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Abstract

A B-D-mannosidase (EC 3.2.1.25) with a molecular mass of approximately 100 kDa was purified
from the digestive fluid of a marine gastropod Aplysia kurodai by ammonium sulfate fractionation
followed by column chromatographies on TOYOPEARL Butyl-650 M, TOYOPEARL DEAE-
650 M, and Superdex 200 10/300 GL. This enzyme, named AkMnsd in the present study, showed
optimal activities at pH 4.5 and 40°C and was stable at the acidic pH range from 2.0 to 6.7 and the
temperature below 38°C. The Km and Vmax values for AkMnsd determined at pH 6.0 and 30°C with
p-nitrophenyl -D-mannopyranoside were 0.10 mM and 3.75 pmol/min/mg, respectively. AkMnsd
degraded various polymer mannans as well as mannooligosaccharides liberating mannose as a major
degradation product. Linear mannan from green alga Codium fragile was completely depolymerized
by AkMnsd in the presence of AkMan, an endolytic B-mannanase, which we previously isolated
from the same animal (Zahura et al., Comp. Biochem. Physiol., B 157, 137-148 (2010)). A cDNA
encoding AkMnsd was amplified from the Aplysia hepatopancreas cDNA by the PCR using
degenerated primers designed on the basis of N-terminal and internal amino-acid sequences of
AkMnsd. The cloned AkMnsd cDNA consisted of 2985 bp and encoded an amino-acid sequence of
931 residues with the calculated molecular mass of 101970 Da. The deduced sequence of AkMnsd
showed 20-43% amino-acid identity to those of glycoside-hydrolase-family 2 (GHF2) B-
mannosidases. The catalytically important amino-acid residues determined in GHF2 enzymes were
completely conserved in AkMnsd. Thus, AkMnsd is regarded as a new member of GHF2

mannosidase from marine gastropod.
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1. Introduction

B-1,4-Mannan, a major hemicellulosic constituent of plants’ tissues, is classified into four
types of mannan on the basis of sugar composition and side-chain structure, i.e., linear mannan,
galactomannan, glucomannan and galactoglucomannan (Moreira and Filho, 2008). Linear mannan is
a homopolysaccharide that comprises a linear chain of 1,4-linked B-D-mannopyranosyl residues
containing less than 5% of galactose residues. Linear mannan exists as a structural polysaccharide in
fronds of marine algae such as Porphyra umbilicalis and Codium fragile (Moreira and Filho, 2008),
wood and beans in terrestrial plants (Aspinall, 1959), and endosperm of Palmae (Petkowicz et al.,
2001). In nature, mannans appear to be consumed mainly by microorganisms which can
depolymerize mannans into mannose with mannan-degrading enzymes. In aquatic environment,
mannans in algal fronds and their detritus are consumed not only by microorganisms but also by
benthic animals such as annelids, arthropods and mollusks. These invertebrates also possess mannan-
degrading enzymes and assimilate the mannans as a carbon and energy sources (Chuang and Yang,
1991; Xu et al., 2002a; Song et al., 2008; Ootsuka et al., 2006; Zahura et al., 2010). For complete
depolymerization of mannan, at least two types of mannan-degrading enzymes are necessary. One is
the B-1,4-mannanase (EC 3.2.1.78, term B-mannanase in the present study) that degrades polymer
mannans in an endolytic manner. Another is the B-D-mannosidase (EC 3.2.1.25, term B-mannosidase
in the present study) that degrades mannan-oligosaccharides to mannose units. Since B-mannosidase
is usually capable of releasing the mannose from the nonreducing terminus of polymer mannans, this
enzyme is occasionally called as an exolytic mannanase.

Mannan-degrading enzymes are useful in various industrial processes. For example, -
mannanase improves the clarity of instant coffee and fruit juice, and promotes pulp bleaching in

paper industry (Moreira and Filho, 2008). On the other hand, B-mannosidase is useful for
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saccharification of mannans from decayed plant materials in a nutritional purpose for farm animals.
B-Mannosidase is also useful for the production of biofuels and bioplastics since this enzyme can
produce fermentable sugar from hemicellulosic materials (Moreira and Filho, 2008). Since f-
mannosidase is important for releasing of mannose residues of N-glycosyl proteins in lysosome,
defect of lysosomal 3-mannosidase causes accumulation of mannosidic intermediates in cytosol and
gives rise to the relating diseases (Neufeld, 1991). Thus, B-mannosidase has been attracting
attentions in such medical fields (Kobata, 1993).

Interest in mannan-degrading enzymes from different sources has been increasing in the past
decade especially from the viewpoint of biotechnological application (Singh et al., 2003). While
many studies have been focusing on the endolytic mannan-degrading enzymes, i.e., B-mannanases
from plants, bacteria, fungi, and invertebrates, not so much attention has been paid to p-mannosidase.
To date, characterization and primary structure analysis of -mannosidase have been achieved in a
few enzymes from bacteria (Duffaud et al., 1997; Stoll et al., 2000; Beki et al., 2003), fungi (Takada
et al., 1999; Ademark et al., 2001), and mammals (Chen et al., 1995; Leipprandt et al., 1996;
Alkhayat et al., 1998; Beccari et al., 2001). On the basis of the hydrophobic cluster analysis for their
primary structures, most of these B-mannosidases were classified under glycosyl hydrolase-family 2
(GHF2) (Chen et al., 1995; Alkhayat et al., 1998; Takada et al., 1999; Ademark et al., 2001).
Occurrence of B-mannosidase has also been reported in some mollusks (Sugahara et al., 1972;
McCleary, 1983; Muramatsu, 1966; Andreotti et al., 2005); however, there appears no report on the
primary structure of molluscan B-mannosidase. Thus, the GHF to which the molluscan -
mannosidases belongs has not been revealed.

Recently, we isolated and characterized AkMan, a B-mannanase from a common sea hare
Aplysia kurodai, and determined its primary structure by cDNA cloning (Zahura et al., 2010 and

2011). A. kurodai is known as a typical herbivorous marine mollusk which possesses various kinds
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of polysaccharide-degrading enzymes, e.g., alginate lyase (Rahman et al., 2010 and 2011) and
laminarinase (Kumagai and Ojima, 2010) in addition to B-mannanase (Zahura et al., 2010 and 2011).
These enzymes are considered to play important roles for the degradation of seaweeds’
polysaccharides in A. kurodai and providing the carbohydrate nutrients for this animal. As for the
mannan degradation, AkMan splits the internal B-1,4-mannosyl linkages of the seaweeds’ 3-mannan
producing tri- and disaccharides. But this enzyme could not produce mannose (Zahura et al., 2010).
On the other hand, we recently noticed that digestive fluid (crude enzyme) of A. kurodai can produce
mannose from various mannan substrates. This implied that the digestive fluid of A. kurodai
contained 3-mannosidase.

Therefore, in the present study, we attempted to isolate the B-mannosidase from A. kurodai.
As a result, a f-mannosidase, named AkMnsd in the present study, was successfully isolated from
the digestive fluid. Further, we succeeded to clone the cDNA encoding AkMnsd and analyzed the
primary structure of this enzyme. As far as we know, this is the first report on the cDNA cloning and

primary structure analysis for f-mannosidase from invertebrates.

