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ABSTRACT
A region of DNA sequence of the bacterial transposon
Tn7, which is required for transposition, has been
determined. This DNA sequence completes an 8351
base pair (bp) region containing five long open reading
frames (ORF's) that correspond to the genetically
defined genes, tnsA, B, C, D and E, required for Tn7
transposition. All of the ORF's are oriented in the same
direction, ie. inward from the element's right end. The
genes are in a very compact arrangement with the
presumed initiation codons never more than two bases
beyond the preceding termination codon. Domains with
similarity to the helix-turn-helix genre of Cro-like,
sequence specific DNA binding sites occur within the
deduced amino acid (a.a.) sequence of the TnsA, TnsB,
TnsD and TnsE proteins. Translation of the tnsC ORF
reveals strong homology to a consensus sequence for
nucleotide binding sites as well as a region of similarity
to a transcriptional activator (MalT). No striking a.a.
sequence similarity to other DNA recombinases is
observed. The possible roles of these proteins in Tn7
transposition is discussed in light of the analysis
presented.

INTRODUCTION

Transposable genetic eleinents are discrete DNA segments that
are able to move from one position in a genome to another, or
from one replicon to another within a cell. This process does
not involve homologous or general recombination systems of the
host, but requires one (or a few) gene product(s) encoded by the
element. Specific DNA sequences at the termini that define the
boundary with the host genome are also necessary in cis. The
termini are usually composed of inverted repeat sequences of
various lengths (for recent reviews on transposons see Ref. 1
and 2).
Transposon 7 (Tn7) is a large (14 kilobase pairs (Kb)), and

complex transposable DNA element of bacteria that encodes
resistance to trimethoprim and the aminoglycosides streptomycin
and spectinomycin (3, 4).
One factor contributing to this complexity is the transpositional

behavior of Tn7. While most transposons have low specificity
for target site selection, Tn7 has a dual tendency; it transposes

at a high frequency to a specific 'attachment' site (attTn 7), in
the chromosome of E. coli and at a lower frequency, (about
100 x lower) to apparently random sites in plasmids or
chromosomes (3, 5, 6, 7, 8, 9). Tn7 will also transpose to regions
of DNA with sequence related to attTn7, 'pseudo-attTn7 sites'
at a similar frequency as to random (non-atffn7) sites (4).
Transposition to attTn7 (and pseudo-attTn7) sites results in the
integration of Tn7 in a single orientation (4, 6,10). Surprisingly,
random insertions of Tn7 in several plasmids also occur in a single
orientation (11, 12, 13, 14).

Genetic analysis of Tn7-encoded transposition functions by
deletion and insertional mutagenesis, in conjunction with
complementation analysis has revealed five genes involved in
transposition, designated: tnsA, tnsB, tnsC, tnsD and tnsE (8,
9) (see Fig. 1). This is an unprecedented number of transposition
genes. The existence of two classes of target sites reflects the
requirement for two alternative, overlapping sets of ins gene
products. Transposition to atTn7 (and the lower frequency
transposition to pseudo-auTn7 sites) requires the products of the
tnsA, tnsB, tnsC and tnsD genes, whereas transposition to random
sites requires the gene products from tnsA, tnsB, tnsC, and tnsE
(8, 9).
The tns gene products act efflciently in trans (8, 9 and 15)

unlike the transposases of some transposons (16, 17).
The structure of attTn7 is intriguing. Deletion analysis of the

E. coli attTn7 site and a comparison to attTn7 sequences from
Serratia marcescens and Klebsiella pneumoniae indicate that the
only sequences that are indispensable for attTn7 activity are
located from about 22 to 59 base pairs to one side of the insertion
point (28 to 65 in the case of Klebsiella), (18, 19, 20). The point
of insertion in E. coli is within a region that produces the
transcriptional terminator of the glucosamine synthase (glmS)
gene, while the sequence critical for attTn7 activity (called the
'glmS-box'), encodes the carboxy-terminal 12 amino acids of this
enzyme (18, 19, 20, 21).
Another example of the complexity of Tn7 is that the cis-

essential ends are structurally and functionally non-equivalent (7,
22). Although eight base pairs (bp) at the very termini of Tn7
form a perfect inverted repeat, more extensive DNA sequence
including several copies of a 22 bp motif are required at each
end for transposition. In the left end of Tn7 there are three copies
of this 22 bp sequence separated by intervening sequences of
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FIGURE 1. Physical and Genetic Map of Tn7. The positions of genes and some restriction enzyme cleavage sites within Tn7 are displayed. The direction of transcription
is represented with arrows, and the reading frames of the ins genes are indicated by the vertical position of the arrows: top being the first frame. White lines in
the lower edge of the rectangles demarcate the distance. Wide lines reflect increments of 1000 bases and narrow lines, increments of 100. The dhfr gene is responsible
for resistance to trimethoprim and the aadA gene encodes streptomycin and spectinomycin resistance. An analysis of restriction endonuclease cleavage sites within
this sequence confrms the map of Gosti-Testu et al. 1983 (38), with these minor corrections:(i) there are two Hind HI sites, 1 lbp apart at positions 6111 and 6122
instead of one, (ii) there is an extra Ava I site at nt. 4263 (sites not shown here), (iii) there are two additional cleavage sites for Hpa I at position 2751 and 2811,
(iv) two Hinc II cleavage sites occur close together at nt. position 2751 and 2811 instead of one, and there is an additional site at nt. number 6413. These are in
addition to the corrections observed in Ref. 32.

variable length, and all three copies are required to comprise a

functional left end (22). The right end contains four contiguous
occurances of this motif; the three terminal copies are sufficient
to allow transposition. Tn7-end derivatives that contain two left
ends in the appropriate, inverted orientation do not transpose
while similar derivatives with two right ends do (22).
Tn7 displays in common with some other bacterial transposons

a phenomenon called transpositional immunity, which means that
the presence of a copy of the transposon (or even a single
transposon end) in a target replicon greatly reduces the frequency
of subsequent transposition to that replicon (19, 22, 23, 24). This
effect is observed even over relatively large (> 50 Kb) distances.
The mechanism of immunity is best understood for the
transposing bacteriophage Mu, (25) (see the discussion of possible
roles of the Tns proteins).
As with almost every other transposon a duplication of target

sequence accompanies Tn7 transposition. The length of target
duplication is characteristic for each particular transposon; thus

transposition of Tn7 generates a five base pair duplication (7).
The DNA sequence of a region that spans the five tns genes

has been completed and compiled. The sequence contains five
long open reading frames that correspond very closely to the

positions determined for the five tns genes. This paper reports
our analysis of this region.

MATERIALS AND METHODS
Bacterial strain and M13 derived clones
The E. coli K12 strain, TG2, was used as a host for the growth
of all M13 derived clones. The genotype is: Alac, pro, suIII+,

thi, recA, srl::TnlO, hsd5, EcoK r- m- (F' traD36, proAB,
lacIQ lacZ&M15), (gift of Toby Gibson).

Restriction fragments of Tn7 spanning from the Pst I site at
nucleotide (nt.) 532 to the Hpa I site at nt. 6413 were purified,
and cloned into Ml3mpl0, mpll, mpl8 and mpl9 (26, 27).
Some of the clones with. larger inserts were subjected to
unidirectional deletion into the Tn7 DNA using exonuclease III
(28), such that long stretches of overlapping sequence data with
different start-points could be collected from one original clone.

