3.6 Hz, 1H, furan-H), 7.26—7.15 (m, 3H),
7.10=7.02 (m, 1H), 6.92 (d, ] = 3.6 Hz, 1H, furan-H), 4.41 (t,
J = 6.7 Hz, 2H, OCH,CH,Ph), 3.19 (t, J = 6.7 Hz, 2H,
OCH,CH,Ph). '*C NMR (126 MHz, DMSO-d,): § 170.1,
158.7, 155.3, 151.9, 145.51, 141.0, 138.4, 134.5, 131.5, 130.3,
129.0, 128.5, 126.5, 125.8, 123.0, 120.9, 119.6, 117.8, 117.7,
116.2, 1129, 112.7, 68.9 (OCH,), 35.0 (CH,Ph). LC-MS (m/
z): positive mode 428.3 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 99.1%.
2-(5-(3,5-Dichlorophenyl)furan-2-carboxamido)-5-me-
thoxybenzoic Acid (16). Compound HR 16 was synthesized
according to the general procedure A starting from 5-(3,5-
dichlorophenyl)furan-2-carboxylic acid (4j, 0.42 mmol) and 2-
amino-5-methoxybenzoic acid methyl ester (6, 0.6 mmol).
Yield: 17.6%; pale yellow solid; "H NMR (500 MHz, DMSO-
dg): 6 12.69 (s, 1H, CO,H), 8.53 (d, ] = 9.1 Hz, 1H), 7.94 (d, ]
= 1.3 Hz, 2H), 7.60 (t, ] = 1.9 Hz, 1H), 7.55 (d, ] = 3.1 Hz,
1H), 7.42 (d, ] = 3.6 Hz, 1H, furan-H), 7.32 (d, ] = 3.6 Hz, 1H,
furan-H), 7.20 (dd, J = 9.1, 3.2 Hz, 1H), 3.79 (s, 3H, OCH,).
3C NMR (126 MHz, DMSO-d,): 6 169.5, 155.1, 154.6,
151.90, 148.1, 135.1, 133.9, 132.5, 128.0, 122.7, 121.5, 120.1,
119.6, 117.0, 1154, 111.1, 55.5 (OCH,;). LC-MS (m/z):
positive mode 406.1 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 99%.
2-(5-(2,3-Dichlorophenyl)furan-2-carboxamido)-5-me-
thoxybenzoic Acid (17). Compound 17 was synthesized
according to general procedure A starting from S5-(2,3-
dichlorophenyl)furan-2-carboxylic acid (4k, 0.14 mmol) and
2-amino-5-methoxybenzoic acid methyl ester (6, 0.15 mmol).
Yield: 43%; off-white solid; "H NMR (500 MHz, DMSO-d,):
513.89 (s br, 1H, CO,H), 12.15 (s, 1H, NH), 8.60 (d, J = 9.1
Hz, 1H), 8.01 (dd, J = 8.0, 1.5 Hz, 1H), 7.70 (dd, ] = 8.1, 1.6
Hz, 1H), 7.52 (d, J = 3.1 Hz, 1H), 7.49 (t, ] = 8.0 Hz, 1H),
7.42—7.36 (m, 2H), 7.27 (dd, ] = 9.2, 3.1 Hz, 1H), 3.79 (s, 3H,
OCH,). C NMR (126 MHz, DMSO-dy): § 169.6, 155.1,
154.6, 150.7, 147.4, 134.0, 133.5, 130.7, 129.9, 128.8, 128.2,
127.3, 121.6, 120.5, 118.1, 116.9, 115.3, 114.4, 55.6 (OCH,).
LC-MS (m/z): positive mode 406.3 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 94.2%.
5-Methoxy-2-(5-(2-phenoxyphenyl)furan-2-
carboxamido)benzoic Acid (18). Compound 18 was synthe-
sized according to general procedure A starting from S5-(2-
phenoxyphenyl)furan-2-carboxylic acid (41, 0.50 mmol) and 2-
amino-5-methoxybenzoic acid methyl ester (6, 0.55 mmol).
Yield: 78%; colorless solid; "H NMR (600 MHz, DMSO-d,): 6
14.02 (s br, 1H, CO,H), 12.22 (s, 1H, NH), 8.64 (d, ] = 9.2
Hz, 1H), 8.16 (d, J = 7.7 Hz, 1H), 7.54 (d, J = 3.1 Hz, 1H),
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7.45—7.38 (m, 3H), 7.34—7.25 (m, 3H), 7.16 (t, ] = 7.4 Hz,
1H), 7.07—6.99 (m, 4H), 3.79 (s, 3H, OCH,). *C NMR (151
MHz, DMSO-dy) & = 169.8, 156.2, 155.3, 154.5, 152.9, 150.9,
1463, 134.3, 130.5, 130.4, 126.5, 124.5, 123.9, 121.4, 121.0,
120.7, 120.0, 1182, 117.7, 117.5, 115.3, 112.8, 55.6 (OCHL).
LC-MS (m/z): positive mode 430.1 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 99.6%.
2-(5-(4-Isobutylphenyl)furan-2-carboxamido)-5-methoxy-
benzoic Acid (19). Compound 19 was synthesized according
to the general procedure A starting from S-(4-isobutylphenyl)-
furan-2-carboxylic acid (4a, 0.92 mmol) and 2-amino-S-
methoxybenzoic acid methyl ester (6, 1.50 mmol). Yield:
87%; colorless solid; 'H NMR (500 MHz, DMSO-dy): 6 13.96
(s, 1H, CO,H), 12.17 (s, 1H, NH), 8.66 (d, ] = 9.2 Hz, 1H),
7.82 (d, ] = 8.2 Hz, 2H), 7.55 (d, ] = 3.1 Hz, 1H), 7.32 (d, ] =
3.6 Hz, 1H), 7.30-7.24 (m, 3H), 7.14 (d, J = 3.6 Hz, 1H),
3.80 (s, 3H, OCHS,), 2.50—2.52 (m, 2H, CH,), 1.87 (dq, J =
13.5, 6.7 Hz, 1H, CH), 0.87 (s, 6H, (CH,),). *C NMR (126
MHz, DMSO-dy) & = 169.5, 155.2, 154.2, 146.3, 142.2, 134.2,
129.5, 126.7, 124.0, 121.1, 1204, 117.3, 117.2, 115.0, 107.7,
55.3 (OCHa), 44.2, 29.4, 22.0. LC-MS (m/z): positive mode
394.5 [M + HJ*; purity by HPLC UV (254 nm)-ESI-MS:
100%.
2-(5-([1,1’-Biphenyl]-3-yl)furan-2-carboxamido)-5-me-
thoxybenzoic Acid (20). Compound 20 was synthesized
according to general procedure A starting from S-([1,1'-
biphenyl]-3-yl)furan-2-carboxylic acid (4m, 0.50 mmol) and 2-
amino-S-methoxybenzoic acid methyl ester (6, 0.55 mmol).
Yield: 27%; beige solid; '"H NMR (500 MHz, DMSO-dg): &
13.90 (s br, 1H, CO,H), 12.17 (s, 1H, NH), 8.63 (d, ] = 9.1
Hz, 1H), 8.18 (t, ] = 1.9 Hz, 1H), 7.92 (dt, ] = 7.6, 0.9 Hz,
1H), 7.79-7.76 (m, 2H), 7.69 (ddd, ] = 7.7, 1.9, 1.1 Hz, 1H),
7.58 (t, ] = 7.7 Hz, 1H), 7.55—7.49 (m, 3H), 7.44—7.39 (m,
1H), 7.36 (s, 2H), 7.27 (dd, J = 9.2, 3.1 Hz, 1H), 3.80 (s, 3H,
OCH,;). BC NMR (126 MHz, DMSO-di): 6 169.7, 1554,
155.0, 154.5, 146.9, 141.2, 139.6, 134.2, 130.0, 129.9, 129.2,
128.0, 127.4, 127.0, 123.1, 122.8, 121.5, 120.6, 117.9, 117.4,
115.3, 109.1, 55.6 (OCH,;). LC-MS (m/z): positive mode
4142 [M + H]* purity by HPLC UV (254 nm)-ESI-MS:
98.8%.
2-(5-([1,1'-Biphenyl]-4-yl)furan-2-carboxamido)-5-me-
thoxybenzoic Acid (21). Compound 21 was synthesized
according to general procedure A starting from S-([1,1'-
biphenyl]-4-yl)furan-2-carboxylic acid (4n, 0.4 mmol) and 2-
amino-S-methoxybenzoic acid methyl ester (6, 0.54 mmol).
Yield: 54%; Colorless solid; "H NMR (600 MHz, DMSO-dy):
5 13.89 (s, 1H, CO,H), 8.61 (d, J = 9.0 Hz, 1H), 8.02 (d, ] =
8.3 Hz, 2H), 7.75 (d, ] = 8.2 Hz, 2H), 7.69 (d, ] = 7.5 Hz, 2H),
7.64 (d, ] = 3.2 Hz, 1H), 7.51—7.43 (m, 2H), 7.41-7.35 (m,
1H), 7.28 (d, ] = 3.6 Hz, 1H, furan-H), 7.21 (d, J = 3.6 Hz, 1H,
faran-H), 7.09 (dd, J = 9.0, 3.2 Hz, 1H), 3.76 (s, 3H, OCHS,).
13C NMR (151 MHz, DMSO-dy): 6 170.4, 155.6, 154.9, 154.6,
148.0, 140.6, 139.7, 134.6, 129.5, 128.8, 128.3, 127.6, 127.1,
125.3, 123.1, 120.8, 118.3, 116.9, 116.1, 108.8, 55.7 (OCH,;).
LC-MS (m/z): positive mode 414.5 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 99.9%.
2-(5-([1,1’-Biphenyl]-2-yl)furan-2-carboxamido)-5-me-
thoxybenzoic Acid (22). Compound 22 was synthesized
according to the general procedure A starting from S-([1,1'-
biphenyl]-2-yl)furan-2-carboxylic acid (4c, 0.38 mmol) and 2-
amino-5-methoxybenzoic acid methyl ester (6, 0.58 mmol).
Yield: 68%; colorless solid; "H NMR (600 MHz, DMSO-dy): §
13.76 (s, 1H, CO,H), 12.00 (s, 1H, NH), 8.60 (d, J = 9.1 Hz,

1H), 8.03 (d, J = 7.5 Hz, 1H), 7.56—7.47 (m, 3H), 7.45—7.41
(m, 3H), 7.34 (d, ] = 7.3 Hz, 1H), 7.29 (d, ] = 6.8 Hz, 2H),
7.28—7.23 (m, 1H), 7.08 (d, ] = 3.3 Hz, 1H, furan-H), 5.57 (d,
J = 3.3 Hz, 1H, furan-H), 3.79 (s, 3H, OCH,). *C NMR (151
MHz, DMSO-dy): 6 169.4, 155.1, 154.3, 153.9, 146.0, 140.8,
139.9, 134.0, 130.7, 128.8, 128.7, 128.5, 127.9, 127.6, 127.5,
126.7, 121.2, 120.4, 117.4, 116.5, 115.0, 111.4, 55.4 (OCH,).
LC-MS (m/z): positive mode 414.1 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 100%.
5-Methoxy-2-(5-(3"-(2-methoxyethoxy)-[1,1:2',1"-ter-
phenyl]-2-yl)furan-2-carboxamido)benzoic Acid (23). Com-
pound 23 was synthesized according to general procedure A
starting from 5-(3”-(2-methoxyethoxy)-[1,1":2’,1"-terphenyl]-
2-yl)furan-2-carboxylic acid (40, 0.5 mmol) and 2-amino-5-
methoxybenzoic acid methyl ester (6, 0.3 mmol). Yield: 2%;
pale yellow solid; "H NMR (500 MHz, DMSO-d;): 6 13.42 (s,
1H, CO,H), 8.55 (d, ] = 9.0 Hz, 1H), 8.08 (d, ] = 7.8 Hz, 1H),
7.59 (d, J = 3.2 Hz, 1H), 7.51 (t, ] = 7.5 Hz, 1H), 7.45 (t, ] =
7.5 Hz, 1H), 7.37-7.29 (m, 2H), 7.10 (dd, J = 9.0, 3.2 Hz,
1H), 7.03 (d, J = 3.6 Hz, 1H, furan-H), 6.98 (dd, ] = 7.7, 2.5
Hz, 1H), 6.88—6.81 (m, 2H), 5.60 (d, J = 3.6 Hz, 1H, furan-
H), 4.11-3.98 (m, 2H, OCH,CH,0CH;), 3.77 (s, 3H,
OCH,CH,0CH;), 3.61 (dd, J = 5.7, 3.4 Hz, 2H,
OCH,CH,0CH,), 327 (s, 3H, OCH,). *C NMR (126
MHz, DMSO-d,): & 169.7, 158.7, 155.2, 154.3, 153.7, 146.8,
142.5, 139.8, 134.2, 130.7, 129.9, 128.7, 128.2, 127.7, 127.0,
121.3, 120.6, 118.5, 116.0, 115.6, 114.8, 114.2, 111.4, 70.5,
67.1, 58.3, 55.4. LC-MS (m/z): positive mode 488.1 [M +
H]*; purity by HPLC UV (254 nm)-ESI-MS: 98.9%.
5-Methoxy-2-(5-(2-phenethoxyphenyl)furan-2-
carboxamido)benzoic Acid (24). Compound 24 was synthe-
sized according to the general procedure A starting from 5-(2-
phenethoxyphenyl)furan-2-carboxylic acid (4i, 0.16 mmol)
and 2-amino-S-methoxybenzoic acid methyl ester (6, 0.18
mmol). Yield: 95%; beige solid; '"H NMR (500 MHz, DMSO-
dg): 5 13.95 (s br, 1H, CO,H), 12.17 (s, 1H, NH), 8.65 (d, ] =
9.2 Hz, 1H), 8.02 (dd, ] = 7.8, 1.6 Hz, 1H), 7.54 (d, ] = 3.1 Hz,
1H), 7.40—7.20 (m, 9H), 7.10—~7.01 (m, 1H), 6.91 (d, ] = 3.6
Hz, 1H, furan-H), 4.41 (t, J = 6.7 Hz, 2H, OCH,CH,Ph), 3.79
(s, 3H, OCH,), 3.19 (t, ] = 6.7 Hz, 2H, OCH,CH,Ph). *C
NMR (126 MHz, DMSO-dy): 6 169.8, 155.4, 155.3, 154.5,
151.7, 145.7, 138.4, 134.4, 130.2, 129.0, 128.5, 126.5, 125.8,
121.4, 121.0, 120.7, 117.8, 117.6, 117.3, 1152, 112.9, 112.6,
69.0 (OCH,), 55.6 (OCHj,), 35.0 (CH,Ph). LC-MS (m/z):
positive mode 458.5 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 97.5%.
5-Methoxy-2-(5-(3-phenethoxyphenyl)furan-2-
carboxamido)benzoic Acid (25). Compound 25 was synthe-
sized according to the general procedure A starting from 5-(3-
phenethoxyphenyl)furan-2-carboxylic acid (4p, 0.13 mmol)
and 2-amino-S-methoxybenzoic acid methyl ester (6, 0.14
mmol). Yield: 99%; colorless solid; 'H NMR (500 MHz,
DMSO-d,): 6 1391 (s br, 1H, CO,H), 12.13 (s, 1H, NH),
8.62 (d, J = 9.2 Hz, 1H), 7.54 (d, J = 3.1 Hz, 1H), 7.52—7.48
(m, 1H), 7.46—7.44 (m, 1H), 7.38 (t, J = 8.0 Hz, 1H), 7.36—
7.26 (m, 6H), 7.25 (d, J = 3.7 Hz, 1H, furan-H), 7.24—7.20
(m, 1H), 6.98 (dd, ] = 8.2, 2.5 Hz, 1H), 4.30 (t, ] = 6.8 Hz,
2H, OCH,CH,Ph), 3.79 (s, 3H, OCHj;), 3.07 (t, ] = 6.8 Hz,
2H, OCH,CH,Ph). ®C NMR (126 MHz, DMSO-d,): &
169.7, 159.1, 155.4, 155.0, 154.5, 146.8, 138.4, 134.3, 130.6,
130.4, 129.1, 128.5, 126.4, 121.5, 120.6, 117.7, 117.3, 116.6,
115.4, 115.3, 110.6, 109.0, 68.5 (OCH,), 55.6 (OCH,), 35.0
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(CH,Ph). LC-MS (m/z): positive mode 458.5 [M + H]%;
purity by HPLC UV (254 nm)-ESI-MS: 98.6%.
3-Chloro-2-(5-(naphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (31). Compound 31 was synthesized according
to general procedure A starting from S-(naphthalen-1-yl)furan-
2-carboxylic acid (26, 0.44 mmol) and methyl 2-amino-3-
chlorobenzoate (28a, 0.65 mmol). Yield: 54%; colorless solid;
'H NMR (500 MHz, DMSO-d,): 6 12.47 (s, 1H, CO,H), 8.50
(d,] = 8.5 Hz, 1H), 828 (d, J = 7.5 Hz, 1H), 8.03 (d, ] = 8.1
Hz, 2H), 8.00 (d, ] = 7.3 Hz, 1H), 7.71-7.58 (m, 3H), 7.40
(d, J = 3.6 Hz, 1H, furan-H), 7.22 (t, ] = 8.1 Hz, 1H), 7.18 (d,
J = 3.5 Hz, 1H, furan-H), 7.08 (d, ] = 7.2 Hz, 1H). '*C NMR
(126 MHz, DMSO-d,): 8 167.5, 155.6, 154.9, 147.6, 137.9,
133.7, 131.6, 129.8, 129.7, 129.4, 128.8, 128.3, 127.7, 127.0,
126.6, 126.4, 125.6, 125.1, 124.8, 118.2, 116.4, 112.0. LC-MS
(m/z): positive mode 392.1 [M + H]*; purity by HPLC UV
(254 nm)-ESI-MS: 99.8%.
4,5-Difluoro-2-(5-(naphthalen-1-yl)furan-2-
carboxamido)benzoic Acid (32). Compound 32 was synthe-
sized according to general procedure A starting from S-
(naphthalen-1-yl)furan-2-carboxylic acid (26, 0.25 mmol) and
methyl 2-amino-4,5-difluorobenzoate (28b, 0.4 mmol). Yield:
33%; colorless solid; "H NMR (500 MHz, DMSO-dg): 6 15.22
(s, 1H, CO,H), 8.62 (dd, ] = 13.6, 7.6 Hz, 1H), 8.51 (d, ] = 8.5
Hz, 1H), 8.04—7.95 (m, 4H), 7.69—7.57 (m, 3H), 7.40 (d, ] =
3.5 Hz, 1H, furan-H), 7.19 (d, J = 3.5 Hz, 1H, furan-H). *C
NMR (126 MHz, DMSO-d,): § 167.9, 156.0, 154.8, 150.0 (dd,
J =246, 13.0 Hz), 144.1 (dd, J = 241, 12.9 Hz), 137.7 (d, ] =
9.6 Hz), 133.7, 129.8, 129.4, 128.8, 127.7, 126.9, 126.6, 126.5,
125.7,125.1, 121.6, 119.5 (d, ] = 17.7 Hz), 116.5, 112.1, 107.4
(d, J = 23.0 Hz). LC-MS (m/z): positive mode 394.2 [M +
H]*; purity by HPLC UV (254 nm)-ESI-MS: 99.1%.
3,5-Difluoro-2-(5-(naphthalen-1-yl)furan-2-
carboxamido)benzoic Acid (32a). Compound 32a was
synthesized according to general procedure A starting from
S-(naphthalen-1-yl)furan-2-carboxylic acid (26, 0.44 mmol)
and 2-amino-3,5-difluorobenzoic acid (28n, 0.6 mmol). Yield:
52%; colorless solid; 'H NMR (500 MHz, DMSO-dq): 6 12.93
(s, IH, COOH), 8.51 (dd, J = 8.5, 1.1 Hz, 1H), 8.06—7.99 (m,
2H), 7.94 (dd, J = 7.3, 1.2 Hz, 1H), 7.69—7.57 (m, 3H), 7.52
(ddd, J = 9.1, 3.1, 1.3 Hz, 1H), 7.41 (d, ] = 3.5 Hz, 1H, furan-
H), 7.30 (ddd, J = 10.4, 8.6, 3.0 Hz, 1H), 7.16 (d, J = 3.6 Hz,
1H, furan-H). *C NMR (126 MHz, DMSO-d,): 6 167.5,
157.9 (dd, J = 242.9, 11.9 Hz), 155.7, 155.3 (dd, J = 252.3,
12.0 Hz), 155.0, 147.8, 133.7, 133.5 (d, J = 5.0 Hz), 129.8,
129.5, 128.8, 127.7, 127.0, 126.7, 126.5, 125.6, 125.1, 123.1 (d,
J = 12.4 Hz), 116.7, 112.2 (d, J = 21.9 Hz), 111.9, 106.0—
105.0 (m). LC-MS (m/z): positive mode 394.2 [M + H]%;
purity by HPLC UV (254 nm)-ESI-MS: 99.3%.
4-Methoxy-2-(5-(naphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (33). Compound 33 was synthesized according
to general procedure A starting from S-(naphthalen-1-yl)furan-
2-carboxylic acid (26, 0.78 mmol) and 2-amino-4-methox-
ybenzoic acid (28¢c, 1 mmol). Yield: 59%; colorless solid; 'H
NMR (500 MHz, DMSO-d,): 6 13.22 (s, 1H, CO,H), 8.51 (d,
J = 8.5 Hz, 1H), 8.38 (d, ] = 2.6 Hz, 1H), 8.05—7.96 (m, 4H),
7.73—7.66 (m, 1H), 7.65—7.56 (m, 2H), 7.45 (d, J = 3.6 Hz,
1H, furan-H), 7.20 (d, J = 3.5 Hz, 1H, furan-H), 6.74 (dd, ] =
8.8, 2.7 Hz, 1H), 3.84 (s, 3H, OCH,). *C NMR (126 MHz,
DMSO-dy): 6 170.1, 163.2, 156.0, 155.1, 147.4, 142.7, 133.7,
133.2, 129.9, 129.4, 128.8, 127.8, 126.9, 126.54, 126.51, 125.6,
125.0, 117.2, 112.4, 108.6, 104.6, 55.6 (OCH;). LC-MS (m/

