Supplementary material 1 

Solutions and media used for protoplasts isolation and regeneration.

Ca1 medium
BAP: 6-benzylaminopurine; 2,4D: 2,4-dichlorophenoxyacetic acid; MS1B:Murashige & Skoog medium mod.No. 1B.

	MS1B
	2.4 M

	Sucrose
	30 g/L

	Plant Agar
	8 g/L

	BAP
	0.2 mg/L

	2,4D
	2 mg/L



Ca2 medium
	MS1B
	2.4 M

	Sucrose
	30 g/L

	Plant Agar
	8 g/L

	Kinetin
	0.5 mg/L

	2,4D
	2 mg/L



Ca3 medium 
	MS1B
	2.4 M

	Sucrose
	30 g/L

	Plant Agar
	8 g/L

	BAP
	0.3 mg/L

	2,4D
	0.3 mg/L









Buffer solution 1 (BS1) 
MES: 2-[N-morpholino]-ethanesulfonic acid; KCl: potassium chloride; CaCl2: calcium chloride.
	D-Mannitol 
	0.5 M

	MES
	20 mM

	KCl
	20 mM

	CaCl2
	10 mM



Buffer solution 2 (BS2) 
[bookmark: _heading=h.gjdgxs]CaCl2 x 2H2O: Calcium chloride dihydrate.
	D-Mannitol
	0.5 M

	MES
	20 mM

	CaCl2x2H2O
	10 mM



Washing solution (WS)
NaCl: sodium chloride.
	Glucose
	5 mM

	MES
	2 mM

	NaCl
	154 mM

	CaCl2
	125 mM

	KCl
	5 mM



 MMG solution

 MgCl2: magnesium chloride.

	D-Mannitol
	0.5 M

	MES
	4 mM

	MgCl2
	15 mM




W buffer

	MES
	2 mM

	CaCl
	125 mM

	KCI
	5 mM

	NaCl
	154 mM

	Glucose
	5 mM





R1 medium

MS3B: Murashige & Skoog medium mod. No. 3B.

	MS3B
	2.4 M

	Sucrose
	5 g/L

	Glucose
	50 g/L

	D-Mannitol
	90 g/L

	Agar
	5 g/L

	BAP
	0.1 mg/L

	2,4D
	0.1 mg/L




R2 medium

	MS3B
	2.4 M

	Sucrose
	5 g/L

	Glucose
	50 g/L

	D-Mannitol
	90 g/L

	Agar
	5 g/L

	BAP
	0.1 mg/L

	2,4D
	0.01 mg/L




R3 medium

NAA: naphthaleneacetic acid.

	MS3B
	2.4 M

	Sucrose
	5 g/L

	Glucose
	50 g/L

	D-Mannitol
	90 g/L

	Agar
	5 g/L

	BAP
	2 mg/L

	NAA
	0.02 mg/L




