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Parathyroid hormone 1 receptor (PTH1R) is a member of the class B family of G protein-
coupled receptors, which are characterized by a large extracellular domain required for
ligand binding. We have previously shown that the extracellular domain of PTH1R is
subject to metalloproteinase cleavage in vivo that is regulated by ligand-induced receptor
trafficking and leads to impaired stability of PTH1R. In this work, we localize the cleavage
site in the first loop of the extracellular domain using amino-terminal protein sequencing of
purified receptor and by mutagenesis studies. We further show, that a receptor mutant
not susceptible to proteolytic cleavage exhibits reduced signaling to Gs and increased
activation of Gq compared to wild-type PTH1R. These findings indicate that the
extracellular domain modulates PTH1R signaling specificity, and that its cleavage
affects receptor signaling.
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INTRODUCTION

Parathyroid hormone 1 receptor (PTH1R) is a key regulator of blood calcium levels and bone metabolism
in response to parathyroid hormone (PTH). Moreover, activation of PTH1R by parathyroid-related
hormone peptide (PTHrP) has been implicated in fetal development and in malignancy-associated
hypercalcemia (1). PTH1R is a member of the class B family of G protein-coupled receptors (GPCRs)
which are characterized by a large N-terminal extracellular domain (ECD; ~100 to 180 residues) that is
critically involved in ligand binding (2, 3). Similar to other class B GPCRs, the ECD of PTH1R consists of
two pairs of antiparallel b-strands flanked by a long and a shorta-helical segment at the N- and C-terminal
end, respectively. The overall conformation is constrained by three conserved disulfide bonds which are
required for proper folding and for ligand binding (4–7). The ECD is oriented in an upright position above
the membrane surface with residues 15-34 of PTH binding into a groove formed by the ECD and the N-
terminal part of the ligand protrudes as a continuous a-helix into the transmembrane domain of PTH1R
(Figure 1) (7). In line with the receptor structure, a two-step activation model has been proposed, where
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first the C-terminal part of PTH binds to the extracellular domain,
and then the N-terminal part of PTH interacts with the receptor core,
thereby leading to receptor activation (8, 9). PTH1R couples to
multiple heterotrimeric G protein subtypes and can activate several
signaling pathways concomitantly. Predominantly, adenylyl cyclases
are stimulated by activation of Gs as well as phospholipase Cb by Gq

(10–12). Moreover, activation of Gi/o resulting in inhibition of
adenylyl cyclase and activation of G12/13 leading to phospholipase
D and RhoA activation, as well as activation of mitogen-activated
protein kinases through G protein-dependent and -independent
mechanisms have been reported (13–18). PTH1R activation can
have anabolic and catabolic effects on bone. While continuous
administration of PTH enhances osteoclastogenesis leading to bone
Frontiers in Endocrinology | www.frontiersin.org 2
resorption and calcium liberation, intermittent administration of
PTH results in bone formation through enhancing osteoblast
differentiation and survival, which is used as a treatment option for
severe osteoporosis (19, 20). Although the exact molecular
mechanisms are not clear yet, differential activation of signaling
pathways seems to play an important role in these opposing effects
upon PTH1R activation. While Gs-signaling is the predominant
pathway for promoting PTH-induced bone formation, Gq-
activation seems to have little or no effect on osteogenesis (21–23).
In addition, b-arrestin recruitment was shown to be essential for
selectively promoting bone formation upon treatment of mice with
recombinant PTH(1-34) (24). Moreover, many of these effects appear
to be regulated in a tissue- and cell-type specific manner (25).

We have previously shown that the ECD of PTH1R can undergo
proteolytic cleavage by an extracellular metalloproteinase resulting
in reduced stability and degradation of the receptor. We also
demonstrated that N-terminal ECD cleavage occurred only at the
cell surface, and that internalization of the receptor resulting from
continuous activation by agonists prevented cleavage and thereby
stabilized the receptor. Furthermore, our experiments suggested that
the cleavage site is located within the first 90 residues of the receptor,
however the exact position was not fully resolved (26). In the
present study, we have localized the cleavage site in the unstructured
loop of exon E2 within the PTH1R ECD. Moreover, we
demonstrate that ECD cleavage results in an altered ligand
efficacy of PTH changing the G protein-coupling of PTH1R from
Gq to Gs.
MATERIALS AND METHODS

