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Xenorhabdus luminescens HW is the only known luminous bacterium isolated from a human (wound) source.
A recombinant plasmid was constructed that contained the X. luminescens HW luxA and luxB genes, encoding
the luciferase a and B subunits, respectively, as well as luxC, luxD, and a portion of luxE. The nucleotide
sequences of these lux genes, organized in the order luxCDABE, were determined, and overexpression of the
cloned luciferase genes was achieved in Escherichia coli host cells. The cloned luciferase was indistinguishable
from the wild-type enzyme in its in vitro bioluminescence kinetic properties. Contrary to an earlier report, our
findings indicate that neither the specific activity nor the size of the a (362 amino acid residues, M, 41,389) and
B (324 amino acid residues, M, 37,112) subunits of the X. luminescens HW luciferase was unusual among
known luminous bacterial systems. Significant sequence homologies of the a and B subunits of the X.
luminescens HW luciferase with those of other luminous bacteria were observed. However, the X. luminescens
HW luciferase was unusual in the high stability of the 4a-hydroperoxyflavin intermediate and its sensitivity to

aldehyde substrate inhibition.

Most of the known luminous bacteria are of marine origin
and fall within two genera, Vibrio and Photobacterium
(references 13 and 23 ‘and references therein). Luciferases
from the marine bacteria Vibrio harveyi, Vibrio fischeri,
Photobacterium leiognathi, and  Photobacterium phos-
phoreum are all af heterodimers (14, 19, 25), with molecular
weights of approximately 40,000 for a and 37,000 for 8. For
the former three species, the luxA and luxB genes, encoding
the luciferase a and B subunits, respectively, have been
sequenced (4, 9, 15, 17).

A few nonmarine luminous bacterial species have also
been identified (13, 23); among them are Xenorhabdus lumi-
nescens Hb and Hm, both of which are insect-pathogenic
symbionts with nematodes of the family Heterorhabditidae
(24, 27, 30). The luciferases from X. luminescens Hm and Hb
have identical o subunits and only a single different amino
acid residue in the B subunit. Moreover, they are similar in
specific activity and subunit sizes to and have significant
sequence homology with luciferases from marine luminous
bacteria (16, 27, 29). The luxA and luxB genes from these two
X. luminescens strains differ by only one and two bases,
respectively (16, 29). In fact, the known sequences of the lux
operon, starting with the last 142 bases of luxD through the
first four bases of luxE (with luxA, luxB, and noncoding
regions in between) show 99% identity for X. luminescens
Hm and Hb (16, 29).

A different luminous strain of X. luminescens has been
isolated from a human wound (8), now designated strain
HW. Some unusual properties have been reported for this
strain and its luciferase (5) in comparison with all other
known luminous bacteria, including X. luminescens Hm and
Hb. X. luminescens HW bioluminescence activities both in
vivo and in vitro have been found to be substantially lower in
intensity but higher in optimal temperature than those of
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other luminous bacterial systems. The in vivo biolumines-
cence of X. luminescens HW was optimal at 37°C and
reached a peak intensity of about 1.2 quanta/s per cell at
37°C, approximately 1,000 times lower than that of V.
harveyi at 25°C. The X. luminescens HW luciferase in vitro
activity, optimal at 40°C, was also about 30-fold lower than
that of the V. harveyi luciferase. Moreover, the X. lumi-
nescens HW luciferase has been reported to have molecular
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FIG. 1. Physical map of the recombinant plasmid pTX10. A
5.6-kb fragment of X. luminescens HW DNA was inserted into the
BamHI site of pBR322. This DNA insert contained X. luminescens
HW luxCDAB and part of luxE. Sites accessible to cutting by 12
restriction enzymes are shown.
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1 . . . . . .
GTGAAATGCCCTATTAAATGGATGGCAAATATGCCACCAAAAATTTICATTCATTATTAACGGTICGAGTTGAAATATITCCTGAAAGTGAT 60
M P P K I S F I I R GR V ETITFZPTESD

GATTTAGIGCAATCCATTAATTTTGGTGATAATAGTGTTCATTTGCCAGTATTGAATGATICTCAAGTAAAAAACATTATIGATTATAAT 150
DLV QS STIONTGTDUSNNS ST VETLTP?VTLUHNDSSO QVZEXTEHNTITITDZTYN

