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RThe cellulosome is one of nature's most elegant and elaborate nanomachines and a key biological and biotechno-
logical macromolecule that can be used as a multi-functional protein complex tool. Each protein module in the
cellulosome system is potentially useful in an advanced biotechnology application. The high-affinity interactions
between the cohesin and dockerin domains can be used in protein-based biosensors to improve both sensitivity
and selectivity. The scaffolding protein includes a carbohydrate-bindingmodule (CBM) that attaches strongly to
cellulose substrates and facilitates the purification of proteins fused with the dockerin module through a
one-step CBM purification method. Although the surface layer homology (SLH) domain of CbpA is not present
in other strains, replacement of the cell surface anchoring domain allows a foreign protein to be displayed on
the surface of other strains. The development of a hydrolysis enzyme complex is a useful strategy for consolidat-
ed bioprocessing (CBP), enabling microorganisms with biomass hydrolysis activity. Thus, the development of
various configurations of multi-functional protein complexes for use as tools in whole-cell biocatalyst systems
has drawn considerable attention as an attractive strategy for bioprocess applications. This review provides a de-
tailed summary of the current achievements in Clostridium-derived multi-functional complex development and
the impact of these complexes in various areas of biotechnology.

© 2013 Elsevier Inc. All rights reserved.
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1. Introduction

Society today faces the challenging problem of finding renewable, al-
ternative energy sources to the conventional and still widely used fossil
fuels (Armaroli and Balzani, 2007). The development of a processing
combination based on renewable substrates, such as plant biomass com-
prising plant cell walls, is required because of the current energy crisis.
Annually, approximately 1011 tons of plant biomass are hydrolyzed by
microbes, releasing energy corresponding to 640 billion barrels of
crude oil (Fontes and Gilbert, 2010). Hence, the conversion of cellu-
losic biomass into fermentable sugars may represent a viable means
of producing renewable fuels, such as ethanol (Cardona and Sanchez,
2007; Sanchez and Cardona, 2008). Because the rate-limiting step in
this process is the hydrolysis of biomass, the development of more
efficient enzyme systems is required (Fontes and Gilbert, 2010).
The cellulosome may be useful in solving the hydrolysis problem re-
lated to the recalcitrant and complex structure of the plant cell wall.
(Doi and Kosugi, 2004; Hyeon et al., 2010; Jeon et al., 2012). Re-
search and an understanding of the microbial physiology related to
the utilization of cellulose as a resource are important for the devel-
opment of consolidated bioprocessing (CBP)-enabling industrial
strains. (Lynd et al., 2005). CBP is a highly integrated configuration
process containing the following three biologically mediated trans-
formations in a single step: the production of saccharolytic enzymes,
the hydrolysis of carbohydrate components and the fermentation of
sugars (Cardona and Sanchez, 2007). The development of a hydrolysis en-
zyme complex is a useful strategy for the construction of CBP-enabling
microorganisms that involves the engineering of non-cellulolytic organ-
ismswith the ability to produce a valuable and high-yield product, there-
by expressing a heterologous enzyme complex system that utilizes
cellulose as a carbon source (Olson et al., 2012). The use of the
minicellulosome as a multi-functional enzyme complex leads to
the colocalization of synergistic combinations of hydrolytic enzymes
(Hyeon et al., 2010).

The utilization of a Clostridium-derived, multi-functional enzyme
complex by microorganisms involves advanced biotechnology applica-
tions beyond the bioprocesses associatedwith the enzymatic hydrolysis
of biomass (Fontes and Gilbert, 2010). This architectural protein com-
plex has led to innovative molecular engineering approaches with di-
verse research and industrial applications (Doi and Kosugi, 2004;
Fontes and Gilbert, 2010). This review explains these developments, fo-
cusing on the following: 1) the protein modules of the cellulosome, 2)
the advanced applications of the cellulosome system in biotechnology,
3) the engineering of multi-functional enzyme complexes and 4) strain
development as a whole-cell biocatalyst. Possible future directions in-
clude designer cellulosomes and microbial cell-based strategies, which
are summarized herein.

2. Cellulosomes for the degradation of lignocellulosic biomass

Cellulosomes are high-activity multienzyme complexes that hy-
drolyze the crystalline cellulose and polysaccharides in plant cell
walls (Beguin and Lemaire, 1996; Schwarz, 2001). In nature, cellulosomes
have been identified in certain anaerobes, such as cellulolytic clostridia
and ruminal bacteria. The cellulosomes act synergistically with various
enzymes to hydrolyze intractable cellulosic and hemicellulosic polymers
in the plant cell wall (Murashima et al., 2002). The synergistic inter-
action of multiple enzymes and their substrates helps overcome the
rate-limiting step of converting crystalline forms of cellulose to cel-
lobiose, leading to the efficient degradation of crystalline polysac-
charides in plants. (Doi et al., 2003; Fontes and Gilbert, 2010).
Clostridium cellulovorans, an anaerobic, mesophilic, spore-forming
bacterium, is a cellulolytic clostridia that produces a cellulosome
with a molecular weight of approximately 1 million Daltons, in
which several cellulases interact tightly with the scaffolding protein
CbpA (Cho et al., 2004; Sleat et al., 1984). The cellulosome structure
Please cite this article as: Hyeon JE, et al, Cellulosome-based, Clostridium-de
tool development: Advances and applications, Biotechnol Adv (2013), htt
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of C. cellulovorans is shown as a schematic image in Fig. 1. This strain
is capable of a multi-step conversion of insoluble cellulosic sub-
strates into fermentable end-products by producing a cellulosome
that is tightly controlled by the expression level of different extracellu-
lar enzymes (Han et al., 2004; Mechaly et al., 2000; Murashima et al.,
2002). Like other Clostridium strains, Clostridium thermocellum has two
types of cohesin–dockerin interactions with scaffoldin CipA and an an-
choring protein. The Type I interaction is an interaction between an
enzyme-borne type I dockerin and a scaffoldin-borne type I dockerin.
The interaction between the type II dockerin on the cellulosomal
scaffoldin and the type II cohesins on the anchoring scaffoldin is a
Type II interaction (Fan et al., 2012).