In vitro deletion using exonuclease Im
The method was essentially that described by Hennikoff (28).
Double stranded RF DNA was prepared and cleaved with two
restriction enzymes: the one proximal to the universal priming
site creates 5' recessed ends (which are protected from
exonuclease Ill attack), and the Tn7-insert proximal one creates
5' overhanging or blunt ends (which are sensitive). Exo HI

digestions were carried out at a temperature appropriate for the
rate of digestion desired, aliquots were removed at various time
points, and treated with SI nuclease to remove the single stranded

ends before recircularizing with T4 DNA ligase and transforming
competent E. coli (TG2) cells, (29).

DNA sequence determination
Single-stranded DNA templates were prepared and sequenced
by the dideoxy chain termination method (30), as modified by
Biggin et al. (31), using [35S] a thio-dATP (Amersham
International plc).
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-35 -10 P.30 AQ1 TT 60 90 120
TGTGGGCGGACAATAAAGTCTTAAACTGAACAAAATAGATCTAAACTATGACAATAAAGTCTTAAACTAGACAGAATAGTTGTAAACTGAAATCAGTCCAGTTATGCTGTGAAAAAGCAT

150 180 210 240ACT zGCTTTTGTTATGGCTAAAGCAAACTCTTCATTTTCTGAAGTGCAAATTGCCCGTCGTATTAAAGAGGGGCGTGGCCAAGGGCATGGTAAAGACTATATTCCATGGCTAACAGTAC
M A K A N S S F S E V Q I A R R I K E G R G Q G H G K D Y I P W L T V

* tnsA
270 300 330 360

AAGAAGTTCCTTCTTCAGGTCGTTCCCACCGTATTTATTCTCATAAGACGGGACGAGTCCATCATTTGCTATCTGACTTAGAGCTTGCTGTTTTTCTCAGTCTTGAGTGGGAGAGCAGCGQ E V P S S G R S H R I Y S H K T G R V H H L L S D L E L A V F L S L E W E S S

390 420 450 480TGCTAGATATACGCGAGCAGTTCCCCTTATTACCTAGTGATACCAGGCAGATTGCAATAGATAGTGGTAT TAAGCATCCTGTTATTCGTGGTGTAGATCAGGTTATGTCTACTGATTTTT
V L D I R E Q F P L L P S DOT R Q I A I D S G I K H P V I R G V D Q V M S T D F

510 IRu. _540 570 600
TAGTGGACTGCAAAGATGGTCCTTTTGAGCAGTTTGCTATTCAAGTCAAACCTGCAGCAGCCTTACAAGACGAGCGTACCTTAGAAAAACTAGAACTAGAGCGTCGCTATTGGCAGCAAA
L V D C K D G P F E Q F A I Q V K P A A A L Q D E R T L E K L E L E R R Y W Q Q

630 660 690 720
AGCAAATTCCTTGGTTCATTTTTACTGATAAAGAAATAAATCCCGTAGTAAAAGAAAATATTGAATGGCTTTATTCAGTGAAAACAGAAGAAGTTTCTGCGGAGCTTTTAGCACAACTAT
K Q I P W F I F T D K E I N P V V K E N I E W L Y S V K T E E V S A E L L A Q L

750 780 810 840CCCCATTGGCCCATATCCTGCAAGAAAAAGGAGATGAAAACATTATCAATGTCTGTAAGCAGGTTGATATTGCTTATGATTTGGAGTTAGGCAAAACATTGAGTGAGATACGAGCCTTAA
S P L A H I L Q E K G D E N I I N V C K Q V D I A Y D L E L G K T L S E I R A L

870 9g00-% II 930 960CCGCAAATGGTTTTATTAAGTTCAATATTTATAAGTCTTTCAGGGCAAATAAGTGTGCAGATCTCTGTATTAGCCAAGTAGTGAATATGGAGGAGT,GCGCTATGTGGCAAATTAATGAG
M W Q I N E

T A N G F I K F N I Y K S F R A N K C A D L C I S Q V V N M E E L R Y V A N * *

* tnsB
990 1020 1050 1080GTTGTGCTATTTGATAATGATCCGTATCGCATTTTGGCTATAGAGGATGGCCAAGTTGTCTGGATGCAAATAAGCGCTGATAAAGGAGTTCCACAAGCTAGGGCTGAGTTGTTGCTAATG

V V L F D N D P Y R I L A I E D G Q V V W M Q I S A D K G V P Q A R A E L L L M
1110 1140 1170 1200

CAGTATTTAGATGAAGGCCGCTTAGTTAGAACTGATGACCCTTATGTACATCTTGATTTAGAAGAGCCGTCTGTAGATTCTGTCAGCTTCCAGAAGCGCGAGGAGGATTATCGAAAAATT
Q Y L D E G R L V R T D D P Y V H L D L E E P S V D S V S F Q K R E E D Y R K I

1230 1260 1290 1320CTTCCTATTATTAATAGTAAGGATCGTTTCGACCCTAAAGTCAGAAGCGAACTCGTTGAGCATGTGGTCCAAGAACATAAGGTTACTAAGGCTACAGTTTATAAGTTGTTACGCCGTTAC
L P I I N S K D R F D P K V R S E L IV E H V V Q E H K V T K A T V Y K L L RI R Y

1350 1380 1410 1440TGGCAGCGTGGTCAAACGCCTAATGCATTAATTCCTGACTACAAAAACAGCGGTGCACCAGGGGAAAGACGTTCAGCGACAGGAACAGCAAAGATTGGCCGAGCCAGAGAATATGGTAAG
W Q R G Q T P N A L I P D Y K N S G A P G E R R S A T G T A K I G R A R E Y G K

1470 1500 1530 1560
GGTGAAGGAACCAAGGTAACGCCCGAGATTGAACGCCTTTTTAGGTTGACCATAGAAAAGCACCTGTTAAATCAAAAAGGTACAAAGACCACCGTTGCCTATAGACGATTTGTGGACTTG
G E G T K V T P E I E R L F R L T I E K H L L N Q K G T K T T V A Y R R F V D L

1590 1620 1650 1680TTTGCTCAGTATTTTCCTCGCATTCCCCAAGAGGATTACCCAACACTACGTCAGTTTCGTTATTTTTATGATCGAGAATACCCTAAAGCTCAGCGCTTAAAGTCTAGAGTTAAAGCAGGG
F A Q Y F P R I P Q E D Y P T L R Q F R Y F Y D R E Y P K A Q R L K S R V K A G

1710 1740 1770 1800
GTATATAAAAAAGACGTACGACCCTTAAGTAGTACAGCCACTTCTCAGGCGTTAGGCCCTGGGAGTCGTTATGAGATTGATGCCACGATTGCTGATATTTATTTAGTGGATCATCATGAT
V Y K K D V R P L S S T A T S Q A L G P G S R Y E I D A T I A D I Y L V D H H D

1830 1860 1890 1920CGCCAAMAAATCATAGGAAGACCAACGCTTTACATTGTGATTGATGTGTTTAGTCGGATGATCACGGGCTTTTATATCGGCTTTGAAAATCCGTCTTATGTGGTGGCGATGCAGGCTTTT
R Q K I I G R P T L Y I V I D V F S R M I T G F Y I G F E N P S Y V V A M Q A F