Materials
Lipofectamine 2000 was purchased from Thermo Fisher Scientific.
[Nle8,18,Tyr34]PTH (1-34), a chemically more stable variant of native
PTH, was purchased from Bachem and is referred to as PTH(1-34).
Generation of a polyclonal rabbit anti-PTH1R (1781) antiserum was
described previously (27). Anti-rabbit peroxidase-conjugated
secondary antibodies were obtained from Dianova. Cy2-conjugated
anti-rabbit antibody was from Jackson Immuno Research Lab. All cell
culture media were obtained from PAN Biotech. All other reagents
were of analytical grade from Sigma-Aldrich or Applichem.

cDNA Constructs
A Strep-Tag II (WSHPQFEK) was fused to the C-terminal end of
human PTH1R (26) by PCR. Alanine mutations were introduced
into the extracellular domain of PTH1R by overlap extension PCR.
In total, 6 constructs with alanine blocks from Leu56-Met63, Glu64-
Ser71, Ala72-Arg79, Lys80-Leu87, Tyr88-Lys95, and Glu96-Tyr103 were
generated. All constructs were subcloned into pcDNA5/FRT vector
(Thermo Fisher Scientific) using the restriction sites EcoRI and
ApaI and verified by sequencing.

Cell Culture and Transfection
Flp-In CHO cells (Thermo Fisher Scientific) were maintained in 1:1
Dulbecco’s modified Eagle’s medium/Ham’s F12 medium
containing 10% (v/v) fetal calf serum, 100 U/ml penicillin,
100 µg/ml streptomycin and 100 µg/ml Zeocin (Thermo Fisher
FIGURE 1 | Topology of PTH1R. Structure of the human PTH1R
(transmembrane domain, grey; ECD, teal) in complex with a PTH analog
(orange) (PDB ID: 6FJ3). Unstructured residues 61-105 of ECD loop 1 are
depicted as a dashed line. The receptor N-terminus residue (V31, as resolved
in the crystal structure), residues embracing ECD loop 1, and transmembrane
helices (TM1-7) are indicated.
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Scientific). Cells were maintained at 37°C in a humidified
atmosphere of 5% CO2, 95% air. To generate stable cell lines, cells
were transfected with pcDNA5/FRT-PTH1R plasmids using
Lipofectamine 2000 (Thermo Fisher Scientific) according to the
manufacturer’s instructions. 48 h after transfection, cells were
selected in culture medium where Zeocin was replaced by 600 µg/
ml hygromycin B for approximately two weeks. Clonal cell lines
were derived from limited dilution series and screened for
expression of PTH1R by Western blot and immunocytochemistry.

SDS-PAGE and Western Blotting
Cells were lysed in SDS-loading buffer [50 mM Tris (pH 6.8), 2%
(v/v) SDS, 10% glycerol, 5 mg/ml bromophenol blue] for 20 min on
ice, briefly sonified and incubated at 45°C for 20 min. For reducing
conditions, 4% (v/v) b-mercaptoethanol was added to the lysis
buffer. Lysates were cleared by centrifugation and run on 10% SDS-
polyacrylamide gels in a Mini-PROTEAN 3 cell apparatus (Biorad).
Proteins were electroblotted onto Immobilon P membranes
(Millipore) using a Bio-Rad Mini trans-blot cell apparatus at
100 V for 60 min at 4°C. The blots were probed with anti-
PTH1R antibodies (1:4,000), followed by horseradish peroxidase-
conjugated goat anti-rabbit (1:10,000) and detection on Super RX
X-ray film (Fujifilm) using ECL Plus reagent (GE Healthcare).

