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[bookmark: _Hlk57557464]Additional file1: Supplemental table 1. The different expression of 63 miRNAs in myocardial EVs from IH-treated cardiomyocyte identified by miRNA chip assay.
	No.
	Name
	Log2(Fold_Change)
	Regulaion
	P.value

	1
	mmu-let-7a-5p
	1.520625
	up
	0.012751

	2
	mmu-let-7i-5p
	-1.39528
	down
	0.008377

	3
	mmu-let-7j
	-1.5043
	down
	0.007463

	4
	mmu-miR-101a-5p
	-4.75453
	down
	0.033366

	5
	mmu-miR-1198-5p
	-3.90244
	down
	0.010504

	6
	mmu-miR-125b-5p
	2.450103
	up
	0.002446

	7
	mmu-miR-129b-5p
	-1.52039
	down
	0.041677

	8
	mmu-miR-133b-3p
	1.137319
	up
	0.003338

	9
	mmu-miR-15a-3p
	-1.69372
	down
	0.029116

	10
	mmu-miR-16-1-3p
	-1.86461
	down
	0.038583

	11
	mmu-miR-16-2-3p
	-1.45458
	down
	0.02208

	12
	mmu-miR-181b-5p
	-2.94874
	down
	1.35E-04

	13
	mmu-miR-1895
	1.107929
	up
	0.041014

	14
	mmu-miR-1947-5p
	-4.46992
	down
	0.033734

	15
	mmu-miR-195a-3p
	-1.63846
	down
	0.020771

	16
	mmu-miR-1a-3p
	1.500538
	up
	0.034398

	17
	mmu-miR-214-5p
	-1.89447
	down
	0.039164

	18
	mmu-miR-22-3p
	1.212431
	up
	0.021577

	19
	mmu-miR-23a-3p
	2.188835
	up
	0.002125

	20
	mmu-miR-29a-3p
	1.887891
	up
	0.005642

	21
	mmu-miR-3089-3p
	-4.01879
	down
	2.42E-05

	22
	mmu-miR-3095-3p
	5.596441
	up
	0.00391

	23
	mmu-miR-30a-5p
	1.227372
	up
	0.004947

	24
	mmu-miR-30c-5p
	2.450475
	up
	0.010812

	25
	mmu-miR-30e-5p
	5.137875
	up
	0.001596

	26
	mmu-miR-3547-5p
	3.753663
	up
	0.011338

	27
	mmu-miR-365-2-5p
	-6.33222
	down
	1.50E-06

	28
	mmu-miR-3963
	1.266607
	up
	0.023672

	29
	mmu-miR-448-5p
	-3.77987
	down
	0.033781

	30
	mmu-miR-466m-5p
	-1.1324
	down
	0.036789

	31
	mmu-miR-494-3p
	1.099279
	up
	0.005468

	32
	mmu-miR-504-3p
	-1.17541
	down
	0.012039

	33
	mmu-miR-5131
	1.244364
	up
	0.011654

	34
	mmu-miR-5134-5p
	-5.34692
	down
	0.006318

	35
	mmu-miR-6385
	4.035172
	up
	0.043256

	36
	mmu-miR-6415
	1.262833
	up
	0.001508

	37
	mmu-miR-6418-5p
	4.969785
	up
	0.007589

	38
	mmu-miR-6904-5p
	-1.70286
	down
	0.030571

	39
	mmu-miR-6908-3p
	-4.54104
	down
	0.001242

	40
	mmu-miR-6918-5p
	-1.72427
	down
	0.021598

	41
	mmu-miR-6970-3p
	-3.86182
	down
	4.15E-05

	42
	mmu-miR-6973b-5p
	1.938694
	up
	0.037899

	43
	mmu-miR-6984-5p
	1.26909
	up
	0.029915

	44
	mmu-miR-6999-3p
	-1.26919
	down
	0.04616

	45
	mmu-miR-7011-5p
	1.112225
	up
	0.042371

	46
	mmu-miR-7030-5p
	-2.04141
	down
	0.021368

	47
	mmu-miR-7048-5p
	1.09321
	up
	0.04297

	48
	mmu-miR-7049-3p
	-4.95409
	down
	0.001423

	49
	mmu-miR-7051-3p
	-4.32453
	down
	0.038358

	50
	mmu-miR-7070-5p
	-3.69455
	down
	0.047289

	51
	mmu-miR-7075-5p
	3.468939
	up
	0.010367

	52
	mmu-miR-7088-5p
	1.545236
	up
	0.031355

	53
	mmu-miR-709
	1.079655
	up
	0.03177

	54
	mmu-miR-710
	1.261484
	up
	0.045642

	55
	mmu-miR-7218-5p
	-1.43332
	down
	0.029222

	56
	mmu-miR-7654-3p
	2.391402
	up
	0.009235

	57
	mmu-miR-7658-5p
	-4.66018
	down
	0.016899

	58
	mmu-miR-7682-3p
	-1.5071
	down
	0.037802

	59
	mmu-miR-8095
	-1.08476
	down
	0.023768

	60
	mmu-miR-8099
	1.438626
	up
	0.035571

	61
	mmu-miR-8102
	1.217372
	up
	0.007196

	62
	mmu-miR-8108
	5.403963
	up
	0.001034

	63
	mmu-let-7a-5p
	1.520625
	up
	0.012751



[bookmark: _Hlk57557523]Additional file2: Supplemental Table 2. The antibodies used in the study.
	Name
	Company
	Item No.