2.1. Cohesin–dockerin interaction

The cohesin–dockerin interaction is a high-affinity protein–
protein interaction between enzymes containing duplicated sequences
(dockerin domains) and a non-catalytic scaffolding protein containing
repeated sequences (cohesin domains) (Jeon et al., 2012; Mechaly et al.,
2000). The C. cellulovorans protein CbpA is an example of such a scaffold-
ing protein; it has nine cohesin domains. (Kosugi et al., 2004; Takagi et al.,
1993). The cohesin domains of the scaffolding protein bind strongly to
the dockerin domains of several catalytic subunits (Fig. 1A), resulting in
the assembly of a cellulosome. Many studies emphasize the importance
of the cohesin–dockerin interaction in cellulosome assembly and bio-
technological applications (Fontes and Gilbert, 2010; Hyeon et al., 2011;
You et al., 2012). The main reasons for the heterogeneous composition
of cellulosomes are the differences in the cohesin–dockerin interactions,
such as species-specific variations, and the differences in the num-
ber of cohesin repeats in each scaffolding protein (Doi and Kosugi,
2004; Fierobe et al., 2005). Depending on which enzymes are bound
to the scaffolding protein, there is the potential to make a variety
of cellulosomes, each with a different composition, within a single
microorganism (Bomble et al., 2011; Koukiekolo et al., 2005).

2.2. Carbohydrate-binding module (CBM)

The non-catalytic scaffolding protein of the cellulosome includes a
carbohydrate-binding module (CBM) that facilitates the degradation
of cellulose. (Lavan et al., 2009; Murashima et al., 2002). For example,
the CBM in the CbpA protein from C. cellulovorans belongs to the
CBM3a family and is able to bind preferentially to crystalline cellulose
(Fig. 1B) rather than to amorphous cellulose (Boraston et al., 2004).
CBM3a includes a planar linear strip of aromatic and polar residues
that is proposed to bind to crystalline cellulose (Yaniv et al., 2012).
The CBM of a scaffolding protein plays a crucial role in effective hy-
drolysis by facilitating the strong binding of the scaffolding proteins
to cellulose to increase the concentration of the hydrolysis enzyme
near the substrate (Doi et al., 2003; Lavan et al., 2009). When CBM
and a cellulose substrate bind, the assembled cellulosomal enzymes
are brought into close proximity with the cellulose, making cellulose
degradation more efficient than is possible with individual free en-
zymes (Tamaru et al., 2000). For example, when ExgS and EngH, the
main cellulosomal enzymes in C. cellulovorans, are assembled in a com-
plex with mini-CbpA, they are 1.5- to 3.0-fold more effective at hydro-
lyzing crystalline cellulose than when they are separate (Murashima
et al., 2002).

2.3. Surface layer homology (SLH) domain

The surface layer homology (SLH) domains of the scaffolding
proteins in cellulosome-producing bacteria are highly conserved
and share homology with other proteins (Desvaux et al., 2006). These
domains are found in many microorganisms and form a protein layer
that lies outside of the cell wall (Kern et al., 2011). In C. cellulovorans,
the scaffolding protein CbpA contains repeated domains with bacterial
rivedmulti-functional enzyme complexes for advanced biotechnology
p://dx.doi.org/10.1016/j.biotechadv.2013.03.009
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R3. Advanced biotechnological applications of the cellulosome
system

3.1. Biosensors based on the cohesin–dockerin interaction by cellulosomics

The main role of the cohesin–dockerin interaction is the assembly of
the cellulosome,which contains scaffolding protein and cellulosomal en-
zymes (Doi, 2008). Because the dockerin domains in each strain can be
selectively recognized by their cohesin domains, sensing techniques
using cohesin–dockerin interactionswould be beneficial for the develop-
ment of single- or multi-target biosensors (Jeon et al., 2012). In addition,
the high-affinity of the cohesin–dockerin interaction relative to other
protein–protein interactions implies that a variety of affinity-based
processes can be explored (Craig et al., 2006; Haimovitz et al., 2008).
Dockerin domains are a pair of 22 amino acid residue segments that
are highly conserved among species, whereas cohesin domains are
weakly conserved among different species or different scaffolding
proteins in the same species (Han et al., 2003; Park et al., 2001;
Sakka et al., 2011). In particular, the C. cellulovorans CbpA contains
more divergent cohesin domains with a higher percentage of amino
acid substitutions than those found in scaffolding proteins in other
clostridia, such as C. thermocellum and Clostridium cellulolyticum
(Doi et al., 2003; Pages et al., 1996; Yaron et al., 1995). The general
Please cite this article as: Hyeon JE, et al, Cellulosome-based, Clostridium-de
tool development: Advances and applications, Biotechnol Adv (2013), htt
species-specific cohesin–dockerin interaction contributes to the
heterogeneous cellulosome composition controlled by the relative
level of the available cellulosomal enzymes (Fendri et al., 2009). In
contrast, an anion-exchange chromatography experiment that ex-
amined the cellulosomal enzymes of C. cellulovorans in cellulose-
containing medium culture suggested a different explanation (Doi
et al., 2003; Han et al., 2005). These results showed several separat-
ed peaks that indicated that several factors, such as a region that is spe-
cifically surrounded by certain enzymes with the specificity for cohesin
domains, control the cellulosomal populations and the ratio of the sub-
populations (Cho et al., 2010; Han et al., 2005; Jeon et al., 2012). The
dockerin domain is small in size (approximately 8–10 kDa), allowing
proteins of interest to be easily marked with a dockerin domain using
genetic modification; a dockerin-based affinity tag has been successfully
developed with various potential applications (Demishtein et al., 2010).
In addition, cohesin markers fused with fluorescent substance have
high specificity and sensitivity (Fig. 2A) and can be used in powerful
biosensor-based tools for identifying target proteins without an impact
on themicrobial system (Cho et al., 2010; Jeon et al., 2012). By combin-
ing the cohesin–dockerin domain interactionwith immobilization tech-
niques, label-free transducer technologies can be developed (Brouard
et al., 2011; Pu et al., 2009).
3.2. One-step purification based on the carbohydrate-binding module

The CBM of a cellulosome system can be used as a tag for a
one-step purification method using cellulose as a support because of
rivedmulti-functional enzyme complexes for advanced biotechnology
p://dx.doi.org/10.1016/j.biotechadv.2013.03.009
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CBM's high affinity and specificity for cellulose (Mateo et al., 2001).
Cellulose is an ideal matrix with large-scale affinity because of its
low cost, excellent physical properties and low non-specific affinity
with most proteins (Boraston et al., 2004; Hyeon et al., 2012a). Thus, a
Please cite this article as: Hyeon JE, et al, Cellulosome-based, Clostridium-de
tool development: Advances and applications, Biotechnol Adv (2013), htt
CBM-containing recombinant scaffolding protein miniCbpA, which was
designed with the CBM of CbpA fused to its N-terminus, was easily
purified by cellulose matrix chromatography (Hyeon et al., 2011).
This method facilitated the easy purification of useful hydrolysis
rivedmulti-functional enzyme complexes for advanced biotechnology
p://dx.doi.org/10.1016/j.biotechadv.2013.03.009
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enzymes by fusing a dockerin domain to the desired enzyme and in-
ducing complex formation with miniCbpA (Fig. 2B). This technique
can replace multi-step purification techniques and help reduce the
loss of product and the cost of enzyme purification (Hyeon et al.,
2012a). Many attempts have been made to enable the utilization of
CBM in a one-step purification process (Hong et al., 2008; Kwan et al.,
2005; Shoseyov et al., 2006), and the utility of a CBM-based one-step
purification technique using miniCbpA as the CBM-containing subunit
has been confirmed (Hyeon et al., 2012a).