Purification of PTH1R
Membranes from Flp-In CHO cells stably expressing PTH1R-
Strep2 were prepared as described before (28). Membranes were
solubilized in solubilization buffer [50 mM Tris-HCl (pH 7.4),
140 mM NaCl, 0.5% (w/v) n-dodecyl b-D-maltoside, 10 µg/ml
soybean trypsin inhibitor, 30 µg/ml benzamidine, 5 µg/ml leupeptin,
100 µM PMSF] for 2 h, and insoluble material was removed by
centrifugation for 1 h at 100,000 × g. Solubilized PTH1R-Strep2 was
incubated with 1 ml Strep-Tactin sepharose (IBA GmbH) for 12 h
under constant agitation and washed with 10 column volumes of
wash buffer [100 mM Tris-HCl (pH 8.0), 1 mM EDTA, 150 mM
NaCl, 0.1% (w/v) n-dodecyl b-D-maltoside]. Bound receptor was
eluted with 1-2 column volumes of the same buffer supplemented
with 2.5 mM desthiobiotin and concentrated with a Microcon
centrifugal filter device (10,000 MWCO, Millipore).

Amino-Terminal Sequencing of Cleaved
Receptor Fragments
Fifty µg of purified receptor fragments were blotted onto PVDF
membranes and stained with Coomassie Blue. The fragments were
excised and subjected to automated Edman degradation
(Wita GmbH).

Immunocytochemistry and
Confocal Imaging
CHO cells stably expressing PTHR variants were grown on
coverslips overnight. Cells were then exposed (or not) to 100 nM
PTH(1-34) for 30 min as indicated. Cells were fixed with 4%
paraformaldehyde and 0.2% (w/v) picric acid in 0.1 M phosphate
buffer (pH 6.9) for 30 min at room temperature and washed five
times in PBS. For permeabilization, cells were incubated for 5min in
methanol. After 10 min of preincubation in PBS containing 0.35%
Frontiers in Endocrinology | www.frontiersin.org 3
(w/v) BSA, cells were incubated with anti-PTH1R antibody at a
dilution of 1:2,000 in PBS containing 0.35% (w/v) BSA for 1 h at
37°C. Bound primary antibody was detected with Cy2-labeled goat
anti-rabbit IgG (1:400). Specimens were examined using a Leica SP2
laser scanning confocal microscope.

Functional Receptor Assays and
Data Analysis
Signaling assays were measured in Flp-In CHO cells stably
expressing the indicated PTH1R variants. cAMP was measured
using a RIA kit (Beckman Coulter), and inositol phosphates were
separated by chromatographic separation of myo-[2-3H]inositol
phosphates as described previously (29). Pharmacological data
were analyzed in Prism v6.0 (GraphPad Software). A three-
parameter logistic equation was fit to the data to obtain
concentration-response curves and Emax values. Statistical
differences were analyzed using unpaired t-tests.
RESULTS

Our previous findings suggested that the protease cleavage site is
most likely located between Cys48 and Cys108 (26), a region
including exon E2 of PTH1R which is unique among all other
class B GPCRs and which forms a disordered loop in the crystal
structures of the isolated PTH1R ECD (4) and full length PTH1R
(7) (Figure 1). We therefore created a series of mutants where
stretches of 8 residues in this region were mutated to Ala to
delineate the protease cleavage site (Figure 2A). Each of the six
resulting PTH1R variants was stably expressed in Flp-In CHO cells,
and expression and membrane targeting of the receptor were
analyzed by immunofluorescence (Figure 2B) using an antibody
detecting the C-terminal part of PTH1R (26, 27). All mutants
exhibited a distinct membrane staining which was comparable to
that of wild-type receptor. Upon stimulation with 100 nM PTH
(1–34) for 30 min, a sequestration of receptor from the cell surface
into endocytic vesicles was observed suggesting that each receptor
variant activated intracellular signaling pathways leading to
receptor internalization.

