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To study the binding mode of the adipokine chemerin as well
as the short peptide agonist chemerin-9 (C9) to its two
receptors chemokine-like receptor 1 (CMKLR1) and G protein-
coupled receptor 1 (GPR1), we generated 5-carboxytetrameth-
ylrhodamine (TAMRA) modified variants of both ligands. In
addition, we labeled GPR1 and CMKLR1 with a nanoluciferase at
the N-terminus to perform NanoBRET binding assays. For GPR1,
both ligands show high affinity and comparable binding.
Significant differences were found for CMKLR1, whereby only

full-length chemerin binds with high affinity in saturation and
displacement assays. For TAMRA-C9 a biphasic binding consist-
ing of two binding states has been found and no displacement
studies could be performed. Thus, we conclude that CMKLR1
requires full-length chemerin for stable binding in contrast to
GPR1. This work demonstrates the NanoBRET binding assay as a
new tool for binding studies at chemerin receptors and it
enables deeper insights into the ligand binding parameters.

Introduction

Obesity is an increasing worldwide health issue that highly
correlates with low-grade inflammation and metabolic
syndrome.[1] To gain deeper insight into the relationship
between obesity and inflammation, it is necessary to investigate
molecules being important for both such as the adipokine
chemerin and its receptors.[2] Chemerin is a 16 kDa protein
expressed in liver, skin, lung or white adipose tissue.[3] Secreted
chemerin plays a major role in the immune response. Simulta-
neously, it was shown that obese patients have elevated
chemerin levels. Thus, this protein links chronic inflammation of
adipose tissue and its occurrence in obesity.[4]

Chemerin is expressed in a biological inactive form termed
pre-prochemerin with 163 amino acids. After cleavage of the N-
terminal signal peptide, prochemerin is secreted.[5] For activa-
tion of chemerin, C-terminal procession by serine proteases is
required. The most active chemerin forms are truncated at
position S157 or F156 and thus are named chemerinS157 or
chemerinF156 (ChemS157 or ChemF156) consisting of 137 or
136 amino acids respectively.[6] Derived from the C-terminus of

ChemS157, the short nonapeptide agonist chemerin-9 (C9) was
developed that shows the same activity as the native protein in
several assays.[7]

Chemerin operates mainly by activating two G protein-
coupled receptors (GPCR), chemokine-like receptor 1 (CMKLR1)
and G protein-coupled receptor 1 (GPR1). A third receptor, the
C� C chemokine receptor-like 2 (CCRL2), is described to bind
chemerin but leads to no cellular response. Although CMKLR1
and GPR1 bind the active ChemS157 and share high sequence
identity, they show differences in cellular signaling and
function. The CMKLR1 is expressed by various leukocytes, e.g.
natural killer cells, plasmacytoid dendritic cells and macro-
phages, as well as adipocytes.[3b,5,8] Signaling by this receptor
leads to the migration of immune cells towards sites of
inflammation but it also regulates the differentiation of
adipocytes.[3c,5] CMKLR1 is a typical rhodopsin-like GPCR that
activates Gαi proteins, which inhibits the synthesis of cAMP by
adenylyl cyclases.[9] Additionally, arrestin-3 recruitment and
subsequent internalization of the receptor was described.[9–10]

Furthermore, downstream activation of MAP kinases like ERK1/2
or p38 has been shown.[11]

In contrast, GPR1 was first described as an orphan receptor
in the human hippocampus in 1994.[12] In 2008, chemerin was
discovered as its native ligand.[13] Until today, the biological role
of GPR1 is still not fully understood. In knock-out mice fed with
high-fat diet, an aggravated glucose intolerance was recognized
as well as a decrease in serum testosterone and lower bone
mineral density.[14] The GPR1 is classified as an atypical GPCR
with no ligand-induced G protein activation but arrestin recruit-
ment and RhoA/ROCK-mediated signaling.[13,15] Recently, we
described ligand independent constitutive internalization and
scavenging properties of this receptor.[16]

To enhance the knowledge about the similarities and
differences of both receptors, we established a nanoluciferase
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(Nluc) based ligand-binding assay.[17] We created N-terminal
Nluc-receptor constructs and validated their activity. We
synthesized the short peptide agonist C9 with a 5-
carboxytetramethylrhodamine (TAMRA) fluorophore label as
well as a TAMRA-labeled ChemS157 ([K141(TAMRA)]ChemS157)
with a semi-synthetic approach by ligating a TAMRA-labeled
peptide to the N-terminal fragment of the ChemS157 protein
by native chemical ligation. Surprisingly, in displacement bind-
ing assays, we found that CMKLR1 requires full-length chemerin
for stable binding in contrast to GPR1 where the short peptide
agonist is sufficient.

Results and Discussion

Fluorescent labeling of ChemerinS157 and C9

To study the binding mode of GPR1 and CMKLR1, we set-up a
BRET-based binding assay using Nluc-fused chemerin receptors
and TAMRA-labeled ChemS157 protein and TAMRA-labeled C9
peptide (Figure 1). Thus, we synthesized C9 and the corre-
sponding TAMRA-C9 as described previously.[18] Additionally, we
expressed the full-length ChemS157 by recombinant expression
and developed a strategy to generate a TAMRA-labeled
ChemS157. This semi-synthetic approach combines a TAMRA-
labeled peptide (part A) with a segment ChemS157 (part B) by
using native chemical ligation (NCL) (Figure 2A).

