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Conjugation frequency of two kinds of plasmids in different nutrient conditions was compared to each other. IncP-7
plasmid pCARI1 and IncP-9 plasmid NAH7 were used as model plasmids, and mating assays were performed in liquid condition
between a donor Pseudomonas putida and a recipient P. putida or Pseudomonas resinovorans (one-to-one mating assays).
The frequency of NAH7 transfer to P. resinovorans was significantly low regardless of the composition of liquid in which
mating assays were performed. Mating assays between the donor and the two recipients mixture were also performed (one-to-
two mating assays). Each recipient was distinguished by expression of different fluorescent protein (GFP and DsRed) whose
genes were introduced into each recipient chromosome. Tendency of conjugation frequency of one-to-two mating assays
coincided with the result of one-to-one mating assays. These experimental systems can be applied to find not only the prefer-
ence conditions for plasmid transfer, but also a host- or plasmid-factor involved in plasmid transfer between different kinds
of bacteria.
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Fig. 1. Conjugation frequency of pCAR1 and NAH?7 in one-to-one liquid mating assays (panels A to D) or one-to-two liquid mating assays

(panels E and F) in different compositions.

P. putida SM1443 was used as a donor of pCARI (panels A, B, E) or NAH7 (panels C, D, F), and P. putida KT2440RG (panels A and C)
or P. resinovorans CA10dm4RG (panels B and D) was used as a recipient. Mating assays between the donor and two recipients mixture
were performed in the same condition (panels E and F) and each conjugation frequency of pCARI (panel E) or NAH7 (panel F) were
shown. The donor and recipient were mixed in 1/2LB, phosphate buffer with or without cations (Ca?* and Mg?*). The mean of conjuga-
tive frequency obtained in five times experiments and diamonds showed the frequency of each experiment. Asterisks indicate significant

difference (P<0.05) among the three different conditions.
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