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ABSTRACT

The filamentous fungusTrichoderma reeseiis one of the most potent
microorganisms degrading cellulosic and hemicellulosic materials. To degrade the
backbone of hemicelluloses such as xylans and mannans the fungus produces
different xylanases and mannanases. However, natural hemicelluloses are
substituted molecules and enzymes removing substituents are also needed for their
total degradation. Several of these enzymes have been purified and characterized
from T. reesei The aim of the present investigation was to isolate and characterize
genes ofl. reeseencoding side-chain releasing enzymes.

The gene coding fom-glucuronidase, which releases glucuronic acid attached to
xylose units of xylan, was isolated from an expression librafly océeseRutC-30

using antibodies raised against the previously purified enzymegifhegene is

the first a-glucuronidase gene hitherto cloned and characterised. The deduced
amino acid sequence of theglucuronidase showed no similarity with any protein
sequence available in the data bases. @&l gene encoding acetyl xylan
esterase, which removes acetic acid bound to xylan was also isolated from the
expression library using antibodies raised against the purified enzyme. Apparently
axel codes for the two forms, pl 7 and pl 6.8, of acetyl xylan esterase previously
characterized. The catalytic domain of AXEl had no amino acid similarity with
any of the reported acetyl xylan esterases. However, it showed clear similarity
with fungal cutinases, which are serine esterases. The highest similarity of AXEI
with the cutinases was found in the region containing the active site serine.
Inactivation of the enzyme with PMSF also indicated that AXEI is a serine
esterase. AXEI has a modular structure carrying a cellulose binding domain
(CBD) of fungal type at its C-terminus, separated from the catalytic domain by a
serine, glycine, threonine and proline-rich region. Removal of the CBD from the
catalytic domain by limited proteolysis abolished the capability of the enzyme to
bind cellulose but the activity of the enzyme towards acetylated xylan was not
affected.

Genes encoding-arabinofuranosidase andgalactosidase activities were cloned
from a cDNA expression library &f. reeseiRutC-30 constructed in the ye&st
cerevisiaeTwo genesabfl andbxll, were isolated by screening the yeast library
for extracellular a-L-arabinofuranosidase activity using the substrate p-



nitrophenylea-L-arabinofuranoside (PNPA). It was found that ABFI and BXLI
corresponded to a previously purifiael-arabinofuranosidase and3axylosidase

from T. reeseirespectively. The deduced amino acid sequence of ABFI displayed
high similarity with one of the-L-arabinofuranosidases, ABF B, B&pergillus
niger, which has not been classified in the general classification of glycosyl
hydrolases. These two enzymes can now form a new family of glycosyl
hydrolases. The deduced amino acid sequence of BXLI showed no similarity with
any of the knownp-xylosidases, but was significantly similar to the
glucosidases grouped into family 3. Theegalactosidase encoding genag|1,

agl2 and agl3, were isolated by screening the yeast cDNA expression library on
plates containing the substrate 5-bromo-4-chloro-3-indwoi-galacto-
pyranoside. The deduced amino acid sequences of AGLI and AGLIII showed
similarity with thea-galactosidases of plant, animal, yeast and filamentous fungal
origin which are classified into family 27 of the glycosyl hydrolases. On the other
hand, the deduced amino acid sequence of AGLII showed similarity with the
bacteriala-galactosidases of family 36, and was thus the first reported eukaryotic
a-galactosidase to show similarity with the corresponding prokaryotic enzymes.

ABFI, BXLI, AGLI, AGLIl and AGLIIlI were produced in yeast in order to test
their action against different small synthetic and natural polymeric substrates.
ABFI released L-arabinose from PNPA and arabinoxylans and showed[some
xylosidase activity towards p-nitropherfjdb-xylopyranoside (PNPX). BXLI did

not release L-arabinose from arabinoxylan. It shomédarabinofuranosidase-
L-arabinopyranosidase afidxylosidase activities against PNPA, p-nitrophemyl-
L-arabinopyranoside and PNPX, respectively, the latter activity being the highest.
It was also able to hydrolyze xylobiose and slowly to release xylose from
polymeric xylan. Both ABFI and BXLI produced in yeast displayed hydrolytic
properties similar to those of the corresponding enzymes purifiedfraeesei
AGLI, AGLII and AGLIII were able to hydrolyze the synthetic substrate p-
nitrophenylea-D-galactopyranoside (PNPG) and the small galactose-containing
oligosaccharides, melibiose and raffinose. They showed different efficiencies
when acting on polymeric galacto(gluco)mannan. AGLI was the most active
enzyme towards polymeric substrates and its action was enhanced by the presence
of the endomannanase @i reesei.The calculated molecular mass and the
hydrolytic properties of AGLI indicated that it might correspond to the
galactosidase previously purified fromn reesei.AGLII and AGLIII were less
active on the intact polymer and showed synergy in galacto(gluco)mannan
hydrolysis with the mannanase of reeseiand ap-mannosidase ofspergillus
niger.

The new hemicellulase-encoding genes cloned in the present work will enable
more detailed biochemical characterization and structure determination of the
enzymes, which might improve the understanding of their catalytic mechanisms.
The availability of the genes also increases the potential of their use for various
applications.
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1 INTRODUCTION

1.1 STRUCTURE OF HEMICELLULOSES

Hemicelluloses are the second most abundant polysaccharides in nature after
cellulose. They form part of most plant materials and appear in close association
with cellulose and lignin. In lignified tissue they often contribute to the rigidity of
plant cell walls. The term hemicelluloses has been used mainly for those plant cell
wall polysaccharides which are extractable by alkaline solutions. However, some
hemicelluloses such as galactoglucomannans are also soluble in water (Sjostrém,
1990). Hemicelluloses have a heterogeneous composition of various sugar units.
Their primary structure depends on the type of plant and can vary even between
different parts of the same plant. They are usually classified according oo the main
sugar residues in the backbone of the polymer, e. g. as xflahg-(inked D-

xylose units) and mannanp-{,4-linked D-mannose units), which are the main
group of hemicelluloses, and arabinams1(5-L-linked L-arabinose unit) and
galactans [§-1,3-linked D-galactose units) which are less abundant (Aspinall,
1959; Sjostrom, 1981; Fengel and Wegener, 1984). A schematic presentation of
the main hemicelluloses occurring in hardwood and softwood are presented in Fig.
1.

Xylans are present i all terrestrial plants. In annual plants such as grasses and
cereals the content of xylan comprises up to 30 % of the cell wall material. They
are also the main hemicellulose components of hardwood (15 - 30 %) and
represent between 7 and 10 % of softwood cell wall polysaccharides (Wilkie,
1979; Sjostrom, 1981). Xylans have very few branching points, but the degree of
substitution with different side groups is high. Hardwood xylan (O-acetyl-4-
methyl-glucuronoxylan) is substituted at irregular intervals with 4-O-metHyt-
glucuronic acid groups joined to xylose tyl,2-glycosidic linkages. On average,
every tenth xylose unit has a uronic acid side group attached at carbon 2 or 3 of
the xylopyranose. About 60 to 70 % of the xylose residues in hardwood xylan are
acetylated at the carbon 2 and/or 3 positions, whereas softwood xylan is not
acetylated (Maekawa, 1976; Timell, 1967; Bouveng, 1961; Lindberg et al.,
1973a). In annual plants, both xylans and glucomannans are reported to be
acetylated (Maekawa, 1976; Buchala et al., 1974; Matsuo and Mizuno 1974;
McCleary 1991).

The xylan of softwood is mainly arabino-4-O-methyl-glucuronoxylan. In addition

to 4-O-methyl-glucuronic acid it also contaimd_-arabinofuranoside units which
area-1,3-linked to the xylan backbone an average molar ratio of arabinose: 4-O-
methylglucoronic acid: xylose units of 1.3:2:10 (Timell, 1967; Sjostrom, 1993).
The xylans from annual plants are more heterogeneous than xylans from woody
tissues. They contain both glucuronic acid and/or its 4-O-methyl ether and
arabinose attached to positions 2 and 3 of the xylose residues, respectively
(Aspinall, 1959). In cereal xylans the arabinose may also be linked to carbon 2 of
the xylose. In some plant tissues such as endosperms, the xylose residues of xylan

11



may be substituted with arabinose residues at both C-2 and C-3 positions (Wilkie,
1979).

The presence of feruloyl (4-hydroxy-3-methoxycinnamic) arcbumaroyl (4-
hydroxycinnamic) acids in xylan has been verified in several studies (Mueller-
Harvey et al., 1986; Kato and Nevis, 1985). These hydroxycinnamid acids are
esterified to hydroxyl groups of the carbon 5 of arabinose bound to xylan as a side
group. The amounts of these compounds are very small and normally represent
less than 1 % of the cell walls. In grass cell walls they can however account for 2.5
% (Hartley and Jones, 1977; Hartley and Ford, 1989).
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Figure 1. Schematic representation of typical wood hemicelluloses according to
Kantelinen, 1992.
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Galactoglucomannan is the most abundant hemicellulose in softwood (about 20
%), whereas its content in hardwood is only 2 - 5 % of the cell walls (Timell,
1967). The backbone glucomannan is formed3Hly,4-linked D-glucopyranose

and D-mannopyranose units which are randomly distributed in the molecule. It is
partially substituted witlm-D-galactose side groups, which can be attached to both
mannose and glucose units bycat,6-linkage (Sjostrom, 1993). Two fractions of
galactoglucomannan are present in softwood: a minor fraction with heavier
galactose substitution (ratio of galactose:glucose:mannose of about 1:1:3) and a
major fraction normally called glucomannan and with a low degree of galactose
substitution (ratio of about 0.1:1:4) (Timell, 1967). Acetyl side groups are also
present in galactoglucomannans at positions 2 or 3 in the hexose units (Lindberg
et al., 1973b). In annual plants both glucomannans and galactomannans appear
mainly in seeds, tubers and bulbs (Aspinall, 1959).

Arabinans, (galactans, arabinogalactans, rhamnogalacturonans and D-
galacturonans are regarded as pectic substances of plant cell walls and have a key
role in mechanical strength and adhesion between cells (Aspinall, 1980). They are
a complex mixture of colloidal polysaccharides that can be extracted from cell
walls with water or chelating agents. Pectins are more abundant in the soft tissues
of some fruits (15 - 30 % of the carbohydrates) as well as in sugar beet pulp (25
%), whereas in woody tissue they are present only in small amounts (Aspinall,
1970). The backbone arabinan is a polymeraet,5-linked arabinofuranose
residues which are substituted mainly at position 3, but also at position 2, with one
or two arabinose units (Aspinall, 1980). Arabinogalactan is composed mainly of a
backbone of3-1,3-linked D-galactopyranose units, most of which are substituted

at position 6 byp-1,6-linked D-galactopyranose and less frequently byal,6-
linked L-arabinose (Eriksson et al., 1990). The side cBdingalactosyl and-L-
arabinosyl residues may also be substituted by 1,6-liflkBdgalactopyranose

and 1,3-linkedB-L-arabinopyranose, respectively, forming two-unit side chains.
More complex are the so-called “hairy” regions of pectins. These have a backbone
of alternating galacturonic acid and rhamnose units with numerous polymeric side
chains, mainly arabinan and galactan, usually attached to the rhamnose residues in
the main chain. They appear interspersed with “smooth” regions of n&at-

linked polygalacturonic acid residues which may also be partially esterified.

1.2 ENZYMATIC HYDROLYSIS OF HEMICELLULOSES

Although hemicelluloses are complex heteropolysaccharides, their enzymatic
degradation is relatively well known, mainly on the basis of hydrolysis studies
carried out with isolated soluble substrates (Dekker, 1985; Biely, 1985). Several
different enzymes, collectively called hemicellulases, are needed for the
degradation and modification of hemicellulose. In general, the complete
hydrolysis of hemicelluloses is accomplished by the combined action of endo-
enzymes, which cleave the main chain and produce oligosaccharides, ancillary
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enzymes cleaving the side-chains from the main chain of the oligosaccharides and
exo-enzymes leading to the final liberation of monomeric sugars.

The 1,4B-D-xylosidic linkages in xylan are randomly hydrolysed by endoft,4-
D-xylanases (EC 3.2.1.8). These enzymes have a higher hydrolysis rate when
acting on polymeric xylan than on xylo-oligomers. Their main hydrolysis products
being xylobiose, xylotriose and substituted oligomers containing two to four
xylosyl residues. Endoxylanases from several sources have been extensively
studied, especially those produced by filamentous fungi sudhidsdermaand
Aspergillus(Biely, 1985; Poutanen, 1988a; Wong et al., 1988; Senior et al., 1989;
Eriksson et al., 1990; Tenkanen et al., 1992). The hydrolysis of xylo-
oligosaccharides and xylobiose is carried out by exd3iixylosidases (EC
3.2.1.37). Most microbiap-xylosidases have been isolated from filamentous
fungi (Poutanen and Puls, 1988). They can remove single xylosyl residues from
the non-reducing end of the substrate with different specificities. S&me
xylosidases have been reported to be active against xylobiose but inactive towards
polymeric xylan (Rodionova et al.,, 1983; van Doorslaer et al.,, 1985).3The
xylosidase purified fronT. reesecan release xylose from the non-reducing end of
both xylo-oligosaccharides of different length (Poutanen and Puls, 1988) and from
polymeric xylan (Herrmann et al., 1995).

The hydrolysis of the main chain of polymeric glucomannans is carried out by
endo-1,48-mannanases (EC 3.2.1.78). These enzymes usually hydrolyse
substrates with a degree of polymerization higher than three, the main products
being mannobiose, mannotriose and various mixed oligosacharides. The
hydrolysis yield of galactomannan with mannanases is dependent on the degree of
substitution as well as on the distribution of the side-chain substituents and the
glucose/mannose ratio (McCleary, 1991). Endo-mannanases have been purified
and characterized from several fungi (Viikari et al., 1993), includingeesei
(Stalbrand et al., 1993; Arisan-Atac et al., 1993). It has been shown that some
mannanases can hydrolyse fi1¢,4-bonds between glucose and mannose as well
as between adjacent mannose units in glucomannans (Takahashi et al., 1984,
Kusakabe et al., 1988-Mannosidase (EC 3.2.1.25) catalyzes the hydrolysis of
terminal, non-reducingg-D-mannose residues in manno-oligosaccharides. Their
presence has been reported in a wide range of plant and animal tissues and in
many microorganisms (Dey, 1978). However, only fevmannosidases have been
purified and characterized (Sone and Misaki, 1978; Elbein et al., 1977; Akino et
al., 1988). Hydrolysis of glucomannan also requires the actigirghficosidase

(EC 3.2.1.21), which releases D-gluc@s#,4-linked to mannose.

Enzymes capable of removing side chain substituents are also needed for total
hydrolysis of the polymers. It has been reported that the presence of side-chain L-
arabinose, acetyl acid and 4-O-methylglucoronic acid in xylo-oligosaccharides can
block further enzymatic hydrolysis by xylanases dghgylosidases (Brice and
Morrison, 1982; Tenkanen and Poutanen, 1992; Poutanen et al., 1990a). Total
degradation of galacto(gluco)mannan requires an enzyme releasing the side chain
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galactosyl groups, since these can also limit the action of @mdannanase and
B-mannosidase (Talbot and Sygusch, 1990; Gherardini and Salyers, 1987;
McCleary and Matheson, 1983). A number of side chain removing enzymes
including a-glucuronidases, acetyl xylan esterasesrabinofuranosidases and
galactosidases have been isolated and characterized (see below). It has been
shown that most of them act cooperatively with backbone degrading enzymes
during the degradation of different substituted polymeric hemicelluloses (Dekker,
1985; Poutanen and Puls, 1989; Coughlan and Hazlewood, 1993; Greve et al.,
1984; Bezalel et al., 1993; Poutanen, 1988b).

Enzymatic degradation of the neutral parts of pectins such as arabinan, galactan
and arabinogalactan requires the action of endo- ana-éxarabinases and-
galactosidases. Enzymes involved in the degradation of more complex pectin
fractions have also been identified. This group includes endo- and exo-
polygalacturonases, endopectinlyases and pectinesterases. Particular interest has
been attached to those produceddbyiger(Rombouts and Pilnik, 1980).

1.3 OCCURRENCE AND CHARACTERIZATION OF SIDE-
CHAIN CLEAVING HEMICELLULASES

Enzymes degrading the main chain of hemicelluloses, such as xylanases and
mannanases, have been extensively studied. However, the importance of the side-
chain cleaving enzymes in the complete hydrolysis of hemicelluloses is of
relatively recent interest. These hemicellulases have been individually classified
according to their substrate specificity.