The C-terminal fragment [K141(TAMRA)]ChemS157(135-157)
(part A) was synthesized with the attached TAMRA fluorophore
by solid-phase peptide synthesis. A purity of�95% was yielded
for the peptide fragment and the identity was proven by
MALDI-TOF-MS (Figure S1).

The N-terminal fragment ChemS157(21-134)-intein-CBD
(part B) was recombinantly expressed to create a reactive
thioester at the C-terminus after using the intein-mediated
purification with affinity chitin-binding tag (IMPACT) system.

The expression was monitored with SDS-PAGE (Figure S2).
IB were purified, re-solubilized and the CBD domain was
refolded by decreasing the urea concentration. The solution

was loaded on chitin beads for the IMPACT purification.
Samples were collected during purification to investigate the
cleavage of the reactive MESNa-thioester. After four cleavage
steps, the samples were analyzed by SDS-PAGE showing
successful purification with a band at 15 kDa (calculated mass
of thioester: 15.9 kDa, Figure S2).

In order to generate [K141(TAMRA)]ChemS157, the NCL was
performed as described above (Figure 2A). The reaction was
monitored by RP-HPLC (Figure 2B). In the chromatogram for the
0 h sample, two peaks can be seen for educts part A and B. The
first peak emerges also at the fluorescence channel and thus
corresponds to the peptide part A. The second peak can be
assigned to educt part B due to the missing fluorescence. This
peak intensity decreased dramatically after 1 h, and a new peak
arose. The signal occurs in the fluorescence channel as well
indicating the potential ligation of both protein fragments. The
product peak increased after 4 h (Figure 2B) and after 18 h the
reaction was terminated. The product was purified, refolded by
dialysis and afterwards concentrated. The purity of the protein
was analyzed by RP-HPLC (�94%) and the identity was
confirmed by MALDI-TOF-MS (Figure 2C and D).

Proof of activity in signal transduction assay of TAMRA C9
and [K141(TAMRA)]ChemS157 at CMKLR1

To examine the functionality of [K141(TAMRA)]ChemS157,
ChemS157, TAMRA-C9 and C9, we analyzed G protein signaling
with the IP-One assay at CMKLR1 (Figure 3). TAMRA-C9 showed
a two-fold increase in activity (EC50=171.5 nM,) compared to
unlabeled C9 (EC50=387.6 nM, Figure 3A). [K141(TAMRA)]-
ChemS157 exhibits an EC50 value of 22.6 nM, which is 2.5-fold
higher than ChemS157 without the TAMRA label (EC50=9.0 nM,
Figure 3B) and is not statistically significant (two-tailed, un-
paired t-test, p=0.07). The C9 peptide has a lower potency
than the full length chemerin at CMKLR1. However, labeling
using TAMRA does not show any significant influence on
protein and peptide.

Nluc-fused receptor constructs

For the investigation of ligand binding at both chemerin
receptor subtypes CMKLR1 and GPR1, Nluc was fused at the
receptor N-terminus with a Ser-Gly4-Ser linker (Tab. S1).

To evaluate the influence of the Nluc tag at receptor
expression, we compared tagged and wild type receptor
expression by fluorescence microscopy. Both, CMKLR1-eYFP
and Nluc-CMKLR1-eYFP are localized in the cell membrane
exclusively (Figure 4A). In comparison, GPR1 and Nluc-GPR1 are
expressed in the cell membrane and in vesicles in the cytosol
(Figure 4B). Thus, the Nluc addition to the N-terminus has no
influence on the receptor expression pattern.

For validation of receptor functionality with the Nluc-tag, IP-
One assays were performed with Nluc-CMKLR1-eYFP using
labeled and unlabeled peptide and protein ligand (Figure 4C,
D). Both peptides are able to activate the Nluc-CMKLR1 whereas

Figure 1. NanoBRET based approach for GPCRs. The binding behavior of
TAMRA-labeled ligands at GPCRs can be studied by using an N-terminally
Nluc-tagged GPCR construct. The fused Nluc converts coelenterazine h to
coelenteramide. The arising energy can excite the TAMRA fluorophore of the
ligand only when it is bound in the GPCR binding pocket and thus in close
proximity.
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TAMRA-C9 shows a 4-fold increased activity of 235.0 nM
compared to C9 (EC50 815.0 nM, Figure 4C) and the protein
ligands a 2.5 fold increased activity was found for the TAMRA
labeled ligand (EC50 40.6 nM and EC50 14.9 nM, Figure 4D). Thus,

the difference between CMKLR1 and at the Nluc-CMKLR1
showed no significance after statistical evaluation with an
unpaired two-tailed t-test.

Due to the lack of G protein signaling of GPR1, it is not
possible to validate the receptor activity for Nluc-GPR1-eYFP
with the IP-One assay. Hence, we used microscopy to monitor
recruitment of the intracellular adaptor molecule arrestin-3,
which binds activated and phosphorylated GPCRs (Figure 4E, F).
Furthermore, similar results of internalization were obtained
after stimulation of TAMRA-C9 (Figure S3) in fluorescence
microscopy studies. Thus, it was possible to show that both
receptors with attached Nluc are fully active and can be
activated similar to wild type receptor.