1950 1980 2010 2040
GTAAATGCTTGCTCTGACAAAACGGCCATTTGTGCCCAGCATGATATTGAGATTAGTAGCTCAGACTGGCCGTGTGTAGGTTTGCCAGATGTGTTGCTAGCGGACCGTGGCGAATTAATG
V N A C S D K T A I C A Q H D I E I S S S D W P C V G L P D V L L A D R G E L M

2070 2100 2130 2160
AGTCATCAGGTCGAAGCCTTAGTTTCTAGTTTTAATGTGCGAGTGGAAAGTGCTCCACCTAGACGTGGCGATGCTAAAGGCATAGTGGAAAGCACTTTTAGAACACTACAAGCCGAGTTT
S H Q V E A L V S S F N V R V E S A P P R R G D A K G I V E S T F R T L Q A E F

2190 2220 2250 2280
AAGTCCTTTGCACCTGGCATTGTAGAGGGCAGTCGGATCAAAAGCCATGGTGAAACAGACTATAGGTTAGATGCATCTCTGTCGGTATTTGAGTTCACACAAATTATTTTGCGTACGATC
K S F A P G I V E G S R I K S H G E T D Y R L D A S L S V F E F T Q I I L R T I

2310 2340 2370 2400
TTATTCAGAAATAACCATCTGGTGATGGATAAATACGATCGAGATGCTGATTTTCCTACAGATTTACCGTCTATTCCTGTCCAGCTATGGCAATGGGGTATGCAGCATCGTACAGGTAGT
L F R N N H L V M D K Y D R D A D F P T D L P S I P V Q L W Q W G M Q H R T G S

2430 2460 2490 2520
TTAAGGGCTGTGGAGCAAGAGCAGTTGCGAGTAGCGTTACTGCCTCGCCGAAAGGTCTCTATTTCTTCATTTGGCGTTAATTTGTGGGGTTTGTATTACTCGGGGTCAGAGATTCTGCGT
L R A V E Q E Q L R V A L L P R R K V S I S S F G V N L W G L Y Y S G S E I L R

2550 2580 2610 2640
GAGGGTTGGTTGCAGCGGAGCACTGATATAGCTAGACCTCAACATTTAGAAGCGGCTTATGACCCAGTGCTGGTTGATACGATTTATTTGTTTCCGCAAGTTGGCAGCCGTGTATTTTGGEGWLQR0ST I ARP QH LEAAYDPVLVDT I Y LF P QVG S RV FW

2670 2700 2730~~~~~~~~~~~~I 2760f
CGCTGTAATCTGACGGAACGTAGTCGGCAGTTTAAAGGTCTCTCATTTTGGGAGGTTTGGGATATACAAGCACAAGAAAAACACAATAAAGCCAATGCGAAGCAGGATGAGTTAACTAAA
R C N L T E R S R Q F K G L S F W E V W D I Q A Q E K H N K A N A K Q D E L T K

2790 2820 2850 2880
CGCAGGGAGCTTGAGGCGTTTATTCAGCAAACCATTCAGAAAGCGAATAAGTTAACGCCCAGTACTACTGAGCCCAAATCAACACGCATTAAGCAGATTAAAACTAATAAAAAAGAAGCC
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2910 2940 2970 3000

GTGACCTCGGAGCGTAAAAAACGTGCGGAGCATTTGAAGCCAAGCTCTTCAGGTGATGAGGCTAAAGTTATTCCTTTCAACGCAGTGGAAGCGGATGATCAAGAAGATTACAGCCTACCC
V T S E R K K R A E H L K P S S S G D E A K V I P F N A V E A DD Q E D Y S L P

B T-~.30 3060 3090 3120

ACATACGTGCCTGAATTATTTCAGGATCCACCAGAAAAfGAT.GAGTCATGAGTGCTACCCGGATTCAAGCAGTTTATCGTGATACGGGGGTAGAGGCTTATCGTGATAATCCTTTTATCG
T YV P E L F Q D P P E K D E S

M S A T R I Q A V Y R D T G V E A Y R D N P F I

* tnsC
3150o 3180 3210 3240

AGGCCTTACCACCATTACAAGAGTCAGTGAATAGTGCTGCATCACTGAAATCCTCTTTACAGCTTACTTCCTCTGACTTGCAAAAGTCCCGTGTTATCAGAGCTCATACCAI'TTcGTCRGTA
E A L P P L Q E S V N S A A S L K S S L Q L T 5 5 0 L Q K S R V I R A fH T I C N

3270 3300 - 3330 3360

TTCCAGATGACTATTTTCAGCCATTAGGTACGCATTTGCTACTAAGTGAGCGTATTTCGGTCATGATTCGAGGTGGCTACGTAGGCAGAAATCCTAAAACAGGAGATTTACMAAAGCiATT
I PODD Y F' Q P LOGT H L L.L S E R I S V M I R 00G Y V G R N P K T G D L Q K H

3390 3420 Hi 3450 3480

TACAAAATGGTTATGAGCGTGTTCAAACGGGAGAGTTGGAGACATTTCGCTTTGAGGAGGCACGATCTACGGCACAAAGCTTATTGTTAATTGGTTGTTCTGGTAGTGGGAAGACGACCT
L Q N G Y E R V Q T G E L E T F R F E E A R S T A Q S L L L I D C S G S G K T T

3510 3540 3570 3600

CTCTTCATCGTATTCTAGCCACGTATCCTCAGGTGATTTACCATCGTGAACTCAATGTAGAGCAGGTGGTGTATTTGAAAATAGACTGCTCGCATAATGGTTCGCTAAAAGAAATCTGCT
S L H R I L A T Y P Q V I Y H R E L N V E Q V V Y L K I D C S H N O S L K E I C

3630 3660 3690 3720

L N F F R A L O R AL OS N Y ER R Y G L K RHOG I E T M L A L M S Q I AN ANH

3750 3780 3810 3840

CTTTAGGGTTGTTGGTTATTGATGAAATTCAGCATTTAAGCCGCTCTCGTTCGGGTGGATCTCAAGAGATGCTGAACTTTTTTGTGACGATGGTGAATATTATTGGCGTACCAGTGATGT
A L G L L V I D E I Q H L S R S R S G G S Q E M L N F F V T M V N I I G V P V M

3870 3900 Bm HI 3930 3960

TGATTGGTACCCCTAAAGCACGAGAGATTTTTGAGGCTGATTTGCGGTCTGCACGTAGAGGGGCAGGGTTTGGAGCTATATTCTGGGATCCTATACAACAAACGCAACGTGGAAAKGCCpCA
L I 0 T P K A R E I F E AODL R S A R ROGA O F G A I F W D PI 00Q TOQ RDG K P

3990 4020 4050 4080

ATCAAGAGTGGATCGCTTTTACGGATAATCTTTGGCAATTACAGCTTTTACAACGCAAAGATGCGCTGTTATCGGATGAGGTCCGTGATGTGTGGTATGAGCTAAGCCAAGGAGTGATGG
N Q E W I A F T D N L W Q L Q L L Q R K D A L L S D E V R D V W Y E L S Q G V M

4110 4140 4170 4200

ACATTGTAGTAAMACTTTTTGTACTCGCTCAGCTCCGTGCGCTAGCTTTAGGCAATGAGCGTATTACCGCTGGTTTATTGCGGCAAGTGTATCAAGATGAGTTAAAGCCTGTGCACCCCA
D I V V K L F V L A Q L R A L A L G N E R I T A G L L R Q V Y Q D E L K P V H P