GAAAATAATGAATTGCAATTGCATAACATTATCAACTTTCTCTATACGGTAGGGCAACGATGGAAAAATGAAGAATATTICAAGACGCAGA 240
£ N N £ L QL HN I I NTTLZYTVGS QT RTENEKTETETTESTYT ST RTERTR R

CCATATATTCGTGATCCTAAAAAGATATATGGGATATTCAGAAGAATGGCTAAGCTAGAGGCCAATCGGATATCTATGATTTTGTGCTCT 330
P Y I RDTPXTKTTYGTITEFURTPERMATEKTLTETALTENT RTISMTITLTCS

AAAGGTGGCCTT TATGATCTTGTAAAAAATGAACT TGGTICTCGCCATAT TATGGATGAATGGCTACCTCAGGATGAAAGTTATATTAGA 420
K G GL YDTLTVTZ EKONTETLTG G ST RIETIMTDTET®WLTP2PSGQDTESTSTYTIR

GCTTTTCCGAAAGGAAAATCCGTACATCTGTTGACGGGTAATGTGCCATTATCTGGTGTGCTGTCTATATIGCGTGCAATTTTAACAAAG 510
A FP KXKGEXSV HLTLTGNTUVTPETLSGVTULSTITZLTRATILITLTEK

AATCAATGCATTATAAAAACCTCATCAACTGATCCTTTTACCGCTAATGCATTAGCGCTAAGT TT TATCGATGTGGTCCCTCATCATCCG 600
N Qg ¢c I I XKTSSTODTEPTEFTANALATLTGS-Y-FTIDTVT VT ERHTE?P

GTAACGCGATCTTTGTCAGTCGTAGATTIGGCAACATCAAGGCGATATATCACTCGCAAAAGAGAT TATGCAACATGCGGATGICGTTGTT 690
VTRSLSVVDWOQEHSG QGDTISLAEKTETHMSG EEADTVVYV

GCTTGGGGAGGGGAAGATGCGAT TAAT TGGGCTGTAAAGCATGCACCACCCGATATTGACGTGATGAAGTTTGGTCCTAAAAAGAGTTTT 780
A N GGTETJDA ATITPHNTPNAYVIEXKTEAPTPTDTITDTVMTETFGT ?TZ KTE KT ST

TGTATTATTGATAACCCTGTTGATTTAGTATCCGCAGCTACAGGGGCGGCTCATGATGT T TGTTT TTACGATCAGCAAGCTTGTTITTTCC 870
C I I DJXNUPVDTLTVYSAALTGAAERTDTVC CTETYTDGQO QATCTS

ACCCAAAATATATATTACATGGGAAGTCATTATGAAGAGTTTAAGCTAGCGTTGATAGAAAAATTGAACTTATATGCGCATATATTACCA 960
T 9 N I Y Y M G S BE YETETZEXKTLATLTITET KTLONTLTYA AZERTITLEP

AACACCAAAAAAGATTTTGATGAAAAGGCGGCCTATTCCTTAGTTCAAAAAGAATGTTTATT TGCTGGATTAAAAGTAGAGGTTGATGTT 1050
N T X XK DF¥DTETZEKA AAY STLTVOGOQEKTETCTLTEAGTLTE KTYVTETVTVT DV

CATCAGCGCTGGATGGT TATTGAGTCAAATGCGGGTGTAGAACTAAATCAACCACT TGGCAGATGTGTGTATCTICATCACGTCGATAAT 1140
E Q R W MVTITES SO NALGTVTETLTENS QTP?TZLGRT CTVZYTLETETVYTDHN

ATTGAGCAAATATTGCCTTATGTGCGAAAAAATAAAACGCAAACCATATCTGT T TTTCCTTGGGAGGCCGCGCTTAAGTATCGAGACTTA 1230
I £ Q I LP YVRTEKTPENTEKTG QTTISTVTET E?M®WEA AATLTETYTZRTDL

TTAGCATTAAAAGGTGCAGAAAGGATTGTAGAAGCAGGAATGAATAATATATT TCGGGTTGGTGGTGCTCATGATGGAATGAGACCTTTA 1320
L AL K GAZETPRTIUVTEA A GNMNSNNUNTITFT RVYVGS G ATEHETDTGHMTZBRTEPL