z): positive mode 388.4 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 99.1%.
4-Bromo-2-(5-(naphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (34). Compound 34 was synthesized according
to general procedure A starting from S-(naphthalen-1-yl)furan-
2-carboxylic acid (26, 0.42 mmol) and 2-amino-4-bromoben-
zoic acid (28d, 0.59 mmol). Yield: 55%; colorless solid; 'H
NMR (500 MHz, DMSO-d,): 6 14.63 (s, 1H, CO,H), 8.88 (d,
J =2.0 Hz, 1H), 8.51 (d, ] = 8.5 Hz, 1H), 8.04—7.99 (m, 4H),
7.69—7.65 (m, 1H), 7.64—7.56 (m, 2H), 7.43 (d, ] = 3.6 Hz,
1H, furan-H), 7.27 (dd, J = 8.4, 2.0 Hz, 1H), 7.19 (d, ] = 3.6
Hz, 1H, furan-H). 3C NMR (126 MHz, DMSO-d,): 6 169.4,
156.1, 155.0, 147.6, 141.9, 133.7, 133.3, 129.8, 129.4, 128.8,
127.7, 126.9, 126.6, 126.5, 125.6, 125.0, 124.9, 124.7, 121.3,
116.8, 112.2. LC-MS (m/z): positive mode 436.0 [M + H]*;
purity by HPLC UV (254 nm)-ESI-MS: 97.9%.
5-Methyl-2-(5-(naphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (35). Compound 35 was synthesized according
to the general procedure A starting from S-(naphthalen-1-
yl)furan-2-carboxylic acid (26, 0.38 mmol) and 2-amino-5$-
methylbenzoic acid (28e, 0.50 mmol). Yield: 58%; colorless
solid. '"H NMR (500 MHz, DMSO-d,): 6 12.58 (s, 1H), 8.62
(d, ] = 8.4 Hz, 1H), 8.51 (d, ] = 8.7 Hz, 1H), 8.03 (d, ] = 8.2
Hz, 2H), 7.97 (dd, ] = 6.9, 0.7 Hz, 1H), 7.87 (d, ] = 2.2 Hz,
1H), 7.73=7.66 (m, 1H), 7.64—7.57 (m, 2H), 7.45—7.42 (m,
2H), 7.20 (d, J = 3.6 Hz, 1H), 2.32 (s, 3H, CH;). *C NMR
(126 MHz, DMSO-d,): 6 170.1, 155.7, 154.9, 147.4, 138.5,
134.7, 133.7, 132.1, 131.5, 129.9, 129.4, 128.8, 127.8, 126.9,
126.5, 125.6, 125.1, 119.8, 117.1, 117.0, 112.4, 20.4 (CH,).
LC-MS (m/z): positive mode 372.1 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 99.9%.
2-(5-(naphthalen-1-yl)furan-2-carboxamido)-5-
(trifluoromethoxy)benzoic Acid (36). Compound 36 was
synthesized according to general procedure A starting from S-
(naphthalen-1-yl)furan-2-carboxylic acid (26, 0.41 mmol) and
2-amino-S-(trifluoromethoxy)benzoic acid (28f, 0.56 mmol).
Yield: 24%; colorless solid; '"H NMR (500 MHz, DMSO-dy): 6
15.34 (s, 1H, CO,H), 8.70 (d, ] = 9.0 Hz, 1H), 8.51 (d, ] = 8.5
Hz, 1H), 8.03 (d, ] = 8.0 Hz, 3H), 7.98 (d, J = 3.0 Hz, 1H),
7.64 (tt, ] = 14.0, 7.4 Hz, 3H), 7.39 (d, ] = 3.6 Hz, 1H, furan-
H), 7.37 (dd, J = 9.1, 3.1 Hz, 1H), 7.19 (d, J = 3.5 Hz, 1H,
furan-H). 3C NMR (126 MHz, DMSO-d): 6 168.3, 156.0,
154.6, 148.1, 142.6, 139.8, 133.7, 129.7, 129.4, 128.8, 127.6,
126.9, 126.7, 126.4, 125.6, 125.0, 123.4, 123.1, 120.1, 119.9 (q,
J =257 Hz), 116.2, 112.0. LC-MS (m/z): positive mode 442.4
[M + H]%; purity by HPLC UV (254 nm)-ESI-MS: 98.0%.
5-Cyclopropyl-2-(5-(naphthalen-1-yl)furan-2-
carboxamido)benzoic Acid (37). Compound 37 was synthe-
sized according to general procedure A starting from S-
(naphthalen-1-yl)furan-2-carboxylic acid (26, 0.42 mmol) and
methyl 2-amino-S-cyclopropylbenzoic acid (28g, 0.59 mmol).
Yield: 46% over two steps; colorless solid; ‘H NMR (600
MHz, DMSO-dy): 6 14.18 (s br, 1H, CO,H), 8.53 (d, ] = 8.5
Hz, 1H), 8.50 (d, J = 8.5 Hz, 1H), 8.04—7.98 (m, 3H), 7.81
(d, ] = 2.4 Hz, 1H), 7.69—7.65 (m, 1H), 7.64—7.56 (m, 2H),
7.38 (d, J = 3.5 Hz, 1H, furan-H), 7.17 (dd, J = 102, 3.0 Hz,
2H), 191 (ddd, J = 13.5, 8.5, 5.1 Hz, 1H, cyclopropyl-H),
0.95—0.89 (m, 2H, (cyclopropyl-H),), 0.67—0.60 (m, 2H,
(cyclopropyl-H),). *C NMR (151 MHz, DMSO-dy): § 170.6,
155.6, 154.6, 148.1, 138.4, 137.3, 133.7, 129.7, 129.4, 128.9,
128.8, 128.4, 127.7, 126.9, 126.7, 126.5, 125.7, 125.1, 121.8,
119.2, 116.1, 112.1, 14.8, 9.1. LC-MS (m/z): positive mode
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3984 [M + HJ*; purity by HPLC UV (254 nm)-ESI-MS:
95.2%.
5-Bromo-2-(5-(naphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (38). Compound 38 was synthesized according
to general procedure A starting from S-(naphthalen-1-yl)furan-
2-carboxylic acid (26, 0.42 mmol) and methyl 2-amino-S-
bromobenzoic acid (28h, 0.59 mmol). Yield: 22% over two
steps; colorless solid; 'H NMR (600 MHz, DMSO-dy): §
14.72 (s, 1H, CO,H), 8.60 (d, ] = 8.8 Hz, 1H), 8.51 (d, ] = 8.5
Hz, 1H), 8.18 (d, J = 2.5 Hz, 1H), 8.02 (t, ] = 6.5 Hz, 3H),
7.69—7.64 (m, 1H), 7.64—7.57 (m, 3H), 7.40 (d, ] = 3.6 Hz,
1H, furan-H), 7.19 (d, J = 3.6 Hz, 1H, furan-H). *C NMR
(126 MHz, DMSO-dy): § 168.5, 162.5, 155.9, 154.7, 147.9,
140.0, 133.8, 133.6, 129.8, 129.4, 128.9, 127.7, 126.9, 126.7,
126.5, 125.7, 125.1, 121.0, 116.5, 113.9, 112.1. LC-MS (m/z):
positive mode 436.0 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 98.5%.
2-Chloro-6-(5-(naphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (39). Compound 39 was synthesized according
to general procedure A starting from S-(naphthalen-1-yl)furan-
2-carboxylic acid (26, 0.65 mmol) and methyl 2-amino-6-
chlorobenzoic acid (28i, 1 mmol). Yield: 57%; colorless solid;
'"H NMR (500 MHz, DMSO-d,): 6 13.12 (s br, 1H, CO,H),
10.59 (s, 1H, NH), 8.45 (d, ] = 8.4 Hz, 1H), 8.04 (d, J = 8.1
Hz, 2H), 7.99 (dd, ] = 7.2, 0.9 Hz, 1H), 7.82 (dd, J = 7.8, 1.5
Hz, 1H), 7.74 (dd, J = 8.1, 1.4 Hz, 1H), 7.68—7.57 (m, 3H),
7.51 (d, J = 3.5 Hz, 1H, furan-H), 7.40 (t, ] = 7.9 Hz, 1H), 7.16
(d, ] = 3.5 Hz, 1H, furan-H). ®C NMR (126 MHz, DMSO-
dg): 6 166.9, 156.4, 154.8, 147.3, 134.2, 133.7, 132.7, 132.4,
132.0, 129.8, 129.5, 129.2, 128.9, 127.6, 127.1, 126.7, 126.5,
125.6, 125.0, 116.8, 111.9. LC-MS (m/z): positive mode 392.1
[M + H]*; purity by HPLC UV (254 nm)-ESI-MS: 97.7%.
2-(5-(Naphthalen-1-yl)furan-2-carboxamido)benzoic
Acid (40). Compound 40 was synthesized according to the
general procedure A starting from S-(naphthalen-1-yl)furan-2-
carboxylic acid (26, 0.42 mmol) and 2-aminobenzoic acid (5,
0.69 mmol). Yield: 78%; colorless solid; '"H NMR (500 MHz,
DMSO-d,): & 12.83 (s, 1H, CO,H), 8.79—8.71 (m, 1H), 8.53
(d,] = 8.6 Hz, 1H), 8.08 (dd, ] = 7.9, 1.5 Hz, 1H), 8.03 (d, ] =
8.0 Hz, 2H), 7.99 (dd, J = 7.2, 1.0 Hz, 1H), 7.73-7.67 (m,
1H), 7.66—7.57 (m, 3H), 7.47 (d, ] = 3.6 Hz, 1H, furan-H),
723-7.16 (m, 2H). 3C NMR (126 MHz, DMSO-d): &
169.9, 155.7, 154.8, 147.2, 140.7, 133.7, 133.5, 131.3, 129.7,
1292, 128.6, 127.6, 126.7, 1263, 125.4, 124.8, 122.7, 119.5,
117.2, 117.0, 112.2. LC-MS (m/z): positive mode 358.2 [M +
H]*; purity by HPLC UV (254 nm)-ESI-MS: 99.8%.
5-Methoxy-4-methyl-2-(5-(naphthalen-1-yl)furan-2-
carboxamido)benzoic Acid (41). Compound 41 was synthe-
sized according to general procedure A starting from S-
(naphthalen-1-yl)furan-2-carboxylic acid (26, 0.29 mmol) and
2-amino-S-methoxy-4-methylbenzoic acid (28j, 0.29 mmol).
Yield: 21%; light brown solid; '"H NMR (500 MHz, DMSO-
dg): 8 12.30 (br s, 1H, CO,H), 8.56 (s, 1H), 8.51 (d, J = 8.6
Hz, 1H), 8.04 (d, ] = 8.2 Hz, 2H), 7.97 (d, ] = 7.2 Hz, 1H),
7.72—7.67 (m, 1H), 7.65—7.59 (m, 2H), 7.49 (s, 1H), 7.42 (d,
] = 3.6 Hz, 1H, furan-H), 7.19 (d, J = 3.6 Hz, 1H, furan-H),
3.81 (s, 3H, OCH,;), 2.24 (s, 3H, CH;). *C NMR (125 MHz,
DMSO-dy): 6 169.8, 155.5, 154.8, 152.7, 147.5, 134.4, 133.7,
133.0, 129.9, 129.5, 128.9, 127.8, 126.9, 126.6, 126.5, 125.6,
125.0, 122.2, 117.0, 115.3, 1124, 111.6, 55.6 (OCHj), 16.8
(CH;). LC-MS (m/z): positive mode 402.4 [M + H]*; purity
by HPLC UV (254 nm)-ESI-MS: 99.7%.