2. Materials and methods

2.1. Materials

A synthetic substrate, p-nitrophenyl B-D-mannopyranoside, was purchased from Sigma-
Aldrich Co. (Tokyo, Japan). Locust bean gum (galactomannan with a molar ratio for
mannose:galactose is ~4:1) was kindly supplied by MRC POLYSACCHARIDE Co. Ltd. (Toyama,
Japan). Mannooligosaccharides (mannobiose~mannohexaose, M2~M6) were from Megazyme (Bray,

Ireland) and the other chemicals with reagent grade were from Wako Pure Chemical Industries Ltd.
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(Osaka, Japan). Linear mannan was prepared from C. fragile according to the method of Love and
Percival (1964). This mannan preparation comprised of approximately 90% of mannose and less than
5 % of galactose and contained no appreciable amount of oligosaccharides. TOYOPEARL DEAE-
650 M and TOYOPEARL Butyl-650 M were from Toyo Soda Mfg. Co. (Tokyo, Japan), and
Superdex 200 10/300 GL from GE Healthcare UK Ltd. (Little Chalfont, Bucking Ham shire,
England).

Digestive fluid was obtained from the stomach lumen of A. kurodai (body length, ~12 cm),
which was collected in the summer of 2009 from the shore of Hakodate, Hokkaido, Japan. The
digestive fluid from 12 animals (approximately 90 mL) was dialyzed against 2 mM sodium
phosphate buffer (pH 7.0) for 5 h and centrifuged at 10000xg for 15 min to remove insoluble
materials, and used for the purification of B-mannosidase. To prepare mRNA of A. kurodai,
hepatopancreas was excised from an A. kurodai anesthetized in ice-water. The hepatopancreas was
immediately frozen with liquid nitrogen and had been stored at -80°C until RNA extraction. TA PCR
cloning kit (pTAC-1) was purchased from Biodynamics (Tokyo, Japan). Oligotex-dT(30), cDNA
synthesis kit, 5'- and 3’-Full RACE Kits, restriction endonucleases, T4 DNA ligase, and Escherichia
coli strain DH50 were purchased from TaKaRa (Tokyo, Japan). AmpliTaq Gold PCR Master Mix
and BigDye-Terminator Cycle Sequencing kit were from Applied Biosystems (Foster city, CA,
USA). Bacto tryptone, Bacto yeast extract and other reagents used were from Wako Pure Chemicals

Industries Ltd.

2.2. Purification of AkMnsd from A. kurodai

Crude enzyme from A. kurodai (approximately 90 mL) was first subjected to ammonium

sulfate fractionation. The highest B-mannosidase activity was detected in the fraction precipitated
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between 40-70% saturation of ammonium sulfate. This fraction was dissolved in 10 mM sodium
phosphate buffer (pH 6.0) containing 40% saturation of ammonium sulfate and dialyzed against the
same buffer for 24 h. The dialysate was centrifuged at 10000xg for 20 min, and the supernatant was
applied to a TOYOPEARL Butyl-650 M column (1.5 cm x 20 cm) pre-equilibrated with the same
buffer. The proteins adsorbed to the column was eluted by a stepwise elution system consisting of
40%-, 30%-, 10%- and 0%- saturation of ammonium sulfate (each 375 mL) at a flow rate of 15 mL/h.
The eluent was collected as 15 mL fractions. B-Mannosidase activity was detected in the fractions
eluted with 10% saturation of ammonium sulfate. The active fractions were pooled and dialyzed
against 10 mM sodium phosphate buffer (pH 6.0). A small amount of aggregates formed during
dialysis was removed by centrifugation at 10000xg for 10 min, and the supernatant was subjected to
TOYOPEARL DEAE-650M column (1.5 cm x 23 cm) pre-equilibrated with 10 mM sodium
phosphate buffer (pH 6.0). Proteins adsorbed to the column were eluted with a linear gradient of 0-
0.2 M NaCl at a flow rate of 15 mL/h. Active fractions showing -mannosidase activity were pooled,
dialyzed against 10 mM sodium phosphate buffer (pH 6.0), and lyophilized. The pellets were
dissolved in 10 mM sodium phosphate buffer (pH 6.0) containing 0.05 M NaCl, dialyzed against the
same buffer and subjected to gel-filtration through Superdex 200 10/300 GL column installed in
AKTA-FPLC (GE Healthcare UK Ltd.). Proteins were eluted with 10 mM sodium phosphate buffer
(pH 6.0) containing 0.05 M NaCl at a flow rate of 60 mL/h. Active fractions were pooled and
subjected again to the same column. The second gel-filtration gave a single peak with 3-mannosidase
activity and the thus purified protein showed a single band with approximately 100 kDa on SDS-

PAGE (Fig. 1). We named this enzyme AkMnsd.

2.3. Assay for f-mannosidase activity



B-Mannosidase activity was assayed at 30°C in a 1 mL of reaction medium containing 2.5
mM p-nitrophenyl g-D-mannopyranoside, 10 mM sodium citrate buffer (pH 4.5) and an appropriate
amount of enzyme. The reaction was terminated in 15 min by the addition of 2 mL of 0.1 M Na,COs
to the reaction medium and the p-nitrophenol produced was determined by measuring the absorbance
at 410 nm. One unit of B-mannosidase activity was defined as the amount of enzyme catalyzing the
release of 1.0 umol of p-nitrophenol per minute under the assay conditions. The average values for

triplicate measurements were adopted as activity values.

2.4. SDS-PAGE

SDS-Polyacrylamide gel electrophoresis was carried out with 0.1% (w/v) SDS-10% (w/v)
polyacrylamide slab gel according to the method of Porzio and Pearson (1977). After the
electrophoresis, the gel was stained with 0.1% (w/v) Coomassie Brilliant Blue R-250 in 50% (v/v)
methanol-10% (v/v) acetic acid, and the background of the gel was destained with 5% (v/v)
methanol-7% (v/v) acetic acid. Protein Marker, Broad Range (New England BioLabs, Ipswich, MA,

USA) was used as a molecular mass marker.

2.5. Determination of protein concentration

Protein concentration was determined by the biuret method (Gornall et al., 1949) or the

method of Lowry et al. (1951) using bovine serum albumin fraction V as a standard protein.

2.6. pH and thermal stabilities of AkMnsd
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To determine the optimum pH of AkMnsd activity, the following buffers were used to adjust
the pH of reaction mixtures; pH 2.0-3.0 with 10 mM glycine-HCI, pH 3.0-6.0 with 10 mM citrate-
NaOH, and pH 6.0-8.3 with 10 mM sodium phosphate. To assess pH stability of the enzyme,
AkMnsd was first incubated at 40°C for 20 min in 50 mM sodium phosphate buffer adjusted to pH
2.0-9.0, then an aliquot of the incubated medium (usually 0.1 mL) was added to 0.9 mL of reaction
mixture containing 2.5 mM p-nitrophenyl B-D-mannopyranoside and 50 mM sodium phosphate
buffer (pH 6.0) and the activity was measured at 30°C. The pH for the reaction medium was
maintained at around 6 during the reaction. Optimum temperature of the enzyme was assessed by
measuring the activity at 15-60°C. Thermal stability was assessed by measuring the activity

remaining after the heat treatment at 15-55°C for 20 min.

2.7. Enzyme kinetics

To determine the Kinetic parameters, i.e., the Michaelis-Menten constant (Km) and the
maximal reaction velocity (Vmax), of AkMnsd, the activity was determined with various
concentrations (0.1, 0.5, 1.0, 2.0, 3.0, 4.0, and 5.0 mM) of p-nitrophenyl B-D-mannopyranoside.
Other reaction conditions were the same as the standard conditions. Ky and Vmax values were

estimated from the Lineweaver-Burk plot.

