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Aspartate g-D-semialdehyde dehydrogenase genes (asd) were cloned and sequenced from
a deep-sea-adapted strictly barophilic bacterium, Shewanella sp. strain DB6705, and a
moderately barophilic bacterium, Shewanella sp. strain DSS12, The determined asd
sequences of these two strains were very similar, and the identity of the deduced amino
acids sequences was 96.2%. The 5 -ends of the asd mRNA from both strains were localized
at corresponding sites by primer extension analysis, and two transcriptional starting
points, which differed by only 1 base, were detected. In strain DB6705, a pressure-regulated
transcript was mainly observed, whereas in strain DSS12, a pressure-tolerant transcript
was observed together with the pressure-regulated transcript. Western-blotting analysis
showed that the ASD protein was expressed under higher pressure conditions in DB6705,
and under all pressure conditions tested in DSS12, as reflected in the primer extension
results. Our findings suggest that asd expression controlled by pressure is one of the
important mechanisms involved in the adaptation of microorganisms to the deep-sea
environment.

Key words: aspartate g-D-semialdehyde dehydrogenase, deep-sea barophilic bacteria,

gene expression, high pressure, Shewanella sp.

The deep-sea environment is a unique habitat character-
ized by extremely high pressure and low temperature.
Microorganisms living there have adapted to this extreme
environment. To investigate the mechanisms of adaptation
to high pressure in the deep-sea, we isolated several
barophilic and barotolerant bacteria from deep-sea mud
samples (1-3). The isolated strains are Gram-negative, and
they belong to the Proteobacteria y-subgroup as indicated
by phylogenetic analysis of 16S rRNA sequences. The
ability of these bacteria to grow at high hydrostatic pres-
sure indicates that they are probably specifically adapted to
the deep-sea environment. Therefore, some gene expres-
sion systems of these bacteria may be regulated by high
pressure. Investigation of the gene expression systems
under high pressure is important to understand how deep-
sea bacteria grow in their natural environment.

A pressure-regulated promoter fragment from the strict-
ly barophilic bacterium, Shewanella sp. strain DB6705, has
been cloned and analyzed (4). Gene expression from this
promoter was found to be controlled positively at the level
of transcription under conditions of elevated hydrostatic
pressure, in both the barophilic strain and in an Escherichia
coli transformant. A pressure-regulated operon was iden-
tified just downstream of this promoter region in strain
DB6705 (5), and it seems that these sequences may be
common in high-pressure adapted bacteria living in the
deep-sea environment (2, 4).

' The nucleotide sequence data reported in this paper appear in
DDBJ/EMBL/GenBank DNA databases with the accession numbers
D49539 and D49540.
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Filament formation in E. coli adapted to growth at 1
atmosphere pressure has been reported when the organ-
isms are grown at increased hydrostatic pressure (6, 7).
We have observed filament formation when strictly baro-
philic bacteria were grown at low hydrostatic pressure,
though no change in cell shape indi¢ative of a pressure effect
was detected in moderately barophilic or barotolerant
bacteria. It is possible that high pressure affects cell
division and influences the composition of the bacterial cell
wall. Aspartate 8-D-semialdehyde dehydrogenase (ASD) is
a key enzyme in the biosynthetic pathway of lysine, threo-
nine, methionine, diaminopimelic acid (DAP), and isoleu-
cine. DAP is an essential component present in the pep-
tidoglycan of all Gram-negative and some Gram-positive
bacteria (8). Therefore, expression of ASD in strictly and
moderately barophilic deep-sea bacteria, and in E. coli,
may be influenced by hydrostatic pressure.

In this paper, we describe the results of a comparison of
asd gene expression under high pressure in the strictly
barophilic bacterium strain DB6705, the moderately baro-
philic bacterium strain DSS12, and atmospheric pressure-
adapted E. coli. Our findings suggest that asd expression
controlled by pressure is one of the important mechanisms
of high pressure adaptation in microorganisms.

