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OPEN a ACCESS Sphingosine 1-phosphate (S1P) and FTY720-phosphate (FTYp) increased intracellular cal-
cium in cells expressing S1P1 mCherry-tagged receptors; the synthetic agonist was consid-
erably less potent. Activation of protein kinase C by phorbol myristate acetate (PMA) blocked
these effects. The three agents induced receptor phosphorylation and internalization, with
the action of FTYp being more intense. S1P+ receptor-Rab protein (GFP-tagged) interaction
was studied using FRET. The three agents were able to induce S1P; receptor-Rab5 in-
teraction, although with different time courses. S1P; receptor-Rab9 interaction was mainly
increased by the phorbol ester, whereas S1P4 receptor-Rab7 interaction was only increased
by FTYp and after a 30-min incubation. These actions were not observed using dominant
negative (GDP-bound) Rab protein mutants. The data suggested that the three agents in-
duce interaction with early endosomes, but that the natural agonist induced rapid receptor
recycling, whereas activation of protein kinase C favored interaction with late endosome
and slow recycling and FTYp triggered receptor interaction with vesicles associated with
proteasomal/lysosomal degradation. The ability of bisindolylmaleimide | and paroxetine to
block some of these actions suggested the activation of protein kinase C was associated
mainly with the action of PMA, whereas G protein-coupled receptor kinase (GRK) 2 (GRK2)
was involved in the action of the three agents.

Introduction

Sphingosine 1-phosphate (S1P) is a metabolite formed by the phosphorylation of sphingosine through the
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L roles in the pathogenesis of various diseases including cancer [5,6], fibrosis [6,7], and multiple sclerosis
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family of G protein-coupled receptors [13,14]. The S1P receptor family is composed of five accepted receptors denoted
as S1P_s, structurally related to lysophosphatidic acid receptors LPA;_3, and an additional receptor, S1Pg, related to
the purinergic G protein-coupled receptor subfamily [14,17].

The S1P; receptor was the first to be functionally characterized [18] and it is the best studied in the family; its
crystal structure has already been reported [19]. This receptor is mainly coupled to Gi/o [14] and amongst its most
important roles can be found the regulation of lymphocyte traffic [4,14,20]. S1P; receptors act as sensors and guide
lymphocyte migration from lymph nodes that contain low levels of S1P, to the blood, where its concentration is
higher; down-regulation or desensitization of S1P; receptors enables lymphocytes to migrate from the blood into
tissues, where the S1P concentration is also relatively low [4,20]. Desensitization of S1P; receptors and receptor an-
tagonists induce leukopenia [21], which has increased interest in academia and pharmaceutical industries, given the
therapeutic potential for the treatment of autoimmune diseases and other pathologies [22,23]. Fingolimod (FT'Y720)
is one of these agents and it has found its therapeutic niche in the treatment of relapsing multiples sclerosis; it has been
already approved for its use in humans in many countries [9]. To exert its action, the pro-drug, Fingolimod, must be
phosphorylated by sphingosine kinase 2, in order to generate the active agent, FT'Y720-phosphate (FTYp) [9]. The
therapeutic action of this agent appears to involve not only lymphocytes, but also the resident macrophages of the
central nervous system, microglia, and astrocytes [10,24]. Interestingly, FT Yp is not an antagonist, but an agonist that
targets S1P; receptors for internalization and degradation through complex processes. These appears to involve re-
ceptor phosphorylation by G protein-coupled receptor kinase (GRK) 2 (GRK2), interaction with (3-arrestins, clathrin,
the receptor internalization machinery, and the proteasome [25-29], which leads cells to a long-term S1P; receptor
down-regulation rendering them refractory to agonist action.

Nevertheless, information on the receptor’s internalization process is scarce. In particular, there is no information,
to our knowledge, on the role(s) of the different Rab proteins in internalization. Rab proteins comprise a large family
of more than 60 monomeric GTPases that interact with the cytoplasmic face of vesicles, favoring docking, fusion,
cargo exchange, and vesicle transport along the cytoskeleton; therefore, they are considered key elements in vesicular
transport [30-32]. In the present work, we comparatively studied the action of two agonists, SIP and FTYp, and
phorbol 12-myristate 13-acetate (PMA), a protein kinase C activator, on receptor phosphorylation and association
with Rab proteins. We focus particularly on the interaction with Rab5, Rab9, and Rab7. Rab5 is an essential regulator
of endocytosis, which localizes to the plasma membrane and the early endosome and mediates early membrane-fusion
processes [32,33]. Rab9 is mainly involved in cargo transport amongst early endosomes, late endosomes, and the
trans-Golgi network [32,34]. Rab7 appears to regulate intracellular trafficking of vesicular cargo from late endosomes
to lysosomes [32,35] and with the proteasome [36]. The possible role of GRK2 in these events was also tested by using
paroxetine, an antidepressant, which binds selectively to this kinase isoform compared with other GRKs, and which
inhibits its activity [37,38].

Experimental procedures

Materials

Dulbecco’s modified Eagle’s medium, trypsin, antibiotics, FBS, and other reagents used for cell culture were from
Gibco Life Technologies. S1P, PMA, bisindolylmaleimide I, DNA purification kits, and protease inhibitors were pur-
chased from Sigma Chemical Co. FTYp was obtained from Cayman Chemical. Paroxetine was a generous gift from
Psicopharma SA de CV (Mexico) (http://www.psicofarma.com.mx/). [**P]Pi (8500—9120 Ci/mmol) was obtained
from PerkinElmer Life Sciences. Agarose-coupled protein A was purchased from Millipore. Lipofectamine 2000 and
Fura 2-AM were obtained from Invitrogen. The plasmid for expression of the S1P; receptor fused to the mCherry
red fluorescent protein (a variant of the Discosoma sp. [mushroom anemone, disc anemone] red fluorescent pro-
tein (DsRed)) (plasmid Z2508-M56) was obtained from Genecopoeia. Enhanced GFP (eGFP)-tagged wild-type and
mutant Rab GTPases were generated by Dr Robert Lodge (Institut de Recherches Cliniques de Montréal, Montreal,
Canada) [39] and generously provided to us. A plasmid for expression of DsRed in Escherichia coli was generously
provided to us by Dr Stefan Jakobs (Max Planck Institute for Biophysical Chemistry, Goettingen, Germany), and the
protein was expressed and purified as described [40]. An anti-DsRed antiserum, suitable for Western blot analysis
and immunoprecipitation, was generated in our laboratory and it has been characterized [41-43]. Secondary anti-
bodies were from Zymed, nitrocellulose membranes from Bio-Rad, and chemiluminescence kits were purchased from
Pierce.
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Cell lines and transfections for stable and transient expression

HEK 293 cells (American Type Culture Collection) were cultured as described [41]. Transient co-expression was em-
ployed for FRET, as described later. For all the remaining experiments a cell line was generated as follows: cells were
cultured in 6-cm diameter Petri dishes and, when 70% confluence was reached, they were transfected with 1 pg of
plasmid for expression of the mCherry-tagged S1P; receptor, following the provider’s instructions. After 24 h, the
medium was changed to DMEM containing geneticin (300 pg/ml) for selection. Colonies were selected on the basis
of receptor expression (fluorescence microscopy) and 1 uM S1P-induced increases in intracellular calcium concentra-
tion; a clone with robust expression and response to S1P was employed for the experiments presented. To study the in-
teraction of S1P;—-mCherry receptors with eGFP-Rab proteins, using FRET, transfection for transient expression was
employed and it was performed essentially as described [41,42], In brief, a mixture containing 300 ng of each plasmid
for expression of the eGFP-tagged Rab proteins, and mCherry-tagged S1P; receptors was co-transfected employing
polyethyleneimine [44], cells were maintained in culture, and experiments were carried out 72 h post-transfection.

Intracellular calcium determinations

Intracellular calcium was quantitated essentially as previously described [34]. In brief, cells were serum-starved
overnight, loaded with 2.5 uM Fura-2/AM, for 1 h at 37°C, and then washed three-times to eliminate unincorpo-
rated dye. Fluorescence measurements were carried out at 340- and 380-nm excitation wavelengths and at 510-nm
emission wavelength, with a chopper interval set at 0.5 s, utilizing an AMINCO-Bowman Series 2 luminescence spec-
trometer. Intracellular calcium ([Ca®*]i) was calculated according to Grynkiewicz et al. [45].