4230 4260 4290 4320

TGCTAGAGGCATTACGCTCGGGTATCCCAGAACGCATTGCTCGTTATTCTGATCTAGTCGTTCCCGAGATTGATAAACGGTTAATCCAACTTCAGCTAGATATCGCAGCGATACAAGAAC
M L E A L R S G I P E R I A R Y S D L V V P E I D K R L I Q L Q L D I A A I Q E

4350 4380 4410 4440

AAACACCAGAAGAAAAAGCCCTTCAAGAGTTAGATACCGAAGATCAGCGTCATTTATATCTGATGCTGAAAGAGGATTACGATTCAAGCCTGTTAATTCCCACTATTAAAAAAGCGTTTA
Q T P EE KA L QE LODT E D Q RH L Y LNML K ED Y DOSS L L IP T I K K A F

4470 4500 4530 4560

GCCAGMATCCAACGATGACAAGACAAAAGTTACTGCCTCTTGTTTTGCAGTGGTTGATGGAAGGCGAAACGGTAGTGTCAGAACTAGAAMAGCCCTCCAAGAGTAAAMAGGTTTCGGCTA
S Q N P T M T R Q K L L P L V L Q W L M E G E T V V S E L E K P S K S K K V S A

4590 4620 4650 4680

TAAAGGTAGTCAAGCCCAGCGACTGGGATAGCTTGCCTGATACGGATTTACGTTATATCTATTCACAACGCCAACCTGAAAAAACCATGCATGAACGGTTAAAAGGGAAMGGGGTAATAG
I K V V K P S D W D S L P D T D L R Y I Y S Q R Q P E K T M H E R L K G K G V I

4710 - 4740 4770 4800

TGGATATGGCGAGCTTATTTAAMCACAGGTTAGCCATGAGAAACTTTCCTGTTCCGTACTCGAATGAGCTGATTTATAGCACTATTGCACGGGCAGGCGTTTATCAAGGGATTGTTAG
M R N F P V P Y S N E L I Y S T I A R A G V Y Q G I V S

V D M A S L F K Q A G * tnsD

4830 4860 4890 4920
TCCTAAGCAGCTGTTGGATGAGGTGTATGGCAACCGCAAGGTGGTCGCTACCTTAGGTCTGCCCTCGCATTTAGGTGTGATAGCAAGACATCTACATCAAACAGGACGTTACGCTGTTCA

P K Q L L D E V Y G N R K V V A T L G L P S H L G V I A R H L H Q T G R Y A V Q

4950 4980 5010 5040
GCAGCTTATTTATGAGCATACCTTATTCCCTTTATATGCTCCGTTTGTAGGCAAGGAGCGCCGAGACGAAGCTATTCGGTTAATGGAGTAC CAAGCGCAAGGTGCGGTGCATTTAATGCT

Q L I Y E H T L F P L Y A P F V G K E R R D E A I R L M E Y Q A Q G A V H L M L

5070 5100 5130 5160
AGGAGTCGCTGCTTCTAGAGTTAAGAGCGATAACCGCTTTAGATACTGCCCTGATTGCGTTGCTCTTCAGCTAAATAGGTATGGGGAAGCCTTTTGGCAACGAGATTGGTATTTGCCCGCC

G V A A S R V K S D N R F R Y C P D C V A L Q L N R Y G E A F W Q R D W Y L P A

5190 5220 5250 5280
TTTGCCATATTGTCCAAAACACGGTGCTTTAGTCTTCTTTGATAGAGCTGTAGATGATCACCGACATCAATTTTGGGCTTTGGGTCATACTGAGCTGCTTTCAGACTACCCCAAAGACTC

L P Y C P K H G A L V F F D R A V D D H R H Q F W A L G H T E L L S D Y P K D S

5310 5340 5370 5400
CCTATCTCAATTAACAGCACTAGCTGCTTATATAGCCCCTCTGTTAGATGCTCCACGAGCGCAAGAGCTTTCCCCAAGCCTTGAGCAGTGGACGCTGTTTTATCAGCGCTTAGCGCAGGA

L S Q L T A L A A Y I A P L L D A P R A Q E L S P S L E Q W T L F| Y Q R LA 00

5430 5460 5490 5520
TCTAGGGCTAACCAAAAGCAAGCACATTCGTCATGACTTGGTGGCGGAGAGAGTGAGGCAGACTTTTAGTGATGAGGCACTAGAGAAACTGGATTTAAAGTTGGCAGAGAACAAGGACAC

L O L T K S K H I R H D L V A E R V R Q T F S D E A L E K L D L K L A E N K D T

5550 5580 5610 5640
GTGTTGGCTGAAAAGTATATTCCGTAAGCATAGAAAAGCCTTTAGTTATTTACAGCATAGTATTGTGTGGCAAGCCTTATTGCCAAAACTAACGGTTATAGAAGCGCTACAGCAGGCAAG

C W L K S I F R K H R K A F S Y L Q H S I V W Q A L L P K L T V I E A L Q Q A S

5670 5700 5730 5760

A L T E H S I T T R P V S Q S V Q P N S E D L S V K H K D W Q Q L V H K Y Q G I
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5790 5820 5850 5880
TAAGGCGGCAAGACAGTCTTTAGAGGGTGGGGTGCTATACGCTTGGCTTTACCGACATGACAGGGATTGGCTAGTTCACTGGAATCAACAGCATCAACAAGAGCGTCTGGCACCCGCCCC

K A A R Q S L E G G V L Y A W L Y R H D R D W L V H W N Q Q H Q Q E R L A P A P

5910 5940 5970 6000
TAGAGTTGATTGGAACCAAAGAGATCGAATTGCTGTACGACAACTATTAAGAATCATAAAGCGTCTAGATAGTAGCCTTGATCACCCAAGAGCGACATCGAGCTGGCTGTTAAAGCAAAC

R V D W N Q R D R I A V R Q L L R I I K R L D S S L D H P R A T S S W L L K Q T

6030 6060 6090 Kind I. 6120
TCCTAACGGAACCTCTCTTGCAAAAAATCTACAGAAACTGCCTTTGGTAGCGCTTTGCTTAAAGCGTTACTCAGAGAGTGTGGAAGATTATCAAATTAGACGGATTAGCCAAGCTTTTAT

P N G T S L A K N L Q K L P L V A L C L K R Y S E S V E D Y Q I R R I S Q A F I

~ T TI6150 6180 6210 6240
TAAGCTTAAACAGGAAGATGTTGAGCTTAGGCGCTGGCGATTATTAAGAAGTGCAACGTTATCTAAAGAGCGGATAACTGAGGAAGCACAAAGATTCTTGGAAATGGTTTATGGGGAAGA

K L K Q E D V E L R R W R L L R S A T L S K E R I T E E A Q R F L E M V Y G E E

6270 6300 6330 - 6360
GTGAGTGGTTAGGCTAGCTACATTTAATGACAATGTGCAGGTTGTACATATTGGTCATTTATTCCGTAACTCGGGTCATAAGGAGTGGCGTATTTTTGTTTGGTTTAATCCAATGCAAGA

* V V R L A T F N D N V Q V V H I G H L F R N S G H K E W R I F V W F N P M Q E~*tnsE
6390 6420 6450 6480

ACGGAAATGGACTCGATTTACTCATTTGCCTTTATTAAGTCGAGCTAAGGTGGTTAACAGTACAACAAAGCAAATAAATAAGGCGGATCGTGTGATTGAGTTTGAAGCATCGGATCTTCA
R K W T R F T H L P L L S R A K V V N S TT K Q I N K A D R V I E F E A S D L Q