Saturation binding assay at CMKLR1 and GPR1

After validation of Nluc-CMKLR1 and Nluc-GPR1 construct
functionality, NanoBRET assays were performed to compare
binding of the short peptide C9 with the full-length protein
ChemS157. For saturation binding studies, cells were trans-

Figure 2. Strategy and analysis of [K141(TAMRA)]ChemS157. (A) Schematic overview of the semi-synthetic strategy. Part A was synthesized by solid phase
peptide synthesis (SPPS) with an N-terminal cysteine using Fmoc/tBu strategy to receive the peptide [K141(TAMRA)]ChemS157(135–157). Part B was expressed
as a fusion protein with C-terminal intein-chitin-binding domain (CBD) for intein-mediated purification with an affinity chitin-binding tag (IMPACT). Native
chemical ligation (NCL) of the ChemS157(21–134)-thioester and the peptide [K141(TAMRA)]ChemS157(135–157) fragment, forming the TAMRA-labeled full-
length protein, was performed. (B) Reverse phase high pressure liquid chromatography (RP-HPLC) of NCL over time. The upper panel shows the
chromatogram with detection at 220 nm, the lower panel fluorescence at 572 nm after excitation at 553 nm. (C) RP-HPLC chromatogram and (D) mass
spectrum by matrix-assisted laser desorption ionization - time of flight (MALDI-TOF) linear mode of the purified and refolded [K141(TAMRA)]ChemS157. The
calculated molecular mass is 18885.4 Da

Figure 3. Activation of the CMKLR1 detected by IP-accumulation after G
protein activation. All assays were performed by using transiently trans-
fected COS-7 cells and were performed at least three times in triplicates. (A)
Comparison of C9 and TAMRA-C9 (B) Comparison of ChemS157 and
[K141(TAMRA)]ChemS157.
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fected with Nluc-receptor-eYFP and were stimulated with
[K141(TAMRA)]ChemS157 (Figure 5A, B) or TAMRA-C9 (Figure 5C,
D) with increasing concentrations. Coelenterazine h was added
and the BRET signal was detected directly. For the labeled full-
length protein, a sigmoidal concentration response curve with
an EC50 of 75.9 nM was detected in saturation binding at
CMKLR1 (Figure 5A). [K141(TAMRA)]ChemS157 protein binding to
Nluc-GPR1-eYFP (Figure 5B) reached a comparable EC50 of
111.8 nM. Analyzing TAMRA-C9 binding at Nluc-CMKLR1, we
observed that a biphasic model is necessary to fit the measured
netBRET values (Figure 5C). Hence, the CMKLR1 exhibits two
binding states: low ligand concentrations lead to a high affinity
state at the receptor with an EC50 of 19.0 nM and to a low
affinity state at higher ligand concentrations with EC50 of
1259.0 nM. At Nluc-GPR1, TAMRA-C9 leads to a fully saturated,
sigmoidal binding curve with a low EC50 of 4.9 nM (Figure 5D).

Displacement assays at CMKLR1 and GPR1

To increase the knowledge of binding parameters of unlabeled
ligand, displacement assays were performed. For displacement
BRET with ChemS157, the labeling was performed with 40 nM
[K141(TAMRA)]ChemS157 and displaced with increasing amount
of unlabeled ChemS157 (Figure 6A, B). To investigate the
binding of the short peptide, 10 nM of TAMRA-C9 were used to
label the receptor and unlabeled C9 was added in increasing
concentrations (Figure 6C, D). The full-length TAMRA-labeled
ChemS157 can be displaced with the native protein ChemS157
at Nluc-CMKLR1 with a Ki of 31.8 nM (Figure 6A). Displacement
at Nluc-GPR1 with full-length chemerin leads to an even lower
Ki value of 9.3 nM (Figure 6B). Surprisingly, in displacement
studies of TAMRA-C9 at Nluc-CMKLR1 no displacement curves
for TAMRA-C9 with unlabeled C9 (Figure 6C) could be plotted,
whereas at Nluc-GPR1 displacement of TAMRA-C9 was observed
with a Ki value of 15 nM (Figure 6D).

To verify the binding properties at CMKLR1, additional
displacement assays were performed (Figure S4). For competi-
tion of TAMRA-C9 with ChemS157, no stable signal for binding
has been measured. Labeling by using [K141(TAMRA)]ChemS157
and displacement by C9 was also tested. Here, a BRET signal
has been monitored, but no displacement was detected. This
leads to the presumption that GPR1 binds TAMRA-labeled
peptide and protein in a similar manner and both variants can
be displaced by the corresponding unlabeled ligand. For

Figure 4. Characterization of Nluc-fused receptor constructs. All assays
were performed using transiently transfected HEK293 (A, B, E, F) or COS-7
cells (C, D). Life cell fluorescence microscopy of CMKLR1-eYFP and Nluc-
CMKLR1-eYFP (A) and of GPR1-eYFP and Nluc-GPR1-eYFP construct (B).
Expression of receptors in the cell membrane for both is shown to be
comparable for wildtype and Nluc-fused receptors. Activation of Nluc-
CMKLR1 receptor was analyzed by IP-One assay with peptide agonist C9 and
TAMRA-C9 (C) or with native ligand ChemS157 and TAMRA-labeled variant
[K141(TAMRA)]ChemS157 (D). Each assay was performed at least three times
in triplicates. Arrestin recruitment to activated and phosphorylated receptors
was studied after stimulation with 1 μM C9 for 15 min and 30 min for Nluc-
CMKLR1-eYFP (E) and Nluc-GPR1-eYFP (F). Both receptors (green) recruit
arrestin-3 (red) and internalize upon ligand stimulation. For microscopy, cell
nuclei were stained with Hoechst 33342 (blue); scale bar=10 μm.