CAACGATTGGTGACATATATTTCCCATGAAAGACCATCCCACTATACTGCTAAAGATGT TGCGGTCGAAATAGAACAGACTCGATTCCTG 1410
Q R L VT YTISHTETRTPSTEHTYTANZXDTVAVTEITITEG QTR RTEL

GMGMGATA.AGT!CCTGG*A!!!G!COC&!MTAG
E E D K F L V F V P * «*

FIG. 2. Nucleotide sequence of the X. luminescens HW luxC gene and deduced amino acid sequence. The upstream nucleotide sequence
is also included. Stop codons are marked by asterisks. Abbreviations for amino acids: G, glycine; A, alanine; V, valine; L, leucine; I,
isoleucine; S, serine, T, threonine; C, cysteine; M, methionine; D, aspartic acid; N, asparagine; E, glutamic acid; Q, glutamine; H, histidine;
R, arginine; K, lysine; F, phenylalanine; Y, tyrosine; W, tryptophan; P, proline. Amino acid designations are located under the first letter of
each codon.

weights of 52,000 and 41,000 for the two subunits, both being
significantly larger than the subunits of all other luciferases.

These reported unusual properties of the X. luminescens
HW system have significant molecular biological and en-
zymological implications, and this prompted us to carry out
a comparative study at the enzyme and gene levels. This
study embraced the cloning and sequencing of not only the
X. luminescens HW IluxA and luxB genes but also luxC,
luxD, and a segment of luxE. The latter three genes encode
the three enzymes (fatty acid reductase, acyltransferase, and
acylprotein synthetase, respectively) that constitute the fatty
acid reductase complex responsible for the production of
tetradecanal from myristic acid as a luciferase substrate. A
system has been developed for overexpressing the cloned X.

luminescens HW luxA and luxB genes. The cloned luciferase
has been isolated and characterized. The X. luminescens
HW luciferase was found to be unusual in its sensitivity to
aldehyde substrate inhibition and the high stability of its
4a-hydroperoxyflavin intermediate, providing an intriguing
system for further enzymological studies.

MATERIALS AND METHODS

Strains and media. X. luminescens HW (5) was a generous
gift from J. W. Hastings. Cells of this strain and Escherichia
coli JM107 were grown and plated on LB or YT medium (1)
at 37°C.

Molecular cloning, screening, and expression of /ux genes.
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1 . . . . . . . .
GTAAAAGAATATGGAAAATAAATCCAGATATAAAACCATCGACCATGTTATTTGTGTTGAAGAAAATAGAAAAATTCATGTCTGGGAGAC 80
M E N K S R Y K T I DUHUVTICVTETEU HNRIEKTIIBEBVYVTMWEST

GCTGCEAAAAGAAAATAGTCCAAAGAGAAAAAATACCCTTATTATTGCGTCGGGT TTTGCCCGCAGGATGGATCATTTTGCCGGTCTGGE 170
L P XKENSUPXKTRTEKTUENTTLTITIAMANSTGTFA ART RMTDTUETEFA AGTEL A

AGAGTATTTGTCGCAGAATGGATTTCATGIGATCCGCTATGATICTCT TCACCACGT TGEATTGAGTTCAGGGACAATTGATGAATTTAC 260
E Y L S Q NGPF HV IRTZYUDSTULESEVTGTLSSGTTITDTETFT

AATGTCCATAGGAAAACAGAGTTTATTAGCAGTGGTTGATTGGTTAAATACACGAAAAATAAATAACCTCGGTATGCTGGCTICAAGCTT 350
M S I G XK Q S LLAV VYV DOWNWNTULTUETRTEKTIINJENTLGHMTIELASSL

ATCTGCGCGGATAGCT TATGCAAGTCTATCTGAAATTAATGTCTCGTT T T TAAT TACCGCAGTCGGTGTGGTTAACTTAAGATATACTCT 440
S A RIAZYA AT STLSTETIUNTVS STTLTITA AV GV YV NTLTR RTEYTL

CGAAAGAGCTTTAGGATTTGATTATCTCAGCTTACCTATTGATGAATTGCCAGATAAT TTAGATTTTGAAGGTCATAAATTGGGTGCTGA 530
ERALGTETDJTYTLSTLPTITDTETLTEP?TDUNTLTDTEFTETGUEHTEKTELTGA ATE