5-(2-Methoxyethoxy)-2-(5-(naphthalen-1-yl)furan-2-
carboxamido)benzoic Acid (42). Compound 42 was synthe-
sized according to general procedure A starting from S-
(naphthalen-1-yl)furan-2-carboxylic acid (26, 0.5 mmol), 2-
amino-5-(2-methoxyethoxy)benzoic acid (28k, 0.73 mmol, for
synthesis see Supporting Information). Yield: 67%; colorless
solid; 'H NMR (500 MHz, DMSO-d,): & 12.52 (s, 1H,
CO,H), 8.64 (d, ] = 9.1 Hz, 1H), 8.51 (d, J = 8.6 Hz, 1H),
8.03 (d, J = 8.3 Hz, 2H), 7.97 (dd, ] = 7.3, 1.2 Hz, 1H), 7.69
(ddd, J = 8.4, 6.7, 1.4 Hz, 1H), 7.64—7.58 (m, 2H), 7.55 (d, |
=3.1 Hz, 1H), 7.43 (d, ] = 3.6 Hz, 1H, furan-H), 7.26 (dd, ] =
92,32 Hz, 1H), 7.19 (d, J = 3.6 Hz, 1H, furan-H), 4.16—4.03
(m, 2H, OCH,CH,0CH;), 3.72-3.57 (m, 2H,
OCH,CH,OCH,), 3.31 (s, 3H, OCH,CH,OCH,). C
NMR (126 MHz, DMSO-d;): 6 169.7, 155.5, 154.8, 153.7,
147.6, 1344, 133.7, 129.9, 129.4, 128.8, 127.8, 126.9, 126.6,
126.5, 125.6, 125.1, 1214, 120.6, 118.9, 116.9, 116.1, 112.4,
70.5, 67.5, 58.3. LC-MS (m/z): positive mode 432.5 [M +
H]*; purity by HPLC UV (254 nm)-ESI-MS: 99.1%.
5-(2-Hydroxyethoxy)-2-(5-(naphthalen-1-yl)furan-2-
carboxamido)benzoic Acid (43). Compound 43 was synthe-
sized according to the general procedure A starting from S-
(naphthalen-1-yl)furan-2-carboxylic acid (26, 0.5 mmol) and
2-acetoxyethyl S-(2-acetoxyethoxy)-2-aminobenzoate (28],
0.55 mmol, for synthesis see Supporting Information). Yield:
19%; colorless solid; 'H NMR (500 MHz, DMSO-dy): 6 13.82
(s, 1H), 12.15 (s, 1H), 8.65 (d, J = 9.2 Hz, 1H), 8.50 (d, ] =
8.5 Hz, 1H), 8.04 (d, ] = 8.1 Hz, 2H), 7.97 (d, ] = 7.3 Hz, 1H),
7.72—7.67 (m, 1H), 7.66=7.59 (m, 2H), 7.54 (d, ] = 3.1 Hz,
1H), 7.45 (d, ] = 3.6 Hz, 1H), 7.29 (dd, ] = 9.2, 3.1 Hz, 1H),
720 (d, J = 3.6 Hz, 1H), 4.85 (s, 1H, OH), 4.02 (t, ] = 5.0 Hz,
2H, OCH,CH,OH), 3.72 (t, ] = 4.9 Hz, 2H, OCH,CH,OH).
13C NMR (126 MHz, DMSO-d,): 6 169.6, 155.5, 154.9, 154.0,
147.4, 1343, 133.7, 129.9, 129.5, 128.9, 127.8, 126.9, 126.5,
125.6, 125.0, 121.6, 121.1, 117.7, 117.1, 116.0, 112.4, 70.2,
59.7. LC-MS (m/z): positive mode 418.5 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 99.9%.
3-(5-(Naphthalen-1-yl)furan-2-carboxamido)-2-naph-
thoic Acid (44). Compound 44 was synthesized according to
general procedure A starting from S-(naphthalene-1-yl)furan-
2-carboxylic acid (26, 0.41 mmol) and 3-amino-2-naphthoic
acid (28m, 0.58 mmol). Yield: 15%; colorless solid; '"H NMR
(500 MHz, DMSO-d): & 13.18 (s, 1H, CO,H), 9.15 (s, 1H),
8.75 (s, 1H), 8.54 (d, J = 8.6 Hz, 1H), 8.06—8.00 (m, 4H),
7.90 (d, J = 8.2 Hz, 1H), 7.73—7.67 (m, 1H), 7.66—7.57 (m,
3H), 7.51—-7.45 (m, 2H), 7.22 (d, J = 3.6 Hz, 1H, furan-H).
3C NMR (126 MHz, DMSO-dy): 6 170.0, 155.9, 154.9, 147.7,
136.5, 135.5, 133.7, 133.2, 129.9, 129.5, 129.1, 129.0, 128.8,
128.5, 127.8, 1272, 1269, 126.6, 126.5, 125.6, 125.5, 125.1,
119.1, 116.9, 116.2, 112.4. LC-MS (m/z): positive mode 478.4
[M + HJ*; purity by HPLC UV (254 nm)-ESI-MS: 98.0%.
5-Methoxy-2-(5-(naphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (45). Compound 45 was synthesized according
to general procedure A starting from S-(naphthalen-1-yl)furan-
2-carboxylic acid (26, 0.5 mmol), 2-amino-5-methoxybenzoic
acid methyl ester (6, 0.7 mmol). Yield: 23%; colorless solid;
'H NMR (500 MHz, DMSO-d,): 6 14.83 (s, 1H, CO,H), 8.55
(d, ] = 8.9 Hz, 1H), 8.50 (d, J = 8.5 Hz, 1H), 8.05—7.98 (m,
3H), 7.69—7.56 (m, 4H), 7.34 (d, J = 3.5 Hz, 1H, furan-H),
7.15 (d, ] = 3.4 Hz, 1H, furan-H), 6.98 (dd, J = 9.0, 3.2 Hz,
1H), 3.74 (s, 3H, OCH,). 3C NMR (126 MHz, DMSO-d,): &
170.3, 155.4, 154.2, 154.1, 148.5, 134.3, 133.7, 129.6, 1294,
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128.8, 127.6, 126.8, 126.4, 125.9, 125.7, 125.1, 120.0, 116.3,
116.1, 1154, 111.9, 55.3 (OCH;). LC-MS (m/z): positive
mode 388.5 [M + HJ*; purity by HPLC UV (254 nm)-ESI-
MS: 99.0%.
5-Hydroxy-2-(5-(naphthalen-1-yl)furan-2-carboxamido)-
benzoic Acid (46). To a stirred solution of compound 45 (0.16
mmol) in DCM (30 mL) was added boron tribromide (0.15
mL, 1.6 mmol). The mixture was stirred at rt for 16 h.
Subsequently, the solution was quenched with a saturated
solution of NaHCOj;. The crude product was extracted with
additional DCM (2 X 50 mL). The combined organic extracts
were dried over MgSO,, filtered and concentrated. The residue
was purified by silica gel column chromatography (DCM/
MeOH = 9:1). Yield: 42%; colorless solid; "H NMR (500
MHz, DMSO-d,): § 14.54 (s, 1H, CO,H), 9.22 (s, 1H, OH),
8.49 (d, J = 8.5 Hz, 1H), 8.43 (d, J = 8.8 Hz, 1H), 8.04—7.98
(m, 3H), 7.69—=7.57 (m, 3H), 7.52 (d, ] = 3.6 Hz, 1H), 7.31
(d,J=3.5Hz, 1H), 7.14 (d, ] = 4.1 Hz, 1H), 6.82 (dd, ] = 8.9,
3.0 Hz, 1H). '*C NMR (126 MHz, DMSO-dy): § 170.6, 155.2,
154.2, 152.3, 148.6, 133.7, 132.8, 129.6, 129.4, 128.8, 127.6,
126.82, 126.80, 126.4, 125.7, 125.1, 120.1, 117.8, 117.6, 115.3,
111.9. LC-MS (m/z): positive mode 374.5 [M + H]*; purity
by HPLC UV (254 nm)-ESI-MS: 95.2%.
4-(5-(Naphthalen-1-yl)furan-2-carboxamido)benzoic
Acid (47). Compound 47 was synthesized according to the
general procedure A starting from S-(naphthalen-1-yl)furan-2-
carboxylic acid (26, 0.41 mmol) and 4-aminobenzoic acid (29,
0.58 mmol). Yield: 47%; colorless solid. "H NMR (600 MHz,
DMSO-d): 6 12.74 (s, 1H), 10.47 (s, 1H), 8.40 (d, ] = 8.4 Hz,
1H), 8.07—8.03 (m, 2H), 7.98 (dd, ] = 7.2, 1.0 Hz, 1H), 7.96—
7.89 (m, 4H), 7.67—7.60 (m, 4H), 7.17 (d, ] = 3.5 Hz, 1H).
13C NMR (151 MHz, DMSO-d,): 6 167.1, 156.5, 155.2, 147.0,
142.8, 133.7, 130.4, 129.9, 129.6, 128.9, 127.6, 127.3, 126.8,
126.5, 125.6, 125.0, 119.8, 117.2, 112.0. LC-MS (m/z):
positive mode 358.2 [M + HJ*; purity by HPLC UV (254
nm)-ESI-MS: 98.5%.
3-(5-(Naphthalen-1-yl)furan-2-carboxamido)benzoic
Acid (47a). Compound 47a was synthesized according to
general procedure A starting from S (naphthalen-1-yl)furan-2-
carboxylic acid (26, 0.40 mmol) and 3-aminobenzoic acid
(29a, 0.70 mmol). Yield: 32%; beige solid; 'H NMR (600
MHz, DMSO-d,) 6 12.96 (s br, 1H, CO,H), 10.49 (s, 1H,
NH), 8.40 (d, J = 8.4 Hz, 1H), 8.38 (s, 1H), 8.08—8.02 (m,
3H), 7.99 (d, ] = 7.2 Hz, 1H), 7.72—7.60 (m, 4H), 7.59 (d, ] =
3.8 Hz, 1H), 7.48 (t, ] = 7.9 Hz, 1H), 7.16 (d, ] = 3.6 Hz, 1H).
BC NMR (151 MHz, DMSO-d;) 6 167.5, 156.5, 155.1, 147.1,
139.0, 133.7, 131.8, 129.9, 129.6, 129.1, 128.9, 127.6, 127.3,
126.9, 126.5, 125.7, 125.0, 1247, 124.6, 121.4, 116.9, 112.0.
LC-MS (m/z): positive mode 358.2 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 95.0%.
5-Fluoro-2-(5-(2-isopropylphenyl)furan-2-carboxamido)-
benzoic Acid (48). Compound 48 was synthesized according
to the general procedure A starting from S-(2-isopropylphen-
yl)-2-furancarboxylic acid (27, 0.42 mmol) and methyl 2-
amino-5-fluorobenzoate (30a, 0.59 mmol). Yield: 51%;
colorless solid; "H NMR (500 MHz, DMSO-dy): & 14.42 (s,
1H, CO,H), 8.63 (dd, ] = 9.1, 5.3 Hz, 1H), 7.78 (dd, ] = 9.8,
3.2 Hz, 1H), 7.68 (d, ] = 6.8 Hz, 1H), 7.48 (d, ] = 7.4 Hz, 1H),
7.42 (t, ] = 7.0 Hz, 1H), 7.32—7.23 (m, 3H), 6.79 (d, ] = 3.5
Hz, 1H, furan-H), 3.38 (h, J = 6.8 Hz, CH-isopropyl), 1.22 (d,
J = 6.8 Hz, 6H, (CH,),). *C NMR (126 MHz, DMSO-dy): &
168.7, 162.4, 157.0 (d, ] = 239.2 Hz), 155.3 (d, ] = 104.0 Hz),
147.1 (d, J = 123.2 Hz), 137.1, 129.5, 129.0, 128.2, 126.1,

125.3,120.6 (d, J = 6.9 Hz), 117.8 (d, ] =21.9 Hz), 117.2 (d, ]
= 22.6 Hz), 116.0, 111.2, 29.3, 23.8. LC-MS (m/z): positive
mode 468.4 [M + H]*; purity by HPLC UV (254 nm)-ESI-
MS: 96.6%.
5-Chloro-2-(5-(2-isopropylphenyl)furan-2-carboxamido)-
benzoic Acid (49). Compound 49 was synthesized according
to the general procedure A starting from S-(2-isopropylphen-
yl)-2-furancarboxylic acid (27, 0.42 mmol) and methyl 2-
amino-5-chlorobenzoate (30b, 0.59 mmol). Yield: 78%;
colorless solid; "H NMR (500 MHz, DMSO-d,): 6 14.59 (s,
1H, CO,H), 8.62 (d, ] = 8.9 Hz, 1H), 8.03 (d, J = 2.7 Hz, 1H),
7.68 (dd, J = 7.8, 1.2 Hz, 1H), 7.49—7.39 (m, 3H), 7.32—7.28
(m, 2H), 6.79 (d, ] = 3.6 Hz, 1H, furan-H), 3.38 (h, ] = 6.8 Hz,
1H, CH-isopropyl), 1.22 (d, ] = 6.8 Hz, 6H, (CH;),). *C
NMR (126 MHz, DMSO-dy): 6 168.5, 155.9, 155.1, 147.5,
146.6, 139.6, 130.9, 130.8, 129.5, 129.0, 128.1, 126.1, 125.8,
125.1, 120.6, 1163, 111.3, 29.3, 23.9. LC-MS (m/z): positive
mode 484.1 [M + H]*; purity by HPLC UV (254 nm)-ESI-
MS: 99.1%.
4,5-Difluoro-2-(6-(naphthalen-1-yl)picolinamido)benzoic
Acid (64). Compound 64 was synthesized according to the
general procedure A starting from 6-(naphthalen-1-yl)picolinic
acid (61, 0.41 mmol, for synthesis see Supporting Information)
and 2-amino-4,5-difluorobenzoic acid (28b, 0.57 mmol). Yield:
77%; colorless solid; "H NMR (500 MHz, DMSO-d,): 6 14.61
(s, 1H, CO,H), 8.82 (dd, J = 13.9, 7.7 Hz, 1H), 8.23—8.15 (m,
2H), 8.10—8.01 (m, 3H), 7.97 (dd, J = 11.8, 9.6 Hz, 1H),
7.91-7.84 (m, 2H), 7.67—7.61 (m, 1H), 7.59—7.50 (m, 2H).
3C NMR (126 MHz, DMSO-dy): 6 167.3, 163.5, 157.2, 150.7,
150.2 (dd, J = 247.0, 13.8 Hz), 144.2 (dd, ] = 242.0, 12.6 Hz),
138.5,137.4 (d, ] = 10.2 Hz), 137.2, 133.5, 130.5, 129.1, 128.5,
1284, 1283, 127.0, 1262, 125.7, 125.1, 1212, 119.7 (d, J =
17.8 Hz), 108.2 (d, J = 23.0 Hz). LC-MS (m/z): positive mode
4054 [M + HJ]*; purity by HPLC UV (254 nm)-ESI-MS:
99.6%.
5-Fluoro-2-(6-(naphthalen-1-yl)nicotinamido)benzoic
Acid (64a). Compound 64a was synthesized according to the
general procedure A starting from 6-(naphthalen-1-yl)nicotinic
acid (61a, 0.26 mmol) and methyl 2-amino-S-fluorobenzoate
(30a, 0.39 mmol). Yield: 44%; colorless solid; '"H NMR (600
MHz, DMSO-d): 6 14.06 (s br, 1H, CO,H), 12.00 (s, 1H),
9.28 (d, J = 2.4 Hz, 1H), 8.62 (dd, J = 9.1, 5.1 Hz, 1H), 8.44
(dd, J =8.1,2.4 Hz, 1H), 8.10 (d, ] = 8.3 Hz, 1H), 8.06 (d, ] =
8.1 Hz, 1H), 8.04 (dd, ] = 8.2, 1.5 Hz, 1H), 7.90 (d, J = 8.1 Hz,
1H), 7.78 (dd, ] = 9.2, 3.2 Hz, 1H), 7.70 (dd, ] = 7.0, 1.3 Hz,
1H), 7.66—7.62 (m, 1H), 7.61-7.52 (m, 3H). *C NMR (151
MHz, DMSO-d,): & 168.7 (d, J = 2.2 Hz), 163.3, 161.5, 157.5
(d, ] = 242.0 Hz), 148.1, 137.2, 137.0 (d, J = 2.5 Hz), 136.0,
133.6, 130.5, 129.6, 128.6 (d, J = 3.8 Hz), 128.1, 127.0, 126.3,
125.6, 125.4, 125.1, 1232 (d, J = 7.3 Hz), 121.1 (d, ] = 222
Hz), 120.2 (d, ] = 6.7 Hz), 117.3 (d, ] = 24.0 Hz). LC-MS (m/
z): positive mode 387.1 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 98.2%.
4,5-Dimethoxy-2-(6-(naphthalen-1-yl)picolinamido)-
benzoic Acid (65). Compound 65 was synthesized according
to the general procedure A starting from 6-(naphthalen-1-
yl)picolinic acid (61, 0.41 mmol) and 2-amino-4,5-dimethox-
ybenzoic acid (63, 0.57 mmol). Yield: 48%; off-white solid; 'H
NMR (500 MHz, DMSO-d,): & 13.37 (s, 1H, CO,H), 8.67 (s,
1H), 8.26—8.19 (m, 2H), 8.07—8.01 (m, 3H), 7.89 (d, J = 7.5
Hz, 1H), 7.81 (d, ] = 7.0 Hz, 1H), 7.68—7.63 (m, 1H), 7.59—
7.51 (m, 2H), 7.48 (s, 1H), 3.88 (s, 3H, OCH,), 3.76 (s, 3H,
OCH;). *C NMR: (126 MHz, DMSO-dy): & 168.9, 162.8,

https://doi.org/10.1021/acs.jmedchem.4c01755
J. Med. Chem. 2024, 67, 19365—19394


https://pubs.acs.org/doi/suppl/10.1021/acs.jmedchem.4c01755/suppl_file/jm4c01755_si_002.pdf
pubs.acs.org/jmc?ref=pdf
https://doi.org/10.1021/acs.jmedchem.4c01755?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Journal of Medicinal Chemistry

pubs.acs.org/jmc

157.3, 152.7, 150.3, 143.9, 138.7, 137.2, 136.0, 133.5, 130.5,
1292, 128.5, 128.4, 1282, 127.0, 126.2, 125.7, 125.1, 121.0,
113.4, 109.9, 103.6, 55.73 (OCH,), 55.71 (OCH,). LC-MS
(m/z): positive mode 429.3 [M + H]*; purity by HPLC UV
(254 nm)-ESI-MS: 97.5%.
5-Chloro-2-(6-(naphthalen-1-yl)picolinamido)benzoic
Acid (66). Compound 66 was synthesized according to the
general procedure A starting from 6-(naphthalen-1-yl)picolinic
acid (61, 1.0 mmol) and 2-amino-5-chlorobenzoic acid (30b,
1.1 mmol). Yield: 54%; colorless solid. "H NMR (600 MHz,
DMSO-d,): 5 13.82 (s, 1H), 13.15 (s, 1H), 8.92 (d, J = 9.0 Hz,
1H), 8.29—-8.25 (m, 1H), 825—8.21 (m, 1H), 8.09—8.01 (m,
3H), 7.95—7.90 (m, 2H), 7.79 (d, ] = 7.0 Hz, 1H), 7.74 (d, ] =
9.6 Hz, 1H), 7.69—7.63 (m, 1H), 7.60—7.51 (m, 2H). *C
NMR (151 MHz, DMSO-dy): § 167.9, 163.1, 157.4, 149.6,
139.4, 138.9, 137.2, 133.8, 133.6, 130.6, 130.5, 129.3, 128.8,
128.5, 128.1, 127.1, 126.8, 126.3, 125.7, 125.1, 121.9, 121.3,
119.2. LC-MS (m/z): positive mode 403.2 [M + H]*; purity
by HPLC UV (254 nm)-ESI-MS: 96.3%.
5-Chloro-2-(6-(naphthalen-1-yl)nicotinamido)benzoic
(66a). Compound 66a was synthesized according to the
general procedure A starting from 6-(naphthalen-1-yl)nicotinic
acid (6la, 0.26 mmol) and 2-amino-S-chlorobenzoic acid
(30b, 0.38 mmol). Yield: 61%; colorless solid. '"H NMR (600
MHz, DMSO-d;): & 12.16 (s, 1H), 9.28 (d, J = 2.4 Hz, 1H),
8.66 (d, ] = 8.9 Hz, 1H), 8.44 (dd, ] = 8.2, 2.4 Hz, 1H), 8.10
(d,] = 8.4 Hz, 1H), 8.07 (d, ] = 8.2 Hz, 1H), 8.04 (dd, ] = 8.0,
1.4 Hz, 1H), 8.01 (d, J = 2.7 Hz, 1H), 7.91 (d, ] = 8.3 Hz, 1H),
7.77 (dd, J = 8.9, 2.7 Hz, 1H), 7.72—7.69 (m, 1H), 7.66—7.63
(m, 1H), 7.60—7.53 (m, 2H). *C NMR (151 MHz, DMSO):
6 169.1, 163.8, 162.0, 148.4, 139.8, 137.5, 136.3, 134.3, 133.9,
130.9, 130.8, 129.9, 128.9, 128.8, 128.4, 127.6, 127.3, 126.6,
125.9, 125.7, 122.9, 120.1. LC-MS (m/z): positive mode 403.2
[M + H]*; purity by HPLC UV (254 nm)-ESI-MS: 99.1%.
5-Methoxy-2-(6-(naphthalen-1-yl)picolinamido)benzoic
Acid (67). Compound 67 was synthesized according to the
general procedure A starting from 6-(naphthalen-1-yl)picolinic
acid (61, 1.0 mmol) and 2-amino-S-methoxybenzoic acid (6,
1.1 mmol). Yield: 75%; beige solid; '"H NMR (600 MHz,
DMSO-d,): & 13.51 (s br, 1H, CO,H), 12.87 (s, 1H), 8.82 (d,
J =92 Hz, 1H), 826 (dd, J = 7.7, 1.0 Hz, 1H), 821 (t, ] = 7.7
Hz, 1H), 8.06 (d, ] = 8.2 Hz, 2H), 8.04 (dd, J = 8.1, 1.5 Hz,
1H), 7.90 (dd, ] = 7.6, 1.0 Hz, 1H), 7.78 (dd, J = 7.0, 0.9 Hz,
2H), 7.66 (dd, ] = 8.0, 7.2 Hz, 1H), 7.60—7.51 (m, 2H), 7.47
(d,] = 3.1 Hz, 1H), 7.28 (dd, ] = 9.2, 3.1 Hz, 1H), 3.78 (s, 3H,
OCH,). C NMR (151 MHz, DMSO-dy): 6 168.8, 162.6,
157.3, 154.6, 150.0, 138.9, 137.3, 134.0, 133.6, 130.6, 129.3,
128.6, 128.5, 128.1, 127.1, 126.3, 125.7, 125.2, 121.9, 121.1,
120.3, 118.5, 1152, 55.6 (OCH,). LC-MS (m/z): positive
mode 399.1 [M + H]*; purity by HPLC UV (254 nm)-ESI-
MS: 99.7%.
5-Fluoro-2-(1-(naphthalen-1-yl)piperidine-4-
carboxamido)benzoic Acid (67a). Compound 67a was
synthesized according to the general procedure A starting
from 1-(naphthalen-1-yl)piperidine-4-carboxylic acid (61b,
0.38 mmol) and methyl 2-amino-5-fluorobenzoate (30a, 0.59
mmol). Yield: 16%; colorless solid; '"H NMR (600 MHz,
DMSO-dg): 6 13.90 (s, 1H), 11.09 (s, 1H), 8.51 (dd, ] = 9.2,
5.0 Hz, 1H), 8.10 (d, ] = 8.2 Hz, 1H), 7.87 (d, ] = 7.9 Hz, 1H),
7.70 (dd, J = 9.1, 2.9 Hz, 1H), 7.61-7.45 (m, 4H), 7.45—7.37
(m, 1H), 7.12 (d, J = 7.4 Hz, 1H), 3.41-3.33 (m, 2H), 2.88—
2.73 (m, 2H), 2.57 (t, ] = 10.9, 4.2 Hz, 1H), 2.14—1.84 (m,
4H). '*C NMR (151 MHz, DMSO-dy): § 173.7, 168.9, 157.3