Phosphorylation of mCherry-tagged S1P, receptors

The procedure was similar to those employed to study eGFP-tagged S1P; receptors [46]. Briefly, cells were maintained
for 1 h in phosphate-free medium without serum and then incubated in 1 ml of the same medium containing [**P]Pi
(100 uCi/ml) for 3 h at 37°C. Labeled cells were stimulated as indicated, washed with ice-cold PBS solution, and
solubilized with 0.5 ml of ice-cold buffer containing detergents, and protease and phosphatase inhibitors [46]. Cell
lysates were centrifuged at 12700 x g for 15 min at 4°C and supernatants were incubated overnight at 4°C with protein
A-agarose and anti-DsRed antiserum. After two washes, pellets containing the immune complexes were boiled for 5
min in SDS-sample buffer containing 10% (3-mercaptoethanol, and subsequently subjected to SDS/PAGE. The gels
were dried and the level of receptor phosphorylation was assessed with a Molecular Dynamics PhosphorImager and
ImageQuant software. Data fell within the linear range of detection of the apparatus and were plotted using Prism6
from GraphPad software. Parallel samples were employed to determine loading of immunoprecipitated receptors by
Western blotting, employing the anti-DsRed antiserum [41-43].

Confocal fluorescence microscopy

To study receptor internalization, cells were seeded at 60% confluence onto glass-bottomed Petri dishes coated with
poly-p-lysine and cultured for 48 h at 37°C in medium containing 10% serum, and further incubated for additional
3 h in media without serum. Cells were stimulated with the agents and for the times indicated and were then washed
with PBS solution, fixed with 4% paraformaldehyde in 0.1 M phosphate buffer, and then washed five times again with
PBS. Images of five to six independent experiments using different cell cultures were obtained employing a Fluoview
Confocal microscope model FV10i (Olympus, LD laser, 405 nm (18 mW), 473 nm (12.5 mW), 635 nm (10 mW),
559 nm) with a water-immersion objective (60 x ). The mCherry protein was excited at 580 nm and the fluorescence
emitted was detected at 610 nm. Fluorescence in both the plasma membrane region, and in intracellular vesicles
was determined. To achieve this, the plasma membrane region was delineated and marked using the differential
interference contrast image and fluorescence in plasma membrane and in intracellular regions was quantitated by
employing Image] software [47-49].

S1P, receptor-Rab protein interaction

Interaction was analyzed using FRET by means of the sensitized-emission method, employing a confocal microscope
equipped with an FV10i Olympus automated laser spectral scan, as described [42], with minor modifications. Expres-
sion of eGFP- and mCherry-tagged proteins was confirmed for each experiment. The eGFP protein was excited at
489 nm and the emitted fluorescence was detected at 510 nm, while the red fluorescent protein, mCherry, was excited
at 580 nm and the fluorescence emitted was detected at 610 nm, as previously indicated. For FRET channel analysis,
eGFP (but not mCherry) was excited and fluorescence was detected at 610 nm. The same images were employed to
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Figure 1. Effects of S1P, FTYp, and PMA on intracellular calcium concentration

Untransfected (wild-type, WT; (A)) or mCherry-tagged S1P receptor-expressing (S1P{-mCherry; (B)) HEK 293 cells were treated
with the indicated concentrations of S1P (closed circles, solid lines) or FTYp (open circles, dotted lines) and the maximal calcium
concentration was recorded. Plotted are the means with vertical lines indicating the S.E.M. of three (A) or five (B) experiments
performed with different cell cultures. All the remaining panels correspond to experiments using mCherry-tagged S1P4 receptor-
expressing cells. Representative calcium tracings obtained in responses to different concentrations of S1P (C) or FTYp (D). In (E),
cells were preincubated for 10 min in the absence or presence of 1 uM PMA and then challenged with 1 pM S1P or 10 uM FTYp.
Plotted are the means with vertical lines indicating the S.E.M. of eight experiments performed with different cell cultures. *P <0.001
compared with absence of PMA.

quantitate receptor internalization. The FRET index (that eliminates ‘bleed-through’ and ‘false’ FRET) was quanti-
tated utilizing Image] software and the ‘FRET and Co-localization Analyzer’ plug-in [50]. This plug-in functions with
8-bit images and allows supervised computation of the FRET index by means of a ‘pixel-by-pixel’ method.

Statistical analysis

Statistical analysis between comparable groups was performed using ANOVA with Bonferroni’s post-test and was
performed with the software included in the GraphPad Prism Program. In all statistical comparisons, P<0.05 was
considered significant.

Results

Intracellular calcium concentration

The effect of S1P and FTYp on the intracellular concentration of calcium was tested in untransfected (wild-type)
HEK 293 cells. HEK 293 cells are known to express S1P; receptors and other subtypes and also to generate S1P
in response to different stimuli through the activation and membrane association of sphingosine kinases [51,52].
As anticipated, both agonists were able to increase intracellular calcium (Figure 1A); in neither case did the
concentration-response curves reach saturation. This effect was also tested in the selected cell line transfected to sta-
bly express mCherry-tagged S1P; receptors. As can be observed (Figure 1B), in these cells the concentration-response
curve for S1P was clearly shifted to the left and saturation was observed in the range of 1-10 uM (ECs, value ~250
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nM); no clear saturation was observed with FTYp within the range of concentrations employed, and higher concen-
trations interfered with the intracellular calcium determinations (data not shown). Nevertheless, the data showed
that FT'Yp was less potent than S1P for this effect. In addition, the calcium traces also demonstrated that the action
of FT'Yp was not as rapid as that of the natural agonists and that the intracellular calcium concentration remained
relatively elevated for longer time periods in response to FTYp (compare Figure 1C and D). The effect of both agonists
was blocked by preincubation with the PKC activator, PMA (Figure 1E).

S1P, receptor phosphorylation

Phosphorylation of this receptor takes places in response to receptor stimulation and the activation of PKC, and
appears to be associated with receptor desensitization [46]. In agreement with this, it was observed that S1P, FT Yp, and
PMA increase S1P; phosphorylation (Figure 2). The time course of this effect for 1 uM S1P (panel A) and 10 uM FTYp
(panel B), as well as the comparative effects of 1 uM S1P, 10 uM FTYp, and 1 uM PMA on receptor phosphorylation
(15 min incubation) are presented in Figure 2 (incubation time and agent concentrations were defined in preliminary
experiments and previous findings using eGFP-tagged S1P; receptors [46]). S1P; receptor phosphorylation was rapid
in response to 1 uM S1P, reaching a near-maximal effect at 2-5 min; the action of 10 pM FT'Yp was similar but of
a smaller magnitude, reaching near-maximal receptor phosphorylation at 5-10 min (Figure 2A,B). It was previously
shown that PMA-induced receptor desensitization and phosphorylation is mainly due to the activation of classical
PKC o and f3 isoforms [46], whereas S1P-induced receptor phosphorylation occurs through a different process likely
involving GRKs [27,46]. Consistent with this, the PKC inhibitor, bisindolylmaleimide I [53], clearly decreased the
action of PMA, but did not alter baseline receptor phosphorylation or the effects of the agonists S1P and FTYp (Figure
2D).

S1P, receptor subcellular localization

This aspect was studied next. It can be observed that, under baseline conditions, a large proportion of the receptor’s
fluorescence delineated the plasma membrane; some fluorescence was also present in intracellular vesicles (Figure
3). Incubation with S1P, FTYp, or PMA for only 5 min clearly increased receptor internalization, as evidenced by
decreased fluorescence at the level of the plasma membrane and a concomitant marked increase in intracellular fluo-
rescence (Figure 3A-C). Interestingly, the intracellular fluorescence accumulation was more intense with the synthetic
agonist, FTYp, at 30 min of incubation (Figure 3).