	CD63 antibody
	Abcam
	ab217345

	CD81 antibody
	Abcam
	ab219209

	TSG101 Antibody
	Abcam
	ab125011

	Alix antibody
	Abcam
	ab117600

	Calnexin antibody
	Abcam
	ab92573

	eNOS antibody
	Abcam
	ab76198

	p-eNOS antibody
	Abcam
	ab184154

	GAPDH antibody
	Abcam
	ab8245

	α-sarcomeric actin antibody
	Abcam
	ab9465

	Akt antibody
	Cell Signaling Technology
	#4691

	p-Akt antibody
	Cell Signaling Technology
	#4060



Additional file3:Supplemental Table 3. The primers used in the qPCR assay.
	Name
	5’-3’ sequence
	Products

	
	Forward primer
	Reverse Primer
	

	let-7j
	AACAAGTAGATGATGGGAATGG
	ATCTCCTAAACAGGGTAAAATCACT
	211bp

	miR-23a-3p
	CGGATAGGAGGCAGACCA
	AGGAACATCGCCACAAGC
	266bp

	miR-181b-5p
	CAGAGACTATGTTTACAAAGGTCAC
	CAGAAATAGGACTTGATATGAATTG
	236bp

	miR-29a-3p
	ATCTGGGGTGGCGGCTA
	TTATGGCTGGCATTGAGGTG
	238bp

	miR-214-5p
	CAGGCTGATTGTATCTGTCCC
	TTCTTTCAATGGCTGGTGGT
	184bp

	miR-125b-5p
	ACTGATAAATCCCTGAGACCCTAAC
	TATGGTTGTTCTGCTCTCTGTCAC
	227bp

	miR-448-5p
	TTATGGCTCTTCAGTCAAGCAG
	ATCTCCTGGCCCACTTCG
	268bp

	miR-494-3p
	GCACATCTCTGAAACATACACGG
	TATGGTTGTTCACGACTCCTTCAC
	294bp

	miR-1a-3p
	GCCACGATGGAATGTAAAGAAGT
	CAGAGCAGGGTCCGAGGTA
	256bp

	miR-16-2-3p
	GCCTACGCTCCAGTATTGACTGT
	TATGGTTGTTCACGACTCCTTCAC
	238bp

	miR-504-3p
	TGGAGGGAGAGCAGGGC
	CAGTTGGTCAGCAGTTCTTGGTAT
	225bp

	miR-30c-5p
	TGCTGCCGTGTAAACATCCTA
	AGAGCAGGGTCCGAGGAT
	242bp

	miR-129b-5p
	AGAGGGGCTTTTTGGGGTAA
	CAGTTGGTCAGCAGTTCTTGGTAT
	236bp

	miR-133b-3p
	AGTGCTCATTTGGTCCCCTTCAAC
	TATGGTTGTTCTGCTCTCTGTCTC
	228bp

	miR-101a-5p
	CCCGACCCTCAGTTATCACAGT
	TATGGTTGTTCACGACTCCTTCAC
	246bp

	miR-22-3p
	ATCCGAGCATCTGCTGATCC
	TATGGTTGTTCACGACTCCTTCAC
	258bp


















Supplemental Figures
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[bookmark: _Hlk57557590]Additional file4：Fig. S1. Bioinformatic analysis of 63 candidate miRNAs. GO analysis showed the classiﬁcation of the predicted target genes of 63 differentially expressed EV miRNAs based on biological process (A), cellular component (B) and molecular function (C). 
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[bookmark: _Hlk57557637]Additional file5：Fig. S2. The relative expression of miRNAs in myocardial EVs and cardiomyocytes after Nor or IH treatment. The relative expression of Let-7j (A), miR-129b-5p (B), miR-133b-3p (C), miR-30c-5p (D), miR-504-3p (E) in myocardial EVs and cardiomyocytes (CMs) after Nor or IH treatment for 24 hours (n=3). p value, ** < 0.01.
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[bookmark: _Hlk57557753]Additional file6：Fig. S3. The miRNA relative expression in myocardial EVs and cardiomyocytes after IH treatment. The relative expression of miR-101a-5p, miR-16-2-3p, miR-181b-5p, miR-214-5p, miR-448-5p, miR-125b-5p, miR-1a-3p, miR-22-3p, miR-23a-3p, miR-29a-3p, miR-494-3p, let-7j, miR-129-5p, miR-133b-3p, miR-30c-5p and miR-504-3p in myocardial EVs and cardiomyocyte under IH and Nor treatment was detected by qPCR and the results were compared to U6 without normalization (n=3). p value: *< 0.05; **< 0.01; *** < 0.001; **** < 0.0001.
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[bookmark: _Hlk57557880]Additional file7：Fig. S4. Bioinformatics analysis of validated miRNAs with target genes. GO analysis of cellular component (A), molecular function (B) and biological process (C) of the predicted targets genes of 11 validated IH myocardial EV miRNAs. The interaction of miR-22-3p (D), miR-494-3p (E), miR-23a-3p(F), miR-125b-5p (G), miR-29a-3p (H) and miR-1a-3p (I) with their target genes.
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[bookmark: _Hlk57557917]Additional file8：Fig. S5. The microRNA target gene network. The predicted targets of mmu-miR-22-3p(A), mmu-miR-494-3p (B), mmu-miR-23a-3p (C), mmu-miR-125b-5p (D), mmu-miR-29a-3p (E) and mmu-miR-1a-3p (F) were separately shown through microRNA target gene network.
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