2.8. Thin-layer chromatography of degradation products of mannan and mannooligosaccharides

Degradation products of mannan and mannooligosaccharides produced by AkMnsd were
analyzed by thin-layer chromatography (TLC) as follows. Linear mannan from C. fragile and

mannooligosaccharides (M2-M6) were dissolved in 10 mM sodium phosphate buffer (pH 6.0) to
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make a final concentration of 0.5% (w/v). To 25 pL of each substrate solution, 25 pL of B-
mannosidase (0.25 units) was added to initiate reaction and the mixture was incubated at 30°C for 24
h. Linear mannan was degraded in 100 uL of reaction mixture at 30°C and at an appropriate time
interval 10 pL of samples were withdrawn from the reaction mixture. The samples were then heated
at 100°C for 2 min to terminate the reaction. Two micro litters of each reaction mixture were applied
to a TLC-60 plate (Merck, Darmstadt, Germany) and developed with 1-butanol-acetic acid-water
(2:1:1, v:iviv). The sugars developed on the plate were visualized by heating at 110°C for 15 min

after spraying 10% (v/v) sulfuric acid in ethanol.

2.9. Determination of cooperative action of AkMnsd and AkMan on mannan substrates

To examine the cooperative action of B-mannosidase (AkMnsd) and p-mannanase (AkMan),
two mannan substrates, i.e., linear mannan and galactomannan were used as substrates. The 0.5 mL
of reaction mixture containing 2.5 mg/mL of each substrate in 10 mM sodium phosphate buffer (pH
6.0) and 25 pL (0.25 unit) of each enzyme was incubated at 30°C for 0-24 h. An aliquot (10 pL) of
the reaction mixture was withdrawn at appropriate time intervals and heated at 100°C for 2 min to

inactive the enzymes. The degradation products were analyzed by TLC as described above.

2.10. Determination of N-terminal and internal amino-acid sequences

The N-terminal amino-acid sequence of AkMnsd was determined with an ABI Procise 492
protein sequencer (Applied Biosystems, Foster City, CA, USA). The purified protein was dialyzed
against 10% acetonitrile-0.1% trifluoroacetic acid (TFA) and concentrated by a centrifugal

evaporator and subjected to the protein sequencer. Internal peptide sequences of AkMnsd were

10



determined with a matrix-assisted laser desorption ionization-time of flight mass spectrometry
(MALDI-TOF MS) by using an ABI Proteomics Analyzer 4700 (Applied Biosystems, Foster city,
CA, USA). For this purpose, the purified protein sample was subjected to SDS-PAGE, and the target
band was excised from the gel, cut into pieces of ~1 mm?, destained and dehydrated with solution
(50% acetonitrile in 25 mM NH4HCO3) and 100% acetonitrile, respectively. The gel pieces were
dried with a centrifugal evaporator and swollen with a reducing agent (10 mM dithiothreitol in 25
mM NH;HCO3), washed with 25 mM NH;HCO; and alkylated with 55 mM ICH,CONH, in 25 mM
NHsHCO3;. The gel pieces were dehydrated again with 50% acetonitrile in 25 mM NH4;HCO; and
dried up completely in a vacuum desiccator. The protein in the gel pieces was then digested with 0.1
pg/mL trypsin in 25 mM NH4HCOs at 37°C for 16 h. Peptide fragments were then extracted from the
gel pieces with 50% (v/v) acetonitrile in 5% (v/v) TFA and dried with a centrifugal evaporator. The
peptides were dissolved in 0.1% (v/v) TFA and desalted with ZipTip (MILLIPORE, Billerica, MA,
USA). The peptides bound to ZipTip were finally guanidinated by the method of Wang et al. (2004)
and subjected to an ABI 4700 proteomics analyzer (Applied Biosystems). Amino-acid sequences of
the peptides were analyzed by DeNovo Explorer software in a MS/MS mode (Applied Biosystems).
Homology searches for the amino-acid sequences on the public databases were performed with the
FASTA and BLAST programs (http://fasta.ddbj.nig.ac.jp/top-j.html, http://blast.ddbj.nig.ac.jp/top-

j-html) provided by DNA Data Bank of Japan.

2.11. cDNA cloning and nucleotide sequencing

Total RNA of A. kurodai was extracted from 1g of hepatopancreas, which had been stored at
-80°C after quick freezing with liquid nitrogen, by the guanidinium thiocyanate-phenol method

(Chomczynski and Sacchi, 1987) and mRNA was selected from the total RNA with Oligotex-dT(30)

11



according to the manufacturer's protocol. Hepatopancreas cDNA was synthesized with the mRNA by
using a TaKaRa cDNA synthesis kit and random hexanucleotide primers. cDNAs encoding AkMnsd
were amplified from the hepatopancreas cONA by PCR using degenerated primers synthesized on
the basis of partial amino-acid sequences of AkMnsd. The PCR was performed in 20 uL of reaction
mixture containing 50 mM KCI, 15 mM Tris-HCI (pH 8.0), 0.2 mM each of dATP, dTTP, dGTP,
and dCTP, 2.5 mM MgCl,, and 5 pmol/uL primers, 1 ng/pL template DNA, and 0.5 units AmpliTaq
Gold DNA polymerase. A successive reaction at 94°C for 30 s, 55°C for 30 s, and 72°C for 90 s was
repeated for 40 cycles with Thermal Cycler Dice mini (TaKaRa, Tokyo, Japan). The size of the
amplified cDNA was estimated by 1.0% agarose-gel electrophoresis and cloned with TA PCR
cloning kit (pTAC-1) (Invitrogen, CA, USA) and E. coli DH5a. The transformants were grown in 2
x YT medium supplemented by 50 pg/mL ampicillin at 37°C for 14 h by shaking at 150 rpm/min.
The plasmids extracted from the transformants were subjected to the sequence analysis with BigDye-
Terminator Cycle Sequencing kit and ABI 3130xI Genetic Analyzer (Applied Biosystems). The 3'-
RACE and 5-RACE PCRs were performed with specific primers synthesized on the bases of the

nucleotide sequences of the amplified cDNAs according to the manufacturers’ protocols.

3. Results

3.1.General properties of the purified AkMnsd

AkMnsd was purified from the digestive fluid of A. kurodai through ammonium sulfate

fractionation followed by the conventional column chromatographies. In the final gel-filtration

through Superdex 200 10/300 GL, AkMnsd eluted as a single peak and showed a single protein band
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with an approximate molecular mass of 100 kDa on SDS-PAGE (Fig. 1). AkMnsd was purified 23.7-
fold from the crude enzyme at a recovery of 2.7% and the specific activity of 25.8 U/mg (Tablel).
The optimum pH and temperature of AkMnsd were observed at around pH 4.5 and 40°C,
respectively (Fig. 2A and C). AkMnsd was stable at acidic pH conditions, i.e., 50% of the original
activity was retained after the incubation at pH 2.0-6.7 and 40°C for 20 min (Fig. 2B). The
temperature that caused a half inactivation of AkMnsd during 20 min incubation was 38°C (Fig. 2D).
Kinetic parameters, Km and Vmax, of AkMnsd to the substrate p-nitrophenyl B-D-

mannopyranoside were estimated to be 0.10 mM and 3.75 U/mg, respectively.

3.2. Degradation of mannooligosaccharides and linear mannan by AkMnsd

To examine the activity of AkMnsd toward oligosaccharide substrates,
mannooligosaccharides (M2~M6) were degraded by AkMnsd and the reaction products were
analyzed by TLC (Fig. 3). AkMnsd could degrade all the oligosaccharides tested to mannose (Fig.
3A). It should be noted that the degradation of mannooligosaccharides appeared to take place
exolytically. Namely, M6 was first degraded to M5 which was one mannose unit smaller than M6
and the produced M5 was then degraded to M4 which was one mannose unit smaller than M5 (Fig.
3B). This stepwise degradation seemed to continue until most of the original substrate was converted
to mannose. The exolytic action of AkMnsd was also seen in a linear f-mannan substrate (Fig. 3C).
Thus, AkMnsd produced only mannose from the linear B-mannan without any intermediate
oligosaccharides. These analyses for the degradation products strongly suggested that AkMnsd acted

on the substrates in an exolytic manner.