6510 6540 6570 6600
ACGAGCCAAAATAATCGATTTTCCTAATCTCTCGTCCTTTGCTTCCGTACGCAACAAGGATGGAGCGCAGAGTTCATTTATTTACGAAGCTGAAACACCATATAGCAAGACTCGTTATCA

R A K I I D F P N L S S F A S V R N K D G A Q S S F I Y E A E T P Y S K T R Y H

6630 6660 6690 6720
CATCCCACAGTTAGAGCTAGCTCGGTCATTATTTTTAATTAACTCCTATTTCTGTCGAAGCTGTTTGAGCAGTACCGCTTTACAGCAAGAGTTCGACGTTCAGTATGAGGTTGAGCGAGA

I P Q L E L A R S L F L I N S Y F C R S C L S S T A L Q Q E F D V Q Y E V E R D

6750 6780 6810 6840
TCATTTAGAGATAAGGATCTTACCCAGTTCATCGTTTCCTAAAGGGGCGTTAGAGCAGTCGGCCGTAGTGCAGCTTTTGGTTTGGTTGTTTTCGGATCAAGATGTTATGGATTCGTATGA

H L E I R I L P S S S F P K G A L E Q S A V V Q L L V W L F S D Q D V M D S Y E

6870 6900 6930 6960
AAGTATTTTTAGGCACTATCAACAAAATAGAGAAATTAAGAACGGCGTTGAAAGCTGGTGCTTTAGCTTTGACCCTCCGCCCATGCAGGGTTGGAAATTACATGTAAAAGGACGTTCTTC

S I F R H Y Q Q N R E I K N G V E S W C F S F D P P P M Q G W K L H V K G R S S

6990 7020 7050 7080
TAACGAGGATAAGGATTATTTAGTTGAGGAAATAGTAGGTTTAGAAATCAACGCTATGCTTCCTAGCACAACAGCTATTAGCCATGCCTCTTTTCAGGAAAAGGAGGCAGGTGATGGTAG

N E D K D Y L V E E I V G L E I N A M L P S T T A I S H A S F Q E K E A G D G S

7110 7140 7170 7200
TACGCAGCACATAGCGGTTTCAACAGAGTCAGTTGTTGATGATGAGCATCTACAGTTGGACGATGAGGAAACAGCCAATATAGACACAGACACACGAGTCATAGAGGCTGAGCCGACATG

T Q H I A V S T E S V V D D E H L Q L D D E E T A N I D T D T I R V I E A E P T WN

7230 7260 7290 7320
GAAATTTATAACTGTGATTAAATCTCGCAGGGCAAGAAAAAGTAGCCAAACTATTTTAGAAAAAGAAGAAGCAACAACAAGTGAAAATAGTAATTTGGTTAGTACTGA

I S F S R P S R I E K S R R A R K S S Q T I L E K E E A T T S E N S N L V S T D

7350 7380 7410 7440
TGAGCCACACTTAGGTGGTGTCCTAGCAGCGGCAGATGTGGGTGGGAAGCAGGATGCAACCAATTACAACTCTATTTTTGCTAATCGATTTGCTGCTTTTGATGAGCTACTTTCAATTCT

E P H L G G V L A A A D V G G K Q D A T N Y N S I F A N R F A A F D E L L S I L

7470 7500 7530 7560
AAAAACTAAATTTGCATGTCGGGTGCTTTTTGAAGAAACCTTGGTTTTGCCAAAAGTTGGGCGTAGCCGATTACATCTGTGTAAAGATGGCTCACCAAGAGTGATTAAAGCCGTTGGGGT

K T K F A C R V L F E E T L V L P K V G R S R L H L C K D G S P R V I K A V G V

7590 7620 7650 7680
GCAACGTAATGGCAGTGAATTTGTATTGCTAGAGGTGGATGCATCGGATGGGGTGAAAATGCTTTCTACCAAAGTGTTGAGTGGCGTTGATAGCGAAACATGGCGGAATGATTTTGAAAM

Q R N G S E F V L L E V D A S D G V K M L S T K V L S G V D S E T W R N D F E K

7710 7740 7770 7800
GATACGGCGTGGAGTGGTGAAGAGCTCATTGAATTGGCCAAATAGTTTGTTTGATCAATTATATGGACAAGACGGGCATAGAGGGGTGAATCATCCAAAGGGGTTGGG(;GAGCTGCAAGT

I R R G V V K S S L N W P N S L F D Q L Y G Q D G H R G V N H P K G L G E L Q V

7830 7860 7890 7920
ATCGAGAGAGGATATGGAAGGGTGGGCTGAGAGAGTGGTTAGAGAGCAATTTACGCATTAAAGGAATGACTGAAAGAGCCTGTAAACCCTTTTGTGTAAGTGCTTTTGCCGGTCAGTTAA

S R E D M E G W A E R V V R E Q F T H *

7950 7980 8010 8040
AGGTGGCCATTTAAACGGTCACCAAATTCGATCATAAAACGGTTCATGGCCGGCTTCCAGTTGCGGATCGGCATCGTCCATTTCTTGGTCGCCGCCTGGATAGCCAGGTACACCACCTTC

8070 8100 8130 8160
ATCGCTGATTCGTCCGTAC-GGAACACCTTGAGTTCATATTAATGGAATTTTCTACAAATAGCCTCCGTGGTTTTGAGGGGGGATTACAGACGATCCATAGTAGTAATCCAATGAGTTCTT

8190 8220 8250 8280
GAGCGCGGCGACATGTTTGGACGCCTTGGCAAAAATTAGAGCCTGCTTGAAGT GCAGGCGAGCACGTGCTTGGACGATTGATCCATTCGCGGTCAAAAACTCAATCTTGGATGACAGCGT

8310 8340 Hind TII
GTCAGGAAATCCAATATCGAAGTCCCGCCCCGTGTCAAAGTAGGGCATTTCATGATCAAAGGACGAAGCTT

FIGURE 2. Nucleotide Sequence of the Right End of Tn7. The DNA sequence of the right end of Tn7 to the leftmost Hind III cleavage site is shown. Amino
acid sequences appear below the five long open reading frames that correspond to tnsA to insE. In each case conceptual translation begins with the first initiation
codon which is overlined, as are some internal, alternative start codons. Tentative ribosome binding sites are underlined. Within the translated (a.a.) sequence of
tnsA, tnsB, tnsD and tnsE, regions with similarity to the helix-turn-helix, DNA binding domains are boxed. The terminal eight bases in the right end of Tn7 are
indicated by a hatched bar underneath and similarly, the four 22 base repeats are indicated by solid black bars. A promoter (from ref. 21) is labeled PLE' with
the presumed -35 and -10 regions double overlined. The arrow at nucleotide number 111 marks the 5' end of transcripts they identified. The locations of recognition
sites for the restriction enzymes Bam HI, Bgl II, Hind IIH and Pst I are labeled and overlined.
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Computer programs
The DNA sequence data generated was compiled using the
MERGE program of MicroGenieTm (Beckman). Various other
analyses of the sequence, such as promoter searches, were done
using the StadenTM programs (Amersham International plc).
Homology searches against protein sequence databases were done
with the very kind help of Roger Staden and John Collins on
the VAX at the Laboratory of Molecular Biology, Cambridge
and the Distributed Array Processor, University of Edinburgh
respectively.