(d, J = 241.1 Hz), 150.3, 128.8 (d, ] = 5.7 Hz), 126.5, 126.3,
125.9, 123.8, 123.5, 123.0 (d, J = 6.8 Hz), 121.3 (d, ] = 22.3
Hz), 119.5 (d, J = 6.9 Hz), 117.3 (d, J = 23.9 Hz), 115.3, 53.1
(NCH,), 44.1 (CH), 29.5 (CH,). LC-MS (m/z): positive
mode 393.1 [M + HJ*; purity by HPLC UV (254 nm)-ESI-
MS: 97.1%.
5-Fluoro-2-(2-(naphthalen-1-yl)thiazole-4-carboxamido)-
benzoic Acid (68). Compound 68 was synthesized according
to the general procedure A starting from 2-(naphthalen-1-
yl)thiazole-4-carboxylic acid (62, 0.40 mmol, for synthesis see
Supporting Information) and methyl 2-amino-S-fluoroben-
zoate (30a, 0.64 mmol). Yield: 83%; colorless solid; '"H NMR
(500 MHz, DMSO-dy): § 13.87 (s, 1H, CO,H), 12.75 (s, 1H,
NH), 9.19 (d, J = 8.6 Hz, 1H), 8.90 (dd, J = 9.3, 5.2 Hz, 1H),
8.68 (s, 1H, thiazole-H), 8.15 (d, J = 8.3 Hz, 1H), 8.09—8.02
(m, 2H), 7.81=7.75 (m, 2H), 7.69—7.63 (m, 2H), 7.61—7.55
(m, 1H). *C NMR (126 MHz, DMSO-d;): § 168.2, 167.6,
159.2, 157.0 (d, J = 242 Hz), 150.4, 137.4, 133.8, 131.4, 129.5,
129.2, 129.0, 128.6, 128.4, 126.8 (d, J = 3.8 Hz), 125.5, 122.1
(d,] =72 Hz), 1212 (d, J = 22.1 Hz), 118.6 (d, ] = 6.6 Hz),
117.26 (d, J = 23.6 Hz). LC-MS (m/z): positive mode 393.1
[M + HJ*; purity by HPLC UV (254 nm)-ESI-MS: 99.6%.
5-Bromo-2-(2-(naphthalen-1-yl)thiazole-4-carboxamido)-
benzoic Acid (69). Compound 69 was synthesized according
to the general procedure A starting from 2-(naphthalen-1-
yl)thiazole-4-carboxylic acid (62, 0.27 mmol) and methyl 2-
amino-5-bromobenzoate (28h, 0.43 mmol). Yield: 77%;
brownish solid; '"H NMR (500 MHz, DMSO-d,): 6 14.21 (s,
1H, CO,H), 9.33 (d, ] = 9.0 Hz, 1H), 8.76 (d, ] = 8.9 Hz, 1H),
8.59 (s, 1H, thiazole-H), 8.18 (d, J = 2.6 Hz, 1H), 8.12 (d, ] =
8.3 Hz, 1H), 8.07 (dd, J = 7.2, 1.1 Hz, 1H), 8.03 (d, ] = 8.1 Hz,
1H), 7.83—7.78 (m, 1H), 7.69 (dd, J = 8.9, 2.6 Hz, 1H), 7.66—
7.61 (m, 1H), 7.60—7.56 (m, 1H). *C NMR (126 MHz,
DMSO-dq): 6 167.8, 167.3, 159.2, 151.0, 139.6, 134.1, 133.5,
133.5, 131.1, 129.3, 128.9, 128.3, 128.2, 126.5, 126.2, 125.9,
125.2, 121.3, 114.0. LC-MS (m/z): positive mode 453.1 [M +
H]*; purity by HPLC UV (254 nm)-ESI-MS: 90.5%.
5-Methoxy-2-(2-(naphthalen-1-yl)thiazole-4-
carboxamido)benzoic Acid (70). Compound 70 was synthe-
sized according to the general procedure A starting from 2-
(naphthalen-1-yl)thiazole-4-carboxylic acid (62, 0.29 mmol)
and 2-amino-S-methoxybenzoic acid methyl ester (6, 0.45
mmol). Yield: 27%; colorless solid; '"H NMR (600 MHz,
DMSO-d,): 6 13.63 (s, 1H, CO,H), 12.63 (s, 1H, NH), 9.20
(d, ] = 8.6 Hz, 1H), 8.80 (d, J = 9.2 Hz, 1H), 8.64 (s, 1H,
thiazole-H), 8.15 (d, J = 8.2 Hz, 1H), 8.09—8.04 (m, 2H), 7.80
(t, ] = 8.3 Hz, 1H), 7.70—7.62 (m, 2H), 7.55 (d, J = 3.1 Hz,
1H), 7.31 (dd, J = 9.2, 3.1 Hz, 1H), 3.81 (s, 3H, OCH,). LC-
MS (m/z): positive mode 405.2 [M + H]*; purity by HPLC
UV (254 nm)-ESI-MS: 98%.
5-(2-Chlorophenyl)-N-(2-(5-oxo-4,5-dihydro-1,2,4-oxadia-
zol-3-yl)phenyl)furan-2-carboxamide (74). Compound 74
was synthesized according to the general procedure A starting
from S-(2-chlorophenyl)furan-2-carboxylic acid 73 (0.4S
mmol) and 3-(2-aminophenyl)-1,2,4-oxadiazol-5(4H)-one
(71, 0.45 mmol, for synthesis see Supporting Information).*®
The reaction mixture was concentrated under vacuum and the
residue was purified by silica gel column chromatography
(DCM/ethyl acetate/AcOH = 90:8:2). The resulting material
was treated with diethyl ether and filtered. Yield: 23%;
colorless solid; "H NMR (600 MHz, DMSO-dg): 6 12.8 (s br,
1H, NH-oxadiazole), 11.49 (s, 1H, NH-amide), 8.52 (d, J =
8.3 Hz, 1H), 8.29 (d, ] = 7.9 Hz, 1H), 7.81 (d, ] = 7.8 Hz, 1H),
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7.63—7.55 (m, 2H), 7.52 (t, ] = 7.6 Hz, 1H), 7.44 (t, ] = 7.9
Hz, 1H), 7.39 (dd, J = 28.8, 3.1 Hz, 3H), 7.29 (t, ] = 7.6 Hz,
1H). ®C NMR (151 MHz, DMSO-dy): § 163.2, 160.3, 155.8,
151.5, 146.7, 136.9, 132.0, 131.0, 130.3, 129.9, 129.1, 1284,
128.1, 127.4, 124.2, 121.5, 117.3, 114.6, 113.4. LC-MS (m/z):
positive mode 382.1 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 96.2%.

5-(3'-Methoxy-[1,1'-biphenyl]-2-yl)-N-(2-(5-oxo-4,5-dihy-
dro-1,2,4-oxadiazol-3-yl)phenyl)furan-2-carboxamide (75).
Compound 75 was synthesized according to the general
procedure A starting from S-(3'-methoxy-[1,1'-biphenyl]-2-
yl)furan-2-carboxylic acid (4h, 0.34 mmol) and 3-(2-amino-
phenyl)-1,2,4-oxadiazol-S(4H)-one (71, 0.30 mmol). The
reaction mixture was concentrated under vacuum and the
residue was purified by silica gel column chromatography
(DCM/ethyl acetate = 70:30 + 0.3% TFA). Recrystallization
was performed using ethyl acetate. Yield: 73%; pale orange
solid; 'H NMR (500 MHz, DMSO-d,): 8 13.05 (s br, 1H,
NH-oxadiazol), 10.68 (s, 1H, NH-amide), 8.44 (d, ] = 8.2 Hz,
1H), 8.10 (d, ] = 8.0 Hz, 1H), 7.76 (dd, ] = 7.9, 1.3 Hz, 1H),
7.66—7.60 (m, 1H), 7.58—7.45 (m, 2H), 7.37—7.31 (m, 3H),
7.17 (d, ] = 3.5 Hz, 1H, furan-H), 6.96 (dd, J = 8.5, 2.4 Hz,
1H), 6.86—6.80 (m, 2H), 5.72 (d, J = 3.6 Hz, 1H, furan-H),
3.72 (s, 3H, OCH;). ®C NMR (126 MHz, DMSO-dg): &
159.52, 159.48, 157.9, 155.8, 154.4, 145.7, 142.4, 139.9, 136.8,
1327, 130.8, 129.8, 129.0, 128.8, 128.1, 127.5, 127.3, 124.3,
121.9, 121.1, 117.3, 114.5, 113.4, 113.1, 111.5, 55.3 (OCH,).
LC-MS (m/z): positive mode 454.4 [M + H]*; purity by
HPLC UV (254 nm)-ESL-MS: 97.9%.

N-(2-(2H-Tetrazol-5-yl)phenyl)-5-(naphthalen-1-yl)furan-
2-carboxamide (76). Compound 76 was synthesized accord-
ing to the general procedure A starting from S-(naphthalen-1-
yl)furan-2-carboxylic acid (26, 0.50 mmol) and 2-(2H-tetrazol-
S-yl)aniline (72, 0.75 mmol).>® The crude compound was
purified by silica gel column chromatography (DCM/MeOH =
90:10). Yield: 24%; pale yellow solid; "H NMR (600 MHz,
DMSO-dg): 6 12.00 (s, 1H, tetrazole-H), 8.66 (d, ] = 8.5 Hz,
1H), 8.54 (d, ] = 8.5 Hz, 1H), 8.25 (d, ] = 7.2 Hz, 1H), 8.10—
8.02 (m, 3H), 7.72—7.67 (m, 2H), 7.66—7.60 (m, 2H), 7.54
(d, J = 3.8 Hz, 1H, furan-H), 7.40—7.35 (m, 1H), 7.28 (d, ] =
3.7 Hz, 1H, furan-H). *C NMR (151 MHz, DMSO-d,): &
156.1, 155.0, 147.0, 136.9, 133.8, 132.0, 130.0, 129.3, 129.0,
1287, 127.9, 127.2, 126.53, 126.45, 125.8, 124.8, 124.3, 121.5,
117.5, 113.0, 112.5. LC-MS (m/z): positive mode 382.5 [M +
H]*; purity by HPLC UV (254 nm)-ESI-MS: 99.4%.

Preparation of Compounds 51-60 (General Proce-
dure B). In a sealed tube, a mixture of compound 50 (0.2
mmol), the appropriate arylboronic acid derivative (0.24
mmol), sodium carbonate (0.4 mmol) and tetrakis-
(triphenylphosphine)palladium(0) (Pd(PPh;),, 0.01 mmol)
in a mixture of dimethoxyethan (DME) and water (8 mL/2
mL) was stirred for 16 h at 80 °C. Subsequently, the reaction
mixture was cooled to room temperature and filtered on a
Celite pad. The Celite pad was washed with additional ethyl
acetate (15 mL) and the obtained solution was concentrated
under reduced pressure. The residue was quenched with water
(30 mL) and extracted with ethyl acetate (3 X 50 mL). The
combined organic layers were washed with brine, dried over
magnesium sulfate, filtered and concentrated under reduced
pressure. The residue was purified by column chromatography
using (eluent: DCM/MeOH = 98:2) affording the final
products 51—60.