To test whether any of the mutations had an effect on protease
cleavage, the migration patterns of PTH1R variants were analyzed
by reducing SDS-PAGE and Western blotting. As demonstrated
previously, the ECD of PTH1R residing at the cell surface is cleaved
by extracellular metalloproteinases. The resulting N-terminal
fragment of the ECD (~10 kDa) remains tethered to the receptor
core by a single disulfide bond under native conditions but is lost
under reducing conditions leading to an apparent molecular weight
of the receptor of ~80 kDa (26). In contrast, sustained receptor
activation by PTH(1-34) resulting in continuous receptor
internalization rendered the receptor inaccessible for extracellular
proteases and thus protected the full-length receptor with a
molecular weight of ~90 kDa [Figure 2C, left panel; c.f (26)].
Similar to wild-type PTH1R, mutants where residues 64-71, 80-87,
88-95 or 96-103 had been replaced by alanines migrated at ~80 kDa
in reducing SDS-PAGE, indicating that protease cleavage was not
prevented by the respective mutations. In contrast, PTH1R56-63A
February 2022 | Volume 13 | Article 839351
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exclusively migrated at ~90 kDa similar to wild-type receptor where
cleavage had been prevented by stimulation with PTH(1-34). For
PTH1R72-79A two bands were detected which co-migrated with the
cleaved and non-cleaved receptor species. Thus, mutating the region
between Leu56 and Met63 to alanine fully inhibited proteolytic
cleavage of the PTH1R ECD, indicating that the main cleavage
site is located in this region. PTH1R72-79A exhibited incomplete
inhibition of cleavage, suggesting another, less susceptible cleavage
site or an incomplete masking of the cleavage site around residues
56-63.
Frontiers in Endocrinology | www.frontiersin.org 4
To corroborate these findings, we determined the amino acid
sequence of the N-terminus of the cleaved 80 kDa fragment of
PTH1R. PTH1R was purified from stably expressing Flp-In CHO
cells via a C-terminal Strep-Tag II. 50 µg of purified protein were
blotted onto PVDF membrane and stained with Coomassie blue. A
band corresponding to the cleaved PTH1R fragment was excised
and analyzed by Edman degradation (Figure 3A). Three different
N-termini were identified, located at positions Ser65, Ser73 and Lys80

in the ECD of PTH1R (Figure 3B). Finally, the complete ECD of
PTH1R (residues 23-177) was subjected to a computational cleavage
A

B

C

FIGURE 2 | Mapping of the protease cleavage site of PTH1R ECD by alanine scan. (A) Amino acid sequence of the extracellular domain of the human PTH1R.
Stretches of 8 amino acids that were replaced by alanine residues are indicated by horizontal bars. Exon E2 is marked above the sequence. (B) CHO cells stably
expressing PTHR variants were treated with 100 nM PTH(1-34) for 30 min or left untreated. Subsequently, cells were fixed, permeabilized, and stained with rabbit
anti-PTH1R antibody followed by Cy2-labeled anti-rabbit antibody. PTHR was visualized by confocal microscopy. (C) CHO cells stably expressing PTHR variants
were lysed, and PTH1R was monitored by reducing SDS-PAGE and Western blotting. Cells were treated with 100 nM PTH(1-34) for 12 h prior to cell lysis where
indicated. Arrowheads depict the cleaved (MW ~80 kDa) and the uncleaved (MW ~90 kDa) PTH1R band. n.s., not stimulated
February 2022 | Volume 13 | Article 839351
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site search using positional weight matrices (PWM) for 11 matrix
metalloproteinases (MMPs) (30). This procedure revealed a total of
19 putative cleavage sites located between residues 30 to 173.
However, only cleavage site Ser61↓Ile62 was common to all 11
Frontiers in Endocrinology | www.frontiersin.org 5
MMPs and exhibited the highest PWM scores among all other
predicted cleavage sites (Table 1). Taken together, these findings
support the results of the alanine scan, suggesting that the primary
cleavage occurs at Ser61↓Ile62 of PTH1R.

To test whether ECD cleavage affected receptor function, we
assessed activation of the two canonical signaling pathways of
PTH1R Gs (cyclic AMP, cAMP) and Gq (inositol phosphates, IP)
by wild-type PTH1R, by the fully cleavage-deficient mutant
PTH1R56-63A, and by the partial ly c leaved mutant
PTH1R72-79A. All measurements were performed in stably
expressing CHO cells that had been matched for equal
receptor expression levels. Compared to wild-type PTH1R,
maximal PTH-induced generation of cAMP was reduced by
37% for PTH1R56-63A, whereas no change was observed for
PTH1R72-76A (Figure 4A and Table 2). In contrast, PTH-
induced generation of [3H]IP was increased by 35% for
PTH1R56-63A, whereas no change was observed for PTH1R72-

79A (Figure 4B and Table 2). In summary, these findings suggest,
that full cleavage of the ECD of PTH1R leads to decreased
efficacy of PTH(1-34) in Gq signaling and increased efficacy in
Gs signaling. PTH1R72-79A did not differ from wild-type PTH1R,
which may be explained by the fact that the majority of
PTH1R72-79A was still proteolytically processed (Figure 3B).
Thus, cleavage appears to directly modulate the signaling bias
of PTH1R.
DISCUSSION