RESULTS AND DISCUSSION
Derivation of DNA Sequence
The newly determined DNA sequence taken together with that
presented by Lichtenstein and Brenner (7), Smith and Jones (32),
and Gay et al. (21), completes an 8351 bp segment, from the
right end of Tn7 to the final leftward Hind III site (figures 1 and
2), that encompasses all of the genes required for transposition.
The numbering of the nucleotide sequence referred to in this paper
begins with the first base of the right end of Tn7 and continues
leftward. The sequence from nt. position 1 to 537 is taken from
Lichtenstein and Brenner (7), and Gay et al. (21), and the
sequence from nt. position 3024 to 3926, and from nt. 6122 to
8351 has been presented previously by Smith and Jones (32).
We used the chain termination method of Sanger et al. (30), to
determine the sequence of restriction fragments of Tn7 cloned
into the M13 vectors, (26, 27) and of deleted derivatives made
in vitro by Exonuclease 11 digestion (see Materials and Methods).

Physical and Genetic Organization
Analysis of the sequence is summarized in figures 1, 2, 3 and
4 and in table 1. This A+T rich sequence (43.5% G+C vs.
= 51.7% for E. colt) contains five long ORF's, all oriented from
right to left, that cover 92% of it. No other ORF's of greater
than 128 codons occur in either direction.
The five long open reading frames are in a dense array with

adjacent ones either abutting or overlapping, and they coincide
very closely to the positions of the ins genes mapped genetically
by Rogers et al. (9) and Waddell and Craig, (8) (See Fig 3 and
table 1). This curious arrangement of ORF's is typical of operons
where translational coupling occurs (33, 34). In cases of
translational coupling, translation of one gene in an operon is
dependant on the prior translation of the gene immediately
upstream (35).

If translational coupling does occur in Tn7 the genes involved
must be co-transcribed, but the DNA sequence reveals very little
about transcription of the tns genes. There is evidence to imply
that tnsA and tnsB are co-transcribed. Waddell and Craig (8),
using cloned fragments of Tn7 to complement insertion mutants
of the tns genes, found that some insertion mutations in the insA
region could not be complemented by a fragment containing insA,
(ie. had polar effects on tnsB). A deletion mutant of the tnsA
gene was complemented by the same fragment. In addition, a
fragment containing tnsA and tnsB could complement both
mutations. Results of similar experiments are consistent with the
view that the other three tns genes are independent transcriptional
units (8), but proof of this will require mapping the end-points
of authentic transcripts.

DNA Sequence Analysis Genetic/Biochemical Analysis

Initiation Termination Number Protein Positions of Apparent
codon | codon of a.a.'s Ml (daltons) Genetic Loci (Kb) Protein M. od

ATG/GTG Begins Ends

135 9S4 273 31275 '>0.0 <1.485 30

TnsA 165 263 30 204
360 196 23m t01 > 0.8
465 163 198U6 <<' >0.95

943 3049 702 80 825 > 0.899 < 3.024 83 - 85

TnsB * 695 924
1024 675 77580 t> 0.9 > 2.85
1078 657 75657 <0.95 <3.55

3048 4713 555 62995 >3.024 <4.808 54-56 /
TnsCI 3147 l 1 522 35945 >4.65 40-42

|3303 l 1 470 53 526 |< 35 < 4.7

4718 6242 508 59140 <4. 6.4 54/40
TnsD 4823 43551988<488 .9

4841 467 54470 <0 > 6.5
O487 455 53382 5o <6.2

TnsE r i624S 7859 538 61 180 > 6.122 <8.345 85/
6353 502 566 <6.2 > 7.8 70 - 75
<_6.2 <7.85

Table 1. Data regarding gene boundaries and protein molecular mass from the DNA sequence is related to published, empirically determined data. The correspondence
of the gene locations is very good, while the calculated molecular mass (Mr) of the proteins are in some instances at odds with the apparent Mr's observed. Symbols
indicate the source of data; § indicates information from (9), t from (8), Y from (4). : indicates that the protein observed was truncated (see text).
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No compelling promoters could be located by comparing the
E. coli promoter consensus to this sequence. It is conceivable
that the failure to identify promoters is due to low levels of tns
gene expression, (weak promoters often show a poor resemblance
to the consensus, (36, 37)); yet a promoter has been located in
the right end of Tn7 by mapping the 5' end-point of transcripts
to = nt. 111 (21). Based on this experimental evidence the
presumed -10 and -35 elements of the promoter have been
identified (21). Surprisingly, moderately strong expression of
transcriptional and translational fusions occurs down-stream of
this promoter (9). This expression is modestly repressed by the
presence of the tnsB region in trans, (see below) (9).

tnsA
The sequence of the right end of Tn7 as well as the start of the
tnsA ORF has been reported previously (7, 21, 38). The first
ATG in this ORF is located at nt. position 135, and is preceded
by only a poor match to the ribosome binding site (r.b.s.)
consensus (39) (See Fig. 3). The ORF ends with TAA at position
954. The predicted protein is 273 amino acids long, with a
molecular mass (Mr) of 31 kilodaltons (kd), and an estimated
pI of 5.6.
Although alternative ATG/GTG start codons in this reading

frame occur at positions 165, 360 and 465, the first ATG is
presumed to be the site of translation initiation based on four
lines of evidence; (i) a protein of 30 kd apparent Mr is encoded
in this region (4, and references within; Rogers and Sherratt
personal communication), (ii) a promoter has been mapped
immediately upstream (21) (see above), (iii) although poor, there
is a better match to the r.b.s. consensus before this ATG than
the following start codon and (iv) a gene fusion that connects

a strong promoter and appropriately spaced r.b.s. to the ATG
at nt. 135 results in the over-expression of a protein with an
apparent Mr of 30 kd (Flores et al., unpublished observations).
There is a region within the deduced a.a. sequence, starting

at a.a. number 90, which is comparable to the rather loose
consensus for Cro-like, DNA binding domains (40, 41) (see Fig.
4), however the score on the weight matrix of Dodd and Egan
(42) is too low to be predictive of this style of DNA binding in
the absence of any other evidence that the protein does bind DNA.
(The PIR protein sequence database, Release 7.0 (43), includes
108 proteins that score between 1100 to 1399; about 7% of those
are judged to be Cro-like based on known properties of these
proteins).

tnsB
The ORF corresponding to the tnsB gene is much longer than
that of tnsA and is capable of specifying a protein of 702 amino
acids, with a calculated Mr of 81 kd. The first ATG, at position
943, is preceded by an appropriately spaced sequence that
matches the r.b.s. consensus well (Fig. 3). This potential start
codon is within the 3' end of the tnsA ORF, 11 b.p. before it
terminates. The tnsB ORF closes with a TGA codon at position
3049. Other potential initiation codons occur at nt. positions 964
(GTG), 1024 (ATG) and 1078 (ATG). A gene fusion joining
strong transcriptional and translational start signals to initiate
translation at the ATG at nt. 943, leads to the production of a
protein with an apparent Mr of 85 kd (Flores et al., unpublished
observations).
The predicted TnsB protein is rich in basic amino acids

(estimated pl of 8.9), and also contains a region of similarity
to the Cro-like, helix-tum-helix genre of site-specific DNA