5-Methoxy-2-(5-(2-(pyridin-3-yl)phenyl)furan-2-
carboxamido)benzoic Acid (51). Compound 51 was synthe-
sized according to the general procedure B starting from 50
(0.24 mmol) and pyridin-3-ylboronic acid (0.36 mmol). Yield:
47%; colorless solid; "H NMR (600 MHz, DMSO-dy): 6 11.94
(s, 1H, NH), 8.61—8.56 (m, 2H), 8.49 (s, 1H), 8.01 (d, J = 7.5
Hz, 1H), 7.75 (d, ] = 7.8 Hz, 1H), 7.62—7.53 (m, 2H), 7.53
(d,] = 3.1 Hz, 1H), 7.47—7.41 (m, 2H), 7.26 (dd, J = 9.2, 3.0
Hz, 1H), 7.14 (d, ] = 3.6 Hz, 1H, furan-H), 5.81 (d, ] = 3.6 Hz,
1H, furan-H), 3.80 (s, 3H, OCH,). 3C NMR (126 MHz,
DMSO-dg): 8 169.5, 155.2, 154.5, 154.0, 149.2, 148.8, 146.6,
136.7, 136.6, 134.1, 131.3, 129.4, 128.8, 128.1, 127.7, 123.7,
121.5, 120.6, 117.7, 116.7, 115.2, 111.9, 55.6. LC-MS (m/z):
positive mode 415.2 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 98.6%.
5-Methoxy-2-(5-(3'-methoxy-[1,1'-biphenyl]-2-yl)furan-2-
carboxamido)benzoic Acid (52, PSB-22269). Compound 52
was synthesized according to the general procedure B starting
from 50 (0.24 mmol) and (3-methoxyphenyl)boronic acid
(0.36 mmol). Yield: 51%; colorless solid; "H NMR (500 MHz,
DMSO-d,): & 13.92 (s, 1H, CO,H), 12.01 (s, 1H, NH), 8.60
(d,] = 9.2 Hz, 1H), 8.03 (dd, J = 7.8, 1.2 Hz, 1H), 7.57—7.46
(m, 3H), 7.38—7.30 (m, 2H), 7.26 (dd, ] = 9.2, 3.1 Hz, 1H),
7.11 (d, J = 3.6 Hz, 1H, furan-H), 7.00—6.95 (m, 1H), 6.87—
6.83 (m, 2H), 5.68 (d, ] = 3.6 Hz, 1H, furan-H), 3.80 (s, 3H,
OCH,), 3.73 (s, 3H, OCHj;). *C NMR (126 MHz, DMSO-
dg): 6 169.3, 159.3, 155.1, 154.3, 153.8, 146.0, 142.2, 139.8,
134.0, 130.6, 129.6, 128.7, 127.9, 1274, 126.6, 121.2, 121.0,
1204, 117.5, 116.6, 115.0, 114.1, 113.3, 111.4, 55.4 (OCH,),
55.0 (OCHj,). LC-MS (m/z): positive mode 444.2 [M + H]*;
purity by HPLC UV (254 nm)-ESI-MS: 97.6%.
2-(5-(3’-Cyano-[1,1'-biphenyl]-2-yl)furan-2-carboxami-
do)-5-methoxybenzoic Acid (53). Compound 53 was
synthesized according to the general procedure B starting
from 50 (0.24 mmol) and (3-cyanophenyl)boronic acid (0.36
mmol). Yield: 39%; colorless solid; 'H NMR (600 MHz,
DMSO-d): 6 1391 (s, 1H, CO,H), 11.92 (s, 1H, NH), 8.58
(d, J = 9.1 Hz, 1H), 7.98 (d, ] = 7.6 Hz, 1H), 7.87—7.79 (m,
1H), 7.63—7.57 (m, 3H), 7.52—7.54 (m, 2H), 7.42 (d, ] = 7.4
Hz, 1H), 7.26 (dd, ] = 9.1, 2.8 Hz, 1H), 7.14 (d, J = 3.4 Hz,
1H, furan-H), 5.86 (d, ] = 3.4 Hz, 1H, furan-H), 3.79 (s, 3H,
OCH,). C NMR (151 MHz, DMSO-dy): § 169.3, 155.0,
154.3, 153.7, 146.4, 141.8, 137.8, 133.9, 133.8, 132.3, 1314,
130.8, 129.6, 129.1, 128.6, 127.6, 127.5, 121.3, 120.3, 118.4,
117.5, 116.5, 115.0, 111.7, 111.7, 55.4 (OCH;). LC-MS (m/
z): positive mode 439.2 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 95.5%.
5-Methoxy-2-(5-(3'-(trifluoromethyl)-[1,1’-biphenyl]-2-yl)-
furan-2-carboxamido)benzoic Acid (54, PSB-24040). Com-
pound 54 was synthesized according to the general procedure
B starting from 50 (0.24 mmol) and (3-(trifluoromethyl)-
phenyl)boronic acid (0.36 mmol). Yield: 47%; colorless solid;
'H NMR (600 MHz, DMSO-d,): 5 1391 (s, 1H, CO,H),
11.90 (s, 1H, NH), 8.57 (d, J = 9.1 Hz, 1H), 7.99 (d, ] = 7.5
Hz, 1H), 7.73 (d, ] = 7.6 Hz, 1H), 7.67—7.53 (m, 6H), 7.52
(d, ] = 3.0 Hz, 1H, Furan-H), 7.44 (d, J = 7.1 Hz, 1H), 7.25
(dd, J = 9.2, 3.1 Hz, 1H), 7.13 (d, J = 3.6 Hz, 1H, furan-H),
5.83 (d, ] = 3.6 Hz, 1H, furan-H), 3.79 (s, 3H, OCH,). *C
NMR (151 MHz, DMSO-dy): 6 169.5, 1552, 154.5, 154.0,
146.6, 141.8, 138.5, 134.1, 133.2, 129.8, 129.6, 129.4, 128.7,
127.9,127.7,125.5 (q, ] = 3.4 Hz), 124.4 (q, ] = 3.7 Hz), 124.2
(q, ] = 273 Hz), 121.4, 120.5, 117.6, 116.6, 1152, 111.7, 55.6
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ppm. LC-MS (m/z): positive mode 482.2 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 96.3%.
2-(5-(3’-Isopropyl-[1,1’-biphenyl]-2-yl)furan-2-carboxa-
mido)-5-methoxybenzoic Acid (55). Compound $5S was
synthesized according to the general procedure B starting
from 50 (0.24 mmol) and (3-isopropylphenyl)boronic acid
(0.36 mmol). Yield: 27%; colorless solid; "H NMR (600 MHz,
DMSO-dg): 6 13.92 (s, 1H, CO,H), 11.98 (s, 1H, NH), 8.58
(d, J = 9.1 Hz, 1H), 8.00 (d, J = 7.1 Hz, 1H), 7.54—7.46 (m,
3H), 7.38—7.32 (m, 2H), 7.25 (dd, J = 9.2, 3.0 Hz, 2H), 7.13—
7.10 (m, 2H), 7.09 (d, J = 3.6 Hz, 1H, furan-H), 5.63 (d, ] =
3.6 Hz, 1H, furan-H), 3.79 (s, 3H), 2.87 (hept, ] = 6.8 Hz,
1H), 1.14 (d, ] = 6.9 Hz, 6H). 3*C NMR (151 MHz, DMSO-
dg): 6 169.6, 1553, 154.5, 154.3, 148.8, 1462, 140.9, 140.5,
134.2, 130.9, 129.1, 128.8, 128.0, 127.8, 127.1, 127.0, 126.3,
125.8, 121.4, 120.6, 117.7, 116.7, 115.2, 111.5, 55.6 (OCHL,),
33.5, 23.9. LC-MS (m/z): positive mode 456.4 [M + H]*;
purity by HPLC UV (254 nm)-ESI-MS: 93.9%.
2-(5-(3'-(Cyclopropoxy)-[1,1'-biphenyl]-2-yl)furan-2-car-
boxamido)-5-methoxybenzoic Acid (56). Compound 56 was
synthesized according to the general procedure B starting from
50 (0.24 mmol) and (3-cyclopropoxyphenyl)boronic acid
(0.36 mmol). Yield: 28%; colorless solid; "H NMR (600 MHz,
DMSO-dy): & 13.94 (s, 1H, CO,H), 12.11 (s, 1H, NH), 8.60
(d, J = 9.1 Hz, 1H), 8.02 (d, J = 7.7 Hz, 1H), 7.56—7.45 (m,
3H), 7.36—7.30 (m, 2H), 7.26 (dd, J = 9.1, 3.0 Hz, 1H), 7.11
(d, J = 3.6 Hz, 1H, furan-H), 6.95 (dd, ] = 8.3, 2.2 Hz, 1H),
6.83 (d, ] = 8.2 Hz, 2H), 5.70 (d, ] = 3.6 Hz, 1H, furan-H),
3.79 (s, 3H, OCH,), 3.77 (d, ] = 7.0 Hz, 2H, OCH,), 1.23—
1.10 (m, 1H, cyclopropyl-CH), 0.57—-0.49 (m, 2H, cyclo-
propyl-CH,), 0.31—0.23 (m, 2H, cyclopropyl-CH,). *C NMR
(151 MHz, DMSO-d,) 5 = 169.6, 158.9, 155.3, 154.5, 154.0,
146.3, 142.4, 140.1, 134.2, 130.8, 129.8, 1289, 128.2, 127.7,
1269, 121.4, 121.1, 120.5, 118.0, 116.8, 115.3, 114.8, 114.3,
111.6, 72.2, 55.6 (OCH;), 10.2, 3.2. LC-MS (m/z): positive
mode 484.4 [M + HJ*; purity by HPLC UV (254 nm)-ESI-
MS: 96.8%.
5-Methoxy-2-(5-(4'-methoxy-[1,1'-biphenyl]-2-yl)furan-2-
carboxamido)benzoic Acid (57). Compound 57 was synthe-
sized according to the general procedure B starting from 50
(0.24 mmol) and (4-methoxyphenyl)boronic acid (0.36
mmol). Yield: 37%; colorless solid; '"H NMR (500 MHz,
DMSO-d,): 8§ 1391 (s, 1H, CO,H), 12.01 (s, 1H, NH), 8.61
(d,] = 9.2 Hz, 1H), 8.02 (d, J = 7.3 Hz, 1H), 7.54 (d, ] = 3.0
Hz, 1H), 7.45—7.52 (m, 2H), 7.32 (d, | = 6.8 Hz, 1H), 7.26
(dd, ] = 9.1, 3.0 Hz, 1H), 7.21 (d, ] = 8.5 Hz, 2H), 7.11 (d, ] =
3.6 Hz, 1H, furan-H), 7.00 (d, ] = 8.5 Hz, 2H), 5.64 (d, ] = 3.7
Hz, 1H, furan-H), 3.79 (s, 3H, OCHj;), 3.77 (s, 3H, OCH,).
13C NMR (126 MHz, DMSO-dy): 6 169.4, 158.8, 155.1, 154.2,
154.0, 145.9, 139.7, 134.0, 133.0, 131.0, 129.9, 128.7, 127.6,
126.7, 121.2, 120.3, 117.5, 116.6, 115.0, 114.0, 111.3, 55.4
(OCH;), 55.0 (OCH;). LC-MS (m/z): positive mode 444.1
[M + HJ*; purity by HPLC UV (254 nm)-ESI-MS: 97.8%.
5-Methoxy-2-(5-(2'-methoxy-[1,1'-biphenyl]-2-yl)furan-2-
carboxamido)benzoic Acid (58). Compound 58 was synthe-
sized according to the general procedure B starting from 50
(0.24 mmol) and (2-methoxyphenyl)boronic acid (0.36
mmol). Yield: 87%; colorless solid; '"H NMR (500 MHz,
DMSO-d): 6 13.96 (s, 1H, CO,H), 12.04 (s, 1H, NH), 8.61
(d, ] =9.2 Hz, 1H), 8.07 (d, ] = 1.4 Hz, 1H), 7.54 (d, ] = 3.1
Hz, 1H), 7.53—7.40 (m, 3H), 7.30—7.23 (m, 2H,), 7.18 (dd, J
= 7.4, 1.8 Hz, 1H), 7.12—7.04 (m, 3H), 5.50 (d, J = 3.7 Hz,
1H, furan-H), 3.80 (s, 3H, OCH,), 3.56 (s, 3H, OCH,). *C

NMR (126 MHz, DMSO-d,): 6 169.4, 156.1, 155.1, 154.2,
145.8, 136.4, 134.0, 131.2, 130.2, 129.6, 128.5, 128.3, 127.7,
125.8, 121.2, 120.9, 120.4, 117.5, 116.7, 115.0, 111.5, 109.8,
55.4 (OCHj;), 55.3 (OCH,). LC-MS (m/z): positive mode
4443 [M + HJ*; purity by HPLC UV (254 nm)-ESI-MS:
98.9%.
2-(5-(3'-(Hydroxymethyl)-[1,1'-biphenyl]-2-yl)furan-2-car-
boxamido)-5-methoxybenzoic Acid (59). Compound 59 was
synthesized according to the general procedure B starting from
50 (0.24 mmol) and (3-(hydroxymethyl)phenyl)boronic acid
(0.36 mmol). Yield: 47%; colorless solid; "H NMR (600 MHz,
DMSO-d,): & 12.18 (s, 1H, CO,H), 8.61 (d, J = 9.1 Hz, 1H),
8.06 (d, ] = 7.8 Hz, 1H), 7.65—7.59 (m, 2H), 7.57—7.51 (m,
3H), 7.50—7.46 (m, 1H), 7.42—7.35 (m, 1H), 7.34—7.31 (m,
1H), 7.27—7.23 (m, 1H), 7.15 (d, ] = 7.0 Hz, 1H), 7.08 (d, ] =
3.6 Hz, 1H, furan-H), 5.57 (d, ] = 3.6 Hz, 1H, furan-H), 4.53
(s, 2H, CH,), 3.79 (s, 3H, OCHj;). *C NMR (151 MHz,
DMSO-d,): 8 169.4, 157.2, 155.1, 154.2, 153.8, 146.0, 144.0,
143.0, 140.6, 140.1, 134.0, 133.0, 132.3, 131.9, 131.4, 130.7,
128.9, 128.3, 127.9, 1274, 127.0, 126.6, 125.7, 1212, 120.2,
117.8, 116.8, 116.5, 115.1, 113.4, 113.2, 111.4, 62.6 (CH,),
55.3 (OCHj;). LC-MS (m/z): positive mode 444.27 [M + H]*;
purity by HPLC UV (254 nm)-ESI-MS: 91.4%.
5-Methoxy-2-(5-(3'-(methylsulfonyl)-[1,1'-biphenyl]-2-yl)-
furan-2-carboxamido)benzoic Acid (60). Compound 60 was
synthesized according to the general procedure B starting from
50 (0.24 mmol) and (3-(methylsulfonyl)phenyl)boronic acid
(0.36 mmol). Yield: 54%; colorless solid; "H NMR (500 MHz,
DMSO-dy): & 13.89 (s br, 1H, CO,H), 11.92 (s, 1H, NH),
8.56 (d, ] = 9.1 Hz, 1H), 8.00 (dd, ] = 7.8, 1.6 Hz, 1H), 7.94
(dt, ] = 6.7, 2.1 Hz, 1H), 7.80 (t, ] = 1.7 Hz, 1H), 7.73—7.67
(m, 2H), 7.57 (dtd, ] = 18.8, 7.5, 1.4 Hz, 2H), 7.51 (d, ] = 3.1
Hz, 1H), 7.45 (dd, ] = 7.3, 1.6 Hz, 1H), 7.25 (dd, ] = 9.2, 3.1
Hz, 1H), 7.11 (d, J = 3.6 Hz, 1H, furan-H), 5.78 (d, ] = 3.6 Hz,
1H, furan-H), 3.78 (s, 3H, OCH,), 3.17 (s, 3H, SO,CH,). *C
NMR (126 MHz, DMSO-dy): § 169.5, 155.2, 154.5, 153.8,
146.6, 141.9, 141.3, 138.2, 134.3, 134.1, 131.1, 129.9, 1294,
128.9, 127.8, 127.7, 127.3, 126.2, 121.5, 120.6, 117.7, 116.7,
115.2, 112.0, 55.6 (OCH,), 43.6 (SO,CH;). LC-MS (m/z):
positive mode 492.3 [M + H]*; purity by HPLC UV (254
nm)-ESI-MS: 97.3%.
5-([1,1"-Biphenyl]-2-yl)-N-(2-carbamoylphenyl)furan-2-
carboxamide (79). Compound 79 was synthesized according
to the general procedure A starting from 5-([1,1'-biphenyl]-2-
yl)furan-2-carboxylic acid (4c, 0.38 mmol) and 2-amino-
benzamide (77, 0.57 mmol). Yield: 18%; colorless solid; 'H
NMR (500 MHz, DMSO-d;) &: 12.96 (s, 1H, NH), 8.61 (dd,
= 8.4, 1.1 Hz, 1H), 8.36 (s, 1H, CONH,), 8.07 (dd, ] = 7.9, 1.4
Hz, 1H), 7.89 (dd, J = 8.0, 1.5 Hz, 1H), 7.86 (s br, 1H,
CONH,), 7.57—7.37 (m, 6H), 7.35—7.28 (m, 3H), 7.19-7.13
(m, 1H), 7.06 (d, J = 3.6 Hz, 1H, furan-H), 5.57 (d, ] = 3.7 Hz,
1H, furan-H). C NMR (126 MHz, DMSO-ds) &: 171.1
(CONH,), 155.6, 154.1, 146.3, 141.0, 140.2, 139.7, 132.6,
130.9, 128.94, 128.90, 128.7, 128.1, 127.8, 127.7, 127.1, 122.8,
120.0, 119.3, 116.7, 111.5. MS (m/z): positive mode 383.2 [M
+ H]*; purity by HPLC UV (254 nm)-ESI-MS: 96%.
5-(Naphthalen-1-yl)-N-(2-(trifluoromethoxy)phenyl)-
furan-2-carboxamide (80). Compound 80 was synthesized
according to general procedure A starting from S-(naphthalen-
1-yl)furan-2-carboxylic acid (26, 0.50 mmol) and 2-
(trifluoromethoxy)aniline (78a, 0.70 mmol). Yield: $7%;
colorless solid; 'H NMR (600 MHz, DMSO-dy): 6 10.03 (s,
1H, NH), 8.44—8.38 (m, 1H), 8.04 (dd, J = 7.5, 2.5 Hz, 2H),
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7.97 (dd, ] = 7.2, 1.1 Hz, 1H), 7.77 (dd, ] = 7.9, 1.4 Hz, 1H),
7.67—7.59 (m, 3H), 7.55 (d, ] = 3.5 Hz, 1H, furan-H), 7.49—
7.42 (m, 2H), 7.40—7.34 (m, 1H), 7.16 (d, J = 3.5 Hz, 1H,
furan-H). *C NMR (126 MHz, DMSO-d): 6 156.4, 155.1,
146.9, 142.2, 133.7, 130.1, 129.9, 129.6, 128.9, 127.8, 127.6,
127.5, 127.2, 127.1, 126.7, 126.5, 125.6, 124.9, 121.5, 117.0,
111.9 (OCF; could not be observed). LC-MS (m/z): positive
mode 398.1 [M + H]*; purity by HPLC UV (254 nm)-ESI-
MS: 99.3%.
N-(2-Cyanophenyl)-5-(naphthalen-1-yl)furan-2-carboxa-
mide (81). Compound 81 was synthesized according to
general procedure A starting from S-(naphthalen-1-yl)furan-2-
carboxylic acid (26, 0.42 mmol) and 2-aminobenzonitrile
(78b, 0.59 mmol). Yield: 25%; colorless solid; "H NMR (500
MHz, DMSO-d;): & 10.55 (s, 1H, NH), 8.42 (d, ] = 8.4 Hz,
1H), 8.08—8.02 (m, 2H), 8.00 (dd, J = 7.2, 1.0 Hz, 1H), 7.89
(dd, J = 7.8, 1.3 Hz, 1H), 7.79—7.73 (m, 1H), 7.69—7.60 (m,
4H), 7.58 (d, J = 3.6 Hz, 1H, furan-H), 7.47—7.41 (m, 1H),
7.19 (d, J = 3.6 Hz, 1H, furan-H). *C NMR (151 MHz,
DMSO-dg): 6 156.5, 155.3, 146.6, 139.7, 134.0, 133.7, 133.3,
130.0, 129.6, 128.9, 127.6, 127.3, 126.9, 126.7, 126.6, 126.5,
125.6, 125.0, 117.6, 117.0, 112.1, 109.2. LC-MS (m/z):
positive mode 339.3 [M + HJ*; purity by HPLC UV (254
nm)-ESI-MS: 98.5%.
N-(2-(Methylthio)phenyl)-5-(naphthalen-1-yl)furan-2-car-
boxamide (82). Compound 82 was synthesized according to
general procedure A starting from 5-(naphthalen-1-yl)furan-2-
carboxylic acid (26, 0.84 mmol) and 2-(methylthio)aniline
(78c¢, 1.26 mmol). Yield: 68%; colorless solid; '"H NMR (500
MHz, CDCL,): § 9.57 (s, 1H, NH), 8.54 (dd, J = 8.2, 1.3 Hy,
1H), 8.52—8.47 (m, 1H), 7.93—7.90 (m, 2H), 7.82 (dd, J =
7.3, 1.2 Hz, 1H), 7.60—7.51 (m, 4H), 7.43 (d, ] = 3.5 Hz, 1H,
furan-H), 7.39—7.32 (m, 1H), 7.09 (td, ] = 7.6, 1.4 Hz, 1H),
6.89 (d, J] = 3.5 Hz, 1H, furan-H), 2.38 (s, 3H, SCH;). *C
NMR (126 MHz, CDCL;): 6 156.1, 155.9, 147.5, 138.4, 134.0,
133.6, 130.2, 129.9, 129.3, 128.8, 127.2, 127.1, 127.0, 126.3,
125.31, 125.28, 125.2, 124.4, 120.3, 117.1, 111.8, 19.1 (SCH,).
LC-MS (m/z): positive mode 360.1 [M + H]*; purity by
HPLC UV (254 nm)-ESI-MS: 99.0%.
N-(2-(Methylsulfinyl)phenyl)-5-(naphthalen-1-yl)furan-2-
carboxamide (83). A solution of N-(2-(methylthio)phenyl)-S-
(naphthalen-1-yl)furan-2-carboxamide (82, 0.11 mmol) and
m-chloroperbenzoic acid (mCPBA, 0.15 mmol) in DCM (S
mL) was stirred at rt for 1 h. Subsequently a saturated aqueous
solution of NaHCO; (25 mL) was added and the product was
extracted with additional DMM (2 X 30 mL). The combined
organic extracts were dried over MgSO,, filtered and
concentrated. The residue was purified by column chromatog-
raphy on silica gel (eluent: DCM/AcOEt = 9.5:0.5). Yield:
85%, resin-like beige solid. 'H NMR (600 MHz, CDCL,): &
11.52 (s, 1H, NH), 8.66 (d, ] = 8.3 Hz, 1H), 847 (d, ] = 8.5
Hz, 1H), 7.99—7.92 (m, 1H), 7.91-7.84 (m, 2H), 7.60—7.48
(m, 4H), 7.43 (d, J = 3.5 Hz, 1H, furan-H), 7.32 (dd, ] = 7.7,
1.4 Hz, 1H), 7.18-7.12 (m, 1H), 6.90 (d, ] = 3.5 Hz, 1H,
furan-H), 2.94 (s, 3H, S(O)CH;). *C NMR (151 MHz,
CDCLy): 6 156.7, 156.1, 146.9, 140.0, 133.9, 132.7, 130.0,
129.7, 128.7, 128.1, 127.1, 127.0, 126.1, 125.8, 125.4, 125.1,
123.7, 122.9, 117.2, 111.7, 41.0. LC-MS (m/z): positive mode
376.1 [M + HJ%; purity by HPLC UV (254 nm)-ESI-MS:
99.0%.
N-(2-(Methylsulfonyl)phenyl)-5-(naphthalen-1-yl)furan-2-
carboxamide (84). Compound 84 was prepared as described
above for compound 83 starting from N-(2-(methylthio)-
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phenyl)-5-(naphthalen-1-yl)furan-2-carboxamide (82, 0.11
mmol) and an excess of m-chloroperbenzoic acid (mCPBA,
0.50 mmol). Yield: 64%, beige resin-like solid. "H NMR (600
MHz, CDCL,) &: 10.65 (s, 1H, NH), 8.68 (dd, ] = 8.4, 1.0 Hz,
1H), 8.48—8.46 (m, 1H), 7.98—7.93 (m, 2H), 7.92—7.89 (m,
2H), 7.70—7.66 (m, 1H), 7.63—7.52 (m, 3H), 7.46 (d, ] = 3.5
Hz, 1H, furan-H), 7.31-7.26 (m, 1H), 6.94 (d, ] = 3.6 Hz, 1H,
furan-H), 3.09 (s, 3H, SO,CH;). “C NMR (151 MHyz,
CDCL,) &: 1563, 146.5, 1369, 135.4, 134.0, 130.0, 129.4,
128.8, 127.4, 127.3, 127.1, 126.8, 126.3, 125.5, 125.0, 124.2,
122.7,118.0, 111.9, 44.3 (SO,CHj,). MS (m/z): positive mode
392.1 [M + H]*; purity by HPLC UV (254 nm)-ESI-MS: 96%.
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Synthesis of 5-Arylfuran-2-carboxylic acids and anthranilic acid analogs
General procedures to 5-arylfuran-2-carboxylic acids (4a-4p, 26-27, 61-62)