Figure 5. Saturation binding at Nluc-CMKLR1 and Nluc-GPR1 with TAMRA
C9 and [K141(TAMRA)]ChemS157. All assays were performed using transi-
ently transfected COS-7 cells. BRET signal was detected directly after addition
of coelenterazine h and TAMRA-ligand. Each assay was performed at least
three times in triplicates. A and C represent the saturation binding BRET
assay results of [K141(TAMRA)]ChemS157 (A) and TAMRA-C9 (C) at Nluc-
CMKLR1. Full-length protein stimulation results in sigmoidal response curves
at Nluc-CMKLR1. Analysis of TAMRA-C9 leads to biphasic curves at Nluc-
CMKLR1 with two BRET efficiencies for a high and a low affinity state. The
saturation binding BRET assay of [K141(TAMRA)]ChemS157 (B) and TAMRA-C9
(D) at Nluc-GPR1 result in sigmoidal concentration-response curves in both
cases.
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CMKLR1, the peptide TAMRA-C9 shows binding in high and low
affinity state and displacement of labeled ligands by C9 cannot
be measured. Hence, the CMKLR1 requires full-length chemerin
protein for stable binding in contrast to GPR1.

Discussion

GPCRs are activated by a variety of ligands like peptides and
proteins. They are responsible for many physiological processes
and represent a diverse family of pharmacological targets, since
30% of the current marketed drugs addressing this receptor
family.[19] For the treatment of obesity, only few therapeutics are
currently available, whereas Orlistat or Liraglutide are mostly
prescribed. In 2021, the GPCR glucagon-like peptide 1 receptor
specific drug Semaglutide was approved and tested in clinic
trials as the first orally available peptide drug.[20] This progress in
obesity medication shows the great importance and potential
of peptides and proteins as a base for the development of new
therapeutics. To generate highly potent and selective drugs, an
essential step is to understand the interaction of peptides and
proteins to their cognate GPCRs, especially since the number of
peptide based drug conjugates is constantly increasing.[21]

The chemotactic protein chemerin in its active form
ChemS157 is known to bind the CMKLR1, GPR1 and the CCRL2
with high affinity,[13,22] but the functional relevance of the CCRL2

and the GPR1 is still uncertain.[23] GPR1 shows a sequence
identity of 40% compared to its homolog CMKLR1, but the
mechanisms of signal transduction for both receptors are
different.[9] Besides the natural ligand ChemS157, also the C-
terminally derived nonapeptide C9 is able to activate both
receptors with similar effect.[7,13–14,24] In previous studies, we
were already able to investigate the interaction of C9 with
CMKLR1 and GPR1 by mutagenesis-activity studies and compu-
tational modeling.[16,18] To directly study the binding modes of
C9 and ChemS157 to both receptors, we established a Nano-
BRET binding assay. One major advantage of resonance energy
transfer based assays is the investigation of binding and kinetic
studies in a cellular based system, which may influence ligand
binding to the receptors.[25] Additionally, this state of the art
assay also enables high-throughput testing without radioactive
labeling, which facilitates the applicability, reduces health risks
and avoids costs.

To investigate the binding of C9, we introduced the
rhodamine-based fluorophore TAMRA at the N-terminus of the
peptide. TAMRA is widely used as a fluorophore and energy
acceptor in NanoBRET studies and can be attached easily during
solid phase peptide synthesis to peptide ligands.

For analyzes of the endogenous protein ligand, ChemS157
was expressed and refolded as previously described.[6] Addition-
ally, we generated a TAMRA-labeled ChemS157, named
[K141(TAMRA)]ChemS157 by a semisynthetic approach. A synthe-
sized TAMRA-labeled sequence of the protein is ligated to the
recombinantly expressed major segment by NCL. This strategy
was chosen to specifically modify the lysine side chain at
position 141 of the protein by the fluorophore. Purification of
the product was performed by RP-HPLC since immobilized
metal affinity chromatography was not possible due to the His-
tag on both, educt part B and the product
[K141(TAMRA)]ChemS157.

The proteins and peptides were tested by an IP-One assay
at the CMKLR1 for their G protein activity. Differences in
potency between C9 and ChemS157 are much higher com-
pared to previously recorded calcium mobilization assays at the
CMKLR1 receptor[7] and more in agreement with BRET based
assays addressing the G protein signaling and arrestin
recruitment.[9] We suggest that the differences are based on
higher binding stability of the ChemS157, which might be
visible in the IP-One assay that is an equilibrium assay, instead
of the calcium assay were the signal transduction is directly
measured.

To use the chemerin receptors for binding studies, the Nluc
is fused to the N-terminus to ensure the energy transfer to the
fluorophore after binding to the transmembrane domains and
extracellular region of the GPCRs.[26] With respect to other
energy donors like Rluc or Fluc, the Nluc construct has a small
molecular weight (19 kDa), a higher stability, lower influence to
the active receptor state and a 30-fold higher brightness,
representing a suitable donor for BRET assays.[17,27] We intro-
duced the Nluc at the very N-terminal part of the chemerin
receptors, which is a promising approach and has already been
described for other GPCRs like the β2-adrenoceptors, Y1, Y2 and
Y4 receptor or the CXCR4.[28] As expected, the Nluc constructs