3.3.Cooperative action of AkMnsd and AkMan on mannan
13



As mentioned in the “Introduction” part, AkMan, an endolytic 3-mannanase of A. kurodai,
may degrade seaweeds’ mannan together with AkMnsd to produce mannose efficiently. As shown in
Fig. 4A, the linear mannan was readily degraded by the action of AkMan and AkMnsd to
mannotriose and mannobiose in the early stage of the reaction, and then converted to mannose in the
later stage. The amount of mannose produced by the two enzymes was considerably higher than that
produced by AkMnsd alone (see Fig. 3C). On the other hand, AkMan and AkMnsd degraded locust
bean gum (galactomannan) to produce not only mannose but also hexasaccharide, pentasaccharide
and trisaccharide (Fig. 4B). These oligosaccharides may be derived from galactose-branching
regions. Namely, the galactose branches of locust bean gum may inhibit the actions of AkMan and

AkMnsd and make the branching regions undigested.

3.4. cDNA cloning and primary structure of AkMnsd

The N-terminal amino-acid sequence of 40 residues of AkMnsd was determined as
YERVPLDGQLNWMLSEASAGVNIPASVPGSMYTALLEKNL by the protein sequencer. This
sequence showed 22.5% amino-acid identity with the GHF2 B-mannosidases from Homo sapiens
(Alkhayat et al., 1998; DDBJ accession number, U60337) and Caenorhabditis elegans (DDBJ
accession number, Z78540), 27.5% identity with the enzymes from Aspergillus aculeatus (DDBJ
accession number, AB015509). The sequences of tryptic fragments of AkMnsd (Table 2) also
showed 10-80% identities with the sequences of GHF2 B-mannosidases from various organisms.
Such sequence similarity of AkMnsd to GHF2 enzymes suggested that AkMnsd also belongs to

GHF2.
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cDNAs encoding AkMnsd were amplified by PCR. First, AkMnsd-cDNA-1, consisting of
1791 bp and encoding an amino-acid sequence of 597 residues, was amplified by PCR with the
degenerated forward and reverse primers, AkMnsdFw and AkMnsdRv, which were designed on the
basis of N-terminal and an internal amino-acid sequences of AkMnsd, respectively (Table 3). Then
3-RACE and 5-RACE PCRs were performed with the specific primers shown in Table 3 and
cDNA-3RACE (1077bp) and cDNA-5RACE (437bp) were amplified, respectively. By overlapping
the nucleotide sequences of cDNA-5RACE, AkMnsd-cDNA-1 and cDNA-3RACE, in this order, the
nucleotide sequence of total 2985 bp including the complete translational region of AkMnsd was
determined (Fig. 5). In this sequence, the translational initiation codon, ATG, was found to locate in
the nucleotide positions from 107 to 109 and termination codon, TAG, from 2900 to 2902.
Accordingly, the amino-acid sequence of 931 residues was deduced from the translational region of
2793 bp which spans 107-2899th nucleotides. In the 3'-terminal region, a putative polyadenylation
signal sequence, AATGAA, and a poly (A+) tail-like sequence were found. The N-terminal region of
14 residues except for the initiation Met, i.e., FWFHVSLLIATGIS, was predicted as the signal
peptide for secretion by the Signal P3.0 software (http://www.cbs.dtu.dk/services/SignalP/). The
sequence of 12 amino acids, QWMLKTNNLYVSS, which locates just after the signal peptide, was
regarded as a propeptide-like region of this enzyme since this region was absent in the native
AkMnsd protein. Therefore, the mature AkMnsd was considered to consist of 904 amino-acid
residues with the calculated molecular mass of 101970 Da. This molecular mass is well consistent
with the molecular mass, 100 kDa, estimated by SDS-PAGE (see Fig. 1). All the internal peptide
sequences of T-1 to T-5 (Table 2) are seen in the deduced sequence (Fig. 5). Thus, the cDNA was
concluded to be of AkMnsd. (the nucleotide and the deduced amino-acid sequences are available
from the DNA Data Bank of Japan with the accession number AB685732).

We compared the deduced amino-acid sequence of AkMnsd with those of several B-
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mannosidases belonging to glycoside hydrolase family 2 (GHF2) (Fig. 6). The amino-acid sequence
of AkMnsd showed 43%, 24% and 20% identities with f-mannosidases from H. sapiens (Alkhayat et
al., 1998), A. aculeatus (Takada et al., 1999) and C. elegans (DDBJ accession number, Z78540),
respectively. The two glutamate residues which are known as the common catalytic residues of
GHF2 were conserved as Glu467 and Glu563 in the deduced sequence of AkMnsd (Fig. 6).

Accordingly, AkMnsd from A. kurodai was concluded as an enzyme belonging to GHF2.

4. Discussion

During the purification of 3-1,4-mannanase from A. kurodai (Zahura et al., 2010), we noticed
the occurrence of B-mannosidase(s) in the crude enzyme preparation. In the present study, we
successfully purified the B-mannosidase, AkMnsd, from the crude enzyme. The molecular mass of
AkMnsd was estimated to be 100 kDa by SDS-PAGE. Since the molecular masses of f-
mannosidases from other organisms were in a range of 94-135 kDa, e.g., Helix pomatia , 94 kDa
(McCleary, 1983); Aplysia fasciata, 130 kDa (Andreotti et al., 2005); Aspergillus niger, 135 kDa
(Ademark et al., 1999); Thermobifida fusca TM51, 94 kDa (Beki et al., 2003); Aspergillus aculeatus
No.F-50, 104 kDa (Takada et al.,1999); Tricoderma reesei, 1055 kDa (Kulminskaya et al., 1999);
and A. niger, 102.335 kDa (Ademark et al., 2001), the molecular mass of AkMnsd was found to be
comparable with those of other f-mannosidases.

The optimum pH and temperature of AkMnsd was pH 4.5 and 40°C, respectively (Fig. 2A
and 2C). A B-mannosidase from A. fasciata showed similar optimal pH, i.e., pH 4.5 (Andreotti et al.,
2005), whereas it showed higher optimal temperature 45°C, which is 5 degrees higher than that of
AKMnsd. On the other hand, the optimum pH and temperature of -mannosidase from a terrestrial

mollusk, H. pomatia, were at pH 4.0 and 55°C (McCleary, 1983). Most of fungal B-mannosidases

16



showed optimal activity in acidic pHs, i.e., pH 2.4-5.0 for A. niger (Ademark et al., 1999) and pH 3.5
for T. reesei (Kulminskaya et al., 1999). AkMnsd was considerably stable at acidic pH conditions.
Namely, the activity retained 50% after the incubation at 40°C for 20 min in the pH range of 2.0-6.7
(Fig. 2B). B-Mannosidases from some organisms also showed similar pH stability in acidic
conditions. For example, T. reesei enzyme was stable in a pH range of 3.5-6.0 (Kulminskaya et al.,
1999) and A. niger enzyme was stable at pH 4.0-6.0 (Ademark et al., 1999). However, thermal
stability of AkMnsd in the acidic pH range was somewhat lower compared with B-mannosidases
from A. niger (Bouquelet et al., 1978) and Thermotoga neapolitana 5068 (Duffaud et al., 1997).
Thus, A. niger enzyme was not inactivated by the incubation at 50°C for 24 h and T. neapolitana
5068 enzyme showed half-lives of 18 h at 85°C, 42 min at 90°C, and 2 min at 98°C.

