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4.2 MATERIALS AND METHODS

4.2.1 Bacterial strains, plasmids and culture conditions

The bacterial strains and plasmids used in this part of the study are listed in Table 4.1. The P.
aeruginosa strains were maintained either on Pseudomonas Isolation Agar (PIA; Difco) or on
Pseudomonas Agar Base (PAB; Sigma-Aldrich) and routinely cultivated at 37°C with
shaking at 250 rpm in Luria-Bertani (LB} broth (0.5% [w/v] yeast exiract, 1% [w/v] tryptone,
1% [wiv] NaCl; pH 7.4). The following antibiotics were used to maintain the plasmid DNA
and chromosomal insertions in P. aeruginosa wild-type and mutant strains: neomycin at 150
ug/ml, carbenicillin at 150 ug/ml and gentamicin at 50 pg/ml. All antibiotics were purchased

from Sigma-Aldrich.

Table 4.1 Bacterial strains, plasmids and primers used in this study

Strain, plasmid or  Relevant properties Reference
primer

Strains:

P. aeruginosa

DSM1707 Wild-type, Prototroph (PAOL) pSm*

DSMHipD DSM1707htpD::Gnd’ This study, Chapter 3

DSMHtpE DSMI1707 htpE::Gm' This study, Chapter 3

Plasmids:

pJB-DEF-Kan pIB3Tc20 harbouring a lac-hipDEF DNA fragment This study, Chapter 3
and a kanamycin gene as selectable marker

Primers:

D1 5 - AGAGTTTGATCCTGGCTCAGT - 37 Weisburg et al. (1991)

P2 5 - AGGGCTACCTIGTTACGACTT - ¥ Weisburg er al. (1991)

¥ DSM - Deutsche Sammlung von Mikroorganismen, Braunschweig, Germany

4.2.2 Batch assays

Exponentially growing cultures of P. geruginosa DSM1707, DSMHtpD and DSMHUpE were
inoculated to an ODsg of 0.05 into 2 ml LB-broth in 28-ml McCartney bottles with or

without glass wool (0.05 g; mean diameter 15 um; Merck). The optical density at 540 nm,
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