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Table 1 Primers used in this study
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Construction of Listeria monocytogenes Listeriolysin O Encoding Gene Chly)

Deletion and Complemented Strains
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FENG Zhen-can,CHENG Chang-yong,SONG Hou-hui
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Abstract; Listeria monocytogenes is a food-borne Gram-positive bacterium, which widely distributes outside

the environment,and the pathogen can cause high mortality in some specific groups.Listeriolysin O (LLO,

encoded by hly ) of L

. monocytogenes takes an important role in bacterial infection , but the underlying
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molecular mechanism remains to be deep studied.In this st

0L S0 SIS0 ML S SIS S s
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udy,we constructed a’rbebcombinant shuttle pl‘a‘s‘—
mid to delete the complete ORF of hly by using the molecular cloning techniques and the homologous re-
combination strategy with the temperature-sensitive shuttle vector pKSV7.The recombinant plasmid har-
boring the up and down-stream homoarms of hly were electroporated into wild strain EGD-e competent
cells and utilized the variation of temperature and antibiotic to choose the correct transformants. To make
the result more forceful,we here in this study tested the transformants by DNA sequencing.Based on this,
we successfully constructed a LLLO complemented strain. The mutant and complemented strains were desig-
nated as Ahly and CAhly,respectively. Moreover, we found that expression level of LLO was almost abol-
ished in the absence of hly,compared to the wild-type strain EGD-e and the complemented strain CAhly,
suggesting that these recombinant strains were successfully constructed in our study.As a result, this re-
search provided a basis for further study of the biological functions and the molecular mechanism of LLO
involved in intracellular infection of L.monocytogenes.
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