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Abstract: The neuropeptide substance P (SP) mediates neurogenic inflammation and pain and
contributes to atopic dermatitis in mice through the activation of mast cells (MCs) via Mas-related
G protein-coupled receptor (GPCR)-B2 (MrgprB2, human ortholog MRGPRX2). In addition to
G proteins, certain MRGPRX2 agonists activate an additional signaling pathway that involves
the recruitment of β-arrestins, which contributes to receptor internalization and desensitization
(balanced agonists). We found that SP caused β-arrestin recruitment, MRGPRX2 internalization,
and desensitization. These responses were independent of G proteins, indicating that SP serves as a
balanced agonist for MRGPRX2. A tyrosine residue in the highly conserved NPxxY motif contributes
to the activation and internalization of many GPCRs. We have previously shown that Tyr279 of
MRGPRX2 is essential for G protein-mediated signaling and degranulation. To assess its role in
β-arrestin-mediated MRGPRX2 regulation, we replaced Tyr279 in the NPxxY motif of MRGPRX2
with Ala (Y279A). Surprisingly, we found that, unlike the wild-type receptor, Y279A mutant of
MRGPRX2 was resistant to SP-induced β-arrestin recruitment and internalization. This study reveals
the novel findings that activation of MRGPRX2 by SP is regulated by β-arrestins and that a highly
conserved tyrosine residue within MRGPRX2’s NPxxY motif contributes to both G protein- and
β-arrestin-mediated responses.
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1. Introduction

Mast cells (MCs) are key sentinel immune cells that are often found in close proximity
to sensory nerve endings in various tissues, including the skin, gastrointestinal mucosa,
and respiratory tract [1]. The role of the MC–neuron interaction as a regulatory unit in
both physiology and disease has recently gained prominence [2–7]. Substance P (SP) has
long been established as an inflammatory neuropeptide and is known to activate a variety
of cell types via the neurokinin-1 receptor (NK-1R). Mouse bone marrow-derived MCs
(BMMCs) express NK-1R and its expression level is upregulated upon FcεRI stimulation [8].
However, emerging evidence suggests that SP contributes to neurogenic inflammation
and pain in mice through MC activation via a novel G protein-coupled receptor (GPCR)
known as Mas-related GPCR-B2 (MrgprB2; human ortholog MRGPRX2) [3,4]. Activation
of MrgprB2 by SP is required for regulating inflammatory hyperalgesia via the release of
pro-inflammatory cytokines and chemokines, as well as the recruitment of immune cells at
the injury site, which facilitates inflammatory responses and peripheral sensitization [3].
Furthermore, Serhan et al. recently showed that SP released from nociceptors activates
murine skin MCs and contributes to the development of atopic dermatitis, a type 2 allergic
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skin disease, through the activation of MrgprB2 [4]. These findings challenge our current
understanding of SP-mediated neuroinflammatory diseases and pain, and raise an interest-
ing possibility that targeting MRGPRX2 might represent a promising therapeutic approach
for the management of these neuroinflammatory associated conditions in humans. How-
ever, the mechanisms involved in the activation and regulation of MRGPRX2 by SP have
yet to be fully elucidated.

As a member of class A GPCR family, MRGPRX2 shares a common structure of
seven transmembrane (TM) α-helices. The extracellular part is responsible for ligand
binding, whereas the intracellular part is involved in binding downstream effectors such
as heterotrimeric G proteins [9]. Besides G protein-mediated signaling, most GPCRs signal
via an additional pathway that involves the recruitment of adapter proteins known as β-
arrestins [10,11]. The recruitment of β-arrestins results in uncoupling of the receptor from G
proteins and termination of receptor activation (desensitization) [11,12]. They further target
the receptor internalization/endocytosis, which downregulates signaling as the receptor is
physically removed from the cell surface [13–15]. In addition to receptor desensitization and
internalization, it is now established that β-arrestins also play important roles in various
G protein-independent downstream signaling to promote chemotaxis and to modulate
inflammation [15–17]. Thus, β-arrestins regulate nearly all aspects of receptor activity,
including desensitization, downregulation, trafficking, and signaling.

While most GPCR agonists target signaling pathways mediated by both G proteins
and β-arrestins (“balanced agonists”), some agonists preferentially activate only partic-
ular pathway (“biased agonists”) [18,19]. GPCR agonists that preferentially activate G
proteins are known as G-protein-biased and those that activate β-arrestins are known as
β-arrestin-biased agonists. For MRGPRX2, compound 48/80 and codeine activate both G
proteins and β-arrestins (balanced agonists) and can cause receptor internalization, which
is associated with functional desensitization [20,21]. On the contrary, host defense peptides,
such as cathelicidin LL-37 and angiogenic peptide AG-30/5C, activate only G proteins,
but not β-arrestins (G protein-biased), and do not induce receptor desensitization and
internalization [20,22,23]. Biased signaling has gained important therapeutic implications
in several GPCRs [19]. However, whether SP acts as a balanced or biased agonist for
MRGPRX2 remains unknown.

Closely related GPCRs exhibit a high degree of conserved sequence motifs and a
common activation pathway, especially in the regions implicated in ligand binding and
G protein coupling [24]. Recent computer-based structural modeling, sequence analysis,
and mutagenesis studies have led to the identification of residues in MRGPRX2 that are
responsible for ligand binding and G protein coupling [25–28]. One of the most conserved
GPCR sequences is the NPxxY motif located in TM7. A tyrosine residue Tyr7x53 in this
motif is pivotal for receptor activation for all class A GPCRs [29]. Structural modeling
studies in β2 adrenergic receptor, rhodopsin, and M2 muscarinic acetylcholine receptors
revealed that, upon ligand binding, Tyr7x53 undergoes substantial rotamer conformations
and provides activation switch through the formation of a water-mediated hydrogen
bond [30,31]. This favors an outward movement in the cytoplasmic end of TM6 and
allows the receptor coupling to G proteins and other signal transducers, which represents
a hallmark of GPCR activation. Besides its importance in receptor activation, Tyr7x53 is
suggested to regulate agonist-induced receptor internalization in many GPCRs [32–35]. In
MRGPRX2, the corresponding tyrosine residue is Tyr279. Our previous study has shown
that this tyrosine residue is required for G protein-mediated MRGPRX2 activation in
response to SP [28]. However, the role of this tyrosine residue on β-arrestin-mediated
MRGPRX2 signaling has not been determined.

The goals of the current study were to determine whether SP serves as a balanced
or biased agonist for MRGPRX2 and to investigate the potential effects of MRGPRX2’s
Tyr7x53 (Tyr279) residue on β-arrestin recruitment and receptor internalization. The data
presented herein suggest that SP serves as a balanced agonist for MRGPRX2 and that
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Tyr7x53 contributes to both G protein-dependent signaling for degranulation and G-protein
independent signaling for β-arrestin recruitment and receptor internalization.