Figure 6. Displacement assay at Nluc-CMKLR1 and Nluc-GPR1 with
TAMRA-C9 and [K141(TAMRA)]ChemS157. All assays were performed using
transiently transfected COS-7 cells. TAMRA-ligand was added with defined
concentration and unlabeled ligand was used with increasing concentra-
tions. Both were incubated for 1 h on ice to reach an equilibrium. BRET
signal was detected directly after addition of coelenterazine h. Each assay
was performed at least three times in triplicates. A and C represent the
displacement binding BRET assay results of [K141(TAMRA)]ChemS157 (A) and
TAMRA-C9 (C) at Nluc-CMKLR1. Full-length protein results in sigmoidal
displacement curves at Nluc-CMKLR1. For TAMRA-C9 no displacement curves
at Nluc-CMKLR1 can be plotted. The displacement BRET assay of
[K141(TAMRA)]ChemS157 (B) and TAMRA-C9 (D) with the corresponding
unlabeled ligand at Nluc-GPR1 result in sigmoidal displacement curves in
both cases.
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do not show any changes in respect to membrane localization
compared to the receptor wild type.

To investigate the suitability of the Nluc-receptor constructs
IP-One assays were performed for Nluc-CMKLR1. Comparing
wild type receptor with the Nluc-fused CMKLR1 only a small 1.5
to 2-fold shift can be seen for every peptide and protein variant,
proving the applicability of the Nluc-tagged receptor. Because
of the missing G protein signaling of the GPR1, the activity and
binding properties of the TAMRA C9 was investigated by
internalization studies and arrestin-3 recruitment by
fluorescence microscopy.[9,29] These studies showed that the
ligand is able to activate the GPR1 as well as its Nluc-fused
derivate.

In saturation binding assays for the labeled full-length
protein, comparable EC50 with a minor 1.5-fold shift could be
detected at Nluc-CMKLR1 and Nluc-GPR1, indicating the same
affinity of [K141(TAMRA)]ChemS157 to both chemerin receptors.
The saturation NanoBRET of the TAMRA-C9 at Nluc-GPR1 shows
an EC50 value of 4.9 nM, which indicates high affinity to the
GPR1 and an even higher affinity compared to the full-length
protein. Comparing the TAMRA-C9 binding curve at CMKLR1,
we observed a much lower signal intensity compared to the
full-length chemerin at both receptors, as well as the TAMRA-
labeled peptide at GPR1. This leads to the assumption, that the
TAMRA label at the peptide shows a higher distance to the Nluc
tag at the CMKLR1 N-terminus and the orientation of the ligand
is altered. In addition, the graph displays a biphasic shape at
the CMKLR1 receptor, which points to the characterization of a
low and a high affinity state of the C9. Similar biphasic binding
curves are described for different GPCRs in binding assay such
as Y1 or Y2 receptor.

[28f] The shape of the curve indicates that the
ligand first binds in a loose complex and second in a tightly
bound state after conformational changes of the binding
partner.[30] It can be speculated that the G protein might
allosterically stabilize the high affinity state of GPCRs.[28f] This
suggests that the binding mechanism at the CMKLR1 is more
complex, compared to the GPR1.

Driven by the saturation binding experiments, we used
constant amount of TAMRA-labeled ligands in order to perform
displacement experiments with the corresponding unlabeled
ligands. Competition binding assays have the advantage that
the physiological significance of the saturation binding assays
can be determined and binding parameters for the native
unlabeled agonist can be determined. The displacement of
[K141(TAMRA)]ChemS157 with ChemS157 can be achieved at the
CMKLR1 and at the GPR1 in the nanomolar range, which fits to
the radio-ligand binding and competition studies in literature.[9]

The labeled TAMRA-C9 was displaced at the GPR1 with a Ki
value of 15 nM and shows a specific binding of the C9 to the
receptor. It seems that the binding affinity of the wild type C9
to the GPR1 is slightly reduced in comparison to the TAMRA-
labeled variant (3-fold shift). We suspect an interaction between
the TAMRA label and the receptor may be responsible for the
small difference in binding affinities. However, the GPR1 shows
lower Ki values for ChemS157 and C9 through all the binding
assays, indicating a higher affinity for chemerin compared to
CMKLR1.

Furthermore, displacement experiments with TAMRA-C9
and unlabeled C9 could not be performed successfully. We
presume that binding of the small peptide ligand C9 is less
stable compared to ChemS157 at CMKLR1 and therefore can
not be measured after the time required to reach equilibrium in
displacement assays. In general, our binding assays show that
the difference in EC50 values between the nonapeptide and the
protein is in agreement with the receptor activation studies at
the CMKLR1.

Comparing the results of the NanoBRET, we hypothesize
that both CMKLR1 and GPR1 differ in their binding mode for
the full-length protein. These data support the current hypoth-
esis, that the C-terminal part of the protein binds to the
transmembrane area of the CMKLR1 and is stabilized by the N-
terminal part of the receptor.[5,7, 20c] In contrast, for the GPR1 the
N-terminal receptor part seems not to be essential to stabilize
the ChemS157 binding. The chemerin ligand and CMKLR1
receptor show structural similarity to other chemokine-receptor
systems, like SDF-1 and CXCR4. For these receptors, the concept
of the “two-site binding model” has been declared: first the
“site-one” docking domain binds at the receptor N-terminus
and afterwards “site-two” interacts with the receptor binding
pocket and operates as the cellular signal trigger.[31] This model
might be applicable for chemerin and CMKLR1 as well.

