Appendix
Identification of additional non-enzymatic resistance mechanisms to β-lactams. Using RT-qPCR methods already described [1], we found that the 14 clonal isolates (S‑Pae, R-Pae1 to 13) overexpressed the operons mexAB-oprM and mexXY compared to the wild-type strain PA14. These two operons encode the efflux pumps MexAB-OprM and MexXY, respectively. In all the isolates, the overexpression of mexAB-oprM was due to a mutation in the repressor mexR (Lys44Met) and that of mexXY due to a mutation in the repressor mexZ (Val48Ala). The overproduction of these two efflux pumps is responsible for a low level resistance to ticarcillin and aztreonam (MexAB-OprM) and to cefepime (MexAB-OprM and MexXY). Using the same method, we found that all the isolates underexpressed oprD compared to PA14. This gene encodes a carbapenem-specific porin, which underexpression is responsible for the specific resistance to carbapenems (e.g. imipenem). None of these three resistance mechanisms alter the susceptibility of the bacteria to ceftazidime.
Determination of the hypermutator phenotype of S-Pae. We checked whether the isolate S-Pae was a hypermutator, using the procedure previously described [2]. The frequency of emergence of rifampin-resistant mutants from S‑Pae isolate (4.5 10-7 ( 1.8 10-7) was not significant (P = 1.0, n = 3, two-sided Wilcoxon rank-sum test) than from the reference strain P. aeruginosa PAO1 (6.5 10-7 ( 2.1 10-7).
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