2. Results
2.1. SP Is a Balanced Agonist for MRGPRX2

For many GPCRs, biased signaling has important therapeutic implications as it can
elicit distinct physiological responses [18,19,36]. Certain MRGPRX2 ligands, including
compound 48/80, codeine, and HDP AG-30/5C, have recently been identified as either
balanced or G-protein-biased agonists [20,21]. SP is a well-known MRGPRX2 agonist; how-
ever, whether SP is a balanced or biased agonist for MRGPRX2 has yet to be investigated.
We have previously shown that SP induces Ca2+ mobilization and degranulation in a G
protein-dependent manner [28]. Thus, we first sought to determine if SP can also trigger
β-arrestin recruitment. For this, we utilized an assay known as transcriptional activation
following arrestin translocation (TANGO) using HTLA cells (engineered HEK-293T cells
stably expressing a β-arrestin2–tobacco etch virus fusion gene) stably expressing human
MRGPRX2 (HTLA-MRGPRX2) [20,25]. Cells were exposed to either buffer (control) or SP
at different concentrations for 16 h and β-arrestin-mediated gene expression (indicative of
β-arrestin recruitment) was measured. We found that SP (30 µM and 100 µM) significantly
induced β-arrestin-mediated gene expression (Figure 1A).
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Figure 1. Substance P (SP) is a balanced agonist for MRGPRX2. (A) HTLA cells stably expressing 
MRGPRX2 (HTLA-MRGPRX2) were exposed to different concentrations of SP for 16 h, and β-
arrestin–mediated gene expression was determined. (B) Rat basophilic leukemia (RBL) cells stably 
expressing MRGPRX2 (RBL-MRGPRX2) were stimulated with different concentrations of SP for 
the times indicated, and level of receptor internalization was determined by flow cytometry. (C) 
RBL-MRGPRX2 cells were cultured in the absence (untreated) or presence of SP (30 μM) for 16 h. 
Cells were subsequently stimulated with different concentrations of SP for 30 min, and percent 
degranulation was determined by β-hexosaminidase release assay. All data points are the mean ± 
SEM of at least three experiments. For comparisons of two samples, two-tailed unpaired t-test was 
used. For comparisons of multiple samples to a control group, one–way analysis of variance 
(ANOVA) with Dunnett's post-hoc test was used. *** p < 0.001 and **** p < 0.0001. 

2.2. SP-Induced β-arrestin Recruitment and MRGPRX2 Internalization Are G Protein-
Independent 

SP has been shown to induce MRGPRX2-mediated Ca2+ mobilization and MC degran-
ulation in a G protein-dependent manner [28]. We thus asked if β-arrestin recruitment 
and MRGPRX2 internalization in response to SP are also mediated in a G protein-depend-
ent manner. We utilized a G protein inhibitor, pertussis toxin (PTx), and confirmed that 
pretreatment of RBL-MRGPRX2 cells with PTx (100 ng/ml, 16 h) attenuated degranulation 
in response to SP (Figure 2A). By contrast, PTx had no effect on SP-induced β-arrestin-
mediated gene expression and MRGPRX2 internalization (Figure 2B,C). These findings 
indicate that β-arrestin recruitment and MRGPRX2 internalization in response to SP are 
mediated independently of G proteins. 

Figure 1. Substance P (SP) is a balanced agonist for MRGPRX2. (A) HTLA cells stably expressing MRGPRX2 (HTLA-
MRGPRX2) were exposed to different concentrations of SP for 16 h, and β-arrestin–mediated gene expression was de-
termined. (B) Rat basophilic leukemia (RBL) cells stably expressing MRGPRX2 (RBL-MRGPRX2) were stimulated with
different concentrations of SP for the times indicated, and level of receptor internalization was determined by flow cytometry.
(C) RBL-MRGPRX2 cells were cultured in the absence (untreated) or presence of SP (30 µM) for 16 h. Cells were subsequently
stimulated with different concentrations of SP for 30 min, and percent degranulation was determined by β-hexosaminidase
release assay. All data points are the mean ± SEM of at least three experiments. For comparisons of two samples, two-tailed
unpaired t-test was used. For comparisons of multiple samples to a control group, one–way analysis of variance (ANOVA)
with Dunnett’s post-hoc test was used. *** p < 0.001 and **** p < 0.0001.
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For most GPCRs, the recruitment of β-arrestins is involved in receptor internalization
and desensitization. Compound 48/80 and codeine trigger robust β-arrestin recruitment,
MRGPRX2 internalization, and inhibition of degranulation in response to subsequent
stimulation by the same ligand (desensitization) [20,21]. Given that SP induced β-arrestin
recruitment, we hypothesized that it could also cause receptor internalization and de-
sensitization. Rat basophilic leukemia (RBL-2H3) cell line, a commonly used model for
MC activation, does not endogenously express Mrgpr receptors [22,37]. We thus utilized
RBL-2H3 cells stably expressing human MRGPRX2 (RBL-MRGPRX2) to determine the
effects of SP on MRGPRX2 internalization and desensitization. For receptor internalization,
RBL-MRGPRX2 cells were stimulated with different concentrations of SP for different
time-points and incubated with PE-conjugated anti-MRGPRX2 antibody to determine cell
surface receptor expression by flow cytometry. Consistent with β-arrestin recruitment,
we found that SP triggered MRGPRX2 internalization and that this response was dose-
dependent (Figure 1B). Furthermore, preincubation of RBL-MRGPRX2 with 30 µM of SP
overnight resulted in nearly complete inhibition of degranulation on second stimulation
by the same ligand (Figure 1C). Taken together, these studies suggest that SP serves as a
balanced agonist for MRGPRX2.

2.2. SP-Induced β-Arrestin Recruitment and MRGPRX2 Internalization Are G
Protein-Independent

SP has been shown to induce MRGPRX2-mediated Ca2+ mobilization and MC degran-
ulation in a G protein-dependent manner [28]. We thus asked if β-arrestin recruitment and
MRGPRX2 internalization in response to SP are also mediated in a G protein-dependent
manner. We utilized a G protein inhibitor, pertussis toxin (PTx), and confirmed that pre-
treatment of RBL-MRGPRX2 cells with PTx (100 ng/mL, 16 h) attenuated degranulation
in response to SP (Figure 2A). By contrast, PTx had no effect on SP-induced β-arrestin-
mediated gene expression and MRGPRX2 internalization (Figure 2B,C). These findings
indicate that β-arrestin recruitment and MRGPRX2 internalization in response to SP are
mediated independently of G proteins.

