Supplemental Figure Legends
[bookmark: _GoBack]Figure S1. Generation of mettl3 conditional cardiac-specific knockout mice. (A) Schematic representation of the generation of the mettl3 floxed and deleted alleles. (B) Genotyping of Mettl3+/+, Mettl3f/+ , mettl3f/f, MerCreMer, Mettl3f/+ MerCreMer , mettl3f/f MerCreMer tail DNA after birth using flox and Cre primers. (C) DNA from muscle, heart, and liver from oil-treated and tam-induced mettl3f/f MerCreMer mice using flox, and deletion primer pairs. (D) Western blotting of heart tissue samples from oil-treated and tam-induced mettl3f/f MerCreMer mice. (E) Body weight, heart/body weight (HW/BW), and echocardiography analysis (FS, fraction shortening; EF, ejection fraction) of mouse hearts after 5 days of tamoxifen injections compared with oil treated mice (WT: Mettl3flox/flox MerCreMer+/+ treated with oil, n = 11; TAM: Mettl3+/+ MerCreMer+/+ treated with tamoxifen, n = 13; KO: Mettl3flox/flox MerCreMer+/+ treated with tamoxifen, n = 14). ns: no significant difference with student’s t-test. (F) Representative mice heart tissue H.E. staining, 200X.
Figure S2. The data from the global I/R-treated mice. (A) RNA dot blot analysis (upper panel) of m6A levels in global I/R-treated mice heart tissues. Methylene blue staining served as a loading control (middle panel). Quantification of RNA dots are shown (lower panel) (mean ± SD; n = 3; **P < 0.01 vs. sham). (B) The mRNA and protein levels of METTL3 and METTL14 in global I/R-treated mice heart tissues (mean ± SD; n = 6; **P < 0.01 and ns: no significant difference vs. sham). (C) WT and mice lacking cardiac METTL3 (mettl3-KO) (WT: Mettl3flox/flox MerCreMer+/+ treated with oil; TAM: Mettl3+/+ MerCreMer+/+ treated with tamoxifen; KO: Mettl3flox/flox MerCreMer+/+ treated with tamoxifen) were exposed to global I/R. Total RNA was extracted, and m6A content was determined (mean ± SEM; n = 6; **P < 0.01 vs. WT Mettl3 mice). All above the heart tissue samples were collected from the injured region of I/R-treated mice. (D) Representative images of western blots of the LC3B-I, LC3B-II, and SQSTM1 of heart tissues of injured region from Mettl3 wild-type and knockout mouse with or without global I/R. (WT: Mettl3flox/flox MerCreMer+/+ treated with oil; TAM: Mettl3+/+ MerCreMer+/+ treated with tamoxifen; KO: Mettl3flox/flox MerCreMer+/+ treated with tamoxifen). Quantification SQSTM1 protein levels are shown (mean ± SD; n = 6; ***P < 0.001 and ns: no significant difference). (E) The Mettl3+/+ and mettl3-/- mice were subjected to global I/R. Myocardial TFEB proteins and activities in these mice model were compared. Nuclear TFEB was isolated and indicated TFEB activity. Quantitative protein levels are shown on the right (mean ± SD; n = 6; **P < 0.01 and ***P < 0.001). P values were calculated with student’s t-test.
Figure S3. The TFEB 3'-UTR sequences. (A and B) The m6A consensus sequences in the TFEB 3'-UTR are conserved in among species (humans, mice, and rats). (C) The base position of the m6A consensus sequences in the TFEB 3'-UTR in relation to the stop codon of TFEB mRNA.
Figure S4. Mettl3 knockdown might promote GFP-TFEB protein level via upregulating endogenous TFEB to affect the AMPK-MTOR pathway. (A) H9c2 cells were transfected with GFP-tagged TFEB, and shMettl3 or shcontrol and then the lysates were analyzed with the indicated antibodies. (B) tfeb-/- mouse embryonic fibroblasts (MEFs) cells were transfected with a plasmid encoding GFP-tagged TFEB, and shMettl3 or shcontrol and then the lysates were analyzed with the indicated antibody.
Figure S5. TFEB pre-mRNA not mRNA directly interacts with METTL3.
Figure S6. ALKBH5 promoter sequence and putative E-boxes.