MATERIALS AND METHODS

Bactertal Strains, Plasmids, and Recombinant DNA
Techniques—The strictly barophilic bacterium Shewanella
sp. strain DB6705, isolated from the Japan trench (depth,
6,356 m; 40°06.84'N, 144°'11.04'E), and the moderately
barophilic bacterium Shewanella sp. strain DSS12, isolated
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from the Ryukyu trench (depth, 5,110 m, 24°15.23'N,
126°47.30'E), were used as the donors of DNA encoding the
asd genes (1). The asd-deficient mutant, E. coli strain
x6097 (9), was used for cloning of the genes. The phage
plasmid pUC119 and the host strain E. coli strain JM109
were used for cloning and DNA sequencing studies (10).
The expression plasmid pTrcHisB and the host strain E.
coli strain Topl0 (Xpress™ System Protein TrcHis; In-
vitrogen, San Diego, CA, USA) were used for over-expres-
sion and purification of the recombinant proteins. Recom-
binant DNA work was carried out as described by Sam-
brook et al. (11). The cloned DNA was sequenced using an
automated DNA sequencer, model 373A (Perkin Elmer/
Applied Biosystems Div., Foster City, CA, USA), by the
dideoxy terminator procedure (12), as described in the
manual. The GENETYX-MAC program (ver 8.0; Soft-
ware, Tokyo) was used to analyze DNA sequences.
Preparation of Chromosomal DNA and the Cloning
Procedure—Strains DB6705 and DSS12 were grown in
marine broth 2216 (Difco, Detroit, MI, USA) at 50 MPa and
10°C for 3 days, and at 0.1 MPa and 8°'C for 2 days,
respectively, as described before (1). Cells were collected
by centrifugation (6,000 rpm for 15 min.) and chromo-
somal DNA was extracted by the method of Saito and
Miura (13). Chromosomal DNA was digested with HindIII,
and the DNA fragments of 1-8 kb in size were isolated from
an agarose gel using glagsmilk (Gene Clean II kit, Bio 101,
La Jolla, CA, USA). The isolated DNA fragments were
ligated into the vector pUC119 digested with the same
restriction endonuclease. The ligated DNA was introduced
into E. coli strain x 6097, and transformants were selected
by culture overnight at 37°C on LB agar medium (1% w/v
Bacto-tryptone, 0.5% w/v Bacto-yeast extract, 1% w/v
NaCl, and 2% w/v agar, without DAP), containing ampicil-

Sall 0.90

pMSDB1

5.16 kb
D86705

EcoRi 1.66
EcoR) 1.76
Sall 1.92

Clat 2.03

Hindlll 2.92

BamHl 2.62 Cla1 2.35

Smal 2.56

C. Kato et al.

lin (50 xg/ml), because the asd deficient mutant strain
16097 can grow only on LB agar medium with DAP (9).
Colonies (asd*) on the plates were examined for the
presence of recombinant plasmids by a simple plasmid
screening procedure (14). The recombinant plasmids,
named pMSDB1 and pMSDS1 containing asd from strain
DB6705 and strain DSS12, respectively, were isolated
from among the asd* transformants (Fig. 1).

Identification of the Gene Products—The asd gene
products encoded by these plasmids were analyzed using an
in vitro transcription and translation system (SE30 sys-
tem; Promega, Madison, WI, USA) and (**S])methionine
(Amersham, Amersham, UK). In order to determine the
molecular weights of the asd gene products, proteins were
separated on SDS-PAGE (15% gel), according to the
method of Laemmli (15). Gene products from the plasmid
pBR329 were used as molecular weight markers: Tet", 35
kDa; Amp", 31 kDa; Cam", 23 kDa.

RNA Preparation and the Procedure of Genetic Anal-
ysis—RNA preparation from the deep-sea strains, DB6705
and DSS12, was carried out as described previously (4).
Total RNA from E. coli strain JM109 (asd*) was prepared
as described by Ausubel et al. (16). The RNA pellet was
dissolved in diethyl pyrocarbonate-treated water, quanti-
fied by spectrophotometry, and stored at —80°C. The
transcriptional start point was determined by primer
extension analysis with the biotinylated oligonucleotides
5-AATGGTTTGACCCACTGCGCCCGATGCACC-3" for
strain DB6705, 5-CATGGTTTGACCCACTGCGCCCGA
TGCACC-3' for strain DSS12, and 5'-GAACGGAGCCGA
CCATACCGCGCCAGCCGA-3 for E. coli, synthesized on
an Applied Biosystems Model 392 DNA/RNA Synthesizer.
The sequences of these primers are complementary to the
nucleotides 858 to 887 of DB6705 asd (Fig. 2A), the

EcoRl 0.87
Sacl 0.88

Hindlli 0.92

pMSDS1

5.04 kb EcoRV 1.26

EcaRV 1.48

EcoRl 1.76

Hindlll 2.79
EcoRV 2.65

BgNl 2.42

BamH! 2.62

Fig. 1. Restriction maps of the recombinant plasmids pMSDB1 and pMSDS1, which encode the asd gene from strains DB8705 and
DSS12, respectively. The thin line indicates the vector pUC119, and thick lines indicate the DNA of the deep-sea bacteria.
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nucleotides 858 to 887 of DSS12 asd (Fig. 2B), and the
nucleotides 259 to 288 of E. coli asd according to the
sequence reported by Haziza et al. (17). The transcripts
expressed by these strains at several pressures were
detected by chemiluminescence as described previously
(4). To see how high pressure regulated the expression of
RNA transcripts from the asd genes, the effect of increas-
ing pressure on the abundance of the mRNA transcript was
also examined using total RNA from these strains grown at
several pressures at the same time as the primer extension
study.