2.3. β-Arrestin2 Regulates SP/MrgprB2-Mediated MC Degranulation

MrgprB2 has been identified as the mouse ortholog of human MRGPRX2 [38]. Previ-
ous studies showed that SP activates murine MCs to cause degranulation and inflammatory
responses via MrgprB2 [3,38]. Of note, there are significant differences in agonist affinities
between mouse MrgprB2 and human MRGPRX2 receptors. While SP activates MRGPRX2
with an EC50 of 152 nM, it activates MrgprB2 with a higher EC50 value of 54 µM [38]. To
investigate the biological role of β-arrestin2 on SP/MrgprB2-mediated MC responses, we
utilized peritoneal MCs (PMCs) obtained from wild-type (WT) and β-arrestin2 knock-
out (βArr2−/−) mice [39]. Absence of β-arrestin2 had no effect on the development and
maturation of MCs, as shown by similar levels of cell surface FcεRI and c-Kit expres-
sion (Figure 3A). However, degranulation in response to SP was significantly enhanced
in PMCs generated from βArr2−/− mice when compared with cells obtained from WT
mice (Figure 3B). These findings suggest that β-arrestin2 expressed in MCs contributes to
MrgprB2 desensitization in response to SP.
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points are the mean ± SEM of at least three experiments. Statistical significance was determined by 
two-tailed unpaired t-test. **** p < 0.0001. 
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Figure 2. Pertussis toxin (PTx) inhibits SP-induced mast cell (MC) degranulation, but has no effect on β-arrestin recruitment
and MRGPRX2 internalization. RBL-MRGPRX2 cells were cultured in the absence or presence of PTx (100 ng/mL, 16 h),
and the effects of SP on (A) degranulation, (B) β-arrestin-mediated gene expression, and (C) MRGPRX2 internalization
were determined. All data points are the mean ± SEM of at least three experiments. Statistical significance was determined
by two-tailed unpaired t-test. **** p < 0.0001.
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neal MCs (PMCs) obtained from wild type (WT) and βArr2−/− mice displayed similar levels of sur-
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points are the mean ± SEM of at least three experiments performed in triplicate. Statistical signifi-
cance was determined by two-tailed unpaired t-test. * p < 0.05. 
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Figure 3. β-arrestin2 regulates MrgprB2-mediated MC degranulation in response to SP. (A) Peritoneal MCs (PMCs) obtained
from wild type (WT) and βArr2−/− mice displayed similar levels of surface c-Kit and FcεRI expression as determined by
flow cytometry. (B) Cells were exposed to either buffer (control) or SP (50 µM) for 30 min, and β-hexosaminidase release
was determined. All data points are the mean ± SEM of at least three experiments performed in triplicate. Statistical
significance was determined by two-tailed unpaired t-test. * p < 0.05.
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2.4. Mutation of a Highly Conserved Tyrosine Residue of MRGPRX2 (Y279A) Abolishes
SP-Induced β-Arrestin Recruitment

The highly conserved NPxxY motif is important for GPCR activation and regula-
tion [24,29]. Consistent with the findings in other GPCRs [29,40], the tyrosine residue
located in the NPxxY motif of MRGPRX2 (Tyr279) has been previously shown to be essen-
tial for both SP-induced Ca2+ mobilization and degranulation [28]. We sought to determine
whether this residue also mediates β-arrestin signaling. As we demonstrated that SP in-
duced the β-arrestin pathway independently of G proteins, our initial hypothesis was that
it might not contribute to the β-arrestin signaling. To assess this, we first constructed Y279A
mutant in the MRGPRX2-Tango plasmid and generated transient transfectants in HTLA
cells. We found that Y279A mutant showed a similar level of cell surface expression as the
WT receptor (Figure 4A). Surprisingly, however, Y279A mutation resulted in a complete
loss of β-arrestin-mediated gene expression in response to SP (Figure 4B).
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gene expression was measured. All data points are the mean ± SEM of at least three experiments. 
Two-tailed unpaired t-test was used. ** p < 0.01. (C) RBL cells co-expressing WT MRGPRX2 or 
Y279A and βArr2-GFP were stimulated with SP (30 μM) for 1 min and β-arrestin translocation was 
investigated by confocal microscopy. Scale bar = 10 μm. 

2.5. Tyrosine Residue in MRGPRX2 (Y279) Is Required for SP-Mediated Receptor 
Internalization 

We next examined the effect of Y279A mutation on SP-induced MRGPRX2 internali-
zation. HTLA cells expressing the WT-MRGPRX2 exhibited reduced cell surface receptor 
expression following SP stimulation, as determined by flow cytometry, whereas SP was 
unable to trigger receptor internalization in cells expressing Y279A mutant (Figure 5A,B).  

Figure 4. Y279A mutation of MRGPRX2 abolishes β-arrestin recruitment in response to SP. (A) HTLA cells were transiently
transfected with cDNA encoding either WT-MRGPRX2 or its Y279A mutant, and cell surface receptor expression was
determined by flow cytometry using PE-anti-MRGPRX2 antibody. (B) Cells were stimulated with SP (30 µM) for 16 h, and
β-arrestin–mediated gene expression was measured. All data points are the mean ± SEM of at least three experiments.
Two-tailed unpaired t-test was used. ** p < 0.01. (C) RBL cells co-expressing WT MRGPRX2 or Y279A and βArr2-
GFP were stimulated with SP (30 µM) for 1 min and β-arrestin translocation was investigated by confocal microscopy.
Scale bar = 10 µm.
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One limitation of TANGO assay is that it measures β-arrestin-mediated gene expres-
sion after an overnight stimulation with agonist, thus not reflecting the typical β-arrestin
recruitment that occurs rapidly within minutes [41]. Therefore, we utilized a green fluo-
rescent protein-tagged β-arrestin2 plasmid (βArr2-GFP) to detect changes in SP-induced
β-arrestin recruitment by confocal microscopy. βArr2-GFP were co-expressed transiently
with either WT-MRGPRX2 or Y279A mutant in RBL-2H3 cells. As shown in Figure 4C, SP
caused a rapid translocation (within a minute) of βArr2-GFP from cytoplasm to membrane
in RBL-2H3 cells expressing the WT receptor. By contrast, this response was not observed in
cells expressing Y279A mutant. These findings indicate that mutation of a highly conserved
tyrosine residue of MRGPRX2 is required for SP-mediated β-arrestin recruitment.

2.5. Tyrosine Residue in MRGPRX2 (Y279) Is Required for SP-Mediated Receptor Internalization

We next examined the effect of Y279A mutation on SP-induced MRGPRX2 internal-
ization. HTLA cells expressing the WT-MRGPRX2 exhibited reduced cell surface receptor
expression following SP stimulation, as determined by flow cytometry, whereas SP was
unable to trigger receptor internalization in cells expressing Y279A mutant (Figure 5A,B).
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Figure 5. Y279A mutation of MRGPRX2 impairs SP-induced receptor internalization. (A) HTLA transiently expressing
WT-MRGPRX2 or its Y279A mutant were stimulated with SP (30 µM) for 30 min, and the receptor internalization was
determined by flow cytometry. Representative histogram for cell surface receptor expression before (black line) and after SP
stimulation (blue line) are shown. (B) The percentage of receptor internalization after SP stimulation was calculated. All
data points are the mean ± SEM of at least three experiments. Two-tailed unpaired t-test was used. ** p < 0.001.

We next performed an immunofluorescence study to confirm and visualize the MRG-
PRX2 receptor internalization in RBL-2H3 cells. The differential labeling of cell surface and
internalized receptors technique was used [42]. For this, MRGPRX2 receptors expressed on
the cell surface were labeled with 1o antibody (unconjugated anti-MRGPRX2 antibody).
Then, the receptor internalization was initiated by stimulating with SP for 30 min. The
remaining surface receptors were labeled with Alexa Fluor 647-conjugated 2o antibody
(red). Cells were then permeabilized and the internalized receptors were labeled with
Alexa Fluor 488-conjugated 2o antibody (green) (Figure 6A). We found that, following
SP stimulation, cell surface expression of WT-MRGPRX2 was significantly reduced and
displayed a punctate pattern, while there was an increase in the number of internalized
receptors, as indicated by an increased green signal. On the contrary, cells expressing
Y279A mutant did not display receptor internalization and the expression of cell surface
remained unchanged (Figure 6B). Taken together, these findings indicate that the conserved
tyrosine residue in NPxxY motif of MRGPRX2 plays an important role in the receptor
regulation and internalization upon stimulation by SP.
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3. Discussion

