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Sphingosine‑1‑phosphate 
modulates PAR1‑mediated 
human platelet activation 
in a concentration‑dependent 
biphasic manner
Haonan Liu1, Molly L. Jackson1, Lucy J. Goudswaard1,2, Samantha F. Moore1, 
James L. Hutchinson1 & Ingeborg Hers1*

Sphingosine 1‑phosphate (S1P) is a bioactive signalling sphingolipid that is increased in diseases 
such as obesity and diabetes. S1P can modulate platelet function, however the direction of effect 
and S1P receptors (S1PRs) involved are controversial. Here we describe the role of S1P in regulating 
human platelet function and identify the receptor subtypes responsible for S1P priming. Human 
platelets were treated with protease‑activated receptor 1 (PAR‑1)‑activating peptide in the presence 
or absence of S1P, S1PR agonists or antagonists, and sphingosine kinases inhibitors. S1P alone did 
not induce platelet aggregation but at low concentrations S1P enhanced PAR1‑mediated platelet 
responses, whereas PAR1 responses were inhibited by high concentrations of S1P. This biphasic effect 
was mimicked by pan‑S1PR agonists. Specific agonists revealed that  S1PR1 receptor activation has 
a positive priming effect,  S1PR2 and  S1PR3 have no effect on platelet function, whereas  S1PR4 and 
 S1PR5 receptor activation have an inhibitory effect on PAR‑1 mediated platelet function. Although 
platelets express both sphingosine kinase 1/2, enzymes which phosphorylate sphingosine to produce 
S1P, only dual and SphK2 inhibition reduced platelet function. These results support a role for SphK2‑
mediated S1P generation in concentration‑dependent positive and negative priming of platelet 
function, through S1PR1 and S1PR4/5 receptors, respectively.

Platelet primers are bioactive molecules that do not induce platelet activation by themselves but modulate plate-
let responses to physiological agonists such as thrombin and adenosine diphosphate (ADP)1. Diseases such as 
chronic inflammation, type II diabetes and cardiovascular disease feature elevated circulating concentrations of 
certain growth factors, glycoprotein hormones and cytokines, alongside enhanced receptor expression  levels2. 
There is evidence that circulating sphingosine-1-phosphate (S1P) is elevated in obesity, atherosclerosis and 
 cancer3,4, whereas S1P is reduced upon ischemic  stroke5 and myocardial  infarction6.

Intracellular S1P concentrations are kept low by sphingosine-1-phosphate phosphatase (SPP) and sphingo-
sine-1-phosphate lyase (SPL) enzymes. Platelets do not express SPP and SPL and exhibit constitutive high sphin-
gosine kinase (SphK)  activity7. Hence, platelets can produce and store a large amount of  S1P8. Previous studies 
have demonstrated that thrombin and protease-activated receptor-1 (PAR1) mediated platelet activation results 
in S1P synthesis and release from platelets, which was at least partially dependent on thromboxane  A2  (TxA2) 
formation and activation of the thromboxane (TP)  receptor9,10. Furthermore, S1P synergizes with thrombin to 
promote tissue factor expression on endothelial cells, propagating a positive feedback  loop11.

However, there is controversy in the literature about mechanisms of S1P synthesis and release by platelets and 
how endogenous S1P affects platelet function. For example, Münzer et al.12 demonstrated that SphK1 negatively 
regulates mouse platelet function and SphK1 knock out significantly promoted platelet function. In contrast, 
the study by Urtz et al.13 showed that SphK2 is the major isoform of SphK in mouse platelets and responsible for 
platelet S1P synthesis, with deletion of SphK2 greatly reducing murine platelet aggregation. This is concurrent 
with mouse platelet transcriptome data, where SphK1 transcript level is much lower than  SphK27. Although 
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mouse studies indicate a potential negative and positive role for SphK1 and SphK2,  respectively12,13, the contri-
bution of sphingosine kinases to human platelet function is still largely unknown. Transcriptome data indicate 
that, in contrast to murine platelets, human platelet SphK1 (RPKM of 24.7) is expressed at a much higher level 
than SphK2 (RPKM of 0.5)7, however whether this is reflected in a more significant role in human platelets 
remains to be confirmed.

Multiple studies have reported that platelets release S1P upon platelet activation by various  agonists8,14–17, 
and studies by the Whiteheart group indicate that this is through release from the α-granules14. Furthermore, it 
was reported that human platelets express S1P receptors and platelet-synthesized S1P might therefore signal in 
both autocrine and paracrine  manner18. Indeed, several studies indicate that exogenous S1P can directly activate 
human platelets causing shape change and  aggregation18–21. However, other studies reported no direct effect of 
S1P on platelet activation, but instead found that S1P can modulate platelet  function22–24. Both enhancing as 
well as inhibitory effects of S1P have been reported with roles suggested of S1PR1, S1PR2 and  S1PR413,17,22–25. 
However, the use of different species, agonists and often supraphysiological concentrations of S1P (> 10 μM), 
make it difficult to draw conclusions on the physiological implications of these findings in human.

The aim of this study was therefore to investigate the effect of various concentrations of S1P on human plate-
lets and determine the underlying receptors by which it may modulate human platelet function. Here we show 
that exogenous S1P concentration-dependently alters platelet function, with low concentrations of S1P priming 
platelet function and high concentrations of S1P inhibiting platelet responses. Our data furthermore support a 
role for  S1PR1,  S1PR4 and  S1PR5 receptor subtypes in modulating human platelet function.

Results
Sphingosine‑1‑phosphate modulates PAR1‑AP mediated aggregation in a concentra‑
tion‑dependent, biphasic manner. S1P alone was unable to induce platelet aggregation, shape change 
or  Ca2+ mobilisation at a range of concentrations (100 nM–10 μM, not shown). Aggregation responses to sub-
threshold concentrations of the PAR1 peptide SFLLRN were however significantly increased in the presence of 
100 nM S1P (Fig. 1ai), with an increase in peak aggregation (Fig. 1aii) and the area under the curve (Fig. 1aiii). In 
contrast, maximal platelet responses to 1.5–2 μM SFLLRN were unaltered by 100 nM S1P (Fig. 1bi, v, vi). Inter-
estingly, 1 μM S1P did not have any effect on PAR-mediated platelet aggregation (Fig. 1bii, v, vi), but increasing 
the S1P concentration to 10 μM and 30 μM strongly reduced PAR-mediated platelet aggregation (Fig. 1biii, iv), 
resulting in a significant decrease in peak aggregation and AUC (Fig. 1bv, vi). These findings indicate that exog-
enous S1P can modulate PAR-mediated platelet activation in a concentration-dependent, biphasic manner. S1P 
was also able to modulate the aggregatory response to CRP: 100 nM S1P was able to potentiate the aggregation 
induced by a subthreshold concentration of CRP (Supp Fig. 1a), while 10 μM S1P reduced CRP-induced platelet 
aggregation (Supp Fig. 1b).

