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The complete (6,449-bp) nucleotide sequence of the first-described natural transposon of Listeria monocy-
togenes, designated Tn5422, was determined. Tn5422 is a transposon of the Tn3 family delineated by imperfect
inverted repeats (IRs) of 40 bp. It contains two genes which confer cadmium resistance (M. Lebrun, A.
Audurier, and P. Cossart, J. Bacteriol. 176:3040-3048, 1994) and two open reading frames that encode a
transposase (TnpA) and a resolvase (TnpR) of 971 and 184 amino acids, respectively. The cadmium resistance
genes and the transposition genes are transcribed in opposite directions and are separated by a putative
recombination site (res). The structural elements presumed to be involved in transposition of Tn5422 (IRs,
transposase, resolvase, and res) are very similar to those of Tn917, suggesting a common origin. The
transposition genes were not induced by cadmium. Analysis of sequences surrounding Tn5422 in nine different
plasmids of L. monocytogenes indicated that Tn5422 is a functional transposon, capable of intramolecular
replicative transposition, generating deletions. This transposition process is probably the reason for the size
diversity of the L. monocytogenes plasmids. Restriction analysis and Southern hybridization revealed the
presence of Tn5422 in all the plasmid-mediated cadmium-resistant L. monocytogenes strains tested but not in

strains encoding cadmium resistance on the chromosome.

Cadmium is a heavy metal used extensively in industry for a
variety of applications, including electroplating, protection
against corrosion, and stabilizing plastic. Over the last century,
its increased industrial use has led to cadmium contamination
of the environment, plants, animals, food products, and hu-
mans. Cadmium is toxic and blocks several metabolic processes
in bacteria, including respiration (44). It is not surprising that
bacteria have acquired various cadmium resistance mecha-
nisms, recently reviewed (30, 41).

Among Listeria monocytogenes strains, 35.8% are cadmium
resistant, with a higher incidence among strains isolated from
the environment and food. This suggests that cadmium resis-
tance confers a significant selective advantage to L. monocyto-
genes in the environment (27). Of the cadmium-resistant
isolates, 87.2% contain plasmids (27). Sequence analysis sug-
gests that the mechanism of plasmid-borne cadmium resis-
tance in L. monocytogenes is an energy-dependent cadmium
efflux system, involving two proteins, CadA and CadC (26).
These proteins are similar to the products of the well-studied
cadmium resistance determinants cad4AC of Staphylococcus
aureus (41). Cadmium resistance in L. monocytogenes is in-
duced by the presence of trace amounts of Cd>* in the culture
medium (26).

Various L. monocytogenes strains of serogroups 1 and 4 from
environmental, clinical, and alimentary sources contain plas-
mids of between 24 and 106 kb in size. The majority of these
plasmids (95%) confer cadmium resistance (27). The distribu-
tion of cadmium resistance among L. monocytogenes isolates is
thus complex: many different strains are resistant; plasmids of

* Corresponding author. Mailing address: Laboratoire de Géné-
tique Moléculaire des Listeria, Institut Pasteur, 28 rue du Dr Roux,
75724 Paris Cedex 15, France. Phone: 33.1.45.68.88.41. Fax:
33.1.45.68.87.06.

different sizes confer resistance; and some plasmid-free strains
are resistant and thus presumably carry chromosomal resis-
tance determinants.

Transposons are often implicated in the dissemination of
bacterial resistance. Transposons are mobile genetic elements
that carry genes for auxiliary traits, such as resistance to
antibiotics or heavy metals as well as genes for transposition.
Both gram-positive and gram-negative bacterial transposons
can be classed into two groups according to their structure (4,
6). The first group contains the composite transposons, such as
TnS (7), in which the auxiliary genes are surrounded by
insertion sequences in inverted or direct orientations. The
second group contains the transposons of the Tn3 family,
whose prototype is Tn3 (40). These transposons contain trans-
posase, resolvase, and auxiliary genes, bracketed between two
inverted repeats (IRs) of approximately 38 bp.

Mercury resistance genes are the only heavy-metal resis-
tance genes to have been shown to be carried by transposons.
Two well-characterized transposons are Tn50! from Pseudo-
monas aeruginosa (5, 10) and Tn2l, originally isolated from
Shigella flexneri, which also encodes streptomycin and sulfon-
amide resistance (13); both belong to the Tn3 family.

Here, we report that the genes for cadmium resistance in L.
monocytogenes plasmids are located on a transposable element
designated Tn5422, closely related to Tn917, an Enterococcus
faecalis transposon of the Tn3 family conferring erythromycin
resistance (2, 39). In addition, we report evidence that Tn5422
is mobile and capable of intramolecular transposition, gener-
ating deletions in plasmids where transposition occurs.

MATERIALS AND METHODS

Bacterial strains, plasmids, and culture conditions. The
bacteria and plasmids used in this study are listed in Table 1.
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TABLE 1. Bacterial strains

Strain Relevant characteristics” (Spilza:’mklg) Reference or source
E. coli
MC1061 F~ araD139 A(ara-leu)7696 AlacY74 galU 12
galK hsr hsm strA
TG1 K-12, A(lac-pro) supE thi hsdD5 F' traD36 Gibson (Medical Research Council,
proAB™ lacI® lacZAM15 Cambridge, United Kingdom)
L. monocytogenes
Lm2 Serogroup 4, Cd" 27
Lm10 Serogroup 1, Cd* 27
Lm24 Serogroup 1, Cd® pLm24 (14) 27
Lm27 Serogroup 1, Cd* pLm27 (25.7) 27
Lm35 Serogroup 1, Cd* 27
Lm40 Serogroup 1, Cd* pLm40 (41) 27
Lm41 Serogroup 1, Cd* 27
Lm54 Serogroup 1, Cd* 27
Lm71 Serogroup 1, Cd* pLm71 (43.6) 27
Lm74 Serogroup 1, Cd* pLm74 (20.5) 27
Lm101 Serogroup 1, Cd* pLm101 (53) 27
Lm106 Serogroup 4, Cd* pLm106 (61) 27
Lm113 Serogroup 1, Cd* 27
Lm141 Serogroup 4, Cd* pLm141 (87) 27
Lm162 Serogroup 4, Cd® pLm162 (53) 27
Lm173 Serogroup 1, Cd* pLm173 (106) 27
Lm176 Serogroup 1, Cd* pLm176 (81) 27

“ Cd®, cadmium sensitive; Cd", cadmium resistant.

