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Supplemental Table I: The list of genes containing m6A sites that were hypomethylated by 
METTL3 knockdown under OS 
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Supplemental Table II: Primer information 
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Supplemental Figure 1 
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Supplemental Figure 1: Comparison of METTL3 expression in the endothelium of the inner 
AA and the outer AA from wild-type control mice.  (A) Schemes showing the regions of thoracic 
aorta (TA) and aortic arch (AA). (B) Specificity validation of m6A dot blot. (C) Shear pattern- and 
time-dependent increase of METTL3 mRNA and (D) protein expression over a 48-hour time course. 
(E) Left: En face immunofluorescence staining showing the expression of METTL3 in arterial 
endothelium of TA and outer and inner parts of AA. Right: quantification showing mean 
fluorescence intensity values relative to TA with SD error bars. (F-G) Immunohistochemistry of 
METTL3 protein expression in the endothelium of the outer AA (Panel F, Upper) and the inner AA 
(Panel F, Lower) from control untreated C57BL/6 mice. (H) Specificity validation of METTL3 
immunofluorescence. 
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Supplemental Figure 2 
 

 

Supplemental Figure 2: METTL3 as a mediator of the pro-atherogenic process in ECs in 
response to disturbed flow. (A) Schemes showing the sequence for wild-type METTL3 and its 
catalytic mutant form, METTL3 APPA. (B~C) LCMS analysis showing the m6A modification of 
mRNA with or without TNF-α stimulation in both HUVECs (Panel B) and HAECs (Panel C). (D) 
Representative images of monocyte adhesion on TNF-α-stimulated HUVECs with or without Mettl3 
knockdown. (E) Scheme showing METTL3 as a mediator of the pro-atherogenic inflammatory 
effects in ECs subjected to disturbed flow. 
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Supplemental Figure 3 
 

 

 

Supplemental Figure 3: Involvement of METTL3-hypermethylated genes in atherosclerosis. 
(A)The pie chart depicts the relative frequency of peaks in OS-treated ECs with or without Mettl3 
knockdown. The pie chart depicts the relative frequency of peaks that map to each feature type, 
with a peak log2 fold enrichment ≥ 3 and p-value ≤ 0.001. (B) The list of genes affected by METTL3-
knockdown under OS. (C) The eCLIP abundance of NLRP1 and KLF4 among PS-treated cells, OS-
treated cells with either siCtril or siMETTL3. 
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Supplemental Figure 4 

 

Supplemental Figure 4: The plasmid design of NLRP1 and KLF4 RNA fragments with either wild-
type (WT) or mutated (mut) m6A sites. 
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