Conclusion

Altogether, we successfully established the NanoBRET binding
assay for the chemerin receptors CMKLR1 and GPR1 in order to
investigate binding for the peptide agonist C9 as well as the
native ligand chemerin. We developed a strategy to synthesize
a specific TAMRA-labeled ChemS157 by a semisynthetic
approach. With our data, we gained new evidence suggesting
that the CMKLR1 receptor requires a second interaction site
with chemerin, indicated by the biphasic behavior of the C9
peptide and the data of displacement assays. In contrast, the
short peptide agonist is sufficient for stable binding at the
GPR1. These studies not only promote to clarify the binding
mechanism of the ChemS157 to the CMKLR1 and GPR1, but
provide a new state of the art tool to create and test potent
peptide therapeutics and small molecule modulators for obesity
treatment.

Experimental Section

Material

Peptide synthesis: Fmoc-protected amino acids were purchased
from ORPEGEN (Heidelberg, Germany). Peptide resins, 1-hydroxy
benzotriazole (HOBt), diiodomethane, ethanedithiol (EDT), diethyl
ether, and trifluoracetic acid (TFA) were obtained from Merck
(Darmstadt, Germany). N,N’-diisopropyl carbodiimide (DIC) was
purchased from Iris Biotech (Marktredwitz, Germany). Dimeth-
ylformamide (DMF) and dichloromethane (DCM) were purchased
from Biosolve (Valkenswaard, Netherlands), acetonitrile (ACN) was
obtained from VWR (Darmstadt, Germany). O-(7-Azabenzotriazol-1-
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yl)-N,N,N,N-tetramethyluronium hexafluorophosphate (HATU) and
N,N-diisopropylethylamine (DIPEA) were obtained from Sigma-
Aldrich (St. Louis, MO, USA). 6-Carboxytetramethylrhodamine
(TAMRA) was purchased from emp biotech (Berlin, Germany).

NCL: Buffer reagents ethylenediaminetetraacetic acid (EDTA), 4-(2-
hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES), sodium
chloride (NaCl), L-cysteine hydrochloride monohydrate, L-arginine,
and polyoxyethylene (20) sorbitan monolaurate (TWEEN-20) were
purchased from Sigma-Aldrich (St. Louis, USA). Guanidine
hydrochloride, magnesium chloride hexahydrate, urea,
tris(hydroxymethyl) methylamine (Tris), Tris(2-
carboxyethyl)phosphine hydrochloride (TCEP) were obtained from
CarlRoth (Kalrsruhe, Germany) and cystamine dihydrochloride from
Fluka (Schwerte, Germany). Sodium hydroxide and hydrochloric
acid were purchased from Grüssing (Filsum, Germany). For the
expression and purification, ampicillin sodium salt and LB-media
was obtained from Sigma Aldrich (Taufkirchen, Germany).
Isopropyl-beta-D-thiogalactopyranoside (IPTG) was obtained from
Thermo Fischer (Schwerte, Germany). The chemical competent
E.coli stocks of BL21(DE3) and the chitin resin was purchased from
New England Biolabs (Frankfurt am Main, Germany) and sodium 2-
mercaptoethanesulfonate (MESNa) as well as the Amicon® centrifu-
gation filter units were received from Merck (Darmstadt, Deutsch-
land).

Cell culture: Cell culture media (Dulbecco’s Modified Eagle’s
Medium (DMEM), Ham’s F12, MCDB131), as well as trypsin-EDTA,
Dulbecco’s Phosphate-Buffered Saline (DPBS) and Hank’s Balanced
Salt Solution (HBSS) were obtained from Lonza (Basel, Switzerland).
Fetal bovine serum (FBS) was obtained from Biochrom GmbH
(Berlin, Germany). Opti-MEM was obtained from Life Technologies
(Basel, Switzerland). LipofectamineTM 2000 was obtained from
Invitrogen (Carlsbad, CA, USA). Metafectene® Pro was received from
Biontex Laboratories GmbH (München, Germany). Coelenterazine H
was purchased from DiscoverX (Fremont, CA, USA). Hoechst33342
nuclear stain was obtained from Sigma-Aldrich (St. Louis, MO, USA).
Bovine arrestin-3 was fused to mCherry and cloned into the
pcDNA3 vector for microscopy studies previously.[32] To perform G
protein activation studies, IP-One Gq kit from Cisbio Bioassays
(Codolet, France) was used. The vector for the chimeric GαΔ6qi4myr

protein was kindly provided by E. Kostenis (Rheinische Friedrich-
Wilhelms-Universität, Bonn, Germany).[33]

Cloning: Primers for cloning were bought from Biomers (Ulm,
Germany). NanoLuciferase was purchased by Promega (Madison,
WO, USA). Receptor construct hCMKLR1b-eYFP and hGPR1-eYFP in
pVitro2 were produced previously.[6]

Methods

Peptide synthesis: Peptide synthesis was performed using the
fluorenylmethoxycarbonyl (Fmoc)/tertbutyl (tBu) protection group
strategy and pre-loaded Wang resin to obtain a C-terminal serine.
Automated synthesis was implemented on a SYRO I synthesis robot
(Multisyntech/Biotage) using a scale of 15 μmol per peptide and
double coupling procedures using 8 equiv. of amino acid, ethyl
cyanohydroxyiminoacetate (Oxyma) and N,N-diisopropylcarbodii-
mide (DIC) and a reaction time of 42 min per cycle. Fmoc cleavage
was performed in two subsequent cycles by applying 40% and
20% piperidine in N,N-dimethylformamide (DMF) for 3 min and
10 min, respectively. Labeling peptides with 6-carboxytetrameth-
ylrhodamine (TAMRA) was performed manually by reaction with
2 equiv. TAMRA, 1.9 equiv. HATU, 2 equiv. DIPEA in DMF overnight,
at room temperature (RT) under light protection. The TAMRA-label
was attached either directly to the N-terminus to produce a labeled
C9, or after Dde deprotection of the lysine side chain of

