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HIROSHI TSUJIBO,1* KAZUHIRO FUJIMOTO,1 HIROMI TANNO,1 KATSUSHIRO MIYAMOTO,1

YOSHIHISA KIMURA,1 CHIAKI IMADA,2 YOSHIRO OKAMI,2 AND YOSHIHIKO INAMORI1

Osaka University of Pharmaceutical Sciences, 2-10-65 Kawai, Matsubara, Osaka 580,1

and Institute of Microbial Chemistry, Kamiosaki, Shinagawa, Tokyo 141,2 Japan

Received 7 July 1994/Accepted 29 November 1994

The gene encoding the periplasmic b-N-acetylglucosaminidase (GlcNAcase B) from a marine Alteromonas sp.
strain, O-7, was cloned and sequenced. The protein sequence of GlcNAcase B revealed a highly significant
homology with Vibrio GlcNAcase and a- and b-chains of human b-hexosaminidase.

Chitin, a polymer of N-acetyl-D-glucosamine (GlcNAc), ex-
ists abundantly in nature and serves as an important nutrient
source of carbon and nitrogen in the marine and terrestrial
environments. In these environments, chitin is converted to
GlcNAc by the cooperative interaction of two enzymes, chiti-
nase (EC 3.2.1.14) and b-N-acetylglucosaminidase (EC
3.2.1.30; GlcNAcase), which are produced by a number of
chitinolytic bacteria. Bacterial chitinase genes have been
cloned and characterized from Serratia marcescens (7, 8), Ser-
ratia liquefaciens (9), Vibrio harveyi (16), Vibrio vulnificus (24),
Vibrio furnissii (1), Aeromonas hydrophila (4), Bacillus circulans
(22, 23), and Alteromonas sp. strain O-7 (19), and the domain
organization and its function of the enzyme have been active-
ly investigated (2). On the other hand, the genes encoding
GlcNAcase have been isolated from S. marcescens (5), V. har-
veyi (17), V. vulnificus (24), and Vibrio parahaemolyticus (25);
however, in regard to the determination of nucleotide se-
quence the analysis of GlcNAcase genes from V. harveyi (17) is
a solitary instance except for our recent characterization of
GlcNAcase from Alteromonas sp. strain O-7 (18). Thus, little
is known about the mechanism of hydrolysis, the relationship
between structure and function, and the regulatory system
involved in enzyme induction. Our interests in examining the
mechanism of chitin degradation by amarine bacterium,Altero-
monas sp. strain O-7, led to the present study of GlcNAcase,
which plays a crucial role, together with chitinase, in the en-
zymatic degradation of chitin.
The same library previously constructed was used (19).

Among 1,500 transformants tested, two colonies showed a
bright yellow color, indicating the expression of GlcNAcase.
One of the two clones, designated pNAG096, was most active
towards trimers among the chitin oligosaccharides from dimer
to hexamer. The other clone showed the activity only towards
dimers. Further analysis was performed on pNAG096. This
plasmid contained a 5.5-kb HindIII fragment from Alteromo-
nas sp. strain O-7. To determine the location of GlcNAcase B
gene, a restriction map was constructed and the various sub-
clones were prepared. The results of subcloning showed that
the 4.1-kb SacI-HindIII fragment was the region necessary for
the expression of GlcNAcase activity (Fig. 1). The nucleotide

sequence of a 3.2-kb SacI-PstI fragment of pNAG096 and the
deduced amino acid sequence of the gene are shown in Fig. 2.
The GlcNAcase B-encoding sequence has an overall G1C
content of 46.5%, which agrees well with that of Alteromonas
sp. (43.5%) (20). An open reading frame of 2,322 bp starting at
base 412 and ending at base 2,733 was found. The open reading
frame encoded a protein of 773 amino acids with a molecular
weight of 84,615. The deduced amino-terminal 19-amino-acid
sequence showed the typical features of signal peptides, which
are composed of a positively charged region, a hydrophobic
region, and a signal sequence cleavage site. The N-terminal
sequences of the native and cloned GlcNAcases B coincided
precisely with the sequence starting from leucine residue 20 of
the deduced amino acid sequence encoded by the gene. Thus,
it was clarified that cleavage of the signal peptide occurred
between alanine residue 19 and leucine residue 20, which is
compatible with the23,21 rule of von Heijne (21). The amino
acid sequence of GlcNAcase B was compared with available
protein sequences from databases (PIR and Swiss-PROT) as
well as those from the literature. The protein sequence of
GlcNAcase B revealed a highly significant homology with
Vibrio GlcNAcase (49.2%) (17), Dictyostelium b-hexosamini-
dase (25.0%) (6), and a- (25.8%) (11) and b- (27.3%) (13)
chains of human b-hexosaminidase.
The location of the cloned GlcNAcase B in Escherichia coli