Western-Blotting Analysis—To analyze the gene prod-
ucts of the strains DB6705 and DSS12, grown under
several pressure conditions, a Western-blotting experi-
ment was performed using an immunological assay kit
(Bio-Rad Lab., Hercules, CA, USA) as described by Towbin
et al. (18). At first, the recombinant ASD protein was

A
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over-expressed using the Xpress™ System (Invitrogen)
and purified by the following procedure. pMSDB1 was
digested with EcoRI and HindI1l, and the 1.16 kb fragment
including the asd gene of strain DB6705 was purified and
ligated into pTrcHisB digested with the same enzymes. The
recombinant plasmid was introduced into E. coli strain
TOP10, and the fusion protein (hexahistidine-tagged ASD)
was over-expressed and purified to homogeneity by affinity
chromatography using an Ni-NTA spin column according to
the instructions of the manufacturer. Secondly, rabbit
antiserum against the purified fusion ASD protein was
prepared for use in the Western-blotting analysis. This
antiserum was found to react not only with ASD from strain
DB6705, but also with ASD from strain DSS12.
Nucleotide Sequence Accession Numbers—The DNA
sequences reported in this paper have been deposited in the
DDBJ (Mishima), EMBL (Heidelberg, Germany), and

HindII1 10 20 30 40 50 60 70 80 90 100 110 120
AAGCTTAAAGACAAGACAGTGGG TATAGTGGGGGCGGG TAACACAGGATCGGCGG TGGCTAAGTG TCTTCAGGCCTATGGCG TGACTG TGCTGCTGCATGATCCAGTTATTCAAGATAGC
130 140 150 160 170 180 190 200 210 220 230 240
GATCCCCGTGATTTTATCTCATTAGATGAACTGATTGCTIGCTGTGA TGTGATAAGTCTTCATGTGCCTATCACTAAGACTGGOGAGCATAAGACCTGG TATCTG TTCGATGAGGCCAGG
250 260 270 280 SacIIl 250 300 310 320 330 EcoRV 350 360
CTCAATAGCTTAAAACAAGGCACCTGG TTGCTTAACTGCTGLCGOGETGAGGTCATAGATAA TCAGGCGCTGATTAAGGTTAAGCTGGAAAGGCCGEATATCAAG TTGGTACTCGATG TG
370 380 Sacl 400 410 420 430 440 450 460 470 480
TGGGAAGGGGAGCCTAATCCTATGCATGAGCTCATCCCACTGGTCGAATTGGCGACGCCTCATATTGCAGGTTATAGCCTTGAAGG TAAGGCTCGCGGCACTTTTATGCTGTATCAGAAG
490 500 510 520 530 540 550 560 570 580 590 600
TTGATGCAGGTACTGGGCAAAGATGCCGATAAGTCCATGACTGCGCTATTACCGTCTCTATGGAG TG TTCAGTTGGA TG TOGAGTOGATACCTGATCAAAAATCCCTGCTACAACTCGCC
610 620 630 640 650 660 670 680 690 700 710 720
CGTTTTATCTATGATCTTCOGCGATGACGATGAATTATTTAGAAAAACCATCCTTGATGATTCATCAAAAAATCCCCAAG TTAATTCACTTAATAACAATGGG TTTGACCTTATGAGAAAA
730 EcoR1 750 760 770 780 790 +3 800 810 820 830 EcoRI
AATCATCTGCATAGACGTGAATTCAGTGCCTTAAGGCTAGTAAACACTGGGCATTCTGA TGIAAATTGGCTAACTAATTTAGG TTTTTCAGGAATCGGACAGTAATTATG TCGCAAGAAT
-35 -10 M S Q E F

850 860 870 880 890 900 910 920 930 240 950 - 960

TCAATGTTGTOG TATTAGGTGCATOGGGCGCAG TGGGTCAAACCATTATAGAGATCCTCCAAGAGCOGCAATTTTCCCATTGCGAAATTATTICCTCTAGCCAG TAGTCG TAGCGCTGGTG

N VVVLGASGH AV GQTTITIETI

970 980 990 1000 sall 101C 1020
GTACGGTCAGCTTTAACGGTAAACAGGETAGAAA TTCTTGACG TCRACGACTTCGA'

T VS FNGIEK QV EI

1090 1100 Clal 1120 1130 1140
TOGCCGCAGAGAGOGGCTG TG TTG TCATOCATAACACCTCTCATTTCAGA

A A E S G CV VI

1210 1220 1230 1240 1250 1260

L.Q E R N F P I

TTGGTCTCAGG
L DV DDV FDWS QA QI

TACGATAACGATGTACCTTTGGTTATACCTGAGGTCAA
D NTSHU FRYDNDUVPL VI

A KL FPLASSURSAGSG

1030 1040 1050 1060 1070 1080
CGCAGATAGGCTTCTTCTCTGCCOGG TG CGATG TTTCTGAAAAGTGGGCGCCTA
G FF SAGGDV S EZEKWAUPTI

1150 1160 1170 1180 1190 1200
CCCGGAAGCGATTGCCGATTTCOGTAACCGTA

P EVNUPEATIAZDUP PR RNIR RN

1270 1280 1290 1300 1310 1320

ATATCATOGCTAACCCAAACTGTTCGACGATTCAGATG TTGGTTGOGCTTAAACCCATCTATGATGCATTCGG TATTTCACG TATCAATG TCGCCACCTATCAGTOGGTATCGGGCTCAG

I I ANPNCSTI OQMILVALIZKUPI

1330 1340 1350 1360 1370 1380
GTAAAGAGGCTATOGCAGAGCTTGCTGGCCAATGCTCTAAGC TACTTCAAGGTCTICCT.