S1P, receptor-Rab protein interactions

FRET was employed to analyze S1P, receptor-Rab protein interactions. Transient co-transfection with plasmids for
expression of mCherry-tagged receptor and eGFP-tagged Rab proteins was performed 72 h before the experiment; ex-
pression of the proteins was confirmed by confocal microscopy. Data are presented in Figure 4 histograms and repre-
sentative images are exhibited in Supplementary Figures S1-S9. The time course of S1P action on S1P; receptor-Rab5
interaction is presented in Figure 4A and in Supplementary Figure S1. It can be observed that Rab5 is distributed along
the cytoplasm during the whole time course, whereas the S1P; receptor is mainly plasma membrane-located before
stimulation and internalizes in response to the agonist in a time-dependent fashion (Supplementary Figure S1). The
FRET images reveal the fluorescence observed with eGFP excitation (but without mCherry excitation) and recording
in the red channel; FRET INDEX images represent the remaining FRET after the elimination of false FRET using the
pixel-by-pixel analysis of the Image] program. As it can be observed, S1P induced FRET at 3, 5, and 15 min and this
essentially vanished at 30 min. The FTYp effect on S1P; receptor-Rab5 interaction was more rapid, being maximal
at 2 min and progressively decreasing at later times (Figure 4B and Supplementary Figure S2). The PMA effect on
S1P; receptor-Rab5 interaction was similar to that of S1P, but the interaction persisted after 30 min (Figure 4C and
Supplementary Figure S3). SIP induced a modest S1P; receptor-Rab9 interaction that was clear at 5 min (Figure 4D
and Supplementary Figure S4) and no effect of FT'Yp was detected on the receptor’s interaction with Rab9 (Figure 4E
and Supplementary Figure S5). In contrast, PMA triggered S1P; receptor-Rab9 interaction that was clear during the
initial stimulation (2-5 min), vanished at 15 min but reappeared at 30 min (Figure 4F and Supplementary Figure S6).
Essentially, no FRET due to S1P; receptor-Rab7 interaction was observed under the action of S1P (Figure 4G and
Supplementary Figure S7) or PMA (Figure 41 and Supplementary Figure S9) but, in contrast, FTYp induced a rapid
small increase at 2 min and a stronger one at 30 min (Figure 4H and Supplementary Figure S8). In experiments uti-
lizing the GDP-bound (inactive) dominant-negative mutants of these Rab proteins, the effects described previously
were not observed (Supplementary Figure S10).
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Figure 2. Effects of S1P, FTYp, and PMA on S1P, receptor phosphorylation
Cells expressing mCherry-tagged S1P¢ receptors were incubated as indicated under ‘Experimental procedures’ section to study
receptor phosphorylation and were challenged for the times indicated with 1 uM S1P (closed circles, (A), n =9) or 10 uM FTYp
(open circles, (B), n =10). Plotted are the means with vertical lines indicating the S.E.M of the mentioned number (n) of independent
experiments using different cell cultures. In (C), cells were challenged for 15 min with 1 uM S1P, 10 uM FTYp, or 1 uM PMA.
Plotted are the means with vertical lines indicating the S.E.M. of six experiments performed with different cell cultures. *P <0.001
compared with Baseline (B). **P <0.01 compared with Baseline (B). In (D), cells were preincubated for 30 min in the absence (—)
or presence (+) of 1 uM bisindolylmaleimide | (BIM) and challenged as described for (C). Plotted are the means with vertical lines
indicating the S.E.M. of five experiments performed with different cell cultures. “P <0.01 compared with preincubation without BIM.
A representative autoradiograph (32P) and a Western blot are presented above each histogram.
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Figure 3. Effects of S1P, FTYp, and PMA on S1P4 receptor internalization

Cells expressing mCherry-tagged S1P4 receptors were challenged for 5 or 30 min with 1 uM S1P, 10 uM FTYp, or 1 uM PMA.
Membrane (A) or intracellular (B) fluorescence values were determined and normalized to those observed in the absence of stimulus
((B) Baseline; 100%). Plotted are the means with vertical lines indicating the S.E.M of 24-30 samples resulting from four or five
independent experiments, in which six different images were obtained from each of these. “*P <0.001 compared with Baseline (B).
Representative images are presented in (C). Bars 10 um.

On the possible role of GRK2

This was studied by using paroxetine, an antidepressant (a serotonin-uptake inhibitor) that has been found to
bind and inhibit GRK2 [37,38,54]. We have previously observed that paroxetine markedly blocks agonist-mediated
ap-adrenergic phosphorylation and also diminishes the effect of PMA on this parameter [55]. Consistent with this,
we observed that preincubation with the antidepressant nearly blocked S1P- and FTYp-mediated S1P; receptor phos-
phorylation, and also partially diminished PMA-induced action (Figure 5). Similarly, preincubation with paroxe-
tine markedly reduced S1P-, FTYp-, and PMA-induced S1P; receptor internalization (Figure 6), i.e. in cells preincu-
bated with the antidepressant, the agonist- and PMA-induced decreases in fluorescent plasma membrane delineation
was essentially blocked (panels A,C) and the increase in intracellular fluorescence induced by these agents was also
markedly reduced (panels B,C). It is noteworthy that preincubation with paroxetine induced cellular contraction as
evidenced by marked roundness (Figure 6C). Paroxetine-induced decreases were estimated by determining the cells’
major axes and their areas (Supplementary Figure S11A,B, respectively).

The effect of paroxetine on the previously described S1P; receptor-Rab protein associations was studied. It was
observed that paroxetine essentially abolished all of these effects; i.e. it blocked S1P-, FTYp-, and PMA-induced in-
teraction with Rab5 (Figure 7A and Supplementary Figure S12); the actions of S1P and PMA on receptor-Rab9
association (Figure 7B and Supplementary Figure S13); and FTYp-induced association with Rab7 (Figure 7C and
Supplementary Figure S14).

Discussion

The actions of two agonists, SIP and FTYp, and an activator of PKC, PMA, on the function and subcellular local-
ization of S1P; receptors were studied. Our data indicated that the actions of the two agonists differ, i.e. FT'Yp was
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Figure 4. Effects of S1P, FTYp, and PMA on S1P4 receptor-Rab protein interaction

HEK 293 cells were co-transfected with plasmids for transient expression of mCherry-tagged S1P4 receptors and eGFP-tagged
Rab proteins as described under ‘Experimental procedures’ section, and FRET was used as an index of protein—protein interaction.
Cells were challenged for the times indicated with 1 uM S1P ((A) [Rab5], (D) [Rab9], and (G) [Rab7]), 10 uM FTYp ((B) [Rab5], (E)
[Rab9], and (H) [Rab7]), or 1 uM PMA ((C) [Rab¥5], (F) [Rab9], and () [Rab7]). FRET values were determined and normalized to those
observed in the absence of stimulus (Time 0, Baseline; 100%). Plotted are the means with vertical lines indicating the S.E.M of
24-30 samples resulting from four or five independent experiments, in which six different images were obtained in each of these.
*P <0.005 compared with Baseline, **P <0.01 compared with Baseline, ***P <0.05 compared with Baseline.

less potent than SIP in increasing intracellular calcium and the S1P; receptor phosphorylation induced by the syn-
thetic agonist was also less intense than that induced by S1P. In contrast, agonist-induced receptor internalization
was more marked with FTYp than with S1P, particularly at 30 min. Consistent with previous data, PMA blocked
the agonist-induced calcium response and induced receptor phosphorylation [27,46]. It has been elegantly shown
by Kirchhausen et al. that S1P- and FTYp-mediated internalization of S1P; receptors involves the clathrin-mediated
pathway [29]. Previously, Oo et al. [26] observed that FT Yp was much more potent and effective than S1P in inducing
receptor degradation. This is consistent with the idea that FTYp is an agonist but that it behaves as a functional an-
tagonist, by virtue of its ability to induce receptor desensitization, internalization, and degradation/down-regulation
[9,10,28]; in fact, FTYp could be considered as an agent with a clear bias toward receptor internalization/degradation
(i. e., a biased agonist) [56].

A major interest of our work was to study comparatively the roles of Rab proteins in receptor internalization. As
indicated before, Rab proteins are a large family of proteins, constituted by more than 60 members with different func-
tions in vesicular traffic [30-32]; our work focussed on receptor internalization, and receptor interaction with only
three of them was studied, i.e., Rab5, Rab9, and Rab7. Rab5 localizes to the plasma membrane and early endosomes
[32,33], whereas Rab9 is involved in cargo transport amongst early endosomes, late endosomes, and the trans-Golgi
network [32,34] and Rab7 that regulates vesicular cargo from late endosomes to lysosomes [32,35] and the protea-
some [36]. In a previous work from our laboratory, we observed that agonist- (i.e. noradrenaline) and PMA-induced
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Figure 5. Effect of paroxetine on S1P-, FTYp-, and PMA-induced S1P4 receptor phosphorylation

Cells expressing mCherry-tagged S1P¢ receptors were incubated as indicated under ‘Experimental procedures’ section to study
receptor phosphorylation. Cells were preincubated in the absence (—) or presence of 100 uM paroxetine (+, Par) and then challenged
for 15 min with 1 uM S1P, 10 uM FTYp, or 1 uM PMA. Plotted are the means with vertical lines indicating the S.E.M of six independent
experiments, using different cell cultures. *P <0.001 compared with Baseline (B); **P <0.001 compared with absence of paroxetine;
“*P 0,05 compared with absence of paroxetine. A representative autoradiograph (*2P) and a Western blot are presented above
the histogram.

oy p-adrenoceptor internalization involved different Rab proteins [41,42]. Both stimuli were capable of inducing re-
ceptor phosphorylation, but noradrenaline-activated «;5-adrenoceptors mainly interacted with proteins present in
early endosomes, such as early endosomes antigen 1, Rab5, Rab4, and Rab11 but not with late endosome markers,
such as Rab 9 and Rab 7 [41,42]. In contrast, activation of a non-adrenergic receptor (such as S1P receptors) or direct
activation of PKC (heterologous desensitization in both cases) induced a relatively small and brief adrenoceptor-Rab5
interaction, a more pronounced and sustained one with Rab9, and some interaction with Rab7 [41,42]. Our present
results with the S1P; receptors showed some similarities, but also some differences, with the pattern observed for the
& p-adrenoceptors, and indicate that the findings cannot be generalized to different GPCRs.

