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Plasmid construction

Suicide plasmids for the generation of null alleles by double recombination pSA79, pSA80, pSA90,
pSA91, pSA93, pSA94, pSA96, pSA102, and pSA156 were created by PCR amplification of a ~500-1000
bp long fragment up- and downstream of the region that was targeted for deletion from CB15
genomic DNA. Sequences of the used primers are given in table S2. The PCR fragments were cut with
restriction enzymes as indicated in table S2 and all fragments were ligated at the same time into the
likewise cut vector pNPTS138.

The allelic exchange vector plH99 created by SOE-PCR amplification of two ~1000 bp long, partially
overlapping fragment. The middle (overlapping) primers introduce the dgcBgs:c mutation. The PCR
products where mixed and amplified again using the non-overlapping primers from the first PCR
round. The resulting ~2000 bp product was cut by EcoRI and Hindlll (Table S2) followed by ligation
into the likewise cut pNPTS138.

pSA217 was created by ligating the BamHI fragment of pSW8 [1] in likewise cut pSA164.

pSA178 was created by PCR amplification of the hfsA region with primer 2958 and 2959 from CB15
genomic DNA. The PCR product was cut with EcoRl and ligated into the likewise cut vector pNPTS138.
Chloramphenicol acetyl transferase (cat) was amplified by PCR using primer 2663 and 2664 from
pKD3 and integrated into pMR10 by lambda red mediated recombination [2]. The resulting plasmid
was cut by Hindlll and the larger fragment was re-ligated to produce pSA129.

pTB4 was created by PCR amplification of YdeH with primer 2939 and 2940 from MG1655 genomic
DNA. The PCR product was cut with Sacl and Kpnl and ligated into the likewise cut vector pSRK-Km.
For the creation of pSA223 two PCR fragments were amplified with primer 3369 and 3370 as well as
3371 and 3372 from CB15 genomic DNA. The PCR fragments were cut with restriction enzymes as
indicated in table S2 and ligated with the ydeH containing BstBI fragment of pTB4 in Aflll and Spel cut
pNPTS138.

pSA280 was created by ligating the YdeH containing T4-polymerase treated Sall, Sacll fragment of
pSA223 into EcoRV cut pSA129.

eGFP was amplified by PCR using primer 926 and 1323 from pSA115 [3]. The PCR product was cut
with Ndel and Hindlll and ligated into the likewise cut pSRK-Km. The resulting vector was opened
again with Ndel and ydeH PCR amplified with primer 4264 and 4265 from pSA223 was integrated by
isothermal assembly cloning [4].

The correct sequence of all plasmids was confirmed by sequencing.
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