The Km and Vmax values for AkMnsd were 0.10 mM and 3.75 U/mg, respectively. More or
less similar Km and Vmax values were found in B-mannosidases from T. fusca TM51 (Km=180 puM
and Vmax=5.96; Beki et al., 2003) and T. reesei (Km=0.12 mM; Kulminskaya et al., 1999). On the
other hand, significantly higher Km and Vmax values were determined for the B-mannosidase from A.
fasciata, i.e., 2.4 mM and 50.3 pumol/min/ mg, respectively (Andreotti et al., 2005). Significantly
higher Km values i.e., 1.43 mM and 6.5 mM were determined for other molluscan p-mannosidase
from H. pomatia (McCleary, 1983) and A. fulica (Sugahara et al., 1972), respectively. The Km
values for the B-mannosidases from H. sapiens (Noeske and Mersmann, 1983) and A. niger
(Bouquelet et al., 1978) were 2.2 mM and 0.46 mM, respectively. Thus, the Km value for AkMnsd
was considered to be more similar to those of fungal enzymes than those of other molluscan enzymes.

AkMnsd could degrade various sizes of mannooligosaccharides (M2~M6) (Fig. 3A). This
indicated that AkMnsd is a typical B-D-mannosidase. When mannohexaose (M6) was degraded by
AkMnsd, mannose unit was released along with the stepwise decreasing of the substrate size from

M6 to M2 (Fig. 3B). This result indicated that AkMnsd exolytically cleaved the B-1,4-mannosidic
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bond of mannooligosaccharides. Such an exotype action has been found in the mannosidases from a
terrestrial snail, H. pomatia (McCleary, 1983) and A. niger (Ademark et al., 1999) and these
enzymes were shown to act on the non-reducing terminus of substrates.
AkMnsd was capable of degrading not only mannooligosaccharides but also polymer mannan.
When linear mannan was degraded by AkMnsd, mannose was produced as a major product (Fig. 3C).
This result indicated that AkMnsd acted on polymer substrate with an exolytic manner. On the other
hand, when linear mannan was degraded by both AkMnsd and AkMan, linear mannan was more
efficiently degraded to mannose accompanying the production of some intermediate oligosaccharides
(Fig. 4A). This indicated that AkMnsd and AkMan could act on the seaweed’s mannan cooperatively
in the digestive fluid of A. kurodai to produce mannose efficiently. On the other hand, when locust
bean gum, a galactomannan, was degraded by the two enzymes, some oligosaccharides were
remained to be undigested (Fig. 4B). The apparent sizes of the oligosaccharide were tri-, penta- and
hexasaccharides. This suggests that AkMnsd and AkMan hardly degrade the branching region of
galactomannan. Consequently, the remained tri-, penta- and hexaoligosaccharides were considered to
be oligosaccharides possessing galactose branches. The higher order structures of such
oligosaccharides will be determined in future.
The nucleotide sequence of AkMnsd cDNA which encodes the amino-acid sequence of
931 residues was determined. The deduced sequence comprised the initiation Met, the putative signal
peptide of 14 residues, the propeptide-like region of 12 residues, and mature enzyme region of 904
residues. The calculated molecular mass of the mature enzyme region was 101970 Da, which was
well consistent with the molecular mass of native AkMnsd (approximately 100 kDa) estimated by
SDS-PAGE. The amino-acid sequence of the mature enzyme region showed 20~43% identities with
those of GHF2 B-mannosidases from animal and fungus sources (Alkhayat et al., 1998; Takada et al.,

1999). GHF2 includes various types of polysaccharide-degrading enzymes such as (-galactosidase,
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B-glucuronidase, exo-B-glucosaminidase (Llanillo et al., 1977; Diez and Cabezas, 1978; Nogawa et
al., 1998). Such GHF2 enzymes, two glutamate residues are known as catalytically important.
According to the three-dimensional structures of B-glucuronidases from human (Jain et al., 1996) and
E. coli (Jacobson et al., 1994), the two glutamate residues i.e., Glu457 and Glu554 for H. sapiens and
Glu461 and Glu537 for E. coli were found to participate in the catalytic action. These Glu residues
are conserved in f-mannosidases from H. sapiens, A. aculeatus and C. elegans (Fig. 6) and also in
AkMnsd as Glu467 and Glu563. One glutamate residue (GIlu519) in a B-mannosidase from C. fimi
was revealed to be the catalytic nucleophile (Stoll et al., 2000). These conserved Glu residue in

AkMnsd indicated that this enzyme is a new member of GHF2 3-mannosidase.
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Legends to figures

Fig. 1. The second gel-filtration of AkMnsd through Superdex 200 10/300 GL. The AkMnsd fraction
obtained in the first gel-filtration through a Superdex 200 10/300 GL was subjected to the second
gel-filtration. Fractions indicated by the horizontal solid bar were pooled. SDS-PAGE for (-
mannosidase preparations from A. kurodai is shown in the inset. Lane 1, marker protein; lane 2, the
crude enzyme; Lane 3, the sample after TOYOPEARL Butyl-650 M; Lane 4, the sample after
TOYOPEARL DEAE-650 M; Lane 5, AkMnsd purified by the second gel-filtration through

Superdex 200 10/30.

Fig. 2. Effects of pH and temperature on AkMnsd. (A) pH dependence of AkMnsd. Activity was
assayed at 30°C in reaction mixtures containing 2.5 mM p-nitrophenyl B-D-mannopyranoside
adjusted to pH 2.0-3.0 with 10 mM glycine-HCI (m), pH 3.0-6.0 with 10 mM citrate-NaOH (®) and
pH 6.0-8.3 with 10 mM sodium phosphate (A). (B) pH stability of AkMnsd. AkMnsd was incubated
at 40°C for 20 min in 50 mM sodium phosphate buffer (pH 2.0-9.0). The remaining activity was
assayed at 30°C in a medium containing 50 mM sodium phosphate buffer pH 6.0 and 2.5 mM p-
nitrophenyl B-D-mannopyranoside. (C) Temperature dependence of AkMnsd. Activity was assayed
at 15-60°C in a reaction mixture containing 2.5 mM p-nitrophenyl B-D-mannopyranoside in 10 mM
sodium phosphate buffer (pH 6.0). (D) Thermal stability of AkMnsd. The remaining activity was

measured after the heat treatment at 15-55 °C for 20 min.
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Fig. 3. Thin-layer chromatography for degradation products of mannooligosaccharides and linear
mannan produced by AkMnsd. (A) Degradation of mannose (M1) and mannooligosaccharides
(mannobiose~mannohexaose; M2~M6). “+E” indicates the sample after the enzyme degradation for
24 h. Mk, marker sugars; M1~M6. (B) Degradation of M6. (C) Degradation of linear mannan. The
reaction mixture containing 0.5% substrate and 25 uL of purified enzyme (0.25 unit) was mixed and

allowed to react at 30°C for 0-24 h and 2 pL of each reaction product was subjected to TLC.

Fig. 4. Thin-layer chromatography for degradation products of different mannans produced by the
action of AkMnsd and AkMan. (A) Linear mannan degraded by AkMan and AkMnsd. (B) Locust
bean gum degraded by AkMan and AkMnsd. The reaction mixture (0.5 mL) containing 2.5 mg of
each substrate in 10 mM sodium phosphate buffer (pH 6.0) and 25 pL (0.25 unit) of each enzyme
was allowed to react at 30°C for 0-24 h and 2 uL of each reaction product was subjected to TLC.
Hexasaccharide, pentasaccharide and trisaccharide remained undigested are indicated with “hex”,

“pen” and “tri”, respectively.