Strains of Escherichia coli were grown in LB medium at 37°C,
and L. monocytogenes strains were grown in brain heart
infusion (BHI) broth or agar (Difco Laboratories, Detroit,
Mich.). Media were supplemented with ampicillin at a concen-
tration of 100 wg/ml in agar and 25 pg/ml in liquid medium as
appropriate. Ampicillin was purchased from Sigma Chemical
Co. Plasmid pUCI18 (46) was used to clone DNA fragments in
E. coli strains.

Molecular cloning and DNA analysis. All cloning proce-
dures were carried out by standard protocols (36) or the
reagent manufacturer’s instructions. Plasmid DNA and RNA
were extracted from L. monocytogenes as described in the
accompanying article (26), and chromosomal DNA from L.
monocytogenes was prepared as described previously (29).
Probes for Southern or slot blot hybridizations were purified
from agarose gels with the GeneClean kit (Bio 101 Inc., La
Jolla, Calif.) and labeled with the multiprime system of Am-
ersham. Hybridization experiments were performed under
conditions of high stringency with the rapid hybridization
system (Amersham, Les Ulis, France) on Hybond N mem-
branes (Amersham) as recommended by the manufacturer.
Modifying or restriction enzymes were purchased from Boehr-
inger (Mannheim, Germany), Appligene (Illkirch, France),
and Amersham. Taq polymerase was obtained from Amer-
sham.

DNA sequencing. To sequence the entire transposon
Tn5422, plasmids containing various fragments of L. monocy-
togenes plasmid pLm74 were constructed. The recombinant
plasmids are shown in Fig. 1. The region corresponding to the
cadmium resistance determinants was cloned into pMa4, and
its sequence has previously been determined (26). The 377-,
767-, and 1,499-bp EcoRI fragments of pLm74, which spanned
the entire tnpR gene and the 5’ part of the tmpA gene, were
cloned in pUC18 to generate pMal, pMa2, and pMa3, respec-
tively. Plasmids pMa40 and pMa41, carrying part of the tmpA
gene from pLm74, were constructed in two steps. First, the
6.3-kb BgllI-BamHI fragment from pLm74 was cloned into the

BamHI site of pUC18 to generate pMa7. Then, the 2.5-kb
EcoRI fragment of pMa7 was subcloned in both orientations
into the EcoRI site of pUC18 to generate pMa40 and pMad41.

Sequences were determined by the dideoxynucleotide chain
termination method of Sanger et al. (37) by using [**S]dATP
and the T7 sequencing kit from Pharmacia. The plasmid DNAs
used as templates were purified with the Qiagen kit (Qiagen,
Inc.). The sequences of pMal and pMa2 were determined on
both strands of DNA by using oligonucleotide primers com-
plementary to sequences in the inserts. Plasmids pMa3,
pMad0, and pMa4l were digested with exonuclease III (18)
with the double-stranded nested deletion kit from Pharmacia.
Appropriate clones were sequenced with the universal primer.
The sequence of the second strand of DNA of pMa3 was
obtained by directly sequencing plasmid pMa3 with oligonu-
cleotide primers derived from the first strand of DNA. Junc-
tion sequences between pMa4 and pMa3, pMa3 and pMaz2,
pMa2 and pMal, and pMal and pMad40 were obtained by
sequencing pMa7 with oligonucleotide primers derived from
the sequences of the corresponding recombinant plasmids.
Oligonucleotides were obtained from the Unité de Chimie
Organique, Institut Pasteur, Paris.

Computer analysis of sequences. The translated gene bank
(Genpept; release 64.3) and the Swiss-Prot data bank (release
17.0) were screened for sequence similarities with the BLAST
program (1).

Inverted PCR. The principle of inverted PCR is given in Fig.
9A. L. monocytogenes plasmids were digested with Alul, and
the Alul fragments were ligated. A total of 15 ng of the ligated
DNA was amplified by using two pairs of oligonucleotides
chosen from the sequence of the cadmium resistance transpo-
son: the left junction of the transposon was amplified with
oligonucleotides P1 (GTAAGTCGTCTCCCATTAAGG, po-
sitions 364 to 384 in Fig. 2) and P2 (TACCGCTATT
GTCTAGTTCGT, positions 137 to 155 in Fig. 2), and the right
junction was amplified with oligonucleotides P3 (CTTGC
CAAAGCATTTACGGC, positions 6103 to 6122 in Fig. 2)
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FIG. 1. Physical and genetic maps of pLm74 and Tn5422. (A) Plasmid pLm74 from L. monocytogenes Lm74. The cadmium resistance genes
cadA and cadC and transposition genes tnpA and mpR are indicated by open arrows in transposon Tn5422, represented as a thick line. (B) Physical
and genetic map of Tn5422. The direction of transcription of the cadA, cadC, tnpR, and tnpA genes is shown by arrows. res, resolution site. Above
the transposon, the extents of the various subclones used to generate the sequence of Tn5422 are shown.

and P4 (GTTATCTATTCCCAAGAGGTTG, positions 6360
to 6381 in Fig. 2). In each PCR, 2.5 pmol of each oligonucle-
otide was used. Asymmetric PCR was performed on 1% of the
amplification product with 0.6 pmol of one oligonucleotide and
12 pmol of the second oligonucleotide. The amplified single-
stranded DNA was sequenced directly with the T7 sequencing
kit (Pharmacia).

Nucleotide sequence accession number and transposon
name. The nucleotide sequence shown in Fig. 2 has been
deposited in GenBank under accession number L.28104. The

transposon name Tn5422 was officially attributed by the Plas-
mid Reference Center, Stanford, Calif.

RESULTS AND DISCUSSION

All plasmids from cadmium-resistant L. monocytogenes
strains contain common sequences in addition to the cad4C
determinants. The restriction profiles of 11 plasmids from L.
monocytogenes strains (Table 1) were compared to identify
common sequences in plasmids conferring cadmium resis-
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FIG. 2. Nucleotide sequence of Tn5422. The stop codon of the cad4 gene and the translation initiation codon of the cadC gene are shown. The
complete sequence of the cadA4 and cadC genes is given in reference 26. The deduced amino acid sequences of the resolvase (tnpR) and transposase
(tnpA) genes are shown above the nucleotide sequence. The left (IR-L) and right (IR-R) terminal IRs of Tn5422 are underlined. The
ribosome-binding site (RBS), —10 and — 35 consensus sequences, and EcoRI restriction sites are indicated; asterisks indicate stop codons. IR
sequences are shown by arrows. Arrowheads indicate the direction of transcription of each gene. The putative resolvase-binding site (see text) is

boxed.

tance. The 11 plasmids are listed in Table 1. Nine of the
plasmids were from cadmium-resistant strains, and two were
from cadmium-sensitive strains. All the plasmids were of
different sizes, ranging from 14 to 106 kb. Plasmid pLm74, in
which the cadmium resistance genes cadA and cadC have been
located on a 3.1-kb EcoRI fragment (26), was included in the
study. The plasmids were digested with restriction endonucle-
ases Bglll, BamHI, EcoRI, and Xbal.