3.3. Cell surface display by replacing the surface layer homology domain

The recombinant scaffolding protein miniCbpA, which was derived
from C. cellulovorans CbpA, possesses one SLH domainwith a high func-
tional affinity for cell wall polymers (Kosugi et al., 2002). Although
these domains allow the cellulosome to bind to the C. cellulovorans
cell surface, this cell surface anchoring system has not been applied
to other strains, such as the yeast cell wall (Kosugi et al., 2004). The
other corresponding anchoring domain is required for applying
cellulosome anchoring system to the immobilization of proteins or
complexes on foreign strains (Fig. 2C). The successful development
of a cell surface display system on Bacillus subtilis or Saccharomyces
cerevisiae has been reported (Hasunuma and Kondo, 2012; Lee
et al., 2003).

4. Engineering multi-functional enzyme complexes

A minicellulosome, which consists of a recombinant scaffolding
protein and cellulosomal enzymes, is an efficient multi-functional en-
zyme complex for use in industrial bioprocesses (Hyeon et al., 2011).
The concept of a multi-functional complex containing a mix-and-match
configuration using parts from different cellulosomes in a suitable indus-
trial host cell system has drawn considerable attention as an attractive
strategy for various biotechnology applications (Fig. 3). Thus, it is very
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important to construct these engineered complexes such that they
have functions specific for the industrial process of interest. Enzyme
complexes containing the cellulosomal cellulase gene and the recombi-
nant scaffolding protein miniCbpA gene from C. cellulovorans were suc-
cessfully co-expressed and formed in vivo in B. subtilis, S. cerevisiae and
Corynebacterium glutamicum by harnessing the interaction between the
cohesin and dockerin domains (Cho et al., 2004; Hyeon et al., 2011). In
addition, cellulosomes derived from other Clostridium strains such as
C. thermocellum and C. cellulolyticum, have been used to design
mini-cellulosomes (Fan et al., 2012; Tsai et al., 2010; Wen et al.,
2010). There has been interest in developing multi-functional com-
plexes based on the cellulosome system of clostridia for several pur-
poses, including the analysis of the synergy effect between various
enzymes and the optimization of enzyme efficiency on biomasses
of various compositions (Fierobe et al., 2005).

4.1. Design of a scaffolding protein containing cohesin domains

To construct a multi-functional complex, the C. cellulovorans scaf-
folding protein CbpA and the C. thermocellum scaffolding protein CipA
were spliced into a small recombinant scaffolding protein (Fan et al.,
2012; Hyeon et al., 2010). For example, the miniCbpA protein derived
from the C. cellulovorans scaffolding protein CbpA carries two cohesin
domains, one SLH domain and a CBM (CBM-SLH-Coh1-Coh2). The nu-
cleotide sequence of the miniCbpA coding region is 1647 bp in length
and encodes a polypeptide of 539 amino acids (Fig. 3A). As described
above, the miniCbpA containing a CBM at its N-terminus was easily
purified in a single step using a CBM-utilizing purification method
(Hyeon et al., 2011). The cohesin domains of the C. cellulovorans
miniCbpA protein, which serve as binding moieties for the assembly
of other multi-subunit enzyme complexes, retain their complementa-
ry binding properties when expressed in many industrial strains, such
as S. cerevisiae, C. glutamicum and Escherichia coli (Hyeon et al., 2010,
2011, 2012a).
CbpA

n-

-cellulosomal

Enzyme

Enzyme

Non-cellulosomal
Enzyme

rlap PCR

cellulovorans Non-
Enzyme

Dockerin-fused

Dockerin-fused

MiniCbpA

ex is composed of a recombinant scaffolding protein and dockerin-fused chimeric en-
domains and a CBM. The cohesin domain serves as a binding moiety for the assembly

a non-cellulovorans and a non-cellulosomal enzyme, respectively, are constructed using
domain to endoglucanase EngB from C. cellulovorans.
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4.2. Design of chimeric hydrolysis enzymes containing the dockerin
domain

To assemble a multi-functional complex via the cohesin–dockerin
interaction, chimeric enzymes were constructed with the catalytic
domains of target enzymes fused to the C-terminus of a dockerin do-
main (Hyeon et al., 2010). Because the cohesin–dockerin interaction
has species-specificity among different cellulolytic bacterial species
(Fierobe et al., 2005), many attempts have been made to successfully
enable the assembly of enzymes from other cellulolytic clostridia spe-
cies or the assembly of non-cellulosomal enzymes from other species
(Hyeon et al., 2012a; Tsai et al., 2010). For example, a chimeric gene
containing an exogenous type dockerin was constructed using pairs
of overlapping primers with a widely used multistep PCR strategy
(Horton et al., 1989; Hyeon et al., 2011). The catalytic domain fragment
and the dockerin fragment of endoglucanase EngB from C. cellulovorans
were amplified (Fig. 3B).

The endoglucanase CelE from the thermophilic anaerobic bacteria
C. thermocellum is of considerable biotechnological interest because its
high stability could greatly reduce enzyme replacement costs or permit
processes to be performed at high temperatures (Kohli et al., 2001;
Lamed et al., 1983; Song and Rhee, 2000). The chimeric CelE-doc gene
contains the C. thermocellum endoglucanase CelE backbone fused
to the dockerin region of C. cellulovorans EngB; this chimeric protein
can be assembled with miniCbpA (Hyeon et al., 2011). The non-
cellulosomal endoglucanase EngD fromC. cellulovoranspossessesmulti-
ple enzymatic activities, including endoglucanase, exoglucanase and
xylanase activities (Jeon et al., 2009a). Although this enzyme exists as
an independent non-cellulosomal enzyme because it does not interact
with the scaffolding protein CbpA (Foong and Doi, 1992; Hamamoto
et al., 1992), chimeric EngD containing a dockerin domain at its C
terminus can be assembled with the recombinant scaffolding protein
miniCbpA (Hyeon et al., 2010; Jeon et al., 2009a). Non-cellulase en-
zymes, such as agarase, that can be used to degrade marine biomass
can also be fused with a dockerin module and assembled into an en-
zyme complex (Hyeon et al., 2012a).

