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Legends to supplementary figures.

Figure S1. S1P induces EC morphology changes, resulting in net EC spreading. (A) ECs,
transiently transfected with mTqg2, were grown to a monolayer. Local changes in the area of a
single cell were measured before and after stimulation with S1P at t= 0:30 min.Colors
represent area change following S1P stimulation (LUT on the right). Scale bar = 25um. (B)
Normalized mean EC area changes before and after S1P stimulation.Graphs and tables

represent two technical replicates of a total of n=14.

Figure S2.Racl activation viarecruitment of TIAM induces an increase in cell area, while
p63RhoGEF-mediated activation of Rho induces a decrease in cell area. (A and B)
Normalized mean EC area changes, before and after rapamycin addition at t= 1:10. Plots on
the right represent total cell area changes after 12 min. for TIAM (n=23) and p63RhoGEF
(n=20).

Figure S3.S1P induces RhoB and RhoC activation. (A) Ratiometric images of ECs that were
transfected with the RhoB or RhoC FRET sensor and stimulated with S1P (500 nM) at t=1
min, 50 sec. Warm colors represent high activation (high YFP/CFP ratios), corresponding to
emission ratio’s (ER) on the right. Scale bar = 15um (B) Normalized mean YFP/CFP ratio
traces (xSEM) for RhoB (n=23) and RhoC (n=17) FRET sensor-expressing EC before and

after stimulation with S1P.

Figure S4. S1P stimulation of Racl FRET sensor expressing cells, shows two populations of
responders. (A and B) Normalized mean YFP/CFP ratio traces (+SEM) for (A) Racl FRET
sensor expressing EC reaching an YFP/CFP.x above baseline (n=18) and (B) Racl FRET
sensor expressing EC lacking an YFP/CFPn. above baseline (n=14), before and after

stimulation with S1P.

Figure S5. PTX induces a transient decrease in endothelial resistance. ECs, plated on ECIS
electrodes, were stimulated with PTX (100ng/ml)at t= 1:51 before stimulation with S1P
(Figure 6D). Endothelial resistance (4000 Hz) was measured using the ECIS.



Figure S6. Membrane-linked p115-RGS most efficiently inhibits Gou3-QL-mediated RhoA
activation. YFP/CFP ratios (error bars depict 95% CI) of HeLa cells transfected with RhoA
FRET sensor + mCherry (n=55), RhoA FRET sensor + mCherry + Go3-QL (n=74), RhoA
FRET sensor + RGS-mCherry + Goauyz-QL (n=81), RhoA FRET sensor + mCherry-RGS +
Gas-QL (n=85) or RhoA FRET sensor + Lck-mCherry-RGS + Ga3-QL (n=96).
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Cell | A Area (%) | A Spreading (%) | A Contraction (%)
1 3.316207 4.483886 1.261093
2 0.555761 1.704335 1.111523
3| 1.127321 2.188329 0.994695
4| 0.549683 3.720930 3.128964
5 3.114318 5.127231 1.974934
6| 3.281471 5.233380 1.895332
7| 1.303155 2.572016 1.234568
8| 3.020204 4.915643 1.832951
9| 4.136505 6.721820 2.481903
Cell | A Area (%) | A Spreading (%) | A Contraction (%)
1| 5.044282 7.585676 2.425876
2 3.015764 5.380397 2.261823
3 1.735358 3.524946 1.735358
4| 1.082598 3.769046 2.686447
5 3.695091 4.754522 1.007752
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