Fig. 5. Nucleotide and deduced amino acid sequence of AkMnsd. The translational initiation codon
ATG, termination codon TAG, and a putative polyadenylation signal AATGAA are boxed. A
putative signal peptide is indicated by a dotted underline. The N-terminal and the internal sequences

of T-1, T-2, T-3, T-4 and T-5 are indicated with lines under the amino-acid sequence.

Fig. 6. Comparison of the amino-acid sequence of A. kurodai (AkMnsd) with GHF2 3-mannosidases.

Sequences were cited from C. elegans (DDBJ accession number, Z78540), H. sapiens (DDBJ
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accession number, U60337), and A. aculeatus (DDBJ accession number, AB015509). Identical,
highly conservative and conservative residues are indicated by asterisks (*), colon (:) and dot (.)

respectively. The Glu residues predicted to participate in catalytic action are boxed.
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Table 1. Summary of purification of AkMnsd.

Purification  Total Total activity ~ Specific activity  Yield (%) Purification
steps protein (mg) (V) (U%/mg) (fold)
Crude” 730.36 795.66 1.09 100 1

Butyl® 23.08 205.76 8.92 25.86 8.18
DEAE® 12.79 142.85 11.17 17.95 10.24
Gelfiltration®  2.21 48.15 21.80 6.05 20.00
Gelfiltration" 0.85 21.71 25.79 2.72 23.66

% One unit of p-mannosidase activity was defined as the amount of enzyme that releases of 1.0 pmol

of p-nitrophenol per minute from 2.5 mM p-nitrophenyl -D-mannopyranoside.

® Crude enzyme after the dialysis against 2 mM sodium phosphate buffer (pH 6.0).

¢ Active fractions obtained by TOYOPEARL Butyl-650 M chromatography.

¢ Active fractions obtained by TOYOPEARL DEAE-650 M chromatography.

¢ Active fractions obtained by the first gel filtration through Superdex 200 10/300 GL.

" AkMnsd purified by the second gel filtration through Superdex 200 10/300 GL.
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Table 2. N-terminal and internal amino-acid sequences of AkMnsd

Peptide®  Sequence

N-terminal YERVPLDGQLNWMLSEASAGVNIPASVPGSMYTALLEKNL

T-1 EGDNSIVVGFR

T-2 INGLPVFLKGSNWIPADNFQER
T-3 TDYIYLTQINQAMSM

T-4 HAQDVSDTLAAINK

T-5 TSTSWLFLSYPK

8 T-1-T-5, tryptic fragments.
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Table 3. Primers used for amplification of AkMnsd-cDNA

Primer names  Sequences®”

AkMnsd-cDNA-1  AkMnsdFw 5-GARGCNTTYGCNGGNGTNAAYATHCC-3’
(EASAGVNIP)
AkMnsdRv 5-CATNSWCATNGCYTGRTTDATYTGNGT-3’
( TQINQAMSM)

cDNA-3RACE AKkMnsd(3)Fw 5" -GGCTCTGCACATAGACTTGTCC- 3’

3Adapt 5" -CTGATCTAGAGGTACCGGATCC- 3’

cDNA-5RACE AKkMnsd(5)Fw 5" -AGAAGTCCAGCTACGAGATCC - 3’

AKkMnsd(5)Rv 5" -ACAGACCAGCAGCACCTTGC - 3’

R, adenine or guanine; N, adenine or guanine or cytosine or thymine; Y, cytosine or thymine; H,
adenine or cytosine or thymine; S, cytosine or guanine; W, adenine or thymine; and D, adenine or

guanine or thymine.

® Amino-acid sequences used for designing the degenerated primers are in the parentheses.
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Fig. 3
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Fig. 4
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Fig. 5

AGAAGTCCAGCTACGAGATCCCGCCCAACTGT CCACCCCCGGTCCAGCAAGGCAGT TCACAAGTGTCGCTGGCAGCAGAAGAACCACAGACTGCGGCATA

GGCAAG@EE TTTGGTTCCACGTCTCGCTTCTGAT TGCTACTGGCAT TTCACAGTGGAT GCT CAAAACGAATAATTT GGT CAGCTCTTATGAACGGGT TC

M E._W_F__H VS S ﬁ %d I A T G  I_.S O WMUL K TNNUILV S S Y E R V
Ighal peptide
CTCTCGATGGCCAGCTTAATTGGA%GTT TgAGAGGCATCTGCAGGTGTGAATATACCGGCGTCTGTCCCCGGATCCATGTACACGGCTCTGTTGGAAAA

pP L D G O L N W M L S E A S A G V N I P A SV P GG S MY T AL L E K

N-terminus
GAACCTCATCCAAGACCCTC TCTATC GGGACAACGACAACAAATATGCCT GGT TGGGTAACT CGGACT GGACGTACAACAGGAACT TCACAGTGTCCAAA
N L I Q DP LY RDINU DN NI KYAWTLGNSDWT Y NI RN FTV S K

TCTGTGGCTGAGTCCAGCAAGGTGCTGCTGGT CTGTGAGGGGCT GGACACAGT GGCGTCAGT CGT GGT CAACGGAAAGGCAGT GGGCGACACAGACAACA
s vAESSKVLLVCEGULDTVASVVVDNGI KA AV GDTDN

TGTTTGTCCGCCATGCCTTTGACGTCACCGGGATCGTGAAGGAAGGT GACAACAGTATT GTCGTAGGCTTCCGGTCAGCGGTGCTT GAGGCACAGGAGCG
M F VR HAFDVTGTI VKU ESGIDWNS I VV GGFR S AUV L EAZQE R
T-
CGACCAGAAGTCCAGCTACGAGATCCCGCCCAACTGTCCACCCCCGGTCCAGCAAGG&CAGTGTCACGTGAACCAGCTGAGGAAGGAGCAGTGTAGCTTC
b Q K S S Yy EI PPNTCU?P?PPVQQGQCHVNQILIRI KU EIOQTC S F

AGCTGGGACTGGGGACCCTCCTTCCCCACACAGGGCAT CTGGAAGCCAAT CTATCT GAATGCGTT TAGTACCGCCGTAGT GCAACGAGT CTCCGCTATAC
s WobpwSOG©Pp S F P T QG I W K?PTI Y L NAZFSTA AV YV Q RV S A I

CTAAGAAAGTGAGT GGACAGTGGCAGGTGGACGTGGAT GTAATCTTT GAT GTCAACGAGGGT TTAACAGAGGTCAAGGGT CAAGTGCAAGTGGACGTACC
P K KV S GGQWwoQVvVDVDVIF¥F DVNEGILTEVKS GOQV Q V DV P

GGCCTTGAACTTGACCT TGGTTCAGGACGTGACAGTTTCTTCCTCCCAGAGCAGGGCTAAGGTCGTACTCAAAGTGCCGCTGGCCAGGGATGTGCTGCTG
A L NL T LV QD VTV S S S QS RAI KV VL KV P L AIRDV L L

TGGTGGCCAAACGGTTACGGTCT CCAGAACCT GTACCAGAT GTCCGTGACCTT CACCTCTGGCTCTGACGT CTCCAGCCGCTCGTT CAAGGT TGGCTTCA
W wW P N G Y G L QNULY QM S VT FTS G S DV S S R S F KV G F

GGACAGTGGAGCTGATCCAAGACCCCGTGTCTTCCGACTCTAAGAAAGGCCTGACCTTCTACTTCCGCATCAACGGT CTCCCGGTGTTCCTGARAGGCTC
R T Vv EL I QD ?PVsS S DS K KGULTF Y FRINGTL P V F L K G 8