5. Production of a multi-functional enzyme complex for biomass
utilization

Awhole-cell biocatalyst with the ability to degrade biomass and pro-
duce valuable products was developed by applying the Clostridium-
derived multi-functional complex system (Ryu and Karim, 2011).
Whole-cell biocatalysts have several advantages, such as reducing
the carbon catabolite restriction effect, lowering sterilization costs
and utilizing a single reactor because the cells immediately utilize
the sugar (Balasubramaniam et al., 2012; Ryu and Karim, 2011).
Many attempts to develop metabolically engineered industrial
strains to produce a more valuable material have been reported
(Olson et al., 2012; Yu et al., 2012a, 2012b). Most notably, strains
that produce an efficient biofuel, such as bioethanol and microbial
lipids, have been engineered by many researchers (Jarboe et al.,
2010; Yu et al., 2010; Zhang et al., 2009). However, for a viable and
cost-effective strategy to produce biomaterial using metabolically
engineered strains, microorganisms with the ability to hydrolyze
biomass, including lignocellulosic and marine biomass, are required
(Guedon et al., 2002; Wood and Ingram, 1992; Zhou et al., 2001).
Thus, the development of hydrolysis enzymes with high activity,
such as multi-functional enzyme complexes, is important for the
conversion of the resulting sugars to desirable products via a cellulo-
lytic microorganism or consortium (Fig. 4).

5.1. Utilizing lignocellulosic biomass

Cellulose comprises a major part of the biomass on the earth, and
its synthesis and utilization contributes to the environmental cycle
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(McKendry, 2002). Although the structure and the composition of
the plant cell wall are different among various plant species, the
cell wall structural composition among tissues of a single species
and even among individual cells commonly consists of β-1-4-linked
D-glucopyranosyl residues that constitute a fibrous, insoluble and crys-
talline polysaccharide (McNeil et al., 1984). Hemicellulose, pectin and
lignin linked with cellulose fibers comprise the complex structure of
the plant cell wall. Because the composition of the plant cell wall struc-
ture is very complex, the cooperative action of amultitude of cellulolytic
enzymes, such as endoglucanase, exoglucanase and b-glucosidase, is re-
quired for its degradation (Fierobe et al., 2005; Murashima et al., 2002).
In nature, it is therefore likely that this cooperative action also occurs
among a number of different microorganisms to degrade plant cell
wall materials (de Vries and Visser, 2001). Cellulases have been found
either as part of the cellulosome or as free enzymes that work synergis-
tically and contribute to the turnover of cellulosic materials (Tamaru
et al., 2000). There have been many attempts to assemble a hydrolysis
enzyme complex to enhance enzyme activity toward cellulosic sub-
strates (Hyeon et al., 2011; Murashima et al., 2002). For example, the
development of a multi-functional enzyme complex containing chi-
meric CelE bound to the recombinant scaffoldingproteinminiCbpA from
C. cellulovorans industrial strains that can hydrolyze cellulosic materials
has been reported (Hyeon et al., 2010). The resulting complexes effi-
ciently degraded cellulose at a rate that was approximately 2.8-times
faster than the corresponding enzyme alone (Hyeon et al., 2010).

In addition, a number of attempts have beenmade to utilize lignocel-
lulosic biomass substrates to produce a valuable product by expressing
cellulolytic enzymes in industrial strains, such as S. cerevisiae and
C. glutamicum (Hyeon et al., 2010, 2011). One of the most effective
ethanol-producing yeasts, S. cerevisiae, has several advantages, in-
cluding a high efficiency of hexose to ethanol conversion and a
high tolerance to ethanol or inhibitory compounds derived from
acid hydrolysates after pretreatment of the lignocellulosic biomass
(Hyeon et al., 2010). C. glutamicum was isolated as an aerobic,
biotin-auxotrophic, nonpathogenic and Gram-positive soil bacteri-
um during a screen for bacteria producing L-glutamate (Han et al.,
2007, 2008; Hyeon et al., 2012b). C. glutamicum is able to grow on a
variety of carbohydrates and organic acids using single or com-
bined sources of carbon and energy, including glucose and acetate
(Han et al., 2007). Because these industrial strains cannot use cellu-
losic materials directly, and the expansion of the substrate assort-
ment is required, a polymeric biomass must first undergo hydrolysis to
release monomeric hexose prior to fermentation (Hyeon et al., 2011).
Saccharomycopsis fibuligera β-glucosidase (Bgl1) and cellulosomal
endoglucanase were introduced into S. cerevisiae, the preferred in-
dustrial organism for ethanol fermentation, in an attempt to develop
cellulose-degrading yeast cells that could convert a cellulose sub-
strate into ethanol (Hahn-Hagerdal et al., 2001; Jeon et al., 2009a).
The resulting strains demonstrated effective cellulosic substrate utiliza-
tion and produced amaximum ethanol concentration of approximately
11.03 g/L using carboxymethyl cellulose (CMC) as a substrate (Jeon
et al., 2009a). This result suggests that various cellulosic substrates, in-
cluding CMC, β-glucan and phosphoric acid swollen cellulose (PASC),
are sequentially degraded to glucose, and the glucose is immediately
utilized by the yeast to produce ethanol (Jeon et al., 2009b). A yeast
strain capable of consolidated conversion of cellulosic materials to eth-
anol has also been reported (Jeon et al., 2009b).

As described above, these results indicate that the hydrolysis of cellu-
losicmaterials by cellulolytic enzymes is amajor factor in the production
of ethanol by recombinant yeast. Efficient direct fermentation of cellulos-
icmaterials to ethanol was achieved by developing a yeast strain that ex-
presses a multi-enzyme complex containing a recombinant scaffolding
protein and an endoglucanase (Hyeon et al., 2010). The construction of
the multi-enzyme complex affected cellulose hydrolysis by combining
cellulases with the scaffolding subunit (Hyeon et al., 2010). These results
demonstrated a significantly higher concentration of ethanol production
rivedmulti-functional enzyme complexes for advanced biotechnology
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than that reported in a free enzyme system and demonstrated the feasi-
bility of a multi-enzyme complex with a synergic effect on fermentation
using cellulosic materials.