Biphasic effect of S1P on integrin activation and α‑granule secretion. Integrin αIIbβ3 inside-out 
signalling leads to a change in conformation of the integrin that allows binding of fibrinogen and subsequent 
platelet aggregation. To study whether S1P affects integrin αIIbβ3 inside-out signalling, we evaluated binding of 
PAC1, an antibody which recognises the activated conformation of integrin αIIbβ3. We observed enhanced PAR-
1-mediated PAC1 binding in the presence of 100 nM S1P (Fig. 2ai), whereas PAC1 binding in the presence of 
10 μM S1P was reduced (Fig. 2bi). Similar results were found when studying PAR1-mediated expression of the 
α-granule marker P-selectin, although the extent of the effect was smaller (Fig. 2aii, bii). One of the potential 
mechanisms by which S1P affects platelet function is by modulating  [Ca2+] mobilisation, an important signalling 
event involved in integrin regulation, granule secretion and aggregation. However, neither 100 nM or 10 μM S1P 
exhibited a significant effect on  Ca2+ mobilisation induced by increasing concentrations of PAR1-AP (Fig. 2ci, ii).

The effect of S1P on platelet adhesion and spreading. Integrin αIIbβ3 outside-in signalling consoli-
dates platelet aggregation and thrombus  formation26. Here we studied integrin αIIbβ3 outside-in signalling by 
allowing platelets to adhere and spread on a fibrinogen-coated surface. We found that 100 nM S1P had no effect 
on the number of adhered platelets and average platelet surface area (Fig. 2d, 2ei, ii). However, increasing the 
S1P concentration to 10 μM blocked fibrinogen-mediated adhesion and spreading (Fig. 2d, 2ei, ii). S1P at a con-
centration of 10 μM increased the percentage of platelets in phase I and phase II (compact shape and filopodial 
extension, respectively) while reducing the number of platelets in phase IV (fully spread, Supp Fig. 2a).

Pan‑S1P receptor agonists also exhibit concentration‑dependent biphasic modulation of 
PAR‑induced platelet aggregation. The pan-S1PR agonists dihydro-S1P (DHS1P)27, FTY720 and 
phospho-FTY72028 at 1 μM all enhanced maximal aggregation stimulated by subthreshold PAR1-AP and AUC 
(Fig. 3ai, ii, iii), although this only reached significance for phospho-FTY720 (Fig. 3aiv, v). Conversely, increas-
ing the pan-S1PR agonists concentrations to 10uM resulted in strong inhibition of maximal platelet responses 
to PAR1-AP (Fig. 3bi, ii, iii, iv, v). Thus, as with S1P, pan-S1P receptor agonists modulation of PAR1-mediated 
platelet aggregation is biphasic. These data demonstrate that the dual effect of S1P is likely to be mediated via 
activation of S1P receptors.

Platelet aggregation is enhanced by  S1PR1 activation, but reduced by  S1PR4/5 activation. We 
next investigated which S1P receptor subtypes are involved in S1P-mediated modulation of platelet function by 
incubating platelets with S1PR selective agonists and antagonists. The  S1PR1 agonist  SEW287129 significantly 
increased PAR1-mediated platelet aggregation (Fig. 4ai, ii), whereas the  S1PR1 antagonist  Ex2630 decreased high 
PAR1-AP mediated platelet function (Fig.  4aiii, iv), supporting a role for  S1PR1 in enhancing platelet func-
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Figure 1.  S1P modulates PAR1-AP induced platelet aggregation in a concentration dependent biphasic manner. Washed human 
platelets (2 ×  108/mL) were pre-incubated with vehicle (0.2% methanol), 100 nM S1P and high concentrations of S1P for 5 min. 
Platelet aggregation was induced by subthreshold (0.6–1.0 μM) or maximal (1.5–2.0 μM) concentrations of PAR1-AP and recorded 
for 5 min. (a) (i) Representative traces of subthreshold and maximal aggregation induced by PAR1-AP in the absence or presence of 
100 nM S1P. (ii) Bar graph of quantified percentage maximum aggregation induced by PAR1-AP alone or with the presence of 100 nM 
S1P. (iii) Bar graph of AUCs induced by PAR1-AP alone or with the presence of 100 nM S1P. AU: arbitrary unit. Data are plotted as 
mean ± standard error of the mean. N = 17 Statistical analysis: Student’s paired t-test. NS, no statistical significance. ****P < 0.0001 
(b) (i–iv) Representative traces of aggregation induced by maximal concentration of PAR1-AP in the absence or presence of 
100 nM, 1 μM, 10 μM and 30 μM S1P. (v) Bar graph of quantified percentage maximum aggregation induced by high PAR1-AP 
alone or in the presence of various concentrations of S1P (100 nM, 1 μM, 10 μM, 30 μM). (vi) Bar graph of AUCs induced by high 
concentration PAR1-AP alone or in the presence of various concentrations of S1P (100 nM, 1 μM, 10 μM, 30 μM). Data are plotted as 
mean ± standard error of the mean. n = 12. Statistical analysis: Student’s paired t-test. NS, no statistical significance; ****P < 0.0001.
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tion. The respective  S1PR2 and  S1PR3 allosteric agonists CYM5520 and  CYM554131,32 and respective antagonists 
JTE-01333 and  TY5215634 had no effect on PAR1-mediated platelet aggregation, indicating these receptors are 
not involved in the platelet S1P response (Fig. 4b, c). In contrast, activation of  S1PR4 or  S1PR5 receptors, with 
 CYM5026024 and  A97143235 respectively, caused strong inhibition of high PAR1-AP mediated platelet aggrega-
tion (Fig. 4di, dii, e). Conversely, antagonising  S1PR4 with CYM50358 hydrochloride 36 significantly enhanced 
subthreshold PAR1-mediated platelet aggregation (Fig.  4diii, div). Commercial  S1PR5 antagonists were not 
available to examine the effect of inhibiting  S1PR5 on platelet function. Together, our data suggest that  S1PR1 is 
responsible for the positive priming effect, whereas  S1PR4 and  S1PR5 mediate the inhibitory effects of S1P.

