Supplemental Figure 1. Robo1 and Robo4 receptors were involved in angiogenesis in human umbilical vein endothelial cells (HUVECs). Robo1, Robo4, and both receptor knockdown (KD) significantly inhibited angiogenesis. In vitro angiogenesis was evaluated four hours after Robo1, Robo4 and both receptor knockdown in HUVECs. The cells were plated on growth factor-reduced Matrigel, treated with EGM with 2% FBS (CTL), CTL containing 1 μg/ml Slit2 (Slit2), CTL mixed with hPMSC-conditioned medium with 2% FBS (1:1 ratio; CM) or CTL mixed with hPMSC-conditioned medium with 2% FBS after Slit2 depletion (1:1 ratio; CM-Slit2 depletion). Quantitative analysis showed that the vessel branching point number in various culture conditions was increased significantly with 1 μg/ml Slit2 and CM treatment, and the enhanced effects were blocked significantly after Robo1, Robo4 and both receptor knockdown. HUVECs in CTL were transfected with non-silencing control siRNA. Error bar: SD. Scale bar: 100 μm.