All the plasmids had different restriction profiles (data not
shown). However, the nine plasmids from cadmium-resistant
strains had three common EcoRI fragments of 370, 800, and
1,500 bp, which were absent from the plasmids from sensitive
strains. In pLm74, these fragments were contiguous and adja-
cent to the 3.1-kb EcoRI fragment conferring cadmium resis-
tance (Fig. 1A).

Cadmium resistance genes of pLm74 are flanked by se-
quences similar to transposition genes. The three contiguous
EcoRI fragments of 370, 800, and 1,500 bp of pLm74 that were
common to all the plasmids conferring cadmium resistance
were cloned into pUCI18, giving pMal, pMa2, and pMa3,
respectively. The complete nucleotide sequences of these three
fragments were determined on both strands.

The reconstituted sequence of these contiguous fragments
contains two large open reading frames (ORFs). The sequence
of the smaller ORF was complete. The complete sequence of
the larger ORF was obtained by sequencing pMa40 and pMa41
(Fig. 1B). The two ORFs are transcribed in the opposite
orientation from that of cadC and cadA. A total of 279 bp
separate the ATG of cadC from that of the first small ORF
(Fig. 2). The two consecutive ORFs exhibited sequence simi-
larities with the resolvase (tnpR) and transposase (tnpA) genes
of Tn3 and related elements. At 36 bp downstreanr from the
stop codon of the putative tnpA gene of pLm74, a sequence
similar to the terminal IR of transposon Tn9I7, a transposon
carrying erythromycin resistance in E. faecalis (39), was found.
A similar sequence was also present 85 bp downstream from
the stop codon of the cad4 gene of pLm74 (Fig. 2). These
results suggest that L. monocytogenes plasmid pLm74 harbors
a transposon encoding cadmium resistance. This putative
transposon was designated Tn5422.

The possibility that chromosomal cadmium resistance is also
carried by Tn5422 was investigated by Southern blotting. A
tnpA probe was hybridized at high stringency to total cellular
DNA isolated from six plasmid-free, cadmium-resistant L.
monocytogenes strains (Lm2, Lm10, Lm35, Lm41, Lm54, and
Lm113). No signal was detected. Similarly, in preliminary
experiments, a cadAC probe did not hybridize with chromo-
somal DNA even at low stringency (data not shown). Thus,
chromosomal cadmium resistance does not result from inser-
tion of Tn5422. In all the cadmium-resistant strains tested,
transposon Tn5422 was always found on plasmids, suggesting
the preferential localization of Tn5422 on plasmid DNA
sequences.

Terminal IRs. Imperfect 40-bp IRs (positions 33 to 72 and
6442 to 6481 in Fig. 2) delineated the 6,449-bp cadmium
resistance transposon Tn5422. The two IRs of Tn5422 differ by
only 3 bp (Fig. 3) and are similar to the IRs of the Tn3 family

of transposons (40), especially to the IRs of Tn917 (Fig. 3)
(39). The invariable GGGG sequence found at the extremity of
the IRs of transposons of the Tn3 family is present in the
termini of Tn5422.

Transposase. The predicted tnpA gene of pLm74 encodes a
protein of 971 amino acids, with a calculated molecular mass of
111 kDa. The gene is preceded by a ribosome-binding site and
is followed by an imperfect 15-bp IR partly included in the
right IR (Fig. 2). The same structure has been found in Tn917
and was postulated to be a putative transcriptional stop signal
(39). In Tn5422, this stem-loop structure has a AG of — 18 kcal
(9) and, by analogy with Tn917, could also act as a tnpA
transcriptional terminator, although it lacks the run of T’s
thought to be important for termination.
~ The deduced polypeptide TnpA shows the greatest similarity
to TnpA of Tn917 (81% identity) (2). The DNA sequences of
the tnpA gene of Tn917 and the tnpA gene of Tn5422 are also
similar (Fig. 4A). TnpA of Tn5422 exhibits similarities to
transposases from gram-positive and gram-negative bacteria,
but a dendrogram of sequence relationships among these
transposases (Fig. 5) shows that the transposase of Tnj422 is
most closely related to those of other gram-positive bacteria.
Sequence alignments of the transposases show that the amino
acid sequence of the C terminus is particularly conserved (data
not shown). This observation is in agreement with the pre-
sumed function of the C-terminal domain of the transposase,
which is predicted to participate in DNA cleavage and ligation,
a common feature of all transposases. The N-terminal region
has been implicated in recognition of the IR and may thus
differ for each transposon (15, 45).

Resolvase. The ORF preceding tnpA encodes a protein of
184 amino acids, with a calculated molecular mass of 20.9 kDa,
which is similar to the resolvase (TnpR) of Tn917 (84%
identity) (39). This putative tpR gene of Tn5422 is preceded
by a putative ribosome-binding sequence (Fig. 2).

The deduced amino acid sequence of this ORF is similar to
those of various site-specific recombinases, including the Pin,
Gin, and Cin invertases (Fig. 6). The resolvases of the Tn3
family have an N-terminal domain containing the putative
serine involved in recombination and a C-terminal DNA-
binding domain (40). In Tn5422, the invariant serine and the
helix-turn-helix DNA-binding motif were present (Fig. 6).

