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N-Formyl peptide receptors (FPRs) are membrane receptors that are abundantly expressed in innate

immune cells, including neutrophils and platelets, demonstrating potential new targets for immune system

regulation and the treatment of inflammatory conditions. We report here the development and bio-

physical validation of new FPR imaging agents as effective tools to track FPR distribution, localisation and

functions, ultimately helping to establish FPR exact roles and functions in pathological and physiological

conditions. The new series of probes feature a small molecule-based FPR address system conjugated to

suitable fluorophores, resulting in highly specific FPR agents, including a partial agonist endowed with high

affinity (i.e. low/sub-nanomolar potency) on FPR-transfected cells and human neutrophils. Preliminary

imaging studies via multiphoton microscopy demonstrate that the probes enable the visualisation of FPRs

in live cells, thus representing valid bio-imaging tools for the analysis of FPR-mediated signalling, such as

the activation of neutrophils in inflammatory events.

Introduction

Human N-formyl peptide receptors (FPR1, FPR2, and FPR3)
are a small class of remarkably versatile G-protein coupled
receptors (GPCRs) involved in a wide range of cellular
processes at the basis of immunity and host defence.1 Firstly
identified in phagocytic leukocytes (i.e. neutrophils and
monocytes),2 FPRs have been also found to regulate the
activation of several other classes of immune system cells,3

including white blood cells (e.g. macrophages and dendritic
cells) and platelets.4,5 By actively participating in complex cell
signalling pathways, often initiated by pro- and anti-
inflammatory stimuli, FPRs modulate both the innate
immune responses and the infiltration of immune cells
following tissue damage.6–8 Moreover, several studies also
demonstrate the over-expression of FPRs in various tissues
and nonhematopoietic cells ranging from osteoblasts to lung
epithelial cells and hepatocytes,9–11 suggesting possible wider
roles beyond immunomodulation and anti-inflammation.12 In

this context, FPRs have been extensively investigated as
potential new targets to interfere with the inflammatory states
of a variety of diseases, including respiratory disorders,6,9

stroke and ischemia–reperfusion injury,13,14 as well as many
metastatic cancers.15–17

Although several classes of FPR ligands have been identified
to date,18–20 further evidence is required to establish structural
and functional features of this GPCR sub-family,21 in order to
accurately clarify their contribution to the biological signalling
in both physiological and pathological contexts linked to
inflammation and immunity. To this end, targeted imaging
probes that allow direct real-time visualisation of FPRs through
high-throughput and advanced imaging methodologies
represent valid tools to fully determine cellular specificity and
distribution,22 as well as functional roles, including receptor
biosynthesis, ligand binding, internalisation and degradation,
or recycling,23–26 which in turn can influence cellular states
and behaviours. In this regard, a number of high-throughput
strategies and techniques have been used lately to optically
visualise FPRs, such as automated flow cytometry and
microfluidic platforms.9,27–32 In parallel, several peptide-based
FPR imaging conjugates have also been developed for
fluorescence and near-infrared (NIR) spectroscopy,23–26

positron emission tomography (PET),33 single-photon emission
computed tomography (SPECT),34,35 and magnetic resonance
imaging (MRI).35 Nonetheless, these peptide-based agents have
some limitations, such as the large size, low specificity in cell
membrane targeting, and low stability (i.e., degradation by

RSC Med. Chem., 2025, 16, 1397–1409 | 1397This journal is © The Royal Society of Chemistry 2025

a Institute of Pharmaceutical Science, King's College London, Stamford Street,

London SE1 9NH, UK. E-mail: agostino.cilibrizzi@kcl.ac.uk;

Tel: +44 (0) 20 7848 9532
b BHF Centre for Research Excellence, School of Cardiovascular and Metabolic

Medicine and Sciences, King's College London, London SE1 9NH, UK
cDepartment of Microbiology and Cell Biology, Montana State University,

Bozeman, Montana 59717, USA

† Electronic supplementary information (ESI) available. See DOI: https://doi.org/
10.1039/d4md00849a

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

4 
de

 g
en

er
 2

02
5.

 D
ow

nl
oa

de
d 

on
 1

9/
10

/2
02

5 
18

:0
8:

40
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n-
N

on
C

om
m

er
ci

al
 3

.0
 U

np
or

te
d 

L
ic

en
ce

.

View Article Online
View Journal  | View Issue

http://crossmark.crossref.org/dialog/?doi=10.1039/d4md00849a&domain=pdf&date_stamp=2025-03-18
http://orcid.org/0009-0000-0336-4924
http://orcid.org/0000-0002-9711-5183
https://doi.org/10.1039/d4md00849a
https://doi.org/10.1039/d4md00849a
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4md00849a
https://pubs.rsc.org/en/journals/journal/MD
https://pubs.rsc.org/en/journals/journal/MD?issueid=MD016003


1398 | RSC Med. Chem., 2025, 16, 1397–1409 This journal is © The Royal Society of Chemistry 2025

proteases). In contrast, small molecule-based probes are
typically endowed with higher stability in bio-matrices, along
with other benefits, such us a non-immunogenic character and
the overall ‘ease of use’ in biological assays. We expect that the
development of effective small-molecule fluorescent ligands
targeted to FPRs can lead to the identification of enhanced
molecular tools useful to univocally clarify the biology of the
receptors, for instance in inflammation, allowing selective
monitoring of signalling responses, as well as other related
events, at the cellular and subcellular levels. However, the
development of small molecule-based fluorescent probes
remains limited to date. To our knowledge, only one
fluorescent probe has been reported, namely a Quin-C1
derivative selective for FPR2,36 while small-molecule imaging
agents targeted to FPR1 are currently lacking.

