	Exo

	Culture technique
	Cell passage (P)
	Cells seeding
	Medium, serum

	Collection time
	Isolation method
	Volume processes
	Protein yield (μg/10 ml)

	2D-Exo 2
	2 D culture dish
	[bookmark: OLE_LINK7][bookmark: OLE_LINK8]P2
	[bookmark: OLE_LINK11][bookmark: OLE_LINK12][bookmark: OLE_LINK29][bookmark: OLE_LINK30]1E6 in 10 ml medium
	[bookmark: OLE_LINK3][bookmark: OLE_LINK4][bookmark: OLE_LINK19][bookmark: OLE_LINK20]MSCM, exo-free serum
	[bookmark: OLE_LINK21][bookmark: OLE_LINK22]2 days
	[bookmark: OLE_LINK1][bookmark: OLE_LINK2]UC
	10
	18.66 to 23.90

	2D-Exo 4
	2 D culture dish
	P4
	1E6 in 10 ml medium
	MSCM, exo-free serum
	2 days
	UC
	10
	21.27 to 26.74

	2D-Exo 6
	2 D culture dish
	[bookmark: OLE_LINK9][bookmark: OLE_LINK10]P6
	[bookmark: OLE_LINK31][bookmark: OLE_LINK32]1E6 in 10 ml medium
	MSCM, exo-free serum
	2 days
	UC
	10
	17.53 to 24.43

	[bookmark: OLE_LINK23][bookmark: OLE_LINK24]3D-Exo 2
	[bookmark: OLE_LINK5][bookmark: OLE_LINK6][bookmark: OLE_LINK17][bookmark: OLE_LINK18]Porous GelMA
	P2
	[bookmark: OLE_LINK13][bookmark: OLE_LINK14][bookmark: OLE_LINK15][bookmark: OLE_LINK16][bookmark: OLE_LINK33][bookmark: OLE_LINK34]1E6 in 100 ul porous GelMA in 5 ml medium
	MSCM, exo-free serum
	2 days
	UC
	10
	79.39 to 82.56

	[bookmark: OLE_LINK25][bookmark: OLE_LINK26]3D-Exo 4
	Porous GelMA
	P4
	1E6 in 100 ul porous GelMA in 5 ml medium
	MSCM, exo-free serum
	2 days
	UC
	10
	160.19 to 167.71

	3D-Exo 6
	Porous GelMA
	P6
	1E6 in 100 ul porous GelMA in 5 ml medium
	MSCM, exo-free serum
	2 days
	UC
	10
	109.77 to 110.06


[bookmark: _GoBack]Additional file 2: The essential parameters for 2D/3D exosomes production and the comparison of yield
[bookmark: OLE_LINK27][bookmark: OLE_LINK28]Exo: exosomes; 2D: two dimensional; 3D: three dimensional; MSCM: mesenchymal stem cell medium; UC: ultracentrifugation
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