Activation of MCs by SP has been implicated in the pathogenesis of neurogenic
inflammation, pain, and itch via MRGPRX2 and its mouse counterpart MrgprB2 [3,4,43].
In addition to G proteins, most GPCRs have been shown to interact with β-arrestins for
receptor desensitization and internalization. MRGPRX2 can undergo β-arrestin-mediated
internalization in response to some, but not all agonists. For example, compound 48/80 and
codeine act as balanced agonists for MRGPRX2 that activate both G proteins and β-arrestins,
and thus can cause receptor internalization, which is associated with functional receptor
desensitization [20,21]. On the contrary, host defense peptides (HDPs), such as cathelicidin
LL-37 and angiogenic peptide AG-30/5C, activate only G proteins, but not β-arrestins (G
protein-biased), and do not induce receptor desensitization and internalization [20,22,23].
Biased signaling has gained important therapeutic implications for several GPCRs [19].
However, whether SP is balanced or biased agonist for MRGPRX2 remains unknown.
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In this study, we demonstrated that SP serves as a balanced agonist for MRGPRX2 and that
Tyr7x53 both contributes to G protein-dependent signaling for degranulation and promotes
β-arrestin recruitment and MRGPRX2 internalization. Furthermore, β-arrestin2 negatively
regulates MrgprB2-mediated MC degranulation in response to SP. Thus, targeting Tyr7x53

and β-arrestin2 could provide novel therapeutic modalities for modulating SP/MRGPRX2-
mediated inflammatory diseases.

Based on the analysis of common activation pathway in 234 structures from 45 class A
GPCRs, several conserved residues and key motifs have been identified that are involved
in receptor activation and regulation [24]. Of these, the NPxxY sequence at the cytoplasmic
end of the TM7 domain is one of the most highly conserved motifs among class A GPCRs.
A study by Venkatakrishnan et al. suggested that Tyr7x53 in the NPxxY motif is essen-
tial for class A receptor activation and regulation [29]. We previously demonstrated that
substitution of the corresponding tyrosine residue (Tyr279) in MRGPRX2 to Ala (Y279A)
diminished SP-induced Ca2+ mobilization and degranulation responses [28]. Besides G
protein signaling, mutations in the NPxxY motif of α1B-adrenergic and β2-adrenergic recep-
tors have been associated with diminished agonist-mediated β-arrestin recruitment [44].
Here, we found that β-arrestin recruitment following SP stimulation was abolished in
Y279A mutant when compared with the WT receptor, indicating that this tyrosine residue
is also important for β-arrestin-mediated signaling via MRGPRX2.

The NPxxY motif has also been suggested as a common endocytic motif for GPCRs.
The role of the tyrosine residue in the highly conserved NPxxY motif in receptor endo-
cytosis and regulation has been established in certain GPCRs, including β2-adrenergic
receptor [32], N-formyl peptide receptor [34], and NK-1R [35]. For example, mutation of the
corresponding tyrosine residue of the β2-adrenergic receptor to alanine (Y326A) abolishes
agonist-induced receptor phosphorylation, internalization, and desensitization [32,45].
Similarly, formyl peptide receptor mutation Y301A results in a complete loss of agonist-
induced receptor internalization [34]. However, while this conserved tyrosine residue
appears to be essential for agonist-induced receptor internalization of some GPCRs, it is
not required for the internalization of angiotensin II receptor [46,47] or gastrin-releasing
peptide receptor [48]. Thus, it is possible that the role of a highly conserved tyrosine residue
in the NPxxY motif on agonist-induced receptor internalization is receptor specific. Here,
we found that MRGPRX2 Y279A mutation impaired receptor internalization in response to
SP and caused retention of receptors at the cell surface. These findings suggest that the
tyrosine residue in the NPxxY motif of MRGPRX2 is important for SP-induced receptor
internalization. It is uncertain whether Tyr279 affects MRGPRX2 phosphorylation, and
thus contributes to receptor internalization. It will be important to further investigate
the effect of this tyrosine residue and NPxxY motif on the receptor phosphorylation. Fur-
thermore, the mechanistic pathway responsible for MRGPRX2 internalization should be
further identified.

It is worth noting that, in this study, we mostly utilized HTLA and RBL-2H3 cell lines
transfected with human MRGPRX2 to investigate the effects of SP on MRGPRX2 regulation.
While recent evidence demonstrates that ectopically expressed MRGPRX2 retains its au-
thentic mechanisms for MC activation and degranulation as of human MCs endogenously
expressed MRGPRX2 [37], further studies in human-derived MCs are warranted to confirm
these findings.

In summary, this study extends our previous observations on the pivotal role of tyro-
sine residue Tyr279 in the NPxxY motif of MRGPRX2 on G protein activation [28]. The data
presented herein demonstrate the novel finding that this single Tyr279 residue contributes to
both G protein and β-arrestin signaling in response to SP. Substitution of Tyr279 to alanine
(Y279A) abolishes SP-induced MC degranulation, β-arrestin recruitment, and MRGPRX2
internalization. This tyrosine residue may contribute to the regulation of MRGPRX2
activation and internalization, presumably by maintaining receptor conformation, thus
controlling G protein coupling and activation as well as the internalization process. These
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findings have an important clinical implication as individuals harboring this mutation may
become resistant to developing neurogenic inflammation and inflammatory diseases.

4. Materials and Methods
4.1. Materials

All cell culture and Lipofectamine 2000 transfection reagents were obtained from
Invitrogen (Gaithersburg, MD, USA). Amaxa Nucleofector kit (Kit V) was purchased from
Lonza (Gaithersburg, MD, USA). Phycoerythrin (PE)-conjugated (Cat.#359004) and purified
unconjugated anti-MRGPRX2 antibodies (Cat.#359002) were from BioLegend (San Diego,
CA, USA). Donkey anti-mouse Alexa Fluor 488 (Cat.#A21202) and 647 (Cat.#A31571)
conjugated IgG secondary antibodies were from Invitrogen (Gaithersburg, MD, USA).
p-nitrophenyl-N-acetyl-β-D-glucosamine (PNAG) was from Sigma-Aldrich (St. Louis,
MO, USA). Fura-2 acetoxymethyl ester was from Abcam (Cambridge, MA, USA). SP
was purchased from AnaSpec (Fremont, CA, USA). Pertussis toxin (PTx) was from List
Biological Laboratories (Campbell, CA, USA). Plasmid encoding hemagglutinin (HA)-
tagged human MRGPRX2 in pReceiver-MO6 vector was obtained from GeneCopoeia
(Rockville, MD, USA). MRGPRX2 Y279A mutant in HA-tagged plasmid was reported
previously [28]. MRGPRX2-Tango plasmid (Addgene no. 66440) was a gift from Dr. Bryan
Roth. MRGPRX2 Y279A mutant in Tango plasmid was generated by Penn Genomics
Analysis Core (Philadelphia, PA, USA).

4.2. Mice

C57BL/6 (wild-type; WT) and β-arrestin2 knockout (βArr2−/−) mice were obtained
from the Jackson Laboratory (Bar Harbor, ME, USA). Mice were housed in pathogen-free
cages on autoclaved hardwood bedding. Eight-to-twelve-week-old male and female mice
were used in this study. All experiments were approved by the Institutional Animal Care
and Use Committee of the University of Pennsylvania.

4.3. Cell Culture

Rat basophilic leukemia (RBL-2H3) cells were maintained as monolayer cultures in
Dulbecco’s modified Eagle’s medium (DMEM) supplemented with 10% FBS, L-glutamine
(2 mM), penicillin (100 IU/mL), and streptomycin (100 µg/mL) at 37 ◦C with 5% CO2 [49].
RBL-2H3 cells stably expressing MRGPRX2 (RBL-MRGPRX2) were used and maintained
similarly in the presence of G-418 (1 mg/mL) [22,50].