In previous research, we have established that pyridazin-
3(2H)-one-based small-molecules are effective FPR agonists
(see e.g. in Fig. 1A),37–40 demonstrating high affinity (e.g., low
nanomolar potency) and in some cases a good level of
selectivity through FPR isoforms.41,42

Here we report the development of four FPR small-molecule
imaging agents obtained through further elaboration of
previous series of ligands in order to introduce selected
fluorophores (i.e., anthranyl, dansyl, EDANS and BODIPY;
Fig. 1B) in selected positions of the lead chemotype adopted
here as the FPR ‘address system’ (Fig. 1), thereby enabling to
simultaneously achieve FPR binding (via the address system)
and direct fluorescence visualisation (via the fluorescent tag).
The biological activity was initially measured through Ca2+

mobilization functional assays in FPR-transfected cells and
supported by molecular modelling simulations, establishing
that the new probes effectively interact with FPRs, and two of
them resulted in pure antagonist effects. Moreover, to confirm
the suitability to target neutrophils, we tested the new probes
in these primary human isolated cells and recorded high values
of activity, with one probe exhibiting picomolar values of
potency (i.e. via Ca2+ mobilization) as an antagonist. Lastly, in
two-photon microscopy experiments, we confirmed that the
probes bind to FPR-transfected live cells and maintain their
fluorescent signal to enable effective visualisation (and

tracking) upon interaction with the receptors in the cells.
Overall, our results demonstrate the suitability of these probes
to selectively target FPR-expressing cells, such as neutrophils.
The versatile FPR-targeted agents reported herein open
possibilities of generating advanced imaging probes based on
the same molecular architecture and bearing fluorophores with
enhanced optical efficiency (e.g., suitable for single-molecule
and super-resolution imaging), to support the development of
microscopy methods useful for tracking and visualising
neutrophils in real-time within drug discovery research
programmes in the field of inflammation.

Results and discussion
Rational design and synthesis of FPR-targeted optical probes

The synthetic approach adopted to obtain the new FPR
fluorescent ligands is shown in Schemes 1 and 2, and the
structures were confirmed on the basis of analytical and
spectral data. The optical probes (4, 7, 16 and 17) are
structurally based on the known FPR targeting module (i.e.,
pyridazinone-based address system; Fig. 1). These probes
contain the groups and/or functions known as crucial for
FPR binding (i.e., an aryl residue linked to an acetamide or
sulphonamide in position N-2, an aromatic or polyaromatic
group in position C-4 of the heterocycle) and suitable
fluorescent tags (in positions N-2, C-4 or C-6) having sizes
compatible with small-molecule ligands. Due to their
electronic and structural similarities to the residues present
in the reference compounds (Fig. 1), the anthranyl and
dansyl fluorophores were introduced in C-4 (probe 4, where
anthracene fulfils the requirement of having an aromatic
group in this position) and N-2 (probe 7, where the
sulphonamide function substitutes the acetamide in the
previous FPR ligand series).

The synthetic pathway leading to the final compounds 4
and 7 (Scheme 1), bearing anthranyl and dansyl fluorophores
in positions C-4 and N-2 of the pyridazinone ring,
respectively, involved firstly a Knoevenagel condensation
(followed by isomerization) on the 6-methyl-4,5-
dihydropyridazin-3(2H)-one 137,39 using the appropriate

Fig. 1 A) Examples of established pyridazin-3(2H)-one-based FPR ligands and agonist activity (EC50) in FPR1/FPR2 transfected cells and human
neutrophils (hPMN).37,43 B) Overview of the molecular design to develop fluorescently labelled analogues; X = linker.
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aromatic aldehyde in the presence of KOH. Subsequently,
compound 2 was alkylated under standard conditions with
N-(4-bromophenyl)-2-chloroacetamide 342 to obtain the

anthranyl optical probe 4, while intermediate 537 was reacted
with dansyl chloride in the presence of triethylamine to
obtain imaging probe 7.

The procedure adopted to synthesise optical probe 16 is
shown in Scheme 2. The commercially available
4-oxoheptanedioic acid 8 was reacted with hydrazine hydrate
to obtain dihydropyridazinone 9,44 bearing a carboxylic acid
function in position C-6. After Knoevenagel condensation
with 3-methoxybenzaldehyde, intermediate 10 was converted
into the ethyl ester derivative 11 to protect the carboxylic
group. Subsequently, compound 11 was reacted via standard
alkylation with N-(4-bromophenyl)-2-chloroacetamide 343 to
obtain compound 12. After removing the ethyl group in 12 by
NaOH-mediated hydrolysis, the resulting acid intermediate
13 was coupled to the 5-[(2-aminoethyl)-amino]naphthalene-
1-sulfonyl (EDANS) 14 through an amidation reaction using
1-hydroxybenzotriazole (HOBt) and 1-ethyl-3-(3-
dimethylaminopropyl)carbodiimide (EDC) as coupling
reagents, leading to the formation of the optical probe 16.
Lastly, 5,5-difluoro-1,3,7,9,10-pentamethyl-5H-4λ4,5λ4-
dipyrrolo[1,2-c:2′,1′-f ][1,3,2]diazaborinin-2-amine (“amino-
BODIPY”) 1545 was reacted with intermediate 13 adopting the
mixed anhydride method, with ethyl chloroformate in the
presence of triethylamine, to obtain optical probe 17.