The TnpR of Tn5422 is also closely related to the TnpR of

IR-L 7Tn5422
IR-R Tn5422
IR-R Tn917
IR-L Tn917
IR-I Tn917
IR ™n551
IR-L Tnl546
IR-R Tnl546

GGGGTCCCAAGCGCCTACGGGAAATTTGTATCGATAAGGA
GGGGTCCCGAGCGCCAACGGGGAATTTGTATCGATAAGGA
GGGGTCCCGAGCGCTTAGTGGGAATTTGTATCGATAAG
GGGGTCCCGAGCGCCTACGAGGAATTTGTATCGATAAG
GAGGTCCCTAGCGCCTACGGGGAATTTGTATCGATAAG
GGGGTCC-GAGCGC--ACGAGAAATTTGTATCGATAAG
GGGGTAGCGTCAGGAAAATGCGGATTTACAACGCTAAG
GGGGTACCGTCAGGAAAATGCGGATTTACAACGTTAAG

* kkk * * * %k ok * kk kkkk
FIG. 3. Comparison of the terminal IRs of Tn5422 with those of
Tn917 from E. faecalis (39), Tn551 from S. aureus (22), and Tnl546
from Enterococcus faecium (3). The alignment was produced with the
program Clustal (19). IR-I, internal IR.
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Tn917 ]

Tn5422

Tnl546 Gram-positive

TnB. firmus
Tnd430 -

Tn21 -

Tn501
Tn3 -

Gram-negative

I 1
0 50

1 % of similarity
100

FIG. 5. Tree of sequence relationships among transposases of the Tn3 family. The lengths of the branches in the tree are measures of the
relatedness of the transposases. Primary amino acid sequences compared include the transposases of Tn917 (2), Tn5422, Tn1546 (3), the putative
transposon of B. firmus (TnB. firmus) (21), Tn4430 (28), Tn21 (45), Tn501 (11), and Tn3 (17).

a putative transposon of Bacillus firmus OF4 (63% identity)
(21). Not all the sequence of this putative transposon has been
determined, but it contains genes similar to tnpA and tpR of
transposons of the Tn3 family and genes similar to cad4 and
cadC of S. aureus (32) and L. monocytogenes plasmids (26).
The cadC gene of this putative transposon confers Na*
resistance on Na*/H™*-antiporter-deficient E. coli strains. The
role of this putative transposon in cadmium resistance has not
been investigated.

Potential res site. The site where cointegrate intermediates
resolve through site-specific recombination catalyzed by re-
solvase is called the res site. This site usually spans 120 to 140
bp and contains three resolvase-binding sites of about 30 bp
(16). The site of resolution is usually the first resolvase-binding
site. By analogy with Tn917, the putative res site of Tn5422 lies
between the cadmium resistance genes (cadC and cadA) and

the transposition genes (tnpR and tnpA) (Fig. 2 and Fig. 4). In
Tn917, one binding site has been described (40). We also
found one binding site in the case of Tn5422. The Tn5422 and
Tn917 putative binding sites differ at only five positions. The
resolvases of Tn5422 and Tn917 are extremely similar, and it is
not surprising, therefore, that their res sites (the site recog-
nized by the resolvase) are also very similar.

Structural organization of Tn5422 and comparison with
Tn917 and the putative transposon of B. firmus. Tn5422 is
6,449 bp long, with a G+C content of 37.9%, in agreement
with that of the L. monocytogenes chromosome, which is
between 37 and 39% G+C (38). Tn5422 contains genes for
cadmium resistance functions (cadC and cadA) as well as genes
for transposition (tnpA and mpR) and is bracketed by inverted
repeats of 40 bp. Therefore, Tn5422 can be placed in the family
of Tn3 transposons. In Tn5422, the transposase and resolvase

T™n5422 M——-IFGYARVSTEDQNLNLQIDALTQHGI --DKLFQEKVTGSKRDRPQLEDMIKGLREGDSVVIYKLDRISRSTKHLIELSETFEELGVNF ISIQDNV-~~

™n917 M—-IFGYARVSTDDQONLSLQIDALTHYGI~——DKLFQEKVTGAKKDRPQLEEMINLLREGDSVVIYKLDRISRSTKHLIELSELFEELSVNF ISIQDNV-~-

TnB. firmus M-GKVFGYARVSTODQILDLQIDVLEKAGA-—AVIYKEKI TGTRKERPELEQLLKAI SKGDSVVVYKLDRISRSTKHLIELVETFEEKEVNF ISIQDNI--~-

™552 M—-KIGYARVSTGLONLNLQEDRLNAYGS——EKIF SDHI SGSKSKRPGLDKATEFARSGDTIVVWRLDRLGRNMEDLITLVNELNERGVSFHSLEENIT-M

T™n1546 L—RKIGYIRVSBSTNQNPSRQFQQLNEIG--MDIIYEEKVSGATKDREQLQKVLDDLQEDDIIYVTDLTRITRSTQDLFELIDNIRDKKASLKSLKDTWLDL

501 MQOGHRIGYVRVSSFDONPERQLE-—--QTQVSKVFTDKASGKDTQRPQLEALLSFVREGDTVVVH SMDRLARNLDDLRRLVQKLTQRGVRI EFLKEGLVFT

T3 M—RIFGYARVSTSQQSLDIQIRALKDAGVKANRI FTDKASGSSTDREGLDLLRMKVEEGDVI LVKKLDRLGRDTADMIQL IKEFDAQGVAVRF IDDGIS-T

™21 MTGQRIGYIRVBTFDONPERQLE-—-~GVKVDRAF SDKASGKDVKRPQLEALISFARTGDTVVVHSMDRLARNLDDLRRIVQTLTQRGVHIEFVKEHLSFT

Pin M—-LIGYVRVSTNDONTDLQRNALVCAGC-—EQIFEDKLSGTKTDRPGLKRALKRLQKGDTLVVWKLDRLGRSMKHLISLVGELRERGINFRSLTDS I---

Gin M-——-LIGYVRVBTNDONTDIQRNALVCAGC--EQI FEDKLSGTRTDRPGLKRALKRLQKGDTLVVWKLDRLGRSMKHL I SLVGELRERGINFRSLTDS I~~~

Cin M-—-LIGYVRVBTNEQNTALQRNALESAGC—ELIFEDKASGKKAERPGLKKVLRMLSRGDTLVVWKLDRLGRSMRHLVVLVEELRDRGINFRSLTDSI---
*w ww® * - - *  * * *_

™n5422 DTSTSMGRFFFRVMASLAELERDITIERTKSGLEAARARGKKGGRPSKASQSI EL-—ALKMYDSKEY SINQILDASKLSKTTLYRYLNGRK]

™17 DTSTSMGRFFFRVMASLAELERDI I IERTNSGLKAARVRGKKGGRPSKGKLSIDL-——ALKMYDSKE}Y SIRQILDASKL-KTTFYRYLNKRYA

TnB. firmus DTSTAMGRFFFRTMASIAELERDI IVERTKSGLQSARMRGRNGGRP SKDPKLVER~-—-ALKLHS SKQY SIKEI TDOMTGVSKSVLYRALE

™n552 DKSTSTGQLLFHLFAAFAEFERNLILERSSAGRIAARARGRYGGRPEKLNQKDLN-——LLKTLYDNG]

T™nl546 SEDNPY SQFLITVMAGVNQLERDL I RMRQREGI ELAKKEGKF KGRLKKYHKNHAGMNYAVKLYKEG]