K EAI AELAGOQTCSIEKTULLZOQGTLUPI

1450 1460 1470 1480 1490 1500
TTATGGAAAATGGTTACACCAAGGAAGAGATGAAGATGGTCTGGGAAACTCAGAAAA
M E NG Y T K EEMTE KMV VWETOQZ KI

1570 1580 1590 1600 1610 1620
TACATCTGGAGACCATCCAAC TGTT.
S E A I

1690 BamHl 1710 1720 1730 1740

Y DAF GI S RI

ATAGAGCCTAAGGTTTA'
E P KV Y S K QI AFNUVILUPOQTI

AAGGCTGTGTTGOGTGA
Q P AEAEUDVI KA AVLIRDAPGTI

N VATY Q SV S G § G

1390 1400 1410 1420 1430 Clal 1440
TTCAAAACAGATCGCCTTCARCGTGTTA

D T F
1510 1520 1530 1540 1550 1560
TGTTTTTOGGTC

TCTTCGGTGATGACAACATTGTCGTCAATCCTACTGCGG TTCGAG TGCCGG

V V NPTAV RV PV PF GH
1630 Smal 1650 1660 1670 1680
TGCTCCCGGGATTGAATTATTTGAATCCAA TGAAGAGTATCCTACGGCTG

E L FESNEEYZPTA AUV

1750 1760 1770 1780 1790 1800

TGACAGAATCTGCTGGCACGGATCCTGTCTA TG TGGGACGTG TACGCAAAGACATCTCTCATTCACACGG TATCAACCT TTGGGTTGTATCTGATAATATTAGAAAAGG TGOGGCACTTA

T E S A GTD PV Y VGRVRKDI

1810 1820 1830 1840 1850 1860

ACAGTGTTCAAATAGCCGAGG

S VQI AEV LI RDYY *

1930 1940 1950 1960 1970 1980
TTGTGAACAGTA

S HS HGINULWVV S DNI

R K G A A L N

1870 1880 1890 1900 1910 1920
TCAAAMAGTCTGCAA TGTGCAGGCTTTITTIGTTTTTGCA

TGTTGATTCGOGATTATTATTAATTTCGAATTTTATAATAGG TTAAATACCTAGTTTGA!

1990 HIindII1 2001
TTGCCTAAAGCTT

TTTCTGGTTTATAGTAATCTCAATAAATACAA'

Fig. 2A
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GenBank (Mountain View, CA) nucleotide sequence data
bases. The accession numbers of the DNA sequences
containing asd from the strains DB6705 and DSS12 are
D49539 and D49540, respectively.

RESULTS

Sequencing of asd Genes from Shewanella sp. Strains
DB6705 and DSS12—The asd genes of the strictly baro-
philic bacterium strain DB6705 and the moderately baro-
philic bacterium strain DSS12 were cloned as a 2.0 kb
HindIII fragment in the plasmid pMSDB1 and as a 1.9 kb
HindIlI fragment in the plasmid pMSDS1, respectively,
detected in the asd* E. coli x 6097 transformants (Fig. 1).
The DNA sequence of each of these fragments was deter-
mined and the amino acid sequences of the ASDs, which

HimdIII 10 20 30 40 50 60

C. Kato et al.

were found to consist of 338 amino acids in both strains,
were deduced to be as shown in Fig. 2. The DNA sequences
were very similar, and the identity of the deduced amino
acids sequences of the two ASDs was 96.2%.
Identification of the asd Products—The molecular
weights of the products of the cloned asd gene from strain
DB6705 (plasmid, pMSDB1) and strain DSS12 (plasmid,
pMSDS1) were both determined to be about 37 kDa by
analyzing the in vitro-translated products by SDS-PAGE in
each instance (Fig. 3). This is consistent with the predicted
size of the polypeptides based on the deduced amino acid
sequences as determined by DNA sequence analysis.
Phylogenetic Relationship between the ASD Proteins—
The phylogenetic relationship between the ASDs of strains
DB6705 and DSS12, and those of other bacteria as indicat-
ed by amino acid sequence comparison was determined by

70 80 90 100 110 120

AAGCTTAAAGACAAGACTGTGGGTATCGTAGGGGOGGGTAACACTGGCTOGGOGGTGGCTAAG TG TCTTCAGGCCTATGGCGTGACTG TGCTGCTACACGATCCGG TTATTCAAGATAGC

130 140 150 160 170 180 190 200 210 220 230 240
GACCCCCGOGACTTTATCTCATTAGATGAATTGATAGCTCGCTGTGATG TGATAAG TCTTCATGTGCCAATCATTAAGACTGGCGAGCATAAGACCTGGTATCTGTTCGATGAGACCAGA