Biological activity in FPR-transfected cells

Optical probes 4, 7, 16, and 17 were primarily evaluated for
their ability to produce changes in intracellular Ca2+ levels in
human HL-60 cells transfected with FPR1 or FPR2.37,43 The

Scheme 1 Reagents and conditions: a) 9-anthracenecarboxaldehyde
or 3-methoxybenzaldehyde, KOH/EtOH (5% w/v), reflux, 2.5 h; b)
N-(4-bromophenyl)-2-chloroacetamide 3, K2CO3, CH3CN, reflux, 3.5
h; c) dansyl chloride 6, Et3N, CH3CN, rt, 16 h.

Scheme 2 Reagents and conditions: a) N2H4·H2O, EtOH, 60 °C, 1.5 h; b) 3-methoxybenzaldehyde, KOH/EtOH (5% w/v), reflux, 5 h; c) H2SO4,
EtOH, reflux, 4 h; d) N-(4-bromophenyl)-2-chloroacetamide 3, K2CO3, anhydrous CH3CN, reflux 5–7 h; e) tetrahydrofuran/2 M NaOH (1 : 1, v/v),
rt, overnight; f) HOBt, Et3N, EDC, 14, anhydrous DMF, N2, rt, 48 h; g) Et3N, anhydrous tetrahydrofuran, −5 °C, 1 h → ethyl chloroformate, 0 °C,
1 h → 15, rt, 16 h.
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reference peptide agonists fMLF and WKYMVm (W-peptide)
were used as controls, and the results are reported as EC50

(and relative efficacy) and IC50 values in Table 1 (and Fig.
S3.2–3.5 in ESI,† for representative dose–response curves).
For the optical probe 17, to overcome issues of fluorescence
interference between test probe (17) and Ca2+ indicator, we
used a spectroscopy procedure based on a different Ca2+

chelator for read out,46 i.e. Fura-2AM, since the two methods
are both established approaches for Ca2+ measurement and
typically give comparable outcomes. In agreement with the
activity recorded for previously developed ligands,37,38,43,47 all
the four probes demonstrated binding towards FPR1/FPR2
(as indicated by the EC50/IC50 values; Table 1), although with
very different activity profiles. In parallel, no activity was
observed in non-transfected (wild type) cells, clearly
confirming the apparent specificity of the optical probes for
FPRs. Probe 7 is a selective pure antagonist for FPR1 over
FPR2 with IC50 at micromolar range. In similar fashion,
probe 17 is also a pure antagonist, but for both FPR1 and
FPR2, with comparable potency (in the low micromolar
range; Table 1) on the two isoforms. Differently, probes 4 and
16 are two partial agonists for FPR1 and FPR2, one of which
(probe 16) has high apparent affinity on both FPR-transfected
cells [i.e. low nanomolar potency for FPR1 and 100-fold (as
agonist) or 1000-fold (as antagonist) selectivity vs. FPR2] and
isolated human neutrophils (i.e. sub-nanomolar potency; see
next section ‘Biological activity in primary human
neutrophils’).

The overall high potency of 16, as well as the higher
inhibitory effect of 17 (compared to 7), can be explained via
SAR analysis, taking into consideration the activity recorded
for previously developed ligands.37,38,43,47 In particular, the
optical probes 16 and 17 exhibit no structural variation in the
FPR address system (Fig. 1), which is present in several
established FPR ligands of this class (e.g. see structures in
panel A, Fig. 1).37–39,43 The chemical modifications performed
to introduce EDANS (in 16) and BODIPY (in 17) fluorophores
in position C-6 of the pyridazinone ring include the presence
of a linker that keeps the optical tags at a distance of six (in
16) or four (in 17) atoms from the targeting module. Thus, it
can be assumed that the probes retain the high affinity of
previous analogues towards FPRs due to the limited influence
of possible steric hindrance induced by the fluorophore,

which would then have no detrimental effects on the binding
of the targeting module (substantially kept unchanged).
Moreover, for probe 16, the EDANS fluorophore in position
C-6 can establish a number of additional interactions within
FPRs (as detailed in the Molecular Modelling section), which
account for the increase of potency (compared to previous
series)37–39,43,47 and the overall very high level of activity
recorded with this imaging agent.