Tn501 GEDSPMANLML SVMGAFAEFERALIRERQREGITLAKQRGAYRGRKKALSDEQAA-——TLRQRATAGEPKAQLAREFNI SRETLYQYLRTPD

T3 D--GDMGOMVVT ILSAVAQAERRRI LERTNEGROEAKLKGIKFGRRRTVDRNVVL-—TL-—HQKQJ

Tn21 GEDSPMANLMLSVMGAFAEFERALIRERQREGIALAKQRGAYRGRKKSLSSERIA-—ELRQ

Pin DTSSPMGRFFFHVMGALAEMEREL IVERTLAGLAAARARGRTGGRRPKLTKEQHE-—QIARLIKNGHDRKQLAIIYGIGISTIYRYHPAGESIGTIEKSQETK

Gin DTSSAMGRFFFHVMGALAEMEREL I IERTMAGLAAARNKGRI GGRPPKLTKAEWE -—QAG

Cin DTSTPMGRFFFHVMGALAEMERELIVERTRAGLDAARAEGRIGGRRPKYQEETWQ—-QMRRLLEKQ]

L 22 »* * * * W
. .

FIG. 6. Multiple alignment of site-specific recombinases. The primary amino acid sequences compared include the resolvases of Tn5422 from
L. monocytogenes, Tn917 from E. faecalis (39), the putative transposon from B. firmus (TnB. firmus) (21), Tn552 from S. aureus (35), Tnl546 from
E. faecium (3), Tn501 from P. aeruginosa (14), Tn3 from E. coli (17), and Tn21 from S. flexneri (20). The invertases are Pin from Shigella boydii
(43), Gin from phage Mu (33), and Cin from phage P1 (24). The presumptive serine involved in recombination is in boldface, and the
helix-turn-helix DNA-binding motif is boxed. Asterisks indicate positions where amino acids are identical in all proteins, and dots indicate those
where amino acids are similar.
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2 uM Cd* for 30 min

FIG. 8. Effect of the Cd?* on transcription of the tnpA4 and mpR
genes. Aliquots of exponentially growing L. monocytogenes Lm74 were
treated with cadmium-free medium (control), 20 M Cd?* for 5 min,
20 uM Cd?* for 30 min, 2 pM Cd?* for 5 min, 2 uM Cd?* for 30 min.
RNA was then isolated and probed for hybridization with a 3P-labeled
tnpA-tnpR probe consisting of a 1,499-bp EcoRI fragment of pMa3
(Fig. 1) spanning the entire tnpR gene and the beginning of tnp4 and
exposed for 2 h at —80°C. The same blot was reprobed with a 16S
rRNA probe to assess the total amount of RNA loaded on the
membrane (data not shown).

genes are transcribed in the same direction. Hence, Tn5422
has the organization of the Tn501 subfamily of the Tn3 group
(40).

Tn5422 is most similar to Tn917 and to the putative trans-
poson of B. firmus. The sequences of the transposition genes
are particularly close between Tn9!7 and Tn5422, and those of
the resistance genes are particularly close between Tn5422 and
the putative transposon of B. firmus (Fig. 4A). Tn5422 and the
putative transposon of B. firmus have the same organization. In
both, the cadmium resistance genes (cad4 and cadC) and
transposition genes (tnpA and tpR) are transcribed in oppo-
site directions. In Tn917, all the genes are transcribed in the
same direction (Fig. 4A). In all these transposons, the putative
res site lies between the resistance and transposition genes
(Fig. 4B).

Only the region between the left IR and the distal end of the
erythromycin resistance gene is dissimilar in Tn917 and
Tn5422 (Fig. 4A). Tn917 contains an internal IR upstream of
the res site. Shaw and Clewell (39) proposed that the segment
comprising the internal IR, res site, tnpR, tnpA, and the right
IR might be capable of independent transposition. Such inde-
pendent transposition by a common ancestor may have led to
the divergence of Tn9!7 and Tn5422.

The length of the intergenic region between the transposi-
tion genes and resistance genes in Tn917, Tn5422, and the
putative transposon of B. firmus is 216, 279, and 270 bp,
respectively. The internal IR of Tn917 is not present in Tn5422
or in the putative transposon of B. firmus. The similarity
between Tn917 and Tn5422 starts at the res site. These
observations suggest that Tn5422 is not derived from transpo-
sition of a Tn917 ancestor which contained only the internal
and right IRs, res site, and tnpA and tnpR genes. However, it is
possible that Tn9/7 and Tn5422 have a common origin.
Examination of the sequences of Tn917 and Tn5422 reveals
that Tn5422 may have derived from Tn9I7, according to the
model shown in Fig. 7. Insertion of a cadAC “cassette”
downstream from the internal IR of Tn917 may have resulted
in the generation of a structure which gave rise to Tn5422 by
internal deletion of erythromycin genes.

Transcription of tnp4 and tmpR genes is not induced by
cadmium. Transposition of the erythromycin resistance trans-
poson Tn917 and the mercury resistance transposon Tn501 is
induced by erythromycin and mercury, respectively (23, 39, 42).
We tested whether the transposition genes tnpA and tmpR are
induced by the presence of cadmium by slot blot hybridization
with a probe spanning the tnpA4 and tnpR genes. The conditions

Tn5422 MEDIATES Cd RESISTANCE IN L. MONOCYTOGENES 3057

used to test induction were the same as those used for
cadmium resistance gene induction (26). RNA from cadmium-
treated and untreated cells was hybridized with a tnpA/tnpR-
specific probe: there was no significant difference in hybridiza-
tion signal intensity (Fig. 8). Thus, the transposition genes of
Tn5422 are not induced by cadmium under the conditions
which induced the cad4 and cadC cadmium resistance genes
(26).

In Tn917 and Tn501, all the genes are transcribed in the
same direction and a transcript corresponding to the full length
of Tn917 appears after induction with eythromycin, presum-
ably leading to increased transposition frequency (39). The
cadmium resistance genes in Tn5422 are transcribed in the
opposite direction from the tpA and tmpR genes, and it is
therefore not surprising that the transposition genes are not
induced by cadmium.

Evidence for intramolecular transposition of Tn5422. We
tried to demonstrate intermolecular transposition of Tn5422
by various different methods without success (data not shown).
However, evidence for intramolecular transposition was ob-
tained.