GGTTTTTGCGAGAGATTGCT TTGATTCTGGCTGGGAAGATTTAACTICTACAATTAATAGTATGATGCATCTTGATATACCGTTTATTGE 620
V¥ ARDCTYODSGTWETDTLTSTTITSNT SMMETELTDTITPE?TFTIA

TTTTACTGCAAATAATGACGATTGGGTAAAGCAAGATGAAGTTAT TACATTACTATCAAGCATCCGTAGTCATCAATGTAAGATATATTC 710
F T ANXDTODTOWVYVIE KGQDTETVTITTLTLSSTITRSI E TG QT CTZXKXTIZTYS

TTTACTAGGAAGCTCACATGATTTGGGTGAGAACT TAGTGGTCCTGCGCAAT TT TTATCAATCGGT TACGAAAGCCGCTATCGCGATGGA 800
L LGS S EDLGTETNTLTVVTLELTPRIENNTETYSGQSVTZXA AA-AMTITARBLAMDUD

TAATGGTTGTCTGGATATTIGATGTCGATATTATTGAGCCGTCATTCGAACAT TTAACCAT TGCGGCAGTCAATGAACGCCGAATGAAAAT 890
N 6 CLDTIDTVDTITITETPSTFTEEHTLTTIA AATVEHNTETRTERHMTZEKTI

TGAGATTGAAAATCAAGTGATTTCGCTGTCTTAA
E I ENQ V I SIL S *

FIG. 3. Nucleotide sequence of the X. luminescens HW luxD gene and deduced amino acid sequence. The upstream nucleotide sequence
that separates luxC and luxD is included. The stop codon is marked by an asterisk.

Purification of X. luminescens HW genomic DNA was
carried out by the procedure of Ausubel et al. (1). The DNA
was partially fragmented by Sau3 Al (New England BioLabs)
and ligated into BamHI-linearized pBR322 (New England
BioLabs). Recombinant DNA was transformed into E. coli
HB101 (11). Bioluminescence emission from E. coli colonies
upon exposure to decanal vapor in capped vials was detected
by a scintillation counter (Beckman LS7500). An overex-
pression plasmid (pTX12) was constructed by insertion of
luxAB into pKK223-3 (Pharmacia).

Nucleotide sequencing. Restriction enzyme fragments were
inserted into M13mp18 or M13mp19 (Pharmacia). Nested
deletion was carried out with a deletion kit from Pharmacia.
Synthetic primers were obtained by using a Biosearch 8600
automated DNA synthesizer. DNA sequencing was carried
out with a Sequenase kit from United States Biochemical
Corp. and a-**S-dAPT from Du Pont by the dideoxynucle-
otide method (21, 26). Sequencing data were analyzed with
software from the Genetics Computer Group (6).

Luminescence assay and luciferase purification. In vitro
bioluminescence activities were assayed by the reduced
flavin mononucleotide (FMNH,) injection standard assay
(12). The dithionite assay method (20, 32) was used with S0
pM FMNH, and 0.5 mM decanal to determine the decay
constants (k) and peak light intensities (I,). The X. lumi-
nescens HW luciferase was purified from E. coli JM107
harboring pTX12 (described under Results) by ‘a published
method (12) with modifications. The DEAE-cellulose batch
adsorption step was replaced by column (5 by 65 cm)
chromatography. A three-stage elution was carried out with
initially about 1 liter of water, followed by 5 liters of 0.15 M
phosphate, pH 7.0, and finally a linear gradient of 0.35 to

0.50 M phosphate, pH 7.0, containing 1 mM EDTA and 0.5
mM dithiothreitol, with luciferase eluted at about 0.4 M
phosphate. The luciferase from V. harveyi was also purified
to =95% homogeneity as described before (12).