1.3.1 a-Glucuronidases

The significance of 4-O-methylglucuronic acid side groups in the chemical
hydrolysis of xylan has been known for some time (Roy and Timell, 1968). It has
been shown that 4-O-methylglucuronic aadl,2 linked to xylan, is stable under
acidic conditions and can also have a stabilizing effect on the neighbouring
xylosidic bonds. It has also been reported that this side-chain group can have a
limiting effect in the enzymatic degradation of xylan (Puls et al., 1978). Partial
hydrolysis of 4-O-methylglucuronoxylan has been obtained with crude
hemicellulase preparations includifigkylosidase activity, but most of the uronic
acid remained uncleaved (Sinner et al., 1972). Thus, an enzyme activity
hydrolysing uronic acid and acting synergistically with xylanases is needed for
total degradation of the polymer.

15



Table 1. Properties of purified-glucuronidases.

Organism M, pH& pl Activity againsP Remarks Reference
oligomer polymer

Bacteria

Thermoanaero- 74 4.65 ++ dimer, cellShao et al., 1995

bacteriumsp. associated

Piromonas 103 55 ++ Wood and Wilson,

communis 1995

Fungi

Trichoderma 91 45-6.05.0-6.2 ++ + Siika-aho et al.,

reesei 1994

Agaricus >450° 3.3 ++ - partially Puls et al., 1987,

bisporus purified Korte, 1991

Thermoascus 107 4.5 ++ ++ Khandke et al.,

aurantiacus 1989

Aspergillus niger

5-16

Cl 130 4.8 5.3 ++ intracellular Uchida et al., 1992

Cli 130 4.8 5.3 ++ intracellular

Phanerochaete 112 3.5 4.6 ++ + Castanares et al.,

chrysosporium 1995

a pH optimum
Activity against 4-O-methylglucuronoxylan (polymer) and 4-O-methylglucurono-
oligoxylan (oligomer)

¢ Determined by gel filtration. Other values were determined by SDS-PAGE

o-Glucuronidase activity was first detected in culture filtrates Tof reesei
(Dekker, 1983) and was later verified by Poutanen et al., 1987. This activity has
also been detected in several other fungal and bacterial culture filtrates (Korte,
1991). However, only a fewa-glucuronidases have been purified and
characterized (Table 1). The fistglucuronidase was purified froffhermoascus
aurantiacus.The enzyme was able to liberate glucuronic acid from both polymeric
xylan and xylo-oligosaccharides at similar rates (Khandke et al., 1989). On the
other hand, the reportetglucuronidase ofAgaricus bisporuswvas active only
against oligomeric substrates (Puls et al., 1987). Only low activity against
polymeric glucuronoxylan was detected even when high concentrations of the
enzyme were used (Korte, 1991). The activity of the enzyme towards xylo-
oligosacharides decreases with increasing chain lengtho-ghecuronidase of.
reeseialso prefers low molecular mass xylo-oligosaccharides as substrate and has
only a minor activity against long chain glucuronoxylan. This enzyme seems to act
almost exclusively on the 4-O-methylglucuronic acid bound to the terminal xylose
at the non-reducing end of the xylose chain (Siika-aho et al., 1994). Analysis of
the substrate specificities of other recently isolateglucuronidases has shown a
similar behaviour. The reported enzymes of the fundRsanerochaete
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chrysosporium (Castanares et al.,, 1995) and those from the bacteria
Thermoanaerobacteriursp. (Shao et al., 1995) aRttomonas communi@Vood

and Wilson, 1995) were active only towards 4-O-methylglucuronoxylo-
oligosaccharides and their activity decreased when the degree of polymerization
increased (Shao et al., 1995; Wood and Wilson, 1995). The enzyme of
Phanerochaete chrysosporiusihowed limited activity towards polymeric 4-O-
methylglucuronoxylan (Castanares et al., 1995). Thus, it seems thatamost
glucuronidases need to act synergistically with xylanases in order to liberate 4-O-
methylglucuronic acid from 4-O-methylglucuronic acid substituted xylo-
oligomers (Puls et al., 1987).

Most fungi secrete only low levels ofglucuronidase and there is also evidence
that some microorganisms are totally deficientolglucuronidase activity. For
example, no 4-O-methylglucuronic acid was detected in the hydrolysis of 4-O-
methylglucuronoxylan with extracellular enzymes produced Aspergillus
awamori (Poutanen et al.,, 1986). Furthermore, the bacteriQlostridium
thermocellumwas not able to ferment xylo-oligomers substituted with uronic acid,
although it can ferment neutral xylo-oligomers (Weigel et al., 1985).

1.3.2 Acetyl Xylan Esterases

The effect of acetyl side groups on the enzymatic hydrolysis of natural
hemicelluloses was first demonstrated by Biely et al. (1985a). Most of the
previous enzymological studies on hemicellulose degradation had been carried out
using substrates isolated by alkaline treatment. In these conditions the esterified
side chain groups of hemicelluloses are removed by saponification and therefore
the need for esterases in the enzymatic hydrolysis is not evident. However, there
are also some near-neutral treatments for the separation of plant materials, such as
steaming, aqueous phase thermomechanical treatment and organosolv pulping,
which leave hemicellulose with most of its acetyl groups intact. Acetylated
galactoglucomannan from softwood can also be isolated by water extraction
(Sjostrom, 1990).

Esterases are widely distributed in nature and have been classified on the basis of
their substrate specificity (IUB, Enzyme Nomenclature, 1992). For instance,
esterases highly active on esters of acetic acid have been classified as acetyl
esterases (EC 3.1.1.6), and those acting on phenolic side groups as aryl esterases
(EC 3.1.1.2). However, this classification is not very strict because of the wide
substrate specificities of many esterases.Acetyl esterases acting on acetylated
xylan were first detected in culture filtrates of different cellulolytic and
hemicellulolytic fungi such a3richoderma reesei, T. viride, Aspergillus niger
Schizophyllum commuraadAerobasidium pullulangBiely et al., 1985b). It was

found that these fungal esterases had higher specific activities towards acetylated
glucuronoxylan than those of
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Table 2. Properties of esterases acting on acetylated xylan and galactoglucomannan.

Organism Enzyme M, pl pH" Activity agains Remarks
oligomer polymer

Reference

Bacteria
Caldocellum AXE 6.0 + Cloned and produced i coli,  Lithi et al., 1990a,b
saccharolyticum Not purified, thermotolerant
Fibrobacter AXE 55 4.0 7.0 ++ + McDermid et al., 1990
succinogens
Pseudomonas AXE 59d 6.0 + - Cloned and producedcoli, Ferreira et al., 1993,
fluorescens Not purified, contains a CBD Faulds et al., 1995
subsp. celulosa
Streptomyces AXE1 22 8.7 7.0 ++ Keller, 1992
rubiginosus AXE2 22 9.8 7.0 ++
Thermoanaerobact AXEI 32 4.2 7.0 + Hexamer, thermotolerant Shao and Wiegel, 1995
eriumsp. strain AXEII 26 4.3 7.5 + Tetramer, thermotolerant
JW/SL-YS485
Thermomonospora AXEL1l 80 ++ + Intracellular Bachman and McCarthy, 1991
fusca AXE2 40 + Not purified, extracellular
Fungi
Aspergillus AXE 30 3.0-3.2 5.0-55 ++ tt Kormelink et al.,1993
niger AGME 40d 4.1 6.0 ++ Puls et al., 1992
Rhodotorula AXE 8-10 + Partially purified Lee and Forsberg, 1987
mucilaginosa
Schizophyllum AXE 31 3.4 7.7 ++ + Biely et al., 1988
commune Halgasova et al., 1994
Trichoderma AXEI 34 7.0 5.0-6.0 ++ ++ Sundberg and Poutanen, 1991;
reesei AXEI 34 6.8 5.9-6.0 ++ ++ Poutanen et al., 1990b
Aspergillus AGME 36 4.6 5.0-5.5 +5 +° Tenkanen et al., 1995a
oryzae
~ AXE, acetyl xylan esterase; AGME, acetyl glucomannan esterase

pH optimum

Cc .o . . .
Activity against acetylated xylan (polymer) and acetylated oligoxylan (oligomer)
Determined by gel filtration. Other values were determined by SDS-PAGE
Active on acetylated galactoglucomannan
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plants and animals. Studies of fractionated culture filtrates from several
microorganisms such aB. reesei, T. viride, Streptomyces olivochromogens, S.
rubiginosusand Fibrobacter succinogenealso revealed that esterases can occur

in multiple forms. These fractions showed different ratios of esterase activities
against acetylated xylan and the artificial substrate 4-nitrophenyl acetate (Biely et
al., 1987, 1988; Johnson et al., 1988; Keller et al., 1989; McDermid et al., 1990).
On the basis of these studies it was concluded that acetyl xylan esterase activity is
at least partially different from most non-specific acetyl esterase activities.

Several esterases acting with different specificities on esterified groups attached to
hemicelluloses have been isolated and characterized. Some enzymes act more
specifically on acetyl groups bound to xylan (acetyl xylan esterases) or mannan
(acetyl glucomannan esterases) (Table 2). Others can act only on feruloyl groups
but not onp-coumaroyl groups of xylan. Esterases with wider substrate specificity,
which can liberate both phenolic and acetic acid from different hemicelluloses,
have also been reported (for a review see Tenkanen, 1995).

Two acetyl xylan esterases (AXEl and AXEIl) have been isolated Troreesei
(Sundberg and Poutanen, 1991). The two enzymes showed simila hydrolytic
properties and differed only in their pl (7.0 and 6.8, respectively). Further studies
were carried out with a mixture of both forms (Poutanen et al., 1990b). This
preparation was capable of releasing all the acetic acid from acetylated beechwood
xylan (Poutanen e al.,, 1990b). The preparation acted equally well on both
polymeric and oligomeric substrates and showed only slightly higher activity
when acting together with xylanases. Similarly, the acetyl xylan estera&e of
niger liberates most of the acetyl substituents of xylan when acting alone and does
not show synergism with xylanases (Kormelink et al., 1993). Two acetyl xylan
esterases frorB. rubiginosuswhich together corresponded to 90 % of the acetyl
xylan activity of the microorganism, also showed high substrate specificity for
polymeric xylan. They could liberate 70 % of the total acetic acid from native
birchwood xylan. However, it was not reported whether xylanases influenced their
action (Keller, 1992).

Other acetyl xylan esterases seem to have a preference for oligomeric substrates.
The acetyl xylan esterases ®f commundéas been reported to be responsible for
most of the esterase activity secreted into the culture medium (Biely et al., 1987,
1988). The capability of the enzyme to degrade chemically acetylated xylan in the
absence of xylanases was later reported (Halgasova et al., 1994). However,
purification of the enzyme from xylanases remarkably increased the specific acetyl
esterase activity, whereas the specific xylan esterase activity did not increase at a
comparable ratio. This indicates that most probably the enzyme prefers short
acetylxylo-oligosaccharides as substrate. On the other hand, it has earlier been
reported that the presence of xylanases enhances the action of partially purified
acetyl xylan esterases @&. commungBiely et al.,, 1986). The actinomyces
Thermomonospora fuscaproduces an acetyl xylan esterase which in
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its intracellular form has a molecular mass of 80 kDa but can be processed and
secreted in two active subunits of 40 kDa (Bachman and McCarthy, 1991). Crude
preparations of both the intra- and extracellular forms of the enzyme were able to
release approximately 70 % of the acetic acid linked to chemically acetylated
xylan. The amounts of acetyl groups liberated by the purified intracellular form
were considerably increased by addition of xylanases (Bachman and McCarthy,
1991). TheP. fluorescensubsp.cellulosaesterase produced i coli was also

able to liberate acetic acid from chemically acetylated xylo-oligosaccharides but
not from polymeric xylan (Ferreira et al., 1993).

Only two acetyl esterases acting on acetylated galactoglucomannan have been
reported. One was isolated from a commercial enzyme preparation “Celluzyme”
of A. niger (Puls et al., 1992). The enzyme was highly specific against acetyl
galactoglucomannan. Acting alone it could release over 90 % of the acetic acid
bound to polymeric galactoglucomannan and its activity was slightly enhanced in
the presence af-galactosidase. The enzyme did not release acetic or ferulic acid
from acetylated xylan or wheat straw xylan, respectively, and had very little
activity towards the artificial substratesnaphthyl acetate and p-nitrophenyl
acetate (Puls et al., 1992). oryzaewas found to produce several esterases able to
act on acetylated galactoglucomannan and one of these enzymes was purified
(Tenkanen et al., 1995a). It was able to liberate up to 60 - 70 % of the acetic acid
in the substrate. The level of acetic acid liberated by the enzyme was enhanced in
the presence of mannanase frdm reesei. Addition of a-galactosidasef3-
glucosidase of-mannosidase had no effect on the hydrolysis (Tenkanen et al.,
1995a).

1.3.3 a-Arabinosidases

Enzymes releasing L-arabinose from arabinose-containing polysaccharides are
very abundant in nature. They have mainly been isolated from microorganisms
such as fungi and bacteria (Table 3). Most of the research with these enzymes
acting on polymeric substrates has been focused on the hydrolysis of beet
arabinan, whereas their role in the hydrolysis of arabinoxylans and
arabinoglucuronoxylans has only been studied recently.

The enzymes hydrolysing L-arabinose linkages have been classified into two
major groups:a-L-arabinofuranosidases (EC 3.2.1.55) that hydrolyze terminal
non-reducing-L-1,2, a-L-1,3 anda-L-1,5-linked arabinofuranosyl residues, and
endo-1,5a-L-arabinases (EC 3.2.1.99) that hydrolyrd ,5-L-arabinofuranosidic
linkages of arabinans (Kaji, 1984). On the basis of the specific activities of the
enzymes purified fromAspergillus niger (Tagawa and Kaji, 1969) and
Streptomyces purpuracerf&omae et al., 1982), tha-L-arabinofuranosidases
have been further classified into two groups. Pheniger type of enzymes are
active on the small synthetic substrates PNPA and arabino-oligosaccharides, and
are able to hydrolyse arabinosyl side groups of arabinans, arabinogalactans and
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arabinoglucuronoxylans. TH& purpuracensype act only om-L-arabinosides of
low molecular mass and oligosaccharides containing arabinose (Kaji, 1984).

There is still some contradiction in the classification of arabinose-releasing
enzymes, and hydrolysis studies have shown that some enzymes can act in an
unexpected manner. Am-L-arabinofuranosidase drwinia carotovalAM 1024

with a new exo-type activity was isolated by Kaji and Shimokawa (1984). This
enzyme was active on beet arabinan and, contrary to other known enzymes,
released only arabinotriose. The enzyme was not active against PNPA. No endo-
type activity, however, was detected in the hydrolysis of liredr,5-linked
arabinan (Kaji and Shimokawa, 1984). Hydrolysis studies with more defined
substrates have also shown different specificities between enzymes that can be
classified asS. purpuracensype (Table 3). The enzyme froB subtilis3-6, not

active on polymeric arabinoxylan, was able to liberate arabinose from arabinan
and arabinoxylobiose but also from xylotriose with an arabinose bound to the
internal xylose unit (Kaneko et al., 1994). On the other hand, an intracellular
enzyme fromA. niger5-16 degraded arabinan and arabinoxylobiose but could not
release arabinose from xylotriose or xylotetraose with arabinose bound to an
internal xylose unit (Kaneko et al., 1993). It was proposed $haiurpuracens

type a-L-arabinofuranosidases should be classified at least into two groups,
namely those hydrolysing arabinose from xylose at terminal positions in xylo-
oligomers and those releasing arabinose from xylose at both terminal and internal
positions in xylo-oligomers (Kaneko et al., 1994).

The A. awamori(1,4){f3-arabinoxylan arabinofuranosidase (AXH) is very specific
for oligomeric and polymeric arabinoxylan and does not remove arabinose from
linear or branched arabinan, galactan, arabinogalactan or PNPA. The enzyme can
remove bothn-1,2 anda-1,3 linked arabinose residues from xylan, but only from
single substituted residues. No activity was detected on double substituted xylose
(Kormelink et al., 1991). A more specific classification for arabinosidases has
been proposed which is not only based on the capability of the enzyme to
hydrolyse artificial substrates, arabino-oligosaccharides or polymeric substrates
(Beldman et al., 1992). This classification also includes the ability of the enzymes
to hydrolysen-1,2,0-1,3 ora-1,5 linkages and to remove arabinose from single or
double substituted xylose residues.