T-2
CAACTGGATTCCCGCCGACAACT TCCAGGAGCGCATCACCAGAGACAGACTGAGCTACCTGCTGCAGT CGACGGCCACTGTGGGCATTAACT CCATGCGC
N W T P A DN F QO K R I TRDIRILSY L L QS TATV G I N S MR

GTGTGGGGCGGTGGGGT GTACGAGTC TGAAGATTT CTACGAACTGTGTGA TGAGTT TGG TAT CATGGT GTGGCAAGACCT CATGTT CAGTGT CGCTCTTT
v w 6 G VY E S EDVF Y EL CDEFGIMVWOQDIL MU F S V A L

ACCCGACCTACGATGGCTTCCTCCAGTCGGTGGCCACAGAGATCAGACAACAGGTCCAACGCCTCAAACACCACCCGTCCATCATTCTGTGGGCTGGCAA
Yy p T YD G F L Q S VATETIWIRIOQOQV QRULZKHH?P s I I L WA G N

CAACGAGAACGAGAAAGGTCTGCGCCAGAACTGGT TCAAAACACAGAACAACT TCACGCTCTATTACAACGATTATGTGAAGCTCTACGTCACAACCATC
N ENEK GL ROQNWF KT QNWNUFTL Y Y NDY V KLY V T T I
AAACCCATAGTAAACGCCGAGGACGACAGCCGTGAGTACCTTCTCTCCAGTCCTTCCAACGGCAAAGAGAGTGAGAAAGAGGGTTATGTAGCCAAGGAGC

K p I VNAEDU DS REYTLILS S P S NGZ KE S EZKEG Y V A K E

CTTGGAGTGAACTCTATGGAGACATTCATTTCTACGAAAACGTCGTGGAT CAGTGGAACCCGGCCGTGTTCCGCGTGCCCCGCATGGCCTCAGAGTACGG
p w S EL Y G DI HPFY ENVVDQWNPAV F RV P RMASE Y G

CATACAGGGCTGGTGCAACAACGAGAGTCTGGCCTCAGTAT TCGCCCCAGAGGACTACAGCATGGACGCGCCCATGATAGGACACAGGCAGCATCATTAT
I o G W CNNU ESILASVFAUPEU DY S MDA AUPMMTIGUHI ROQHHY

AACGGCAACGCTGAAAT GGCAGCAGAAGT GGCTCTGCACATAGACTTGTCCACTTCATCGGATCCTGT CGT CAAGTT CACCGACTACATCTACCT TACAC
N G NAEMAAEVALHTIDU LS T S S D PV V KF I DY I Y L T

T-3
AGATCAACCAGGCCATGTCCATGCGTACCCAGAGCGAGCACTACAGGCGCTTCCAGTCCCGACTGCTCTCT GAT GGCCGCGGACTCACCATGGGCGCCCT
o I N O A M S M R T Q S EHY RIRVF QS RULIL S DG RGIL TMG A L
CTACTGGCA&E%CAACGACATCTGGCAGGCTCCCACCTGGGCCTCCATTGACTATGAGGGCCGCTGGAAGATGTTGCATTACTACGCCCAGCACTTCTTC

Y w 9 L. N DI WQA?PTWASIDYEGIRWI KMILUHYYAQHF F

CAGCCCACCCTGGTGTCCCCGTACCTGCAGGACAACAACACCCTCAACGTCTTCATGGCCGT GGATGGGGT CCCCAGTCT GGAGCGACGCGACAATTTGA
Q p T L VS P Y L QDNNTTILNV FMAV DGV P S L ERIR DN L

CAGGTGAACTGAGATTTGAGCCCATGAGCGATATTGACGACATCAAGAAGAGCAGTATACACGCACAAGACGTCTCCGACACT TTGGCAGCCATTAACAA
T G E L R F EPMS DI DUDTIIKI K S S I HA O DV S D T L A A T N K

T-4
AGCAACTTCCGGTCGTTTGACGGTGACCATGTACAATTACGCCAGTTTCACCCCCCTCAAGT CCTGGAATGTTGATTATT CGATGAACACAACGGCCGAC
AT S GR L T VTMYNYAS FF TP L K S WNV DY S MNTT A D

TCTGTGTACACGGCCAGTGTGAGCCAGCT CGT GAGCGAGGCCAACTGTGT GTCCAGGGACAACTGTTTCTTACACTT CTCCACAGCAGACAAAAGTAACG
s vy T A SV S QL VS EANTCVSRIDNZCUPFILHUF S TAIDK S N

CCGTGACCTCCACCTCTTGGCTTTTCCTCTCT TACCCCAAGTAT TCCAACTTGCCT CGAGCT CAAATCAAGGTGGTCGCAGTCAGGAACATCTCTCCACG
A v I S T S W L F L S Y P K Y S N L P RAQ I KV VAV RNTI S P R

AGTTTTGGAAGTGGACATCT CCTCTGATGCTT TTGCTC TGTACG TCT GGC TAT CTGCTGGGGACGTCC TGGGCAGGT TCT CGGATAACGGCT TTCACCTT
v L EVD I S S DAPFA ALY VWL SAGDVL GRF S DNG F H L

CACACCCCGACAGCCACGGTCAAGTTCTATGCCGCGGACGATGT GACGGCTGCCAAGCT GCAGGGAAATCT CAAAGT GAAAAGTTTGTCCGATGT CCAA
H T P T ATV K F YAADIDV TAAIZ KULOQGNTLIZ KV K S L S DV Q

IEGAAGA TGATAATAGAGT GGAGTT CGT TTGAAC CGAACACGG TTGATC CGAACACAGCGG TAHAAT GAJ AGA AAAARAAAA AAA
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MFWFHVSLLIATGISQWMLKTNNLVSSYERV--PLDGQLNWML SEASAGVNI PASVPGSMY TALLEKNLI QDPLYRDNDNKY AWLGN

MRTSLVVCLFWLLFQLHTTHGYNTLVNLAG- -———--NWEFSSSNKTVNGTGTVPGDIYSDLYASGIIDNPLFGENHLNLKWIAE
MRLHLLLLLALCG----AGTTAAELSYS-—-—-—-— LRG--NWSICNGNGS LELPGAVPGCVHSALFQQGLI QDS YYRENDLNHRWV SL
MRALPTTATTLLGVLEFFPSASRSQYVRDLG- ——-TEQWTLSSATLNRTVPAQ FPSQVHMDLLREGIIDEPYNDLNDENLRWIAD

ek . * .. * e ke . * . * .

SDWTYNRNEFTVSKSVAESSKVLLVCEGLDTVASVVVNGKAVGD TDNMEVRHAFDV TGI VKEGDN SIVVGFRSAVLE AQERDQKSS--
DDWTYSRKFRL-IDLDDTVGAFLEIESVDTIATVYVNGQKVLHSRNQFLPYHVNVTDI IALGENDIT IKFKSSVKYAEKRADEYKKI
DNWTYSKEFKIPFEISKWQKVNLILEGVDTVSKILENEVT IGE TDNMFNRYS FDI TNVVRD-VNSIELRFQSAVLY AAQQSKAHT X-
ANWTYTSGKIEGLGEDYES-TWLVEFDGLDTFASISFC GQFVGATDNQFRQYMFDVSSI LKACPEEPTLGI QFG SAPNIVDATIAQDP-

HER I - S
——-YEIPPNCPPPVQOGQCHVN--QLRKEQCSFSWDWGPSFPTQGIWKP-————-———-——-IYLNAFSTAVVQR--VSAIPKKV SGOWQ
FGHSLPPDCNPDI YHGECHON--FIRKAQYSFAWDWGPSFPTVGIPST-————-———-——-ITINI YRGQYFHDEFNWKTRFAHGKWKVA
—-YQVPPDCPPLVQKGECHVN--FVRKEQCS FSWDWGPSFPTQGIWKD- ——--------VRIEAYNICHLNYF TFSPIY DKSAQEWN
————SSPTWPEGVQITYEYPNRWFMRKEQSDFGWDWGPAFAPAGPWKPG!VVQLKQAAPVYVRNTDLDIYRLGQINYLPPDQTQPWV