HTLA (engineered HEK-293T cells stably expressing a β-arrestin2–tobacco etch virus
fusion gene) cells and HTLA cells stably expressing MRGPRX2-Tango (HTLA-MRGPRX2)
were maintained in DMEM supplemented with 10% FBS, L-glutamine (2 mM), peni-
cillin (100 IU/mL), streptomycin (100 µg/mL), hygromycin B (200 µg/mL), puromycin
(5 mg/mL), and G-418 (500 µg/mL) [25,51].

Peritoneal MCs (PMCs) were purified from WT and βArr2−/− mice as described pre-
viously [39]. Briefly, the peritoneal cavity was lavaged with 10 mL of HBSS supplemented
with 3% FCS and 10 mM HEPES. The cells were cultured in Iscove’s modified Dulbecco’s
medium (IMDM) supplemented with 10% FCS, murine IL-3 (10 ng/mL), and murine SCF
(30 ng/mL). After 48 h, non-adherent cells were removed and adherent cells were cultured
in fresh medium for an additional 10–14 days. Suspension cells were then determined for
MC receptor expression and function and were used for experiments as PMCs.

4.4. Generation of Cells Transiently Expressing WT MRGPRX2 and Its Variant

RBL-2H3 cells (2 × 106) were transiently transfected with 2 µg of HA-tagged plasmid
using the Amaxa Nucleofector Device and Amaxa Kit V according to the manufacturer’s
protocol. Cells were used within 16–20 h after transfection [27].

For HTLA cells transiently expressing WT MRGPRX2 or its missense variant, cells
(1 × 106 cells per well) were plated in a six-well plate in antibiotic-free medium (DMEM
supplemented with 10% FBS and L-glutamine) and incubated overnight at 37 ◦C with 5%
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CO2. The following day, cells were transfected with 2 µg of MRGPRX2 or its missense vari-
ants in Tango plasmids using the Lipofectamine 2000 DNA transfection reagent according
to the manufacturer’s protocol. Cells were incubated overnight at 37 ◦C with 5% CO2 in
antibiotic-free medium and were used within 16–48 h after transfection [25].

4.5. Receptor Expression and Internalization Using Flow Cytometry

Cells expressing either WT MRGPRX2 or its mutants (5 × 105) were stimulated with
either SP or buffer for the indicated time at 37 ◦C. Cells were washed twice with ice-cold
FACS buffer (PBS containing 2 % FCS and 0.02% sodium azide) and incubated with PE-
conjugated anti-MRGPRX2 antibody for 30 min at 4 ◦C in the dark. Cells were then washed
with FACS buffer and fixed in 1.5% paraformaldehyde. Cells were acquired using a BD
LSR II flow cytometer (San Jose, CA, USA) and MRGPRX2 expression was analyzed using
WinList software, version 8.

4.6. Degranulation

The degranulation was measured by β-hexosaminidase release as described previ-
ously [49]. Briefly, RBL-2H3 cells (5 × 104 cells) or PMCs (1 × 104 cells) were seeded into a
96-well, white, clear-bottom cell culture plate and incubated overnight in a 37 ◦C incubator
with 5% CO2. Cells were then washed twice and suspended in a total volume of 50 µL
HEPES buffer containing 0.1% bovine serum albumin (BSA). Experimental groups were
stimulated with SP for 30 min at 37 ◦C. Cells without treatment were designated as controls.
To determine the total β-hexosaminidase release, unstimulated cells were lysed in 50 µL
of 0.1% Triton X-100. Aliquots (20 µL) of supernatants or cell lysates were incubated with
20 µL of 1 mM p-nitrophenyl-N-acetyl-β-D-glucosamine (PNAG) for 1 h at 37 ◦C. The
reaction was stopped by adding 250 µL of stop buffer (0.1 M Na2CO3/0.1 M NaHCO3).
The β-hexosaminidase release was assessed by measuring absorbance at 405 nm using
Versamax microplate spectrophotometer (San Jose, CA, USA).

4.7. Transcriptional Activation Following Arrestin Translocation (TANGO) Assay

HTLA cells expressing either WT MRGPRX2 or its variants (5 × 104 cells per well) were
plated into a 96-well plate in triplicates in a total volume of 160 µL antibiotic-free medium
and incubated for 6 h at 37 ◦C to allow attachment. After 6 h, the medium was aspirated,
and cells were incubated with MRGPRX2 ligands in 160 µL antibiotic-free medium for
additional 16 h at 37 ◦C. The medium and ligands were then aspirated and 100 µL of Bright-
Glo solution (Promega) was added to each well. Relative luminescence unit was measured
in a Thermo Labsystems Luminoskan Ascent 392 Microplate Luminometer [20,25].

4.8. β-Arrestin Translocation by Live Imaging Confocal Microscopy

RBL-2H3 cells were co-transfected with green fluorescent protein-tagged β-arrestin2 plas-
mid (βArr2-GFP) and WT-MRGPRX2 or its mutants with a ratio of 3:1 forβ-arrestin2/receptor
using Amaxa Kit V as described above. Transfected cells were plated onto a 35 mm glass
bottom dish. Cell surface receptor was determined by incubating with purified anti-
MRGPRX2 antibody, followed by Alexa Fluor 647-conjugated secondary antibody. Cells
were then stimulated with SP and live images of β-arrestin2 translocation as indicated by
green fluorescence images were collected using Nikon A1R confocal microscope.

4.9. Receptor Trafficking Using Immunofluorescence Microscopy

Receptor trafficking after SP stimulation was modified from previously described
antibody feeding assay [42]. RBL-2H3 cells expressing either WT-MRGPRX2 or its variants
were plated onto sterilized glass coverslips (2 × 105 cells/12 mm diameter coverslip in a
24-well plate) and incubated overnight at 37 ◦C with 5% CO2 to allow attachment. Cells
were rinsed with PBS and blocked with blocking buffer (PBS with 2% BSA) for 30 min
at room temperature. Primary antibody incubation was performed using purified anti-
MRGPRX2 antibody (1:250 dilution) for 1 h at 4 ◦C to label the cell surface expressed
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receptors. Cells were then stimulated with SP for 30 min at 37 ◦C to allow internalization,
followed by being fixed with 4% paraformaldehyde for 15 min at 4 ◦C. Labeled surface
receptors were detected by incubating with saturated Alexa Fluor 647-conjugated secondary
antibody (red) for 1 h at 4 ◦C. Cells were then permeabilized using 0.2% Triton X-100 in
blocking buffer for 30 min and internalized receptors were detected by incubating with
Alexa Fluor 488-conjugated secondary antibody (green) for 30 min at 4◦C. Then, cells were
mounted onto the glass slides using ProLong Gold Antifade mounting medium (Invitrogen)
and images were visualized using a Nikon Eclipse Ni microscope.

4.10. Statistical Analysis

Data shown are mean ± standard error of the mean (SEM) values derived from at least
three independent experiments. GraphPad Prism scientific software version 6.07 was used
for statistical analysis. Statistical significance was determined using unpaired two-tailed
t-test and one- or two-way ANOVA. Differences were considered as statistically significant
at a value * p < 0.05, ** p < 0.01, *** p < 0.001, and **** p < 0.0001.