[K141(TAMRA)]ChemS157(135–157) (part A, Figure 2) for ligation to
ChemS157(21-134)-thioester. For Dde-cleavage, the resin was
incubated with 2% (v/v) hydrazine in DMF for 10 min at RT, washed
with DMF and the cleavage was performed ten times. All peptides
were cleaved by incubation with 90% TFA, 7% thioanisole, 3%
ethanedithiol (v/v/v) for 3 h at RT. Precipitation of peptides was
performed with cold diethyl ether at � 20 °C for 3 h, followed by
centrifugation and washing steps. Peptides were purified by
preparative reversed-phase high performance liquid chromatogra-
phy (RP-HPLC) on a Phenomenex Aeris Peptide 5 μm, 100 Å,
XB� C18 column (Phenomenex, Torrence, CA, USA). Purity and
identity were confirmed by RP-HPLC on a Jupiter 4 μm Proteo, 90 Å,
C12 and Phenomenex Aeris Peptide 3.6 μm, 100 Å, XB� C18 column
(Phenomenex), matrix-assisted laser desorption/ionization with a
time-of-flight detector (MALDI-TOF) MS on an Ultraflex II and
electrospray ionization (ESI) MS on an HCT ESI (Bruker Daltonics,
Billerica, MA, USA). RP-HPLC was performed using linear gradients
of eluent A (0.08% TFA in ACN) in eluent B (0.1% TFA in ACN).

Expression of ChemS157(21-134)-thioester: The synthesis of
ChemS157(21-134)-thioester (part B, Figure 2) was prepared using
the intein-mediated purification with affinity chitin-binding tag
(IMPACT) system. Recombinant expression was started by heat
shock transformation of pET16b plasmid DNA with the gene of
interest [His]10-SSGHIEGRH-ChemS157(21-134)-intein-CBD
(ChemS157(21-134)-intein-CBD) in E.coli BL21(DE3). The overnight
culture was inoculated with the transformed BL21(DE3) cells and
afterwards incubated at 37 °C in a shaking incubator for 16 h. The
expression was carried out by inoculating 8 L of LB-media
containing 0.3 μM ampicillin with the overnight cultivated bacteria
to an OD600 of 0.1. Cells were grown at 37 °C in a shaking incubator
until an OD600 of 0.7 was reached. By adding a final concentration
of 1 μM isopropyl β-d-thiogalactosid (IPTG), the ChemS157(21-134)-
intein-CBD expression was induced. After four hours, cells were
harvested and the pellets were resuspended in 20 mM HEPES buffer
with 500 mM NaCl with pH 8.0. Cells were mechanically lysed by
FastPrep for 40 s and 6 m/s after adding silica beads. A final
concentration of 10 mM MgCl2 was added for DNase I digest and
subsequently incubated at RT at an orbital shaker for 30 min. The
inclusion bodies (IB) were collected by centrifugation for one hour
at 10 °C by 12000 xg and washed four times with washing buffer
(20 mM HEPES, 500 mM NaCl, 1 mM EDTA, pH 8.0). The IB were
resolubilized over night at 4 °C in washing buffer containing 8 M
urea and ultra-centrifuged for 1 h at 4 °C with 35000 rpm. After-
wards, the supernatant was diluted with a constant flow of�1 ml/
min with HEPES buffer at 4 °C to 3 M urea. The diluted protein was
loaded to a column containing chitin-beads with a flow of�1 ml/
min and washed with HEPES-buffer containing 0.2% TWEEN-20.
The cleavage of intein-CBD was mediated by 0.2 M MESNa and
0.1 M DTT and the C-terminal reactive thioester was collected and
concentrated by centrifugation with amicon tubes with a molecular
weight cut-off (MWCO) of 3000 Da. The protein-product was freeze
dried and stored at � 20 °C.

Synthesis of [K141(TAMRA)]ChemS157 by native chemical ligation:
To generate the product [K141(TAMRA)]ChemS157,
[K141(TAMRA)]ChemS157(135–157) (part A) and ChemS157(21–134)-
thioester (part B) were linked by a native chemical ligation
(Figure 2). Both reaction partners were deployed with a molar ratio
of 1 : 2 (part A :part B) with a final concentration of 1 mM part A.
The ligation was performed in reaction buffer (6 M guanidinium
hydrochloride, 100 mM dibasic sodium phosphate, pH 6.0) contain-
ing 50 mM MESNa and 25 mM TCEP. The pH was adjusted to 4.0
with 5 M HCl and reaction was incubated at RT for 30 min. Next, the
pH-value was increased to 7.6 by adding 10 M NaOH. Reaction was
incubated at RT for 18 h and the progress was monitored by RP-
HPLC. To acidify the pH, 0.1% TFA was added and the solution was
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purified by preparative RP-HPLC. Product fractions were combined
using 25 mM Tris buffer with 500 mM NaCl and 6 M urea (pH 7.6)
and refolded by dialysis at 4 °C for 6 days, consequently reducing
the urea concentration after every 24 h. The protein was concen-
trated using amicon centrifugation tubes with a MWCO of 3000 Da
and characterized by analytical RP-HPLC and MALDI-TOF-MS.