Some microorganisms produce multiple forms of arabinosidases. For exAmple,
niger produces three enzymes with different specific activitiesl-
arabinofuranosidase A active only on PNPA and oligomeric substmates,
arabinofuranosidase B active on PNPA and both oligo and polymeric substrates,
and an endor~1,5-arabinase (Kaji, 1984; Rombouts et al., 1988; van der Veen et
al., 1991). On the other hanBgnicillium capsulatum(Filho et al., 1996) and
Aspergillus terreus(Luonteri et al., 1995) produce two and three enzymes,
respectively, with similar substrate specificities.

21



Table 3. Properties of microbial arabinose-releasing enzymes.

Organism Clags M, pl pH’ Active orf No/low activity on Remarks Reference
Bacteria
Bacteroides xylanolyticus5-1 AF(s) 61.0 5.5-6.0 PNPA, AXO AX, AG hexamer, cell wabchyns et al., 1994
attached
Bacillus stearothermophilus AF(s) 110.0 7.0 PNPA, AXO AX, AG Dimer, 52,5 and 57.5 kDa Bezalel et al., 1993
Bacillus stearothermophilus-6 AF(s) 64.0 6.5 5.5-6.0 PNPA, BA, AXO AX, AG Tetramer Gilead and Shoham, 1995
Bacillus subtilisF-11 EA 6.0 BA, DA PNPA, AX, AG Kaji and Saheki, 1975
Bacillus subtilis3-6 AF(s) 61.0 7.0 AX, AG Kaneko et al., 1994
Bacillus polymyxa AF(s) 166.0 4.7 6.5 PNPA, AXO, DAO AX, DA, AG Dimer, 65 and 33 kDa Morales et al., 1995
Streptomyces purpuracens-O AF(s) 62.0 3.9 6.5 PNPA, AXO AX, BA, AG (Komae et al., 1982)
3389
Streptomyces sp. strairv-1 AF(a) 92.0 4.4 6.0 PNPA, AX, BA, DA, Kaji et al., 1981
AG
Streptomyces diastaticus AF(a) C1 38.0 8.8 4.0 AX, DA Tajana et al., 1992
AF(a) C2 60.0 8.3 7.0 AX, DA
Streptomyces lividaréb AF(s) 69.0 4.6 6.0 PNPA, AXO AX, DA, AG Intracellular Manin et al., 1994
Ruminococcus albus 8 AF(a) 75.0 3.8 6.9 PNPA Tetramer Greve et al., 1984
Butyrivibrio fibrisolvensGS113 AF(a) 31.0 6.0 6.0-6.5 PNPA, AX, BA AG Hectamer, cytoplasmatic  Hespell and O’Bryan,
1992
Erwinia carotovoraAM 1024 AF(s) 6.0 BA PNPA, AX, DA, AG Kaji and Shimikawa,
1984
Pseudomonas fluorescesgbsp AF(a) 59.0 AX E. coli produced, containsKellett et al., 1990
cellulose a CBD
Clostridium acetobutylicum  AF(s) 94.0 8.1 5.0-5.5 PNPA, BA, AXO AG, AX Lee and Forsberg, 1987
ATCC 824
Clostridium stercorarium AF(s) 53.3 7.0 PNPA AX Tetramer, E. coli Sakka et al., 1993
produced
Clostridium stercorarium AF B(a) 52.0 55 AX, AXO Tetramer, E. coli Schwarz et al., 1990
produced
Thermomonospora fusca AF(s) 46.0 6.0 PNPA, AXO AX Dimer Bachmann and McCarthy,

Fungi
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Aspergillus niger AF A(s) 83.0 3.3 3.4 PNPA, DAO AX, BA, DA, AG Rombouts et al., 1988;
van der Veen et al.,
EA 43.0 3.0 4.6 DA, BA PNPA, AX, AG 1991; Dunkel and
Amado, 1994
Aspergillus niges-16 AF(s) 67.0 3.5 4.0 PNPA AX, BA intracellular Kaneko et al., 1993
Aspergillus terreus AF A(a) 39.0 7.5 3.5-45 PNPA, AX Luonteri et al.,
AF Bl(a) 59.0 8.3 3.5-45 PNPA, AX 1995
AF B2(a) 59.0 8.5 3.5-45 PNPA, AX
Aspergillus nidulans AF 36.0 4.3 55 PNPA Fernandez-Espinar et al.,
1994
Aspergillus sojae AF(a) 34.3 3.9 5.0 PNPA, AX, BA, AG inactive toward&imura et al., 1995
birchwood xylan
Aspergillus awamori AXH® 32.0 5.0 AX PNPA, BA, DA, AG Kormelink et al., 1991
Termitomyces clypeatus AF(a) 5.5 PNPA, AX, BA, AG, Sinha and Sengupta, 1995
AXO
Trichoderma reesei AF(a) 53.0 7.5 4.5 PNPA, AX, BA Poutanen, 1988b
Sclerotina sclerotiorum AF(a) 63.0 7.5 4.0-4.5 PNPA, AX, BA, AG Baker et al., 1979
Dichomitus squalens AF(a) 60.0 51 3.5 PNPA, AX, BA Brillouet and Moulin,
1985
Corticium rolfsii AF(a) 2.5 PNPA, AX, BA, DA Kaji and Yoshihara, 1971
Penicillium capsulatum AF 1(a) 64.5 4.1 4.0 PNPA, AX, AXO Filho et al., 1996
AF 2(a) 62.7 4.5 4.0 PNPA, AX, AXO

& Classification based on Kaji, 1984; Ad~-arabinofuranosidase; EA, endei,5-arabinase; (a3. nigerand (s)S. purpuracens-L-arabinofuranosidase type (see text).

® pH optimum

© PNPA, p-nitrophenyl-arabinofuranoside; AX, arabinoxylan; BA, branched arabinan; DA, debranched arabinan; AG, arabindga@ctaabinoxylo-oligosaccharide; DAO,

branched arabino-oligosacharide

4 Determined by gel filtration. Other values were determined by SDS-PAGE

¢ AXH, (1,4)-arabinoxylan arabinofuranosidase
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Most fungal a-L-arabinofuranosidases are able to release arabinose from
polymeric substrates acting alone (Table 3). The three enzynfest@freuscan

liberate up to 80 % of arabinose from polymeric arabinoglucuronoxylan (Luonteri

et al., 1995). The one-L-arabinofuranosidase purified from. reeseican
hydrolyse beet arabinan to arabinose and liberates 50 % of the arabinose in
polymeric xylan (Poutanen, 1988b). However, the enzymes acting alone on
polymeric substrates seem to prefer arabinose-substituted oligosaccharides as
substrates, since in most of the cases the amounts of arabinose released by the
enzymes are enhanced when xylanases are present (Sinha and Sengupta, 1995;
Bezalel et al., 1993; Poutanen, 1988b; Bachmann and McCarthy, 1991; Hespell
and O’Bryan, 1992; Kormelink et al., 1991; Greve et al., 1984).

Apparentlya-L-arabinofuranosidases are more commonly found than endw-1,5-
arabinases. Only a few enzymes with endo activity have been reported, including
those fromBacillus subtilisF-11 (Kaji and Saheki, 1975) arAl niger (Kaji,

1984; Rombouts et al., 1988). One reason for this low occurrence might be that
enzymatic activities are routinely assayed by monitoring the hydrolysis of PNPA
and enzymes not active on this artificial substrate would be overlooked in
screening procedures.

1.3.4 a-Galactosidases

o-Galactosidases (EC 3.2.1.22) catalyse the hydrolysisa-af6-linked a-
galactoside residues from simple oligosaccharides such as melibiose, raffinose and
stachyose, and also from polymeric galactomannans and galactoglucomannans.
The enzyme was first known as melibiase, clasified on the basis of the enzyme
activity produced by the yeas&accharomyces cerevisia®d S. carlsbergensis
capable of hydrolysing melibiose (Bau, 189%)Galactosidases have been
reported to occur widely in microorganisms (Table 4), plants and animals (Decker
and Richards, 1976).

Most biochemical analyses afgalactosidases have been carried out using small
substrates such as p-nitropheoybB-galactopyranoside (PNPG), melibiose- (
Gal-1,6-Glc), raffinosed-Gal-1,6a-Glc-1,2f3-Fru) and stachyosex{Gal-1,6«-
Gal-1,6«a-Glc-1,2f3-Fru). For example, the&s. cerevisiaea-galactosidase has
mainly been studied with respect to melibiose utilization by the yeast. The studies
of a-galactosidases oE. coli (MelA and RafA) (Burstein and Kepes, 1971;
Schmid and Schmitt, 1976) adreptococcus mutarfdduse-Opuku et al., 1991)

have also been focused on their role in the uptake and metabolism of raffinose and
melibiose. Other studies have been considered their potential use in the food
industry, based on the ability of the enzymes to hydrolyse raffinose and stachyose
(Annunziato and Mahoney, 1987; Elshafei et al., 1993; Wong et al., 1986). Thus,
the capacity of these enzymes to hydrolyse galactose linkages from more complex
polymeric substrates remains to be demonstrated.
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The substrate specificities of differemigalactosidases against PNPG, melibiose,
raffinose and stachyose can vary considerably. It has been reported that the
activities of two enzymes purified fro@andida guilliermondiidecreased with

the number of sugar units in the substrates (Hashimoto et al., 1991). Similar
behaviour has been shown for thegalactosidase odPseudomonas fluorescens
(Hashimoto et al., 1991). The transglycosylation activity of this enzyme was also
demonstrated. It can produce @al,6-Gala-1,6-Glu when incubated with
melibiose.

a-Galactosidases acting with different substrate specificities on intact polymeric
galactomannans have been isolated from several sources. Those isolated from
plant seeds such aSyamopsistetragonoloba (guar) (Bulpin et al., 1990),
Phaseolus vulgarigFrench bean) (Dhar et al., 1994) aviidna radiata(mung

bean) (Dey, 1984) are very efficient in releasing galactose from polymeric
galactomannan. The enzyme from guar is able to work at low water content and is
also active against polygalactans (Bulpin et al., 1990). The enzyme purified from
T. reeseican act on polymeric galactomannan but it releases higher amounts of
galactose in the presence of mannangsslinger et al., 1993)Aspergillus
tamarii produces an extracellular enzyme, GALIIl, which can act on
galactomannan. However, this fungus also produces two internal mycelial
enzymes, GALI and GALIl, which only hydrolyse galactose-containing
oligosaccharides (Civas et al., 1984a, 1984b). Several enzymes showing different
specific activities have also been isolated frAgpergillus niger(Table 4). Bahl

and Agrawal (1969) isolated am-galactosidase from a commercial enzyme
preparation of\. niger(Rhozyme HP.150, Celite-free). This enzyme splits 37 - 40
% of the total terminati-1,6 galactose of galactomannan from guar and locust
bean gum (LBG). Enzymes with similar properties have been isolated from other
strains ofA. niger (Adya and Elbein, 1977; Kaneko et al., 1991). These enzymes
showed only low activity against melibios@enicillium ochrochloron also
produces an enzyme which is able to cleave galactose from different
galactomannans more readily than from melibiose, raffinose or stachyose (Dey et
al., 1993).

Somea-galactosidases, e. g. that brtierella vinacea(Kaneko et al., 1990),

have no activity against galactomannan. Other enzymes, such as thBafritios
stearothermophilugTalbot and Sygusch, 1990) and two fr&acteroides ovatus
(Gherardini et al., 1985), have limited activity on glucomannan but can release
galactose from oligomers produced by mannanase hydroliZsicillium
purpurogenumalso produces an enzyme releasing galactose from manno-
oligosaccharides of copra galactomannan generated by mannanase. The activity of
the enzyme against the intact polymer was not tested (Park et al., 1991).

A more detailed study of one of tlhe nigera-galactosidases and tMortierella
vinacea enzyme was carried out by Kaneko et al. (1991) using substituted
galactomanno-oligosaccharides of well defined structure. The enzyfenajer
released galactose attached to mannose units at the inner or reducing position in
galactomanno-oligosaccharides containing 2 to 5
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Table 4. Properties of microbial-galactosidases.

Organism M, pl pH? Active orP No/low Remarks Reference
activity on
Bacteria
Streptococcus mutans 82.0 6.1 6.5 PNPG, M, R tetramer, not purified producatlise-Opuku et al., 1991
in E. coli
E. coliMelA 50,6 8.1 PNPG, M dimer Burstein and Kepes, 1971
E. coliRafA 82.0 5.1 7.2 PNPG, M, R tetramer Schmid and Schmitt, 1976;
Bacillus stearothermophilus 80 6.5 Ganter et al., 1988
Bacillus stearothermophilus 82 7.0-7.5 PNPG, M, R, S, GMO GM trimer Talbot and Sygusch, 1990
Corynebacterium muricepticum 50 7.5 PNPG, M tetramer, intracellular, partialNadkarni et al., 1992
purified
Bacteroides ovatus
GALI 85 5.6 5.8-6.4 PNPG, M, R, S, GMO GM trimer, intracellular Gherardini et al., 1985
GALII 80.5 6.9 6.3-6.5 PNPG, M, R, S, GMO GM trimer, intracellular
Pseudomonas fluoresceHs601 86.0 6.3 6.0-7.0 PNPG,M,R,S tetramer Hashimoto et al., 1991
Bifidobacterium logum 5.8 PNPG intracellular, not purified Garro et al., 1994
Fungi
Aspergillus oryzae 64° 4.0 PNPG, R, S Annunziato and Mahoney, 1987
Aspergillus niger 3.8-42 MGP, M, R, S, GM, Bahl and Agrawal, 1969
GM, GGM
Aspergillus niges-16 45 PNPG, GMO, M Kaneko et al., 1991; Adya and Elbein,
1977
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Aspergillus niger 147
Aspergillus niger 82.0 4.8
Aspergillus nidulans 87 6.3
Aspergillus tamarii

GALI 88.0

GALII 77.5

GALII 56.0
Aspergillus ficcum 70.8
Penicillium ochrochloron 60.2

Penicillium janthinellum

Penicilliun purpurogenum 63.0
Humicola sp.

Monascus pilosus 15¢
Trichoderma reesei 50 5.2
Cephalosporium acremonium 24¢ 4.96
237

Saccharomyces serevisiae 30¢F

Candida guilliermondiH-404 64.0 6.16

64.0 6.21

5.0 M, S, R
PNPG
4.0-5.0 PNPG,M,R
ONPG, M, R, S
ONPG, M, R, S
4.8 ONPG, GM, R, S
5.6-6.0 PNPG,M,R,S
4.5 PNPG, M, R, S, GM
4.5 PNPG

4.0 PNPG, M, R, GMO
5.0 PNPG, R

45-5.0 PNPG,M,R,S
4.0 PNPG, M, R, S, GM
5.0-6.0 PNPG, M,R
PNPG, M, R, S

4.5 PNPG, M, R, S
4.5 PNPG, M, R, S

GM
GM

dimer, 78 and 69 kDa

tetramer, intracellular

trimer, intracellular,
trimer, intracellular
extracellular

not purified
intracellular

oligomeric

tetramer
tetramer

Somiari and Balogh, 1995
den Herder et al., 1992

Rios et al., 1993

Civas et al., 1984a

Civas et al., 1984b

Zapater et al., 1990

Dey et al., 1993
Elshafei et al., 1993

Park, et al., 1991

Kotwal et al., 1995

Wong et al., 1986

Zeilinger et al., 1993
Zaprometova and Ulezlo, 1988

Lazo et al., 1977
Hashimoto et al., 1993

& pH optimum

® PNPG, p-nitrophenyl-galactopyranoside; ONPG, o-nitrophenyl-galacopyranoside; M, melibiose; R, raffinose; S, stachyoseja@6gjcgaannan; GM, galactomannan; GMO,

galactomannan oligosaccharides.

¢ Determined by gel filtration. Other values were determined by SDS-PAGE.
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units, but did not release terminal galactose attached to mannose at the non-
reducing end. On the other hand tMortierella vinacea a-galactosidase,
previously shown to be inactive towards polymeric galactomannan, liberated
terminal galactose from melibiose and galactose attached to mannose units at the
non-reducing end of the galactomanno-oligosaccharides, but did not cleave
galactose attached to mannose at internal or reducing-end positions in
galactomanno-oligosaccharides (Kaneko et al., 1991).

1.4 MOLECULAR BIOLOGY OF SIDE-CHAIN CLEAVING
HEMICELLULASES

The number of cloned genes encoding acetyl xylan esterases (Table 5), arabinose-
releasing enzymes (Table 6) amdgalactosidases (Table 7) has increased
significantly during the 1990s. On the other hand, before this work no genes
encodinga-glucuronidase activity had been reported from any organism.