Previously, we have reported that the ECD of PTH1R is subject
to cleavage by metalloproteinases. PTH1R cleavage is a
constitutive phenomenon and is inhibited by receptor
A

B

FIGURE 3 | Mapping of the protease cleavage site of PTH1R ECD by N-
terminal sequencing. (A) Human PTH1R with C-terminal Strep-Tag II was
purified from stably expressing CHO cells by two-step affinity purification. A
fraction of the purified receptor was subjected to Western blot and probed
with anti-PTH1R antibodies (left panel). The remaining purified receptor
protein (~50 µg) was transferred on PVDF membranes and stained with
Coomassie blue R250. The band corresponding to PTH1R was cut out and
subjected to microsequencing (right panel, dashed box). (B) Sequence of
exon E2 (amino acids 61-105). Sequences obtained from microsequencing
are shaded gray. The position of the N-terminal amino acid is marked by an
arrow. Residues 84-86 (gray diagonal stripes) were not resolved in the
Edman degradation.
TABLE 1 | Computational cleavage site prediction of PTH1R ECD.

P1 position Residues (P5-P5’) MMP

2 3 8 9 10 14 15 16 17 24 25

30 VDADD↓VMTKE 1.32
37 TKEEQ↓IFLLH 0.19
40 EQIFL↓LHRAQ 3.46 2.19 3.43 1.50
46 HRAQA↓QCEKR 2.37 1.71
51 QCEKR↓LKEVL
61 QRPAS↓IMESD 6.75 8.76 6.13 5.72 8.26 7.60 5.37 7.00 3.42 7.88 5.82
80 GKPRK↓DKASG 1.36
86 KASGK↓LYPES 1.63 1.31 2.44 4.71
100 EAPTG↓SRYRG 2.52
102 PTGSR↓YRGRP 1.90
114 PEWDH↓ILCWP 2.62
125 GAPGE↓VVAVP 3.56 3.14 2.03 0.21
134 PCPDY↓IYDFN 2.48 1.64 5.02 4.48
137 DYIYD↓FNHKG 2.06
144 HKGHA↓YRRCD 2.67 0.81
155 NGSWE↓LVPGH 5.18 2.47 4.00
160 LVPGH↓NRTWA 2.05 1.74 2.03 1.35
166 RTWAN↓YSECV 1.97 2.16
173 ECVKF↓LTNET 3.15 6.44 1.30 2.98 3.50 4.39
Febru
ary 2022 |
 Volume 13
 | Article 83
The sequence of the mature PTH1R ECD (amino acids 23-177) was analyzed for MMP cleavage sites with CleavPredict (30) using position weight matrices for 11 MMPs (MMP-2, MMP-3,
MMP-8, MMP-9, MMP-13, MMP-14, MMP-15, MMP-16, MMP-17, MMP-24, MMP-25). For each cleavage site, the residue number of P1, the sequence corresponding to P5-P5’
[numbering according to Schechter and Berger (31)] and the position weight matrix score (PWM score) for each MMP subtype are given.
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activation (26). In the present study we aimed to characterize the
role of proteolytic processing of the extracellular domain, and we
provide evidence for the exact location of the cleavage site as well
as for a modulation of signaling properties upon cleavage. N-
terminal sequencing of the 80 kDa receptor core (remaining after
shedding the cleaved N-terminal fragment by disulfide
hydrolysis) revealed three nearby cleavage sites (Glu64↓Ser65,
Ala72↓Ser73 and Arg79↓Lys80). However, computational analysis
using cleavage patterns of 11 MMPs suggested a putative
cleavage site at Ser61↓Ile62 which was located 3 amino acids
upstream of the first free N-terminus identified by
microsequencing. A systematic alanine scan within this region
Frontiers in Endocrinology | www.frontiersin.org 6
of the ECD showed, that only PTH1R56-63A was completely
resistant to proteolysis, while mutation of residues 64-71 to
alanine did not prevent proteolysis, further supporting the
proximal site at residue 61. Only a fraction of PTH1R72-79A

remained intact whereas the majority of receptor was found as
the cleaved 80 kDa form. This may suggest, that the alanine
mutations at residues 72-79 mask the cleavage site around
residues 56-63 to some extent or may hamper protease
interaction resulting in incomplete protease cleavage.
Considering the results from computational and biochemical
analyses, we propose that Ser61↓Ile62 is the most likely primary
cleavage site. The free N-termini observed in Edman degradation
A