Biological activity in primary human neutrophils

With the aim of validating the probes as suitable imaging
agents for primary phagocytes (i.e. immune cells naturally
expressing FPRs, mainly FPR1), we evaluated their activity by
measuring Ca2+ flux in treated human neutrophils (hPMNs).
For these experiments, we applied the probes with higher
FPR1 activity (i.e., 4 and 16) and/or selectivity (over FPR2, i.e.,
7), to further verify the results obtained in HL-60 cells. We
found that both selective and non-selective ligands identified
in HL-60 cell assays also induced intracellular Ca2+

mobilization in human neutrophils (Table 2 and Fig. S3.6 in
ESI†). In particular, probe 4 (i.e., moderately potent mixed
FPR1/2 partial agonist in FPR-transfected cells) was
confirmed to activate neutrophils at micromolar
concentrations (∼9 μM) tested as both an agonist and
antagonist in hPMNs (Fig. S3.6A in ESI†). In contrast, probe
7 (i.e., FPR1-selective antagonist in transfected cells)
produced lower values of EC50 and IC50, although a slightly
preferential antagonist effect (IC50 = 19.3 ± 4.98 μM vs. EC50 =
26.0 ± 13.8 μM) was found (Fig. S3.6B in ESI†). More relevant,
probe 16 (i.e., potent FPR1/FPR2 mixed partial agonist in
transfected cells) demonstrated a very high potency in
hPMNs, highlighting a 10-fold increase of activity (i.e., sub-
nanomolar) when tested as an antagonist (IC50 = 160 pM vs.
EC50 = 1.8 nM) (Fig. S3.6C in ESI†).

Molecular modelling

In parallel to the experimental findings, we have conducted
molecular modelling simulations to further assess possible
binding modes of the optical probes towards FPR1. Initially,
the binding free energy was calculated for probes 4, 7, 16, and
17 (Table 3) using the molecular mechanics/general Born
surface area (MM/GBSA) method. The contribution of binding

Table 1 Biological activity of probes 4, 7, 16 and 17 in FPR1/2-transfected HL-60 cells

Cmpd

FPR1 FPR2

EC50, μM (efficacy, %) IC50, μM EC50, μM (efficacy, %) IC50, μM

4 4.0 ± 0.7 (115) 0.5 ± 0.2 6.7 ± 2.2 (120) 17.5 ± 3.5
7 N.A. 17.7 ± 3.7 N.A. N.A.
16 0.01 ± 0.005 (140) 0.002 ± 0.001 1.4 ± 0.7 (145) 1.3 ± 0.6
17 N.A. 2.6 ± 2.1 N.A. 1.6 ± 1.4

Values are expressed as EC50 (μM) and efficacy (% in brackets) as determined in Ca2+ flux assay. Efficacy (in brackets) is expressed as % of the
response induced by 5 nM fMLF in human polymorphonuclear neutrophils (hPMN) and FPR1-HL60 cells or by 5 nM WKYMVm in FPR2-HL60
cells. No activity was found in non-transfected HL-60 cells. N.A. = no activity (no response was observed during first 2 min after addition of
probes under investigation) considering the limits of efficacy <20% and EC50 <50 μM.
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free energy of each residue was decomposed from the MM/
GBSA free energy, and the top residues are shown in Fig. 2. The
predicted energy values (Table 3) showed high match with the
experimentally determined IC50 values (Table 1), thus
reinforcing reliability of results obtained for predicted binding
modes (Fig. 3). Preliminary, the different interaction profiles
recorded for the four probes (see Fig. 2, for per-residue
decomposition of MM/GBSA free energy) indicated the
presence of shifted binding modes between them (when
interacting with the receptors), which accounted for the
difference in calculated binding free energy. Probe 4 was
obtained through modification of C-4 of the pyridazinone by
introducing the anthranyl group in the place of a 3-methoxy-
phenyl moiety (Fig. 1). As showed in Fig. 2 and 3a, the
anthranyl residue forms hydrophobic and pi–pi interaction
with F81 (TM2, i.e. transmembrane helix 2, −1.4 kcal mol−1),
F110 (TM3, −1.6 kcal mol−1), F291 (TM7, −2.0 kcal mol−1) and
S287 (TM7, −1.7 kcal mol−1), as well as H-bonding with R201
(TM5, −3.4 kcal mol−1) and R205 (TM5, −0.6 kcal mol−1),
demonstrating a level of affinity for FPR1, which is in line with
previously developed pyridazinone-based ligands.37,39,43

Similarly, the dansyl group in probe 7 was coupled to the
pyridazin-3(2H)-one core in place of the 4-bromo-phenyl moiety
(Fig. 1). The dansyl group shows to interact with F81 (TM2,
−4.0 kcal mol−1), F291 (TM7, −1.1 kcal mol−1) and S287 (TM7,
−2.0 kcal mol−1) (Fig. 2 and 3b). However, the pi–pi interaction
with F110 (TM3, −0.1 kcal mol−1), as well as H-bonds with R201
(TM5, 1.2 kcal mol−1) and R205 (TM5, 0.2 kcal mol−1) are lost.
The positive contribution means that the binding of probe 7 is
not favoured for R201 and R205, in order to replace the solvent
that interact with these residues. These changes in binding
mode can explain the decrease in potency values of probe 7
towards FPR1. Differently, probe 16 (i.e. the most active term of
the series) is found to bind deeply into the receptor close to
TM4, 5 (Fig. 3c). As shown in Fig. 2 and 3c, the 4-bromo-phenyl
moiety interacts with L109 (−1.7 kcal mol−1) and F110 (−2.1 kcal