S1PR4 and  S1PR5 agonists and sphingosine kinase inhibitors reduce integrin αIIbβ3 mediated 
platelet adhesion and spreading. To investigate which S1P receptor subtypes inhibits platelet spreading, 
platelets were treated with S1PR agonists, antagonists or the non-selective sphingosine kinase inhibitor. Consist-
ent with 100 nM S1P in earlier experiments, the pan-S1PR agonist FTY720-P at 1 µM had no effect on adhesion 
and spreading, as the number of adhered platelets and average platelet surface area remained unchanged (Fig. 5a 
and b). The  S1PR1 agonist SEW2871 and  S1PR4 antagonist CYM50358 hydrochloride also had no effect on plate-
let spreading, as was the case with  S1PR4 agonist CYM50260 and  S1PR5 agonist A971432. These compounds 
did also not affect the different phases of platelet spreading, apart from an increase in phase I (compact shape 
platelets) observed with CYM50260 compared to vehicle control (Supp Fig. 2b). In contrast, the SphK inhibitor 
 DMS37 significantly reduced the number of adhered platelets and the average platelet surface area (Fig. 5a and b). 
This change is reflected in the phases of platelet spreading with DMS increasing the number of platelets in phase 
I (compact shape) and reducing the number of platelets in phase IV (fully spread) (Supp Fig. 2b).

Sphingosine kinases regulate PAR1‑mediated platelet aggregation. Endogenous S1P is gener-
ated from sphingosine by the action of SphKs 1 and  238. We incubated platelets with various SphK inhibitors 
to evaluate the contribution of sphingosine kinases to platelet function. PAR1-AP mediated aggregation and 
AUC was significantly reduced in the presence of the non-selective SphK1/2 inhibitor  DMS37 (Fig. 6ai, bi, bii). 
The SphK1 inhibitor PF543  hydrochloride39 had no significant effect on aggregation (Fig. 6 aii, bi, bii), whereas 
strong inhibition was observed in the presence of the SphK2 inhibitor SLM  603143440 (Fig. 6 aiii, bi, ii). The latter 
agrees with Urtz et al.’s  observations13 in mouse platelets and indicate that SphK2 may also be the major sphingo-
sine kinase isotype controlling S1P synthesis in human platelets. Indeed, our data demonstrate that sphingosine 
kinases play a role in aggregation of human platelets, possibly via de novo S1P synthesis and subsequent auto-
crine activation on the  S1PR1 receptor.

Discussion
This study demonstrates for the first time that exogenous S1P can concentration-dependently alter platelet 
function, with low concentrations of S1P priming platelet function and high concentrations of S1P inhibiting 
platelet responses. Our data indicate that the receptors involved are  S1PR1, mediating the enhancing effect of S1P, 
whereas  S1PR4 and  S1PR5 are involved in S1P mediated inhibition of platelet function (Fig. 7). Furthermore, we 
found that both receptor antagonism by high S1P concentrations and inhibition of sphingosine kinases reduced 
PAR1-AP mediated platelet aggregation and platelet spreading, suggesting endogenous de novo synthesized S1P 
plays an important role in controlling platelet activation and change in morphology.

S1P exerted a characteristic, concentration-dependent biphasic effect on PAR-mediated platelet function as 
determined through platelet aggregation experiments. This modulatory effect of S1P is not agonist specific, as 
aggregation experiments using CRP also suggested that S1P can modulate the glycoprotein VI (GPVI) receptor 
signalling pathway. Integrin αIIbβ3 activation and P-selectin exposure in response to PAR1-AP were enhanced in 
the presence of 100 nM S1P but inhibited in the presence of super-micromolar S1P. This is the first time the S1P 
biphasic effect has been observed in a platelet study. However, similar concentration-dependent biphasic effects 

Figure 2.  Biphasic effect of S1P on integrin αIIbβ3 activation, P-selectin expression and platelet spreading on 
fibrinogen coated surface. (a, b) Washed platelets (2 ×  107/mL) were incubated with vehicle (0.2% methanol) or 
S1P (100 nM, 10 μM, 10 min), before stimulation with increasing concentrations of PAR1-AP for 10 min. PAC-1 
was used to measure αIIbβ3 integrin activation (ai, bi) and CD62P was used to measure P-selectin expression 
(aii, bii). Results are expressed as median fluorescent intensity. AU: arbitrary unit. N = 10. Statistical analysis was 
by matched two-way ANOVA with Bonferroni post hoc multiple comparisons to assess significance for effect 
of S1P at each concentration of PAR1-AP as indicated. * P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001. (c) 
Washed human platelets (2 ×  108/mL) loaded with Fura-2 were preincubated with vehicle, (i) 100 nM S1P or (ii) 
10 μM S1P before stimulation with increasing concentrations of PAR1-AP. Area under the curve is derived from 
the ratio of fluorescence at the wavelengths 340:380 nm. Statistical analysis was by matched two-way ANOVA 
with Bonferroni post hoc multiple comparisons to assess significance for effect of S1P at each concentration 
of PAR1-AP as indicated, ns = non-significant. (d) Washed platelets (2 ×  107/mL) were incubated with vehicle 
(0.2% methanol) or various concentrations of S1P (100 nM, 1 μM, 10 μM) for 10 min. Platelets were then 
left to adhere onto a 13 mm glass coverslip coated with 100 μg/mL fibrinogen (60 min, 30 °C). Samples were 
fixed (4% PFA) before permeabilization (0.1% triton) and staining with ActinGreen 488 ReadyProbes reagent. 
(e, i) Quantification of data shown in (d) expressed as a bar graph of the total number of platelets adhered. 
(e, ii) Quantification of data shown in (d) expressed as a bar graph displaying the average platelet area (μm2) 
(N = 5). Three images were taken per well. Average cell area was measured per 1000 μM2, data are plotted as 
mean ± SEM. N = 5. Statistical analysis: One-way ANOVA with Dunnett’s test. **P < 0.01.
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of S1P have previously been observed in other cell types, including on ovarian cancer cell  growth41, osteoblastic 
cell growth, T cell  migration42 and calcium release in vascular smooth muscle  cells43. The biphasic effect is likely 
to be due to differential signalling via S1P receptor subtypes, with the turning-point concentration dependent 
on the incubation time and/or cellular response measured. In our study, we also observed similar biphasic effects 
in platelets pre-incubated with the pan-S1PR agonists DHS1P, FTY720 and phosphorylated FTY720. However, 
DHS1P (1 μM) induced a milder enhancement in platelet aggregation compared to S1P, which may be due to 
DHS1P having a lower binding affinity for the S1PRs and/or that it cannot evoke intracellular effects such as 
calcium mobilization. Further increasing the DHS1P concentration resulted in platelet inhibition.