B

FIGURE 4 | Protease cleavage changes the signaling specificity of PTH1R from Gq and Gs. (A) Flp-In CHO cells stably expressing PTH1R, PTH1R56-63A or PTH1R72-79A were
stimulated for 20 min with PTH(1-34) at the indicated concentrations, and cAMP levels were quantified with a radioimmunoassay. The means ± S.E.M. of five independent
experiments are shown. (B) Flp-In CHO cells stably expressing PTH1R, PTH1R56-63A or PTH1R72-79A were incubated with [myo-2-3H(N)]inositol and 0.2% fetal calf serum for
16 h. Cells were stimulated for 60 min with the indicated concentrations of PTH, and [3H]IP3 levels were quantified in a scintillation counter after chromatographic separation.
Data represent the means ± S.E.M. of five individual experiments.
TABLE 2 | Effects of ECD cleavage on cAMP generation and IP accumulation.

Difference vs. PTH1R, cAMP (%) Difference vs. PTH1R, [3H] IP (%)

Mean ± SEM 95% C.I. p Mean ± SEM 95% C.I. p

PTH1R56-63A -37.3 ± 5.9 -52.7 to -21.9 0.0015 35.3 ± 10.7 10.6 to 60.1 0.011
PTH1R72-79A -1.9 ± 1.3 -5.3 to 1.5 0.21 -5.6 ± 19.4 -48.8 to 37.6 0.78
February 20
22 | Volume 13 | Article 8
C.I., confidence interval.
PTH-induced Emax values for cAMP and IP generation of PTH1R56-63A or PTH1R72-79A. were compared against that of PTH1R using unpaired t tests. Data summarize results of 3-5
independent experiments.
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at Ser65, Ser73 and Lys80 may be the result of limited exopeptidase
action following endopeptidase cleavage. Ser61 is located within
the first residues of a large loop connecting the top layer formed
by a1-helix with the first b-strand of the middle layer of the a-b-
b-a fold of PTH1R ECD. Notably, residues 61-104 were not
resolved in any structure of PTH1R-ECD or full length PTH1R
suggesting high flexibility in this region (4, 7, 32). Considering
the orientation of the ECD in the full-length structures, Ser61

would be located at the distal part of the receptor facing away
from the membrane and, thus, may be well accessible for
extracellular proteases (Figure 1).

Processing by MMPs and other metalloproteinases has been
described previously for a limited number of other GPCRs, e.g. for
b1-adrenergic receptor (33), endothelin B receptor (34, 35),
thyrotropin receptor (36, 37), protease-activated receptor 1
(PAR-1) (38, 39), GPR124 (40) and more recently for GPR37
(41, 42). Apart from PAR-1 and the adhesion family receptor
GPR124, where protease cleavage unmasks the endogenous ligand
resulting in receptor activation, a functional consequence of
protease cleavage has not been explicitly reported. To our
surprise, proteolytic cleavage of the PTH1R ECD directly
affected receptor signaling. In contrast to wild-type receptor, the
cleavage-deficient mutant PTH1R56-63A exhibited reduced cAMP
and increased IP responses to PTH stimulation. Protease cleavage
thus enhanced coupling efficacy of the receptor to the Gs pathway,
while reducing Gq-coupling at the same time, resulting in a
signaling bias. Biased signaling is defined as ligands giving
different degrees of activation in separate signaling pathways of
the same receptor. Besides binding of ligands to allosteric sites on
the receptor that stabilize distinct active receptor conformations,
interaction of a receptor with intracellular adaptor proteins and
subcellular receptor sequestration have been reported to affect
signaling bias (43–45). For PTH1R, several ligands and
intracellular adaptors which direct signaling specificity to Gs, Gq

or G protein-independent pathways have been described (17, 22,
24, 46–49). All of these PTH/PTHrP derivatives carry
modifications at the N-terminal part, which directly interacts
with the transmembrane domain of the receptor, suggesting that
signaling specificity is mediated by direct conformational
stabilization of the receptor core. Our findings now indicate that
the ECD, which accommodates the C-terminal part of PTH and
which is commonly believed to only serve as an “affinity trap” for
the ligand, can also affect signaling specificity of the receptor.