AAAAAGCATACTi C UTTGTT GCTAAAGCAAACTCT tnsA

tnsA i11* ,
I

AGTGAATATG TIGCGCT TGGCAAATTAATGAG - tns B

tns B illi
GGATCCACCAG. cAGTGCTACCCGGATT - tuS C

U ~ ~

tns C TT* T_
TTATTTAAAC

v

TAGCC AAACTTTCCTGTT tW Ss D
A A A A_ _

AAATGGTTTATG AGTG GTTAGGCTAGCTACA ins E
A A A A~ OOO

FIGURE 3. Organization of the es Reading Frames. The presumed initiation codons of the five tns genes are aligned and highlighted. Candidate ribosome binding
sites are also highlighted. Note the very compact assembly of open reading frames.
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TnsA o0 TRQIXDSGXIKIPVIRGVDQ

TnsB 105 VZXVVQIxKVTxaTVYKLLR
TnsD 222 YQRLAQDLCLTKSKIRXRDL
TnsE 311 RVIIAxIeWISFSRPBRXI K

TnSC l T7 R 7 I IA R e A Q hILUXIC SI L RUI a T Y P Q V I Y

FIGURE 4. (A) An alignment of the amino acid sequences of TnsC, MalT, MalI and MalK is presented to reveal similarities. Identical amino acids are highlighted.
Boxes indicate the occurrence of similar amino acids. The numbers before and after the alignment refer to the positions within these proteins of the initial and final
amino acids displayed. (B) This diagram lists the amino acid sequences of regions within tnsA, tnsB, tnsD and tnsE that might interact with DNA through Cro-like,
helix-turn-helix structures. The number of the first amino acid in the domain as well as the score (t) according to the weight matrix of Dodd and Egan, 1987 (42)
is labeled. The significance of these scores is discussed in the text. (C) A region within the sequence of TnsC has homology to nucleotide binding domains found
in many proteins. Matches to the most highly conserved positions in the consensus are highlighted while matches to the less well conserved positions are boxed.
Again, the number to the left refers to the first amino acid listed.

binding domains (41) (See Fig. 4). This domain scores higher
on the weight matrix of Dodd and Egan (42), than the similar
region in TnsA. This score, combined with the fact that tnsB
has been shown to be required for specific binding to the 22 bp
repeats at the termini ofTn7 (44), implies that this region is likely
to be a true Cro-like, DNA binding domain.
The fourth (final) 22 bp repeat in the right end of Tn7 overlaps

with the promoter for the tnsA gene; and Rogers et al. (9) have
presented evidence that TnsB represses transcription from that
promoter, presumably by binding to the 22 bp repeat(s). If tnsA
and tnsB are co-transcribed as Waddell and Craig believe
(discussed above), the TnsB protein may autoregulate its own
expression.
Complementation results of Rogers et al. (9), show that a

cloned fragment of Tn7 from the right end to the rightmost Bam
HI site, plus another fragment from this same site extending
leftward, are able to provide all trans-acting functions necessary

for Tn7 transposition. The DNA sequence reveals that this would
result in the removal of 7 a.a. from the carboxy terminus of TnsB,

(as they predicted from the limited DNA sequence available).
This truncation has little, or no effect on transposition.

tnsC

The first initiation codon of the tnsC ORF starts one base before
the TGA stop codon of the tnsB ORF, (Figs. 2 and 3). Alternative
ATG/GTG start codons in this frame are found at positions 3147
(GTG) and 3303 (ATG). The translational reading frame
terminates after 555 codons at nt. position 4713 with a TAG
codon. The protein ostensibly encoded would be 63 kd in
molecular mass and basic, with an approximate pl of 8.7. A gene

fusion similar to those described for the tnsA and tnsB ORF's,
to the ATG at nt. 3048 results in the appearance of a protein
with an apparent Mr of 60 kd (Flores et al., unpublished
observations).
The derived amino acid sequence contains a very strong

sequence similarity to a type-A nucleotide binding domain (45)
(Fig. 4). In addition, another region of 136 a.a. situated toward
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the carboxy terminus of the inferred TnsC protein sequence
exhibits considerable similarity (52% identical + similar amino
acids in the alignment) to that of the transcriptional activator of
the maltose operons of E. coli, MalT (46) (see Fig. 4). Within
this region there is a short stretch of similarity between MalT
and two other Mal proteins involved in the utilization of
maltodextrins (Fig. 4). The significance of these similarities is
not immediately obvious but is discussed more fully below.

tnsD
Translation of the tnsD ORF could start at nt. number 4718 where
the first ATG is encountered and terminate with TGA at position
6242. A candidate ribosome binding sequence precedes this ATG.
Possible alternative initiation codons occur at positions 4823,
4841, 4877 (GTG's) and 5003 (ATG). If the indicated ORF is
translated a 508 a.a. protein of Mr 59 kd should result. This
protein would be highly basic, with an estimated pI of about 9.5.
Gene fusions of the type described for tnsA, B, and C, to the

first ATG codon of the tnsD ORF result in the accumulation of
a protein of 55 kd apparent Mr (Flores et al., unpublished
observations). Other workers have ascribed proteins of 54 kd
and 40 kd apparent Mr to this region (4 and references within,
47, Rogers and Sherratt personal communication;). By comparing
the DNA sequence to the cloning sites used by Brevet et al. (47),
it appears that the 40 kd protein that they observed was a truncated
version of TnsD, with 42 amino acids removed from the carboxy
terminus; however, the predicted Mr for this polypeptide (54 kd)
does not explain the anomaly.
As stated earlier the tnsD gene is only required for transposition

to attTn7. The a.a sequence of TnsD also has a region that
matches the Cro-like, DNA binding consensus (Fig. 4) (42), and
like TnsB has been implicated in DNA binding (9, 18). Waddell
and Craig (18) have described a tnsD-dependant, attTn7-specific,
DNA binding activity that may well be the TnsD protein itself.
If that is the case, this region of TnsD between a.a. number 222
and 241, may be involved (Fig. 4).

tnsE
The tnsE ORF proceeds in the same frame (after only three base
pairs that comprise the the stop-translation signal of tnsD),
commencing with a GTG initiation codon. This ORF which
potentially encodes a protein 538 a.a. in length, has been
previously noted in the work of Smith and Jones (32). The
predicted pl and Mr of the derived TnsE protein is 5.7 and 61
kd respectively. There is a plausible ATG start codon at position
6353, but it is likely that translation initiates at the earlier GTG
sequence because: (i) it is preceded by a closer match to the r.b.s.
consensus, and (ii) proteins of high apparent molecular mass have
been observed that correlate with this region (ie. the 2224 bp
Hind II fragment). Brevet et al. (47) attributed this area to the
production of an = 85 kd protein in maxicells, whereas Smith
and Jones (32), and Craig (4 and references within), have seen
70-75 kd proteins specified from this region. We note that a
translational fusion joining a strong promoter and r.b.s. as well
as 13 foreign codons to the (presumed) 58th codon (at the Hpa
I site, at nt. 6413), leads to the production of a protein with
apparent Mr of 69 kd (Flores et al. unpublished observations).
Another match to the Cro-like DNA binding domain occurs

in the a.a. sequence translated from tnsE (Fig. 4). Again however,
in the absence of any evidence that TnsE does indeed bind to
DNA, the significance of this similarity is uncertain. Because
TnsE is essential and TnsD dispensable for transposition to
plasmids, it has been speculated that TnsE may have a role

equivalent to TnsD, directing transposition to random (non-
attTn7) sites by binding to potential target sequences. However,
Cro-like domains have not been implicated in this type of non-
specific binding. Alternatively TnsE may not interact with target
DNA directly, but through protein-protein interactions function
to relieve the requirement for TnsD-attTn7 assisted synapse
formation.