250 260 270 280 290 300 310 320 330 EcoRV 350 360
CTCAATAGCTTAAAGCCTGGGACCTGGCTACTTAACTGTTGTCG TGG TGAGG TGATAGATAATCGCGCACTTATTAAGG TTAAGCAGCAAAGGCCGGATATCAAGCTGGTACTCGATGTG

370 380 390 400 410 420 430 440 450 460 470 480
TGGGAAGGGGAGCCTAATCCTATGCATGAGCTTATTCCTTTGG TCGAA TTGGCGACGCCTCATATCGCAGG TTACAGCCTAGAAGG TAAGGCTCGTGGCACTTATATGC TGTATCAGAAG

490 500 510 520 530 540 550 EcoRV 570 580 590 600
CTAATGCAGGTACTGGGCAGAGATGCOGATAAGTCCATGACTACACTATTACCGTCGCTATGGAGCG TGCAATTGGATATCGAGCOGATACCCAATGAGAAGTCCTTGTTGAAACTGGCT

610 620 -630 640 650 660 670 680 690 700 710 720
CGTTTTATCTACGACCTTOGTGATGGCGATGAATTATTTAGAGAAACAATCCTCGATGATTCATCAAAAAATGACCAAGTTAATTG TG TTAATAACAATGGATTIGATCTTATGAGAARA

730 740 750 760 770 780 750 +% 800 8§10 820 830 EcoRI
AATCACCAGCATAGACGTGAATTTCGTGCCTTAAGGCTAGTAAA CACTGGGCATTCTGATGIAAATIGG TTGACCAATTTAGGTTTTTCAGGAG TCGGACAG TAATTATGTCTCAAGAAT
-35 -10 M S Q E F

850 860 870 880 830 900 910 920 930 940 950 960
TCAATGTTGTCGTATTAGG TGCATCGGGOGCAG TGGG TCAAACCATGA TAGAGATCCTCGAAGAGCGCAATTTC COCG TCGOGAAA TTATTTCCTCTAGCCAGCAGCOGCAGTGC TGG TG
N VVVLGASGAVGQTMTIUETIULEEURNTFUPVAIE KTLFPFZPILA ASSI RSAGSG

970 980 990 1000 1010 1020 1030 1040 1050 1060 1070 1080
GTACGGTTAGTTTCAACGGTAAACAGG TAGAAATTCTTGACGTAGACGACTTCGATTGG TCTCAGGOGCAGATTGGC TTCTTCTC TGCOGG TOG TGA TGTCTCTGAAAAGTGGGCGCCAA
T VS F NG K QV EIULDVDDTPFTDWSQAOQIGTFUFSAGG GDVSETZ KWAUPI

1090 1100 Clal 1120 1130 1140 1150 1160 1170 1180 1190 1200
TCGCCGCTGAGAATGG TTGTGTTGTCATCGATAACACCTCTCAATTCAGATACGATAACGATG TACCTTTGG TTATTCCAGAGG TTAATCCGGAAGCCATTGCTGATTTCOGTAATOG TA
A AENGCVVYVY I DNTS SO QVFRYDNDVPLVIPEVNUZPEATIADFZRNIR RN

1210 1220 1230 1240 1250 1260 1270 1280 1290 1300 1310 1320
ATATCATAGCGAATCCAAACTGTTCGACAATTCAGATGTTGG TTGCCCTTAAACCTATTTATGATGCATTIGGTATTTCACGTATCAA TGTCGCCACATACCAGTCGGTATCGGG TTCAG
I I ANPNUCSTTIOQMLVALIZE KU PIYUDAPFGTISI RINVATTYOQSV S G S G

1330 1340 1350 1360 1370 1380 1390 1400 1410 1420 1430 1440
GTAAAGAGGCTATTACAGAGCTTIGCTGGCCAATGTTCTAAATTACTTCACGGCCTTCCTGCTGAG TCTAAGGTTTATCCAAAACAGATCGCCTTCAACG TG TTGCCGCAAATTGATAAGT
R EAITELA AGA QO CSI KU LILMHGLUPAETSI KVY?PE KU OQTIATFNVILZ®PAOQTIUDTEKTF

1450 1460 1470 1480 1490 Bglll 1510 1520 1530 1540 1550 1560
TTATGGAAAACGGTTACACCAAGGAAGAGATGAAGATGGTTTGGGAAACCCAGAAGATCTTOGG TGATGACAA TATTG TCG TCAATCCAACTGOGG TTCGAGTGCCGGTA
M ENGYTU KEEMMEKMUVWETQZKTIVFGDDRNTIVVNZPTAVIRVZPVFYGH

1570 1580 1590 1600 1610 1620 1630 1640 1650 1660 1670 1680
ACTCGGAAGCAATACATCTTGAGACTATTCARCCOGCOGAAGCTGAAGA TG TTAAAGCTG TG TTGOGTGAAGCTCCGGGAATTGAATTATTTGAG TCCAA TGAAGAGTATCCTACGGC TG
S EAI HLETTIOQQPAEARAMETDVEAVLREAPGTIEULTFESNETEYU?PTAWV