In the present work, the patterns of S1P; receptor-Rab protein interaction, induced by the natural agonist, S1P
(homologous desensitization) and PMA (heterologous desensitization) demonstrated some similarities. Both S1P
and PMA, trigger receptor interaction with Rab5 (a marker of early endosomes) and even PMA action was more
sustained. None of these stimuli induced any increase in S1P; receptor-Rab7 interaction, as reflected by FRET. Similar
to what was observed with the x;p-adrenoceptors [41,42], activation of PKC by PMA induced a stronger and more
sustained interaction of Rab9 with the S1P; receptor. A possible interpretation of these data is that the natural agonist,
S1P, promotes S1P; receptor—Rab5 interaction, triggering rapid endocytosis, and recycling through early endosomes.
PMA also appears to induce this, but also promoted receptor interaction with Rab9, suggesting interaction with late
endosomes and a slower recycling.

FTYp-induced S1P; receptor-Rab protein interactions differed from those observed with the other agents. This
is interesting for several reasons. Amongst them, the data underscore the ability of the cell machinery to ‘sense” and
process when a receptor is activated by different agonists or modulated by a protein kinase. Additionally, the thera-
peutic value of FTYp is due to its ability to induce S1P; internalization and degradation [25-28]. Under the action
of the synthetic agonist, the S1P; receptor exhibited a very strong and rapid interaction with Rab5, which decreased
after 2 min but that remained above baseline up to 30 min. FTYp did not induce any increase in S1P; receptor-Rab9
interaction but, in contrast with the other agents, markedly increased receptor-Rab7 FRET at 30 min of incuba-
tion. Rab7 participates in the intracellular trafficking of vesicular cargo from late endosomes to lysosomes and to the
proteasome [32,35,36]. Our data are in agreement with those of Oo et al. [25,26] who reported that FTYp-induced
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Figure 6. Effect of paroxetine on S1P-, FTYp-, and PMA-induced S1P4 receptor internalization

Cells expressing mCherry-tagged S1P receptors were preincubated for 30 min with 100 uM paroxetine and then challenged
for 5 min with 1 uM S1P, 10 uM FTYp, or 1 uM PMA. Membrane (A) or intracellular (B) fluorescence values were determined and
normalized to those observed in the absence of stimulus (B, Baseline; 100%). Plotted are the means with vertical lines indicating the
S.E.M of 30 samples resulting from five independent experiments, in which six different images were obtained from each of these.
*P <0.001 compared with Baseline (B); *“P <0.001 compared with absence of paroxetine. Representative images are presented in
(C). Bars 10 pum.

phosphorylation, ubiquitination, internalization, and proteasomal degradation of S1P; receptors. It should be men-
tioned that some differences exist between the data of Oo et al. [25,26] and ours, i.e. those authors observed some
receptor degradation at 30 min, but we were unable to detect receptor degradation at this time (see Western blots).
In their experiments, receptor degradation was much more clearly observed at much longer incubation times (4
and 8 h) [25,26]. Such a difference could be attributed to several factors including different receptor constructions
(eGFP-tagged compared with mCherry-tagged receptors) or levels of receptor expression, to mention a few; in fact
these authors observed a more dramatic effect in vascular endothelial cells than in HEK 293 [26]. In our experiments
we employed a higher concentration of FTYp (10 uM as compared with 100 nM [25,26]) on the basis of data ob-
tained in studies on intracellular calcium concentration and receptor phosphorylation. It should be noted that Rab7
was previously associated with internalization and degradation of other GPCRs such as the k-opioid receptors [57],
platelet-activating factor receptors [58], and angiotensin II AT, receptors [59,60], amongst others. Similarly, Rab7
participates in the degradation of receptor tyrosine kinases, such as the epidermal growth factor receptors [61,62]
and the vascular endothelial growth factor receptor 2 [63,64].

It has been observed that receptor tyrosine kinases and G protein-coupled receptors can form complexes and signal
jointly [5,65-69]. A complex between the platelet-derived growth factor 3 receptor and the S1P; has been observed
to have functional relevance particularly in modulating the mitogen-activated protein kinase pathway [66,67]. Inter-
estingly, an S1P; inverse agonist (SB649146) is capable of reducing endocytosis of the platelet-derived growth factor
(3 receptor-S1P; receptor complexes and the stimulation of p42/p44 MAPK and cell migration in response to the
peptide growth factor [67]. It has also been observed that FT'Y720 inhibits platelet-derived growth factor 3 receptor
action by decreasing the plasma membrane level of S1P; [68,69].

As indicated, the antidepressant, paroxetine, directly binds and inhibits GRK2 [37,38]. In our experiments, this
agent was able to block the S1P; receptor phosphorylation induced by S1P, FTYp and also to markedly reduce that
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Figure 7. Effect of paroxetine on S1P-, FTYp-, and PMA-induced S1P4 receptor-Rab protein interaction

HEK 293 cells were co-transfected with plasmids for transient expression of mCherry-tagged S1P¢ receptors and eGFP-tagged
Rab proteins as described under ‘Experimental procedures’ section and FRET was used as an index of protein—protein interaction.
Cells were preincubated for 30 min in the absence of any agent or presence of 100 uM paroxetine and then challenged with 1
uM S1P, 10 uM FTYp, or 1 uM PMA, as indicated, and for the following times: (a) 3 min, (A) [Rab5]; (b) 5 min, (B) [Rab9]; and (c)
30 min, (C) [Rab7]. FRET values were determined and normalized to those observed in the absence of stimulus (Time 0, Baseline;
100%). Plotted are the means with vertical lines indicating the S.E.M of 24-30 samples resulting from four or five independent
experiments, in which six different images were obtained in each of them. *P <0.005 compared with Baseline, **P <0.01 compared
with Baseline, **P <0.05 compared with Baseline; P <0.001 compared with absence of paroxetine; 2P <0.05 compared with
absence of paroxetine.

induced by PMA. Paroxetine also blocked receptor internalization and its interaction with Rab proteins. This is con-
sistent with a major role of GRK2 in all these actions. We previously showed a similar action of the antidepressant on
a;p-adrenoceptors, i.e. paroxetine blocked agonist (noradrenaline)-induced receptor phosphorylation and internal-
ization and also clearly reduced the actions of PMA [55]. The actions of paroxetine were mimicked by the expression
of a GRK2 dominant-negative mutant [55]. It is known that PKC can phosphorylate and activate GRK2 [70,71]. This
suggests that cross-talk between these protein kinases might participate in the observed effects and might explain the
action of paroxetine on PMA-mediated effects.

Although receptor phosphorylation appears to be a very early event, it is becoming clear that the sole changes
in the bulk and charge that phosphorylation causes do not fully explain the changes in subcellular location or their
functional consequences. The specific sites that are modified appear to be crucial. There is evidence indicating that
the type of cells in which the receptors are expressed (possibly reflecting the repertoire of proteins available in a given
cell or tissue) and the stimuli (conformational changes, protein interactions, or modifications in response to different
ligands) to which cells are subjected are crucial for defining the phosphorylation pattern and its consequences; this
has been denominated the ‘phosphorylation bar-code hypothesis’ [72-78].

S1P; receptor phosphorylation has been studied by different groups and some specific sites have already been de-
tected, as have the protein kinases involved [27,79]. Thus, it has been observed that Akt/PKB associates with and
phosphorylates residue T236 at the third intracellular domain of the S1P; receptor [79]; this residue does not appear
to participate in Gi-mediated signaling, but it is indispensable for Rac activation, cortical actin assembly, chemo-
taxis, and angiogenesis [79]. In an elegant study, Watterson et al. [27] showed that PMA and S1P were able to induce
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S1P; receptor phosphorylation through different mechanisms, involving different protein kinases and different re-
ceptor target sites. In these experiments, S1P-induced receptor phosphorylation was essentially insensitive to PKC
inhibition and GRK2 was able to phosphorylate S1P; receptors in vitro [27]. In addition, these authors observed that
truncation of the last 32 amino acids of the carboxyl terminus abolished PMA- and S1P-induced phosphorylation,
but that deletion of only the last 12 amino acids diminished S1P-mediated receptor phosphorylation without affecting
the action of PMA [27]. The role of GRK2 in S1P; receptor desensitization was also demonstrated by Arnon et al.
[28], who additionally showed that such action of the protein kinase is required in lymphocytes to overcome their
attraction to the high concentrations of S1P present in blood. It has also been shown that cells expressing a S1P,
receptor mutant, in which the serines in a serine-rich domain (351-359; SRSKSDNSS) were changed into alanines,
are resistant to phosphorylation and FTYp-induced degradation [26]. Mice expressing this phosphorylation resistant
receptor developed a more severe experimental encephalomyelitis than control mice [26]. Phosphorylation of S1P;
receptor residues S336, S351, and S353, was detected by MS in HEK 293 cells overexpressing this receptor, and such
phosphorylation increased after incubation with FTYp [25]. p-S1P; receptor residue S353 has been detected in au-
topsy brain samples obtained from patients with multiple sclerosis, which suggested a possible role of this residue in
the pathogenesis of this disease [80]. It has also been reported tha tyrosine phosphorylation of S1P; receptors (Y143)
takes place in cells in response to S1P and that such phosphorylation regulates receptor’s membrane expression [81];
similarly, a desensitization motif (T371, S374 and S375), whose phosphorylation controls lymphocyte’s attraction to
S1P has been reported [28].