mol−1) on TM3 by hydrophobic and pi–pi interactions. The
linker that connects the 4-bromo-phenyl residue and the
pyridazinone core contains an amide group, which forms
H-bonds with D106 (TM3, −4.2 kcal mol−1), R201 (TM5, −0.4
kcal mol−1) and R205 (TM5, −0.8 kcal mol−1). The 3-methoxy-
phenyl moiety forms hydrophobic interaction with L198 (TM5,
−2.6 kcal mol−1) and V283 (TM7, −1.6 kcal mol−1). The EDANS
fluorophore in position C-6 of the pyridazinone scaffold mainly
interacts with F102 (TM3, −1.5 kcal mol−1) and F178 (ECL2, i.e.
extracellular loop 2, −1.3 kcal mol−1). Besides, the negative
sulfonic acid group interacts with the positive guanidyl group
in R84 (TM2, −0.8 kcal mol−1). The formation of all these
additional interactions, that arise from the presence of the
EDANS fluorophore, supports the high level of binding of
probe 16 with FPR1. As a result, 16 is more potent than C-6
unmodified 2-arylacetamide-pyridazin-3(2H)-one ligands
previously developed (e.g., see panel A in Fig. 1)37,39 and
adopted as starting ‘address system’ for the development of
the optical agents within this work. Therefore, the strategy of
introducing a fluorophore at position C-6 of the pyridazinone
scaffold proved a valid approach to access small-molecule
fluorescent probes targeted to FPRs and bearing a very high
apparent affinity for the receptors. Probe 17 also features C-6
modification in similar fashion to probe 16. However, the
binding affinity of 17 (pIC50 = 5.85; Table 3) decreases
drastically compared to 16 (pIC50 = 8.70), although it results
higher than the other pure antagonist 7 (pIC50 = 4.75). The
different length of the linker that connects the EDANS or
BODIPY fluorophores in position C-6 of the pyridazin-3(2H)-
one core in 16 and 17, respectively, is likely the key factor
accounting for such variation of activity. The six-atom-length
soft linker in probe 16 made it easier for the ligand to assume
a favourable conformation that can be accommodated in the
FPR1 binding pocket. For probe 17, the shorter 4-atom linker
did not allow that this ligand could assume a pose within the
pocket similar to that adopted by 16, thereby directing the
BODIPY fluorophore into the space amidst TM1, TM2, and
TM7 (Fig. 3d). In the case of 17 in contact with FPR1, the
3-methoxy-phenyl residue is placed near TM1 and the BODIPY
stretching towards TM6. The H-bonds with D106 (TM3, 0.05
kcal mol−1), R201 (TM5, 0.4 kcal mol−1), and R205 (TM5, 0.2
kcal mol−1) were absent in comparison with 16, leading to a
drastic decrease in binding affinity. Overall, the molecular
modelling results highlight that the presence of suitable linkers
(of at least six atoms) between the fluorophore and the
pyridazinone-based ‘address system’ may represent a crucial

Table 2 Summary of biological activity of probes 4, 7, and 16 in human
neutrophils. Values are expressed as EC50 and IC50 (μM), as determined
through Ca2+ flux assay

Cmpd

Human neutrophils

EC50, μM IC50, μM

4 9.2 ± 5.2 9.3 ± 1.19
7 26.0 ± 13.8 19.3 ± 4.98
16 0.0018 ± 0.00089 0.00016 ± 0.000043

Table 3 Predicted binding free energy (kcal mol−1) by MM/GBSA and pEC50/pIC50 of ligands 4, 7, 16, and 17 on FPR1

ΔEMM ΔGsolv −TΔS ΔGeff
a pEC50 pIC50

4 −98.74 ± 2.06 53.70 ± 1.64 24.15 ± 1.03 −20.88 ± 1.12 5.40 6.30
7 −62.1 ± 0.403 22.94 ± 0.16 24.47 ± 0.55 −14.75 ± 0.33 N.A. 4.75
16 −310.33 ± 2.94 253.10 ± 2.06 −30.35 ± 1.44 −26.88 ± 2.89 8.00 8.70
17 −94.73 ± 4.12 46.82 ± 3.57 −30.31 ± 0.42 −17.59 ± 0.44 N.A. 5.85

a ΔGeff = ΔEMM − TΔS + ΔGsolv, where ΔEMM was gas-phase interaction energy calculated by molecular mechanics, −TΔS was change of
conformational entropy, and ΔGsolv was the change of solvation energy determined by ΔGsolv = ΔGsolv,complex − ΔGsolv,receptor − ΔGsolv,ligand.
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requirement to obtain potent FPR-targeted probes based on
this class of ligands.

Live cell imaging

Based on the high values of activity demonstrated by probe
16 in both FPR1-transfected HL-60 cells and human
neutrophils, we have utilized this agent in microscopy
experiments to preliminarily assess its efficiency for imaging
FPRs within cells, thereby enabling future optical
visualisation studies. Probe 16 has a value of absorption max

(and, therefore, excitation) of ca. 340 nm (see Experimental
section and Fig. S2.1, in ESI†), which is generally lower than
the shortest excitation wavelength available on conventional
confocal microscopes. For this reason, we opted for the use
of a multiphoton microscope to detect the probe interacting
with FPR1 in live cells by fixing the excitation wavelength at
760 nm (i.e., the two-photon absorption wavelength of probe
16). Noteworthy, the microscopy experiments highlighted that
the fluorescent signal generated by probe 16 was maintained
after interaction with the receptors and, to a certain extent,
was not only limited to regions of the membrane. For

Fig. 2 MM/GBSA binding energies decomposition per residue for probes 4, 7, 16, and 17.