1690 1700 1710 1720 1730 EcoRV1740 1750 1760 1770 1780 1790 1800
TGACAGAATCAGCGGGCACGGA TGTGGGACGTGTA TTCACATGGTATAAACCTTTGGG TTGTCTCTGATAACATTAGAAAAGGTGCGGCACTCA
T E S AGTDUPVY VG RUVUEREZ K DI SH SHGINTILWVV.SDNTIRIEKGA AATLN

1810 1820 1830 1840 1850 1860 1870 Hind1il 1875
ATAGTGTTCAGATAGCCGAAGTTTTGATTAGAGATTATTATTAATTTATAACGACTTTGAA

S VQ 11 A EVLTIURUDYY *

Fig. 2. Nucleotide and deduced amino acid sequences of the
cloned fragments from strain DB68705 (A) and from strain DSS12
(B). The —35 and —10 sequences are located upstream from the
transcriptional start point, which was determined by primer extension

(marked as + and }). The putative —35 and — 10 regions upstream of
the asd gene and the putative transcriptional termination sequence
downstream of the gene are underlined.
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the UPGMA method (19) as shown in Fig. 4. The results
suggest that the ASDs from the deep-sea bacteria were
more similar to those of the genus Vibrio, and those of
Gram-positive bacteria, than to the ASD of E. coli.
Nevertheless, the deep-sea bacteria described in this paper
(genus Shewanella), as well as the genus Vibrio, and E. coli,
belong to a common group of Gram-negative bacteria
categorized as the y-subgroup of Proteobacteria as indicat-
ed by taxonomic studies of 16S rRNA sequences (2, 3).
Analysis of Transcription by Primer Extension and ASD
Expression—The 5 -ends of the mRNA were identified as
nucleotide 792 and 793 respectively in strains DB6705 and
DSS12, as indicated by “*” and “**” in Fig. 5. The 1st
transcription product beginning at nucleotide 792 (*) was
designated as transcript #1, and the 2nd transcription
product beginning at nucleotide 793 (**) was designated as
transcript #2. In the strictly barophilic strain DB6705,
transcript #1 was produced in minor amounts, and tran-
script #2 was the major transcript, while the converse was
seen in the moderately barophilic strain DSS12. In both
strains, the expression of transcript #2 was clearly en-

Q \\\\ \_\ .Y
o oV - o
NP P P
R ] < ]
ASD —» — <— 35K
— - 31K
— - 23K
- *— LacZ

Fig. 3. Proteins synthesized in an in vitro transcription/
translation system from recombinant and vector plasmids.
Synthesized polypeptides were resolved by 156% SDS-PAGE.
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2Shewanella sp. strain DB6705

0.OIMShewanella sp. strain DSS12
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hanced at elevated hydrostatic pressures. However, the
expression of transcript #1 appeared to be unaffected by
pressure. Therefore, the total amount of asd transcript in
strain DSS12 also increased as the pressure increased.

Western-blotting analysis was performed using anti-
ASD antiserum and a crude extract prepared from each of
the strains cultivated in the same way as for the primer
extension analysis. In the case of strain DB6705 cultivated
at 10 MPa, a faint band representing a very small amount of
ASD protein was detectable, but when the organism was
cultivated at pressures over 30 MPa, this ASD band was
more evident. In the case of strain DSS12, the ASD band
was clearly evident under all of the pressure conditions
employed for cultivation (0.1-70 MPa), as shown in Fig. 6.
This result is not exactly consistent with the result of the
primer extension analysis (Fig. 5), so the quantity of ASD
product may be controlled by proteolytic enzymes when the
protein is produced in excess in those bacteria under high
pressure.

The transcripts of the E. coli asd gene grown at elevated
hydrostatic pressures were also analyzed by primer exten-
sion (Fig.7). Three different sizes of transcripts were
found, i.e., transcripts #1, #2, and #3, as shown in Fig. 7.
Interestingly, the expression of transcripts #1 and #2 was
found to decrease at high pressure, whereas the expression
of transcript #3 increased with elevated pressure up to 30
MP3, as seen in the case of transcript #2 of the asd gene of
the deep-sea bacteria. But at 50 MPa, the asd transcripts
were almost undetectable. This might indicate that very
little ASD enzyme was synthesized in the bacterial cells,
and this may be one of the causes of filament formation and
growth inhibition at high pressure in E. coli.

