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Abstract; The authors describe the in vivo labelling of the plasmid pEAY in Enterobacter agglomerans 339 with a ka-

namycin resistance gene, For labelling purposes the donor plasmid pST5 was constructed. This plasmid contains the

ni f ENX region from pEA9,in which a kanamycin resistance gene is cloned. pST5 was transformed into E. a. 339

and subsequently cured from the host. Curing was achieved with AP medium. Fourty strains that had lost pST5, but

retained the kanamycin resistance,could be isolated. It showed that none of these clones contained co—integrates of

pST5 and pEAY. This is evident that in all clones the kanamycin resistance gene was integrated into pEA9 by homol-

ogous recombination.
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Table 1 Strains and plasmids

Rtk ok YE A0SR
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Escherichia coli DH5a [4]
E.a.339(pEA9) nifT Rif* Smr recAT [1]

E.a.339—L6(pEA9,pST5)  Rif* Sm® Kan® Ap A% T AR
E.a.339—12—2(pEA9: :Kan)  Rif* Sm* Kan* A T AR 7
Jii ki Plasmids

pEA9 nif " [1]
pBR322 Ter Ap* [4]

pLC3 Apr A T A
pUC4K Kan* [9]

pST5 Ap" Kan® A% T A AL 3
pEA9::Kan Kanr* A T AEAS
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Table 2 Curing results in AP Medium
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Fig. 1 Agarose gel electrophoresis analysis (A) and of

Kan" Ap® clone hybridization with Kan" gene probe(B)
1:E.a.339—12—1; 2:E.a.339—12—2; 3:E.a.339—12—3;
4:FE.a.339—12—4; 5:E.a.339—12—5; 6:F.a.339—12—6;

7:E.a. 339 (negative control); 8:E. a. 339—L6.
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Fig. 2 Agarose gel electrophoresis analysis(A)and hybridization with Kan" gene probe(B)
1:pEA9::Kan; 2:E. a. 339—L6(positive control) ; 3:E.a.339—12—2;
4:E.a. 339 (negative control); 5:pUC4K(Pst1 fiff4]); 6.KBL.
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Fig.3 Agarose gel electrophoresis analysis(A)and hybridization with Kan" gene probe(B)
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