The sequence of Tn5422 from pLm74 does not contain small
direct repeats at each end of the transposon (Fig. 2). These
short sequences are normally the result of transposon insertion
and are usually found in transposons of the Tn3 family.
Whether the absence of duplication of short DNA sequences
was a characteristic of Tn5422 was tested by sequencing the
two transposon-plasmid junctions in eight different plasmids
derived from eight independent cadmium-resistant L. mono-
cytogenes strains. The EcoRI profiles of each of the plasmids
display the common transposon-internal EcoRI fragments
(377, 767, and 1,499 bp) but different transposon-host plasmid
junction fragments (data not shown). Junction fragments were
amplified by inverted PCR, and PCR products were sequenced
with oligonucleotides derived from the cadmium resistance
transposon sequence (Fig. 9A). The sequences surrounding
Tn5422 from pLm74, pLm27, pLm71, pLm101, pLm106,
pLm141, pLm173, and pLm176 are given in Fig. 9B.

All the transposons found in these plasmids have IR se-
quences identical to the IR sequences of pLm74 (data not
shown). A duplication of the target site was found in only one
plasmid (pLm141), in which a 6-bp direct repeat is present
(Fig. 9B). The sequences flanking the left IR were identical in
pLm27, pLm74, pLm71, and pLm173 (for at least 50 bp; data
not shown) but were different outside the right IR, except for
pLm71 and pLm173. Identity on one side and difference on the
other were also shown for the other plasmids studied (Fig. 9B).

To explain these results, since pLm74, pLm27, and pLm71
have the same sequence on the left side of the transposon but
different ones on the right side, we compared their maps (Fig.
9C). The three plasmids had the same restriction map on the
left side but not on the right side of the transposon, in
agreement with the sequence data. This indicated that dele-
tions of 23.5 and 18.3 kb of pLm71 adjacent to the right end of
the transposon could have generated pLm74 and pLm27,
respectively. Plasmid pLm74 could also be derived from
pLm27 by a deletion of 5.2 kb.

Similar deletions adjacent to one of the extremities of a
transposon have been described previously for Tn3 and TnI:
these deletions were shown to be the result of intramolecular
replicative transposition (8, 31). Intramolecular replicative
transposition can yield different rearrangements, depending
upon the relative orientation of the element and the target site
(7). Two daughter circles may be produced, each with a copy of
the transposon and a portion of the parental replicon. Since
only one daughter molecule contains a replication origin, the
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pLm74 GGGG CCCC' TATATGTCCCAACTGGG 20.5
pLm27 GGGG CCCC  AACAATGAATAATCAAT 25.7
pLm71 GGGG cccC [GTCATACCTTCTAATT] 44
pLmi01 [ATAGIGACTCCTCTIC] GGGG cece larearacerreranrTd 53
pLmd0  |aTAGTGACTCCTCTTC| GGGG CCCC  TAATTGGAAATCACTTG M
oLlm173 R GooC cccc [GTCATACCTTCTAATT 106
pLm176 TCTTCATGCTTACTGC GGGG ccce |GTCATACCTTGTAATT 81
pLm106 CCGTTTTTTACGTAAC GGGG CCCC CTATTTAGTTATCTAAC 61
pLml4l  CCGTTTTTTACGTAAC GGGG CCCC  CGTAACCAAATATCCAA 87
c Tnsd422

pLm71
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FIG. 9. Characterization of Tn5422-host plasmid junctions. (A) Amplification of left and right IRs of Tn5422 and flanking regions. Inverted
PCR was performed with primers P1 and P2 for the left side of the transposon and with primers P3 and P4 for the right side of the transposon.
Left and right inverted PCR products were sequenced with the P2 or P4 primer, respectively. (B) Junction sequences of terminal left and right IRs
of plasmids pLm74, pLm27, pLm71, pLm101, pLm40, pLm173, pLm176, pLm106, and pLm141. Identical sequences are indicated by boxes of the
same type. The 6-bp direct repeat of pLm141 is underlined. (C) Restriction map of the related plasmids pLm74, pLm27, and pLm71. Regions that
are conserved among these plasmids are indicated by identical boxes. Restriction sites: O, EcoRI; @, BglII; B, Xbal. Arrows indicate the location
of Tn5422. The open box contains six EcoRI, seven Xbal, and four BglII restriction endonuclease sites (not shown).
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Serogroup 1 Serogroup 4
pLm173 pLmi141
(106 kb) (87 kb)
AR
AL AL
pLm106
(61 kb)
pLm176
(81kb) AL
Lm27 pLm101
357 kb AL (53 kb)
AR AR
AR
pLm74 AR pLm71 pLm40
(20.5kb) (44 kb) (41kb)

FIG. 10. Phylogeny of L. monocytogenes plasmids after putative intramolecular replicative transposition of Tn5422. Two independent groups
are shown: one group includes pLm74, pLm27, pLm40, pLm71, pLm101, pLm176, and pLm173 (listed in order by increasing size), and the second
group includes plasmids pLm106 and pLm141. Deletions at the left and right side of the end of the transposon are represented by AL and AR,

respectively.

second molecule will be lost. The remaining plasmid appears
to have suffered a deletion adjacent to the transposon. In-
tramolecular transposition does result in target duplication.
However, the two copies of the target segregate with different
copies of the transposon (each transposon copy keeps one
parental junction and gets one of the new target junctions).
Intramolecular replicative transposition is the best explanation
for the absence of direct repeats at the extremity of Tn5422 in
the majority of L. monocytogenes plasmids.

Successive intramolecular transpositions of Tn5422 would
generate plasmids of decreasing size with different restriction
maps, depending on the site of insertion. The size diversity of
L. monocytogenes cadmium resistance plasmids (27) is consis-
tent with intramolecular replicative transposition of Tn5422.
Phylogenetic trees of L. monocytogenes cadmium resistance
plasmids can be constructed (Fig. 10). Two distinct groups of
plasmids emerge. The first includes plasmids pLm74, pLm27,
pLm40, pLm71, pLm101, pLm173, and pLm176, all extracted
from L. monocytogenes strains of serotype 1. The second
comprises pLm106 and pLml41l from serotype 4 strains.
Plasmid pLm141 may be the ancestral plasmid of this second
group of related plasmids, because it has a duplication of the
target sequence, whereas pLm176 was presumably derived by
intramolecular transposition from an ancestral plasmid already
containing the transposon, since its IRs are not flanked by
direct repeats. There is no evidence for a common ancestor for
the two groups. This classification is consistent with a study of
the diversity of L. monocytogenes plasmids (27), which showed
that plasmids from serogroup 1 and serogroup 4 L. monocyto-
genes strains were different.

Target site of the cadmium resistance transposon. The
target sequence is that recognized by the transposon for its
insertion. The majority of transposons generate characteristic
short direct repeats of DNA sequence where they insert (6).