DISCUSSION

We have cloned asd genes from the deep-sea adapted
barophilic strains, DB6705 (strictly barophilic) and DSS12
(moderately barophilic), and determined their nucleotide
sequences (Fig. 2). Phylogenetic relationships between the
ASDs as indicated by amino acid sequence comparison
showed that the ASDs of the barophilic strains and the
genus Vibrio were closer to the ASDs of Gram-positive

Fig. 4. Phylogenetic tree
showing the relationship be-
tween the ASD amino acid
sequences of the deep-sea
strains, and those of the bac-
terial strains reported previ-
ously as determined using the
UPGMA method. The accession

Vibrio cholerae

Streptococcus mutans

02538

0.085%

numbers of the ASD of Vibrio

Bacillus subtilis cholerae, Streptococcus mutans,

0.2736

0.186]
002

02355
0.1861

Bacillus subtilis, Mycobacterium
smegmatis, Corynebacterium
glutamicum, Leptospira interro-
gans, E. coli, and Bordetella
pertussis are S14523, A29137,
S$34599, S31803, S12251,

Mycobacterium smegmatis

Corynebacterium glutamicum

06734
0.2020

A44846, DEECDA, and S38611,
respectively in the data base of
Swiss Prot. The numbers repre-

Leptospira interrogans

Escherichia coli

0.4930

gent the average number of
nucleotide substitutions per

0.2020
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Bordetella pertussis site.
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Fig. 5. Primer extension analysis to determine the transcrip-
tional start point of the asd genes in the strains DB6705 (A) and
DSS12 (B), and level of mRNA derived from the promoter in
response to elevated pressure. The DNA sequence ladders of the
DB6705 asd gene (from pMSDBI1) and the DSS12 asd gene (from
pMSDS1) were obtained by the method of Sanger et al (12),
employing the same primers. The nucleotide sequence corresponding
to the ladder is shown on the left. The transcriptional start points are
indicated by arrows and asterisks, and the 5'-end of the mRNA is also
shown. Lined arrows show the major transcript, and dotted arrows
show the minor transcript. Asterisks “*” and “**” show the tran-
scripts #1 and #2, respectively, as described in the text. Lanes: 0.1,
RNA from the strain DSS12 (B) grown at 0.1 MPa; 10, RNA from the
strain DB6705 (A) or DSS12 (B) grown at 10 MPa; 30, at 30 MPa; 50,
at 50 MPa; and 70, at 70 MPa.

bacteria than to the ASD of E. coli (Fig. 4). Interestingly,
these relationships are very different from the phylogenetic
relationships based on comparison of 16S rRNA sequences.

The transcription of each asd was analyzed by primer
extension, and the results suggest that the gene expression
of one of the transcripts (#2) is regulated by elevated
hydrostatic pressure in both the strictly and moderately
barophilic strains (Fig. 5). In these strains, the transcrip-
tional starting points were at similar locations, and puta-
tive —10 [TAAATT] and —35 [TAAACA)] sequences of
the promoter region, which are different from the E. coli
o7® consensus sequence (20), were present. However, the
promoter consensus of the genus Shewanella is not yet

C. Kato et al.
DB6705 DSS12
{ 7 >
.
Western-blotting analysis of the guantities e ASD
xpressed in st ns DB6705 and DSS12 in re SPOhnse to

Fig. 7. Primer extension analysis of the E. coli asd gene.
Arrows show the transcripts #1, #2, and #3. Lanes: 0.1, RNA from E.
coli JM109 grown at 0.1 MPa; 10, at 10 MPa; 30, at 30 MPa; and 50,
at 50 MPa.

established. The nucleotide sequences around the asd
promoter regions of both strains were very similar, so the
difference in asd transcription in these strains may depend
on differences in transcription factors in strictly barophilic
and moderately barophilic bacteria. The quantities of ASD
protein in the crude extracts of cells of these strains
cultivated under several pressure conditions were consis-
tent with the results of primer extension analysis (Fig. 6).
These findings suggested that the gene expression systems
of strictly barophilic bacteria are activated to express ASD
under high pressure, whereas those of moderately baro-
philic bacteria function to express ASD under any pressure
condition. This may be one of the reasons why strictly
barophilic bacteria cannot grow at atmospheric pressure,
whereas moderately barophilic bacteria can grow over a
wide range of pressures. It is very interesting that in E. cols
adapted to growth at 1 atmosphere pressure, the expression
of several asd transcripts is modulated by high pressure,
such that expression of two of them is pressure-sensitive
and expression of one of them is pressure-dependent up to
30 MPa (Fig. 7). We have reported that the expression of
some genes in E. coli is influenced by high hydrostatic
pressure (21-23), and asd expression in E. coli may be
similar. It seems possible that the mechanisms of gene
expression functioning in high pressure-adapted micro-
organisms are conserved in E. coli. The results of analysis
of bacterial asd gene expression suggest that the mor-
phological changes observed under high pressure conditions

J. Biochem.
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correspond to the changes in bacterial growth and morphol-
ogy. Thus, asd gene expression controlled by pressure in
deep-sea-adapted bacteria appears to be one of the impor-
tant mechanisms for survival in the deep-sea environment.

We are very grateful to Prof. R. Curtiss for providing the asd™ E. coli
strain y6097 for this research. We thank Dr. W.R. Bellamy for
assistance in editing the manuscript.