5.2. Utilizing marine biomass

Marine algal polysaccharides such as agar, which is a phycocolloid
extracted from the cell wall of a group of red algae, are promising alter-
native resources to land biomass (O'Sullivan et al., 2010). Agar consists
of oligosaccharides, such as agarooligosaccharides and neoagarooligo-
saccharides, with high economic value (Schroeder et al., 2003). The
degradation of marine biomass by enzymatic reactions has several no-
table advantages, including mild reaction conditions, simple facilities,
excellent efficiency, low energy costs, controllable products and mini-
mal environmental impact (Fu and Kim, 2010). Agarase degrades aga-
rose polymer into various types of oligosaccharides that can be used
as the first enzyme in the agar catabolic pathway to produce carbon
sources for biotechnological development (Hyeon et al., 2012a).

To utilize marine biomass, an agarolytic complex was assembled via
a cohesin–dockerin interaction using dockerin-fused chimeric Zobellia
galactanivorans agarase cAgaB and the recombinant scaffolding protein
miniCbpA from C. cellulovorans (Hyeon et al., 2012a). The resulting
multi-enzyme complex increased the agarase activity level by approxi-
mately 1.4-fold compared with the activity level reported for the corre-
sponding enzymes alone and caused a noticeable increase in the amount
of sugar produced (Hyeon et al., 2012a). These results demonstrated that
the correct folding of subunitswith high-affinity interactions is sufficient
to assemble the complex and that the cellulosome is a feasible system for
efficiently utilizing marine biomass (Hyeon et al., 2012a). The develop-
ment of a non-cellulase multi-enzyme complex such as the agarolytic
complex is a key step in utilizing various biomasses and will assist in
the designing of a useful whole-cell biocatalyst that can convert various
biomasses to valuable products (Fu and Kim, 2010).

6. Concluding remarks

This review describes the development of a Clostridium-derived,
multi-functional enzyme complex. The multipurpose potential of
this cellulosome-like system suggests its utility as a tool in various
challenging biotechnological applications. The CBP-related applica-
tion of the developed heterologous multi-enzyme complex is a rec-
ognized biomass utilization strategy (Lynd et al., 2005). Additionally,
the biosensor strategy based on the cohesin–dockerin interaction, the
simple cellulose-supported protein purification method using CBM,
and the cell surface display strategy employing an anchoring domain,
such as the SLH domain, have been developed as tools to advance
Please cite this article as: Hyeon JE, et al, Cellulosome-based, Clostridium-de
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2002). Themechanistic principles of theClostridium-derived cellulosome,
such as the regulation of each enzyme and the synergism of various en-
zymes, are currently under investigation (Han et al., 2005). A complete
understanding of cellulosome formation is important and can be applied
to a variety of biotechnology area. The utility of amulti-functional protein
complex that is suitable for expression in various industrial host cell
systems has drawn considerable attention as an attractive and powerful
strategy for achieving viable and cost-effective biomaterial production
and whole-cell biocatalysts with various functions (Hyeon et al., 2011;
Yu et al., 2012b).

Acknowledgments

This research was supported by Basic Science Research Pro-
gram through the National Research Foundation of Korea (NRF)
funded by the Ministry of Education, Science and Technology
(2012R1A1A2005630) and the New & Renewable Energy Technology
Development Programof theKorea Institute of Energy Technology Eval-
uation and Planning (KETEP) grant funded by the Korean government's
Ministry of Knowledge Economy (no. 20113010090040).

References

Armaroli N, Balzani V. The future of energy supply: challenges and opportunities.
Angew Chem Int Ed Engl 2007;46:52–66.

Balasubramaniam B, Sudalaiyadum Perumal A, Jayaraman J, Mani J, Ramanujam P.
Comparative analysis for the production of fatty acid alkyl esterase using whole
cell biocatalyst and purified enzyme from Rhizopus oryzae on waste cooking oil
(sunflower oil). Waste Manag 2012;32:1539–47.

Beguin P, Lemaire M. The cellulosome: an exocellular, multiprotein complex special-
ized in cellulose degradation. Crit Rev Biochem Mol Biol 1996;31:201–36.

Bomble YJ, Beckham GT, Matthews JF, Nimlos MR, Himmel ME, Crowley MF. Modeling
the self-assembly of the cellulosome enzyme complex. J Biol Chem 2011;286:
5614–23.

Boraston AB, Bolam DN, Gilbert HJ, Davies GJ. Carbohydrate-binding modules: fine-tuning
polysaccharide recognition. Biochem J 2004;382:769–81.

Brouard D, Viger ML, Bracamonte AG, Boudreau D. Label-free biosensing based on mul-
tilayer fluorescent nanocomposites and a cationic polymeric transducer. ACS Nano
2011;5:1888–96.

Cardona CA, Sanchez OJ. Fuel ethanol production: process design trends and integra-
tion opportunities. Bioresour Technol 2007;98:2415–57.

Cho HY, Yukawa H, Inui M, Doi RH, Wong SL. Production of minicellulosomes from
Clostridium cellulovorans in Bacillus subtilisWB800. Appl Environ Microbiol 2004;70:
5704–7.

ChoW, Jeon SD, Shim HJ, Doi RH, Han SO. Cellulosomic profiling produced by Clostridium
cellulovorans during growth on different carbon sources explored by the cohesin
marker. J Biotechnol 2010;145:233–9.

Craig SJ, Foong FC, Nordon R. Engineered proteins containing the cohesin and dockerin
domains from Clostridium thermocellum provides a reversible, high affinity interac-
tion for biotechnology applications. J Biotechnol 2006;121:165–73.

de Vries RP, Visser J. Aspergillus enzymes involved in degradation of plant cell wall
polysaccharides. Microbiol Mol Biol Rev 2001;65:497–522.
rivedmulti-functional enzyme complexes for advanced biotechnology
p://dx.doi.org/10.1016/j.biotechadv.2013.03.009

http://dx.doi.org/10.1016/j.biotechadv.2013.03.009


T

525
526
527
528
529
530
531
532
533
534
535
536
537
538
539
540
541
542
543
544
545
546
547
548
549
550
551
552
553
554
555
556
557
558
559
560
561
562
563
564
565
566
567
568
569
570
571
572
573
574
575
576
577
578
579
580
581
582
583
584
585
586
587
588
589
590
591
592
593
594
595
596
597
598
599
600
601
602
603
604
605
606
607
608
609
610

611
612
613
614
615
616
617
618
619
620
621
622
623
624
625
626
627
628
629
630
631
632
633
634
635
636
637
638
639
640
641
642
643
644
645
646
647
648
649
650
651
652
653
654
655
656
657
658
659
660
661
662
663
664
665
666
667
668
669
670
671
672
673
674
675
676
677
678
679
680
681
682
683
684
685
686
687
688
689
690
691
692
693
694
695
696

8 J.E. Hyeon et al. / Biotechnology Advances xxx (2013) xxx–xxx
U
N
C
O

R
R
E
C

Demishtein A, Karpol A, Barak Y, Lamed R, Bayer EA. Characterization of a dockerin-based
affinity tag: application for purification of a broad variety of target proteins. J Mol
Recognit 2010;23:525–35.