Only one Tn5422-containing plasmid, pLm141, was flanked
by a direct repeat. The length of the duplication was 6 bp,
which is unusual since all other transposons of the Tn3 family

create 5-bp duplications of DNA at their insertion sites.
However, since this 6-bp duplication was observed only once,
further analysis is required to determine whether the target
duplication is indeed 6 bp.

Transposons show variable specificities of insertion. Some
members of the Tn3 family appear to prefer A+T-rich se-
quences or sites similar to the ends of the transposon (6).
Others, like Tn554, are site specific (25). The target specificity
of Tn5422 was evaluated by comparing the sequences flanking
the transposon. The nine different plasmids had nine different
sequences adjacent to the transposon, each corresponding to
an insertion site (Fig. 9B). Tn5422 therefore does not appear
to have any target specificity.

In conclusion, this study is the first detailed report of a
natural transposon in L. monocytogenes. Tn5422 is closely
related to Tn917, a transposon of E. faecalis that confers
erythromycin resistance (39). A previous study of L. monocy-
togenes reported that the tetracycline resistance gene ter (M) is
probably carried by mobile genetic elements similar to Tnl545,
a conjugative transposon of E. faecalis (34). Thus, natural
isolates of L. monocytogenes may contain various different
types of transposon.

Cadmium is used extensively for a variety of industrial
applications, which has led to contamination of soil, water,
plants, the food chain, animals, and humans. In L. monocyto-
genes, the existence of Tn5422, a transposon conferring cad-
mium resistance, is favorable for the dissemination of cad-
mium resistance among the L. monocytogenes population and
presumably provides a relative advantage for survival in the
environment.

ACKNOWLEDGMENTS

We thank J. McLauchlin and A. Edelman for critical reading of the
manuscript. M.L. is particularly grateful to all members of the Labo-
ratoire de Génétique Moléculaire des Listeria for advice and discus-
sions.



3060 LEBRUN ET AL.

This work was supported by a grant from the Conseil Régional de la
Région Centre, the CNRS (URA 1300), the EEC Programme Science
(SCI CT91 0682), the Ministere de I’Agriculture (R91-37), and the
Pasteur Institute.

REFERENCES

1. Altschul, S. F., W. Gish, W. Miller, E. W. Myers, and D. J. Lipman.
1990. Basic local alignment search tool. J. Mol. Biol. 215:403-410.

2. An, F. Y, and D. B. Clewell. 1991. Tn917 transposase: sequence
correction reveals a single open reading frame corresponding to
the tmpA determinant of Tn3-family elements. Plasmid 25:121-
124.

3. Arthur, M., C. Molinas, F. Depardieu, and P. Courvalin. 1993.
Characterization of Tnl546, a Tn3-related transposon conferring
glycopeptide resistance by synthesis of depsipeptide peptidoglycan
precursors in Enterococcus faecium BM4147. J. Bacteriol. 175:117-
127.

4. Bennett, P. M. 1991. Transposable elements and transposition in
bacteria, p. 323-364. In U. N. Streips and R. E. Yasbin (ed.),
Modern microbial genetics. Wiley-Liss, Inc., New York.

5. Bennett, P. M., J. Grinsted, C. L. Choi, and M. H. Richmond.
1978. Characterization of Tn501, a transposon determining resis-
tance to mercuric ions. Mol. Gen. Genet. 159:101-106.

6. Berg, C. M., D. E. Berg, and E. A. Groisman. 1989. Transposable
elements and the genetic engineering of bacteria, p. 879-926. In
D. E. Berg and M. M. Howe (ed.), Mobile DNA. American
Society for Microbiology, Washington, D.C.

7. Berg, D. E. 1989. Transposon Tn5, p. 185-210. In D. E. Berg and
M. M. Howe (ed.), Mobile DNA. American Society for Microbi-
ology, Washington, D.C.

8. Bishop, R., and D. Sherratt. 1984. Transposon: Tn/ intra-molec-
ular transposition. Mol. Gen. Genet. 196:117-122.

9. Borer, P. N., B. Dengler, 1. Tinoco, Jr., and O. C. Uhlenbeck. 1974.
Stability of ribonucleic acid double-stranded helices. J. Mol. Biol.
86:843-853.

10. Brown, N. L., C. L. Choi, J. Grinsted, M. H. Richmond, and P. R.
Whitehead. 1980. Nucleotide sequences at the ends of the mercury
resistance transposon Tn501. Nucleic Acids Res. 8:1933-1945.

11. Brown, N. L., J. N. Winnie, D. Fritzinger, and R. D. Pridmore.
1985. The nucleotide sequence of the tmpA gene completes the
sequence of the Pseudomonas transposon Tn501. Nucleic Acids
Res. 13:5657-5669.

12. Casadaban, M. J., and S. N. Cohen. 1980. Analysis of gene control
signals by DNA fusion and cloning in Escherichia coli. J. Mol. Biol.
138:179-207.

13. De La Cruz, F., and J. Grinsted. 1982. Genetic and molecular
characterization of Tn2], a multiple resistance transposon from
R100.1. J. Bacteriol. 151:222-228.

14. Diver, W. P., J. Grinsted, D. C. Fritzinger, N. L. Brown, J.
Altenbuchner, P. Rogowsky, and R. Schmitt. 1983. DNA sequence
of and complementation by the tnpR genes of Tn21, Tn50! and
Tni1721. Mol. Gen. Genet. 191:189-193.

15. Evans, L. R., and N. L. Brown. 1987. Construction of hybrid
Tn501/Tn2] transposases in vivo: identification of a region of
transposase conferring specificity of recognition of the 38 bp
terminal inverted repeats. EMBO J. 6:2849-2853.

16. Grindley, N. D. F., M. R. Lauth, R. G. Wells, R. J. Wityk, J. J.
Salvo, and R. R. Reed. 1982. Transposon-mediated site-specific
recombination: identification of three binding sites for resolvase at
the res sites of yd and Tn3. Cell 30:17-27.

17. Heffron, F., B. J. McCarthy, H. Ohtsubo, and E. Ohtsubo. 1979.
DNA sequence analysis of the transposon Tn3: three genes and
three sites involved in transposition of Tn3: Cell 18:1153-1163.

18. Henikoff, S. 1984. Unidirectional digestion with exonuclease III
creates targeted breakpoints for DNA sequencing. Gene 28:351-
359.

19. Higgins, D. G., A. J. Bleasby, and R. Fuchs. 1992. CLUSTAL V:
improved software for multiple sequence alignment. CABIOS
8:189-191.