Of the S1PR receptor subtypes,  S1PR1,  S1PR2 and  S1PR3 are widely expressed, while  S1PR4 is predominantly 
expressed in lymphoid tissue and  S1PR5 expressed in spleen and the central nervous  system44–46. Previously it 
was suggested  S1PR1,  S1PR2,  S1PR4 and  S1PR5 are expressed in human  platelets20,24. In this study, we probed 
S1P receptors on human platelets using commercially available pharmacological compounds. We found  S1PR1 
agonists enhanced platelet activation and the  S1PR1 antagonist inhibited platelet activation and it is therefore 
likely that the positive priming effect of S1P is mediated through the  S1PR1 receptor.  S1PR1 is a  Gαi/o coupled 
receptor and the mechanism of potentiation of platelet function may therefore be similar to the  Gαi/o coupled 
ADP receptor  P2Y12. Interestingly, no effect on platelet aggregation was observed with selective  S1PR2 and  S1PR3 
agonists and antagonists, which suggests that  S1PR2 and  S1PR3 receptors either do not modulate platelet function 
or are not expressed on human platelets. The latter is in line with data published by Rowley et al.7 which did not 
find  S1PR2 or  S1PR3 transcriptome in human platelets. Of note is that proteomic studies have thus far failed to 
identify S1PR subtypes in platelets, likely to be due to it being more challenging to identify membrane protein/
receptors. In addition, calcium mobilization assays demonstrated that S1P alone or in combination with PAR1-
AP does not modulate platelet calcium signalling. This data further suggests that S1P is not activating  S1PR2 or 
 S1PR3, as these receptors have been reported to couple to  Gαq

47,48. However, as the  S1PR2 and  S1PR3 agonists 
bind to different sites on the receptors than the orthosteric ligand  S1P31,32, we cannot rule out that affinity and 
receptor binding sites differences might result in signalling differences or functional biases.

In contrast to  S1PR1 agonists, pre-treatment of platelets with the  S1PR4 agonist CYM50260 significantly 
inhibited PAR1-AP mediated aggregation. This is consistent with the study by Onuma et al.24 which demon-
strated that high concentrations of S1P or  S1PR4 agonist strongly inhibited collagen-mediated platelet function. 
Furthermore, our aggregation data indicate that antagonising  S1PR4 significantly enhanced platelet aggregation. 
Together, these findings indicate that functional  S1PR4 receptors are expressed on human platelets and play a role 
in negative regulation of platelet function by multiple agonists. Moreover, our aggregation data demonstrated for 
the first time that PAR1-mediated platelet activity was strongly reduced in the presence of  S1PR5 agonist A971432. 
The mechanism by which  S1PR4 and  S1PR5 inhibit platelet function is presently unclear, as they reportedly 
couple to  Gαi and/or  Gα12/13 in other cells types; pathways which in platelets are generally involved in increas-
ing platelet  function49. Although the  S1PR4 agonist CYM50260 increased the number of platelets in a compact 
formation compared to vehicle, therefore demonstrating the inhibitory effect, the  S1PR4 and  S1PR5 agonists did 
not significantly alter the number of platelets adhered or surface area with adhered platelets. This suggests that 
the combination of platelet agonists and activation of  S1PR4 and  S1PR5 is important for the inhibitory effects. 
Several studies have indicated that  S1PR4 and  S1PR5 primarily couple to  Gα12/13 over  Gαi/o

50 and in platelets,  Gα12/13 
has been implicated in (i) negative regulation of  Gq-mediated  signalling51 and (ii) both positive and negative 
regulation of Rho family small  GTPases51,52. Temporal regulation of signalling by  Gα12/13 may therefore provide 
a potential explanation for the negative priming effect of  S1PR4 and  S1PR5 on platelet function.

Previous studies showed that impaired platelet S1P synthesis in SphK2 deficient mice protected mice from 
in vivo arterial thrombosis, without associated bleeding, indicating a role for S1P in thrombosis, likely through 
an effect on  S1PR113. However, other studies suggest that S1PR1 is not expressed in murine platelets and that S1P 
has little effect on murine platelet  function53. Our findings of biphasic effects of S1P on human platelet function 
raises the intriguing question of how this translates into a physiological role in platelet aggregation and thrombus 
formation in humans. Based on our data, we propose that S1P released by platelets initially promotes platelet 
function in an autocrine manner by activating the  S1PR1 receptor. However, as platelet activation reaches a level 
where thrombus formation needs to be restricted, higher concentrations of S1P subsequently limit platelet func-
tion and control the response through  S1PR4 and  S1PR5 receptors. The level of S1P release and local concentration 
is therefore uniquely placed to act as a natural switch between positive and negative priming of platelet func-
tion. Future studies will need to confirm whether S1P is a key player in the modulation of thrombus formation.

Figure 3.  Pan-S1PR agonists modulate PAR-induced platelet aggregation. Washed human platelets (2 ×  108/mL) 
were treated with vehicle control or S1PR agonist for 5 min. Platelet aggregation was induced by a subthreshold 
(0.6–1.0 μM) concentration of PAR1-AP and recorded for 5 min. (a) (i–iii) Representative traces of PAR1-AP 
induced platelet aggregation in the absence or presence of 1.0 μM DHS1P, 1.0 μM FTY720 or 1.0 μM FTY720 
phosphate. (iv) Bar graph of quantified percentage maximum aggregation induced by PAR1-AP alone or 
in presence of pan-S1PR agonists. (v) Bar graph of AUCs induced by PAR1-AP alone or in the presence of 
S1PRs pan agonists. AU: arbitrary unit. Data are plotted as mean ± standard error of the mean. N = 6. Statistical 
analysis: Student’s paired t-test. NS: no statistical significance; *P < 0.05, **P < 0.01. (b) (i–iii) Representative 
traces of PAR1-AP induced platelet aggregation in the absence or presence of 10 μM DHS1P, 10 μM FTY720 or 
10 μM FTY720 phosphate. (iv) Bar graph of quantified percentage maximum aggregation induced by PAR1-AP 
alone or in presence of pan-S1PR agonists. (v) Bar graph of AUCs induced by PAR1-AP alone or in the presence 
of S1PRs pan agonists. AU: arbitrary unit. Data are plotted as mean ± standard error of the mean. N = 6. 
Statistical analysis: Student’s paired t-test. NS: no statistical significance; *P < 0.05, **P < 0.01, ***P < 0.001.
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In conclusion, this study identified S1P as both a positive and negative platelet primer and demonstrates the 
underlying mechanism by which S1P affects PAR1-mediated platelet function in a concentration-dependent 
biphasic manner.

