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SM 1 Solvent systems tested.
	Pos. 
	System (incl. composition)
	Comment with results

	Starting in ARIZONA range
	

	1.
	ARIZONA A
(water / ethyl acetate; 1:1)
	Almost everything in lower phase, only traces in upper.
	General screenening for hydrophobicity estimation – the simpliest protocol.

	2.
	ARIZONA N
(water / methanol / ethyl acetate / hexane; 1:1:1:1)
	Signal only in lower phase, little precipitation
	

	3.
	ARIZONA Z
(methanol / hexane)
	Precipitation, only traces in upper phase
	

	
	Surprisigly, surfactin resulted out of ARIZONA range. Further experimets (not published) rsulted as hydrophobicity is pH-dependent

	First tests with n-Butanol
	

	4.
	Ethyl acetate / n-Butanol / Water
(1:1:2)
	Signals mostly in lower phase. System promissing, however ethyl aceteate with its UV-cut-off is not suitable for UV detection of surfactin.

	5.
	n-Butanol / Water (1:1)
	Shake-flask test of used surfactin (mostly as sodium salt) resulted in partition coeficients in range 0.2 to 0.8. System was very promissing and primarilly was chosen for further CPC tests.

	
	After the 5. system was chosen, the CPC runs resulted in „milkshake” consistence of some eluate fractions. HPLC resulted as only „milkshake” consistence fractions indicated the presence of surfactin. No significant separation of surfactin forms was observed. Experimets ware delayed

	Next tests with butanol, after experiments delay
	

	6.
	Water / Methanol / n-Butanol / Hexane (3:1:3:1)
	Little precipitation, almost all in upper phase

	7.
	Water / Methanol / n-Butanol / Hexane (2:1:2:1)
	Little precipitation, more in upper phase

	8.
	Water / Methanol / n-Butanol / Hexane (1:1:1:1)
	Almost no precipitation, more in lower phase

	9.
	Water / Methanol / n-Butanol / Hexane (1:2:1:2)
	Precipitation, traces only in lower phase

	
	There was clear, that solubility needs to be improoved.
Several other systems were then tested using those solvents, 
After experimets there was decided to use eluent additives for increasing surfactin solubility

	Tests with triethylamine acetate
	

	10.
	200 mM Triethylamine
& 120 mM Acetic acid in:
Water / Methanol / n-Butanol / Hexane (3.2:1.8:3.2:1.8)
	All of these systems were promising and solubility of surfactin increased dramatically. Most promising was 11.

	11.
	200 mM Triethylamine
& 120 mM Acetic acid in:
Water / Methanol / n-Butanol / Hexane (3:2:3:2)
	

	12.
	200 mM Triethylamine
& 120 mM Acetic acid in:
Water / Methanol / n-Butanol / Hexane (2.8:2.2:2.8:2.2)
	

	13.
	200 mM Triethylamine
& 120 mM Acetic acid in:
Water / Methanol / n-Butanol / Hexane (2.6:2.4:2.6:2.4)
	

	
	Than it was decided to use more „physiologic” salts

	Tests with 50 mM NaCl and 20 mM phosphate buffer (Na2HPO4 / KH2PO4 equally)
	

	14.
	Buffer / Methanol / n-Butanol / Hexane (3.2:1.8:3.2:1.8)
	Very similar results to those with Triethylamine acetate, most promissing was 15.

	15.
	Buffer / Methanol / n-Butanol / Hexane (3:2:3:2)
	

	16.
	Buffer / Methanol / n-Butanol / Hexane (2.8:2.2:2.8:2.2)
	

	17.
	Buffer / Methanol / n-Butanol / Hexane (2.6:2.4:2.6:2.4)
	

	
	Promising results, but there was a need to test the only basig phasphate, as alcohols are slightly acidic

	Tests with 50 mM NaCl and 20 mM phosphate buffer (only Na2HPO4)
	

	18.
	Buffer / Methanol / n-Butanol / Hexane (4:1:4:1)
	The 19. system was chosen as partition coefficients were most suitable for further experimets.

	19.
	Buffer / Methanol / n-Butanol / Hexane (3:2:3:2)
	

	20.
	Buffer / Methanol / n-Butanol / Hexane (1:1:1:1)
	

	21.
	Buffer / Methanol / n-Butanol / Hexane (2:3:2:3)
	

	Changing hexane to heptane, the same buffer as in systems 18.-21.
	

	22.
	Buffer / Methanol / n-Butanol / Heptane (2:3:2:3)
	Partition coefficients slightly changed to the values listetd in Table 1. in the main article

	
	There were also other systems tested not only for CPC purposes, but also for the liquid-liquid extraction (LLE)











SM 2. Single dual-mode (left) and double-dual-mode (right) of: procedure CPC chromatogram, flow rate and pressure monitoring on two independent experience.
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