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Supplementary Figure S1. Optimization of the directed differentiation of BC1-GFP iPSCs.
Supplementary Figure S2. Variability of directed differentiation across two iPSC lines.

Supplementary Table S1. Antibodies used in this study.
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Supplementary Figure S1. Optimization of the directed differentiation of BC1-GFP iPSCs.
Heatmap of transendothelial electrical resistance (TEER) values of dhBMECs as a function of
CHIR concentration, seeding density, and time. (a) Time dependence of TEER for CHIR99021
concentrations of 1 — 6 uM (with an initial seeding density of 20,000 cells cm™). (b) Time
dependence of TEER for initial seeding densities of 10 - 50 x 10° cells cm™ (with a CHIR99021
concentration of 6 uM). Each square of the heatmaps represent the mean TEER across at least two
independent differentiations.
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Supplementary Figure S2. Variability of directed differentiation across two iPSC lines. BC1-
GFP and C12-RFPs were plated at 20,000 cells cm? and grown for three days. (a) Concentration
of CHIR99021 versus change in iPSC confluency over 24-hour treatment period. Only BC1-GFPs
display dose-dependent confluency changes. (b) Representative brightfield images of both iPSC
lines treated with 1 and 6 pM CHIR99021 on day 0 (before treatment) and day 1 (24 hours after
treatment). (c) TEER versus change in iPSC confluency over 24-hour treatment period for both
iPSC lines. Lower changes in confluency are associated with higher TEER only for BC1-GFPs.



Supplementary Table S1. Antibodies used in this study.

Vendor Species Cat. No Dilution

CD31 ThermoFisher | Rabbit 402200 1:25

Z0-1 Invitrogen Rabbit 402200 1:200
Claudin-5 Invitrogen Mouse 35-2500 1:200
Occludin Invitrogen Rabbit 40-4700 1:100
GLUTI1 Abcam Rabbit 115730 1:200
P-gp Sigma Mouse P7965 1:100
VE-cadherin | Santa Cruz Mouse Sc-9989 1:100