Despite this wealth of information, it is currently unknown the manner in which the intracellular machinery differ-
entiates the action of FTYp from that of the natural agonist, leading S1P; receptors to degradation (down-regulation)
rendering the cells unresponsive to this bioactive lipid. It is noteworthy that phosphorylation is not the sole
post-translational modification that has been detected in S1P; receptors; other covalent modifications include the
following: sulphation of its extracellular amino-terminal tyrosines [82], and palmitoylation of three cysteines [83]
and ubiquitination of four lysine residues [25,26], both at the carboxyl terminus. Modification of these lysines (K to R
substitutions) also blocked receptor degradation, but not internalization, and it has been shown that phosphorylation
precedes ubiquitination [25]. The differential receptor-Rab protein interaction adds information to this subject and
might help to elucidate this question. Finally, our data suggest that caution should be exercised when patients are
treated with Fingolimod (or related agents) and paroxetine.

Acknowledgements

We thank Psicopharma SA de CV (México) for the generous gift of paroxetine and Dr Edith Zarate, Head of Academic Relations
and Collaborations of this industry, for her kind help. The advice and technical support of Dr Rocio Alcantara-Hernandez, Dr
Héctor Malagon, Dr Claudia Rivera, Dr Fernando Garcia, Dr Claudia Gonzalez-Espinosa, Alfredo Ibarra, Juan Barbosa, and Au-
rey Hernandez is gratefully acknowledged. The authors also thank Mrs. Margaret Brunner, for editorial/style corrections.

Competing interests
The authors declare that there are no competing interests associated with the manuscript.

Funding

This work was partially supported by the Consejo Nacional de Ciencia y Tecnologia (CONACYT) [grant numbers 253156,
FDC-882]; the Direccion General de Personal Académico-UNAM (PAPIIT) [grant number IN200915]; J.C.M.-M. is a Doctoral stu-
dent from Programa de Doctorado en Ciencias Biogquimicas of Universidad Nacional Auténoma de México. CONACyYT provided a
Doctoral Fellowship [grant number CVU: 663139 (to J.C.M.-M.)].

Author contribution

Conceived and designed the experiments: J.C.M.-M., G.R.-C., and J.A.G.-S. Performed the experiments: J.C.M.-M. and
M.T.R.-A. Analyzed the data: J.C.M.-M., M.T.R.-A., and J.A.G.-S. Wrote the paper: J.C.M.-M., G.R.-C., and J.A.G.-S. All authors
reviewed and approved the final manuscript.

Abbreviations
DsRed, Discosoma sp. red fluorescent protein; eGFP, enhanced GFP; FTY720, Fingolimod; FTYp, FTY720-phosphate; GRK, G
protein-coupled receptor kinase; S1P, sphingosine 1-phosphate.

12 (© 2018 The Author(s). This is an open access article published by Portland Press Limited on behalf of the Biochemical Society and distributed under the Creative Commons
Attribution License 4.0 (CC BY).



Bioscience Reports (2018) 38 BSR20181612
https://doi.org/10.1042/BSR20181612

References

1 Saba, J.D. (2004) Lysophospholipids in development: Miles apart and edging. J. Cell. Biochem. 92, 967-992, https://doi.org/10.1002/jch.20128

2 Ishii, M. and Kikuta, J. (2013) Sphingosine-1-phosphate signaling controlling osteoclasts and bone homeostasis. Biochim. Biophys. Acta 1831,
223-227, https://doi.org/10.1016/j.bbalip.2012.06.002

3 Takuwa, Y., Okamoto, Y., Yoshioka, K. and Takuwa, N. (2008) Sphingosine-1-phosphate signaling and biological activities in the cardiovascular system.
Biochim. Biophys. Acta 1781, 483488, https://doi.org/10.1016/j.bbalip.2008.04.003

4 Rivera, J., Proia, R.L. and Olivera, A. (2008) The alliance of sphingosine-1-phosphate and its receptors in immunity. Nat. Rev. Immunol. 8, 753763,
https://doi.org/10.1038/nri2400

5 Pyne, N.J. and Pyne, S. (2010) Sphingosine 1-phosphate and cancer. Nat. Rev. Cancer. 10, 489-503, https://doi.org/10.1038/nrc2875

6 Graler, M.H. (2010) Targeting sphingosine 1-phosphate (S1P) levels and S1P receptor functions for therapeutic immune interventions. Cell. Physiol.
Biochem. 26, 79-86, https://doi.org/10.1159/000315108

7 Takuwa, Y., Ikeda, H., Okamoto, Y., Takuwa, N. and Yoshioka, K. (2013) Sphingosine-1-phosphate as a mediator involved in development of fibrotic
diseases. Biochim. Biophys. Acta 1831, 185-192, https://doi.org/10.1016/j.bbalip.2012.06.008

8 Noguchi, K. and Chun, J. (2011) Roles for lysophospholipid S1P receptors in multiple sclerosis. Crit. Rev. Biochem. Mol. Biol. 46, 2—10,
https://doi.org/10.3109/10409238.2010.522975

9 Brinkmann, V., Billich, A., Baumruker, T., Heining, P., Schmouder, R., Francis, G. et al. (2010) Fingolimod (FTY720): discovery and development of an oral
drug to treat multiple sclerosis. Nat. Rev. Drug Discov. 9, 883-897, https://doi.org/10.1038/nrd3248

10 Choi, J.W., Gardell, S.E., Herr, D.R., Rivera, R., Lee, C.W., Noguchi, K. et al. (2011) FTY720 (fingolimod) efficacy in an animal model of multiple sclerosis
requires astrocyte sphingosine 1-phosphate receptor 1 (S1P1) modulation. Proc. Natl. Acad. Sci. U.S.A. 108, 751-756,
https://doi.org/10.1073/pnas.1014154108

11 Alvarez, S.E., Milstien, S. and Spiegel, S. (2007) Autocrine and paracrine roles of sphingosine-1-phosphate. Trends Endocrinol. Metab. 18, 300-307,
https://doi.org/10.1016/j.tem.2007.07.005

12 Choi, J.W., Lee, C.W. and Chun, J. (2008) Biological roles of lysophospholipid receptors revealed by genetic null mice: an update. Biochim. Biophys.
Acta1781, 531-539, https://doi.org/10.1016/j.bbalip.2008.03.004

13 Chun, J., Hla, T., Lynch, K.R., Spiegel, S. and Moolenaar, W.H. (2010) International Union of Basic and Clinical Pharmacology. LXXVIIl. Lysophospholipid
receptor nomenclature. Pharmacol. Rev. 62, 579-587, https://doi.org/10.1124/pr.110.003111

14 Kihara, Y., Maceyka, M., Spiegel, S. and Chun, J. (2014) Lysophospholipid receptor nomenclature review: IUPHAR Review 8. Br. J. Pharmacol. 171,
3575-3594, https://doi.org/10.1111/bph.12678

15 Spiegel, S. and Milstien, S. (2002) Sphingosine 1-phosphate, a key cell signaling molecule. J. Biol. Chem. 277, 25851-25854,
https://doi.org/10.1074/jbc.R200007200

16 Xiang, S.Y., Dusaban, S.S. and Brown, J.H. (2013) Lysophospholipid receptor activation of RhoA and lipid signaling pathways. Biochim. Biophys. Acta
1831, 213-222, https://doi.org/10.1016/j.bbalip.2012.09.004

17 Chun, J., Hla, T., Moolenaar, W.H., Spiegel, S., Yung, Y.C. and Mpamhanga, C.P. (2018) IUPHAR/BPS guide to pharmacology. /UPHAR,
http://www.iuphar-db.org/DATABASE/FamilyMenuForward?familyld=36

