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Supplementary Methods
Analysis of erythroid differentiation
To obtain burst-forming units-erythroid (BFU-E), 3x104 cells from fetal liver were cultured in MethoCult M3334 (Stemcell Technologies). For erythroid differentiation, single-cell suspensions were immunostained with anti-TER119-PE and anti-CD71-FITC (BD Bioscience) and analyzed by flow cytometry.
Measurement of intracellular ROS content in vivo
To quantify ROS production in vivo, we used the cell permeant 2',7'-dichlorodihydrofluorescein diacetate (H2DCFDA, Sigma) to detect generic ROS and the MitoSOXTM (ThermoFisher) probe as an indicator of mitochondrial superoxide production. In particular, to measure generic ROS embryonic ECs cells were firstly isolated from E13.5 embryos through magnetic separation (MACS) using magnetic beads-labeled CD31/Pecam-1 antibody (Miltenyi Biotec). Next, the cells were incubated with 5uM H2DCFDA probe for 30 min at 37°C in the dark. The emitted fluorescence was read at the spectrophotometer at 529 nm wavelength. To measure mitochondrial superoxide, disgregated embryonic cells were double stained with CD31-PE antibody and MitoSOXTM probe and then analyzed through flow cytometry.


Supplementary Figure Legends
Figure S1. FLVCR1a loss in hematopoietic precursors reduces the ability to form colony in vitro but does not affect erythroid differentiation in vivo. (A) Representative flow cytometric analyses of fetal liver cells isolated from E13.5 embryos, immunostained with antibodies to CD71 and Ter119. Regions II–V corresponding to different maturational stages are indicated. The percentage of cells in each population is reported (B). Values represent mean ± SEM; n = 5. (C) Representative images of BFU-e colonies from E13.5 control and eKO fetal liver. Number (D) and dimension (E) of BFU-E isolated at E13.5 from fetal liver of control and eKO embryos (n=3). Values represent mean ± SEM, *p<0.05. BFU-e, erythroid burst-forming units; eKO, endothelial knockout.
Figure S2. Vascular architecture in eKO and control embryos. Whole-mount staining of E11.5 embryos and yolk sacs with CD31/Pecam-1 antibody. Enlargements of body (A), head (B) and yolk sac (C) are shown. eKO, endothelial knockout.
Figure S3. Characterization of CD31+ cells isolated from Flvcr1a eKO embryos. (A,B) qRT-PCR analysis of CD31/Pecam-1 (A) and VE cadherin (Vascular Endothelial Cadherin) (B) in CD31+/- cell fraction obtained from E13.5 Flvcr1a eKO embryos. Values represent mean ± SEM, n=5; *p<0.05. eKO, endothelial knockout; RQ, relative quantity.
[bookmark: _GoBack]Figure S4. ROS production in Flvcr1a null ECs. (A) Generic ROS were quantified using H2DCFDA probe. The fluorescence intensity of CD31- and CD31+ cells from E13.5 control and Flvcr1a eKO, is shown. Data represent mean ± SEM; n=6. (B) Flow cytometry analysis of embryonic cells double stained with CD31-PE antibody and MitoSOXTM probe. The percentage of  MitoSOXTM positive cells among CD31 positive ECs, is shown. Data represent mean ± SEM; n=4. (C) qRT-PCR analysis of Superoxide dismutase 1 (SOD-1) in E13.5 CD31+/- cells isolated from control and Flvcr1a eKO. Data represent mean ± SEM; n=5. eKO, endothelial knockout; Sod1, Superoxide dismutase 1; ROS, reactive oxidative species; RQ, relative quantity.
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