The increasing number of known amino acid sequences has allowed their analysis
and comparison in order to obtain structural and/or functional information. Most
analyses of protein sequences are carried out effectively with classical (1D)
alignment methods, which are based on the maximisation of alignment scores with
various comparison matrices. However, these methods are not reliable when the
level of amino acid conservation is low. Furthermore, they may introduce
deletions or insertions in the secondary structure elements which are usually well
conserved during evolution.

A method of comparing protein sequences, Hydrophobic Cluster Analysis (HCA),
has been developed which can reduce some of the limitations mentioned above
(Gaboriaud et al., 1987; Lemesle-Varloot et al., 1990). HCA is not primarily based
on the maximisation of similarity score, but rather on the detection and
comparison of clusters of hydrophobic residues which are presumed to coincide
with the structural segments constituting the hydrophobic core of globular
proteins. The method represents the amino acid sequences to be compared as two-
dimensional helical plots which are based on the assumption that the whole
proteins would be imx-helical conformation. Clusters of hydrophobic residues
with similar shapes, sizes, and relative positions are then localised in the plots and
compared between the sequences. These two dimensional plots allow indistinct
information to become visible more readily than with other 1D methods. This
feature makes the HCA method particularly sensitive and efficient for the
comparison of proteins displaying sequence identity lower than 15 %. HCA is also
very effective in detecting homologous domains which are separated by variable
segments of widely differing sizes (Henrissat et al., 1988). It can also allow
accurate secondary structure predictions for numepessands andx-helices
present in globular proteins (Gaboriaud et al., 1987). However, HCA does have
certain limitations. It is mainly visual and cannot be used directly to scan large
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databases. Furthermore, the comparison of HCA plots relies partly on the
experience and training of the user, being largely subjective (Lemesle-Varloot et
al., 1990).

On the basis of the amino acid sequence similarities detected with the HCA
method, used alone or in combination with classical (1D) methods, a number of
glycosyl hydrolase protein sequences have been classified into different families
(Henrissat, 1991; Henrissat and Bairoch, 1993). The growing number of glycosyl
hydrolase genes that are being sequenced and the systematic comparison of the
predicted primary protein sequences have allowed their grouping hitherto into 58
families (Henrissat and Bairoch, 1996). This classification of glycosyl hydrolases
is intended to better reflect the structural features of these enzymes. It is
complementary to the IUB classification, which is based primarily on substrate
specificity but does not necessarily give structural information about the enzymes.

The classification of glycosyl hydrolases on the basis of their amino acid
similarities has reflected evolutionary relatedness of the enzymes and has revealed
evolutionary events such as divergent and convergent evolution, as evidenced for
example by families that contain enzymes with several EC classifications and
enzymes with similar substrate specificities but belonging to non-related families,
respectively. The similarity between the members of one family most probably
indicates the same folding characteristics, which can then enable homology
modelling when the three-dimensional structure of one member is known.

1.4.1 Acetyl Xylan Esterases

The first gene encoding an acetyl xylan esterase activity was isolated from the
thermophilic bacteriunCaldocellum saccharolyticur(Lithi et al., 1990a). The
gene was identified in a recombinantbacteriophage containing five different
ORFs which coded for xylanase afekylosidase activities detectable i coli

When expressed at a moderated level, the enzyme could be produced in soluble
active form inE. coli and further characterized (Luthi et al., 1990b). Analysis of
the crude preparations showed that the enzyme was most active at 70, btb

also very stable for 64 hours at 8C. It was determined that the enzyme
preparation, free of xylanase activity, released acetic acid from acetylated xylan
(Luthi et al., 1990b). No further purification or characterization of the enzyme
have been reported.

An acetyl xylan esterase geneRgeudomonas flourescessbs.cellulosa(xylD)

has also been cloned and its corresponding protein analysed (Ferreira et al., 1993).
The gene codes for a modular enzyme with a non-catalytic cellulose-binding
domain (CBD) of bacterial type, separated from the catalytic domain by a serine-
rich sequence. The gene was found when a genomic library of the microorganism
was screened for new genes encoding hydrolases with a CBD specific probe. This
region has been found in two
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Table 5. Acetyl xylan esterase genes and the deduced proteins.

Organism gene ORF  Signaf Mature M, Remarks References

(nt) Sequence protein

(aa) (aa)

Caldocellum saccharolyticum xylC 798 266 30.6 Lithi et al., 1990a
Pseudomonas fluorescerssibs  xylD 1752 36 548 60.6 CBD Ferreira et al., 1993
Cellulosa
Streptomyces lividans axeA 1002 41 293 30.1 CBD Shareck et al., 1995
Aspergillus aculeatus 1020 27 293 Christgau et al., 1995b
Aspergillus niger axe 918 27 279 de Graaff et al., 1992

“nt, nucleotide number
aa, amino acid number
“Molecular mass estimated from the amino acid sequence of the mature protein
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endoglucanases, two endoxylanases, a dextrinase and an arabinofurano$idase of
fluorescenssubs.cellulosa(Hazlewood and Gilbert, 1992). The CBD is found at
the N-terminus, similarly to that in the xylanasgIB) and arabinofuranosidase
(xylC) of P. fluorescens (Ferreira et al., 1993). The esterase produced
intracellularly inE. coli was able to bind onto cellulose, but not onto xylan. A
truncated enzyme lacking the CBD retained the capacity to hydrolyse ester linkages,
but did not bind cellulose. The complete recombinant enzyme was able to liberate
acetic acid from chemically acetylated polymeric xylan, but only in the presence of
xylanases. Together with xylanase, it was also able to liberate ferulic acid from plant
structural polysaccharides (Ferreira et al., 1993).

The acetyl xylan esterase geneStrieptomyces lividan@xeA was identified in a
chromosomal region downstream from a previously isolated xylanasexgeBe (
(Shareck et al., 1995). The work was carried out after detection ocabtegyl xylan
esterase activity in the culture filtrate 8f lividanslAF42 harbouring a plasmid
containing both esterase and xylanase genes. This indicated that the acetyl xylan
esterase was at least active against small acetylated xylo-oligosaccharides. The
enzyme was not purified or characterized further. The enzyme encode.Ahy

also consists of a catalytic and a substrate binding domain separated by a glycine-
rich linker. The N-terminal catalytic domain has no amino acid similarity with the
acetyl xylan esterases 6f saccharolyticunor P. flourescensubs.cellulosa. It

shows some similarity with two enzymes involved in the liberation of acetic acid:

a cytoplasmic rhizobial NodB protein and the chitin deacetylase (Cda) of the
fungusMucor rouxii(Shareck et al., 1995). NodB is involved in root nodulation in
plants and diacetylates the non-reducing N-acetylglucosamine residues. Cda is
involved in the synthesis of chitosan and hydrolyses the N-acetamino group of
chitotetraose or large homopolymers. The C-terminus.ofividans AXEA is

highly similar to the C-terminus ofS. lividans xylanase B (XInB) and
Thermomonospora fuscglanase A (TFXA). The region ih. fuscawas reported to
represent a xylan binding domain sharing similarities with cellulose-binding
domains (Irwin et al., 1994).

A gene of fungal origin encoding an acetyl xylan esterase was isolatedAfrom
niger (de Graaff et al., 1992). This gene corresponded to the previously purified
enzyme ofA. niger (Kormelink et al, 1993; Table 2). A plasmid containing the
complete chromosomal gene was transformed into another stiaimigferand the
overexpressed acetyl esterase was tested against acetylated xylan. The acetyl xylan
esterase OfA. aculeatusand its corresponding gene were recently isolated
(Christgau et al., 1995a). The gene was isolated fromNAcexpression library

using PCR fragments as probes, generated with oligonucleotides designed on the
basis of the amino acid sequence of the purified protein. The gene was
overexpressed iA. nigerandA. oryzae(Christgau et al., 1995a). No similarities

with other protein sequences were reported for the deduced protein.
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1.4.2 a-Arabinosidases

The Pseudomonas fluorescersibsp. cellulosa a-L-arabinofuranosidase gene
(xynQ was isolated from a chromosomal gene library establisheB. iooli
(Kellett et al., 1990). The same plasmid contained both a xylargd& gene and

the gene encoding treeL-arabinofuranosidase, as determined by activity assays.
The E. coliproduced enzyme did not degrade PNPA. TBhe-arabinosidase
contains a non-catalytic CBD situated at the N-terminus immediately after a signal
sequence, similar to those found in several other hydrolas&seafdomonas
fluorescensubspcellulosa(Kellett et al., 1990; Ferreira et al., 1993; Hazlewood
and Gilbert, 1992). The truncated enzyme lacking the CBD was expresBed in
coli. This enzyme had lost the capacity to bind cellulose, but its activity was not
affected.

Similarly, two a-L-arabinofuranosidaseaffA and arfB) genes ofClostridium
stercorariumhave been isolated from a genomic cosmid library by detectian of
L-arabinosidase activity irE. coli (Schwarz et al.,, 1990). The same DNA
fragment contained a xylanase and tfexylosidase genes, and two genes
encoding enzymes termed celloxylanases on the basis of their activity towards
both xylan and3-D-cellobiosides. The-L-arabinofuranosidase encoded d&ayA

and expressed i8. coliwas active against both the synthetic substrates PNPA and
PNPX, particularly against the former. The enzyme encoded bwrtBegene
exhibited higher specificity for PNPA, with little activity against other
arylglycosides (Schwarz et al., 1990). No further characterization of the genes or
the corresponding proteins has been reported.

The a-L-arabinofuranosidase gene Biityrivibrio fibrisolvenswas also cloned by
screening a genomic bank constructedEincoli for a-L-arabinofuranosidase
activity (Utt et al., 1991). A single genryIB, was found flanked by other two
incomplete ORFs. The three genes are probably part of a single operon. The
deduced amino acid sequence of XYLB did not exhibit similarity with other
xylan-degrading enzymes or glycosidases, but a conserved region was identified at
the carboxyl end of the protein which was similar to the starch binding domain of
Aspergillus nigemglucoamylaseSimilar to the enzymes &. stercorariumtheE.

coli produced XYLB showed botB-D-xylosidase andx-L-arabinofuranosidase
activities against PNPX and PNPA, respectively. The specific arabinosidase
activity was found to be approximately 1.6-fold higher than that of xylosidase (Utt
et al.,, 1991). The chromosomatL-arabinofuranosidase gene Btreptomyces
lividans 66 @bfA) was cloned by functional complementation of &nlividans
mutant strain which did not express either xylanase, cellulasen-br
arabinofuranosidase activities (Manin et al., 1994). The protein sequence of
ABFA did not show any similarity with the previously reportexiL-
arabinofuranosidases frofseudomonas fluorescerikellett et al., 1990) and
Butyrivibrio fibrisolvens(Utt et al., 1991). The produced enzyme was localized in
the cytoplasmic fraction. The authors correlated this with the fact that the enzyme
exhibited limited activity against arabinoxylan, but
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Table 6. L-Arabinose-releasing enzyme genes and their deduced proteins.

Organism gene ORF Signal Mature M, Family” Remarks References
(nt)* Sequence protein
(aaf (aa)

Pseudomonas  fluorescenxynC 1713 37 534 590 nc® CBD Kellett et al., 1990

subs cellulosa

Clostridium stercorarium arfA 49.0 nc Schwarz et al., 1990
arfB 30.0 nc

Butyrivibrio fibrisolvens xylB 1551 517 57.0 43 Utt et al., 1991

Streptomyces lividans 66 #bf 1986 662 73.0 51 Manin et al., 1994

Aspergillus niger abfA 1884 25 603 65.4 51 7 introns, 10 CHO Flipphi et al., 1993a
abfB 1500 18 481 50.7 nc eHO Flipphi et al., 1993c
abnA 963 19 302 32.5 43 3 introns,AHO Flipphi et al., 1993b

4 nt, nucleotide number
b aa, amino acid number

“Molecular mass determined by SDS-PAGE offheoli produced protein. Others were estimated from the amino acid sequences of the mature
proteins.

4 Family number in the general classification of glycosyl hydrolases
®nc, not classified

" CHO, number of potenti®-glycocylation sites

33



hydrolysed efficiently short chain arabino-oligoxylosides (Manin et al., 1994).

Genes of fungal origin encoding enzymes hydrolysing L-arabinose linkages have
only been isolated frorA. niger.Three genes, encodingL-arabinofuranosidase

A (abfA), a-L-arabinofuranosidase BalpfB) and endo-1,%L-arabinase gbnA),

were isolated which encoded the previously purified enzymes (Rombouts et al.,
1988; van der Veen et al., 1991; Table 3). @GiHe-arabinofuranosidase AabfA)
(Flipphi et al., 1993a) and the endo-tii-arabinase gdbnA (Flipphi et al.,
1993b) genes were isolated fronA @&xpression library. Both cDNA geneshfA

and abnA were identified with antibodies prepared from the previously purified
o-L-arabinofuranosidase A and endo-iif-arabinase, respectively (van der
Veen et al.,, 1991). The chromosonaddfA and abnA genes were also isolated
from a genomicA bacteriphage library. The genaab{B encoding a-L-
arabinofuranosidase B was isolated from the genantigrary using PCR probes
amplified with oligonucleotides designed from peptide sequences of the
previously purified enzyme (Flipphi et al., 1993c; van der Veen et al., 1991).
Analysis of nucleotide sequences upstream from the coding region indicated the
presence of necessary sequences to direct the expression of the three genes
(Flipphi et al., 1993a; Flipphi et al., 1993b; Flipphi et al., 1994). The functionality
of abfA abfB andabnAgenes was established by overexpression in straiAs of
niger andA. nidulans(Flipphi et al., 1993a; Flipphi et al., 1993b; Flipphi et al.,
1993c).

The authors reported that the deduced amino acid sequences Af thger
ABFA, ABFB and ABNA showed no similarities between each other or with any
of the reporteda-L-arabinosidases of bacterial origin. Only short amino acid
sequences of ABFA were shown to have similarity with pullulanases of family 13
of the glycosyl hydrolases, which contain omlyamylase-like hydrolyses and
transferases (Flipphi et al., 1994). However, in the updated list of the general
classification of glycosyl hydrolases (Henrissat and Bairoch, 1993\ .tiéger
endo-1,5a-L-arabinase (ABN A) and thea-L-arabinofuranosidase ofB.
fibrisolvens (XYLB) appear grouped into family 43 together with several
xylanases. On the other hand, #thenigera-L-arabinofuranosidases A (ABF A)
and theS. lividanso-L-arabinofuranosidase (ABFA) appear in the new family 51.
The A. niger a-L-arabinofuranosidase B (ABFB), and also those fr@n
stercorarium(ARFA and ARFB) andP. fluorescenshave not been yet classified.

1.4.3 a-Galactosidases

Genes encodingu-galactosidases have been isolated from several sources
including human, bacteria, plant seeds, yeasts and filamentous fungi. One of the
first cloned and characterizedi-galactosidase genes was thdEL1 of
Saccharomyces cerevisidkiljestrom, 1985; Summer-Smith et al., 1985). The
MEL1 gene is part of th6&AL regulon of yeast which confers the capability to
utilize galactose and melibiose. TMEL1 gene was isolated from a genomic
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library of S. cerevisiagby complementation in aell-18S. cerevisiaestrain
(Liljestrom, 1985). Strains of. cerevisiaecan have from one to seven loci
containingMEL1 genes (Turakainen et al., 1993) and these have been described as
a MEL family. MEL genes have also been isolated from other yeasts such as
Zygosaccharomyces cidandS. carlsbergensi8lICYC393, and these show more
than 70 % similarity wihh th&. cerevisiadMEL gene (Turakainen et al., 1991,
1994a, b). TheMEL1 gene has been integrated into commercial baker’'s yeast
strains in order to construct strains capable of complete utilization of the raffinose
present in beet molasses. ThEL1 gene was also used as a marker to select
transformants (Suominen, 1988).

Two non-relatedi-galactosidases geneselAandrafA, have been cloned frof.

coli. The melAis part of an operon also containing tmelB gene encoding a
melibiose permease (Schmid and Schmitt, 1976). The complete locus was cloned
by selecting for growth of a mutaid. coli strain (melA§ on melibiose. The
structuralrafA gene was identified as part of the plasmid-baafeoperon which
enable<. colito utilize raffinose. The operon includes two other structural genes,
rafB and rafD, encoding a raffinose permease and a sucrose hydrolase,
respectively. It was suggested that tlaé operon has a modular construction,
having picked up the two genes from different sources (Aslanidis et al., 1989). No
evident similarities were observed between the protein sequence of RafA and that
ff the chromosomally encodedgalactosidase MelA (Aslanidis et al., 1989).