General procedure A to obtain 5-arylfuran-2-carboxylic acids

HO.__OH
0.0

&

0 ]\ 5 Step (a) o) |\ Step (b) I\
r —_—_—

HOzc (@)

o Pd(PPhs), _0 R . R
Na,CO3, DME/H,O, LiIOH.H,0,

80°C. 16 h MeOH/THF
Step (a): A suspension of methyl 5-bromofuran-2-carboxylate (6.1 mmol), arylboronic acid
(5.6 mmol), tetrakis(triphenylphosphine)palladium(0) (0.3 mmol) and Na,COsz (11 mmol) in a
mixture of dimethoxyethane (DME) and water (4:1, 50 mL) was reacted under argon
atmosphere for 18 h at 80°C. Subsequently, the DME was evaporated under reduced pressure.
The residue was treated with brine (50 mL) and extracted with DCM (3 x 30 mL). The combined
organic extracts were dried over MgSOs, filtered, evaporated and purified by silica gel column
chromatography (eluent: EtOAc:petroleum ether = 10:90). The methyl 5-(2-aryl)furan-2-
carboxylates thus obtained were only characterized by LC/MS and directly used for the

following hydrolyzation step.

Step (b): A slurry of the methyl 5-arylfuran-2-carboxylate (5 mmol) and NaOH (60 mmol) in
a mixture of MeOH (25 mL), THF (45 mL) and water (45 mL) was stirred for 1 h at rt (TLC
control, eluent: EtOAc:petroleum ether = 10:90). Subsequently, the organic solvents were
evaporated and the resulting agueous phase was slowly treated with HCI (1N, 60 mL) under
vigorous stirring. The resulting solid was filtered under reduced pressure, washed with water

(100 mL) and dried under vacuum to give the free 5-arylfuran-2-carboxylic acid.
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General procedure B to obtain 5-arylfuran-2-carboxylic acids

NH,
i) HCI, NaNO, 0 °C ~
| = HOzc (@) \
\z .. o /\/
R i) CuCl,,0°Ctort R
HOo_ // \
@)
0]

A solution of an appropriately substituted aniline derivative (20 mmol) in a mixture of H20 (10
mL) and diluted HCI (ca. 18%, 8 mL) was cooled to 0 °C. At this temperature, a solution of
sodium nitrite (1.4 g, 20 mmol) in H20 (10 mL) was added, and the mixture was stirred for
additional 20 min. To the resulting solution was added a solution of 2-furoic acid (1.46 g, 13.0
mmol) in acetone (7 mL), followed by the addition of a solution of copper(Il) chloride (523 mg,
3.9 mmol) in H20 (5 mL). The mixture was stirred for 6 h at rt. After evaporation of acetone,
the mixture was diluted with brine (50 mL) and extracted with ethyl acetate (3 x 30 mL). The
combined organic phases were dried over MgSOs, filtered, and concentrated. The residue was
washed with petroleum ether and finally recrystallized (EtOAc:petroleum ether = 1:1) yielding

5-arylfuran-2-carboxylic acids.

Synthesis of 5-([1,1'-biphenyl]-3-y)furan-2-carboxylic acid (4m)

HO,C /o\ O
S

Starting from methyl 5-bromofuran-2-carboxylate and [1,1'-biphenyl]-3-ylboronic acid,

compound 4m was prepared according to the general procedure A. Yield: 47% over two steps.
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IH-NMR (500 MHz, DMSO-dg) & = 13.10 (s, 1H), 8.04 (t, J = 1.9 Hz, 1H), 7.80 (dt, J = 7.7,
1.5 Hz, 1H), 7.76-7.71 (m, 2H), 7.68 (dt, J = 7.7, 1.5 Hz, 1H), 7.57 (t, J = 7.8 Hz, 1H), 7.49
(dd, J = 8.4, 7.0 Hz, 2H), 7.44-7.38 (m, 1H), 7.34 (d, J = 3.5 Hz, 1H), 7.27 (d, J = 3.7 Hz, 1H)
ppm. 3C-NMR (126 MHz, DMSO) & = 159.4, 156.3, 144.4, 141.2, 139.7, 130.0, 129.9, 129.1,

128.0, 127.5, 127.0, 123.5, 122.7, 120.0, 108.5 ppm.

Synthesis of 5-([1,1'-biphenyl]-4-yl)furan-2-carboxylic acid (4n)

/ \

HO,c 0 OO

Starting from methyl 5-bromofuran-2-carboxylate and [1,1'-biphenyl]-4-ylboronic acid,
compound 4n was prepared according to the general procedure A. Yield: 68% over two steps.
The product was only characterized by LC/MS and directly used to synthesized the final

anthranilic acid derivative.

Synthesis of 5-([1,1'-Biphenyl]-2-yl)furan-2-carboxylic acid (4c)

Ho,0-L 9
)

Starting from methyl 5-bromofuran-2-carboxylate and [1,1'-biphenyl]-2-ylboronic acid,
compound 4c was prepared according to the general procedure A. Yield: 53% over two steps.

IH-NMR (500 MHz, DMSO-ds) & = 12.96 (s, 1H), 7.82-7.79 (m, 1H), 7.50 (dtd, J = 17.3, 7.5,
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1.6 Hz, 2H), 7.43-7.37 (m, 3H), 7.34 (dd, J = 7.5, 1.5 Hz, 1H), 7.26-7.23 (m, 2H), 7.06 (d, J =
3.5 Hz, 1H), 5.68 (d, J = 3.5 Hz, 1H) ppm. 3C-NMR (126 MHz, DMSO) § = 159.3, 155.6,

143.8, 140.9, 140.2, 130.9, 129.2, 128.9, 128.7, 128.1, 127.84, 127.75, 127.6, 119.2, 111.1 ppm.

Synthesis of 5-(3,5-dichlorophenyl)furan-2-carboxylic acid (4j)

/ \ Cl
HO,C 0

Cl

Starting from methyl 5-bromofuran-2-carboxylate and 3,5-dichlorophenylboronic acid,
compound 4j was prepared according to the general procedure A. Yield: 54% over two steps.
IH NMR (600 MHz, DMSO-ds) 5 = 7.80 (d, J = 2.0 Hz, 2H), 7.57 (d, J = 2.0 Hz, 1H), 7.31 (d,
J = 3.6 Hz, 1H), 7.19 (d, J = 3.6 Hz, 1H) ppm. 3C-NMR (151 MHz, DMSO-ds) & = 159.8,

152.1, 147.6, 135.1, 132.8, 127.7, 122.6, 118.2, 110.5 ppm.

Synthesis of 5-(4-chlorophenyl)furan-2-carboxylic acid (4d)

/B
HO,C
> 0 Cl

Starting from 4-chlorobenzenediazonium hydrochloride and 2-furoic acid, compound 4d was
synthesized according to the general procedure B. The product was only characterized by

LC/MS and directly used to synthesized the final anthranilic acid derivative.
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Synthesis of 5-(2,3-dichlorophenyl)furan-2-carboxylic acid (4k)

/ \

HO,.C™ g

Cl
Cl

Starting from methyl 5-bromofuran-2-carboxylate and 2,3-dichlorophenylboronic acid,
compound 4k was prepared according to the general procedure A. Yield: 11% over two steps.
The product was only characterized by LC/MS and directly used to synthesized the final

anthranilic acid derivative.

Synthesis of 5-(2-phenoxyphenyl)furan-2-carboxylic acid (41)

/N

HO,C™ o
0

O

Starting from methyl 5-bromofuran-2-carboxylate and 2-phenoxybenzeneboronic acid,
compound 4l was prepared according to the general procedure A. Yield: 73% over two steps.
IH-NMR (500 MHz, DMSO-ds) 8 = 13.11 (s, 1H), 7.93 (dd, J = 7.9, 1.8 Hz, 1H), 7.41-7.37 (m,
3H), 7.31 (td, J = 7.6, 1.2 Hz, 1H), 7.26 (d, J = 3.6 Hz, 1H), 7.16-7.12 (m, 1H), 7.04-6.99 (m,
3H), 6.94 (d, J = 3.6 Hz, 1H) ppm. 3C-NMR (126 MHz, DMSO) = 159.3, 156.2, 152.8, 152.1,

143.9, 130.5, 130.3, 127.0, 124.6, 123.8, 121.1, 120.1, 119.9, 118.1, 112.1 ppm.
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Synthesis of 5-(4-isobutylphenyl)furan-2-carboxylic acid (4a)

a

HO,C™ N\

Starting from methyl 5-bromofuran-2-carboxylate and (4-isobutylphenyl)boronic acid,
compound 4a was prepared according to the general procedure A. Yield: 82% over two steps.
The product was only characterized by LC/MS and directly used to synthesized the final

anthranilic acid derivative.

Synthesis of 5-(2-isopropylphenyl)-2-furancarboxylic acid (27)

/ A\

HO,C™ g

Starting from methyl 5-bromofuran-2-carboxylate and (2-isopropylphenyl)boronic acid,
compound 27 was prepared according to the general procedure A. Yield: 80% over two steps.
IH-NMR (500 MHz, DMSO-ds): & 13.03 (s, 1H, CO2H), 7.53-7.45 (m, 2H), 7.42 (m, 1H), 7.31
(d, J = 3.5 Hz, 1H), 7.30-7.22 (m, 1H), 6.76 (d, J = 3.5 Hz, 1H), 3.29 (hept, J = 6.7 Hz, 1H),
1.20 (d, J = 6.8 Hz, 6H) ppm. 3C-NMR (126 MHz, DMSO-de) & = 159.4, 156.7, 146.8, 144.4,

129.8, 129.2, 128.2, 126.2, 126.1, 119.3, 110.9, 29.5, 23.9 ppm.
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Synthesis of 5-(naphthalen-1-yl)furan-2-carboxylic acid (26)

/ \

HO,C™ 0 8

Starting from methyl 5-bromofuran-2-carboxylate and naphthalene-1-boronic acid, compound
26 was prepared according to the general procedure A. Yield: 77% over two steps. *H-NMR
(500 MHz, DMSO-ds) 8 = 13.17 (s, 1H), 8.38 (d, J = 8.3 Hz, 1H), 8.03 (dt, J = 8.4, 1.9 Hz, 2H),
7.85 (d, J = 7.1 Hz, 1H), 7.67-7.57 (m, 3H), 7.41 (d, J = 3.5 Hz, 1H), 7.10 (d, J = 3.5 Hz, 1H)

ppm.

Synthesis of 5-(2-bromophenyl)furan-2-carboxylic acid (4e)

/ \

HO,C™ o

Br

Starting from 2-Bromobenzenediazonium hydrochloride and 2-furoic acid, compound 4e was
synthesized according to the general procedure B. Yield: 38%. The product was only

characterized by LC/MS and directly used to synthesized the final anthranilic acid derivative.

Synthesis of 5-(3'-methoxy-[1,1'-biphenyl]-2-yl)furan-2-carboxylic acid (4h)

Ho,c-Lg @
v

/O
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Compound 4h was prepared following the first step of the general procedure A starting from
5-(2-bromophenyl)furan-2-carboxylic acid and 3-methoxyphenylboronic acid. The crude
product was recrystallized from EtOAc. Yield: 21%. *H-NMR (500 MHz, DMSO-dg) § = 12.95
(s, 1H), 7.79 (dd, J = 7.6, 1.6 Hz, 1H), 7.49 (dtd, J = 18.7, 7.4, 1.5 Hz, 2H), 7.37-7.27 (m, 2H),
7.08 (d, J = 3.6 Hz, 1H), 6.98-6.93 (m, 1H), 6.82-6.78 (m, 2H), 5.76 (d, J = 3.8 Hz, 1H), 3.72
(s, 3H, OCHs) ppm. ¥C-NMR (126 MHz, DMSO-ds) 5 = 159.4, 159.3, 155.5, 143.8, 142.3,

140.0, 130.8, 129.8, 129.1, 128.2, 127.8, 127.6, 121.2, 119.3, 114.3, 113.5, 111.1, 55.2 ppm.

Synthesis of 5-(3'-(2-methoxyethoxy)-[1,1'-biphenyl]-2-yl)furan-2-carboxylic acid (40)

HO,C O
/O\/\Br
(a) B

B Step (a

/ A\ I\
o HO,C™ g
Step (b) Br O
Step@) -
@\ K,COs, @\ Na,COs, Pd(PPha), |
O o
oy DMF t6h o0~ Mo, \L

Step (a): 1-(3-(2-methoxyethoxy)phenyl)-3,3,4,4-tetramethylborolane: A mixture of

0
\

3-(3,3,4,4-tetramethylborolan-1-yl)phenol (5 mmol), 1-bromo-2-methoxyethane, K>COs
(10 mmol) in DMF (7 mL) was stirred at rt for 6 h. After evaporation of volatile materials, the
residue was purified by flash column chromatography (eluent: EtOAc:petroleum ether = 1:10)

yielding a yellow oil which was directly used for the next step.

Step (b): Compound 4o: A suspension of 1-(3-(2-methoxyethoxy)phenyl)-3,3,4,4-
tetramethylborolane (1 mmol), 5-(2-bromophenyl)furan-2-carboxylic acid (1 mmol), Na>COs
(2 mmol) and tetrakis(triphenylphosphine) palladium(0) (50 mg) in a mixture of DME and

water (4:1, 8 mL) was stirred at 110°C for 8 h. After colling to rt the mixture was extracted with
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DCM (3 x 50 mL). The combined organic extracts were dried over MgSQa, filtered and
evaporated. The residue was purified by column chromatography (eluent: DCM:MeOH = 9:1).
The product was only characterized by LC/MS and directly used to synthesized the final

anthranilic acid derivative.

Synthesis of 5-(1-methyl-1H-indazol-4-yl)furan-2-carboxylic acid (4g)

]\
HO,C™ g

N’N\
Starting from methyl 5-bromofuran-2-carboxylate and (1-methyl-1H-indazol-4-yl)boronic
acid, compound 4g was prepared according to the general procedure A. Yield: 73% over two

steps. The product was only characterized by LC/MS and directly used to synthesized the final

anthranilic acid derivative.

Synthesis of 2-(naphthalen-1-yl)thiazole-4-carboxylic acid (62)

\ 0O 0

OJ} HO

N

4%  sep@ /s \ Step (b) /N
Br O S

Pd(PPhj),, Na,CO3, NaOH,THF/MeOH/H,0, O

DME/H,0, 87% O t, 8 h, 98% O

Step (a): A mixture of methyl 2-bromothiazole-4-carboxylate (1.35 mmol), naphthalen-1-

ylboronic acid (1.48 mmol), tetrakis(triphenylphosphine)palladium(0) (78 mg) and Na>COs
(287 mg) in a mixture of DME and water (4:1, 20 mL) was reacted under argon atmospherbe

for 19 h at 80°C. After evaporation of DME, the residue was treated with additional water (50
S11



mL) and extracted with EtOAc (3 x 50 mL) and subsequently with DCM (3 x 150 mL). The
combined organic extracts were dried over MgSQsa, filtered, evaporated and purified by silica
gel column chromatography (EtOAc:petroleum ether = 10:90). The obtained light-yellow oil
(which slowly crystallized) was only characterized by LC/MS and directly used for the next

step. Yield: 87%.

Step (b): The obtained methyl 2-(naphthalen-1-yl)thiazole-4-carboxylate (0.75 mmol) and
NaOH (310 mg) were suspended in a mixture of MeOH (2 mL), THF (4 mL) and water (4 mL).
The slurry was stirred for 8 h at rt (TLC control, eluent: EtOAc:petroleum ether = 20:80).
Subsequently, MeOH and THF were evaporated and the resulting aqueous phase was slowly
treated with 1N HCI until an oily precipitate was observed. The mixture was extracted with
EtOAc (3 x 50 mL). The combined organic extracts were dried over MgSQOg, filtered and

evaporated. Yield: 98%.