* . * < kK Kk ko kok ok ok ok ok *

VDVDVIFDVNEGLTEVKGQVQVDVPALNLTLVQDVTVSSSQSRAKVVLKVPLARDVLLWWPNGY GLONLY OQMSVTF TSGSDV S--SR
FEFDTFHYGARTIEYSVQIPELGIKESDYYRLSATKSLQTRSKNIMSLS IPMEHE PERWWPNGMGEQKLY DVVVSMGGQVKEK-———
LEIESTFDVVS-SKPVGGQVIXAIPKLOTQQTYS IELQPGKRIVELFVNISKNITVETWWPHGHGNQ TGYNMT VLFELDGGLNI-EK
VNASLDYLGSLPENPSMAIEVK DLQ SGEILASRPLTNITVTEGSVTGVTVLEGVDPKLWWPQGL GDQNLY NVTISVTDGGNQSVAEV
*kk ek Kk K * .
SFKVGFRTVELIQDPVSSDSK-K----GLTFYFRINGLPVFLKGSNWIPADNFQ-ERI TRDRLSYLLQSTATVGINSMRVWGGGVYE
——KIGFKTVELVQDLI DPKKPEK----GRNFYFKINDEPVFLKGTNWIPVSMFRS DRENIAKTE FLLDSVAEVGMNATRVWGGGE YE

SAKVYFRTVELIEEPIKGS P-——----GLSFYFKINGFPIFLKGSNWIPADS FQ- DRVTSE LLRLLLQSVVDANMN TLRVWGGGI YE
TKRTGFRTIFLNQRNI TDAQLAQGI APGANWHFEVNGHEF YAKGSNLIP PDC FW- TRV TED TMT RLEF DAVVAGNONMLRVWS SGAYL
Kake ox . . XoLaak ik s xkok Kk % * ke I

SEDFYELCDEFGIMVWQODLMEFSVALYPTYDGFLQSVATEIRQQVORLKHHPS ITLWAG NEKGLRONWFKT ON-NFT LYYNDY VK
SNHFYYYASKKGI LVWQDLMFACALYPTTEEFIQNAEEEVSYNVDRISQHTSVIVESG NEAATRGHWWKASNY TESQQVKDY VL
QDEFYELCDE LGIMVWQDFMFACALYPTDOQGFLDSVTAEVAYQ IKRLKSHPSIIIWSG NEEALMMNWYHI SETDRPIYIKDYVT
HDYIYDLADEKGILLCSEFQFSDALYPTDDAFLENVAAEVVYNVRRVNHHPS LALWAGGHE IESIMLLLVEAADPE SYPEFYVGEYEK
ek e Kk s ke kkkkk 1 o Kss ke e ke ok ke sk Kk k. ok
LYVTTIKPIVNAEDDSREYLLS SPSNG--————— KESEKEGYVAKE PWSELY GDI HE'Y EN-VVDQWN PAVEFRV PRMAHE[YGT QGWCN
LYQR-LAKIAKKVAPT IPFIMS SPSNG-—————— VETEEE GGV SKNPYDVRY GDI HYYNE-FVNLWRDDT YLT PRCAJE[YGVQSY PM
LYVKNIRELVLAGDKSRPFITS SPTNG-—-————— AETVAEAWV SONPNSNYFGDVHFY DY- ISDCWNWKV FPKARFAJEIYGY QSWPS
MYISLFLPLVYENTRSISYSPSSTTEGY LDIDLSAPVPMAERY SNTTEGEYYGDTDHYNYDASIAFDYGT YPVGRFANEFGFHSMPS
-* . H * % ::* . :‘k‘k'.*: H ‘k*'*:*:.
NESLASVFAP-EDYSMDAPMIGHRQHHYNGNAEMAAEVALHIDLST SS—-———-——-—-——-—-—-DPVVKEFTDYIYLTQINQAMSMRT QS
KETMLNWINE-SDWEY TSKAMFHRQHHPGGIATNLILMIFQHLP IPAECGSKSVSDVPSCKY ISSASYMSRLAY FSQVHQSTALKT QT
FSTLEKVSST-EDWSEFNSKFSLHRQHHEGGNKOQMLYQAGLHFKLPQST- ——-—-—-—-——--——-DPLRTFKDTIYLTQVMQAQCVKTET
LQTWQQALTDPADLTFNSSVVMLRNHHYPAGGLMTDNYHNTVARHGRNDPGR ————————— AGLLPDAQHSVR PRGQLORLVPRDPA
* . K. Kk Kk * . .
EHYRRFQSRLLSDGRGLTMGALYWQLND INQAPTWAS IDY EGR—-———— WKMLHYYAQHFFQPTLVSPYLQDNNTLNVEFMAVDGVPSL
LHYRRFRNTTTNE GLGNTMCAMYWQ LNDVWAAPTWST IDFEQN----- WKMAHYEARRFESNVAVYS FADETDFNLKVE LLNDNP YL
EFYRRSRSEIVDQ-QGHTMGALYWQLND INQAPSWASLEY GGK-———- WKMLHYFAQNFFAPLLPVGFENEN-—-—--TFYIYGVSDL
LPGGPLQVTNPVLPAGQRAARTPARVPVLAARGHLAGALVGGDRVRRPLEGPHYVARDIYKPVIVSPFWNYTTGALDIYVTSDLWTA

* ok k.

ERRDNLTGELRFEPMSDIDDIKKSS ITHAQDV SDT LAAINKATSGRLTVTMYNYAS-FT PLKSWNVD-YSMN-T TADSVY TASVSQLV

LHNITVN--— =~ ————————— ——— ——— ——— ——— —VOMLSWGNGLD PILTNE FHI DSVPAG SSEVLKTGI TFSKI
HSDYSMT-------——--------——————-————————————————[,SVRVHTWSS -LE PVCSRVTERFVMKGGEAVCLYEEPVSELL

AAGSVILTWR-———-———————————————————————————————— DLSGKPIAS-NGGLPTKPLPFHVGALNSTRLYRMNMKQQPL

SEANCVSRDNCFLHFSTADKSNAVT STSWLFLSY PKY SN-LPRAQIKVVAVRNIS PRVLEVDIS SDAFALYVWLSAG-DVLGRFS DN
TELSEYLYVSTLYDSSGVKIHEDVLVPDFLFEVDENTFG-——--DVQISDVQRIDEKT YDLTITTDRVSPFTWITCKKPFTGWES DN
RRCGNCTRESCVVSFEYLSADHELLS PTNYHF LSS PKEAVGLCKAQI TAI ISQ--QGDI FVFDLE TSAVAPFVWLDVG-S IPGRES DN
PRHEDAILALELTATGSLPNTDEEVTFTHEQWEFT PAF PKDLDLVNLRVRVEY DAPLGKFAVEATAG-VALYTWLEH PEGVVGYFEEN
. * . * K .-k
GFHLHTPTATVK-FYAADDVTAAKLQGNLKVKSLSDVQ-——
GFHMIQRIRKIR-LIAKFEVDLE--KSDFTVCNLKNCYV--
GFLMTEKTRT IL-FYPWEPTSKNELEQSFHVTSLTDIY-——
SFVVVPGOKKVVGFVVQADETDGEWVHDVTVRSLWDLNEGE
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