The Streptococcus mutarns-galactosidase genaga, has been cloned from a
genomicA library. The clones producirargalactosidase were identified on media
containing raffinose which, once hydrolysed, allowed growthEofcoli cells
surrounding the plaques (Aduse-Opoku et al., 1991). Hygagene was found to

be linked to sucrose phosphorylagéfA) and dextran glucosidase geridexB.

The chromosomalaga gene was expressed iB. coli and the produced
intracellular enzyme was characterized (Section 1.3.4; Table 4). Inactivation of the
gene inS. mutanseliminated thea-galactosidase activity of the strain and its
capacity to ferment melibiose and raffinose. The capacity of the strain to ferment
other sugars was not affected (Aduse-Opoku, et al., 1991). The protein sequence
of AGA has some similarity with that of RafA &. coli, but not with that of

MelA. On the basis of its similarities with thé&. mutans and B.
stearothermophilugnzymes and its divergence from the chromosomal MelA of

E. coli, it was suggested that tBe coli RafA might have originated from a Gram-
positive organism. The humangalactosidase A is a lysosomal hydrolase that
cleaves terminabi-galactosyl residues from glycophingolipids and glycopeptides
(Bishop and Desnick, 1981). It is expressed in all cells of normal individuals. The
deficient activity of this enzyme causes Fabry's disease, which is an X-
chromosomally linked recessive disorder leading to lysosomal accumulation of
globotrioasylceramide, galabioasylceramide and blood group B substance.
Progressive deposition of these substrates in lysosomes of vascular endothelial
and smooth muscle cells provokes occlusive disease of the heart, kidneys and
brain, leading to premature death
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Table 7.a-Galactosidase genes and the deduced proteins.

Organism gene ORF Signal Mature M,”  Family’ Remarks References
(nt)* Sequence protein
(aa (aa)
Saccharomyces cerevisiae MEL11413 18 453 52.0 27 no introns, 8 CHO Liljestrom, 1985; Summer-Smith et
al., 1985

E. coli melA 1353 451 50.6 4 Liljestrom and Liljestrom, 1987

rafA 2124 708 81.1 36 Aslanidis et al., 1989
Streptococcus mutans aga 2160 720 82.0 36 Aduse-Opoku, et al., 1991
Human GALA 1287 31 398 45.3 27 6 introns, 4 CHO Bishop et al., 1988
Cyamopsis tetragonaloba 1233 a7 364 27 Overbeeke et al., 1989
Coffea arabica 1134 15 363 42.0 27 1 CHO Zhu and Goldstein, 1994
Aspergillus niger aglA 1635 23o0r3l 514 60.0 27 no introns, 7 CHO den Herder et al., 1992
Mortierella vinacea 1251 20 397 44.3 27 2 CHO Shibuya et al., 1995

“nt, nucleotide number
aa, amino acid number

¢ Molecular mass determined by SDS-PAGE of Ehecoli produced protein. Other molecular mass were estimated from the amino acid

sequences of the mature proteins.

4 Family number in the general classification of glycosyl hydrolases

® CHO, number of potentiél-glycocylation sites
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of affected males. The-galactosidase A gene was first isolated from a liver
specific cDNA expression library by using oligonucleotides synthesized on the
basis of a sequence derived from the purified enzyme (Calhoun et al., 1985). The
a-galactosidase genes of many Fabry’s disease patients have been isolated in order
to identify mutations. A variety of single amino acid substitutions have been found
mainly in the exons 1, 2 and 7 which can partially or completely inactivate the
enzyme (Koide et al., 1990; Ishii et al., 1992; Eng et al., 1993; Ishii et al., 1994;
Ishii et al., 1995). Small deletions and gene rearrangements have also been found
(Eng et al., 1993; Bernstein et al.,, 1989). There is considerable interest in the
structure of the humam-galactosidase. It has been crystallized and preliminary X-
ray data is available (Murali et al., 1994), but the structure has not yet been
reported. Due to its potential utilization in enzyme therapyptgalactosidase A

has been expressed in the baculovirus system at a level of 5.6 mg/l and exhibited
similar enzyme characteristics to those of the natural enzyme (Coppola et al.,
1994).

Thea-galactosidase gene of the pl&yamopsis tetragonalob@uar) was cloned

from a cDNA bank constructed with mRNA isolated from aleurone cells of
germinated seeds by screening with oligonucleotides as probes, designed on the
basis of a sequence derived from the purified enzyme (Overbeeke et al., 1989).
Previous studies had shown that thgalactosidase gene is expressed along with

a 3-mannanase gene in the aleurone cells during seed germination. The enzymes
are released into the endosperm, where they degrade storage polysaccharides
(Hughes et al., 1988). The deduced protein sequence of ther-gadactosidase
showed a considerable degree of similarity with the enzym8s coérevisiaand
human. As previously mentioned in Section 1.2.4, the gugalactosidase has
efficient hydrolytic properties and there is considerable interest in producing the
enzyme in large scale for various applications, e. g. for modification of
galactomannans. The mature enzyme has been overexpre&esubtilisunder

the control of the&sPO2promoter using the signal sequence ofakemylase oB.
amyloliquefaciens(Overbeeke et al., 1990). TH#. subtilissecreted enzyme
(activity levels up to 1,700 Ulliter) was active towards PNPA and galactomannan
(guar gum), showing hydrolytic properties similar to those of the glycosylated
natural enzyme. It was suggested that glycosylation has no essential function for
the activity of the enzyme. The enzyme has also been expressed in the
methylotrophic yeastHansenula polymorphander the control of the strong and
methanol inducibldOX promoter and irs. cerevisia@inder theGAL7 promoter.

The highest production levels obtained withpolymorphaandS. cerevisiasvere

42.0 and 22.4 mg/g of dry weight, respectively, using chemostat cultivations
(Giuseppin et al., 1993).

Thea-galactosidase gene @bffea arabica/coffee bean) was also isolated from a
cDNA library, prepared with mRNA from dried green coffee beans, and probed
with oligonucleotides designed on the basis of a sequence derived from the
purified enzyme (Zhu and Goldstein, 1994). The deduced protein sequence of the
mature enzyme shared more than 80 % identity with the enzyme from guar.
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Although the enzymes are very similar, they have significant differences in
substrate specificity. The guargalactosidase preferably cleaves galactose which

is a-1,6-linked to oligosaccharides (Giuseppin et al., 1993), whereas the coffee
bean enzyme is more active onl,3 anda-1,4 linkages (Zhu and Goldstein,
1994). The main reason for interest in the coffee bean enzyme is its capability to
cleave efficientlya-1,3-linked galactose residues from the cell surface of group B
red cells (see Section 1.4). The enzyme was overexpressed in the baculovirus
system in enzymatically active form (Zhu and Goldstein, 1994).

The aglA gene ofAspergillus nigerwas isolated from a genomic library using
oligonucleotides designed from the N-terminal sequence of a purified 82kDa
galactosidase (den Herder et al., 1992). Highest similarity for the deduced protein
sequence of AGLA was reported with the goagalactosidase (37 %). At the C-
terminus of the enzyme a region preceded by a sequence rich in Ser and Thr was
found, similar to those separating the catalytic domain and the CBDs of the
cellulases of e. gT. reesei It was suggested that AGLA may have a similar
domain structure to that of the cellulases, including a substrate binding domain
which could be involved in binding of the enzyme to galactomannan. However, no
data supporting this assumption was presented (den Herder et al., 1992). Deletion
of the aglA gene inA. niger did not affect the totabi-galactosidase activity
produced by the fungus. The gene was also overexpresgediger under the
control of the glucoamylase promoteglgA), but the a-galactosidase activity
produced by the fungus increased only moderately. The authors concluded that
agaA encodes an enzyme which represents a minor activity. The presence of at
least three mora-galactosidases was detected (den Herder et al., 1992).

The a-galactosidase gene of the fundusrtierella vinaceawas recently cloned
from a cDNA bank by screening with a PCR probe amplified from the DNA of the
fungus using oligonuclotides designed from sequenced peptides of the purified
enzyme (Shibuya et al., 1995). The deduced protein showed similarity with the
enzymes ofS. serevisiaeCyamopsis tetragonaloband human, with amino acid
identities of 47, 43 and 34 %, respectively.

In the general classification of glycosyl hydrolasesdtgalactosidases have been
grouped into three well conserved families (Henrissat, 1991; Henrissat and
Bairoch, 1993). The MelA oE. coli and a fragment of tha-galactosidase of
Salmonella typhimuriunfP30877) have been grouped into family 4, and the RafA

of E. coliand theStreptococcus mutarenzyme into family 36. All the eukaryotic
o-galactosidases have been grouped into family 27. In recent reports a distant
relatedness between the protein sequences of families 27 and 36 was indicated
(Dagnall et al., 1995; Henrissat and Romeu, 1995). It was suggested that these two
families could comprise subclusters of a single superfamily which could have
evolved from a common ancestor.
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1.5 POTENTIAL APPLICATIONS OF SIDE-CHAIN CLEAVING
HEMICELLULASES

Potential applications for hemicellulases could be found in industries in which
hemicelluloses are the basic component of feedstocks, such as in the food, feed,
and pulp and paper industries. In these industries total or partial enzymatic
degradation and modification of hemicelluloses could improve existing processes
or generate new products.

Agricultural, forestry and municipal solid waste residues represent a significant
source of renewable resources, the disposal of which currently causes
environmental problems. Exploitation of these low cost materials for
bioconvertion processes will require maximal utilization of the various polymeric
sugars including hemicelluloses. The presence of side-chain groups in
hemicelluloses such as xylans and mannans can hamper the action of other
depolymerizing enzymes (see Section 1.2). Thus, side-chain cleaving enzymes
acting synergistically with depolymerizing enzymes would be essential for
efficient degradation of hemicelluloses containing residues to obtain high yields of
monosaccharide sugars.

Side-chain cleaving enzymes could be useful in the pulp and paper industry. They
may have a role in assisting the action of xylanase and mannanases in the
bleaching of Kraft pulps. Such a positive effect has been described for an
arabinosidase @&. nigerand a for the-glucuronidase of . reeseicting together

with xylanase (Kantelinen, 1992). New processes for pulping are being studied in
order to decrease the use of polluting chemicals. Enzymes hydrolysing side-chain
groups from xylan and mannan could be especially beneficial, for example in
mechanical pulping processes. The enzymes could be utilised in the partial
degradation of the hemicellulose fractions containing side groups such as acetic
and uronic acids, arabinose and galactose, which are completely or partially
removed and modified in acid sulphite and alkaline sulphate processes, but not in
mechanical pulping. On the other hand, the major polysaccharides dissolved in the
thermomechanical pulping (TMP) of Norway spruégcéa abiey are O-acetyl-
galactoglucomannans. Their dissolution represents a significant yield loss and
effluent load. It has been reported that treatment of TMP suspensions with an
acetyl esterase ofA. oryzae resulted in an increase of TMP vyield by
adsorption/deposition of the deacetylated galactoglucomannans onto the pulp
fibores (Thornton et al., 1994). Hydrolysis of TMP suspensions with
galactosidase might reduce further the solubility of galactoglucomannans,
increasing their adsorption/deposition onto the pulp fibres.

The digestibility of animal feeds based on hemicellulosic materials has been
reported to be enhanced by xylanase treatment (van Paridon et al.,, 1992).
However, the presence of acetic acid, phenolic groups (Borneman et al., 1986) and
arabinose (Brice and Morrison, 1982; Greve et al., 1984) as side groups restricts
the utilization of hemicellulosic materials by ruminants. The use of enzymatic
removal of these side groups together with xylanase could further improve
digestibility of the feed.
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In the food industry, hemicellulases used along with pectinases and cellulases
might improve the extraction of juices during maceration of fruit and vegetable
materials and also increase the rheological properties of these extracts. Juice
concentrates derived from apple pulp treated with technical pectinase preparations
can develop haze formation, generating a quality defect in the juice which is
normally consumed as a clear product. The quality of fruit juices can be improved
with the use of arabinases hydrolysing the arabinans and arabinogalactans which
have been identified as the haze-forming materials in the product (Voragen et al.,
1987).

Hemicellulases can be used for enzymatic modification of the properties of plant
polysaccharides. The properties of guar gum and LBG as promoters of gelling
have found extensive applications in the paper, food, cosmetics, pharmaceutical,
explosive and mining industries. Guar gum is more available and significantly
cheaper that LBG, but is a less effective gel promoter because of its higher
galactose content. It has been reported that modification of guar galactomannan by
enzymatic removal of the galactose yielded a polysaccharide with a galactose
content comparable to that of LBG (Dey et al., 1993). Similadgrabinosidases

and acetyl xylan esterases could be used to control the degree of substitution and
hence the water-binding capacity of acetyl arabinoxylans, which also form viscous
solutions and gels. Soluble dietary fibre such as xylans are beneficial to humans
and reduction of their water-binding capacity is desirable in order

to increase diffusion of nutrients, improving the nutritional value of the food.

Soybean is an important source of protein for animal feed and human nutrition.
The major limitation in the use of soya meal or soya milk is their high content of
raffinose, stachyose and to a lesser extent verbasezg3al{l,6a-Gal-1,6a-Gal-
1,6-0-Glc-1,28-Fru ), which can hinder digestion in humans due to the lack of
galactosidase in the intestinal tract. Hydrolysis of these oligosaccharides in soya-
based products using-galactosidase could alleviate gastric distress caused by
bacterial fermentation of carbohydrates in the large intestine (Cristofaro et al.,
1974). This could also increase the use of soy meal in several other products.

In the beet-sugar industry, the presence of raffinose in beet sugar syrups inhibits
sucrose crystallisation, causing economic losses by reduction of the sugar yield.
Hydrolysis of raffinose usingx-galactosidases can improve the quality and
efficiency of the process of sugar crystallisation. Processes including the
enzymatic hydrolysis of raffinose have been developed, for example-the
galactosidase oM. vinaceahas been immobilizeth situ in order to remove
raffinose during sugar refining (Shimzu and Kaga, 1972).

In the medical field ther-galactosidases also have considerable potentialoThe
galactosidase from coffee bean is capable of removing termiiaB-linked
galactose residues, responsible for blood group B specificity, from the surface of
erythrocytes. Enzymatic treatment can convert these cells to the serological group
O, with potential use in transfusion therapy (Zhu and Goldstein, 1994). The
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humana-galactosidase A has also been overexpressed in the baculovirus system,
with the intention of replacing the defective enzyme with the normal protein in
Fabry’s disease patients (Coppola et al., 1994).

Applications for hemicellulases can be also found in the field of synthetic
chemistry. The transglycosylation activity of hemicellulases hydrolysing
glycosidic bonds could lead to the synthesis of new biologically active
oligosaccharides, which could improve health when used as food additives. For
example, galacto-oligosaccharides, which promote growth of bifidobacteria in the
human intestine, can be produced by the transglycosylating actioa- of
galactosidases (Hashimoto et al., 1991). Partial deacylation of sugars can be a
valuable method for obtaining specifically protected intermediates in the synthesis
of novel carbohydrates (Colquhoun et al., 1990; Haines et al., 1990). Production
of partially acetylated sugars with conventional chemical methods can be difficult
because of the abundance of multiple hydroxyl groups with similar reactivities. The
use of enzymes for regioselective deacylation of sugar esters has attracted
considerable interest and a number of lipases, proteases and esterases have been
tested (Borneman et al., 1992).

Hemicellulases can be used as important tools in modern carbohydrate chemistry.
Information concerning the structure of polysaccharides bound to glycoproteins as
well as the structure and interconnections of cell wall polysaccharides can be
deduced from analysis of the mono- and oligosaccharides produced by purified
polysaccharide-degrading enzymes. Classical acidic or basic extraction procedures
result in the simultaneous cleavage of a number of different types of bonds present
in plant cell walls (Aspinall, 1980). These chemical procedures are less specific
and might result in the removal of side groups, giving modified oligosaccharides
which are not representative of the natural polysaccharides. Highly purified
hemicellulases can split specific glycosidic or other linkages of the complex
polymers present in the cell wall to a limted set of unmodified
and identifiable oligosaccharides (Matheson and McCleary, 1985).
Characterization of these oligomers will allow conclusive data about the structure
of the polymers and also the pattern of action of the enzymes. This knowledge
could then be used in more effective applications of both the polymers and the
enzymes.