Desvaux M, Dumas E, Chafsey I, Hebraud M. Protein cell surface display in Gram-positive
bacteria: from single protein to macromolecular protein structure. FEMS Microbiol
Lett 2006;256:1-15.

Doi RH. Cellulases of mesophilic microorganisms: cellulosome and noncellulosome
producers. Ann N Y Acad Sci 2008;1125:267–79.

Doi RH, Kosugi A. Cellulosomes: plant-cell-wall-degrading enzyme complexes. Nat Rev
Microbiol 2004;2:541–51.

Doi RH, Kosugi A, Murashima K, Tamaru Y, Han SO. Cellulosomes from mesophilic bac-
teria. J Bacteriol 2003;185:5907–14.

Fan LH, Zhang ZJ, Yu XY, Xue YX, Tan TW. Self-surface assembly of cellulosomes with
two miniscaffoldins on Saccharomyces cerevisiae for cellulosic ethanol production.
Proc Natl Acad Sci U S A 2012;109:13260–5.

Fendri I, Tardif C, Fierobe HP, Lignon S, Valette O, Pages S, et al. The cellulosomes from
Clostridium cellulolyticum: identification of new components and synergies be-
tween complexes. FEBS J 2009;276:3076–86.

Fierobe HP, Mingardon F, Mechaly A, Belaich A, Rincon MT, Pages S, et al. Action of de-
signer cellulosomes on homogeneous versus complex substrates: controlled incor-
poration of three distinct enzymes into a defined trifunctional scaffoldin. J Biol
Chem 2005;280:16325–34.

Fontes CM, Gilbert HJ. Cellulosomes: highly efficient nanomachines designed to decon-
struct plant cell wall complex carbohydrates. Annu Rev Biochem 2010;79:655–81.

Foong FC, Doi RH. Characterization and comparison of Clostridium cellulovorans
endoglucanases-xylanases EngB and EngD hyperexpressed in Escherichia coli. J
Bacteriol 1992;174:1403–9.

Fu XT, Kim SM. Agarase: review of major sources, categories, purification method, en-
zyme characteristics and applications. Mar Drugs 2010;8:200–18.

Guedon E, Desvaux M, Petitdemange H. Improvement of cellulolytic properties of Clos-
tridium cellulolyticum by metabolic engineering. Appl Environ Microbiol 2002;68:
53–8.

Hahn-Hagerdal B, Wahlbom CF, Gardonyi M, van Zyl WH, Cordero Otero RR, Jonsson LJ.
Metabolic engineering of Saccharomyces cerevisiae for xylose utilization. Adv Biochem
Eng Biotechnol 2001;73:53–84.

Haimovitz R, Barak Y, Morag E, Voronov-Goldman M, Shoham Y, Lamed R, et al.
Cohesin–dockerin microarray: diverse specificities between two complementary
families of interacting protein modules. Proteomics 2008;8:968–79.

Hamamoto T, Foong F, Shoseyov O, Doi RH. Analysis of functional domains of
endoglucanases from Clostridium cellulovorans by gene cloning, nucleotide se-
quencing and chimeric protein construction. Mol Gen Genet 1992;231:472–9.

Han SO, Yukawa H, Inui M, Doi RH. Transcription of Clostridium cellulovorans cellulosomal
cellulase and hemicellulase genes. J Bacteriol 2003;185:2520–7.

Han SO, Cho HY, Yukawa H, Inui M, Doi RH. Regulation of expression of cellulosomes
and noncellulosomal (hemi)cellulolytic enzymes in Clostridium cellulovorans dur-
ing growth on different carbon sources. J Bacteriol 2004;186:4218–27.

Han SO, Yukawa H, Inui M, Doi RH. Effect of carbon source on the cellulosomal subpop-
ulations of Clostridium cellulovorans. Microbiology 2005;151:1491–7.

Han SO, Inui M, Yukawa H. Expression of Corynebacterium glutamicum glycolytic genes
varies with carbon source and growth phase. Microbiology 2007;153:2190–202.

Han SO, Inui M, Yukawa H. Effect of carbon source availability and growth phase on ex-
pression of Corynebacterium glutamicum genes involved in the tricarboxylic acid
cycle and glyoxylate bypass. Microbiology 2008;154:3073–83.

Hasunuma T, Kondo A. Development of yeast cell factories for consolidated bioprocessing
of lignocellulose to bioethanol through cell surface engineering. Biotechnol Adv
2012;30:1207–18.

Hong J, Wang Y, Ye X, Zhang YH. Simple protein purification through affinity adsorption
on regenerated amorphous cellulose followed by intein self-cleavage. J Chromatogr A
2008;1194:150–4.

Horton RM, Hunt HD, Ho SN, Pullen JK, Pease LR. Engineering hybrid genes without the
use of restriction enzymes: gene splicing by overlap extension. Gene 1989;77:
61–8.

Hyeon JE, Yu KO, Suh DJ, Suh YW, Lee SE, Lee J, et al. Production of minicellulosomes from
Clostridium cellulovorans for the fermentation of cellulosic ethanol using engineered
recombinant Saccharomyces cerevisiae. FEMS Microbiol Lett 2010;310:39–47.

Hyeon JE, Jeon WJ, Whang SY, Han SO. Production of minicellulosomes for the enhanced
hydrolysis of cellulosic substrates by recombinant Corynebacterium glutamicum.
Enzyme Microb Technol 2011;48:371–7.

Hyeon JE, Kang DH, Kim YI, Jeon SD, You SK, Kim KY, et al. Production of functional
agarolytic nano-complex for the synergistic hydrolysis of marine biomass and its
potential application in carbohydrate-binding module-utilizing one-step purifica-
tion. Process Biochem 2012a;47:877–81.

