Expression of periaxin (PRX) specifically in the human
cerebrovascular system: PDZ domain-mediated
strengthening of endothelial barrier function
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Supplemental Figure 1. Western blot analysis of PRX in human whole brain and human brain vessel fractions. Three brain
samples were analyzed for PRX expression, shown in the three independent Western blots. In each blot, Lane 1 contains
protein lysates from 293 cells transfected with L-PRX. This was deliberately underloaded to enable visualization of

individual bands. Lane 2 shows human whole brain (Hwb) protein lysates; Lane 3 shows vessel fractions from the same brain.
An overexposed version of Figure 3 is shown in (A; 10% gel). (B) and (C) include proteins from two independent brains.

Note that the levels of tubulin in the Hwb were much lower than in vessels in (B) and (C) (8% gel). These blots show that PRX
is found in multiple bands from protein fractions from both brain and transfected 293 cells. The main band in transfected cells

is slightly higher than the main band from brain. But, there appeared to be overlap in the bands generated from transfeccted
293 and brain expressed proteins.
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Supplemental Figure 2. L-PRX protein localization in cerebral endothelial cells. Cultured murine brain endothelial cells
were transfected with empty control or L-PRX expression vector. L-PRX was not tagged. Cells were then immunostained
for PRX and counterstained with DAPI. Confocal images demonstrate predominantly nuclear localization of L-PRX.
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Supplemental Figure 3. L-PRX protein localization in cultured cells. Culture 293 cells (control (-)) and PRX-transfected cell (+)
were separated into nuclear and cytoplasmic fractions and immunoblotted for PRX, Lamin A/C (a nuclear marker) or tubulin
(enriched in cytosol). Whole cell lysates (W), cytoplasmic proteins (C), and nuclear proteins (N) were immunoblotted. The

results suggest that a significant amount of PRX is present in the nucleus, which has a comparable amount of PRX compared
to the cytoplasm, though there is a significantly smaller level of tubulin in the nuclear fraction.
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Supplemental Figure 4. L-PRX effects on expression of IL-1b, TNFa, and ICAM1T mRNA. . Cultured human brain endothelial cells
RFP control of L-PRX expression vector. mRNA from these cells was analyzed by quantitative RT-PCR for markers shown. There
were no changes seen between any of the groups for these markers.