Author Contributions: Conceptualization, H.A.; Investigation, C.C.N.A. and A.A.; Data analysis,
C.C.N.A. and A.A.; Resources, H.A.; Writing—original draft preparation, C.C.N.A.; Writing—review
and editing, H.A.; Supervision, H.A.; Project administration, H.A.; Funding acquisition, H.A. All au-
thors have read and agreed to the published version of the manuscript.

Funding: This work was funded by National Institutes of Health grants R01-AI124182, R01-AI143185,
and R01-AI149487 to H.A.

Institutional Review Board Statement: The animal study was reviewed and approved by the
Institutional Animal Care and Use Committee at The University of Pennsylvania (Protocol #: 803883).

Informed Consent Statement: Not applicable.

Data Availability Statement: No new data were created or analyzed in this study. Data sharing is
not applicable to this article.

Acknowledgments: We thank the FACS and confocal microscopy core facilities of the School of
Dental Medicine, University of Pennsylvania for data acquisition and analysis. We also thank the
Penn Genomics Analysis Core, University of Pennsylvania for generating MRGPRX2 Y279A mutant
in Tango plasmid. Moreover, we would like to thank Saptarshi Roy for generating HTLA-MRGPRX2
cells used in this study.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript;
or in the decision to publish the results.

References
1. Forsythe, P. Mast Cells in Neuroimmune Interactions. Trends Neurosci. 2019, 42, 43–55. [CrossRef] [PubMed]
2. Forsythe, P.; Bienenstock, J. The mast cell-nerve functional unit: A key component of physiologic and pathophysiologic responses.

Chem. Immunol. Allergy 2012, 98, 196–221. [CrossRef]
3. Green, D.P.; Limjunyawong, N.; Gour, N.; Pundir, P.; Dong, X. A Mast-Cell-Specific Receptor Mediates Neurogenic Inflammation

and Pain. Neuron 2019, 101, 412–420.e413. [CrossRef] [PubMed]
4. Serhan, N.; Basso, L.; Sibilano, R.; Petitfils, C.; Meixiong, J.; Bonnart, C.; Reber, L.L.; Marichal, T.; Starkl, P.; Cenac, N.; et al. House

dust mites activate nociceptor-mast cell clusters to drive type 2 skin inflammation. Nat. Immunol. 2019, 20, 1435–1443. [CrossRef]
5. Siiskonen, H.; Harvima, I. Mast Cells and Sensory Nerves Contribute to Neurogenic Inflammation and Pruritus in Chronic Skin

Inflammation. Front. Cell. Neurosci. 2019, 13, 422. [CrossRef] [PubMed]
6. Buhner, S.; Schemann, M. Mast cell-nerve axis with a focus on the human gut. Biochim. Biophys. Acta 2012, 1822, 85–92. [CrossRef]

[PubMed]
7. Meixiong, J.; Basso, L.; Dong, X.; Gaudenzio, N. Nociceptor-Mast Cell Sensory Clusters as Regulators of Skin Homeostasis. Trends

Neurosci. 2020, 43, 130–132. [CrossRef] [PubMed]
8. Sumpter, T.L.; Ho, C.H.; Pleet, A.R.; Tkacheva, O.A.; Shufesky, W.J.; Rojas-Canales, D.M.; Morelli, A.E.; Larregina, A.T. Autocrine

hemokinin-1 functions as an endogenous adjuvant for IgE-mediated mast cell inflammatory responses. J. Allergy Clin. Immunol.
2015, 135, 1019–1030. [CrossRef]

http://doi.org/10.1016/j.tins.2018.09.006
http://www.ncbi.nlm.nih.gov/pubmed/30293752
http://doi.org/10.1159/000336523
http://doi.org/10.1016/j.neuron.2019.01.012
http://www.ncbi.nlm.nih.gov/pubmed/30686732
http://doi.org/10.1038/s41590-019-0493-z
http://doi.org/10.3389/fncel.2019.00422
http://www.ncbi.nlm.nih.gov/pubmed/31619965
http://doi.org/10.1016/j.bbadis.2011.06.004
http://www.ncbi.nlm.nih.gov/pubmed/21704703
http://doi.org/10.1016/j.tins.2020.01.001
http://www.ncbi.nlm.nih.gov/pubmed/32014258
http://doi.org/10.1016/j.jaci.2014.07.036


Int. J. Mol. Sci. 2021, 22, 5318 13 of 14

9. Katritch, V.; Cherezov, V.; Stevens, R.C. Diversity and modularity of G protein-coupled receptor structures. Trends Pharmacol. Sci.
2012, 33, 17–27. [CrossRef]

10. Hilger, D.; Masureel, M.; Kobilka, B.K. Structure and dynamics of GPCR signaling complexes. Nat. Struct. Mol. Biol. 2018, 25,
4–12. [CrossRef]

11. Gurevich, V.V.; Gurevich, E.V. GPCR Signaling Regulation: The Role of GRKs and Arrestins. Front. Pharmacol. 2019, 10, 125.
[CrossRef] [PubMed]

12. Sente, A.; Peer, R.; Srivastava, A.; Baidya, M.; Lesk, A.M.; Balaji, S.; Shukla, A.K.; Babu, M.M.; Flock, T. Molecular mechanism of
modulating arrestin conformation by GPCR phosphorylation. Nat. Struct. Mol. Biol. 2018, 25, 538–545. [CrossRef] [PubMed]

13. Lefkowitz, R.J.; Whalen, E.J. beta-arrestins: Traffic cops of cell signaling. Curr. Opin. Cell Biol. 2004, 16, 162–168. [CrossRef]
[PubMed]

14. Tian, X.; Kang, D.S.; Benovic, J.L. β-arrestins and G protein-coupled receptor trafficking. Handb. Exp. Pharmacol. 2014, 219,
173–186. [CrossRef] [PubMed]

15. Shenoy, S.K.; Lefkowitz, R.J. β-Arrestin-mediated receptor trafficking and signal transduction. Trends Pharmacol. Sci. 2011, 32,
521–533. [CrossRef]

16. Smith, J.S.; Nicholson, L.T.; Suwanpradid, J.; Glenn, R.A.; Knape, N.M.; Alagesan, P.; Gundry, J.N.; Wehrman, T.S.; Atwater, A.R.;
Gunn, M.D.; et al. Biased agonists of the chemokine receptor CXCR3 differentially control chemotaxis and inflammation. Sci.
Signal. 2018, 11. [CrossRef]

17. Lefkowitz, R.J.; Shenoy, S.K. Transduction of receptor signals by beta-arrestins. Science 2005, 308, 512–517. [CrossRef]
18. Smith, J.S.; Lefkowitz, R.J.; Rajagopal, S. Biased signalling: From simple switches to allosteric microprocessors. Nat. Rev. Drug

Discov. 2018, 17, 243–260. [CrossRef]
19. Wootten, D.; Christopoulos, A.; Marti-Solano, M.; Babu, M.M.; Sexton, P.M. Mechanisms of signalling and biased agonism in G

protein-coupled receptors. Nat. Rev. Mol. Cell Biol. 2018, 19, 638–653. [CrossRef]
20. Roy, S.; Ganguly, A.; Haque, M.; Ali, H. Angiogenic Host Defense Peptide AG-30/5C and Bradykinin B(2) Receptor Antagonist

Icatibant Are G Protein Biased Agonists for MRGPRX2 in Mast Cells. J. Immunol. 2019, 202, 1229–1238. [CrossRef]
21. Babina, M.; Wang, Z.; Roy, S.; Guhl, S.; Franke, K.; Artuc, M.; Ali, H.; Zuberbier, T. MRGPRX2 Is the Codeine Receptor of

