Supplemental Figures

Fig. S1 Effect of a 15 min preincubation with S1P on tleian of endothelin-IUpper
panel: representative tracings of intracellulaefoalcium concentration ([&3;) of cells
preincubated in the absence (left panel) or presaficl uM S1P. Where indicated
(arrow), 100 nM endothelin-1 was added. Lower pametreases of free-calcium
concentration ([CZ];) induced by 100 nM endothelin-1 in cells preindedain the
absence (solid bar) or presence ofiM S1P (open bar). The means are plotted with
vertical lines representing the S.E.M of 4-5 detaations using different cell
preparations.

S1P (15 min)
ET-1 ET-1
= 00 = 900
£~ 600 £~ 600F
[14] ©
©. 300t ©. 300t
% 25 50 75 100 0 25 50 75 100
Time (sec) Time (sec)
s s
s 800r
c
= 600}
&
S 400t
<
200r

NONE S1P



Fig. S2.Plasma membrane associated fluorescence of cells expressing aig-adrenergic
receptor-enhanced green fluorescent protein construction. Cells were incubated in the
absence of any agent (BASAL, time 0O; Vehicle, 15)nar presence of M S1P or 10
uM noradrenaline (NA). Data correspond to experirmeown in Fig 10. * p < 0.001 vs
Basal or Vehicle.
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Fig. S3. Confocal microscopy images of cells expressing aig-adrenergic receptor-
enhanced green fluorescent protein construction; effect of SLP; receptor knock down.
Cells transfected with the empty vector or the ;S4FHRNA were used and incubated in
the absence or presence qiM S1P. Images were taken at the beginning of iatab
(Time 0’) and at the end of the incubation with thgents (Time 15’); immediately
thereafter, the membrane marker FM4-64 (red) wds@a@nd images were taken. Merge
images (end of encubation -FM4-64) are presented dalocalization (yellow).
Quantitative analysis of plasma membrane-assatcifaterescence is shown below the
images.* p< 0.001 vs. vector basal; ** p< 0.01wector basal.
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Fig. S4. Confocal microscopy images of cells exgrgs a;g-adrenergic receptor-

enhanced green fluorescent protein constructidactedf wild type sphingosine kinase-1
expression. Cells transfected with wild type spbsige kinase-1 were used and
incubated in the absence or presence of 100 nN@ml or 1 uM S1P. Images were

taken at the beginning of incubation (Time 0’) atdhe end of the incubation with the
agents (Time 15°); immediately the membrane marke4-64 (red) was added and
images were taken. Merge images (end of incub&iMn-64) are presented for
colocalization (yellow). Quantitative analysis oflagma membrane-associated
fluorescence is shown below the images. * p< O30 SPHK-1 wild-type.
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Fig. S5. Confocal microscopy images of cells exgrgs a;g-adrenergic receptor-

enhanced green fluorescent protein constructiofeceif expression of a dominant-
negative mutant of sphingosine kinase-1 (SPHK-1 .D8glls transfected with the

dominant negative mutant of sphingosine kinaseetewused and incubated in the
absence or presence of 100 ng/ml IGF-1 opM S1P. Images were taken at the
beginning of incubation (Time 0’) and at the endirafubation with the agents (Time

15%); immediately thereafter, the membrane markdre4 (red) was added and images
were taken. Merge images (end of incubation-FM4-&4) presented for colocalization
(yellow). Quantitative analysis of plasma membrasseciated fluorescence is shown
below the images. * p < 0.01 vs. SPHK-1 DN Basal.
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