For the determination of the decay rate of the luciferase-
bound 4a-hydroperoxy-flavin mononucleotide (FMN) inter-
mediate II, this intermediate was first formed at 23°C by the
rapid injection of 0.5 ml of 0.05 M phosphate, pH 7.0,
containing 0.1 mM FMNH, (reduced photochemically in the
presence of 1 mM EDTA) and 0 or 0.45 pumole of dodecanol
into an equal volume of the same buffer containing V.
harveyi or X. luminescens luciferase. The stabilities of
intermediate II and the II-dodecanol complex were then
determined by withdrawing 50-ul aliquots after different
times of incubation at 23°C and injecting each into 1 ml of a
saturating decanal solution in the same buffer for measure-
ment of remaining bioluminescence activities.

Nucleotide sequence accession number. The nucleotide
sequences discussed in this article have been assigned Gen-
Bank accession number M38525.

RESULTS AND DISCUSSION

From a total of approximately 10,000 transformant clones,
1 colony was found to be bioluminescent when supplied with
decanal. This clone was isolated, and the recombinant
plasmid, denoted pTX10, was found to contain a 5.6-kb
DNA insert. A restriction map was constructed on the basis
of digestion patterns with 12 restriction enzymes (Fig. 1) and
was later confirmed by DNA sequencing. The nucleotide
sequence of the entire 5.6-kb insert in pTX10 was deter-
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AACCTATACCAATAGATTTCGAGTTGCAGGCGCGGCGGCAAGTGAACGCAT TCCCAGGAGCATAGATAACTCTGTGACTGGGGTGCGTGA
AAGCAGCCAACAAAGCAGCAACTTGAAGGATGAAGGGTATATTGGGATAGATAGTTAACTCTATCACTCAAATAGANATATAAGGACTCE

1 . . e . C e . .« Tl .
CTATGAAATTIGGAAACTTTTTGCT TACATACCAACCCCCCCAATTITCTCAANCAGAGGTAATGAAATGGE TGGTTAAATTAGGTCGCA
M X ¥F G ¥ FLILTT YQEPUPQT?T SQTTEVMNENIE KDWILVIE KTLSGHRI

TCTCTGAGGAATGCGGTTTIGATACCGTATGGTTACT TGAGCATCATT I CACGGAGT TTGGTTTGCTTGGTAACCCTTATGTGGCTGCTG
S T ECGTPFODTVWLLTETERTSETTTET GTLTELGTEHNTP?ZYJVARNNA

CTTATTIACTIGGCGCAACCAAGAAATTGAATGTAGGGACTGCGGCTATIGTICTCCCCACCGCTCATCCAGTICGCCAGCTIGAAGAGG
Y L L GAT KXTLUNUVGTAATIUVELPTAEHETPVR R QLTETEYV

!GM!!1GHGGA1CAM!GWM“!OGA!!!GG!A!HG!CGGGGGC!HW!MA!!!ICG&!H!W
¥ L L D Q M 8 K GRTPFRT G ICRGLYH®HN XKDTRVTEFGTTD
unmrncmmreccnmmmrm:uncucumcmmnrmmnurmm&é
M N N S R AL M X CW Y KL IRUNGNMMT®?TTEGT YMTE ADT?NTEHR B

un:muccnnmmcc:cccmmnmmmmcrmnamrcctmmmccccuccnca
I X ¥ H XKV EVLPTT A Y S QGG AUPTIZYVVATESASTT

crmmceccccrmcuec!:ucccucurumumuumucnmemamcmmtmruuncc
IIAAQIGLPIILSIIII!IDRKRQIIL!II

AGG!CGCICMGM!A!GGACACGA!M!CA!M!A!CGACCX!!GC!!A!CAIA!A!MCA!CGG!WOCA!MCAL!WG&
V A QE Y G HDIHNTIUDU HET CLSZYTIT®TS SUVDUHDSMI KA ATHK

umurrcccccn:urc:aooccumnmurccrncun:cccacuccnurmmucmmmmcccc:
E I CRNTYULGUHOWNTYDS Y VHNATTTITDUDSDIKTIZKSGY

A!GA!!!mtmmmﬂc!!!G!CRMMMIMNGNMQMHWHMWR
D F "N X G QW RUDTPF VL KGHZEKUNTDNRZRIPRVYVDJYSSYZXTITHNTZ?P

CGGTGGGAACCCCGCAGGAATGTATTGATATAAT TCAAACAGACATIGACGCCACAGGGATATCAAATAT TTGTTGTGAGT TIGAAGCTA
VGTP?PQECIDIIQTDIDATGISHICCGTTER MAH

