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Table 1. Single-crossover gene disruption of conjugation efficiency.

Recipient strain Target No. of productive No. of integration
gene conjugations®™  events'

P. aeruginosa PAO1 algh ~ 7/10 14/14

P. aeruginosa PAO1 kdsD  0/10 0

P. aeruginosa PAO1/Ec-kdsD algR  6/6 10/12

P. aeruginosa PAO1/Ec-kdsD kdsD  5/7 5/8

[a] Selection of exconjugants was performed on PIA (Pseudomonas isola-
tion agar) supplemented with chloramphenicol (85 mgmL™"). In Pa-kdsD
inactivation experiments with P ageruginosa PAO1/Ec-kdsD, arabinose
(0.2%) and carbenicillin (200 mgmL~") were added. [b] The numbers of
exconjugants in productive conjugations range from one to 10. [c] The in-
tegration within the target gene in the PAOT genome was confirmed by
PCR; two clones from each independent conjugation experiment were

analysed.
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Table 2. Complementation analysis and specific activity of P. aeruginosa wild-type and mutant KdsD proteins.
Complementing Codon Growth conditions™  Protein Specific activity™  Residual
plasmid change tAra —Ara [Umg™] activity
pET14 - } - - - -
pET 14-kdsD - 1 1 KdsD 29.50+0.80 100%
pET 14-kdsD Lys56Ala AAA—GCA 1 e KdsD-Lys56Ala  0.0924+0.007 0.31%
pET14-kdsD His85Ala  CAT—GCT | —H KdsD-His85Ala  b.d. n.a®
pET14-kdsD His190Ala CAC—GCC 1 e KdsDHis190Ala  b.d.@ n.a

[a] LD-ampicillin agar plates either supplemented or not supplemented with arabinose (Ara) for induction of
BB-8 chromosomal kdsD gene. [b] Specific activity was determined as reported in the Experimental Section.
Each measurement is the mean of at least five independent determinations. Standard deviations never exceed-
ed 10%. [c] Efficiency of plating < 107*. [d] b.d.=below detection. [e] n.a. =not applicable.
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Table 3. Comparison between wild-type Pa-KdsD, Pa-KdsD-Lys56Ala, Pa-
KdsD-HisB5Ala and Pa-KdsD-His190Ala K, values for the APl natural sub-
strate RuSP by STD MMER.

Protein B Ko [msa 2

Pa-kdsD 48680133 0598 0,048
Pa-kdsD-Lys36ala 4. BB6 0,182 0737 0072
Pa-kdsD-Hisg5Ala 4,597 +0.303 1117 £0.156
P-KdsD-His120Ala 52560227 06020076

[al Calculated by the procedure described in ref [37]. [b] Each measure-
ment is the mean of at least three independent determinations.
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Mame Sequence™ (5 to F) Useldescription
PAD fw BamHl gaagagGEATCCGAACATGAGCCAGAACCTCG pQE-31 Pa kdsD with PAC PAD rev Psfl
PAC rev Psil gaagatC TGCAGTTACATCACTCCTGCGCGE pQE-21 Pa kdsD with PAC BAO fw BamHI
PAD fw Ndel gaagatCATATGAACATGAGCCAGAACCTCG pET14 Pa-kdsD with PAD rev BamHl
PAC rev BamHI gaagtGEATCCTTACATCACTCCTGCGOGE pET14 Pa-ka'sD with PAD rev Ndel
LysS6Ala fw GTCGTCGGCATGGGCGCATCCGGOCACGTCG pET14 PakdsD LysS6A with LysS6Ala rev
LysS8Ala rev CCACGTGECOGEATGLGCOCATECOGACGAT pET14 PakdsD HisSEA with Lys58Ala fw
Hisd5Ala fw CCGGLCGAGGCCAGCGCTGGUGACATGEGCATG pET14 PakdsD HisSEA with HESAla rev
HisB5Ala rev CATGCCCATGTCGCCAGCGLTGGLCTCGGCCGE pET14 PakdsD HisSEA with HBSAla fw
His1904la fw GACTTCGCCTTCTCGELCCCGGGELGETGCGITG pET14 PakdsD His190A with H1504la rev

Hig1904la rev

PAD 250 fw Kpnl
PAO 250 rev Sacl
algR 250 fw Xbal

algR 250 rev Sacl

araC fw xbal

CAGCGCACCGUCCGERELCGAGAAGELRAAGTC

gagaatGETACCCACGTCGGLAMAAAGATCGC

gaatalGAGCTCGCGTCCAGGTTCACTTCCGE

gaggatICTAGACGGCCAGACTCTGCGAGCGG

accactBAGCTCCTCGATCCCCTTGCGGETCC

gagaatTCTAGAGCCGTCAATTGTCTGATTCG

pET14 PakdsD HisSEA with H1304la fw
pSD-1 Pa-kdsD with PAD 250 rev Sacl
pS0-1 Pa-kdsD with PAC 250 fw Kpnl

pSD-1 Pa-aigR with algR 250 rev Sacl

alaR 250 rev Xbal with algR 250 Xbal
araC-araBp kdsD 230 fragment with PAC 250

rev Sacl; arsC-araBp algR 250 with algR. 250
rev Sacl

[a] Upper case, P. aruginosa genomic sequences; lower case, not homologous sequences; underlined upper case, resfriction sites or codons changed by site-

directed mutagenesis.
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