18 Lee, M.J., Van Brocklyn, J.R., Thangada, S., Liu, C.H., Hand, A.R., Menzeleev, R. et al. (1998) Sphingosine-1-phosphate as a ligand for the G
protein-coupled receptor EDG-1. Science 279, 1552—1555, https://doi.org/10.1126/science.279.5356.1552

19 Hanson, M.A., Roth, C.B., Jo, E., Griffith, M.T., Scott, F.L., Reinhart, G. et al. (2012) Crystal structure of a lipid G protein-coupled receptor. Science 335,
851-855, https://doi.org/10.1126/science.1215904

20 Schwab, S.R. and Cyster, J.G. (2007) Finding a way out: lymphocyte egress from lymphoid organs. Nat. Immunol. 8, 1295-1301,
https://doi.org/10.1038/ni1545

21 Tarrason, G., Auli, M., Mustafa, S., Dolgachev, V., Domenech, M.T., Prats, N. et al. (2011) The sphingosine-1-phosphate receptor-1 antagonist, W146,
causes early and short-lasting peripheral blood lymphopenia in mice. Int. Immunopharmacol. 11, 1773-1779,
https://doi.org/10.1016/j.intimp.2011.07.004

22 Dyckman, A.J. (2017) Modulators of sphingosine-1-phosphate pathway biology: recent advances of sphingosine-1-phosphate Receptor 1 (S1P1)
agonists and future perspectives. J. Med. Chem. 60, 5267-5289, https://doi.org/10.1021/acs.jmedchem.6b01575

23 Im, D.S. (2010) Pharmacological tools for lysophospholipid GPCRs: development of agonists and antagonists for LPA and S1P receptors. Acta
Pharmacol. Sin. 31, 1213-1222, https://doi.org/10.1038/aps.2010.135

24 Jackson, S.J., Giovannoni, G. and Baker, D. (2011) Fingolimod modulates microglial activation to augment markers of remyelination. J. Neuroinflam. 8,
76, https://doi.org/10.1186/1742-2094-8-76

25 0o, M.L., Chang, S.H., Thangada, S., Wu, M.T., Rezaul, K., Blaho, V. et al. (2011) Engagement of S1P-degradative mechanisms leads to vascular leak in
mice. J. Clin. Invest. 121, 2290-2300, https://doi.org/10.1172/JCl45403

26 0o, M.L., Thangada, S., Wu, M.T., Liu, C.H., Macdonald, T.L., Lynch, K.R. et al. (2007) Inmunosuppressive and anti-angiogenic sphingosine
1-phosphate receptor-1 agonists induce ubiquitinylation and proteasomal degradation of the receptor. J. Biol. Chem. 282, 9082-9089,
https://doi.org/10.1074/jbc.M610318200

27 Watterson, K.R., Johnston, E., Chalmers, C., Pronin, A., Cook, S.J., Benovic, J.L. et al. (2002) Dual regulation of EDG1/S1P(1) receptor phosphorylation
and internalization by protein kinase C and G-protein-coupled receptor kinase 2. J. Biol. Chem. 277, 5767-5777,
https://doi.org/10.1074/jbc.M110647200

28 Arnon, T, Xu, Y., Lo, C., Pham, T., An, J., Coughlin, S. et al. (2011) GRK2-dependent S1PR1 desensitization is required for lymphocytes to overcome
their attraction to blood. Science 333, 1898—1903, https://doi.org/10.1126/science.1208248

(© 2018 The Author(s). This is an open access article published by Portland Press Limited on behalf of the Biochemical Society and distributed under the Creative Commons
Attribution License 4.0 (CC BY).

«. 2 PORTLAND
09 press

13


https://doi.org/10.1002/jcb.20128
https://doi.org/10.1016/j.bbalip.2012.06.002
https://doi.org/10.1016/j.bbalip.2008.04.003
https://doi.org/10.1038/nri2400
https://doi.org/10.1038/nrc2875
https://doi.org/10.1159/000315108
https://doi.org/10.1016/j.bbalip.2012.06.008
https://doi.org/10.3109/10409238.2010.522975
https://doi.org/10.1038/nrd3248
https://doi.org/10.1073/pnas.1014154108
https://doi.org/10.1016/j.tem.2007.07.005
https://doi.org/10.1016/j.bbalip.2008.03.004
https://doi.org/10.1124/pr.110.003111
https://doi.org/10.1111/bph.12678
https://doi.org/10.1074/jbc.R200007200
https://doi.org/10.1016/j.bbalip.2012.09.004
http://www.iuphar-db.org/DATABASE/FamilyMenuForward?familyId=36
https://doi.org/10.1126/science.279.5356.1552
https://doi.org/10.1126/science.1215904
https://doi.org/10.1038/ni1545
https://doi.org/10.1016/j.intimp.2011.07.004
https://doi.org/10.1021/acs.jmedchem.6b01575
https://doi.org/10.1038/aps.2010.135
https://doi.org/10.1186/1742-2094-8-76
https://doi.org/10.1172/JCI45403
https://doi.org/10.1074/jbc.M610318200
https://doi.org/10.1074/jbc.M110647200
https://doi.org/10.1126/science.1208248

Bioscience Reports (2018) 38 BSR20181612

[ ]
’... FF:F? E%ELAND https://doi.org/10.1042/BSR20181612

29 Reeves, PM., Kang, Y.L. and Kirchhausen, T. (2016) Endocytosis of ligand-activated sphingosine 1-phosphate receptor 1 mediated by the
clathrin-pathway. Traffic 17, 40-52, https://doi.org/10.1111/tra.12343

30 Zerial, M. and McBride, H. (2001) Rab proteins as membrane organizers. Nat. Rev. Mol. Cell Biol. 2, 107-117, https://doi.org/10.1038/35052055

31 Stenmark, H. (2009) Rab GTPases as coordinators of vesicle traffic. Nat. Rev. Mol. Cell Biol. 10, 513-525, https://doi.org/10.1038/nrm2728

32 Schwartz, S.L., Cao, C., Pylypenko, 0., Rak, A. and Wandinger-Ness, A. (2007) Rab GTPases at a glance. J. Cell Sci. 120, 3905-3910,
https://doi.org/10.1242/jcs.015909

33 Zhu, G., Zhai, P, Liu, J., Terzyan, S., Li, G. and Zhang, X.C. (2004) Structural basis of Rab5-Rabaptin5 interaction in endocytosis. Nat. Struct. Mol. Biol.
11, 975-983, https://doi.org/10.1038/nsmbh832

34 Ng, E.L., Gan, B.Q., Ng, F. and Tang, B.L. (2012) Rab GTPases regulating receptor trafficking at the late endosome-lysosome membranes. Cell Biochem.
Funct. 30, 515-523, https://doi.org/10.1002/cbf.2827

35 Bucci, C., Thomsen, P., Nicoziani, P., McCarthy, J. and van Deurs, B. (2000) Rab7: a key to lysosome biogenesis. Mol. Biol. Cell. 11, 467-480,
https://doi.org/10.1091/mbc.11.2.467

36 Dong, J., Chen, W., Welford, A. and Wandinger-Ness, A. (2004) The proteasome alpha-subunit XAPC7 interacts specifically with Rab7 and late
endosomes. J. Biol. Chem. 279, 2133421342, https://doi.org/10.1074/jbc.M401022200

37 Homan, K.T., Wu, E., Wilson, M.W., Singh, P., Larsen, S.D. and Tesmer, J.J. (2014) Structural and functional analysis of G protein-coupled receptor
kinase inhibition by paroxetine and a rationally designed analog. Mol. Pharmacol. 85, 237-248, https://doi.org/10.1124/mol.113.089631

38 Thal, D.M., Homan, K.T., Chen, J., Wu, E.K., Hinkle, PM., Huang, Z.M. et al. (2012) Paroxetine is a direct inhibitor of g protein-coupled receptor kinase 2
and increases myocardial contractility. ACS Chem. Biol. 7, 1830-1839, https://doi.org/10.1021/cb3003013

39 Hunyady, L., Baukal, A.J., Gaborik, Z., Olivares-Reyes, J.A., Bor, M., Szaszak, M. et al. (2002) Differential Pl 3-kinase dependence of early and late
phases of recycling of the internalized AT1 angiotensin receptor. J. Cell Biol. 157, 1211-1222, https://doi.org/10.1083/jcb.200111013

40 Jakobs, S., Subramaniam, V., Schonle, A., Jovin, T.M. and Hell, S.W. (2000) EGFP and DsRed expressing cultures of Escherichia coli imaged by
confocal, two-photon and fluorescence lifetime microscopy. FEBS Lett. 479, 131-135, https://doi.org/10.1016/S0014-5793(00)01896-2

41 Alfonzo-Méndez, M.A., Hernandez-Espinosa, D.A., Carmona-Rosas, G., Romero-Avila, M.T., Reyes-Cruz, G. and Garcia-Sainz, J.A. (2017) Protein kinase
C activation promotes alpha1B-adrenoceptor internalization and late endosome trafficking through Rab9 interaction. Role in heterologous
desensitization. Mol. Pharmacol. 91, 296-306