1.6 AIMS OF THIS STUDY

T. reeseiproduces high levels of extracellular enzymes which hydrolyse plant
polysaccharides and it is an important industrial organism. The cellulolytic and
xylanolytic system ofl. reesehas been extensively studied. Many of its enzymes
acting on polysaccharide backbones, such as several endoglucanases and
cellobiohydrolases as well as two xylanases and a mannanase, have been
characterised at the molecular level. A gene encodifieglucosidase has also

been cloned. Recently, more attention has been paid to the side group releasing
enzymes ofT. reeseiand some of them have been purified and characterized.
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However, no knowledge of these enzymes is available at the molecular level. The
aim of this work was to isolate and characterize genes encoding side-chain
cleaving hemicellulases @f. reeseiusing different cloning methods. The specific
aims of the study were:

— cloning and characterization of genes encodingaagiucuronidase and an
acetyl xylan esterase previously purified frdnreesei

— cloning and characterization of genes encodirgrabinofuranosidase ard
galactosidase activities by expression in yeast

— study of the possibility of using the ye&stcerevisiaas a host for expression
cloning

— comparison of the derived protein sequences with other enzymes in order to
search for functional important regions and to classify the enzymes

— preliminary characterization of the properties and substrate specificities of the
yeast produced. reeseienzymes by studying their-arabinofuranosidase and
a-galactosidase activities
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2 RESULTS AND DISCUSSION

2.1 CLONING OF HEMICELLULASE GENES FROM A PHAGE
cDNA EXPRESSION LIBRARY

Previously, aA phage cDNA expression library @t reeseiRutC-30 had been
prepared to isolate frmannanase gene (Stalbrand et al., 1995). The mRNA used
to construct the library was isolated from mycelium of the fungus grown on a
medium containing Solka flock cellulose, spent grain, galactomannan,
acetylglucuronoxylan and arabinoxylan (Stalbrand et al., 1995). It was expected
that the fungus cultivated on this complex mixture of plant polysaccharides would
produce all possible hydrolases, and this previously constructed expression library
was used in isolation of theeglucuronidase and acetyl xylan esterase genés of
reesei

2.1.1 Isolation of theglrl gene

The majora-glucuronidase of. reeseRutC-30 had previously been purified and
characterized (Siika-aho et al., 1994). The purified enzyme was used to prepare
polyclonal antibodies (see Materials and Methods/Il). Five clones were identified
by screening the\ phage cDNA expression library with awotiglucuronidase
antibodies (Table 8). Theclones were excisad vivo into phagemid pBluescript

SK(-) forms. The five clones contained cDNA fragments corresponding to the
same gene as determined by partial sequencing. The deduced protein sequence of
the largest clone contained the N-terminal sequence determined from the purified
protein (I) and three amino acids which could be part of the signal sequence,
indicating that the clone was not complete. In order to find a full length gene, a 5
end EcoRI/Xbal fragment of approximately 260 bp was used as probe to screen a
larger cDNA library constructed in a yeast shuttle vector pAJAQ1 $everal

new clones were partially sequenced and were found to code for the same gene. A
single ORF coding for a typical eukaryotic signal peptide sequence (von Heijne,
1986) of 19 amino acids was identified preceding the N-terminus of the purified
a-glucuronidase. The gene was nangdd (Table 8). The nucleotide and the
deduced amino acid sequences are presented in I/Fig. 1. The mature protein had a
length of 828 amino acids and a calculated molecular mass of 91.39 kDa. This
value was in good agreement with the apparent molecular mass of the purified
enzyme, which is 91 kDa when estimated by SDS-PAGE (Siika-aho et al., 1994).
This would indicate that the enzyme is not substantially glycosylated although it
contains eight potential N-glycosylation sites (Table 8; I).

Theglrl gene is the firsti-glucuronidase gene hitherto isolated and characterised.

In order to examine the possible relation ship of the enzyme encodgd. bbyith

other protein sequences, similarity searches were performed in all the data banks
available using different search programs (1).
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Table 8. T. reesei hemicellulase genes isolated in this work and the deduced protein sequences.

Enzyme Gene Frequerfty ORF Signal Mature CHO" M?® Similarity Remarks Reference
(nt)° sequence protein
(aaf (aa)
a-Glucuronidase girl 1/1.0x10 2541 19 828 8 91.39 none I
Acetyl xylan esterase axel 1/1.0x16 906 20 271 1 27.5 Fungal 11 aa pro Il
cutinases region,
CBD

a-L-Arabinofuranosidase abfi 1/2.5x16 1500 21 479 1 49.1 A. nigerABFB 11
B-Xylosidase bxI1 1/4.0x16 2274 20 738 10 80.4 Family 3 Il
o-Galactosidases agll 1/3.4x16 1332 27 417 5 45.7 Family 27 v

agl2 1/7.8x10 2238 26 720 9 79.5 Family 36 v

agl3 1/5.6x16 1872 22 602 7 66.3 Family 27 1Y

4Frequency of clones found in the screening of the cDNA banks

® nt, nucleotide number
¢ aa, amino acid number

4CHO, number of potentidl-glycocylation sites

® Molecular mass estimated from the amino acid sequence of the mature protein.
" Family in the general classification of glycosyl hydrolases
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The a-glucuronidase ofT. reeseishowed no significant amino acid sequence
similarities with any other protein sequences in the data banks. Probaloly the
glucuronidase represents a completely new group of glycosyl hydrolases.

2.1.2 lIsolation and characterization of theaxelgene

Two pl forms of acetyl xylan esterases (pl 7 and pl 6.8) ffomeeseiRutC-30

were previously purified and characterized, being capable of liberating acetic acid
from polymeric acetyl xylan (Poutanen et al., 1990b; Sundberg and Poutanen,
1991). It was shown that both pl forms of the enzymes have very similar
biochemical properties and thus they have been used unseparated for enzymatic
studies of polysaccharide deacetylation (Poutanen et al., 1990b). However, the
possibility that the isoenzymes are products of different genes was considered and
polyclonal antibodies were prepared against both pl forms (ll/Materials and
Methods). They recognised the two pl forms of the enzyme as being alike (results
not shown). The screening of thephage cDNA expression library using the
antibodies resulted in the identification of a large number of putative clones.
Expression and activity measurementsEincoli identified that only the clones
giving a strong signal in antibody screening encoded acetyl xylan esterase activity
(I). Partial DNA sequencing of both 5 and 3’ ends indicated that all the were
identical.

The nucleotide sequence afeland the deduced protein sequence are presented
in lI/Fig. 1. Theaxel gene codes for a protein of 302 amino acids. Analysis of the
protein sequence indicated the presence of a putative signal sequence of 20 amino
acids and a second processing site typical for a KEX2-like endopeptidase (Lys-30
and Arg-31) preceding a Glu (Julius et al., 1984). The fact that the N-termini of
both forms, pl 7 and pl 6.8, of the purified acetyl xylan esterase are blocked
indicates that most likely KEX2-like processing occurs in AXEI and that GIn is
the first amino acid of the mature protein. Two peptides obtained by trypsin
digestion of the purified enzyme (pl 7.0 and 6.8) were sequenced and their
corresponding amino acid sequences were found in the deduced AXEI (ll/Fig.
1).The mature AXEI had a length of 271 amino acids with a calculated molecular
mass of 27,5 kDa. This value is in good agreement with the reported 34 kDa
relative molecular mass of the two forms, pl 7 and pl 6.8, of the purified enzyme,
which comigrate in SDS-PAGE (Sundberg and Poutanen, 1991). These results
together with the previous biochemical data argue in favoaxeif encoding both

pl forms of the enzyme.

2.1.3 Characterization of AXEI

The deduced mature amino acid sequence of AXEI showed no similarity with the
amino acid sequences of the published acetyl xylan esterase sequences of the
bacteria Caldocellum saccharolyticun(Lithi et al., 1990a),Pseudomonas
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fluorescenssubsp. cellulosa (Ferreira et al., 1993), oBtreptomyces lividans
(Shareck et al., 1995), or the furgpergillus nige(de Graaff et al., 1992) amd
aculeatus(Christgau et al., 1995a). It has also been reported that these previous
characterized acetyl xylan esterases are not similar to each other (Shareck et al.,
1995; Ferreira et al., 1993; de Graaff et al., 1992; Christgau et al., 1995a). Only
the amino acid sequence of the acetyl xylan esteraSe Infidansdisplays some
relation with other protein sequences. It showed some similarity with the rhizobial
NodB protein and with the chitin diacetylase (Cda) of the furdusor rouxii,

both of which are metabolic enzymes involved in the liberation of acetyl groups
(Section 1.3.1; Shareck et al., 1995). An explanation for the variability of these
enzymes could be the great diversity of ester bonds occurring in nature and which
are cleaved by different esterases. Probably acetyl xylan esterases appeared later in
evolution and were originated from different ancestral esterases adapted to the
hydrolysis of acetic acid esters from polysaccharides.

Interestingly, theT. reeseiAXEIl showed some amino acid similarity with fungal
cutinases, which are serine esterases hydrolysing cutin. Cutinases contain a
classical catalytic triad Ser-Asp-His, found in all serine hydrolases (Kéller and
Kolattukudy, 1982). Although the overall similarity of AXEI with the cutinases
was low (about 10 %), the protein alignment showed that the residues of the
catalytic triad appeared well conserved in AXEI (see llI/Fig. 2). The highest
identity was found in the amino acids surrounding the active site serine, Ser-121.
These residues match the consensus sequence (Gly-His/Tyr-Ser-X-Gly) found
around the active site serine of cutinases as well as lipases of prokaryotic and
eukaryotic origin (Brady et al., 1990; Winkler et al., 1990; Martinez et al., 1992).
Many proteinases also have a similar catalytic center. However, AXEI showed no
other evident similarities with any protease (ll/Discussion). Another indication
that AXEI is more closely related to cutinases than to other esterases is the fact
that four cysteines appear in well conserved positions in the region of similarities
with cutinases (Il/Fig. 2). It has been determined that these four cysteine residues
form two disulphide bridges critical for the catalytic activity of cutinases, and that
reduction of the bridges results in complete inactivation of the enzyme (Ettinger et
al., 1987). To test whether AXEI has a serine involved in the active site, the
purified AXE (pl 7.0 and pl 6.8) was incubated with the strong serine enzymes
inhibitor PMSF. Incubation with 5 mM PMSF resulted in reduction to 2 % of the
original AXE activity (I). This strongly suggests that AXEI is a serine esterase.

Another interesting feature is that the C-terminus of AXEI shows strong similarity
with fungal cellulose binding domains (CBD), for instance those present in the
cellulases and @-mannanase of. reese(Fig. 2). The AXEI CBD is preceded by

a region rich in Ser, Thr, Pro and Gly, similar to the flexible and highly
glycosylated linker regions separating the catalytic domains of cellulases from the
CBDs (van Tilbeurgh et al., 1986; Tomme et al., 1988; Gilkes et al., 1991). The
AXEI CBD is highly conserved and it contains all the amino acids typical for
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otherT. reeseiCBDs, especially those found in the surface that binds cellulose
(Il/Results; Reinikainen et al., 1992; Linder et al., 1995a). The single divergence
of AXEI CBD from the otherT. reeseiCBDs is a substitution of the conserved
Asn295 by a SefFig. 2). This Asn is strictly conserved in the other CBDs and
could also be involved in cellulose attachment mediated by hydrogen bonding
(Linder et al., 1995a).

The capability of AXE to bind to cellulose has been demonstrated (Tenkanen et
al., 1995b). However, it was not clear whether the binding was mediated by a
CBD. To test this, the AXE CBD was separated from the catalytic core by partial
hydrolysis with papain (Il/Results). Cellulose binding studies with the native
enzyme and the purified catalytic core showed that the enzyme cannot bind
cellulose without the CBD (lI/Fig 4). On the other hand, the native enzyme bound
cellulose in a similar manner to the reeseicellulases. It seems that the cellulose
binding capacity of the AXEI CBD is not greatly affected by the replacement of
Asn295 by Ser (Fig. 2). It has been suggested that this Asn is not critical for
cellulose binding of CBHI CBD since its substitution by Ala reduces the binding
capacity only moderately (Linder et al., 1995a).
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CEHIX 3 ... csquqcaq q:ms 1:-| PTC C ASEST C VYS H n M s . 3B
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Figure 2. Alignment of the CBD of the T. reesei AXEI with the CBDs of the T.
reesei cellulases CBHI (Shoemaker et al., 1983), CBHII (Teeri et al., 1987), EGI
(Penttila et al., 1987), EGII (Saloheimo et al., 1988), EGV (Saloheimo et al.,
1994), and of thg8mannanase MANI (Stalbrand et al., 1995). Alignment was
performed using the CLUSTAR program version 1.20. A one-letter amino acid
code is used. Identical amino acids are shaded in light grey. The three tryptophan
and tyrosine residues that interact with the substrate in the CBHI CBD are
shaded dark grey. The serine (S) in the AXEI CBD differing from the other CBDs
is shown in an open box. Hyphens indicate gaps and dots indicate continuation of
the sequence.

Other amino acids in the AXEI CBD, such as the Trp271 and Trp297 (Fig. 2),
might increase its affinity for cellulose. It has been shown that the EGI CBD has
higher affinity for crystalline cellulose than the CBHI CBD and that the difference

is probably caused by a Trp at position 406 in the EGI CBD instead of a Tyr (Fig.
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2; Linder et al., 1995b). However, whether the presence of the Trp residues in
AXEl CBD can compensate for the possible binding reduction effect of the
substitution of Asn by a Ser has still to be tested.

An additional indication that AXEI has an similar organization similar to that of
cellulases, with two separate functional domains, was the capability of AXEI core
to release acetic acid from xylan to similar extent as the intact enzyme (Il/Table
1). This also suggested that there is no apparent need for the CBD for the enzyme
to act against polymeric substrates. The importance of CBDs for cellulases has
been clearly demonstrated. The capability of truncated forms off theesei
cellulases CBHI and CBHII, lacking the CBD, to break down crystalline cellulose
is severely impaired (Tomme et al., 1988). However, little is known about the
mechanism by which CBDs function and whether they simply anchor the enzyme
onto the substrate or have a more active role in disrupting the crystalline structure
of cellulose.

The presence of cellulose binding motifs seems to be common in plant
polysaccharide hydrolysing enzymes which do not hydrolyse cellulose. They have
been reported for many bacterial hemicellulases (Tables 2, 3, 5, 6). Fungal
hemicellulases carrying CBDs of fungal type have been reported in two xylanases
of Humicola insolengDalbgge and Heldt-Hansen, 1994) arféfrmannanase ofF.
reesei(Stalbrand et al., 1995). Two acetyl xylan esterases have been recently
isolated from the anaerobic fungéeocallimastix patricianumwhich carry
domains different from bacterial and fungal CBDs, which may represent novel
cellulose binding domains or alternatively be involved in cellulosome assembly
(Dalrymple et al., 1996). However, the role of CBDs in hemicellulases is not clear
and several hemicellulases such as the acetyl xylan ester#sasgér(de Graaff

et al., 1994) and. aculeatugChristgau et al., 1995a) and the two xylanase€k. of
reesei have no CBDs. The possibility that CBDs might have a role in the
hydrolysis of natural substrates is indicated by the observation that the bleaching
enhancing role of th&. reesemannanase is decreased when the CBD is removed
(Tenkanen, personal communication). The presence of CBDs could be
advantageous for the hemicellulases acting in natural conditions, since
hemicelluloses are closely associated with cellulose in plant tissues (Timell, 1967)
and the CBDs could aid in bringing the enzyme closer to its substrate.

2.2 CLONING OF HEMICELLULASE GENES BY EXPRESSION
IN YEAST

One aim of this work was to isolate all possilblereeseigenes encoding-L-
arabinofuranosidase anda-galactosidase activities. The majora-L-
arabinofuranosidase df. reeseihad been previously purified and characterized
(Poutanen, 1988b). However, on the basis of fact that other fungi séchager
and A. terreusproduce multiplea-L-arabinofuranosidases (Section 1.3.3; Table
3), it could be possible thadt reeseialso produces additional enzymes, as in the
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case ofa-galactosidases. It has been suggested thateseiproduces othea-
galactosidases in addition to the one purified and characterized (Zeilinger et al.,
1993) and other fungi such AstamariiandA. nigeralso produce more than one
o-galactosidase (Section 1.3.4; Table 4).