Hyeon JE, Kang DH, Kim YI, You SK, Han SO. GntR-type transcriptional regulator PckR
negatively regulates the expression of phosphoenolpyruvate carboxykinase in Co-
rynebacterium glutamicum. J Bacteriol 2012b;194:2181–8.

Jarboe LR, Zhang X, Wang X, Moore JC, Shanmugam KT, Ingram LO. Metabolic engineer-
ing for production of biorenewable fuels and chemicals: contributions of synthetic
biology. J Biomed Biotechnol 2010;2010:761042.

Jeon E, Hyeon J, Eun LS, Park BS, Kim SW, Lee J, et al. Cellulosic alcoholic fermentation using
recombinant Saccharomyces cerevisiae engineered for the production of Clostridium
cellulovorans endoglucanase and Saccharomycopsis fibuligera beta-glucosidase. FEMS
Microbiol Lett 2009a;301:130–6.

Jeon E, Hyeon JE, Suh DJ, Suh YW, Kim SW, Song KH, et al. Production of cellulosic eth-
anol in Saccharomyces cerevisiae heterologous expressing Clostridium thermocellum
endoglucanase and Saccharomycopsis fibuligera beta-glucosidase genes. Mol Cells
2009b;28:369–73.
Please cite this article as: Hyeon JE, et al, Cellulosome-based, Clostridium-de
tool development: Advances and applications, Biotechnol Adv (2013), htt
E
D
 P

R
O

O
F

Jeon SD, Lee JE, Kim SJ, Kim SW, Han SO. Analysis of selective, high protein–protein
binding interaction of cohesin–dockerin complex using biosensing methods.
Biosens Bioelectron 2012;35:382–9.

Kern J, Wilton R, Zhang R, Binkowski TA, Joachimiak A, Schneewind O. Structure of sur-
face layer homology (SLH) domains from Bacillus anthracis surface array protein. J
Biol Chem 2011;286:26042–9.

Kohli U, Nigam P, Singh D, Chaudhary K. Thermostable, alkalophilic and cellulase free
xylanase production by Thermoactinomyces thalophilus subgroup C. Enzyme
Microb Technol 2001;28:606–10.

Kosugi A, Murashima K, Tamaru Y, Doi RH. Cell-surface-anchoring role of N-terminal
surface layer homology domains of Clostridium cellulovorans EngE. J Bacteriol
2002;184:884–8.

Kosugi A, Amano Y, Murashima K, Doi RH. Hydrophilic domains of scaffolding protein
CbpA promote glycosyl hydrolase activity and localization of cellulosomes to the
cell surface of Clostridium cellulovorans. J Bacteriol 2004;186:6351–9.

Koukiekolo R, Cho HY, Kosugi A, Inui M, Yukawa H, Doi RH. Degradation of corn fiber by
Clostridium cellulovorans cellulases and hemicellulases and contribution of scaf-
folding protein CbpA. Appl Environ Microbiol 2005;71:3504–11.

Kwan EM, Boraston AB, McLean BW, Kilburn DG, Warren RA. N-Glycosidase-
carbohydrate-binding module fusion proteins as immobilized enzymes for
protein deglycosylation. Protein Eng Des Sel 2005;18:497–501.

Lamed R, Setter E, Bayer EA. Characterization of a cellulose-binding, cellulase-containing
complex in Clostridium thermocellum. J Bacteriol 1983;156:828–36.

Lavan LM, Van Dyk JS, Chan H, Doi RH, Pletschke BI. Effect of physical conditions and
chemicals on the binding of a mini-CbpA from Clostridium cellulovorans to a
semi-crystalline cellulose ligand. Lett Appl Microbiol 2009;48:419–25.

Lee SY, Choi JH, Xu Z. Microbial cell-surface display. Trends Biotechnol 2003;21:45–52.
Lynd LR, van Zyl WH, McBride JE, Laser M. Consolidated bioprocessing of cellulosic bio-

mass: an update. Curr Opin Biotechnol 2005;16:577–83.
Mateo C, Fernandez-Lorente G, Pessela BC, Vian A, Carrascosa AV, Garcia JL, et al. Affinity

chromatography of polyhistidine tagged enzymes. New dextran-coated immobilized
metal ion affinity chromatography matrices for prevention of undesired multipoint
adsorptions. J Chromatogr A 2001;915:97-106.

McKendry P. Energy production from biomass (part 1): overview of biomass. Bioresour
Technol 2002;83:37–46.

McNeil M, Darvill AG, Fry SC, Albersheim P. Structure and function of the primary cell
walls of plants. Annu Rev Biochem 1984;53:625–63.

Mechaly A, Yaron S, Lamed R, Fierobe HP, Belaich A, Belaich JP, et al. Cohesin–dockerin
recognition in cellulosome assembly: experiment versus hypothesis. Proteins
2000;39:170–7.

Murashima K, Kosugi A, Doi RH. Synergistic effects on crystalline cellulose degradation be-
tween cellulosomal cellulases from Clostridium cellulovorans. J Bacteriol 2002;184:
5088–95.

Olson DG, McBride JE, Shaw AJ, Lynd LR. Recent progress in consolidated bioprocessing.
Curr Opin Biotechnol 2012;23:396–405.

O'Sullivan L, Murphy B, McLoughlin P, Duggan P, Lawlor PG, Hughes H, et al. Prebiotics
from marine macroalgae for human and animal health applications. Mar Drugs
2010;8:2038–64.

Pages S, Belaich A, Tardif C, Reverbel-Leroy C, Gaudin C, Belaich JP. Interaction between
the endoglucanase CelA and the scaffolding protein CipC of the Clostridium
cellulolyticum cellulosome. J Bacteriol 1996;178:2279–86.

Park JS, Matano Y, Doi RH. Cohesin–dockerin interactions of cellulosomal subunits of
Clostridium cellulovorans. J Bacteriol 2001;183:5431–5.

Pu F, Huang Z, Hu D, Ren J, Wang S, Qu X. Sensitive, selective and label-free protein de-
tection using a smart polymeric transducer and aptamer/ligand system. Chem
Commun (Camb) 2009:7357–9.

Ryu S, Karim MN. A whole cell biocatalyst for cellulosic ethanol production from dilute
acid-pretreated corn stover hydrolyzates. Appl Microbiol Biotechnol 2011;91:
529–42.

Sakka K, Sugihara Y, Jindou S, Sakka M, Inagaki M, Kimura T. Analysis of cohesin–dockerin
interactions using mutant dockerin proteins. FEMS Microbiol Lett 2011;314:75–80.