J. BACTERIOL.
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ATATTAGCTAA
I 8 «*

FIG. 4. Nucleotide sequence of the X. luminescens HW luxA gene and deduced amino acid sequence. The upstream nucleotide sequence
that separates luxD and luxA is included. The stop codon is marked by an asterisk.

mined and found to consist of, sequentially, luxC (Fig. 2),
luxD (Fig. 3), luxA (Fig. 4), luxB, and a portion of luxE (Fig.
5). The DNA sequences are contiguous from Fig. 2 to 5, and
the corresponding amino acid sequences for the structural
genes are also shown. The X. luminescens HW luciferase
also contained o and B subunits, encoded by the luxA and
luxB genes, respectively, separated by 10 bases. As in V.
harveyi (22), V. fischeri (3, 7), and X. luminescens HM (16,
10), the X. luminescens HW IluxC and luxD genes were
located immediately upstream of luxA, and luxE was within
the usual range of several hundred bases downstream from
luxB. However, unlike P. phosphoreum (18), X. luminescens
HW did not have a luxF between luxB and luxE. The
complete sequence of luxC (Fig. 2) and partial sequence of
luxE (Fig. 5) of X. luminescens HW are the first ones
reported for a nonmarine luminous bacterium.

E. coli JM107 cells harboring the recombinant plasmid
pTX10 were grown and harvested when they reached opti-
mal in vivo bioluminescence in the presence of exogenously
added decanal. Crude lysates prepared from such cells and
wild-type X. luminescens HW and V. harveyi cells were used
for measurements of in vitro bioluminescence decay con-
stants (k) and maximal light intensities (I,). At 23 and 37°C,

light decay constants of 0.34 and 0.58 s, respectively, were
found for the cloned X. luminescens HW luciferase; these
values were, within experimental errors, essentially the
same as that of the wild-type enzyme but were significantly
different from the respective decay constants of 0.45 and
0.72 s~ for the V. harveyi luciferase. The ratio of the I, at
37°C and at 23°C (37°C/23°C) of 1.7 to 1.8 for the wild-type
and the cloned X. luminescens luciferase was also indistin-
guishable, whereas the corresponding ratio of 1.5 for the V.
harveyi luciferase was marginally lower.

High expressions of X. luminescens HW luciferase lux
genes were achieved in E. coli harboring pTX12. The max-
imal in vivo light intensity reached 2,000 quanta/s per cell
when cells were supplied with decanal, which was ~1,000
times higher than the maximal in vivo light intensity of the
wild-type X. luminescens HW without any added aldehyde
or ~200 times higher than that with decanal added.

As mentioned earlier, a number of unusual properties have
been reported for X. luminescens HW and its luciferase (5).
We have confirmed the high optlmal temperatures for the X.
luminescens HW in vivo and in vitro bioluminescence activ-
ities. However, contrary to the earlier report, the X. lumi-
nescens HW luciferase is quite similar to other luciferases in
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.1 . . . . . . . .
GGAAAATGAAATGAAATTTGGCTTGTTCTTCCTTAACTTTATCAATTCAACAACTATTCAAGAGCAAAGTATAGCTCGCATGCAGGAAAT
M X F G L F F L NTTINS SZT?TTIOQESZ QS STIA AR RMOQG QETETZI

AACAGAATATGTCGACAAATTGAATT TTGAGCAGATT TTGGTGTGTGAAAATCAT T TTCAGATAATGGTGT TGTCGGCECTCCTITGAC
? £ YV DXTLUNTETETGQ QTITLVTC CTETSHNTUHTETSDDNGEGVTVGATPTL.UT

TGTTTCTGGTTTTTTACTTIGGCCTAACAGAAAAAATTAAAATTGGT TCATTGAATCATGTCAT TACAACTCATCATCCTGTCCGCATAGS
Vs8G6TrLLGTLTTZETZ XTITEKTIGS STLNTEVTITO®TH HETEPVTH RTI A

GGAAGAAGCGTGCTTATTGGATCAGTTAAGCGAAGGAAGATTTATTTTAGGATTTAGTGATTGCGAGAGAAAGGATGAAATGCCATT T TS
EEACLTULTD G QTLSTETGRTTITLGTESDG CTETRTEKTDTEHMTPTEF