Fig. 3 Binding poses of probes 4 (a), 7 (b), 16 (c), and 17 (d) with FPR1 (PDB ID: 7EUO).
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example, we could also observe fluorescence from 16 unevenly
distributed in areas of the cytoplasm (for details, see the
enlarged view of a single cell in Fig. 4). This result can be
explained by taking into consideration the activity profile of
probe 16, which is a potent partial agonist for FPR1 (Table 1).
Therefore, due to its pronounced agonist effects, 16 is expected
to trigger the internalization of FPR1 after activation of the
receptor, via a phosphorylation-mediated mechanism,48 in
similar fashion to established FPR1 peptide agonists (e.g. fMLF).
Taken together, these data suggest that probe 16 represents a
valuable optical agent for advanced imaging approaches
targeting FPR1, including the possibility of further deciphering
how internalization mechanisms may play a role in regulating
functions of the receptors upon activation/deactivation signals.

Conclusions

We report the development of a focused series of new small-
molecule pyridazinone-based fluorescent probes targeting FPRs.
The probes demonstrated affinity for FPR1 and/or FPR2 in
functional tests carried out with both FPR-transfected cells and
human neutrophils. This validates our molecular design strategy
to develop FPR-specific probes focusing on the introduction of
fluorophores (having compatible size with small-molecules
ligands) in selected positions of an established targeting module
(i.e. pyridazinone-based FPR address system). Clearly, the
chemical modifications performed on the address system do not
hamper the interaction of the molecules with their targets, while,
in one case, even determine a substantial increase of the
apparent affinity due to the presence of the fluorophore sitting

in the binding pocket (i.e. probe 16) and forming multiple
interactions with amino acid residues in close proximity. Overall,
this work leads to the identification of the first two optically
active small-molecules acting as FPR antagonists (i.e., probes 7
and 17) and a highly potent partial agonist for FPR1 and FPR2
(probe 16, EC50 = 1.8 nM and IC50 = 160 pM on human
neutrophils), The latter was applied to effectively visualize FPR1
in live cells via multiphoton microscopy. The probes reported
here are valid hit candidates to perform further structural
modifications, focusing on introduction of fluorophores with
enhanced optical properties and efficiency (e.g., for super-
resolution and single-molecule localisation microscopy),22

thereby enabling detailed imaging studies to establish the exact
roles and functions of FPRs in the activation of immune cells,
ultimately leading to the resolution of inflammation.

Experimental section
Chemistry

The synthetic procedures adopted, along with the
characterisation analyses and data to confirm purity and
formulation of all new intermediates and final optical probes,
are reported in Section 1 of ESI.†

Optical characterisation of the probes

The absorption and emission spectra of probe 4, 7 and 16 (10
μM in PBS buffer) were measured in quartz cuvettes with a
PerkinElmer UV/VIS Lambda 365 and a Jasco
spectrofluorometer FP-8200, respectively. The absorption and
emission spectra of probe 17 were measured in methanol at

Fig. 4 Live-cell multiphoton microscopy imaging of (a) FPR1-transfected HL-60 cells and (b) wild type HL-60 cells. The cells were incubated with
probe 16 (1 μM) in HBSS buffer for 10 min on ice. Excess/unreacted probe 16 was removed from the media before imaging. Scale bar = 10 μm.
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a concentration of 1 μM, using the same instruments.
Absorption and emission excited at 337 nm for probe 16
or 500 nm for probe 17 were measured in methanol at
six different concentrations to establish the optical
properties of the probes, which possess non-conventional
fluorophores. The molar extinction coefficient (ε) was
determined by the slope of the linear regression equation
of concentrations versus absorption according to the
equation A = εcl, where A is the maximal absorption, c is
the concentration, and l is the length of light path.
Meanwhile, the slope of the linear regression equation of
peak area of absorption versus peak area of emission was
determined. The quantum yield (QY) was calculated by the
equation: QYtest = QYreference·Slopetest/Slopereference, using
quinine sulphate (QY = 0.52 in 0.05 M of H2SO4) or fluorescein
(QY = 0.95 in 0.1 M of NaOH)49 as reference standard.

Molecular modelling

Docking. The cryo-EM structure of FPR1 in complex with
Gi and peptide agonist fMLF (PDB ID: 7EUO)50 was selected
as model receptor for docking studies. The receptor protein
was prepared in Maestro. Briefly, the N-terminus and
C-terminus were capped by acetyl and N-methyl-amino
groups, respectively. The bond orders and disulfide bonds
were added. Additionally, the protonation states and
hydrogen bonds were also optimized. The binding pocket
was defined by a cuboid (45 Å × 51 Å × 63 Å) centered around
fMLF (i.e., the original ligand in the cryo-EM experimental
structure). The initial three-dimensional structures of ligands
were prepared by Chem 3D 19.0. The structures were
optimized in Gaussian 16 at HF/6-31* basis set. The
molecular docking was performed on Autodock GPU.51 The
binding poses were visualised with Pymol.