Possible roles of Tns proteins
By analogy to other recombination systems, site-specific
recombination (ie. integration/ excision/ resolution/ inversion)
and transposition (semi site-specific, as half of the recombining
sites are specific) (1), it is likely that one of the Tns proteins
(or that several in concert), induce the breakage of phosphodiester
bonds at the ends of Tn7 and at the target site, and that the same
one(s) or other(s) catalyse the formation of bonds joining the two:
but which ones, and how? Some clues may be gleaned from the
predicted protein sequences presented here, while more direct
biochemical evidence is beginning to emerge.
The TnsB and TnsD proteins must at least play a role in DNA

sequence recognition since they have been shown to be essential
for specific binding to the 22 bp repeats near the ends of Tn7
and to a region ofattn7 respectively, (44, 18). Domains within
TnsB and TnsD responsible for this binding have been tentatively
mapped (Fig. 4). Presumably these proteins are also involved
in protein-protein interactions that compose a higher order
structure analogous to the 'intasome' formed during phage lambda
integration (48).

It is intriguing that in both cases the sequence specific binding
appears to be at sites a short distance away from the points of
bond breakage rather than encompassing them. It seems that
protein-DNA contacts at the points of bond breakage would be
imperative and these could involve, (i) different domains of the
same proteins, ie. TnsB and TnsD, (ii) other Tn7 encoded
proteins, or (iii) host encoded proteins. In each case binding to
break-point sites could be either by sequence specific binding
or by non-specific interactions that are directed by the specific
binding of eg. TnsB and TnsD to their respective sites. The facts
that (i), the DNA sequence of attTn7 at the point of insertion
can be replaced with several other unrelated sequences without
effecting the frequency or point of insertion, (18, 19; Sannuga
unpublished observations), and that (ii), attTn7 sites from the
chromosomes of other bacteria are highly related to E. coli attTn7
but only at regions distant from the insertion point (the 'glmS-
box') (20), suggest that contacts at the precise point of insertion
are not sequence specific. Conversely the mere fact that the
terminal 8 base pair sequence is perfectly conserved at each end
of Tn7 may imply that sequence specific binding occurs here.
The mechanism of immunity for Tn7 is unknown, however

the extent of DNA sequence in the right end of Tn7 required
for immunity is roughly the same as that required for transposition
(22). TnsB and TnsD may have directly analogous roles in
transpositional immunity to those of Mu A and Mu B proteins,
because there is an apparent similarity of binding to transposon
ends and to targets respectively. Mu B binds DNA without
specificity. Binding of Mu B to potential targets greatly enhances
the frequency of transposition to those targets. Transposition
immunity with bacteriophage Mu results from the fact that binding
of Mu A (the transposase protein) to repeats at Mu's termini
destabilizes the binding of Mu B to the same replicon. The
instability of Mu B on molecules that contain the ends of Mu
(and therefore also bound Mu A protein) causes transpositional
immunity (25).
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The functions of the TnsA, TnsC and TnsE proteins in Tn7
transposition are unclear. No DNA binding activity has been
reported for these proteins, though it cannot be ruled out. If any
of these proteins bind to DNA it could be non-specific or low
affinity binding, perhaps requiring cooperativity or a higher order
structure.
The implications of the similarity between the sequence of

MalT and that proposed for TnsC are uncertain. MalT is known
to bind maltotriose, Mg2+, ATP/dATP and DNA (site-
specifically), and to function as a transcriptional activator (49,
50). Unfortunately it is not known whether the region of MalT
that is similar to TnsC interacts with DNA, RNA polymerase,
maltotriose, Mg2+, or has some other function.

Binding of MalT to a region of about 16 bp. centred on the
6 bp. 'malT box' (ie. the cognate DNA sequence) is thought to
cause the wrapping of adjacent DNA around a core of MalT
protein(s) (51). Perhaps this indicates weaker, non-specific
interactions with DNA in addition to the specific ones. So far
no evidence of a similar role for TnsC in DNA binding has
emerged.

Transcriptional activation can be effected either by (i),
increasing the apparent affinity of RNA polymerase for a

promoter (eg, by binding DNA and transiently associating with
RNA polymerase), or by (ii) simply perturbing the structure of
the DNA such that open complex formation is facilitated (52,
53, 54). TnsC could be an activator or a repressor, regulating
the expression of tns or host genes involved in Tn7 transposition.
Both TnsC and MalT have domains toward the amino terminal

end that match a type-A nucleotide binding consensus, and which
is not within the region of homology. This feature strengthens
their similarity. ATP and/or dATP have been shown to be positive
effectors of MalT binding to the 'malT-box' (49). Purified MalT
protein has a low, intrinsic ATPase activity that is specifically
stimulated two to three fold by maltotriose, yet ATP binding only
and not hydrolysis is required for the activation of open complex
formation by MalT at maltose promoters. It is not known whether
hydrolysis is involved at a later step eg. promoter clearance, but
the critical function of ATP at the early stage is presumed to
be allosteric (51).

Although we anticipate that TnsC binds nucleotides (perhaps
ATP) this has yet to be investigated, and if it does, the function
is uncertain. It could be an allosteric effector as it appears to
be for MalT, or it could serve to provide the energy required
to form phosphodiester bonds ligating the ends of Tn7 to target
sites; analogous to type II topoisomerases (eg. E. coli DNA
gyrase), or as in T4 DNA ligase (55). However, there may be
no need for a high energy co-factor in this reaction, because
religation can be accomplished by two alternative means. (i) The
energy could be conserved from bond breakages through covalent
protein-DNA intermediates and transferred during religation (as
in phage lambda integration/ excision (56, 57) and the DNA
inversion reactions of Cin, Gin and Hin (58, 59, 60, 61), and
type I topoisomerases), (62). (ii) Or religation may occur by direct
transfer through nucleophilic attack of the target by the transposon
ends while they are held (non-covalently) in the 'transpososome'
complex, as appears to be the case for transposition of Mu (63).
Another possible role for nucleotides is demonstrated by the

phage Mu system; where ATP (as well as Mu A) is required
for displacement of the Mu B protein from potential targets, thus
causing immunity (25, 64). The result is that intermolecular
transposition is favoured over intramolecular events.

A short segment within the region of similarity between MalT
and TnsC matches with two other proteins involved in
maltose/maltodextrin utilization, MalK and Mall (Fig. 4). MalK
appears to be a member of a family of binding proteins involved
in active transport systems. It also has some role in regulation
of the mal operons (eg. may be responsible for degrading an

internal inducer)(65). It also contains a type-A nucleotide binding
site near its amino terminus, (as do the other members of the
periplasmic binding proteins). The sequence of the recently
discovered Mall protein is highly homologous to three repressor
proteins over its entire length (65). As well as the short stretch
of similarity to MalT and TnsC, MalI contains a longer region
of similarity to MalK.
The region of similarity of 31 amino acids found in the three

Mal proteins has been proposed to be the binding site for some

unknown inducer related to maltodextrins (65). If the
corresponding region in TnsC has a similar function it is difficult
to imagine what role such a molecule could have in transposition.
We are left with many tantalizing clues that require further
experiments to resolve.
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