20. Hyde, D. R., and C. P. D. Tu. 1985. tnpM: a novel regulatory gene
that enhances Tn2/ transposition and suppresses cointegrate
resolution. Cell 42:629-638.

21. Ivey, D. M., A. A. Guffanti, Z. Shen, N. Kudyan, and T. A.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

J. BACTERIOL.

Krulwich. 1992. The cadC gene product of alkaliphilic Bacillus
firmus OF4 partially restores Na* resistance to an Escherichia coli
strain lacking an Na*/H™ antiporter (NhaA). J. Bacteriol. 174:
4878-4884.

Kahn, S. A,, and R. P. Novick. 1980. Terminal nucleotide se-
quences of Tn551, a transposon specifying erythromycin resistance
in Staphylococcus aureus: homology with Tn3. Plasmid 4:148-154.
Kitts, P. A., L. Symington, M. Burke, R. Reed, and D. Sherratt.
1983. Transposon-specified site-specific recombination. Proc. Natl.
Acad. Sci. USA 79:46-50.

Klippel, A., K. Cloppenborg, and R. Kahmann. 1988. Isolation and
characterization of unusual gin mutants. EMBO J. 7:3983-3989.
Krolewski, J. J., E. Murphy, R. P. Novick, and M. G. Rush. 1981.
Site-specificity of the chromosomal insertion of Staphylococcus
aureus transposon Tn554. J. Mol. Biol. 152:19-33.

Lebrun, M., A. Audurier, and P. Cossart. 1994. Plasmid-borne
cadmium resistance genes in Listeria monocytogenes are similar to
cadA and cadC of Staphylococcus aureus and are induced by
cadmium. J. Bacteriol. 176:3040-3048.

Lebrun, M., J. Loulergue, E. Chaslus-Dancla, and A. Audurier.
1992. Plasmids in Listeria monocytogenes in relation to cadmium
resistance. Appl. Environ. Microbiol. 58:3183-3186.

Mahillen, J., and D. Lereclus. 1988. Structural and functional
analysis of Tn4430: identification of an integrase-like protein
involved in the co-integrate-resolution process. EMBO J. 7:1515-
1526.

Mengaud, J., M. F. Vicente, J. Chenevert, J. M. Pereira, C.
Geoffroy, B. Gicquel-Sanzey, F. Baquero, J. C. Perez-Diaz, and P.
Cossart. 1988. Expression in Escherichia coli and sequence anal-
ysis of the listeriolysin O determinant of Listeria monocytogenes.
Infect. Immun. 56:766-772.

Nies, D. H. 1992. Resistance to cadmium, cobalt, zinc, and nickel
in microbes. Plasmid 27:17-28.

Nisen, P. D., D. J. Kopecko, J. Chou, and S. N. Cohen. 1977.
Site-specific DNA deletions occurring adjacent to the termini of a
transposable ampicillin resistant element (Tn3). J. Mol. Biol.
117:975-998.

Nucifora, G., L. Chu, T. K. Misra, and S. Silver. 1989. Cadmium
resistance from Staphylococcus aureus plasmid pI258 cadA gene
results from a cadmium-efflux ATPase. Proc. Natl. Acad. Sci. USA
86:3544-3548.

Plasterk, R. H. A,, A. Brinkman, and P. Van de Putte. 1983. DNA
inversions in the chromosome of Escherichia coli and in bacterio-
phage Mu: relationship to other site-specific recombination sys-
tems. Proc. Natl. Acad. Sci. USA 80:5355-5358.
Poyart-Salmeron, C., P. Trieu-Cuot, C. Carlier, A. MacGowan, J.
McLauchlin, and P. Courvalin. 1992. Genetic basis of tetracycline
resistance in clinical isolates of Listeria monocytogenes. Antimi-
crob. Agents Chemother. 36:463—466.

Rowland, S. J., and K. G. H. Dyke. 1989. Characterization of the
staphylococcal B-lactamase transposon Tn552. EMBO J. 8:2761-
2773.

Sambrook, J., E. F. Fritsch, and T. Maniatis. 1989. Molecular
cloning: a laboratory manual, 2nd ed. Cold Spring Harbor Labo-
ratory Press, Cold Spring Harbor, N.Y.

Sanger, F., S. Nicklen, and A. R. Coulson. 1977. DNA sequencing
with chain-terminating inhibitors. Proc. Natl. Acad. Sci. USA
74:5463-5467.

Seeliger, H. P. R., and D. Jones. 1986. Genus Listeria Pirie 1940,
383 A4, p. 1235. In P. H. A. Sneath, N. S. Mair, N. E. Sharpe, and
J. G. Holt (ed.), Bergey’s manual of systematic bacteriology, 8th
ed. The Williams and Wilkins Co., Baltimore.

Shaw, J. H., and D. B. Clewell. 1985. Complete nucleotide se-
quence of macrolide-lincosamide-streptogramin B resistance trans-
poson Tn917 in Streptococcus faecalis. J. Bacteriol. 164:782-796.
Sherratt, D. 1989. Tn3 and related transposable elements: site-
specific recombination and transposition, p. 163-184. In D. E.
Berg and M. M. Howe (ed.), Mobile DNA. American Society for
Microbiology, Washington, D.C.

Silver, S., and M. Walderhaug. 1992. Gene regulation of plasmid-
and chromosome-determined inorganic ion transport in bacteria.
Microbiol. Rev. 56:195-228.

Tomich, P. K., F. Y. An, and D. B. Clewell. 1980. Properties of



VoL. 176, 1994

erythromycin-inducible transposon Tn917 in Streptococcus faeca-
lis. J. Bacteriol. 141:1366-1374.

43. Tominaga, A., S. Ikemizu, and M. Enomoto. 1991. Site-specific

recombinase genes in three Shigella subgroups and nucleotide
sequences of a pinB gene and an invertible B segment from
Shigella boydii. J. Bacteriol. 173:4079-4087.

44. Tynecka, Z., Z. Gos, and J. Zajac. 1981. Energy-dependent efflux

Tn5422 MEDIATES Cd RESISTANCE IN L. MONOCYTOGENES

45.

46.

3061

of cadmium coded by a plasmid resistance determinant in Staph-
ylococcus aureus. J. Bacteriol. 147:313-319.

Ward, E., and J. Grinsted. 1987. The nucleotide sequence of the
tnpA gene of Tn21. Nucleic Acids Res. 15:1799-1806.
Yanisch-Perron, C., J. Vieira, and J. Messing. 1985. Improved
M13 phage cloning vectors and host strains: nucleotide sequences
of the M13mp18 and pUC19 vectors. Gene 33:103-119.