Materials and methods
Materials. Protease activated receptor 1 (PAR-1)-activating peptide (PAR1-AP/SFLLRN-NH2) was from 
Bachem (Bubendorf, Switzerland). Crosslinked collagen-related peptide (CRP-XL) from University of Cam-
bridge (Cambridge, UK). Sphingosine-1-phosphate, FTY720, SEW2871, CYM5520, CYM5541, CYM50260, 
A971432, Ex 26, TY52156, JTE-013, CYM50358 hydrochloride, PF543 hydrochloride, N, N-dimethylsphin-
gosine (DMS) were from Tocris (Bristol, UK). The D-erythro-Dihydrosphingosine-1-phosphate (DHS1P) was 
from Sigma Aldrich (Poole, UK). FTY720-Phosphate was from Insight Biotechnology (Wembley, UK). Mouse 
anti-human PAC-1 conjugated to FITC and mouse anti-human CD62P conjugated to PE were from BD Bio-
sciences (Oxford, UK). Fura-2 AM cell permeant calcium indicator and ActinGreen 488 ReadyProbes Reagent 
were from ThermoFisher Scientific (Loughborough, UK). Unless indicated, all other materials were from Sigma 
Aldrich (Poole, UK).

Isolation and preparation of human platelets. Venous blood was obtained from healthy volunteers 
in accordance with the Declaration of Helsinki and in agreement with the approval of the local ethic commit-
tee guidelines (University of Bristol). Donors provided written informed consent and confirmed they had not 
taken any antiplatelet drugs 14 days prior to donation. Blood was drawn into 4% trisodium citrate (1:9, v/v) and 
acidified with acid citrate dextrose (1:7, v/v). Washed human platelets were prepared as previously  described54. 
Platelets were resuspended with modified HEPES Tyrode buffer (145 mM NaCl, 3 mM KCl, 0.5 mM  Na2HPO4, 
1 mM  MgSO4.7H2O, 10 mM HEPES, pH 7.2, 0.1% D-glucose (w/v) and 0.02 U  mL−1 apyrase) to a final density 
of 4 ×  108  mL-1 and rest for 30 min at 30 °C before experimentation.

Platelet aggregation. Platelet aggregation was performed on a Chrono-log model 490 aggregometer (Lab-
medics, Oxfordshire, UK) under 1200 rpm stirring at 37 °C. Rested platelets (2 ×  108  mL-1) were pre-incubated 
with vehicle (0.2% methanol), S1P receptor agonists or antagonists for 5 min in prior to stimulation with PAR1 
agonist (SFLLRN) or CRP at indicated concentrations. The changes in light transmission were measured and 
recorded on an AGGROLINK Version 4 software (Chronolog Corporation, Pennsylvania, USA) for 5 min.

Platelet function assays. Flow cytometry. Human platelet integrin αIIbβ3 activation and α-granule secre-
tion were measured by flow cytometry on a BD Accuri™ C6 plus (BD Biosciences, Oxford, UK) flow cytometer. 
The FITC-conjugated antibody, which binds the activated integrin αIIbβ3 and PE-conjugated antibody binds the 
α-granule marker CD62P were used. Platelets (2 ×  107   mL-1) were stimulated as indicated and fixed using 2% 
paraformaldehyde, then read on the flow cytometer until a total of 10,000 events were collected from each well.

Calcium mobilisation. Fura-2 AM calcium indicator was added to platelet rich plasma (1:1000 dilution, work-
ing concentration 4 μM for 60 min) before making washed platelets. Rested platelets (2 ×  108  mL-1) were supple-
mented with 2 mM calcium, then incubated with vehicle or S1P (100 nM or 10 μM) for 5 min at 37 °C. Platelet 
samples were loaded into 96 well plates and read on a Tecan Infinite M200 multimode plate reader (Mannedorf, 
Switzerland) and allowed 10 cycles to establish baseline. Fluorescence of fura-2 was measured as the ratio at 
wavelengths 340:380 nm. PAR1-AP was then added and responses were recorded from the next 40 cycles. For 
the last 10 cycles, Triton™ X-100, Ethylenediaminetetraacetic acid (EDTA) and Tris were added for calibration.

Human platelet spreading. Glass coverslips (13 mm) were placed into a 24-well plate and coated with fibrino-
gen (100 μg/mL) dissolved in HEPES-Tyrode’s for 2 h at room temperature. Subsequently the uncoated area of 
the well was blocked using 2% fatty-acid free BSA. Human platelets (2 ×  107 mL) were stimulated as indicated, 
then incubated in the wells for 60 min at 30 °C to allow cell spreading and adhesion. Platelets were fixed using 
4% paraformaldehyde with non-adhered cells removed by PBS washes and permeabilised by 0.1% Triton™ X-100 