There is growing evidence, that extracellular regions of GPCRs
play important roles in fine-tuning receptor activity and signaling
selectivity. Apart from PARs and adhesion receptors, where the
buried ligand is proteolytically released from the receptor’s N-
terminus, extracellular loops play an important role in modulating
the function of several class A and class B receptors (50). More
importantly, calcium-mediated interaction of extracellular loop 1
and PTH has been shown to modulate PTH1R activity (51–53).
Recent studies on glucagon receptor suggest that the ECD itself
may act as an allosteric inhibitor by interaction of a1-helix of the
ECD with extracellular loop 3 of the receptor core (54). Moreover,
recent cryo-EM structures of active-state class B GPCRs including
PTH1R reveal a high degree of conformational flexibility of the
ECD (32, 55, 56), and it has been proposed that the dynamic
Frontiers in Endocrinology | www.frontiersin.org 7
motion of the ECD may contribute to biased agonism of class B
GPCR ligands (57, 58). In line with that, an antibody primarily
binding to a1-helix of the ECD has been shown to modulate b-
arrestin signaling of PTH1R (59) suggesting that perturbation of
ECD orientation or conformation may alter receptor signaling.
Proteolytic cleavage at Ser61 is expected to result in increased
conformational flexibility of a1-helix of PTH1R ECD as the helix
remains tethered to the receptor only through a disulfide bond
between Cys48 and Cys117 (26). As a consequence, especially the
N-terminal part of a1-helix may gain additional flexibility
(Figure 1). Notably, within this region residues 32-41 make
important contacts to PTH including the flexible central region
of the peptide (Figure 5) (4, 7). This region was shown to be
critical for initiating the two-step binding mechanism of PTH (60).
Thus, it may well be conceivable that alterations in the flexibility
and orientation of a1-helix of PTH1R ECD can allosterically affect
receptor signaling. Whether these effects are mediated by an
altered interaction of the ECD with the transmembrane core, by
a rearrangement of the ligand in the binding pocket, or involve
interaction of additional proteins such as RAMPs (receptor
activity-modifying proteins) with PTH1R (61, 62) needs to
be studied.
FIGURE 5 | Interface between PTH and a1-helix of PTH1R ECD. Crystal
structure of the PTH1R ECD (teal) in complex with PTH (orange) (PDB ID:
6FJ3). Residues forming the interface are shown as stick, and contacts are
indicated as blue dashed lines. The unstructured loop 1 of the ECD is shown
as black dashed line.
February 2022 | Volume 13 | Article 839351
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In summary, we have mapped the cleavage site within the
ECD of PTH1R and demonstrate for the first time, to our
knowledge, that protease cleavage of the ECD of a GPCR
modulates G protein signaling specificity.
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The Molecular Control of Calcitonin Receptor Signaling. ACS Pharmacol
Trans Sci (2019) 2:31–51. doi: 10.1021/acsptsci.8b00056

57. Liang Y-L, Khoshouei M, Glukhova A, Furness SGB, Zhao P, Clydesdale L,
et al. Phase-Plate Cryo-EM Structure of a Biased Agonist-Bound Human
GLP-1 Receptor–Gs Complex. Nature (2018) 68:954. doi: 10.1002/jcc.20084

58. Lei S, Clydesdale L, Dai A, Cai X, Feng Y, Yang D, et al. Two Distinct Domains
of the Glucagon-Like Peptide-1 Receptor Control Peptide-Mediated Biased
Agonism. J Biol Chem (2018) 293:9370–87. doi: 10.1074/jbc.RA118.003278

59. Sarkar K, Joedicke L, Westwood M, Burnley R, Wright M, McMillan D, et al.
Modulation of PTH1R Signaling by an ECD Binding Antibody Results in
Inhibition of b-Arrestin 2 Coupling. Sci Rep (2019) 9:14432. doi: 10.1038/
s41598-019-51016-z

