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Sample sizes for each experiment was initially determined by previous manuscripts or determined with powerandsamplesize.com

In cell culture experiments data were excluded if cells in wells were dead/dried up. Exclusion criteria were pre-established.

Experiments were repeated and most were successful with the exception of experiments using the magnesium FRET sensor. It is likely that the
cell line had drifted from selective pressure.

Mice were randomly assigned to time points.

Surgeon was blinded to the time point and genotype for mouse experiments. Cell culture experiments were not blinded due to the
quantitative nature of the experiments.

Depletion antibody: anti-CD90 (clone M5/49.4.1, BioXell); flow cytometry: fluorescence-conjugated anti-CD31 (390, BioLegend), anti-
CD90 (53-2.1, Biolegend); ChIP: anti-BMAL1 antibody ab3350, Abcam; WB: anti-PGP (1:1000, MDR-1 c219, ThermoFisher), anti-
TRPM7 (1:500, EPR4582, Abcam) anti-BMAL1 (1:1000, A302-616A, Bethyl Laboratories), and anti-beta-Actin (1:20000, mAbcam8224,
Abcam).

All primary antibodies were validated by the manufacturer for species and application OR previously validated (see reference for anti-
BMAL1 ab3350)

Cell line (hCMEC/D3) was sourced by Millapore

Cell lines were not authenticated

All cell lines tested negative for mycoplasma

Name any commonly misidentified cell lines used in the study and provide a rationale for their use.