Figure 4.  Effect of S1P receptor agonists and antagonists on PAR-mediated aggregation. Washed human 
platelets (2 ×  108/mL) were treated with vehicle (0.2% methanol) or S1PR agonists for 5 min. Platelet aggregation 
were induced by subthreshold (0.6–1.0 μM) or maximal (1.5–2.0 μM) concentrations of PAR1-AP and 
recorded for 5 min. (a–e) (i) Representative traces of platelet aggregation induced by subthreshold PAR1-AP 
in the absence or presence of the (a)  S1PR1 agonist SEW2871, (b)  S1PR2 agonist CYM5520, (c)  S1PR3 agonist 
CYM5541, (d)  S1PR4 agonist CYM50260 or (e)  S1PR5 agonist A971432. (ii) Bar graph of quantified percentage 
maximum aggregation induced by PAR1-AP alone or in presence of S1P receptor agonists. AU: arbitrary 
unit. Data are plotted as mean ± standard error of the mean. Statistical analysis: Student’s paired t-test. NS: no 
statistical significance; **P < 0.01, ***P < 0.001, ****P < 0.0001. (a–d) (iii) Representative traces of PAR1-AP 
induced platelet aggregation in the absence or presence of (a)  S1PR1 antagonist Ex26, (b)  S1PR2 antagonist 
JTE-013, (c)  S1PR3 antagonist TY52156 and (d)  S1PR4 antagonist CYM50358 hydrochloride. (iv) Bar graph 
of quantified percentage maximum aggregation induced by PAR1-AP alone or in presence of S1P receptor 
antagonists. AU: arbitrary unit. Data are plotted as mean ± standard error of the mean. Statistical analysis: 
Student’s paired t-test. NS: no statistical significance; **P < 0.01, ****P < 0.0001.
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Figure 5.  Platelet spreading on fibrinogen is inhibited by  S1PR4 and  S1PR5 agonists and SPHK inhibitor. Washed 
platelets (2 ×  107/mL) were incubated with vehicle control (0.2% methanol), S1P receptor subtype specific agonists or 
SphK inhibitor DMS for 10 min. Platelets were then left to adhere onto a 13 mm glass coverslip coated with 100 μg/
mL fibrinogen (60 min, 30 °C). Samples were fixed (4% PFA) before permeabilization (0.1% triton) and staining 
with ActinGreen 488 ReadyProbes reagent. (a) Representative images of basal (no fibrinogen), vehicle control, 1 μM 
FTY720 phosphate, 1 μM SEW2871,1 μM CYM50260, 1 μM CYM50358 hydrochloride, 1 μM A971432, 1 μM DMS. 
(b) Bar graphs of the (i) total number of platelets and (ii) average platelet cell area of platelets adhered in the absence 
and presence of S1P receptor subtype specific agonists or SphK inhibitor. N = 5. Three images were taken from each 
well. Average cell area was measured per 1000 μm2, data are plotted as mean ± SEM. Statistical analysis: One-way 
ANOVA with Dunnett’s test. ns = not significant, **P < 0.01, ****P < 0.0001.
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to allow fluorescent stain entry. Platelets were loaded with ActinGreen 488 stain for 30 min. The coverslips were 
mounted using Prolong Diamond Antifade Mountant (Thermofisher Scientific) and set in a dark room overnight. 
The adhered platelets were imaged using Leica DMI6000 B fluorescent microscope with a 63 × A/1.4 oil objec-
tive (Leica Camera AG, Germany). The number of platelets adhered and surface area covered per 1000 μm2 was 
determined from three randomly selected fields of view per treatment condition using ImageJ software. The per-
centage of platelets in each phase (phase I = compact shape, phase II = Filopodial extension, phase III = filopodial 
extension and spread, phase IV = fully  spread55) was assessed by counting the platelets in each phase and dividing 
by the total number of platelets. An average from three replicates per sample was calculated.

Data analysis. Data were analysed using GraphPad Prism 7 software (GraphPad Software, California, USA). 
All data are presented as the mean ± standard error of the mean with at least three independent experiments. 
Statistical tests used were as indicated in the figure legends, using a parametric test where data was normal and 
a non-parametric test where data did not show a normal distribution. We consider a P value of < 0.05 as signifi-
cant. Concentration–response curves were plotted with a four-parameter logistic equation.

Figure 6.  Inhibiting sphingosine kinases reduces PAR1-AP induced platelet aggregation. Washed human 
platelets (2 ×  108/mL) were pre-incubated with vehicle control (0.2% methanol) or sphingosine kinase inhibitors 
for 5 min. Platelet aggregation was induced by maximal (1.5–2.0 μM) concentration of PAR1-AP and recorded 
for 5 min. (a) Representative traces of maximal concentration PAR1-AP induced platelet aggregation in the 
absence or presence of (i) 10 μM SPHK1/2 inhibitor DMS (N, N-Dimethylsphingosine), (ii) 1 μM SPHK1 
inhibitor PF543 hydrochloride or (iii) 10 μM SPHK2 inhibitor SLM 6,031,434, respectively. (b) Bar graphs of (i) 
quantified percentage aggregation and (ii) AUCs induced by maximal concentration of PAR1-AP alone or in the 
presence of SPHK inhibitors. AU: arbitrary unit. Data are plotted as mean ± standard error of the mean. N = 5. 
Statistical analysis: Student’s paired t-test. ns = not significant, *P < 0.05, **P < 0.01, ***P < 0.001.
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Data availability
The datasets generated during and/or analysed during the current study are available from the corresponding 
author on reasonable request.

Received: 30 November 2020; Accepted: 18 June 2021

References
 1. Gresele, P., Falcinelli, E. & Momi, S. Potentiation and priming of platelet activation: a potential target for antiplatelet therapy. 

Trends Pharmacol. Sci. 29(7), 352–360 (2008).
 2. Donath, M. Y. & Shoelson, S. E. Type 2 diabetes as an inflammatory disease. Nat. Rev. Immunol. 11(2), 98–107 (2011).
 3. Kowalski, G. M. et al. Plasma sphingosine-1-phosphate is elevated in obesity. PLoS One 8(9), e72449 (2013).
 4. Maceyka, M. et al. Sphingosine-1-phosphate signaling and its role in disease. Trends Cell Biol. 22(1), 50–60 (2012).
 5. Liu, J. et al. Serum sphingosine 1-phosphate (S1P): a novel diagnostic biomarker in early acute ischemic stroke. Front. Neurol. 11, 

985 (2020).
 6. Knapp, M. et al. Sustained decrease in plasma sphingosine-1-phosphate concentration and its accumulation in blood cells in acute 

myocardial infarction. Prostaglandins Other Lipid. Mediat. 106, 53–61 (2013).
 7. Rowley, J. W. et al. Genome-wide RNA-seq analysis of human and mouse platelet transcriptomes. Blood 118(14), e101–e111 (2011).
 8. Yatomi, Y. et al. Sphingosine 1-phosphate, a bioactive sphingolipid abundantly stored in platelets, is a normal constituent of human 

plasma and serum. J. Biochem. 121(5), 969–973 (1997).
 9. Kobayashi, N. et al. Sphingosine 1-phosphate is released from the cytosol of rat platelets in a carrier-mediated manner. J. Lipid. 

