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Fig S1.  Integration of the dhaA31 gene into the genome of strain MC4. Steps: 1) Construction of 31 

pUT31B by cloning the dhaA31 gene with the dhlA promoter into the unique NotI site, which is 32 

present between the insertion sequences of the pUT delivery vector (1); 2) Introduction of 33 

pUT31B into strain MC4 by triparental mating (1-3). The exconjugants obtained were tested for 34 

kanamycin resistance, yellow coloration with catechol, haloalkane dehalogenase activity and 35 

growth on DCP as sole carbon source; 3) The resolvase gene parA on vector pJMSB8 was 36 

introduced into MC4 derivatives by triparental mating to remove kanamycin resistance gene and 37 

the xylE marker (4). The resulting colonies were confirmed to have lost the marker segment. 38 
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Fig S2. Process flow diagram of fixed-bed bioreactor. 46 
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Fig. S3. Haloalkane dehalogenase expression in derivatives of P. putida MC4. Slots: M, marker 51 

proteins; 1, cell-free extract of strain MC4; 2, strain MC4(pIS31B); and 3, strain MC4-5222 52 

carrying the chromosomally integrated dhaA31 gene. All cultures were grown on DCP as carbon 53 

source. 54 

 55 

Fig. S4. Detection of chromosomally integrated dhaA DNA by Southern hybridization. 56 

Hybridization was performed with a 2-kb fragment (dhlA promoter, dhaA31 gene and terminator) 57 

as a probe with non-radioactive DIG-labeling and SalI digested chromosomal total DNA of strain 58 

MC4-5222 (lane 1); MC4-52 (lane 2); and MC4 (lane 3). M, fragment size markers. 59 
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Fig S5. Artemis display of the 26,912 bp contig (contig 1007) harboring the inserted DNA fragment with the DhaA31-encoding gene on the reverse 62 

complement. The upper part shows the overall organisation of the region. The middle part is a close-up of the region where the insert (dsiplayed in pink) with 63 

the dhaA31 gene (in red) is located. The insert is positioned in an open reading frame encoding a putative protein similar the transcriptional regulators of the 64 

AraC family.  The interrupted open reading frame is shown in green. The lower part shows the annotation of the genes in the 26,912 bp contig, as obtained 65 

with the RAST server and by BLAST searches. The Whole Genome Shotgun project has been deposited at DDBJ/EMBL/GenBank 66 

under accession number JOJW00000000. The version described in this paper is version JOJW01000000. 67 
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