CAATCGCCCTGAACAATACCAGCAGCAATTATTTGAAGAATGCTATGACATTATTAACGATGC T TTAACAACAGGCTATTGTAATCCAAA
N R P £ QYQQQULTPFTEXTETCTY DTITIONTGDATULTT®GJTYG CTEHZ PN

TGGCGATTTTTATAATTICCCCAAAATATCCATGAATCCCCATGCTTATACGCAAAACGEGCCTCGGAAATATGTAACAGCAACAAGT TS
G DF Y N T P KIS MOUNPHATYTOQNTGTPTURTEKTYVT?TAT?T?S.CC

TCATGTTGTTGAGTGGGCTGCTAAAAAAGGCATTCCTCTAATCTTTAAGTGGGATGATICCAATGAAGT TAAACATGAATATGCGAAAAG
HV VEWNAMLAKT KGTITP?LTITFEZEX®WDODSOHNTETVTETEHETEJTYAT KR

ATATCAAGCCATAGCAGGTGAATATGGTGTTGACCTGGCAGAGATAGATCATCAGT TAATGATATTGGT TAACTATAGTGAAGACAGTGA
Y QA I AGEZ YGVDTELATETIODTEHT OQTLMTITLVZNZTYSTETDSTE

GAAAGCTAAAGAGGAAACGCGTGCATTTATAAGTGATTATATTCTTGCAATGCACCCTAATGAAAAT TTCGAAAAGAAACT TGAAGAAAT
K A KEZEXTRATPTTISDTYTITLAMTETPNTETPNTTETE KTE TLTETET

AATCACAGAAAACTCCGTCGGAGATTATATGGAATGTACAACTGCGGCTAAATTGGCAATGGAGAAATGTGGTACAAAAGGTATATTATE
I T N SV GDJYMTETGCTTA AATZ RTLAMTETZEKTEGTT XGTITELL

GTCCTTTGAATCAATGAGTGATTTTACACATCAAATAAACGCAATTGATATTGTCAATGATAATAT TAAAAAGTATCACATGTAATATAC
S F £ S M S DTFTHGQTINATITDTIVHNTDSNTEITKIEKTYGEHM.?®

CCTATGGATTTCAAGGTGCATCGCGACGGCAAGGGAGCGAATCCCCGGGAGCATATACCCAATAGAT TTCAAGTTGCAGTGCGGCGGCAR
GTGAACGCATCTTTAGGAGCATAGATAACTATGTGACTGGGGTAAGTGAACGCAGCCAACAAAGCAGCAGCT TGAAAGATGAAGGGTATA
GATAACGATGTGACCAGGGTTGCGTGAACAGCCAACAAAGAGGCAACTTGAAAGATAACGGGTATAAAAGGGTATAGCAGTCACTCTGCE

. . . 1. . . . . .
ATATCCTTTAATATTAGCTGCCGAGGTAAAACAGGTATGACT TCATATGTIGATAAACAAGAAATCACAGCAAGTTCAGAAATTGATGAT

M T 8 Y VDK QETITASSETITUDD

TTGATTTTTTCCAGTGATCCATTAGTCTGTIGCTTACGACGAACAGGAAAAGATTAGAAAAAAAC TTGTGCTTGATGCG T T TCGTCATCAS
L ITTSSDZPLVCATYT DTEGO QTET XTITRTEKTEKTLTVYVYTILDATFTGRTETHE

TATAAACATIGTCAAGAATACCGTCACTACTGTCAGGCACATAAAGTAGATGACAATATTACGGAAATTGATGATATACCTGTATTICCCA
Y X BEC QFE YRBEYCOQAHTEKTYDODTGEHTIO®T®ETITDTODTITEPOUVE P

ACATCAGTGTTTAAGTTTACTCGCTTATTAACTTCTAATGAGAACGAAATTGAAAGT T GG TTTACCAGTAGTGGCACAAATGGCT TAAAA
? S VY KFTRLLTS SO NTETUNTETITES STM®WHTTSSGT NGTLRXK

AGTCAGGTACCACGCGACAGACTA-
S Q VP RDTRTL -

1403

170

260

350

440

530

620

710

800

890

-307

-217

=127

53

143

233

323

347

FIG. 5. Nucleotide sequence of the X. luminescens HW luxB gene and part of the luxE gene, and the deduced amino acid sequences. The
upstream nucleotide sequence that separates luxA and luxB as well as the nucleotide sequence between luxB and luxE are included. The stop

codon is marked by an asterisk.