Screening & phage expression library with specific antibodies was a good choice
for a rapid identification of thglrl andaxelgenes. However, isolation of genes
encoding still unknowro-L-arabinofuranosidases amdgalactosidases using a
similar method would have required identification, purification and
characterization of the enzymes, and preparation of antibodies. Such a procedure
would have been laborious and time consuming. Identification of the genes on the
basis of their expression and activity detection was considered a better option.
Unlike bacterial enzymes the fungal enzymes are not necessarily produced in
active form inkE. coli, and rapid cloning methods based on expression and activity
screening IinE. coli are not feasible. A methodology to clone hydrolase genes
based on their expression in the ye&atcharomyces cerevisifas previously

been developed in our laboratory (Saloheimo et al., 1994). This was based on
earlier studies which had shown that sev@raleeseicellulases were secreted in
active form by yeast and in amounts which allowed detection of hydrolysis halos
on plate assays (Penttila et al., 1987, 1988). The method is simple and consists of
the construction of a cDNA library into a yeast expression vector containing the
strong phosphoglycerate kinasd?GK) promoter. The cDNA library is
transformed into yeast and the yeast clones are screened for expression of the
desired activity. This method has been used to isolate novel genes encoding the
cellulase EGV (Saloheimo et al., 1994) dhdlucanase (Saloheimo and Penttila,
1993) of T. reesewhich were previously unknown at the protein and gene level.

A similar procedure was used simultaneously by Novo Nordisk A/S to isolate
several genes &. aculeatusncluding genes encoding two rhamnogalacturonases
(Kofod et al., 1994), a mannanase (Christgau et al., 1994) prid4agalactanase
(Christgau et al., 1995b). The cloning of two exochitinasek tiarzianumusing

the procedure has also been reported (Draborg et al., 1995). In order todsolate
L-arabinofuranosidase and-galactosidase genes 4df. reeseia yeast cDNA
library was constructed using mRNA isolated fronreeseRutC-30 cultivated in
medium containing several plant polysaccharides (Section 2.1; IlI).

2.2.1 Isolation and characterization of ar-L-
arabinofuranosidase genabfl and aB-xylosidase gendxI1

The yeast library was cultivated in pools in microtiter plate wells in medium
containing the small synthetic substrate PNPA (lll/Results). This substrate is very
sensitive to most of the-L-arabinofuranosidases releasing terminal L-arabinose
units (Section 1.3.3). The screening of the library resulted in several clones
producinga-L-arabinofuranosidase activity. Restriction analysis and partial DNA
sequencing of the plasmids recovered from yeast indicated two different kinds of
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clones. Each group contained inserts representing the same gene. A clone of each
group was chosen for further characterization. On the basis of biochemical
analyses (see below) of the enzymes produced in yeast one of theagpéhasas
identified as encoding for am-arabinofuranosidase. The other gems]1,
encoded for §-xylosidase which is also active on PNPA.

The deduced protein sequences encodeabllyandbxI1 are shown in lll/Figs. 1

and 2, respectively. The mature ABF protein has 479 amino acids and a calculated
molecular mass of 49.1 kDa (Table 8). This is in good agreement with the 53 kDa
molecular mass determined in SDS-PAGE for thd.-arabinofuranosidase
purified fromT. reesei(Poutanen, 1988b). The N-terminal amino acid sequence
determined from the purified enzyme was also found in the deduced ABFI protein
sequence (Fig 1/111). This indicated tladifl is most likely the corresponding gene

for the previously purified enzyme.

The deduced mature BXL1 protein is 738 amino acids long and has a calculated
molecular mass of 80.4 kDa. This value is in approximate agreement with the 100
kDa molecular mass reported for [&xylosidase previously purified and
characterized froni. reesei(Poutanen and Puls, 1988). The purifeedzyme was
subjected to amino acid sequencing and it appeared to have its N-terminus
blocked. This is consistent with the fact that the first residue of the predicted
mature BXLI is a GIn (ll/Fig. 2). The purified enzyme was therefore digested
with trypsin and the amino acid sequence of an isolated peptide was determined.
The sequence of this peptide was found in the predicted protein sequence of BXLI
(I/Fig. 2). This also indicated that BXLI corqesnds to the previously purified
B-xylosidase. Possibly the difference between the apparent molecular mass of the
purified B-xylosidase and the calculated molecular mass of the deduced BXLI is
due to glycosylation of the protein. The enzyme contains ten potential N-
glycosylation sites (Table 8; III).

The screening of the yeast bank with the substrate PNPA resulted in aosingle
arabinofuranosidase gerab{l). We cannot exclude the possibility tHatreesei

would produce additional enzymes with similar activity and expressed at a very
low level in the presence of polysaccharides. In this case, screening of a larger
number of yeast clones would be needed to isolate the corresponding genes. It is
also possible thafl. reeseiproduces enzymes hydrolysing arabinofuranose
linkages but with different substrate specificities, such as enda-arabinase or
(1,4)f3-arabinoxylan arabinofuranosidase activities (Section 1.3.3, Table 3). These
enzymes do not act on the substrate PNPA and their corresponding genes were not
expected to appear in the screening carried out in the present work. Isolation of
such genes by expression and detection of activity would require other types of
substrates.
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2.2.2 Comparison of ABFI and BXLI with other protein
sequences

Several genes encoding L-arabinose releasing enzymes have been isolated (Table
6). On the basis of the similarity of their deduced protein sequences and
hydrophobic cluster analyses, some of them have been classified into families 43
or 51 in the general classification of glycosyl hydrolases (Henrissat and Bairoch,
1993; Table 6). Variability between enzymes also exits, and several have not yet
been classified because they show no similarity with any other hydrolases.
Similarity searches carried out with the protein sequence of ABFI showed no
similarity with any of the bacterial-L-arabinofuranosidases or tide nigera-L-
arabinofuranosidase A and endo-ti;/h-arabinase A (Table 6). However, ABFI
showed more than 70 % identity with the protein sequence ofathe
arabinofuranosidase B (ABF B) &t niger(lll/Fig 1), which has been shown not

to be related in amino acid sequence to any other hydrolytic enzyme previously
characterized. Now we can suggest that the ABHI. oéeseiand the ABF B oA.

niger form a new family of glycosyl hydrolases.

Similarity searches were also carried out with BXLI. Interestingly, BXLI showed
no amino acid similarity with any of the several repoftedylosidases, classified

into the families 39, 43 and 52. However, it showed significant similarity with the
protein sequences of th&-glucosidases classified into family 3, which also
includes &3-glucosidase (BGLI) previously isolated from reesei(Barnett et al.,
1991). The family 3 is very conserved and consists onlg-glucosidases. The
highest similarity of BXLI with the most simila-glucosidases was found
between the amino acids 69-314 and 487-6#/&i@. 2). Hydrolysis of glycosidic
bonds carried out by glycosidases occurs by acid catalysis that requiring two
critical carboxylic residues, one acting as a proton donor and the other as a
nucleophile/base (McCarter and Withers, 1994; Davis and Henrissat, 1995). The
active site Asp has been determined forBlgtucosidase fromi\spergillus wentii
(Bause and Legler, 1980). On the basis of sequence similarities, this residue has
also been suggested to be the active site di-hlecosidase of . reeseiand other
organisms (Barnett et al., 1991). In BXLI the residue appears well conserved
(Asp311, Fig. 3) and probably could take part in the catalytic activity of the
enzyme. Thep-glucosidases have a conserved motif (Ala/Ser-Gly-Leu-Asp-
Met/Leu), which contains another Asp residue suggested to be the second
carboxylic residue involved in the catalytic activity (Barnett et al., 1991) (Fig. 3).
This motif, however, does not appear in BXLI and the position of the second
possible active site carboxylic residue does not appear evident in the alignment.
Nevertheless, the overall similarity of BXLI with tieglucosidases is high and it
could possibly be assigned to the family 3, being the only member with a different
enzymatic activity.

51



*

T. reesel BXLI ... welvEspe NEHDYAZNQSSAAASSLRA) nmr:z;{a - LHESF'UAEE RGETERSWITRILY. . . 374
T. reesei BGLU i HTTV - -QSANSGLDMEMPGTDFNG - - - ~-NNRL 'm.wnsrm TSRVDDMVTRIL. . . 324
§. fibullgena BGLUZ ... -[BF ' GELLGG ~WNTGKSY - mL RAVYNETWVPIERLODMATRIL. .. 359
H. anomala BGLU ... -BEVMTOWGALYSGT -~DAANAGLDMPMECE === ==~=--~ m;r FGGNL{ITAVLNBTLPODALDDMATRIL. . . 351
A. tumefaciens BGLU ... -GVVMEWFGSHSTA--ETINAGLDLEMPGP--~-=-~WRDR----- GEKL AAVREGKVEAETVRASARRIL. .. 274
. thermocellum BGLUB ... -GFVVBDWCAVNDRY--SGLOAGLDLEMPTS-——--- HGI"I' ~~~~~ DEKIVEAVESERLSENILNRAVERTL. .. 283

Figure 1

Figure 3. Alignment of the region containing the putative active site of the deduced protein sequence of BXLIGwgthcttedases of T.
reesei, Saccharomyces fibuligera, Candida pelliculosa, Agrobacterium tumefaciens and Clostridium thermocellum. Hyphengapslicate
Identical amino acids between BXLI and two or more of the other sequences are boxed. The conserved active site D a(@/$:&rhebf
M/L) in the B-glucosidases are shadowed in grey. The putative N-glycosylation sites in BXLI are shown by asterisks.
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2.2.3 Isolation and characterization of thex-galactosidase genes
agll, agl2zand agl3

In order to, screen fax-galactosidase-encoding genes, the yeast library was plated
on solid medium containing the substrate 5-bromo-4-chloro-3-indely-
galactopyranoside (IV). A number of yeast clones producing blue colour appeared
gradually during several days of cultivation (IV/Results). On the basis of
restriction analysis and partial DNA sequencing of the plasmids recovered from
yeast, three different genagll, agl2 andagl3 were found, which appeared in the
yeast library with different frequencies (Table 8). The fact that only a sagifte
clone was isolated indicates that perhaps not all different mRNA species were
included in the yeast clones screened, and that the presence ofaether
galactosidase genes expressed at lower levielri@esercannot be excluded.

The deduced protein sequences encoded by the gefksagl2 and agl3 are
shown in IV/Figs. 1 and 2. The predicted mature AGLI is 417 amino acids long
with a calculated molecular mass of 45.7 kDa. This is in good agreement with the
deduced 50 kDa molecular mass ofcagalactosidase purified from strain RutC-

30 (Zeilinger et al., 1993) and proposed to have very little or no covalently bound
carbohydrate. The hydrolytic properties of the yeast-produced AGLI were also
comparable to those reported for the purified enzyme (see below), which
suggested thatgll is most likely its corresponding gene. On the other hagld,

and agl3 are genes encoding mature proteins of 720 and 602 amino acids,
respectively, which were totally unknown previously. This finding demonstrated
that the expression cloning strategy was advantageous for isolating genes
encoding desired activities without previous knowledge of the enzymes.

2.2.4 Comparison of AGLI, AGLII and AGLIII with other a-
galactosidase sequences

A number ofa-galactosidase protein sequences from different origins are known.
On the basis of protein similarities they have been classified into three well
conserved families in the general classification of glycosyl hydrolases (Henrissat
and Bairoch, 1993; Table 7). Computer analyses were carried out with the
deduced amino acid sequences of AGLI, AGLII and AGLIIl. AGLI and AGLIII
showed high similarity with each other and with the enzymes grouped into family
27, which includes only eukaryotar-galactosidases from plants, animals, yeasts
and filamentous fungi. AGLI was more closely related to these sequences than
AGLIII (IV/Fig. 1), which showed significant but only lowirsilarity with the

other eukaryotic enzymes. AGLIII is also the longegjalactosidase and carries

230 extra amino acids at the N-terminus which show no similarity with any other
protein sequence contained in the data banks. The alignment also indicates that
perhaps the extra region in AGLIII is not directhyolved in the catalytic activity

of the enzyme. The possibility that it could be another functional domain such as a
substrate binding domain (see Section 2.1.3) was considered. This kind of domain
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structure has been suggested for dhgalactosidase oA. niger (AGLA), which
has a C-terminal region of 100 residues of unknown function preceded by a linker
similar to those found in fungal cellulases (den Herder et al., 1992). However,
there are no indications that the extra region in AGLIIl would be related to a
substrate binding domain of any kind or that it would contain a linker region.

On the other hand, the protein sequence of AGLIlI was not related to AGLI,
AGLIII or any of thea-galactosidases of family 27. Interestingly, it showed high
similarity with the bacteriafi-galactosidases grouped into family 36 (IV/Fig. 2).
Furthermore, the size of AGLII is comparable with those of the bacterial enzymes,
showing conserved regions throughout the sequence. AGLII is the first eukaryotic
a-galactosidase found to be related to those of bacteria. The high similarity also
suggests that AGLII was probably originated from a bacterigdlactosidase and
most likely from a Gram-positive bacterium, as indicated by its lack of relation
with the chromosomal MelA oE. coli or the Salmonella typhimuriunu-
galactosidase, which are grouped into family 4, and by its similarity witk.the
coli RafA (see Section 1.4.3; IV/Discussion).
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Figure 4. Alignment of the region conserved between membergalhictosidase
families 27 and 36. The sequences belonging to family 27 and 36 chosen for the
analysis are those showing higher similarities to AGLI and AGLIII (Fig. 1/1V),
and AGLII (Fig. 2/1V), respectively. Strictly conserved amino acids are shadowed
in grey. Hyphen indicates gaps and dots indicate continuation of the sequence.

It has recently been suggested that dhgalactosidases of families 27 and 36
originated from a common ancestor and that they form two subclusters in a single
superfamily (Dagnall et al., 1995; Henrissat & Romeu, 1995). There are clear
divergences between the-galactosidases of these two families, but multiple
sequence alignments have revealed a conserved region between them (Fig. 4). The
most conserved amino acids in the region are two glycines, a tryptophan and an
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aspartic acid. Basic and acidic groups have been suggested to be present in the
active site ofa-galactosidases, for example two carboxylic groups have been
identified by chemical modification of the-galactosidase of coconut (Mathew

and Balasubramaniam, 1987). It was also suggested that at or near the active site
of the enzyme there is a tyrosine and a tryptophan, probably involved in the
binding of the substrate to the active site. It is likely that the conserved region has
functional significance for the-galactosidases of both families 27 and 36. It is
tempting to suggest that perhaps this region is part of the active site, based on the
fact that alla-galactosidases catalyse the hydrolysisi@falactosyl moieties and

that a similar catalytic mechanism can be expected to take place involving
analogous amino acids.

Several amino acids in eukaryotit-galactosidases have been found to be
important for the catalytic activity and they are not included in the conserved
region shown in Fig. 4. Most of these amino acids are carboxylic or aromatic
residues and many of them are well conserved in the sequences of AGLI, AGLIII,
and othen-galactosidases (IV/Fig. 1). On the basis of linear protein alignments is
not possible to know whether all these residues are directly involved in the active
site of the enzymes or whether their replacements provoke structural changes
which inactivate the enzymes. The crystallisation and preliminary X-ray analysis
of humana-galactosidase A have been recently reported (Murali et al., 1994).
Solving of the three-dimensional structure might answer these questions.

2.3 HYDROLYTIC PROPERTIES OF THE. REESEENZYMES
PRODUCED IN YEAST

Determination of the activities against both small synthetic and natural polymeric
substrates of the enzymes encoded by the genes cloned by expression in yeast was
an important part of this work in order to compare them with the different
enzymes published before and to further evaluate their biotechnical potential.

S. cerevisiagloes not itself produce many extracellular hydrolases and especially
not those hydrolysing polymeric substrates, except efgl,8-glucanase. This is

an advantage since it allows evaluation of the properties of the enzymes encoded
by the genes cloned with no interference from background activities and without
the necessity for further purification of the enzymes. Although the expected
production levels were not high, previous work (Penttila et al., 1987, 1988)
suggested that the amounts produced would be sufficient for enzyme analysis.

In order to produce ABFI, BXLI, AGLI, AGLIl and AGLIII, the yeast strains
transformed with the expression vectors containing their corresponding genes
were cultivated in a fermentor. The yeast strain transformed with the vector
pAJ401 was also included as contrdl @nd 1V). The anounts of enzymes
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secreted by yeast were rather low and it was necessary to concentrate the growth
medium. Due to the lack of specific antibodies against the enzymes, the amounts
produced could not be well estimated. However, assuming the same specific
activity against PNPA and PNPG for the yeast-produced ABFI and AGLI,
respectively, as previously determined for the purified enzymes, it could be
estimated that the levels produced varied between 3 and 30 mg/I.