60. Clark LJ, Clark LJ, Krieger J, Krieger J, White AD, White AD, et al. Allosteric
Interactions in the Parathyroid Hormone GPCR–Arrestin Complex
Formation. Nat Chem Biol (2020) 42:946. doi: 10.1007/s13361-011-0261-2

61. ChristopoulosA,ChristopoulosG,MorfisM,UdawelaM, LaburtheM,Couvineau
A, et al. Novel Receptor Partners and Function of Receptor Activity-Modifying
Proteins. J Biol Chem (2003) 278:3293–7. doi: 10.1074/jbc.C200629200

62. Nemec K, Schihada H, Kleinau G, Zabel U, Grushevskyi EO, Scheerer P, et al.
Functional Modulation of PTH1R Activation and Signalling by RAMP2.
bioRxiv (2021). doi: 10.1101/2021.12.08.471790. 2021.12.08.471790.

63. Klenk C, Hommers L, Lohse MJ. Proteolytic Cleavage of the Extracellular
Domain Affects Signaling of Parathyroid Hormone Receptor 1. bioRxiv
(2021). doi: 10.1101/2021.12.16.472984. 2021.12.16.472984.

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
February 2022 | Volume 13 | Article 839351

https://doi.org/10.1126/scitranslmed.3000071
https://doi.org/10.1677/joe.1.06057
https://doi.org/10.1074/jbc.M109.058685
https://doi.org/10.1530/EJE-09-0821
https://doi.org/10.1074/jbc.M110.114900
https://doi.org/10.1124/mol.112.078824
https://doi.org/10.1371/journal.pone.0127877
https://doi.org/10.1016/j.bbrc.2012.08.015
https://doi.org/10.1126/science.aav7942
https://doi.org/10.1074/jbc.M110.149989
https://doi.org/10.1016/S0021-9258(18)55386-2
https://doi.org/10.1074/jbc.M208407200
https://doi.org/10.1074/jbc.271.8.4545
https://doi.org/10.1002/jmr.851
https://doi.org/10.1016/j.cell.2004.12.018
https://doi.org/10.1074/jbc.M310836200
https://doi.org/10.1074/jbc.M605291200
https://doi.org/10.1096/fj.202002385RR
https://doi.org/10.1242/jcs.176115
https://doi.org/10.1124/mol.115.099630
https://doi.org/10.1111/j.1476-5381.2012.02223.x
https://doi.org/10.1016/j.tips.2014.09.010
https://doi.org/10.1074/jbc.M202544200
https://doi.org/10.1021/bi990437n
https://doi.org/10.1210/endo.130.1.1727720
https://doi.org/10.1074/jbc.271.25.14931
https://doi.org/10.1111/j.1476-5381.2011.01629.x
https://doi.org/10.1073/pnas.1814670116
https://doi.org/10.1021/acs.jcim.1c00471
https://doi.org/10.1021/cb300466n
https://doi.org/10.1073/pnas.1206734109
https://doi.org/10.1038/s41586-018-0535-y
https://doi.org/10.1021/acsptsci.8b00056
https://doi.org/10.1002/jcc.20084
https://doi.org/10.1074/jbc.RA118.003278
https://doi.org/10.1038/s41598-019-51016-z
https://doi.org/10.1038/s41598-019-51016-z
https://doi.org/10.1007/s13361-011-0261-2
https://doi.org/10.1074/jbc.C200629200
https://doi.org/10.1101/2021.12.08.471790
https://doi.org/10.1101/2021.12.16.472984
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles


Klenk et al. ECD Cleavage Modulates PTH1R Signaling
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Klenk, Hommers and Lohse. This is an open-access article
distributed under the terms of the Creative Commons Attribution License
Frontiers in Endocrinology | www.frontiersin.org 10
(CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that
the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does
not comply with these terms.
February 2022 | Volume 13 | Article 839351

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

	Proteolytic Cleavage of the Extracellular Domain Affects Signaling of Parathyroid Hormone 1 Receptor
	Introduction
	Materials and Methods
	Materials
	cDNA Constructs
	Cell Culture and Transfection
	SDS-PAGE and Western Blotting
	Purification of PTH1R
	Amino-Terminal Sequencing of Cleaved Receptor Fragments
	Immunocytochemistry and Confocal Imaging
	Functional Receptor Assays and Data Analysis

	Results
	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