Res. 47(3), 614–621 (2006).
 10. Ulrych, T. et al. Release of sphingosine-1-phosphate from human platelets is dependent on thromboxane formation. J. Thromb. 

Haemost. 9(4), 790–798 (2011).
 11. Takeya, H. et al. Synergistic effect of sphingosine 1-phosphate on thrombin-induced tissue factor expression in endothelial cells. 

Blood 102(5), 1693–1700 (2003).
 12. Munzer, P. et al. Sphingosine kinase 1 (Sphk1) negatively regulates platelet activation and thrombus formation. Am. J. Physiol. Cell 

Physiol. 307(10), C920–C927 (2014).
 13. Urtz, N. et al. Sphingosine 1-phosphate produced by sphingosine kinase 2 intrinsically controls platelet aggregation in vitro and 

in vivo. Circ. Res. 117(4), 376–387 (2015).
 14. Jonnalagadda, D. et al. Granule-mediated release of sphingosine-1-phosphate by activated platelets. Biochim. Biophys. Acta 

1841(11), 1581–1589 (2014).
 15. Choi, W., Karim, Z. A. & Whiteheart, S. W. Arf6 plays an early role in platelet activation by collagen and convulxin. Blood 107(8), 

3145–3152 (2006).
 16. Tani, M. et al. Mechanisms of sphingosine and sphingosine 1-phosphate generation in human platelets. J. Lipid Res. 46(11), 

2458–2467 (2005).
 17. Yatomi, Y. et al. Sphingosine-1-phosphate: a platelet-activating sphingolipid released from agonist-stimulated human platelets. 

Blood 86(1), 193–202 (1995).
 18. Yatomi, Y. et al. Sphingosine 1-phosphate induces platelet activation through an extracellular action and shares a platelet surface 

receptor with lysophosphatidic acid. J Biol Chem 272(8), 5291–5297 (1997).
 19. Amemiya, N. et al. A case of hepatocellular carcinoma with marked hyperfibrinogenemia. Acta Haematol 97(4), 236–238 (1997).
 20. Randriamboavonjy, V. et al. The S1P(2) receptor expressed in human platelets is linked to the RhoA-Rho kinase pathway and is 

down regulated in type 2 diabetes. Basic Res Cardiol 104(3), 333–340 (2009).
 21. Motohashi, K. et al. Identification of lysophospholipid receptors in human platelets: the relation of two agonists, lysophosphatidic 

acid and sphingosine 1-phosphate. FEBS Lett 468(2–3), 189–193 (2000).
 22. Nugent, D. & Xu, Y. Sphingosine-1-phosphate: characterization of its inhibition of platelet aggregation. Platelets 11(4), 226–232 

(2000).
 23. Xiao, H. et al. Phospholipids released from activated platelets improve platelet aggregation and endothelial cell migration. Platelets 

12(3), 163–170 (2001).
 24. Onuma, T. et al. Sphingosine 1-phosphate (S1P) suppresses the collagen-induced activation of human platelets via S1P4 receptor. 

Thromb. Res. 156, 91–100 (2017).
 25. Grove, E. L. et al. Increased platelet turnover in patients with previous definite stent thrombosis. J. Thromb. Haemost. 9(7), 

1418–1419 (2011).
 26. Durrant, T. N., van den Bosch, M. T. & Hers, I. Integrin alphaIIbbeta3 outside-in signaling. Blood 130(14), 1607–1619 (2017).

Figure 7.  Summary of the biphasic modulation of platelets by S1P. Black arrows indicate activation, with red 
lines indicating inhibition.



13

Vol.:(0123456789)

Scientific Reports |        (2021) 11:15308  | https://doi.org/10.1038/s41598-021-94052-4

www.nature.com/scientificreports/

 27. Callihan, P. et al. Distinct generation, pharmacology, and distribution of sphingosine 1-phosphate and dihydrosphingosine 1-phos-
phate in human neural progenitor cells. Neuropharmacology 62(2), 988–996 (2012).

 28. Natarajan, V. et al. Sphingosine-1-phosphate, FTY720, and sphingosine-1-phosphate receptors in the pathobiology of acute lung 
injury. Am. J. Respir. Cell. Mol. Biol. 49(1), 6–17 (2013).

 29. Sanna, M. G. et al. Sphingosine 1-phosphate (S1P) receptor subtypes S1P1 and S1P3, respectively, regulate lymphocyte recircula-
tion and heart rate. J. Biol. Chem. 279(14), 13839–13848 (2004).

 30. Cahalan, S. M. et al. Sphingosine 1-phosphate receptor 1 (S1P(1)) upregulation and amelioration of experimental autoimmune 
encephalomyelitis by an S1P(1) antagonist. Mol. Pharmacol. 83(2), 316–321 (2013).

 31. Satsu, H. et al. A sphingosine 1-phosphate receptor 2 selective allosteric agonist. Bioorg. Med. Chem. 21(17), 5373–5382 (2013).
 32. Jo, E. et al. Novel selective allosteric and bitopic ligands for the S1P(3) receptor. ACS Chem. Biol. 7(12), 1975–1983 (2012).
 33. Osada, M. et al. Enhancement of sphingosine 1-phosphate-induced migration of vascular endothelial cells and smooth muscle 

cells by an EDG-5 antagonist. Biochem. Biophys. Res. Commun. 299(3), 483–487 (2002).
 34. Murakami, A. et al. Sphingosine 1-phosphate (S1P) regulates vascular contraction via S1P3 receptor: investigation based on a new 

S1P3 receptor antagonist. Mol. Pharmacol. 77(4), 704–713 (2010).
 35. Di Pardo, A. et al. Stimulation of S1PR5 with A-971432, a selective agonist, preserves blood-brain barrier integrity and exerts 

therapeutic effect in an animal model of Huntington’s disease. Hum. Mol. Genet. 27(14), 2490–2501 (2018).
 36. Guerrero, M. et al. Discovery, design and synthesis of the first reported potent and selective sphingosine-1-phosphate 4 (S1P4) 

receptor antagonists. Bioorg. Med. Chem. Lett. 21(12), 3632–3636 (2011).
 37. Jin, Z. Q. & Karliner, J. S. Low dose N, N-dimethylsphingosine is cardioprotective and activates cytosolic sphingosine kinase by a 

PKCepsilon dependent mechanism. Cardiovasc. Res. 71(4), 725–734 (2006).
 38. Cannavo, A. et al. Sphingosine kinases and sphingosine 1-phosphate receptors: signaling and actions in the cardiovascular system. 

