ZBTB46 is a shear sensitive transcription factor inhibiting endothelial cell proliferation via gene expression regulation of cell cycle proteins
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SUPPLEMENTAL MATERIALS





Supplemental Figure 1: Endothelial cell mRNA is enriched in intimal
[image: ]
Total RNA from intima were separately obtained from LCA and RCA 2 days after ligation, using the flushing technique as previously described. Enrichment of collected mRNA from intimal layers of arteries was assessed using CD31 (PECAM1) as a marker for ECs and -smooth muscle actin (SMA) as a marker for smooth muscle cells. mRNA expression was normalized to the respective intimal preparation for CD31 and the respective LO prep for SMA. Results show that similar to previously published data, the mRNA levels of CD31 detected in the intimal RNA preparation (EC) were significantly higher compared to the the left-over media and adventitia of the common carotid arteries (LO), while EC mRNA levels of SMA were significantly lower compared to LO.  (n=9, ***P<0.001, one-way ANOVA, LO compared to EC). 


Supplemental Figure 2: EC exposure to disturbed flow increases EC proliferation in the LCA using the partial carotid ligation model

[image: ]The known effect of disturbed flow on EC proliferation in the partial carotid ligation model was verified using en-face staining of Ki67 as a marker of cell proliferation ex vivo. The number of Ki67 positive ECs in the partially ligated LCA was significantly more compared to the non-ligated RCA control, confirming prior findings that EC exposure to disturbed flow increases EC proliferation. (n=4, two-tailed t-test, **P<0.01)
Supplemental methods: Immunofluorescence staining for Ki67 in en-face preparations of carotid arteries and confocal microscopy
ApoE KO mice (18 weeks old, male and female, Jackson Laboratory, stock# 02052) underwent partial carotid ligation under anesthesia and started on high fat diet as previously described. Mice were euthanized and pressure perfused with saline 2 days post-ligation. Dissected common carotids were cut open along the length of each artery and fixed in 4% paraformaldehyde (PFA) for 1 hour and washed with 0.5% PBSTX (0.5% Triton X-100 in PBS) for 30 min at room temperature (RT). After washing, samples were blocked with 20% goat serum in PBS at 4°C overnight and then incubated with rabbit anti-Ki67 Ab (Abcam, Cambridge, MA, ab15580, 2μg/ml) in 5% goat serum at 4°C overnight. After washing with PBS, the samples were incubated for 2 hours at RT protected from light with Alexa-fluor 568 labeled goat anti rabbit IgG (1:1000 dilution) for 2 hours at RT and then counter stained with DAPI (2μg/ml) for 15 min at RT. The samples were washed with PBS and mounted on coverslips with luminal side down. Z-stack images where taken using a Zeiss LSM 510 laser confocal microscope with a 20x objective. ECs in each field were counted using DAPI staining of the nuclei at the first luminal cell layer and confirmed by the typical EC morphology. Ki67 positive cells from three locations along each carotid were summed for each carotid and results were expressed as a ratio to total endothelial cells within examined area. 
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