Primers (to be still ordered): 
 (refer to assembly strategy power-point for context). 
	LytC 
	(1) EcoRI inclusive (Psb1AK3)
	I have a primer we can use for this

	
	(2) 3’ of promoter + SpeI
	GGACTAGTAACATTTATTGTACAACACGAGCCC (30/24) Tm [°C]: 59.3

	LytC 
	(5) 5’promoter (pveg)
	AATTTTGTCAAAATAATTTTATTGACAACGTCttattaac (32) Tm [°C]: 61.2
Less Structure

	
	(6) 3’ terminator
	GTAAATAATAAAAAAGCCGGATTAATAATCTGG (31) Tm [°C]: 58.9129 (60.8)
DMSO required

	GFP/XylE 
	(17) 3’ promoter + opt. RBS of GFP/XylE + SpeI
	GGACTAGTAacttttcctctCTCTAGTAACATTTATTGTACAACACG (44/27)  Tm [°C]: 58.8926 – FULL: 70.3°C

	
	
	

	LacI repressed XylE 
	(18) 5’ XylE + (reverse compl) SpeI
	GGACTAGTAATGAACAAAGGTGTAATGCGACCG (33/24) Tm [°C]: 61.0083 – FULL: 68.2

	
	(19) 3’ XylE + (reverse compl) Xba
	GCTCTAGAGTCAGGTCAGCACGGTCATGAATC (32/23) Tm [°C]: 62.4 – FULL 70.7

	LacI repressed XylE 
	(20) 5’ RBS + XbaI
	GCTCTAGAGTTCACCTCCTTTCTCTAGTATGTGAATTG (38/29) Tm [°C]: 62.4  -  FULL: 69.4  STRUCTURE

	
	(21) 5’ TEV-binding with XbaI
	GAGGCCACACAGTTAATGAACTAATAACTCTAGA (34/27) Tm [°C]: 60.14 - FULL: 65.88

	LacI repressed XylE (3)
	(22) 5’ XylE (reverse compl)
	TCAGGTCAGCACGGTCATGAATC Tm [°C]: 62.4

	
	(23) 3’ LacI-binding
	CTCGAGGGTTGTGGAATTGTGAG (24) Tm [°C]: 62.4

	ComE/ComD testing 
	(24) 5’ ComE prom
	ComAB: ATTTTTTTATCCAAAAAGTGCAGTTGGGAG (32)  Tm [°C]: 61.3 STRUCTURE!!

ComCDE: TGCTGGGATCAATATAATAGCAAAGC (25)  Tm [°C]: 60.0692

	
	(25) 3’ XylE
	TTATTAGGTCAGCACGGTCATGAATC (26) Tm [°C]: 61.6462

	Dif
	(26) 5’Dif
	I have a dif oligo we can use for this

	TEV and GFP-XylE testing
	(27) 3’ opt. RBS (TEV) + SpeI
	TGATCAaaaggaggtgaaTACTAGATGGGAAG (32/26/14) Tm [°C]: 61.6462

	TEV and GFP-XylE testing 
	(28) 5’ TEV
	TTATTAGTTCATTAACTGTGTGGCCTC (27) Tm [°C]: 60.4111

	
	(29) 3’ GFP-XylE
	GCTGACCTGATGGTCCGG (18)  Tm [°C]: 60.5222



New GFP primer:

(14) 3’ Flag + TEV: 	CCCTTGAAAATAAAGATTTTCCTTGTCGTCATCATCTTTATAATCtttg

(just for checking)
GFP-2 (TEV – old) CCCTTGGAAGTACAAATTTTCCTTGTCGTCATCATCTTTATAATCtttg
GFP-1 (FLAG) CTTGTCGTCATCATCTTTATAATCtttgtatagttcatccatgccatgtg

(XylE-2 TEV) CAAGGAAAATCTTTATTTTCAAGGGGGAGGTTCAGGAGGCAGCATGAAC
-----------------------------------------------------------------------------------------------------------------------------