42 Castillo-Badillo, J.A., Sanchez-Reyes, 0.B., Alfonzo-Méndez, M.A., Romero-Avila, M.T., Reyes-Cruz, G. and Garcia-Sainz, J.A. (2015)
alpha1B-adrenergic receptors differentially associate with Rab proteins during homologous and heterologous desensitization. PLoS ONE 10, e0121165,
https://doi.org/10.1371/journal.pone.0121165

43 Meizoso-Huesca, A., Villegas-Comonfort, S., Romero-Avila, M.T. and Garcia-Séinz, J.A. (2018) Free fatty acid receptor 4 agonists induce
lysophosphatidic acid receptor 1 (LPA1) desensitization independent of LPA1 internalization and heterodimerization. FEBS Lett. 592, 2612—-2623,
https://doi.org/10.1002/1873-3468.13179

44 Hsu, C.Y. and Uludag, H. (2012) A simple and rapid nonviral approach to efficiently transfect primary tissue-derived cells using polyethylenimine. Nat.
Protoc. 7, 935-945, https://doi.org/10.1038/nprot.2012.038

45 Grynkiewicz, G., Poenie, M. and Tsien, R.Y. (1985) A new generation of Ca?* indicators with greatly improved fluorescence properties. J. Biol. Chem.
260, 3440-3450

46 Morquecho-Ledn, M.A., Baziia-Valenti, S., Romero-Avila, M.T. and Garcia-Sdinz, J.A. (2014) Isoforms of protein kinase C involved in phorbol
ester-induced sphingosine 1-phosphate receptor 1 phosphorylation and desensitization. Biochim. Biophys. Acta 1843, 327-334,
https://doi.org/10.1016/j.bbamcr.2013.11.002

47 Collins, T.J. (2007) Imaged for microscopy. BioTechniques 43, 25-30, https://doi.org/10.2144/000112517

48 Hartig, S.M. (2013) Basic image analysis and manipulation in ImageJ. Curr. Protoc. Mol. Biol. Chapter 14, 15.11-15.12

49 Rashand, W.S. (1997-2004) National Institutes of Health. ImagedJ, hitp:/rsh.info.nih.gov/ij/

50 Hachet-Haas, M., Converset, N., Marchal, 0., Matthes, H., Gioria, S., Galzi, J.L. et al. (2006) FRET and colocalization analyzer—a method to validate
measurements of sensitized emission FRET acquired by confocal microscopy and available as an ImagedJ Plug-in. Microsc. Res. Tech. 69, 941-956,
https://doi.org/10.1002/jemt.20376

51 ter Braak, M., Danneberg, K., Lichte, K., Liphardt, K., Ktistakis, N.T., Pitson, S.M. et al. (2009) Geg-mediated plasma membrane translocation of
sphingosine kinase-1 and cross-activation of S1P receptors. Biochim. Biophys. Acta 1791, 357-370, https://doi.org/10.1016/j.bbalip.2009.01.019

52 Meyer zu Heringdorf, D., Lass, H., Kuchar, I., Lipinski, M., Alemany, R., Rumenapp, U. et al. (2001) Stimulation of intracellular sphingosine-1-phosphate
production by G-protein-coupled sphingosine-1-phosphate receptors. Eur. J. Pharmacol. 414, 145-154,
https://doi.org/10.1016/S0014-2999(01)00789-0

53 Toullec, D., Pianetti, P., Coste, H., Bellevergue, P., Grand-Perret, T., Ajakane, M. et al. (1991) The bisindolylmaleimide GF 109203X is a potent and
selective inhibitor of protein kinase C. J. Biol. Chem. 266, 15771-15781

54 Guo, S., Carter, R.L., Grisanti, L.A., Koch, W.J. and Tilley, D.G. (2017) Impact of paroxetine on proximal beta-adrenergic receptor signaling. Cell. Signal.
38, 127-133, https://doi.org/10.1016/j.cellsig.2017.07.006

55 Alfonzo-Méndez, M.A., Carmona-Rosas, G., Hernandez-Espinosa, D.A., Romero-Avila, M.T. and Garcia-Sinz, J.A. (2018) Different phosphorylation
patterns regulate alpha1D-adrenoceptor signaling and desensitization. Biochim. Biophys. Acta 1865, 842—-854,
https://doi.org/10.1016/j.bbamcr.2018.03.006

56 Kenakin, T. (2015) The effective application of biased signaling to new drug discovery. Mol. Pharmacol. 88, 1055-1061,
https://doi.org/10.1124/mol.115.099770

57 Li, J.G., Benovic, J.L. and Liu-Chen, L.Y. (2000) Mechanisms of agonist-induced down-regulation of the human kappa-opioid receptor: internalization is
required for down-regulation. Mol. Pharmacol. 58, 795-801, https://doi.org/10.1124/mol.58.4.795

14 (© 2018 The Author(s). This is an open access article published by Portland Press Limited on behalf of the Biochemical Society and distributed under the Creative Commons
Attribution License 4.0 (CC BY).


https://doi.org/10.1111/tra.12343
https://doi.org/10.1038/35052055
https://doi.org/10.1038/nrm2728
https://doi.org/10.1242/jcs.015909
https://doi.org/10.1038/nsmb832
https://doi.org/10.1002/cbf.2827
https://doi.org/10.1091/mbc.11.2.467
https://doi.org/10.1074/jbc.M401022200
https://doi.org/10.1124/mol.113.089631
https://doi.org/10.1021/cb3003013
https://doi.org/10.1083/jcb.200111013
https://doi.org/10.1016/S0014-5793(00)01896-2
https://doi.org/10.1371/journal.pone.0121165
https://doi.org/10.1002/1873-3468.13179
https://doi.org/10.1038/nprot.2012.038
https://doi.org/10.1016/j.bbamcr.2013.11.002
https://doi.org/10.2144/000112517
http://rsb.info.nih.gov/ij/
https://doi.org/10.1002/jemt.20376
https://doi.org/10.1016/j.bbalip.2009.01.019
https://doi.org/10.1016/S0014-2999(01)00789-0
https://doi.org/10.1016/j.cellsig.2017.07.006
https://doi.org/10.1016/j.bbamcr.2018.03.006
https://doi.org/10.1124/mol.115.099770
https://doi.org/10.1124/mol.58.4.795

Bioscience Reports (2018) 38 BSR20181612

[ d
https://doi.org/10.1042/BSR20181612 ...‘ IBROE%ELAND

58 Dupre, D.J., Chen, Z., Le Gouill, C., Theriault, C., Parent, J.L., Rola-Pleszczynski, M. et al. (2003) Trafficking, ubiquitination, and down-regulation of the
human platelet-activating factor receptor. J. Biol. Chem. 278, 48228-48235, https://doi.org/10.1074/jbc.M304082200

59 Li, H., Yu, P, Sun, Y., Felder, R.A., Periasamy, A. and Jose, PA. (2010) Actin cytoskeleton-dependent Rab GTPase-regulated angiotensin type | receptor
lysosomal degradation studied by fluorescence lifetime imaging microscopy. J. Biomed. Opt. 15, 056003, https:/doi.org/10.1117/1.3484751

60 Dale, L.B., Seachrist, J.L., Babwah, A.V. and Ferguson, S.S. (2004) Regulation of angiotensin Il type 1A receptor intracellular retention, degradation, and
recycling by Rab5, Rab7, and Rab11 GTPases. J. Biol. Chem. 279, 13110-13118, https://doi.org/10.1074/jbc.M313333200

61 Ceresa, B.P. and Bahr, S.J. (2006) rab7 activity affects epidermal growth factor:epidermal growth factor receptor degradation by regulating endocytic
trafficking from the late endosome. J. Biol. Chem. 281, 1099-1106, https://doi.org/10.1074/jbc.M504175200

62 Bakker, J., Spits, M., Neefjes, J. and Berlin, I. (2017) The EGFR odyssey - from activation to destruction in space and time. J. Cell Sci. 130,
4087-4096, https://doi.org/10.1242/jcs.209197

63 Ballmer-Hofer, K., Andersson, A.E., Ratcliffe, L.E. and Berger, P. (2011) Neuropilin-1 promotes VEGFR-2 trafficking through Rab11 vesicles thereby
specifying signal output. Blood 118, 816—826, https://doi.org/10.1182/blood-2011-01-328773

64 Jopling, H.M., Odell, A.F., Hooper, N.M., Zachary, I.C., Walker, J.H. and Ponnambalam, S. (2009) Rab GTPase regulation of VEGFR2 trafficking and
signaling in endothelial cells. Arterioscler. Thromb. Vasc. Biol. 29, 1119-1124, https://doi.org/10.1161/ATVBAHA.109.186239