Cloning of Nluc-receptor constructs: To create nanoluciferase(Nluc)-
receptor constructs for binding assays, Nluc was N-terminally fused
to the receptors with a Ser-Gly4-Ser linker using the overlap
extension PCR technique.[34] Briefly, the overlap extension PCR
consists of two consecutive PCR steps. The Nluc and the receptor
were amplified with the Ser-Gly4-Ser linker at the C- or N-terminus,
respectively. This enables the overlap of both PCR products in the
second PCR steps. Next, the Nluc-CMKLR1-eYFP and Nluc-GPR1-
eYFP constructs were incorporated into pVitro2 vector using MluI
and XbaI restriction sites (Tab. S 1).

Cell culture: COS-7 and HEK293 cells were cultivated in DMEM
supplemented with 10% FBS or DMEM/Ham’s F12 supplemented
with 15% FBS, respectively. All cells were maintained in 75 cm2 cell
culture flasks at 37 °C, 95% humidity, and 5% CO2 (standard
conditions).

IP-One assay: To test ligand and receptor functionality, the
activation of G proteins was analyzed. COS-7 cells were cultured in
25 cm2 cell culture flasks and transfected at 70–80% confluence.
Cells were transiently transfected with 3000 ng receptor DNA and
1000 ng chimeric G Protein (GαΔ6qi4myr) using Metafectene® Pro
according to the manufacturer’s protocol. One day post trans-
fection, cells were re-seeded in white, solid 384-well plates and
grown overnight at standard conditions. The assay was performed
using Cisbio Bioassays IP-One Gq kit. Briefly, cells were stimulated
with peptide or protein with final concentration of 10� 4 M to 10� 12

M at 37 °C for 3 h. The ligand dilution and assay was performed in
HBSS with 20 mM LiCl to prevent IP1 degradation to myo-inositol.
Stimulation was stopped by adding lysis buffer containing d2-
labeled inositol monophosphate and cryptate-labeled anti-IP anti-
body. After incubation at RT for 1 h, the emission at 665/8 nm and
620/10 nm were measured using a Tecan Spark plate reader. The
HTRF ratio was calculated [(Em665 nm/Em620 nm)×10

4] and nonlinear
regression analysis was performed with GraphPad Prism 5.0. Each
receptor construct was tested at least three times independently in
technical triplicate.

Microscopy: To analyze functionality of Nluc-receptor constructs,
fluorescence microscopy was performed. HEK293 cells were seeded
into Ibidi μ-slides 8 well (120,000 cells in 200 μL/per well) coated
with poly D-lysine and grown overnight at standard conditions. To
evaluate receptor expression, cells were transfected with 900 ng
receptor-eYFP or Nluc-receptor-eYFP. Transfection was achieved
using Lipofectamine according to the manufacturer’s protocol. One
day post-transfection, fluorescence microscopy experiments were
performed on an AxioVision Observer.Z1 microscope equipped
with an ApoTome imaging system. All microscopy experiments
were carried out in Opti-MEM. To document the unstimulated state,
cells were starved in Opti-MEM reduced serum medium containing
2.5 μg/mL Hoechst 33342 for 30 min. For observation of peptide
uptake, cells were stimulated with 1 μM TAMRA-C9 in Opti-MEM,
washed with acidic wash (50 mM glycine, 100 mM NaCl, pH 3.0) in
HBSS after the indicated time, followed by two washing steps with
Opti-MEM. To analyze the ability to recruit intracellular adaptor
molecules, 100 ng mCherry-arrestin-3 was co-transfected with the
receptor as described above. Receptor stimulation was performed
with 1 μM C9 and monitored over 60 min.

NanoBRET ligand binding assay: Binding assays were performed
with COS-7 cells, transiently transfected using Metafectene® Pro

with 1000 ng receptor plasmid per 75 cm2 cell culture flask. One
day post transfection, cells were reseeded in solid black 96-well
microplates and incubated for 24 h. All binding assays were
performed on ice to prevent receptor internalization. For saturation
assays, cell medium was removed and replaced with 100 μL BRET-
buffer (HBSS, 25 mM HEPES, pH 7.3). 50 μL coelenterazine h with
final concentration of 4.2 μM were added and 50 μL of the serially
diluted TAMRA-C9 or [K141(TAMRA)]ChemS157 were added to final
concentrations between 10� 5 M to 10� 12 M. Measurement was
performed immediately after ligand stimulation .In addition,
displacement assays were performed. Medium was replaced with
150 μl BRET-buffer and 20 μl of TAMRA-ligand was added (final
concentration of 10 nM for peptide and 40 nM for protein). Next,
20 μl of unlabeled ligand were added to a final concentration
between 10� 5 M to 10� 12 M. Cells were incubated on ice on a
tumbler for 1 h under light protection. Measurement was per-
formed immediately after adding of 10 μL coelenterazine h to a
final concentration of 4.2 μM. For all BRET experiments, the
luminescence signal was detected between 430–470 nm and
TAMRA-fluorescence was detected between 550–700 nm using a
plate reader (Tecan Spark). BRET was calculated as the ratio of
fluorescence and luminescence and netBRET was obtained by
subtraction of control wells without labeled ligand. Data analysis
was performed with GraphPad Prism 5.0 plotting netBRET values
against ligand concentrations. The assays were performed with at
least three independent experiments as triplicates.
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