JM109 was determined as for the previous paper (19). The
GlcNAcase activity was located mainly in the periplasmic frac-
tion (87% of the total activity). To ensure correct fraction-
ation, we measured b-lactamase (15) and malate dehydroge-
nase (10) activities as marker enzymes in the periplasm and
cytoplasm, respectively. When b-lactamase activity was deter-
mined, 95% was found in the periplasmic fraction and 85.3%
of the malate dehydrogenase was present in the cytoplasmic
fraction. GlcNAcase B was purified by the successive column
chromatographies with DEAE-Toyopearl 650M (1.9 by 47 cm;
Tosoh Co., Tokyo, Japan), Sephadex G-100 (2.7 by 91.5 cm;
Pharmacia), Cosmogel QA (0.8 by 7.5 cm; Nacalai Tesque,
Kyoto, Japan), Superdex 200 (1.5 by 30.5 cm; Pharmacia), and
Cosmogel QA from the periplasmic fraction of E. coli carrying
pNAG096. Tris-HCl buffer (50 mM, pH 8.0) was used in this
procedure. Protein was measured by the method of Bradford
(3) with bovine serum albumin as a standard. The final prep-
aration gave a single band in sodium dodecyl sulfate-polyac-
rylamide gel electrophoresis (SDS-PAGE) (12), and the mo-
lecular mass of the enzyme was estimated as 85 kDa (Fig. 3).
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The isoelectric point of the enzyme was 4.9. On the other hand,
the purification of GlcNAcase from cellular extract of Altero-
monas sp. strain O-7 was performed by the same procedure as
that of the cloned GlcNAcase B. The native enzyme from the
strain showed a single band in SDS-PAGE and the same mo-
lecular mass as that of the cloned GlcNAcase B (Fig. 3). The
N-terminal amino acid sequences of the two enzymes were also
found to be identical (LDQTAVNWLGQNLDVKYTLL-). The
yield of cloned GlcNAcase B was better than that of the native
one. From 6 g of E. coli cells (2 liters of LB medium containing
100 mg of ampicillin per ml) carrying pNAG096, 0.5 mg was
obtained as homogeneous protein. In the case of the native

enzyme, 0.13 mg was obtained from 20 g of Alteromonas cells
(1 liter of Bacto Marine Broth 2216 containing 0.5% colloidal
chitin) although the same purification procedure used for the
cloned enzyme was used. To characterize the substrate speci-
ficity of GlcNAcase B, the rates of hydrolysis of various chi-
tooligosaccharides and synthetic substrates were measured.
GlcNAcase activity was measured as in the previous paper
(18). Among the substrates tested, p-nitrophenyl-b-D-GlcNAc
(PNP-b-GlcNAc) and acetylchitotriose were the best sub-
strates. The enzyme was inactive against all alpha-linkedN-acetyl-
hexosamine glycosides, PNP-b-acetyl-1-thio-glucosamine, and
PNP-b-glucose. The native enzyme also exhibited the same

FIG. 1. Restriction map and deletion analysis of pNAG096. The transformants carrying the plasmids with appropriate deletions were transferred to an LB agar plate
containing ampicillin (100 mg/ml). The transformants grown on LB agar plates containing ampicillin were sprayed with a 0.01 M solution of PNP-b-GlcNAc in 0.1 M
sodium phosphate buffer, pH 7.5. GlcNAcase activity was judged by the production of a bright yellow color of the colonies.1, production of the color;2, no production
of the color. The arrow indicates the coding sequence for the GlcNAcase protein and the direction of transcription of the gene.

FIG. 2. Nucleotide sequence of a 3.2-kb DNA fragment from pNAG096. The putative ribosome binding site (AGGAA) is underlined. The deduced amino acid
sequence of GlcNAcase B is given below the nucleotide sequence. The amino-terminal amino acid sequence of GlcNAcase B from Alteromonas sp. strain O-7 was
determined by using an Applied Biosystems model 477A gas-phase sequencer and is underlined. The signal peptide cleavage site is shown by an arrow, and the stop
codon is shown by an asterisk. DNA sequencing was done by the dideoxy chain-termination method (14).
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substrate specificity as that of the cloned enzyme. When PNP-
b-GlcNAc was used as a substrate, the optimum pH and tem-
perature of the native and cloned GlcNAcases B were 9 and
408C, respectively, and the proteins showed identical specific
activities (913.6 U/mg of protein).
Nucleotide sequence accession number. The nucleotide se-

quence data reported in this paper (Fig. 2) will appear in the
GSDB, DDBJ, EMBL, and NCBI nucleotide sequence data-
bases with the accession number D29665.
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FIG. 3. SDS-PAGE of cloned and native GlcNAcase B. Lane M, molecular
size standards: phosphorylase b (94 kDa), bovine serum albumin (67 kDa),
ovalbumin (43 kDa), carbonic anhydrase (30 kDa). Lane 1, GlcNAcase B from
E. coli carrying pNAG096. Lane 2, GlcNAcase B from Alteromonas sp. strain
O-7.

806 NOTES APPL. ENVIRON. MICROBIOL.