Synthesis of 6-(naphthalen-1-yl)picolinic acid (61)

HO.__OH
& I o
) t Step (b
g Step (2) P (b) HO,C
_0O Pd(PPh3),, Na,COg, NaOH,THF/MeOH/H,0,
DME/H,0, 69% rt, 8 h, 93%

Step (a): A mixture of methyl 6-bromopicolinate (22 mmol), naphthalen-1-ylboronic acid (25
mmol), tetrakis(triphenylphosphine)palladium(0) (1.1 mmol) and Na>COsz (45 mmol) in a
mixture of DME and water (4:1, 200 mL) was reacted under argon atmosphere for 19 h at 80°C.
After evaporation of DME, the residue was treated with additional water (100 mL) and
extracted with EtOAc (3 x 100 mL) and subsequently with DCM (3 x 100 mL). The combined

organic extracts were dried over MgSOg, filtered, evaporated and purified by silica gel column
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chromatography (EtOAc:petroleum ether = 20:80). The obtained light-yellow oil (which slowly

crystallized) was only characterized by LC/MS and directly used for the next step. Yield: 69%.

Step (b): The obtained methyl 6-(naphthalen-1-yl)picolinate (15 mmol) and NaOH (150 mmol)
were suspended in a mixture of MeOH (63 mL), THF (125 mL) and water (125 mL). The slurry
was stirred for 8 h at rt (TLC control, eluent: EtOAc:petroleum ether = 20:80). Subsequently,
MeOH and THF were evaporated and the resulting aqueous phase was slowly treated with 1N
HCI until an oily precipitate was observed. The mixture was extracted with EtOAc (3 x 50 mL).
The combined organic extracts were dried over MgSOu, filtered and evaporated yielding a light
beige solid. Yield: 93%. 'H NMR (500 MHz, DMSO-ds) & = 13.18 (s br, 1H), 8.17-8.08 (m,
2H), 8.07-7.97 (m, 3H), 7.87 (dd, J = 7.5, 1.4 Hz, 1H), 7.66-7.61 (m, 2H), 7.58-7.48 (m, 2H)
ppm. 3C-NMR (126 MHz, DMSO) & = 166.4, 158.4, 148.4, 138.4, 137.4, 133.6, 130.7, 129.2,

128.5, 128.1, 127.9, 126.8, 126.2, 125.5, 125.4, 123.3 ppm.

Synthesis of 5-(3-phenethoxyphenyl)furan-2-carboxylic acid (4p) and 5-(2-

phenethoxyphenyl)furan-2-carboxylic acid (4i)

Br
—o_ /' \
HO o” Br o /\
/|\3 °© step (a) —0 ]\ step (b) - o
HO g o I —— o
OH OH O

Pd(PPh3),

DMF, K,COj3,
Na,CO3, DME/H,0, 85°C, 16 h
80°C,16 h
Ho_  / \
step (c) (o)
o)
LiOH x H,0, R

THF/MeOH, rt, 4 h
R'! = H, R? = OCH,CH,Ph

R" = OCH,CH,Ph, R? = H)
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Step (a): Starting from methyl 5-bromofuran-2-carboxylate and 2- or 3-, resp.,
hydroxyphenylboronic acid, the intermediates methyl 5-(3-hydroxyphenyl)furan-2-carboxylate
(yield: 51%) and methyl 5-(2-hydroxyphenyl)furan-2-carboxylate (yield: 85%) synthesized
according to the general procedure A omitting the hydrolyzation step. The products were only

characterized by LC/MS and directly used for the following step.

Step (b): Synthesis of compound 4p and compound 4i: A mixture of the appropriate methyl
5-(hydroxyphenyl)furan-2-carboxylate (1.4 mmol), (2-bromoethyl)benzene (1.5 mmol) and
K2COs (3 mmol) in DMF (6 mL) was stirred at 85°C for 48 h. The mixture was treated with
water (75 mL) and extracted with diethyl ether (3 x 50 mL). The combined organic extracts
were dried over MgSOsu, filtered and concentrated. The crude products were purified by purified
by column chromatography on silica gel 60 (eluent: DCM:MeOH = 9:1) to afford the desired
intermediates. Methyl 5-(2-phenethoxyphenyl)furan-2-carboxylate: *H-NMR (500 MHz,
DMSO-de): & = 7.77 (dd, J = 7.8, 1.7 Hz, 1H), 7.37-7.34 (m, 3H), 7.32-7.28 (m, 2H), 7.31 (d,
J=3.6 Hz, 1H), 7.24-7.17 (m, 2H), 7.09-7.04 (m, 1H), 6.85 (d, J = 3.6 Hz, 1H), 4.38 (t, J = 6.7

Hz, 2H, OCH2CH2Ph), 3.82 (s, 3H, OCHs), 3.16 (t, J = 6.7 Hz, 2H, OCH2CHPh) ppm.

Step (c): A mixture of 0.25 mmol of the appropriate methyl 5-(phenethoxyphenyl)furan-2-
carboxylate (0.25 mmol), lithium hydroxide monohydrate (0.62 mmol) in MeOH (15 mL)was
stirred at rt for 4 h. After completion of the reaction as indicated by TLC, the reaction mixture
was concentrated under reduced pressure, diluted with H.O (70 mL) and acidified with diluted
hydrochloric acid. The mixture was extracted with EtOAc (3 x 50 mL). The combined organic
extracts were dried over MgSOs, filtered and concentrated. The oily residue was treated with a
mixture of diethyl ether/petroleum ether (1:1) yielding compound 4p - or compound 4i,
respectively, which were only characterized by LC/MS and directly used for the synthesis of

the final anthranilic acid derivatives.
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Synthesis 2-amino-5-(2-hydroxyethoxy)benzoic acid (28l)

O
NH,

COyH )ko/\/Bf NO; NO,
Step (b) Step (c)
Step (a HO OH
/®/N02—u—)—> AcO_~. O~ope — HO o —————» HO

HO K,CO3, DMF, o) NaOH, o) Pd/C, HCO,(NH,), o]
80°C, 4 h, 84% THF, 1t, 1h,

Step (a): 2-Acetoxyethyl 5-(2-acetoxyethoxy)-2-nitrobenzoate: A mixture of commercially
available 5-hydroxy-2-nitrobenzoic acid (5.5 mmol), 2-bromoethyl acetate (21 mmol) and
K2COs3 (13 mmol) in DMF (5 mL) was heated at 80°C for 4 h (TLC control, eluent:
DCM:MeOH =90:10). Subsequently, water was added (100 mL) and the mixture was extracted
with DCM (3 x 50 mL). The combined organic extracts were dried over MgSOyg, filtered and
concentrated. The purification was done using silica gel column chromatography (DCM:MeOH

= 90:10) to afford the desired intermediate. Yield: 84%.

Step (b): 5-(2-Hydroxyethoxy)-2-nitrobenzoic acid: A mixture of the obtained
2-acetoxyethyl 5-(2-acetoxyethoxy)-2-nitrobenzoate from step (a)), 4N NaOH (3 mL) and
EtOH (10 mL) was stirred for 16 h at rt. Subsequently, EtOH was evaporated and the residue
was diluted with IN HCI (50 mL). The mixture was extracted with DCM (3 x 40 mL) and the
combined organic extracts were dried over MgSOs, filtered and evaporated leading to 0.32 g

(86%) of a yellowish solid.

Step (c): 2-Amino-5-(2-hydroxyethoxy)benzoic acid: A suspension of 5-(2-hydroxyethoxy)-
2-nitrobenzoic acid (1.1 mmol) and Pd/C (10%) (100 mg) in THF (8 mL) was stirred under
hydrogen atmosphere (50 psi) for 1 h. The mixture was filtrated over celite and washed with
additional THF (15 mL), the solvent was removed under reduced pressure yielding a colorless
solid. Yield: 98%. The product was only characterized by LC/MS and directly used to
synthesized the final anthranilic acid.
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Synthesis of 2-amino-5-(2-methoxyethoxy)benzoic acid (28k)

NO, /o\/\Br NO, Stop (0) NO, NH,
Step (a) ep Step (c) o oH
— > O~ O ~0" wamn O OH————= ~"~"9
HO” i /j(OH K2CO03, DMF, 0 0" NaoOH, © "0 Pd/C, HCO,(NHy), 5

o 70°C, 0 Et?g,h o} THF, t, 1 h,

Step (a): 2-Methoxyethyl 5-(2-methoxyethoxy)-2-nitrobenzoate: A mixture of commercially
available 5-hydroxy-2-nitrobenzoic acid (3.8 mmol), 1-bromo-2-methoxyethane (13.4 mmol)
and K>COz (9 mmol) in DMF (5 mL) was heated at 70°C for 3 h (TLC control, eluent:
DCM:MeOH =90:10). Subsequently, water was added (100 mL) and the mixture was extracted
with DCM (3 x 50 mL). The combined organic extracts were dried over MgSOyg, filtered and
concentrated. The purification by column chromatography (DCM:MeOH = 90:10) afforded the

desired intermediate which was directly used for the next step without further characterization.

Step (b): 5-(2-methoxyethoxy)-2-nitrobenzoic acid: A mixture of the obtained
2-methoxyethyl 5-(2-methoxyethoxy)-2-nitrobenzoate from step (a), 4N NaOH (3 mL) and
EtOH (10 mL) was stirred for 16 h at rt. Subsequently, EtOH was evaporated and the residue
was diluted with IN HCI (50 mL). The mixture was extracted with DCM (3 x 40 mL) and the
combined organic extracts were dried over MgSOyg, filtered and evaporated. The residue was

directly used for the following step.

Step (c): 2-Amino-5-(2-methoxyethoxy)benzoic acid: A suspension of 5-(2-
methoxyethoxy)-2-nitrobenzoic acid (1.2 mmol) and Pd/C (10%) (100 mg) in THF (8 mL)
was stirred under hydrogen atmosphere (50 psi) for 1 h. The mixture was filtered over celite,
washed with additional THF (15 mL) and concentrated. The product was only characterized by

LC/MS and directly used to synthesized the final anthranilic acid.
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Synthesis of 3-(2-aminophenyl)-1,2,4-oxadiazol-5(4H)-one (71)

O
PP -
Cl NH; | \FO

NH NH

> Step (a) 2 Step (b Q Step (c) N

p \ ep (b) N, L N H

SH Z""0OH  DCM, EtsN, ~ 0 Oﬁ/ NaOH/H,0 NH,
NH, .4 h NH; 3 h, reflux

2-Aminobenzamide oxime

Step (a): 2-Aminobenzamide oxime: Commercially available 2 aminobenzonitrile was reacted
to 2-aminobenzamide oxime according to a reported procedure (Lee, W. M. Novel nitrile and

amidoxime compounds and methods of preparation. US20080260389 20081029, 2008).

Step (b): 2-Amino-N'-((isobutoxycarbonyl)oxy)benzimidamide: To a mixture of
2-aminobenzamide oxime (6.6 mmol) and trimethylamine (1 mL) in DCM (15 mL) was slowly
added isobutylchloroformate (6.6 mmol). After stirring at rt for 4 h the mixture was poured into
water and extracted with DCM (2 x 50 mL). The organic extracts were dried over MgSOs,
filtered and evaporated. Recrystallization of the residue using DCM/petroleum ether yielded a
colorless solid. Yield: 95%. 1H-NMR (600 MHz, CDCl3) 6 = 7.33-7.23 (m, 1H), 7.20-7.10 (m,
1H), 6.73-6.62 (m, 2H), 5.10 (s, 2H), 4.30 (s br, 2H), 4.00 (d, J = 6.7 Hz, 2H), 2.00 (dt, J =

13.4, 6.7 Hz, 1H), 0.95 (d, J = 6.8 Hz, 6H) ppm.

Step (c): 3-(2-Aminophenyl)-1,2,4-oxadiazol-5(4H)-one: A suspension of 2-amino-N'-
((isobutoxycarbonyl)oxy)benzimidamide (4.0 mmol) in a 2% aqueous solution of NaOH (25
mL) was refluxed for 3 h. Subsequently the mixture was cooled to rt, neutralized with diluted
HCI (pH 4-5) and extracted with ethyl acetate (3 x 50 mL). The combined organic layers were
washed with brine, dried over MgSO4 and concentrated. The residue was purified by silica gel

column chromatography (DCM:EtOAc = 80:20). Recrystallization was performed using
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DCM/petroleum ether yielding a yellow solid. Yield: 82%. The product was only characterized

by LC/MS and directly used to synthesized the final anthranilic acid derivative.

Synthesis 2-(2H-tetrazol-5-yl)aniline (72)

N—NH
Il N N
NaN; Z
NH,

> NH,

2-(2H-Tetrazol-5-yl)aniline was synthesized according to a reported procedure starting from

commercially available 2-aminobenzonitrile and sodium azide.®
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'H-NMR spectra, 3C-NMR spectra, and LC/MS data sets of selected final (potent)

derivatives
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'H- and *C-NMR spectra of 5-(3'-methoxy-[1,1'-biphenyl]-3-yl)-N-(2-(5-0x0-4,5-dihydro-

1,2,4-oxadiazol-3-yl)phenyl)furan-2-carboxamide (75)
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Figure S1. 'H- and *C-NMR spectra of compound 75
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LC/MS data set of 5-(3'-methoxy-[1,1'-biphenyl]-3-yl)-N-(2-(5-0x0-4,5-dihydro-1,2,4-

oxadiazol-3-yl)phenyl)furan-2-carboxamide (75)
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'H- and BC-NMR spectra of

carboxamido)benzoic acid (25)

5-methoxy-2-(5-(3-phenethoxyphenyl)furan-2-
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Figure S3. 'H- and *C-NMR spectra of compound 25
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LC/MS data set of 5-methoxy-2-(5-(3-phenethoxyphenyl)furan-2-carboxamido)benzoic

acid (25)
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Figure S4. LC/MS data set of compound 25
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'H-  and C-NMR spectra of  4,5-difluoro-2-(5-(naphthalen-1-yl)furan-2-

carboxamido)benzoic acid (32)
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Figure S5. H- and *C-NMR spectra of compound 32

4500

4000

3500

3000

2500

2000

1500

1000

500

20000

19000

18000

17000

16000

15000

[ 14000

13000

12000

11000

10000

9000

8000

7000

6000

5000

4000

3000

2000

1000

r-1000

S24



LC/MS data set of 4,5-difluoro-2-(5-(naphthalen-1-yl)furan-2-carboxamido)benzoic acid

(32)
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Figure S6. LC/MS data set of compound 32
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'H-  and BC-NMR spectra of  5-methoxy-2-(5-(naphthalen-1-yl)furan-2-

carboxamido)benzoic (45)
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Figure S7. H- and *C-NMR spectra of compound 45
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LC/MS data set of 5-methoxy-2-(5-(naphthalen-1-yl)furan-2-carboxamido)benzoic (45)
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Figure S8. LC/MS data set of compound 45
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'H-  and BC-NMR spectra of  4-methoxy-2-(5-(naphthalen-1-yl)furan-2-

carboxamido)benzoic acid (33)
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Figure S9. H- and *C-NMR spectra of compound 33
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LC/MS data set of 4-methoxy-2-(5-(naphthalen-1-yl)furan-2-carboxamido)benzoic acid

(33)
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Figure S10. LC/MS data set of compound 33
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'H- and C-NMR spectra of 5-(2-methoxyethoxy)-2-(5-(naphthalen-1-yl)furan-2-

carboxamido)benzoic acid (42)
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Figure S11. 'H- and *C-NMR spectra of compound 42
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LC/MS data set of

carboxamido)benzoic acid (42)
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Figure S12. LC/MS data set of compound 42
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'H- and 3C-NMR spectra of 5-methoxy-2-(5-(3'-(2-methoxyethoxy)-[1,1'-biphenyl]-2-

yl)furan-2-carboxamido)benzoic acid (23)
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Figure S13. 'H- and **C-NMR spectra of compound 23
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LC/MS data set of 5-methoxy-2-(5-(3'-(2-methoxyethoxy)-[1,1'-biphenyl]-2-yl)furan-2-

carboxamido)benzoic acid (23)
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Figure S14. LC/MS data set of compound 23
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'H-NMR spectrum of 5-methoxy-2-(2-(naphthalen-1-yl)thiazole-4-carboxamido)benzoic

acid (70)
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Figure S15. *H-NMR spectrum of compound 70
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LC/MS data set of 5-methoxy-2-(2-(naphthalen-1-yl)thiazole-4-carboxamido)benzoic acid

(70)
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Figure S16. LC/MS data set of compound 70
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'H- and BC-NMR spectra of 2-(5-(naphthalen-1-yl)furan-2-carboxamido)benzoic acid

(40)
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Figure S17. 'H- and **C-NMR spectra of compound 40
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LC/MS data set of 2-(5-(naphthalen-1-yl)furan-2-carboxamido)benzoic acid (40)

*QrrapBS00+
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Figure S18. LC/MS data set of compound 40
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'H- and ®C-NMR spectra of 2-(5-([1,1'-biphenyl]-2-yl)furan-2-carboxamido)-5-

methoxybenzoic acid (22)
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Figure S19. 'H- and *C-NMR spectra of compound 22
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LC/MS data set of 2-(5-([1,1'-biphenyl]-2-yl)furan-2-carboxamido)-5-methoxybenzoic

acid (22)
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Figure S20. LC/MS data set of compound 22
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'H- and ¥ C-NMR spectra of 2-(5-([1,1'-biphenyl]-2-yl)furan-2-carboxamido)benzoic acid

(9)
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Figure S21. 'H- and **C-NMR spectra of compound 9
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LC/MS data set of 2-(5-([1,1'-biphenyl]-2-yl)furan-2-carboxamido)benzoic acid (9)

Leg. Fila: Z0L3-06-05.wEEF *Qrrapbs00+
Leg. Data: Wednaaday, Jume 05, 2013

"W TIC: from Sample 2 (NB0-233) of 2013-00-05.wiff [Turbo Spray), Smoothed, Smoothed Max. 1528 cps.
1.5e8 SI';E:
1.0e8 [\
|
0.0 = T T
4 i ] % 12 14 18 15
Tirme, min
p 1. B30 D37 T mn Sam| i 1 Wit | Turto Spray], subfrached.. Wax. 3 5=l cps.
1566 340
=
3a8.4.1401.0 m"ﬂ
oo . L l
0 2o 250 300 330 400 450 sho =40 £ 50 7d0 75 sbo
méz, Da
to BEET mn i wilt | Twbo Spray), subfracted ... Wax. 7.5 cps.
1.5e6 20
1.0efi
=
5 Def
3333
2193
o £ i a0 785.3