Front Pharmacol 8, 556 (2017).
 39. Schnute, M. E. et al. Modulation of cellular S1P levels with a novel, potent and specific inhibitor of sphingosine kinase-1. Biochem. 

J. 444(1), 79–88 (2012).
 40. Kharel, Y. et al. Sphingosine kinase 2 inhibition and blood sphingosine 1-phosphate levels. J. Pharmacol. Exp. Ther. 355(1), 23–31 

(2015).
 41. Wang, D. et al. S1P differentially regulates migration of human ovarian cancer and human ovarian surface epithelial cells. Mol. 

Cancer Ther. 7(7), 1993–2002 (2008).
 42. Dziak, R. et al. Effects of sphingosine-1-phosphate and lysophosphatidic acid on human osteoblastic cells. Prostaglandins Leukot 

Essent Fatty Acids 68(3), 239–249 (2003).
 43. Machida, T. et al. Cellular function and signaling pathways of vascular smooth muscle cells modulated by sphingosine 1-phosphate. 

J. Pharmacol. Sci. 132(4), 211–217 (2016).
 44. Chun, J. et al. International Union of basic and clinical pharmacology. LXXVIII. Lysophospholipid receptor nomenclature. Phar-

macol. Rev. 62(4), 579–587 (2010).
 45. Jeffery, D. R. et al. Fingolimod for the treatment of relapsing multiple sclerosis. Expert Rev. Neurother. 11(2), 165–183 (2011).
 46. Im, D. S. et al. Characterization of a novel sphingosine 1-phosphate receptor, Edg-8. J. Biol. Chem. 275(19), 14281–14286 (2000).
 47. Rosen, H. et al. Sphingosine 1-phosphate receptor signaling. Annu. Rev. Biochem. 78, 743–768 (2009).
 48. Windh, R. T. et al. Differential coupling of the sphingosine 1-phosphate receptors Edg-1, Edg-3, and H218/Edg-5 to the G(i), G(q), 

and G(12) families of heterotrimeric G proteins. J. Biol. Chem. 274(39), 27351–27358 (1999).
 49. Offermanns, S. et al. G proteins of the G12 family are activated via thromboxane A2 and thrombin receptors in human platelets. 

Proc. Natl. Acad. Sci. USA 91(2), 504–508 (1994).
 50. Graler, M. H. et al. The sphingosine 1-phosphate receptor S1P4 regulates cell shape and motility via coupling to Gi and G12/13. 

J. Cell Biochem. 89(3), 507–519 (2003).
 51. Kim, S. & Kunapuli, S. P. Negative regulation of Gq-mediated pathways in platelets by G(12/13) pathways through Fyn kinase. J. 

Biol. Chem. 286(27), 24170–24179 (2011).
 52. Shen, B., Delaney, M. K. & Du, X. Inside-out, outside-in, and inside-outside-in: G protein signaling in integrin-mediated cell 

adhesion, spreading, and retraction. Curr. Opin. Cell. Biol. 24(5), 600–606 (2012).
 53. Niazi, H. et al. Murine platelet production is suppressed by S1P release in the hematopoietic niche, not facilitated by blood S1P 

sensing. Blood Adv. 3(11), 1702–1713 (2019).
 54. Sledz, K. M. et al. Rapamycin restrains platelet procoagulant responses via FKBP-mediated protection of mitochondrial integrity. 

Biochem. Pharmacol. 177, 113975 (2020).
 55. Jones, M. L. et al. Characterization of a novel focal adhesion kinase inhibitor in human platelets. Biochem Biophys Res Commun 

389(1), 198–203 (2009).

Acknowledgements
This work was supported by the British Heart Foundation (PG/14/3/305650, PG/16/3/31833) and Bristol Alumni. 
We thank Elizabeth Aitken and Dr. Tony Walsh for technical support and the blood donors within the Biomedical 
Sciences building at the University of Bristol.

Author contributions
H.L. designed work, performed experiments, analysed and interpreted data and wrote manuscript. M.L.J. con-
tributed to experiments and data analysis. L.J.G. revised figures, analysed data, revised the manuscript and 
contributed to discussion. S.F.M. designed work, supported data analysis, contributed to interpretation and 
discussion and revised manuscript. J.L.H. performed experiments, revised figures, analysed data, revised the 
manuscript and contributed to discussion. IH conceived and designed work, interpreted data, contributed to 
discussion and wrote manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https:// doi. org/ 
10. 1038/ s41598- 021- 94052-4.

Correspondence and requests for materials should be addressed to I.H.

Reprints and permissions information is available at www.nature.com/reprints.

https://doi.org/10.1038/s41598-021-94052-4
https://doi.org/10.1038/s41598-021-94052-4
www.nature.com/reprints


14

Vol:.(1234567890)

Scientific Reports |        (2021) 11:15308  | https://doi.org/10.1038/s41598-021-94052-4

www.nature.com/scientificreports/

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© The Author(s) 2021

http://creativecommons.org/licenses/by/4.0/

	Sphingosine-1-phosphate modulates PAR1-mediated human platelet activation in a concentration-dependent biphasic manner
	Results
	Sphingosine-1-phosphate modulates PAR1-AP mediated aggregation in a concentration-dependent, biphasic manner. 
	Biphasic effect of S1P on integrin activation and α-granule secretion. 
	The effect of S1P on platelet adhesion and spreading. 
	Pan-S1P receptor agonists also exhibit concentration-dependent biphasic modulation of PAR-induced platelet aggregation. 
	Platelet aggregation is enhanced by S1PR1 activation, but reduced by S1PR45 activation. 
	S1PR4 and S1PR5 agonists and sphingosine kinase inhibitors reduce integrin αIIbβ3 mediated platelet adhesion and spreading. 
	Sphingosine kinases regulate PAR1-mediated platelet aggregation. 

	Discussion
	Materials and methods
	Materials. 
	Isolation and preparation of human platelets. 
	Platelet aggregation. 
	Platelet function assays. 
	Flow cytometry. 
	Calcium mobilisation. 
	Human platelet spreading. 
	Data analysis. 


	References
	Acknowledgements