Human Skin Mast Cells: Desensitization through beta-Arrestin and Lack of Correlation with the FcepsilonRI Pathway. J. Investig.
Dermatol. 2020. [CrossRef]

22. Subramanian, H.; Gupta, K.; Guo, Q.; Price, R.; Ali, H. Mas-related gene X2 (MrgX2) is a novel G protein-coupled receptor for the
antimicrobial peptide LL-37 in human mast cells: Resistance to receptor phosphorylation, desensitization, and internalization.
J. Biol. Chem. 2011, 286, 44739–44749. [CrossRef]

23. Chen, E.; Chuang, L.S.; Giri, M.; Villaverde, N.; Hsu, N.Y.; Sabic, K.; Joshowitz, S.; Gettler, K.; Nayar, S.; Chai, Z.; et al. Inflamed
Ulcerative Colitis Regions Associated With MRGPRX2-Mediated Mast Cell Degranulation and Cell Activation Modules, Defining
a New Therapeutic Target. Gastroenterology 2021, 160, 1709–1724. [CrossRef] [PubMed]

24. Zhou, Q.; Yang, D.; Wu, M.; Guo, Y.; Guo, W.; Zhong, L.; Cai, X.; Dai, A.; Jang, W.; Shakhnovich, E.I.; et al. Common activation
mechanism of class A GPCRs. Elife 2019, 8. [CrossRef] [PubMed]

25. Lansu, K.; Karpiak, J.; Liu, J.; Huang, X.P.; McCorvy, J.D.; Kroeze, W.K.; Che, T.; Nagase, H.; Carroll, F.I.; Jin, J.; et al. In silico
design of novel probes for the atypical opioid receptor MRGPRX2. Nat. Chem. Biol. 2017, 13, 529–536. [CrossRef] [PubMed]

26. Reddy, V.B.; Graham, T.A.; Azimi, E.; Lerner, E.A. A single amino acid in MRGPRX2 necessary for binding and activation by
pruritogens. J. Allergy Clin. Immunol. 2017, 140, 1726–1728. [CrossRef]

27. Alkanfari, I.; Gupta, K.; Jahan, T.; Ali, H. Naturally Occurring Missense MRGPRX2 Variants Display Loss of Function Phenotype
for Mast Cell Degranulation in Response to Substance P, Hemokinin-1, Human β-Defensin-3, and Icatibant. J. Immunol. 2018, 201,
343–349. [CrossRef]

28. Chompunud Na Ayudhya, C.; Roy, S.; Alkanfari, I.; Ganguly, A.; Ali, H. Identification of Gain and Loss of Function Missense
Variants in MRGPRX2’s Transmembrane and Intracellular Domains for Mast Cell Activation by Substance P. Int. J. Mol. Sci. 2019,
20, 5247. [CrossRef]

29. Venkatakrishnan, A.J.; Deupi, X.; Lebon, G.; Heydenreich, F.M.; Flock, T.; Miljus, T.; Balaji, S.; Bouvier, M.; Veprintsev, D.B.; Tate,
C.G.; et al. Diverse activation pathways in class A GPCRs converge near the G-protein-coupling region. Nature 2016, 536, 484–487.
[CrossRef]

30. Yuan, S.; Filipek, S.; Palczewski, K.; Vogel, H. Activation of G-protein-coupled receptors correlates with the formation of a
continuous internal water pathway. Nat. Commun. 2014, 5, 4733. [CrossRef] [PubMed]

31. Kruse, A.C.; Ring, A.M.; Manglik, A.; Hu, J.; Hu, K.; Eitel, K.; Hübner, H.; Pardon, E.; Valant, C.; Sexton, P.M.; et al. Activation
and allosteric modulation of a muscarinic acetylcholine receptor. Nature 2013, 504, 101–106. [CrossRef] [PubMed]

32. Barak, L.S.; Tiberi, M.; Freedman, N.J.; Kwatra, M.M.; Lefkowitz, R.J.; Caron, M.G. A highly conserved tyrosine residue in G
protein-coupled receptors is required for agonist-mediated beta 2-adrenergic receptor sequestration. J. Biol. Chem. 1994, 269,
2790–2795. [CrossRef]

33. Kramer, H.K.; Andria, M.L.; Kushner, S.A.; Esposito, D.H.; Hiller, J.M.; Simon, E.J. Mutation of tyrosine 318 (Y318F) in the
delta-opioid receptor attenuates tyrosine phosphorylation, agonist-dependent receptor internalization, and mitogen-activated
protein kinase activation. Brain Res. Mol. Brain Res. 2000, 79, 55–66. [CrossRef]

http://doi.org/10.1016/j.tips.2011.09.003
http://doi.org/10.1038/s41594-017-0011-7
http://doi.org/10.3389/fphar.2019.00125
http://www.ncbi.nlm.nih.gov/pubmed/30837883
http://doi.org/10.1038/s41594-018-0071-3
http://www.ncbi.nlm.nih.gov/pubmed/29872229
http://doi.org/10.1016/j.ceb.2004.01.001
http://www.ncbi.nlm.nih.gov/pubmed/15196559
http://doi.org/10.1007/978-3-642-41199-1_9
http://www.ncbi.nlm.nih.gov/pubmed/24292830
http://doi.org/10.1016/j.tips.2011.05.002
http://doi.org/10.1126/scisignal.aaq1075
http://doi.org/10.1126/science.1109237
http://doi.org/10.1038/nrd.2017.229
http://doi.org/10.1038/s41580-018-0049-3
http://doi.org/10.4049/jimmunol.1801227
http://doi.org/10.1016/j.jid.2020.09.017
http://doi.org/10.1074/jbc.M111.277152
http://doi.org/10.1053/j.gastro.2020.12.076
http://www.ncbi.nlm.nih.gov/pubmed/33421512
http://doi.org/10.7554/eLife.50279
http://www.ncbi.nlm.nih.gov/pubmed/31855179
http://doi.org/10.1038/nchembio.2334
http://www.ncbi.nlm.nih.gov/pubmed/28288109
http://doi.org/10.1016/j.jaci.2017.05.046
http://doi.org/10.4049/jimmunol.1701793
http://doi.org/10.3390/ijms20215247
http://doi.org/10.1038/nature19107
http://doi.org/10.1038/ncomms5733
http://www.ncbi.nlm.nih.gov/pubmed/25203160
http://doi.org/10.1038/nature12735
http://www.ncbi.nlm.nih.gov/pubmed/24256733
http://doi.org/10.1016/S0021-9258(17)42012-6
http://doi.org/10.1016/S0169-328X(00)00097-8


Int. J. Mol. Sci. 2021, 22, 5318 14 of 14

34. He, R.; Browning, D.D.; Ye, R.D. Differential roles of the NPXXY motif in formyl peptide receptor signaling. J. Immunol. 2001, 166,
4099–4105. [CrossRef]

35. Böhm, S.K.; Khitin, L.M.; Smeekens, S.P.; Grady, E.F.; Payan, D.G.; Bunnett, N.W. Identification of potential tyrosine-containing
endocytic motifs in the carboxyl-tail and seventh transmembrane domain of the neurokinin 1 receptor. J. Biol. Chem. 1997, 272,
2363–2372. [CrossRef] [PubMed]

