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Supplementary Figure 1.Screening Ap4A binding candidate proteins. Silver stain of the Ap4A binding candidate proteins after Ap4A-biotin immunoprecipitation (IP) with the protein lysate of 100 μg/ml kanamycin treatment or not treatment with E. coli K12-MG1655.
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Supplementary Figure 2.Gene ontology (GO) analysis of proteome data from Ap4A binding proteins under kanamycin treatment E. coli K12-MG1655.
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Supplementary Figure 3.The protein-protein interaction (PPI) network analyses of Ap4A binding proteins in E. coli K12 MG1655.
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Supplementary Figure 4.The kanamycin MIC of the wild-type, mutant strain ΔapaH, and complemented strain were tested on Luria-Bertani (LB) medium.
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Supplementary Figure 5.The biofilm formation of the wild-type, apaH mutant and complemented strains without kanamycin treatment.
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Supplementary Figure 6. The swarming motility of wild-type, apaH mutant and complemented strains with kanamycin treatment. (A)The swarming motility diameter of wild-type, apaH mutant and complemented strains. (B)The swarming motility of wild-type, apaH mutant and complemented strains were tested on Luria-Bertani (LB) plates containing 10 μg/ml kanamycin, 0.5% agar.
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Supplementary Figure 7. The swimming motility of wild-type, apaH mutant and complemented strains with kanamycin treatment. (A)The swimming motility diameter of wild-type, apaH mutant and complemented strains. (B) The swimming motility of wild-type, apaH mutant and complemented strains were tested on Luria-Bertani (LB) plates containing 10 μg/ml kanamycin, 0.3% agar.













Supplementary Table 1: Bacterial strains used in this study
	name
	description
	reference/source

	MG1655
	Wild type Escherichia coli, containing pBAD24 plasmid, ampr 
	[1]
	ΔapaH
	Escherichia coli; in-frame deletion of apaH (deleting amino acids from 1 to 280), containing pBAD24 plasmid, ampr
	[1]
	CΔapaH
	MG1655-ΔapaH containing pBAD24-MG1655apaH plasmid, ampr
	[1]


Supplementary Table 2: Primers used in this study
	name
	Primer sequences（5'-3'）
	length（nt）
	Position
	Product size （bp）
	reference/source

	rpoD
	F:TCTGCGTATGCGTTTCGGTATC
	22
	3214720-3214741
	136
	[2]

	
	R:ACGGCTCGGGTGACGCAGTT
	20
	3214836-3214855
	
	

	rpoS
	F:CATAATCGCCCGTTCAATCG
	20
	2867075-2867094
	156
	this study

	
	R:CGTTATGGCAATCGTGGTCTG
	21
	2867210-2867230
	
	

	csrA
	F:AGTAACTGGACTGCTGGGATTT
	22
	2818963-2818984
	172
	this study

	
	R:ACTCGTCGAGTTGGTGAGAC
	20
	2819115-2819134
	
	

	csrB
	F:CGGTTCGTTTCGCAGCATTC
	20
	2924191-2924210
	153
	this study

	
	R:GGCCAGGGACACTTCAGG
	18
	2924326-2924343
	
	

	csrC
	F:GGACGCTAACAGGAACAATGAC
	22
	4051045-4051066
	186
	this study

	
	R:CCTTAACGGGTCTTACAATCCTTGC
	25
	4051206-4051230
	
	

	sdiA
	F:GATAATAACTAACCCACGCCTCAGG
	25
	1996619-1996643
	161
	this study

	
	R:GAGGATGGAGACCGCAGAAGA
	21
	1996759-1996779
	
	

	luxS
	F:GGATCTGATTCTGATCCTGCACTT
	24
	2814373-2814396
	199
	this study

	
	R:ACCCTGGAGCACCTGTTTG
	19
	2814553-2814571
	
	

	lpxA
	F:GAGATTTATCAGTTCGCCTCCATCG
	25
	202740-202764
	157
	this study

	
	R:TGCCCACCTTCGTCAATCCAC
	21
	202876-202896
	
	

	lpxC
	F:AAGATGGCGATAAGTGGGCTGA
	22
	106972-106993
	174
	this study

	
	R:CACGCATGAAACCGAACGT
	19
	107127-107145
	
	

	lpxD
	F:CGACAAAGTGACGGTTACGGG
	21
	201810-201830
	157
	this study

	
	R:CGATTTCAGACGCTTGCTCAT
	21
	201946-201966
	
	

	lpxP
	F:GGTTTGATGTTGAAGGGTTGGA
	22
	2495964-2495985
	165
	this study

	
	R:CCATCAGCTGATTATTATGTGGACG
	25
	2496104-2496128
	
	



[bookmark: _Toc118321354]Supplementary Table 3: Interacting proteins
	Protein
	Gene
	Note
	Reference

	RNA polymerase, sigma S (sigma 38) factor
	rpoS
	master regulator of general stress response
	[3]

	carbon storage regulator
	csrA
	a new kind of global regulator, which facilitates specific mRNA decay
	[4]
	D-glycero-beta-D-manno-heptose-1,7-bisphosphate 7-phosphatase
	gmhB
	a partially redundant enzyme in the synthesis of ADP-heptose for the lipopolysaccharide (LPS) core
	[5]
	ADP-heptose: LPS heptosyltransferase 1
	waaC
	an acceptor for the Kdo transferase
	[6]
	UDP-3-O-acyl-N-acetylglucosamine deacetylase
	lpxC
	the inhibition of early-stage lipid A enzymes
	[7]
	3-deoxy-manno-octulosonate cytidylyltransferase
	kdsB
	codes for the CTP:CMP-3-deoxy-D-manno-octulosonate cytidyltransferase
	[8]
	DNA-binding transcriptional dual regulator SdiA
	sdiA
	a QS transcription factor that uses acyl-homoserine lactones (AHLs)
	[9]
	DNA-binding transcriptional repressor Zur
	zuR
	the Zinc Uptake Regulator
	[10]
	GTP cyclohydrolase 2
	ribA
	flanking genes
	[11]
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