Molecular dynamics (MD) simulations. The best pose of
each ligand from docking was chosen as the initial structure
for MD simulations. The complex of receptor and ligand was
embedded in a lipid bilayer membrane consisting of DOPC
using PACKMOL-Memgen.52 Water molecules, counter ions
and salt (0.15 M NaCl) were added to both sides of the bilayer
membrane. The thickness of water slat was 17.5 Å over and
below the membrane. Default parameters for lipid molecules
were applied. The whole solvated system was set as the
periodic box for the MD simulation. The force field
parameters were assigned by the LEaP module in Amber22.53

The proteins were assigned with ff14SB force field, while the
lipids were assigned with the lipid21 force field. TIP3P water
model was used. Ligands were assigned with the GAFF2 force
field with RESP charges54 calculated in Gaussian 16 at HF/6-
31* basis set. MD simulation was performed by Amber22.
The energy minimization of the system consisted of 5000
cycles of the steepest descent method and 5000 cycles of the
conjugate gradient method. In 1 ns (dt = 0.001 ps), the
system was heated from 100 K to 300 K in constant volume
(NVT). The system was then released at 300 K and 1 atm for 1
ns (NPT). For all previous steps, all the heavy atoms of the

protein (experimental structure) were restrained (restraint_wt
= 100). The restraint force was given by k(Δx)2, where k is
restraint_wt (kcal mol−1 Å−2), Δx is the difference between
one of the Cartesian coordinates of a restrained atom and its
reference position. The restraint was decreased gradually (10,
1, 0.1) and, lastly, it was completely removed. The system was
equilibrated for 1 ns without the restraint. After the
equilibration, productive MD simulation was performed at
300 K and 1 atm for 100 ns. Step size was set to 0.001 ps
during the equilibrate stage and switched to 0.002 ps during
productive stage. Langevin thermostat (gamma_ln = 1 ps−1)
was in use to regulate temperature. SHAKE bond length
constrains were used for all bonds involving hydrogen
throughout all the MD simulation.

MM/GBSA. The equilibrated structure from the main
productive MD simulation was used as the initial structure of
an extra 5 ns MD simulation. Such short MD simulation was
repeated three times with randomly assigned velocity. Three
trajectories were obtained, and snapshots from these
trajectories were used as the conformation assemblage for
MM/GBSA calculation. Specifically, 50 even-spaced frames were
extracted from each trajectory. The ions, water molecules, and
lipid molecules were stripped before the MM/GBSA calculations
using the sander program included in Amber22. In the MM/
GBSA method, the change of free energy of binding was
determined by the equation: ΔGeff = ΔEMM − TΔS + ΔGsolv, where
ΔEMM was the molecule energy change, −TΔS was the entropy
term and ΔGsolv was the difference of solvation energy between
the ligand–receptor complex and sum of unbound receptor
and free ligand, ΔΔGsolv = ΔGsolv,complex − ΔGsolv,receptor −
ΔGsolv,ligand. Molecule Mechanics method was used to calculate
the molecular energy. The molecular energy consisted of
electric interaction and Van der Waals interaction, namely EMM

= Evdw + Eelec. The change of molecular energy was given by
ΔEMM = EMM,complex − EMM,receptor − EMM,ligand. Entropy changes
(−TΔS) were estimated by normal mode calculation. GBOBC, a
modified generalized Born method was used to calculate the
polar solvation free energy (ΔGsolv,polar).

55 The salt
concentration was set to 0.15 M. Solvent accessible surface area
(SASA) of molecules was used to assess the nonpolar solvation
free energy (ΔGsolv,nonpolar) using the LCPO algorithm.56 ΔGsolv

was given by the sum of polar solvation free energy and
nonpolar solvation free energy, ΔGsolv = ΔGsolv,polar +
ΔGsolv,nonpolar. Decomposition per residue option was enabled
to obtain free energy contribution from each residue. The final
results for all energy components were the average of three
MM/GBSA calculations based on three independent MD
simulations.

Biological assays

Cell culture. Human promyelocytic leukemia HL-60 cells
stably transfected with FPR1 (FPR1-HL60 cells) or FPR2
(FPR2-HL60 cells) were cultured in RPMI-1640 medium
supplemented with 10% heat-inactivated fetal calf serum, 10
mM HEPES, 100 μg mL−1 streptomycin, 100 U mL−1
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penicillin, and G418 (1 mg mL−1). Although stable cell lines
are cultured under G418 selection pressure, G418 may affect
some assays, so it was removed in the last round of culture
before assays. Wild-type HL-60 cells were cultured under the
same conditions, but without G418. FPR surface expression
was verified regularly by flow cytometry (FC) using polyclonal
FPR antibodies (e.g. for FPR1, from Abcam, Boston, MA, USA,
cat# ab113531, or BioLegend, San Diego, CA, USA, cat#
391603, an indicative FC plot of which is provided in Fig.
S3.1 in ESI†).