2.3.1 Hydrolytic properties of ABFI and BXLI

The yeast-produced ABFI showed mainlyl-arabinofuranosidase activity and
some3-xylosidase activity against p-nitrophenyl derivative substrates (Table 9).
No other significant activities were detected. These results were in accordance
with those obtained with the-L-arabinofuranosidase purified frof. reesei
(Poutanen, 1988b), which showed significAmtylosidase activity towards PNPX

at a level of 1-2 % of the-L-arabinofuranosidase activity towards PNPA. This
dual activity against synthetic model substrates has been reported for a number of
o-L-arabinosidases an@-xylosidases of different origin. However, the true
activity of ABFI was observed when tested against natural polymeric substrates.
The enzyme was able to liberate only L-arabinose from arabinoxylans of different
sources (lll/Table 2). No other ano- or oligosaccharides were released as
determined by HPLC (data not shown). Similar results have been reported for the
a-L-arabinofuranosidase purified from. reesei This enzyme was included in
some of the hydrolysis experiments and the amounts of L-arabinose released were
comparable with the amounts released by the enzyme produced inljdagt (

3). The amounts of L-arabinose released by ABFI were not affected significantly
whenT. reesexylanase was added into the reaction (lll/Table 2). This could be a
consequence of the high dosage of ABFI used. The synergistic effect of xylanase
in the action ofx-L-arabinofuranosidase @f. reesewas observed using a 10-fold
lower enzyme dosage (Poutanen, 1988b).

The main activity of BXLI wa$3-xylosidase, but it also showed significant.-
arabinofuranosidase activity towards PNPA (Table 9). Similar results have been
reported for the3-xylosidase previously purified fromi. reesei(Poutanen and
Puls, 1988). The-L-arabinofuranosidase activity of this enzyme was 70 % of the
B-xylosidase activity. BXLI also showed clearL-arabinopyranosidase activity
which was higher than the-L-arabinofuranosidase activity. This preference for
L-arabinose in pyranoside form was as expected, since xylose appears in this
form. On the other hand, BXLI did not liberate L-arabinose from any of the
arabinoxylans tested, even when used together witi thheeseiendoxylanase,
although it did hydrolyse xylobiose (result not shown). BXLI was also able to
slowly release xylose from polymeric xylan (ll/Fig. 4). These hydrolytic
properties of the yeast-produced BLXI are similar to those offtkglosidase
purified from T. reesei,which hydrolyses xylose from Xxylo-oligosaccharides of
different length (Poutanen and Puls, 1988) and also from polymeric xylan
(Herrmann et al., 1995).
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Table 9.Enzymatic activities of yeast-produced ABFI, BXLI, AGLI, AGLII and
AGLIIl. The activities produced by the host yeast strain are shown as a control.
Abbreviations of activities in ml of 50-fold concentrated yeast culture media,
measured as described in Activity assays (IV) are the followar@gal, a-
galactosidase; aAraf, a-L-arabinofuranosidase;  aArap, a-L-
arabinopyranosidase; fArap, B-L-arabinopyranosidase;Xyl, B-xylosidase;
BGlu, B-glucosidasefGal, f-galactosidasefSMan, -mannosidase.

Enzymes Activity

(nkat/ml)

oGal oAraf oArap PArap Xyl BGlu BGal BMan

Control 00 0.0 0.0 0.00 2.5 6.5 0.3 0.0
ABFI 05 1711 0.0 0.01 7.1 6.6 0.2 0.2
BXLI 00 24 4.0 0.03 16.3 5.2 0.2 0.0

AGLI 4300 0.0 0.0 20.00 2.1 6.4 0.2 0.0
AGLII 173 0.0 0.0 0.03 2.1 6.5 0.1 0.0

AGLIII 11 0.0 0.0 0.02 1.9 6.1 0.1 0.0

2.3.2 Hydrolytic properties of AGLI, AGLII and AGLIII

The three yeast-produced enzymes showed makuglglactosidase activity against
PNPG (Table 9). The enzymes also produced detecfablabinopyranosidase
activity against p-nitropheny-L-arabinopyranoside, especially in the case of
AGLI, at a level of approximately 5 % of tliegalactosidase activity (Table 9).
The similarity between the stereochemical structuresi-BFgalactopyranoside
andp-L-arabinopyranoside could be an explanation for this activity.

The action of yeast-produced AGLI, AGLII and AGLIIl against polymeric
galacto(gluco)mannan was also tested. The three enzymes showed different
substrate specificities (IV/Fig. 3). All three-galactosidases released limited
amounts of galactose when acting alone. AGLI produced the highest yields, being
able to liberate 13 % and 25 % of the galactose side groups from LBG and
pinewood galactoglucomannan, respectively, when high amounts of enzyme were
used (IV/Figs. 3A and 3C). However, these values are low when compared with
the results obtained for example with tngjalactosidases @. niger (Bahl and
Agrawal, 1969) ané. ochrochloron(Dey et al., 1993), which have been reported
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to release 40 % and 85 %, respectively, of the galactose residues in LBG. Addition
of T. reeseimannanase into the hydrolysis mixture clearly enhanced the action of
AGLI. Under these conditions the enzyme could release up to 60 % of the
galactose side groups from the polymers, indicating that it prefers oligomeric
substrates. The presence offamigerf-mannosidase had no significant effect on
the action of AGLI (IV/Fig. 3A).

AGLII was almost inactive against the intact polymers, but showed some
synergism with the mannanase. However, the highest degree of hydrolysis was
obtained by addition of th@-mannosidase (IV/Figs. 3B and 3D). The yeast
culture medium containing AGLIII showed low activity against PNPG (Table 9).
For this reason, the action towards polymeric galactomannan was evaluated in a
single experiment using the maximum volume of the enzyme solution admissible
in the reaction, which corresponded to a dosage of 600 nkat/g of substrate. AGLIII
liberated only 4 % of galactose from the intact galactomannan. This value was
comparable with the amounts of galactose liberated by similar dosages (500 nkat/g
of substrate) of AGLI and AGLII. The action of AGLIII was also enhanced when
mannanase arfgtmannosidase were added into the reaction. However, the degree
of galactose hydrolysis by AGLIII, 12 %, was clearly lower compared with that
obtained with a similar dosage of AGLII (IV/Fig. 3B). The synergy of AGLII and
AGLIII with pB-mannosidase clearly showed their preference for small
oligosaccharides carrying the galactose substitution in the mannose unit at the
non-reducing end of the oligosaccharideGal-1,683-Man(-1,4-Man)).

Hydrolysis of the natural galactose-containing oligosaccharides melibiose and
raffinose by the three-galactosidases showed that AGLI was more efficient
towards raffinose than melibiose (IV/Table 2). AGLIl and AGLIII were more
effective than AGLI and produced similar amounts of galactose from both
substrates. Apparently AGLIII is more effective in hydrolysing both melibiose and
raffinose. It was later found that AGLhas low activity towards PNPG (IV/Table

3). This could be the reason for the high degree of hydrolysis by AGLIII in
hydrolysis experiments using enzyme dosages based on PNPG activity. The
preference of AGLII and AGLIII for galactose stibgtion at the non-reducing end

of oligosaccharides such as melibiogeG3al-1,6-Glc) and raffinosenfGal-1,64a-
Glc-1,23-Fru) confirmed the results obtained with these enzymes in the
hydrolysis of galactomannan.
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3 CONCLUSIONS AND FUTURE PROSPECTS

The filamentous fungud. reeseisecretes a wide array of glycosyl hydrolases
potentially useful for various industrial processes. The fungus produces several
enzymes degrading the backbone of hemicelluloses and also versatile side-chain
cleaving activities which make it more efficient than many other microorganisms
in the hydrolysis of plant polysaccharides (Poutanen, 1988a). In this work the
isolation and characterization of thie reeseigenes encoding four different side-
chain activities using two different approaches are described. The genes encoding
an a-glucuronidased|rl) and an acetyl xylan esterasx€l) were cloned using

the standard method of screening phage cDNA expression library with specific
antibodies against the purified enzymes. The genes encoding
arabinofuranosidase alffl), B-xylosidase IfxI1) and three encodinga-
galactosidase activitiesadll, agl2 and agl3) were cloned on the basis of their
expression in yeast. This second approach proved very convenient in cloning the
genes in a single screening step and in further characterization of the
corresponding enzymes produced in yeast. The functionality of the method was
demonstrated by the fact thlal1l encoding an enzyme with only a minm+l-
arabinofuranosidase activity was cloned, and also that all the genes encoding
relevant enzymes previously known to exist were obtained. These weabfihe
andbxI1 encoding aru-arabinofuranosidase andpaxylosidase purified fronT.

reesej respectivelyThe agll gene encoded a previously knowsgalactosidase.

On the other hand, the methodology also allowed the isolatiaglafandagl3,
encoding two previously unknowmngalactosidases.

The aim in the screening of the yeast expression bank was the cloning of all
possible T. reeseigenes encodingi-arabinofuranosidase ana-galactosidase
activities. Whether tha-arabinofuranosidase and the thoegalactosidase genes
hitherto isolated do in fact represent all the genes pres@ntrgeseiremains to

be seen. Screening of a larger number of yeast transformants of the cDNA library
or construction of cDNA banks with mRNA obtained from mycelia of the fungus
grown in other inducing conditions could be tried. Preliminary expression studies
have indicated that the clonedarabinosidase amalgalactosidase genes could be
more highly expressed in different conditions than those used to construct the
yeast expression library (Margolles-Clark, llmén, Penttila, manuscript in
preparation). Enzymes acting preferably against polymeric substrates, not
necessarily active against small oligomeric substrates, could be screened by plate
assays containing e. @-glucan (Saloheimo and Penttila, 1993; Saloheimo et al.,
1994), xylan (Margolles-Clark, unpublished results), mannan (Christgau et al.,
1994; Stalbrand et al., 1995) or arabinogalactan (Christgau et al., 1995b).

The set of genes isolated encode enzymes hydrolysing glucuronic acid, acetic acid,
arabinose or galactose linkages, which are the most abundant side-chain groups
bound to wood hemicelluloses. The availability of these genes, together with the

previously isolated genes encoding depolymerizing enzymes, should enable a
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better understanding of the molecular biologyTofeeseiand the biological role

of the enzymes in the process of hydrolysis of complex plant polysaccharides, as
well as providing valuable tools for the analysis of polymer structure. However,
there are still other side-chain releasing enzymes such as acetyl gluconpannan,
caumaroyl and feruloyl esterases, which are also needed for the complete
hydrolysis of hemicelluloses. Furthermor&, reesei might produce other
arabinases, not active on the substrate PNPA, which have not yet been identified
and that might play an important role in the hydrolysis of arabinose-containing
polysaccharides.

A rather complete array of genes encoding plant polysaccharide hydrolysing
enzymes is however now available fronT. reesei including two
cellobiohydrolases (Shoemaker et al.,, 1983; Teeri et al, 1987), four
endoglucanases (Penttila et al., 1986; Saloheimo et al., 1988; Ward et al., 1993;
Saloheimo et al., 1994), oifeglucosidase (Barnett et al., 1991), two xylanases
(Torrénen et al., 1992), a mannanase (Stalbrand et al., 1995glucanase
(Saloheimo and Penttila, 1993) and the seven genes isolated in this work. This
will allow the possible common and separate regulatory patterns of the genes to be
analysed and should provide insight into the mechanism by which the fungus
regulates the production of optimal enzyme mixtures in varying environmental
conditions in order to provide nutrients for its growth. Preliminary analyses at
MRNA level (Margolles-Clark, Ilmén, Penttilda, manuscript in preparation)
indicate that the genes isolated in this work are repressed by glucose and induced
by sophorose to different extents, as in the case of the diff@remeesei
cellulases. More specific regulatory mechanisms also seem to exist, for example
bxl1 andglrl are particularly well expressed on media containing xylobexg4,

agl2 and axel on galactose-containing media, abdll and abfl on arabitol.
Regulatory studies might provide useful information concerning the culture
conditions which would lead to a certain desired mixture of desired activities.

In order to obtain enzyme mixtures enriched in side-chain cleaving activities or
higher amounts of these enzymes for large scale application studies,
overexpression iff. reeseiis essential. Their natural production levels are in all
cases low. High levels of expression can be obtained by using the sbiohg
promoter. Production in host strains lacking the main chain cleaving activities
might be especially useful in applications in which the structure of the polymer
needs to remain intact. Alternatively, since most of the hydrolases are repressed by
glucose, production from a promoter functional on glucose-based medium
(Nakari-Setala and Penttila, 1995) would provide a rather pure enzyme
preparation. As shown in this work, and also previously (Penttila et al., 1987,
1988; Stalbrand et al., 1995), extracellular enzymeE. oéeseican be produced

in S. cerevisiaen enzymaticaly active form with unaltered substrate specificities.
However, many of the enzymes previously characterized have been
overglycosylated irs. cerevisiaavhen compared to the natife reeseiproduced
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enzymes (Penttila 1987, 1988; Stalbrand et al., 1995). This might severely affect
for instance crystallization of the enzymes and for structure-function studies
production inT. reeseis needed.

Knowledge of the primary structures of the enzymes and comparisons with other
known protein sequences helped to reveal some relevant features of the enzymes.
GLRI, however, showed no relation ship with any other hydrolase. Although
GLRI is the firsta-glucuronidase hitherto characterized at the molecular level, it
can be anticipated thati-glucuronidases represent a new type of glycosyl
hydrolases with a completely different structure from those previously described.
The acetyl xylan esterase, AXEI, has an interesting organization. It contains a
catalytic domain with a serine active site that, despite the low overall similarity,
showed some conserved regions with fungal cutinases. The tertiary structure of the
cutinase fromFusarium solanihas been determined and has a high overall
similarity to the structures of other serine esterases such as lipases, although their
similarity in amino acid sequence is low (Martinez et al., 1992). The low amino
acid similarity of AXEl with the cutinases might be sufficient to allow
construction of three-dimensional models of its catalytic domain. This may lead to
a better understanding of the structure and function of the enzyme. AXEI also
contains a CBD, which on the basis of the preliminary analysis carried out in this
study seems not to be needed for the activity of the enzyme against polymeric
substrates. A CBD has previously been found also infth@annanase of.

reesei Now it appears that CBDs are common in hydrolas@s tdesewhich are

not involved in cellulose degradation. The importance of this domain for
hemicellulases is still a puzzle. Functional studies of CBDs would be needed in
order to understand their role for these enzymes.

The glycosyl hydrolases have been classified into different families on the basis of
comparisons of their amino acid sequences and hydrophobic cluster analyses. It
was found that the3-xylosidase, BXLI, is more closely related to tifge
glucosidases grouped into family 3 than toheylosidases grouped into families

39, 43 and 52. Thea-arabinofuranosidase, ABFI, is similar to the
arabinofuranosidase B, ABFB, & nigerwhich has not been classified before,
and these two can now represent a new glycosyl hydrolase family.aThe
galactosidases AGLI and AGLIII were classified into thaifg 27 and the AGLII

into the family 36. It is expected that the enzymes grouped into a certain family
have a common evolutionary background and a conserved overall structure,
although in some cases the amino acid similarities are low. Very often, however, it
can be assumed that rather accurate structural models of a protein could be
constructed on the basis of the known structural data of another protein of the
same family. This might facilitate structural and functional studies. There are no
structural data available for any of the enzymes grouped into families 3, 27 or 36
that would allow structure modelling of BXLI, AGLI, AGLII or AGL In the

case of then-galactosidases AGLI and AGLIII, the protein alignments revealed
significant similarities between these two enzymes and with other sequences, and
some conserved amino acids which are probably important for their catalytic
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activity could be pointed out. However, AGLI and AGLIII have clear differences

in substrate specificity. Corresponding differences have been found between other
a-galactosidases of the same family, although the protein sequences are highly
similar (more than 70 %). Thus, determination of the tertiary structures of the
proteins will be needed in order to create precise data which would allow
understanding of the structure-function relationships of the enzymes.

With the exception of AGLII and AGLIII, all the enzymes encoded by the genes
isolated in this work are capable of releasing side-chain groups from natural
polymeric hemicelluloses. AGLII and AGLIII were not able to release galactose
from intact galacto(gluco)mannan and might not be suitable for applications
involving partial modification of hemicelluloses. However, they could be useful
for other purposes such as for example in the more complete hydrolysis of
hemicelluloses or in the processes in which hydrolysis of melibiose and raffinose
is required. Above all, the applicability of hemicellulases in general have not been
fully investigated. The availability of their corresponding genes will facilitate high
production levels of the individual enzymes, which could enable better evaluation
of their potentialities in various applications in carbohydrate modification and
analysis.
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