Supporting Information for
A highly sensitive multiplex lateral flow immunoassay for simultaneous detection of Listeria monocytogenes, Salmonella Typhimurium and Escherichia coli O157:H7 
Dianbo Zhaoa,b,c, Jialei Liua, Juan Dua,b,c, Kai Liua and Yanhong Baia,b,c*
[bookmark: OLE_LINK35][bookmark: OLE_LINK32][bookmark: OLE_LINK36][bookmark: OLE_LINK102][bookmark: OLE_LINK101][bookmark: OLE_LINK49][bookmark: OLE_LINK103][bookmark: OLE_LINK52][bookmark: OLE_LINK50][bookmark: OLE_LINK51]aCollege of Food and Biological Engineering, Zhengzhou University of Light Industry, Zhengzhou, 450001, China
bHenan Key Laboratory of Cold Chain Food Quality and Safety Control, Zhengzhou, 450001, China
cHenan collaborative Innovation Center of Food Production and Safety, Zhengzhou, 450001, China


*Corresponding author: Yanhong Bai
Tel: +86 15238396169 
E-mail: baiyanhong212@163.com;
Address: Room 207, College of Food and Biological Engineering, Zhengzhou University of Light Industry, No.136 Kexue road, Zhengzhou City, Henan Province, China.














Tables
[bookmark: OLE_LINK2][bookmark: OLE_LINK1]Table S1 Primers used in this study
	Target bacteria
	Target gene
	Primer sequence (5’–3’)
	Length (bp)
	Reference

	L. monocytogenes
	hly
	hly-F TGAATGCAATTTCGAGCCTA
	360
	[1]

	
	
	hly-R CGCCGAAGTTTACATTCAAGC
	
	

	S. Typhimurium
	hut
	hut-F ACTGGCGTTATCCCTTTCTCTGCTG
	495
	[2]

	
	
	hut-R ATGTTGTCCTGCCCCTGGTAAGAGA
	
	

	E. coli O157:H7
	rfbE
	rfbE-F AACGGTTGCTCTTCATTTAG
	678
	[3]

	
	
	rfbE-R GAGACCATCCAATAAGTGTG
	
	




Table S2 Concentration of primer pairs optimized in this study
	Group number
	Final primer concentration (µM)

	
	L. Monocytogenes (hly)
	S. Typhimurium (hut)
	E. coli O157:H7 (rfbE)

	1
	0.2
	0.2
	0.2

	2
	0.2
	0.4
	0.4

	3
	0.2
	0.8
	0.4

	4
	0.4
	0.4
	0.2

	5
	0.4
	0.4
	0.4

	6
	0.4
	0.8
	0.4

	7
	0.8
	0.4
	0.2

	8
	0.8
	0.8
	0.4

	9
	0.8
	0.8
	0.8











Figures
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Figure S1. Agarose gel electrophoresis verification of (A) sensitivity of multiplex PCR for DNA detection (M: RealBand 100 bp DNA Ladder; C: negative control; No. 1-11 represent DNA concentration from 70 to 0.075 ng/µL; (B) sensitivity of multiplex PCR for bacteria detection (No. 1-9 represent bacteria concentration from109 CFU mL-1 to 101 CFU mL-1); (C) Selectivity of multiplex PCR assay (No. 1-10 represent LM, EC, ST, LM&EC, LM&ST, ST&EC, LM&ST&EC, SA, VP, PA); (D) sensitivity of multiplex PCR for bacteria detection in chicken breast samples (No. 1-8 represent bacteria concentration from108 CFU mL-1 to 101 CFU mL-1).
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Figure S2. The results of detection of Listeria monocytogenes (LM), Salmonella Typhimurium (ST)and Escherichia coli O157:H7 (EC) by commercial LFIA strip
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