Sanchez OJ, Cardona CA. Trends in biotechnological production of fuel ethanol from dif-
ferent feedstocks. Bioresour Technol 2008;99:5270–95.

Schroeder DC, Jaffer MA, Coyne VE. Investigation of the role of a beta(1-4) agarase pro-
duced by Pseudoalteromonas gracilis B9 in eliciting disease symptoms in the red
alga Gracilaria gracilis. Microbiology 2003;149:2919–29.

Schwarz WH. The cellulosome and cellulose degradation by anaerobic bacteria. Appl
Microbiol Biotechnol 2001;56:634–49.

Shoseyov O, Shani Z, Levy I. Carbohydrate binding modules: biochemical properties
and novel applications. Microbiol Mol Biol Rev 2006;70:283–95.

Sleat R, Mah RA, Robinson R. Isolation and characterization of an anaerobic, cellulolytic
bacterium, Clostridium cellulovorans sp. nov. Appl Environ Microbiol 1984;48:88–93.

Song JK, Rhee JS. Simultaneous enhancement of thermostability and catalytic activity of
phospholipase A(1) by evolutionary molecular engineering. Appl Environ Microbiol
2000;66:890–4.

Takagi M, Hashida S, Goldstein MA, Doi RH. The hydrophobic repeated domain of the
Clostridium cellulovorans cellulose-binding protein (CbpA) has specific interactions
with endoglucanases. J Bacteriol 1993;175:7119–22.

Tamaru Y, Karita S, Ibrahim A, Chan H, Doi RH. A large gene cluster for the Clostridium
cellulovorans cellulosome. J Bacteriol 2000;182:5906–10.

Tsai SL, Goyal G, ChenW. Surface display of a functional minicellulosome by intracellular
complementation using a synthetic yeast consortium and its application to cellulose
hydrolysis and ethanol production. Appl Environ Microbiol 2010;76:7514–20.

Wen F, Sun J, Zhao H. Yeast surface display of trifunctional minicellulosomes for simul-
taneous saccharification and fermentation of cellulose to ethanol. Appl Environ
Microbiol 2010;76:1251–60.
rivedmulti-functional enzyme complexes for advanced biotechnology
p://dx.doi.org/10.1016/j.biotechadv.2013.03.009

http://dx.doi.org/10.1016/j.biotechadv.2013.03.009


697
698
699
700
701
702
703
704
705
706
707
708
709
710
711
712
713

714
715
716
717
718
719
720
721
722
723
724
725

726

727

9J.E. Hyeon et al. / Biotechnology Advances xxx (2013) xxx–xxx
Wood BE, Ingram LO. Ethanol production from cellobiose, amorphous cellulose, and
crystalline cellulose by recombinant Klebsiella oxytoca containing chromosomally
integrated Zymomonas mobilis genes for ethanol production and plasmids express-
ing thermostable cellulase genes from Clostridium thermocellum. Appl Environ
Microbiol 1992;58:2103–10.

Yaniv O, Jindou S, Frolow F, Lamed R, Bayer EA. A simple method for determining spec-
ificity of carbohydrate-binding modules for purified and crude insoluble polysac-
charide substrates. Methods Mol Biol 2012;908:101–7.

Yaron S, Morag E, Bayer EA, Lamed R, Shoham Y. Expression, purification and
subunit-binding properties of cohesins 2 and 3 of the Clostridium thermocellum
cellulosome. FEBS Lett 1995;360:121–4.

You C, Zhang XZ, Sathitsuksanoh N, Lynd LR, Zhang YH. Enhanced microbial utilization
of recalcitrant cellulose by an ex vivo cellulosome-microbe complex. Appl Environ
Microbiol 2012;78:1437–44.

Yu KO, Kim SW, Han SO. Reduction of glycerol production to improve ethanol yield in
an engineered Saccharomyces cerevisiae using glycerol as a substrate. J Biotechnol
2010;150:209–14.
U
N
C
O

R
R
E
C
T

Please cite this article as: Hyeon JE, et al, Cellulosome-based, Clostridium-de
tool development: Advances and applications, Biotechnol Adv (2013), htt
Yu KO, Jung J, Kim SW, Park CH, Han SO. Synthesis of FAEEs from glycerol in engineered
Saccharomyces cerevisiae using endogenously produced ethanol by heterologous ex-
pression of an unspecific bacterial acyltransferase. Biotechnol Bioeng 2012a;109:
110–5.

Yu KO, Jung J, Ramzi AB, Kim SW, Park C, Han SO. Improvement of ethanol yield from
glycerol via conversion of pyruvate to ethanol in metabolically engineered Saccha-
romyces cerevisiae. Appl Biochem Biotechnol 2012b;166:856–65.

Zhang Y, Zhu Y, Li Y. The importance of engineering physiological functionality into mi-
crobes. Trends Biotechnol 2009;27:664–72.

Zhou S, Davis FC, Ingram LO. Gene integration and expression and extracellular secretion
of Erwinia chrysanthemi endoglucanase CelY (celY) and CelZ (celZ) in ethanologenic
Klebsiella oxytoca P2. Appl Environ Microbiol 2001;67:6-14.
E
D
 P

R
O

O
F

rivedmulti-functional enzyme complexes for advanced biotechnology
p://dx.doi.org/10.1016/j.biotechadv.2013.03.009

http://dx.doi.org/10.1016/j.biotechadv.2013.03.009

	Cellulosome-based, Clostridium-derived multi-functional enzyme complexes for advanced biotechnology tool development: Advan...
	1. Introduction
	2. Cellulosomes for the degradation of lignocellulosic biomass
	2.1. Cohesin–dockerin interaction
	2.2. Carbohydrate-binding module (CBM)
	2.3. Surface layer homology (SLH) domain

	3. Advanced biotechnological applications of the cellulosome system
	3.1. Biosensors based on the cohesin–dockerin interaction by cellulosomics
	3.2. One-step purification based on the carbohydrate-binding module
	3.3. Cell surface display by replacing the surface layer homology domain

	4. Engineering multi-functional enzyme complexes
	4.1. Design of a scaffolding protein containing cohesin domains
	4.2. Design of chimeric hydrolysis enzymes containing the dockerin domain

	5. Production of a multi-functional enzyme complex for biomass utilization
	5.1. Utilizing lignocellulosic biomass
	5.2. Utilizing marine biomass

	6. Concluding remarks
	Acknowledgments
	References