65 Pyne, N.J., Waters, C.M., Long, J.S., Moughal, N.A., Tigyi, G. and Pyne, S. (2007) Receptor tyrosine kinase-G-protein coupled receptor complex
signaling in mammalian cells. Adv. Enzyme Regul. 47, 271-280, https://doi.org/10.1016/j.advenzreg.2006.12.011

66 Waters, C., Sambi, B., Kong, K.C., Thompson, D., Pitson, S.M., Pyne, S. et al. (2003) Sphingosine 1-phosphate and platelet-derived growth factor
(PDGF) act via PDGF beta receptor-sphingosine 1-phosphate receptor complexes in airway smooth muscle cells. J. Biol. Chem. 278, 6282—6290,
https://doi.org/10.1074/jbc.M208560200

67 Waters, C.M., Long, J., Gorshkova, I., Fujiwara, Y., Connell, M., Belmonte, K.E. et al. (2006) Cell migration activated by platelet-derived growth factor
receptor is blocked by an inverse agonist of the sphingosine 1-phosphate receptor-1. FASEB J. 20, 509-511, https://doi.org/10.1096/fj.05-4810fje

68 Brunati, A.M., Tibaldi, E., Carraro, A., Gringeri, E., D’Amico, Jr, F., Toninello, A. et al. (2008) Cross-talk between PDGF and S1P signalling elucidates the
inhibitory effect and potential antifibrotic action of the immunomodulator FTY720 in activated HSC-cultures. Biochim. Biophys. Acta 1783, 347-359,
https://doi.org/10.1016/j.bbamcr.2007.11.008

69 Mousseau, Y., Mollard, S., Richard, L., Nizou, A., Faucher-Durand, K., Cook-Moreau, J. et al. (2012) Fingolimod inhibits PDGF-B-induced migration of
vascular smooth muscle cell by down-regulating the S1PR1/S1PR3 pathway. Biochimie 94, 2523-2531, https://doi.org/10.1016/j.biochi.2012.07.002

70 Krasel, C., Dammeier, S., Winstel, R., Brockmann, J., Mischak, H. and Lohse, M.J. (2001) Phosphorylation of GRK2 by protein kinase C abolishes its
inhibition by calmodulin. J. Biol. Chem. 276, 1911-1915, https://doi.org/10.1074/jbc.M008773200

71 Winstel, R., Freund, S., Krasel, C., Hoppe, E. and Lohse, M.J. (1996) Protein kinase cross-talk: membrane targeting of the beta-adrenergic receptor
kinase by protein kinase C. Proc. Natl. Acad. Sci. U.S.A. 93, 21052109, https://doi.org/10.1073/pnas.93.5.2105

72 Tobin, A.B. (2008) G-protein-coupled receptor phosphorylation: where, when and by whom. Br. J. Pharmacol. 153, S167-S176,
https://doi.org/10.1038/sj.bjp.0707662

73 Tobin, A.B., Butcher, A.J. and Kong, K.C. (2008) Location, location, location . . . site-specific GPCR phosphorylation offers a mechanism for
cell-type-specific signalling. Trends Pharmacol. Sci. 29, 413-420, https://doi.org/10.1016/j.tips.2008.05.006

74 Alvarez-Curto, E., Inoue, A., Jenkins, L., Raihan, S.Z., Prihandoko, R., Tobin, A.B. et al. (2016) Targeted elimination of G proteins and arrestins defines
their specific contributions to both intensity and duration of G protein-coupled receptor signaling. J. Biol. Chem. 291, 27147-27159,
https://doi.org/10.1074/jbc.M116.754887

75 Butcher, A.J., Hudson, B.D., Shimpukade, B., Alvarez-Curto, E., Prihandoko, R., Ulven, T. et al. (2014) Concomitant action of structural elements and
receptor phosphorylation determine arrestin-3 interaction with the free fatty acid receptor FFA4. J. Biol. Chem. 289, 18451-18465,
https://doi.org/10.1074/jbc.M114.568816

76 Watterson, K.R., Hansen, S.V.F.,, Hudson, B.D., Alvarez-Curto, E., Raihan, S.Z., Azevedo, C.M.G. et al. (2017) Probe-dependent negative allosteric
modulators of the long-chain free fatty acid receptor FFA4. Mol. Pharmacol. 91, 630-641, https://doi.org/10.1124/mol.116.107821

77 Akinaga, J., Lima, V., Kiguti, L.R., Hebeler-Barbosa, F., Alcantara-Hernandez, R., Garcia-Sainz, J.A. et al. (2013) Differential phosphorylation,
desensitization, and internalization of alpha1A-adrenoceptors activated by norepinephrine and oxymetazoline. Mol. Pharmacol. 83, 870-881,
https://doi.org/10.1124/mol.112.082313

78 Alcantara-Hernandez, R., Hernandez-Méndez, A., Romero-Avila, M.T., Alfonzo-Méndez, M.A., Pupo, A.S. and Garcia-Séinz, J.A. (2017) Noradrenaline,
oxymetazoline and phorbol myristate acetate induce distinct functional actions and phosphorylation patterns of alphaiA-adrenergic receptors. Biochim.
Biophys. Acta 1864, 2378-2388, https://doi.org/10.1016/j.bbamcr.2017.09.002

79 Lee, M.J., Thangada, S., Paik, J.H., Sapkota, G.P., Ancellin, N., Chae, S.S. et al. (2001) Akt-mediated phosphorylation of the G protein-coupled receptor
EDG-1 is required for endothelial cell chemotaxis. Mol. Cell. 8, 693704, https://doi.org/10.1016/51097-2765(01)00324-0

80 Garris, C.S., Wu, L., Acharya, S., Arac, A., Blaho, V.A., Huang, Y. et al. (2013) Defective sphingosine 1-phosphate receptor 1 (S1P) phosphorylation
exacerbates T17-mediated autoimmune neuroinflammation. Nat. Immunol. 14, 1166-1172, https://doi.org/10.1038/ni.2730

81 Chavez, A., Schmidt, T.T., Yazbeck, P., Rajput, C., Desai, B., Sukriti, S. et al. (2015) STPR1 Tyr143 phosphorylation downregulates endothelial cell
surface S1PR1 expression and responsiveness. J. Cell Sci. 128, 878-887, https://doi.org/10.1242/jcs. 154476

82 Fieger, C.B., Huang, M.C., Van Brocklyn, J.R. and Goetzl, E.J. (2005) Type 1 sphingosine 1-phosphate G protein-coupled receptor signaling of
lymphocyte functions requires sulfation of its extracellular amino-terminal tyrosines. FASEB J. 19, 1926—1928, https://doi.org/10.1096/fj.05-4476fje

83 0Ohno, Y., lto, A., Ogata, R., Hiraga, Y., Igarashi, Y. and Kihara, A. (2009) Palmitoylation of the sphingosine 1-phosphate receptor S1P is involved in its
signaling functions and internalization. Genes Cells 14, 911-923, https://doi.org/10.1111/j.1365-2443.2009.01319.x

(© 2018 The Author(s). This is an open access article published by Portland Press Limited on behalf of the Biochemical Society and distributed under the Creative Commons Attribution
License 4.0 (CC BY).

15


https://doi.org/10.1074/jbc.M304082200
https://doi.org/10.1117/1.3484751
https://doi.org/10.1074/jbc.M313333200
https://doi.org/10.1074/jbc.M504175200
https://doi.org/10.1242/jcs.209197
https://doi.org/10.1182/blood-2011-01-328773
https://doi.org/10.1161/ATVBAHA.109.186239
https://doi.org/10.1016/j.advenzreg.2006.12.011
https://doi.org/10.1074/jbc.M208560200
https://doi.org/10.1096/fj.05-4810fje
https://doi.org/10.1016/j.bbamcr.2007.11.008
https://doi.org/10.1016/j.biochi.2012.07.002
https://doi.org/10.1074/jbc.M008773200
https://doi.org/10.1073/pnas.93.5.2105
https://doi.org/10.1038/sj.bjp.0707662
https://doi.org/10.1016/j.tips.2008.05.006
https://doi.org/10.1074/jbc.M116.754887
https://doi.org/10.1074/jbc.M114.568816
https://doi.org/10.1124/mol.116.107821
https://doi.org/10.1124/mol.112.082313
https://doi.org/10.1016/j.bbamcr.2017.09.002
https://doi.org/10.1016/S1097-2765(01)00324-0
https://doi.org/10.1038/ni.2730
https://doi.org/10.1242/jcs.154476
https://doi.org/10.1096/fj.05-4476fje
https://doi.org/10.1111/j.1365-2443.2009.01319.x