150 2o 250 300 330 4l 450 sho =40 £ 50 7d0 75 sbo

537 B8
4.0e7 |
E 2pe7 Il
JI T
14 16 18
W, B T mAd.
B.1ed 543
5.0e4
g
L e e e e e P Sy S e Pt B Bt S e s s e, v e e e B s S e B e B
o0 10 20 30 4D 50 60 YO BO 90 100 110 120 130 140 150 160 170 180D 19.0
Time, rmin
Peak List for ¥WC of DAD Speciral Data: 220.0 to 400.0 nm from Sample 2 {(WBO-233) of 2013-00-05 wif™
Time {min} Area (mAll x min) % Area Height {mAL} % Height Width (min) Baseline Type
1 04117 27182004 D.iDaz o8B.0383 1.2035 0.0823 Base to Base
2 44321 L e OO 7366 | 9.1320e4 d8.0588 20400 Base to Base
3 13.7955 38007712 D.1552 8102647 0.7387 0.2800 Base to Base
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Figure S22. LC/MS data set of compound 9
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'H- and 3C-NMR spectra of 5-methoxy-2-(5-(3'-methoxy-[1,1'-biphenyl]-2-yl)furan-2-

carboxamido)benzoic acid (52)

NBO-269-2.10.fid 2 g 2% I 359288838 8%
NBO-269-2 in d6-DMSO a B B@ BB NNKNKNGG GG S o
1H S \¢
N
o
Exact Mass: 443.14
|
|
|
| AM‘\‘-‘J l
| l N
g ) i fedtle £%
8 v 16 15 w4 5 1L 11 oo s 7 & 5 4 3

NBO-269-2.30.1.1r a 23
NBO-269-2 in d6-DMSO g B8
13¢ ¥
|
1
| | !
i l ‘i‘ [ B “HN M ‘H'H
T T T T T T T T T T T T T T T T T T
210 200 190 180 170 160 150 140 130 120 110 100 90 80 70 60 50 40

f1 (ppm)

Figure S23. 'H- and *C-NMR spectra of compound 52
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LC/MS data set of of 5-methoxy-2-(5-(3'-methoxy-[1,1'-biphenyl]-2-yl)furan-2-

carboxamido)benzoic acid (52)

Peg. Fila: Z003=-08=-05 . &EFF *QrrapBS00+
Meg. Dabae: Hesday, Auguat 05, 2013
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Palazity/Scan Typa: Poaltive Q1 MS, ... hnalyat Varalen: 1.7.2

Figure S24. LC/MS data set of compound 52
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'H- and '3C-NMR spectra of 5-methoxy-2-(5-(4'-methoxy-[1,1'-biphenyl]-2-yl)furan-2-

carboxamido)benzoic acid (57)
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Figure S25. 'H- and *C-NMR spectra of compound 57
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LC/MS data set of 5-methoxy-2-(5-(4"-methoxy-[1,1'-biphenyl]-2-yl)furan-2-

carboxamido)benzoic acid (57)
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Figure S26. LC/MS data set of compound 57
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'H-NMR spectrum of 5-methoxy-2-(5-(2-(pyridin-3-yl)phenyl)furan-2-

carboxamido)benzoic acid (51)
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Figure S27. *H-NMR spectrum of compound 51
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LC/MS data set of 5-methoxy-2-(5-(2-(pyridin-3-yl)phenyl)furan-2-carboxamido)benzoic

acid (51)

heg. Flla: Z013-08-07.WEE0 *QrrapBS00+
Acg. Date: Tusaday, Aisguat 06, 2013

LIS from Sample 1 (NBO-268-4) of 2013-08-07 wiff (Heated Nebulizer), Smoothed. Smoothed Max. 5828 cps
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T f
= 2DeB
31 _J' 8.32
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2 4 ] ] ) 12 14 18 18 20
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oD 0 20 30 4D 5D 60 TO BO 60 100 110 120 130 140 150 1680 170 18O 18.0 200
Tirme, rmin
Peak List for "XWC of DAD Spectral Data: 220.0 1o 400.0 nm from Sample 1 (WBO-2608-4) of 2013-08-07 .wiff
Time {min} Area [mAlLl x min) % Area Height {mAL} % Height Width (min) Baseline Type
1 0.2874 130084 DE7a2 3745.1860 7.3855 0.1467 Base to Base
2 RG] 1.5031ed BaF043 263204 H91.3431 25800 Baseto Base
3 7.1558 63100833 04174 044 THTE 12715 0.5200 Base to Base

Palasity/Scan Typa: Poaltlva Q1 M5, ... hmalyat Vacalen: 1.7.2

Figure S28. LC/MS data set of compound 51
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'H-NMR spectrum of 2-(5-(3'-isopropyl-[1,1'-biphenyl]-2-yl)furan-2-carboxamido)-5-

methoxybenzoic acid (55)
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Figure S29. *H-NMR spectrum of compound 55
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LC/MS data set of 2-(5-(3'-isopropyl-[1,1'-biphenyl]-2-yl)furan-2-carboxamido)-5-

methoxybenzoic acid (55)

ZOL3=-0%=-00 Wb EEE *QrrapbEs00+
erday, Septembar 09, 2013

"W TIC: from Sample 1 (NBO-275-1) of 2013-06-08 witf [Turbo Spray), Smoothed, Smoothed Max. 2 18 ops,
| |
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p 1, B.208 to T0.045 mn i - wilt [ Turbe Spray]. sublrac._. M. BBl cps
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=
4384 | 4585
0.0 N .
150 200 20 abo 340 40 P17} sho 550 600 a5 7ia 750 i
miz, Da
T 0T Exp 2, 0225 to T0.064 min from Samgle 1 [MB0-275-1) of 201 3-00-00.witf [Turbo Spray), subbract . Max. 4625 cps|
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W 048 il
BAed 828
i 5Ded
- 776
00 11.61
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Tirme, rmin
Peak List for "XWC of DAD Speciral Data: 220.0 to 400.0 nm from Sample 1 (NBO-275-1) of 2013-08-08.wiff
Time {min} Area (mAlLl x min) % Area Height (mAL} % Height Width {min} Baseline Type
T KT ol ) [ B i M1 THIES R[] Hase o Base
3 8.5287 245074 OE505 | 28383457 23123 04457 Base o Base
3 77507 T7031eh 60058 | 1.0oa7ed 145261 0.3033 Base o Base
) R [ TEGd ek N EE S b TEIEE T Hase o Base
] 02820 25201e0 000030 | 0.3580e4 720462 15733 Base o Base
;) o038 oo 1518 RS EG I E TE1E [k Hase o Base
7 11.8128 3.187 24 11020 | 6201.6554 25330 04500 Base o Base

Palasiey/Scan Typa: Poaltive Q1 MS, ... hnalyat Varalen: 1.7.2

Figure S30. LC/MS data set of compound 55
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'H- and 3C-NMR spectra of 5-methoxy-2-(5-(3'-(trifluoromethyl)-[1,1'-biphenyl]-2-

yl)furan-2-carboxamido)benzoic acid (54)
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Figure S31. 'H- and *C-NMR spectra of compound 54
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LC/MS data set of 5-methoxy-2-(5-(3'-(trifluoromethyl)-[1,1'-biphenyl]-2-yl)furan-2-

carboxamido)benzoic acid (54)

*QrrapiS004

g .61 . 11.08
00 10 20 3D 40 50 60 70 80 80 100 110 120 130 140 150 160 170 180 160
Tirme, min
Peak List for "XWC of DAD Speciral Data: 220.0 to 400.0 nm from Sample 2 (NBO-275-2) of 2013-08-08.wiff
Time {min} Area [mAll x min) % Area Height {mAL} % Height Width (min) Baseline Type

1 04403 56617916 02338 | 20637811 2 0048 0.1000 Base to Base

2 g.6100 J5405es 1104 IIo3.2514 o063 |0.o067 Baze o Base

3 TEIT2 3447 0052 03438 1337.1405 12058 0.3723 Base to Base

3 E: W T3324e0 OO.a053 | d0aoned AB 5745 147135 Bace i Base

5 11.0765 153364 1.1027 | 5604.6067 55156 0.4467 Base to Base
Palasiey/Scan Typa: Posievive 1 MS, ... Apalyat Varaien: 1.7.2

Figure S32. LC/MS data set of compound 54
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'H- and C-NMR spectra of 5-methoxy-2-(6-(naphthalen-1-yl)picolinamido)benzoic acid

(67)
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Figure S33. 'H- and **C-NMR spectra of compound 67
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LC/MS data set of 5-methoxy-2-(6-(naphthalen-1-yl)picolinamido)benzoic acid (67)
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12 wiff
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Tirme, rmin
T Sampe 2 | TOTIE-TZ Wit . O.0eF mAad]
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Tirme, rmin
Peak List for "XWC of DAD Spectral Data: 220.0 to 400.0 nm from Sample 2 (RD10223) of 2013-06-12.wiff
Time {min} Area (mAU x min) “Area Height (mAL} % Height Width (min) Baseline Type
1 04028 15188441 0.DE24 5TTET14 0.8538 0.0833 Basze to Base
2 0.oalo B469 3208 0_ZBaG a4 187y 15001 028G Base to Base
3 T.7230 2.1788=8 BO.E348  |5P16Te4 a7.8562 2.3800 Basze to Base
Palariey/Scan Typa: Poalelva 1 MS, ... Bmalyat Vacalen: 1.7.2

Figure S34. LC/MS data set of compound 67
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'H- and 'C-NMR spectra of 2-(5-([1,1'-biphenyl]-3-yl)furan-2-carboxamido)-5-

methoxybenzoic acid (20)
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Figure S35. 'H- and *C-NMR spectra of compound 20
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LC/MS data set of 2-(5-([1,1'-biphenyl]-3-yl)furan-2-carboxamido)-5-methoxybenzoic

acid (20)
heg. Flla: Z013-07-001 .WEEF *QrrapEs00+
Aheg. Dave: Mesday, Jaly 0L, 2013

T from Sample 1 [HD10231}nf2I]13-0?-01.wﬁ' (Turbo Spray), Smoothed, Smoothed, Smoothed, Sm... Max. 8127 cps
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Peak List for "XWC of DAD Spectral Data: 220.0 to 400.0 nm from Sample 1 {RD10231) of 2013-07-01 wiff

Time {min} Area (mALl x min) % Area Height {mAL} % Height Width {min) Baseline Type
1 04235 91688575 0202 1608.7723 1.7081 0.1733 Base to Base
2 05738 3104 2380 01042 4403175 04770 0.2133 Baze to Base
3 GR:LEE! 126310542 i e 1568648 01665 03133 Baseto Base
4 8.8222 2.8080=8 32040 | 3.7A63e4 930722 23287 Base to Base
L 11.1413 3o881ed 12128 3Er5.rdon 21148 [T Baseto Base
i 11.8585 11721136 00388 166.5375 0.1768 0.2887 Base to Base
[ 12,1451 T125 BO4E kRN 1304825 01385 03133 Baseto Base
[ 12.8548 14040287 00474 1364587 0.1448 0.3800 Base to Base
Palaziey/Tean Typa: Pesleclva g1 MS, ... healyat Vacalen: 1.7.2

Figure S36. LC/MS data set of compound 20
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'H- and C-NMR spectra

carboxamido)benzoic acid (14)
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Figure S37. 'H- and *C-NMR spectra of compound 14
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LC/MS data set of 2-(5-(3'-methoxy-[1,1'-biphenyl]-2-yl)furan-2-carboxamido)benzoic

acid (14)

Az *QrrapBs00+
A
[ TIC: from Samgple 2 (RO 10270R) of 2013-06-02.wif (Turbo Spray) Max. 2 5=k cps
872
2Ded |
= = — ; . . . . , .
3 b ] o 12 14 18 15
Time, rmin
p 1, BO72 %o BV mn Sam i 1 it | Twrbo Spray)., sublracte . Max. T-7ef cps
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5 Ded
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0.0M : r ; : ; 7 r -
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Tirme, min
Peak List for AWG of DAD Specral Data: 220.0 to 400.0 nm from Sample 2 (RO 102760 ) of 20 13-08-02 Wit
Time {min} Area (mAll x min) % Area Height {mAL} % Height Width {min) Baseline Type
1 14383 53055776 02187 | 20236252 22470 0.0933 Base o Base
. 15300 T34 1500 00030 | 4775005 15303 T.1500 Baze o Base
3 82551 133672 05743 1450.6050 1TE116 0.3733 Base o Base
| T oI5 T7 22 Baol LS RSN L 13406 [ edsiek] Bace o Base
5 0arT TATa2en E: el I B g e T 01 2350 T.0038 Baze o Base
a 10.0680 53503370 02216 | 9822640 10912 0.3200 Base lo Base
T 104008 T o0ed UEoa3 | 26435450 O T.2300 Baze o Base

Palasiey/Scan Typa: Poaltlva Q1 M5, ... hnalyat Varcalen: 1.7.2

Figure S38. LC/MS data set of compound 14
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'H-  and BC-NMR  spectra of  5-fluoro-2-(5-(2-isopropylphenyl)furan-2-

carboxamido)benzoic acid
SAR04019 27 o588 9% 5R3S39SRE258S e g
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Figure S39. 'H- and *C-NMR spectra of compound 48
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LC/MS data set of 5-fluoro-2-(5-(2-isopropylphenyl)furan-2-carboxamido)benzoic acid

(48)
Reg. Fila: 2013-04-15.wi€F *QtrapES004
Aeq. Date: Monday, April 15, 2013
T from Sample 1 (SARD4012_20/10) of 2013-04-15.wif (Turbo Spray), Smoothed, Smoothed, Smoot. . Max. 1.1eBcps
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Feak Listfor PG of DAD Spectral Data: 220 0 to 400.0 nm from Sample 1 [SARD4010_00/10) of 201 3-04- 15wt
Time {min} Area (mAll x min) % Area Height (AL} % Height Width {min) Baseline Type

1 04751 99606011 04771 14133758 15051 0.2257 Base Io Base
2 .6500 41357208 01678 |2720188 02308 0.5800 Base Io Base
3 R Rl L] [V L Tl (1T (iS5 Bace o Base
3 35406 4068 2524 0Z243  |5712235 16057 0.2667 Base Io Base
5 37740 4010777 00670 187 1784 02101 0.1800 Base Io Base
8 R 30585501 U171 Latl: e T 15056 [ ek ] Bacze o Base
T 91408 2013 4064 00084 | 4003671 04256 0.1733 Base Io Base
| [ = ] 1.7 546e 08307 | 2065 6082 31408 L Bacze o Base
g onals T567 4908 U124 |4B0B0IE TBT21 ST Bace o Base
10 101715 3040 2268 01458 |5677616 16050 0.1833 Base Io Base
ikl TO57 22 T0o05ed TOOvoE | 34006ed LT TS Bace o Base
= 117050 T04 27048 U475 Too 2218 02001 ST Bace o Base
12 12.0089 2724 0038 01304 |426.3831 014543 0.3600 Base Io Base
L T2 0524 202045 01018 REFT: 13020 03333 Bacze o Base

Palasiey/Scan Typa: Poalcive §I1 MS, ... Apalyat Vacaiesn: 1.7.3

Figure S40. LC/MS data set of compound 48
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'H- and C-NMR spectra of

carboxamido)benzoic acid (37)
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Figure S41. 'H- and **C-NMR spectra of compound 37
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LC/MS data set of 5-cyclopropyl-2-(5-(naphthalen-1-yl)furan-2-carboxamido)benzoic

acid (37)
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Feak Listfor WG of DAD Spectral Data: 2200 to #00.0 nm from Sample 2 (SARD4020_00/10) of 2013-04-15 Wit
Time {min} Area (mAlLl x min) % Area Height {mAL} % Height Width (min) Baseline Type
1 04752 100434 04748 14675322 1.1905 0.2400 Base to Base
2 03455 B0Z0.1118 e E 3T o005 13565 03087 Baze to Base
3 105302 80041ed 40132 1.5023e4 121873 0.2533 Basze to Base
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Figure S42. LC/MS data set of compound 37
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'H- and 3C-NMR spectra of 4,5-dimethoxy-2-(6-(naphthalen-1-yl)picolinamido)benzoic

acid (65)
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Figure S43. 'H- and *C-NMR spectra of compound 65
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LC/MS data set of 4,5-dimethoxy-2-(6-(naphthalen-1-yl)picolinamido)benzoic acid (65)
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Figure S44. LC/MS data set of compound 65
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Figure S45. Concentration-inhibition curves of known antagonists determined in Ca?" mobilization
assays performed using 1321N1-hGPR17 cells. An ECg concentration of agonist 1 was used for receptor

activation. Data points represent means £ SEM from three to five independent experiments performed
in duplicate.
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Figure S46. Concentration-inhibition curves of selected anthranilic acid derivatives determined in Ca?
mobilization assays performed with 1321N1-hGPR17 cells. An ECg concentration of agonist 1 was
used for receptor activation. Data points repesent means = SEM of three to five independent experiments

performed in duplicate. For pICso values see Table 6 in the main text.
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Figure S47. Concentration-inhibition curves of selected anthranilic acid derivatives determined in G
protein effector-membrane translocation assays (GEMTA) performed with HEK293-hGPR17 cells. The
receptor was activated by an ECg concentration of agonist 1. Basal activation = 100 %. Data points
represent means £ SEM from four independent experiments performed in duplicate. For pICso values

see Table 6 in the main text.
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Figure S48. Binding competition curves of selected anthranilic acid derivatives versus [*H]PSB-12150
at human GPR17 in membrane preparations of CHO-FITR-hGPR17 cells. Data points represent means
= SEM from three independent experiments performed in duplicate. For pK; values see Table 6 in the

main text.
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Figure S49. Inhibition of forskolin-stimulated cAMP production by agonist 1 (10 nM, ECq) determined
in CHO-FITR-hGPR17 cells.
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Figure S50. (A) Correlation of data obtained for selected anthranilic acid derivatives as GPR17
antagonists, determined in calcium mobilization assays and GEMTA assays at human GPR17. (B)
Correlation of data obtained for selected anthranilic acid derivatives as GPR17 antagonists, determined
in calcium mobilization assays and in radioligand binding assays at human GPR17. Data point for 52

was excluded as an outlier.
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Figure S51. Overlay of the active-state structure of the human GPR17 (pale green, derived from the
agonist-bound human P2Y ;R crystal structure, PDB 4PXZ) and the inactive-state GPR17 structure
(gray, derived from the antagonist-bound human P2Y12R crystal structure, PDB 4NTJ), depicted in a
cartoon representation showing the predicted binding pose of agonist 2 (PSB-18422, dark green) and

antagonist 52 (orange), depicted as stick models.
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Figure S52. The predicted binding pose of 52 (colored orange) is compared with the binding poses of
15 (colored blue), 47 (colored magenta), 64a (colored light green), and 70 (colored light red),
represented as stick models docked into the inactive state of the human GPR17 receptor model (based
on the human P2Y 1R crystal structure, PDB 4NTJ) shown in cartoon (colored gray) with the important
amino acids in the binding pocket (colored gray).
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