Isolation of human neutrophils. For isolation of human
neutrophils, blood was collected from healthy donors in
accordance with a protocol approved by the Institutional
Review Board at Montana State University (protocol
#MQ041017). Neutrophils were purified from the blood using
dextran sedimentation, followed by Histopaque 1077 gradient
separation and hypotonic lysis of red blood cells, as
described previously.57 Isolated neutrophils were washed
twice and resuspended in HBSS−. Neutrophil preparations
were routinely >95% pure, as determined by light
microscopy, and >98% viable, as determined by trypan blue
exclusion. Neutrophils were obtained from multiple different
donors; however, the cells from different donors were never
pooled during experiments.

Ca2+ mobilization assay (for 4, 7 and 16). Changes in
intracellular Ca2+ concentrations ([Ca2+]i) were measured with a
FlexStation 3 scanning fluorometer (Molecular Devices,
Sunnyvale, CA, USA). Briefly, FPR1-HL60, FPR2-HL60, or
human neutrophils were suspended in HBSS−, loaded with
Fluo-4AM at a final concentration of 1.25 μg mL−1, and
incubated for 30 min in the dark at 37 °C. After dye loading,
the cells were washed with HBSS−, resuspended in HBSS+,
separated into aliquots, and loaded into the wells of flat-
bottom, half-area-well black microtiter plates (2 × 105 cells per
well). To assess direct agonist effects of test compounds on
Ca2+ influx, the compounds were added to the wells (final
concentration of DMSO was 1%), and changes in fluorescence
were monitored (λex = 485 nm, λem = 538 nm) every 5 s for 240 s
at room temperature after addition of compound. To evaluate
the antagonist effects of the compounds on FPR-dependent
Ca2+ influx, the compounds were added to the wells (final
concentration of DMSO was 1%) with FPR1-HL60, FPR2-HL60,
or human neutrophils. The samples were preincubated for 10
min, followed by the addition of 5 nM fMLF (FPR1-HL60 or
neutrophils) or 5 nM WKYMVM (FPR2-HL60). Changes in
fluorescence were monitored after addition of fMLF or
WKYMVM, as described above. For all assays, the maximum
change in fluorescence, expressed in arbitrary units over
baseline, was used to determine agonist and antagonist
activities. Responses were normalized to the response induced
by 5 nM fMLF or 5 nM WKYMVM, which were assigned as
100%. Curve fitting (of at least five or six points) and
calculation of median effective concentration values (EC50 or
IC50) were performed by nonlinear regression analysis of the
dose–response curves generated using Prism 9 (GraphPad
Software, Inc., San Diego, CA, USA).

Ca2+ mobilization assay (for 17). Transfected HL-60 cells
were suspended in Ca2+-free HBSS, and the concentration
was adjusted to 2 × 106 cells per mL. Fura-2/AM was added to
a final concentration of 3 μM, and the cells were incubated
for 1 h at 37 °C under darkness. After the incubation, the
solution was kept at room temperature for 5–8 min to cool
down. Then the cell suspension was centrifuged, and the
supernatant was discarded. The cells were washed with Ca2+-
free HBSS once, followed by centrifugation and resuspension
at a density of 1 × 106 cells per mL. Two mL of cell
suspension was added into a cuvette and kept stirred in a
purpose built spectrofluorimeter (Cairns Research Ltd.,
Faversham, Kent, U.K.). The cells were added with 1 mM Ca2+

and warmed up to 37 °C for 3 min. The ratio of emission
intensity excited at 340 nm and 380 nm was monitored in
real-time. To evaluate the agonist effect of 17, 5 nM fMLF (for
FPR1), 5 nM WKYMWm (for FPR2), or 17 were added directly
into the cuvette, and the emission response (i.e., ratio of
emission values at 340/380 excitation) was recorded
consistently. To evaluate the antagonist effect, 17 was
preincubated with cells for 30 min before the addition of 5
nM fMLF (for FPR1) or 5 nM WKYMWm (for FPR2). The
responses of 5 nM fMLF (for FPR1) or 5 nM WKYMWm were
set at 100%, as maximum activity, and the response of 17 at
different concentrations was normalized accordingly. EC50 or
IC50 values were calculated by non-linear regression analysis
of the dose–response curves.

Multiphoton microscopy

Wild type HL-60 cells and FPR1-transfected HL-60 (1.5 ×
107) cells were suspended in 1 mL of HBSS buffer. The cell
suspensions were treated with 1 μM of probe 16 and
incubated for 10 min on ice. Agarose (1%) gel in HBSS was
prepared to form a film of 1 mm thickness and,
subsequently, pads (1 cm × 1 cm) were trimmed from the
agarose film. The cell suspension was added into poly-lysine
treated glass bottom dishes (35 mm/20 mm, VWR
International). An agarose pad was placed into the dish
before the cell media inside the dish was gently removed.
Then 200 μL of HBSS buffer was added. Microscopy
imaging was conducted on a Leica Stellaris FALCON FLIM
Microscope (accessed through Nikon Imaging Centre, KCL)
in multiphoton mode. A 63× oil lens was used. Excitation
wavelength was set at 760 nm, and emission from 450 nm
to 650 nm was detected. The images were analysed by Fiji
ImageJ.

Ethical statement

All use of human participants was performed in accordance
with the United States Health and Human Services Common
Rule for the Protection of Human Subjects and was approved
by the Montana State University Institutional Review Board
(protocol 2022-168, approved on 23 March 2022). Written
informed consent was obtained from all human participants
of this study.
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