Table  5

Plasmids constructed for this study

pKC2
Regions upstream and downstrem of EHEC tir, generated by PCR using primer pairs H-TirU/H-TirN and H-TirC/H-TirD, respectively, were fused in a second stage PCR reaction to the cat gene from pTP883 to generate a tir::cat DNA fragment, which was cut with KpnI and ligated to the KpnI site of pUC19  (tir::cat plasmid).

pKC3
The NotI fragment containing cat-sacB from pKM154 was ligated to the NotI site of pKC2 (tir::cat-sacB plasmid).

pKC5
pKC2 was digested with NotI and the backbone was religated, generating an EHEC fragment which replaces codons 24-543 of tir with the NotI-containing sequence GCGGCCGCG (in-frame tir plasmid).

pKM181
The PCR product containing the 1.5 kb region upstream of eae, generated by  primers pairs EaeU/EaeN, was digested with SacI and NotI and ligated to the SacI-NotI fragment from pKM182, containing the 1.5 kb downstream region of eae, generating an EHEC fragment which replaces codons 4-932 of eae with the NotI-containing sequence GCGGCCGCA (in-frame eae plasmid).

pKM182
The 1.5 kb regions upstream and downstrem of the EHEC tir-cesT-eae region were generated by PCR using primers pairs TirU/TirN and EaeC/EaeD, respectively.  The upstream fragment was cut with SacI and NotI and the downstream fragment was cut with SphI and NotI.  These fragments were cloned in a 3-piece ligation into the SacI-SphI backbone of  pUC19, generating an EHEC fragment that fuses codon 3 of tir to codon 933 of eae via an in-frame NotI-containing sequence GCGGCCGCA   (in-frame tir-cesT-eae plasmid).

pKM184
The ApaI-NheI cat-containing fragment from pTP826 was treated with T4 polymerase and dNTPs, ligated to NotI linkers, cut with NotI, and ligated to the NotI site of pKM181  (eae::cat plasmid). 

pKM185
The ApaI-NheI cat-containing fragment from pTP826 was treated with T4 polymerase and dNTPs, ligated to NotI linkers, cut with NotI, and ligated to the NotI site of pKM182  (tir-cesT-eae::cat plasmid) 

pKM187
The NotI fragment containing cat-sacB from pKM154 was ligated to the NotI site of pKM181 (eae::cat sacB plasmid).

pKM188
The NotI fragment containing cat-sacB from pKM154 was ligated to the NotI site of pKM182 (tir-cesT-eae::cat sacB plasmid).

 .

pKM200
The BglII fragment from pTP806, containing Ptac-gam-red, was ligated to the BamHI site in pMAK705. Temperature-sensitive red-gam expressing plasmid; CamR (7.6 kb).

pKM201
The 1.9 kb BglII fragment from pTP806, containing Ptac-gam-red, was ligated to the BamHI site in pAMPts. Temperature-sensitive red-gam expressing plasmid; AmpR (7.1 kb). 

pKM208
The 1.5 kb EcoR-PstI lacI-containing fragment from pTP550 was treated with T4 DNA polymerase and dNTPs, ligated to NotI linkers, cut with NotI, and ligated to the NotI site in pKM201. Temperature-sensitive red-gam and lacI expressing plasmid; AmpR (8.6 kb).
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