36. Violin, J.D.; Crombie, A.L.; Soergel, D.G.; Lark, M.W. Biased ligands at G-protein-coupled receptors: Promise and progress. Trends
Pharmacol. Sci. 2014, 35, 308–316. [CrossRef]

37. Lazki-Hagenbach, P.; Ali, H.; Sagi-Eisenberg, R. Authentic and Ectopically Expressed MRGPRX2 Elicit Similar Mechanisms to
Stimulate Degranulation of Mast Cells. Cells 2021, 10, 376. [CrossRef]

38. McNeil, B.D.; Pundir, P.; Meeker, S.; Han, L.; Undem, B.J.; Kulka, M.; Dong, X. Identification of a mast-cell-specific receptor crucial
for pseudo-allergic drug reactions. Nature 2015, 519, 237–241. [CrossRef]

39. Roy, S.; Gupta, K.; Ganguly, A.; Ali, H. beta-Arrestin2 expressed in mast cells regulates ciprofloxacin-induced pseudoallergy and
IgE-mediated anaphylaxis. J. Allergy Clin. Immunol. 2019, 144, 603–606. [CrossRef]

40. Gabilondo, A.M.; Krasel, C.; Lohse, M.J. Mutations of Tyr326 in the beta 2-adrenoceptor disrupt multiple receptor functions.
Eur. J. Pharmacol. 1996, 307, 243–250. [CrossRef]

41. Spillmann, M.; Thurner, L.; Romantini, N.; Zimmermann, M.; Meger, B.; Behe, M.; Waldhoer, M.; Schertler, G.F.X.; Berger, P. New
Insights into Arrestin Recruitment to GPCRs. Int. J. Mol. Sci. 2020, 21, 4949. [CrossRef]

42. Carrodus, N.L.; Teng, K.S.; Munro, K.M.; Kennedy, M.J.; Gunnersen, J.M. Differential labeling of cell-surface and internalized
proteins after antibody feeding of live cultured neurons. J. Vis. Exp. 2014, e51139. [CrossRef] [PubMed]

43. Meixiong, J.; Dong, X. Mas-Related G Protein-Coupled Receptors and the Biology of Itch Sensation. Annu. Rev. Genet. 2017, 51,
103–121. [CrossRef]

44. Ragnarsson, L.; Andersson, Å.; Thomas, W.G.; Lewis, R.J. Mutations in the NPxxY motif stabilize pharmacologically distinct
conformational states of the α(1B)- and β(2)-adrenoceptors. Sci. Signal. 2019, 12. [CrossRef] [PubMed]

45. Barak, L.S.; Ménard, L.; Ferguson, S.S.; Colapietro, A.M.; Caron, M.G. The conserved seven-transmembrane sequence NP(X)2,3Y
of the G-protein-coupled receptor superfamily regulates multiple properties of the beta 2-adrenergic receptor. Biochemistry 1995,
34, 15407–15414. [CrossRef] [PubMed]

46. Hunyady, L.; Bor, M.; Baukal, A.J.; Balla, T.; Catt, K.J. A conserved NPLFY sequence contributes to agonist binding and signal
transduction but is not an internalization signal for the type 1 angiotensin II receptor. J. Biol. Chem. 1995, 270, 16602–16609.
[CrossRef] [PubMed]

47. Laporte, S.A.; Servant, G.; Richard, D.E.; Escher, E.; Guillemette, G.; Leduc, R. The tyrosine within the NPXnY motif of the human
angiotensin II type 1 receptor is involved in mediating signal transduction but is not essential for internalization. Mol. Pharmacol.
1996, 49, 89–95. [PubMed]

48. Slice, L.W.; Wong, H.C.; Sternini, C.; Grady, E.F.; Bunnett, N.W.; Walsh, J.H. The conserved NPXnY motif present in the
gastrin-releasing peptide receptor is not a general sequestration sequence. J. Biol. Chem. 1994, 269, 21755–21761. [CrossRef]

49. Ali, H.; Richardson, R.M.; Tomhave, E.D.; DuBose, R.A.; Haribabu, B.; Snyderman, R. Regulation of stably transfected platelet
activating factor receptor in RBL-2H3 cells. Role of multiple G proteins and receptor phosphorylation. J. Biol. Chem. 1994, 269,
24557–24563. [CrossRef]

50. Subramanian, H.; Kashem, S.W.; Collington, S.J.; Qu, H.; Lambris, J.D.; Ali, H. PMX-53 as a dual CD88 antagonist and an agonist
for Mas-related gene 2 (MrgX2) in human mast cells. Mol. Pharmacol. 2011, 79, 1005–1013. [CrossRef]

51. Kroeze, W.K.; Sassano, M.F.; Huang, X.P.; Lansu, K.; McCorvy, J.D.; Giguère, P.M.; Sciaky, N.; Roth, B.L. PRESTO-Tango as an
open-source resource for interrogation of the druggable human GPCRome. Nat. Struct. Mol. Biol. 2015, 22, 362–369. [CrossRef]
[PubMed]

http://doi.org/10.4049/jimmunol.166.6.4099
http://doi.org/10.1074/jbc.272.4.2363
http://www.ncbi.nlm.nih.gov/pubmed/8999947
http://doi.org/10.1016/j.tips.2014.04.007
http://doi.org/10.3390/cells10020376
http://doi.org/10.1038/nature14022
http://doi.org/10.1016/j.jaci.2019.04.024
http://doi.org/10.1016/0014-2999(96)00247-6
http://doi.org/10.3390/ijms21144949
http://doi.org/10.3791/51139
http://www.ncbi.nlm.nih.gov/pubmed/24561550
http://doi.org/10.1146/annurev-genet-120116-024723
http://doi.org/10.1126/scisignal.aas9485
http://www.ncbi.nlm.nih.gov/pubmed/30862702
http://doi.org/10.1021/bi00047a003
http://www.ncbi.nlm.nih.gov/pubmed/7492540
http://doi.org/10.1074/jbc.270.28.16602
http://www.ncbi.nlm.nih.gov/pubmed/7622467
http://www.ncbi.nlm.nih.gov/pubmed/8569717
http://doi.org/10.1016/S0021-9258(17)31869-0
http://doi.org/10.1016/S0021-9258(17)31428-X
http://doi.org/10.1124/mol.111.071472
http://doi.org/10.1038/nsmb.3014
http://www.ncbi.nlm.nih.gov/pubmed/25895059

	Introduction 
	Results 
	SP Is a Balanced Agonist for MRGPRX2 
	SP-Induced -Arrestin Recruitment and MRGPRX2 Internalization Are G Protein-Independent 
	-Arrestin2 Regulates SP/MrgprB2-Mediated MC Degranulation 
	Mutation of a Highly Conserved Tyrosine Residue of MRGPRX2 (Y279A) Abolishes SP-Induced -Arrestin Recruitment 
	Tyrosine Residue in MRGPRX2 (Y279) Is Required for SP-Mediated Receptor Internalization 

	Discussion 
	Materials and Methods 
	Materials 
	Mice 
	Cell Culture 
	Generation of Cells Transiently Expressing WT MRGPRX2 and Its Variant 
	Receptor Expression and Internalization Using Flow Cytometry 
	Degranulation 
	Transcriptional Activation Following Arrestin Translocation (TANGO) Assay 
	-Arrestin Translocation by Live Imaging Confocal Microscopy 
	Receptor Trafficking Using Immunofluorescence Microscopy 
	Statistical Analysis 

	References