specific activity and in the sizes of the two subunits. The

luciferase from E. coli harboring pTX12 was prepared to
about 80% pure as shown by sodium dodecyl sulfate-poly-
acrylamide gel electrophoresis. The specific activity of this
sample was determined to be 2.9 X 10'* quanta/s/A,gy/ml by
the dithionite assay, corresponding to an estimated specific
activity of 3.6 x 10'* quanta/s/A,g,/ml for the pure enzyme.
This is comparable to that of other luciferases. The deduced
amino acid sequences (Fig. 4 and 5) show that the X.
luminescens HW luciferase a subunit had 362 amino acid
residues (M, 41,389) and the B subunit had 324 amino acid
residues (M, 37,112), with neither significantly different in

size from the corresponding subunits of other luciferases.
Moreover, the X. luminescens HW luciferase exhibited
significant sequence identities with luciferases from the
marine bacteria V. harveyi, V. fischeri, and P. leiognathi,
ranging from 61 to 83% for the o and 51 to 58% for the B
subunit. Much higher identities were observed for the a
(93%) and B (84%) subunits of the X. luminescens HW
luciferase with those of the X. luminescens strains Hm (16)
and Hb (29).

On the basis of « and B primary sequences, we found that
phylogenetically (28), X. luminescens was closer to V.
harveyi whereas V. fischeri was closer to P. leiognathi in
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FIG. 6. Aldehyde inhibition of the X. luminescens HW lu-
ciferase. Luciferase activities were determined by the FMNH,
injection standard assay at 23°C in 50 mM phosphate, pH 7.0, with
50 uM FMNH, (photochemically reduced in the presence of 1 mM
EDTA) and designated amounts of decanal as substrates. The
reaction solution did not contain any bovine serum albumin.

evolution. Moreover, the o and B subunits of these lu-
ciferases were derived from a single ancestor gene.

In the bacterial bioluminescence reaction, a key 4a-hy-
droperoxy-FMN intermediate (designated II) is formed by
reacting luciferase-bound FMNH, with O,. We found that
the X. luminescens HW luciferase intermediate II was highly
stable. In 0.05 M phosphate, pH 7.0, at 25°C, the first-order
decay rate constants for the intermediate I formed with the
X. luminescens HW and V. harveyi luciferases were 0.5 and
1.6 min~!, respectively. When complexed with dodecanol
for stabilization (31), decay rate constants for the interme-
diate II of V. harveyi, V. fischeri, and P. phosphoreum
luciferases were, respectively, 0.02, 0.05, and 0.21 min™?, all
faster than that of the X. luminescens HW luciferase (0.01
min~!). The high stability of the X. luminescens HW lu-
ciferase intermediate IT makes it most suitable for detailed
biochemical and biophysical characterizations.

Among all known bacterial luciferases, aldehyde substrate
inhibition has only been reported for the V. harveyi lu-
ciferase (14). We now have found that the X. luminescens
HW luciferase was also sensitive to aldehyde inhibition, with
an apparent optimal activity at 25 pM decanal in 50 mM
phosphate, pH 7, when assayed by the FMNH,-initiated
standard assay in the absence of bovine serum albumin (Fig.
6). This optimal decanal concentration was about three- to
fivefold higher than that of the V. harveyi luciferase.

When the V. harveyi luciferase o subunit Cys-106 is
mutated to serine (2), alanine, or valine (2, 17a), these
luciferase variants are also subject to aldehyde inhibition but
at much higher aldehyde concentrations. It has been specu-
lated that the aldehyde inhibition of the V. harveyi luciferase
may involve thiohemiacetal formation between the aldehyde
and the Cys-106 residue (33). It is interesting that the two
luciferases that are most sensitive to aldehyde inhibition (the
V. harveyi and X. luminescens HW luciferases) are the two
luciferases known to have a cysteine residue at the 106
position in the alpha subunit. Our results certainly indicate
that the X. luminescens HW luciferase should be an invalu-
able system for further elucidation of the nature of aldehyde
inhibition.
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