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Table1 Primer sequences for the SV40 promoter
	Primer
	Sequences（5’→3’）

	SV40-F
	GGTCGACCATCTCAATTAGTCAGCAACCATA

	SV40-R
	GCTGAGCTCTTGCAAAAGCCTAGGCCTT


Table 2  Primer sequences for the MAR
	Primer
	Sequences（5’→3’）

	iMAR-F1
	CGACGCACGCGTGAATTCAGCAAGGTCG

	iMAR-F2
	AAGCTTCGAATTCAGCAAGGTCGCCACGC

	iMAR-R1
	GTCGACCAATAATCAATGTCCTATCAAGATA

	iMAR-R2
	GGCGGCCGCAAATCTACTATCAAGATATTTA

	gMAR-F1
	CGACGCACCGTGTCATCAAACAGAGAAAAAAGT

	gMAR-F2
	AAGCTTCGTGTCATCAAACAGAGAAAAAAGT

	gMAR-R1
	GCGTCGACTTAATTGGTTAAAAAAAATT

	gMAR-R2
	TTGCGGCCGCCTTAATTGGTTAAAAAAAATTAT
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Fig. 1  Standard curves of IL-2 fusion protein


Table 3  Central combination experiment of selected variable range
	Symbol
	Factor
	Level

	
	-1
	0
	+1

	A
		DNA-to-PEI ratio
	



	1: 1
	1: 2
	1: 3

	B
	DNA-PEI incubation time (min)
	5
	10
	15


Table 4 Experimental design with Minitab
	Experiment No.
	DNA-to-PEI ratio
	DNA-PEI incubation time 

	1
	-1
	-1

	2
	0
	1

	3
	1
	1

	4
	-1
	1

	5
	1
	0

	6
	1
	-1

	7
	-1
	0

	8
	0
	-1

	9
	0
	0


Table 5  Result of expansion of IL-2 Fc concentration
	Experiment No.
	DNA-to-PEI ratio
	DNA-PEI incubation time 
	IL-2 fusion protein expression level (ng/mL)

	1
	1: 1
	5
	586.46

	2
	1: 2
	15
	632.25

	3
	1: 3
	15
	554.73

	4
	1: 1
	15
	592.64

	5
	1: 3
	10
	662.45

	6
	1: 3
	5
	599.17

	7
	1: 1
	10
	634.45

	8
	1: 2
	5
	646.91

	9
	1: 2
	10
	690.47
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