REFERENCES

1. Kato, C., Sato, T., and Horikoshi, K. (1995) Isolation and
properties of barophilic and barotolerant bacteria from deep-sea
mud samples. Biodiv. Conserv. 4, 1-9

2. Kato, C., Masui, N., and Horikoshi, K. (1996) Properties of
obligately barophilic bacteria isolated from a sample of deep-sea
sediment from the Izu-Bonin trench. J. Mar. Biotechnol. 4, 96-99

3. Kato, C., Inoue, A., and Horikoshi, K. (1996) Isolating and
characterizing deep-sea marine microorganisms. Trends Biotech-
nol. 14, 6-12

4. Kato, C., Smorawinska, M., Sato, T., and Horikoshi, K. (1995)
Cloning and expression in Escherichia coli of a pressure-regu-
lated promoter region from a barophilic bacterium, strain
DB6705. J. Mar. Biotechnol. 2, 125-129

5. Kato, C., Smorawinska, M., Sato, T., and Horikoshi, K. (1996)
Analysis of a pressure-regulated operon from the barophilic
bacterium, strain DB6705. Biosci. Biotech. Biochem. 60, 166-168

6. Zobell, C.E. and Cobet, A.B. (1963) Filament formation by
Escherichia coli at increased hydrostatic pressures. J. Bacteriol.
87, 710-719

7. Tamura, K., Shimizu, T., and Kourai, H. (1992) Effects of
ethanol on the growth and elongation of Escherichia coli under
high pressures up to 40 MPa. FEMS Microbiol. Lett. 99, 321-324

8. Schleifer, K.H. and Kandler, O. (1972) Peptidoglycan types of
bacterial cell walls and their taxonomic implications. Bacteriol.
Rev. 36, 407-477

9. Galan, J.E., Nakayama, K., and Curtiss, R. (1990) Cloning and
characterization of the asd gene of Salmonella typhimurium: use
in stable maintenance of recombinant plasmids in Salmonella
vaccine strains. Gene 94, 29-36

10. Yanisch-Perron, C., Vieira, J., and Messing, J. (1985) Improved
M13 phage cloning vectors and host strains: nucleotide sequences

Vol. 121, No. 4, 1997

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

723

of the M13mp18 and pUC19 vectors. Gene 33, 103-119
Sambrook, J., Fritsch, E.F., and Maniatis, T. (1989) Molecular
Cloning: A Laboratory Manual, 2nd ed., Cold Spring Harbor
Laboratory Press, Cold Spring Harbor, NY

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

Saito, H. and Miura, K. (1963) Preparation of transforming
deoxyribonucleic acid by phenol treatment. Biochim. Biophys.
Acta 72, 619-629

Holmes, D.S. and Quigley, M. (1981) A rapid boiling method for
the preparation of bacterial plasmids. Anal. Biochem. 114, 193-
197

Laemmli, U.K. (1970) Cleavage of structural proteins during the
assembly of the head of bacteriophage T4. Nature 227, 680-685
Ausubel, F.M., Brent, R., Kingston, R.E., Moore, D.D., Seidman,
J.G., Smith, J.A., and Struhl, K. (1992) Short Protocols in
Molecular Biology, 2nd ed., John Wiley & Sons, New York
Haziza, C., Stragier, P., and Patte, J.-C. (1982) Nucleotide
sequence of the asd gene of Escherichia coli: absence of a typical
attenuation signal. EMBO J. 1, 379-384

Towbin, H., Staehelin, T., and Gordon, J. (1979) Electrophoretic
transfer of proteins from polyacrylamide gels to nitrocellulose
sheets. Proc. Natl. Acad. Sci. USA 76, 4350-4354

Sneath, P.H.A. and Sokal, R.R. (1973) Numerical Taxonomy:
The Principles and Practice of Numerical Classification, W.H.
Freeman and Co., San Francisco

Cowing, D.W., Bardwell, J.C.A., Craig, E.A., Woolford, C.,
Hendrix, R.W., and Gross, C.A. (1985) Consensus sequence for
Escherichia coli heat shock gene promoters. Proc. Natl. Acad.
Sci. USA 82, 2679-2683

Kato, C., Sato, T., Smorawinska, M., and Horikoshi, K. (1994)
High pressure conditions stimulate expression of chlorampheni-
col acetyltransferase regulated by the lac promoter in Escheri-
chia coli. FEMS Microbiol. Lett. 122, 91-96

Sato, T., Kato, C., and Horikoshi, K. (1995) Effect of high
pressure on gene expression by lac and tac promoters in
Escherichia cols. J. Mar. Biotechnol. 3, 89-92

Sato, T., Nakamura, Y., Nekashima, K.K., Kato, C., and
Horikoshi, K. (1995) High pressure represses expression of the
malB operon in Escherichia coli. FEMS Microbiol. Lett. 135,
111-116

ZT0Z ‘2 Jeqo1Q uo AisieAlun Buppd e /Bio'seuinolpioxoqly/:dny woy pspeojumoq


http://jb.oxfordjournals.org/

