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Background: Bacillus subtilis UMC7 isolated from the gut of termite Macrotermes malaccensis has the ability to
secrete a significant amount of extracellular endoglucanase, with an enzyme activity of 0.12 + 0.01 umol/min/
mL. However, for economically viable industrial applications, the enzyme needs to be expressed in a
heterologous host to overcome the low enzyme production from the wild-type strain.

Results: The endoglucanase gene from B. subtilis UMC7 was successfully cloned and expressed. A higher
enzyme activity was observed in the intracellular fraction of the recombinant clone (0.51 4 0.02 pmol/
min/mL) compared with the cell-bound fraction (0.37 4 0.02 pmol/min/mL) and the extracellular fraction
(0.33 4 0.01 pumol/min/mL). The recombinant endoglucanase was approximately 56 kDa, with optimal
enzyme activity at 60°C and pH 6.0. The activity of the enzyme was enhanced by the addition of Ca?™*.
However, the enzyme was inhibited by other metal ions in the following order:
Fe** > Ni?* > Cu®>* > Mn?* = Zn?* > Mg?*t > Cd?* > Cr?*. The enzyme was able to hydrolyze both
low- and high-viscosity carboxymethyl-cellulose (CMC), avicel, cotton linter, filter paper and avicel but not
starch, xylan, chitin, pectin and p-nitrophenyl oi-D-glucopyranoside.

Conclusions: The recombinant endoglucanase showed a threefold increase in extracellular enzyme activity
compared with the wild-type strain. This result revealed the potential of endoglucanase expression in E. coli,
which can be induced for the overexpression of the enzyme. The enzyme has a broad range of activity with
high specificity toward cellulose.

Keywords:
3-1,4-Endoglucanase
Carboxyl-methylcellulose
Extracellular enzyme activity
Metal ions effect

© 2014 Pontificia Universidad Catélica de Valparaiso. Production and hosting by Elsevier B.V. All rights reserved.

1. Introduction

A termite gut is comprised of a complex microbial community of
fungi and bacteria that has the ability to degrade complex cellulose
[1,2,3]. This ability has attracted much attention for potential
industrial application in the hydrolysis of cellulosic biomass to
monosaccharides and their subsequent bioconversion to biofuels and
value-added chemical products [4]. Both the fungi and bacteria of the
termite gut have been exploited for cellulase production, but most
studies have focused on fungal cellulases. Of late, the focus of studies
have shifted from fungi to bacteria cellulases due to the higher growth
rate of bacteria, their production of multi-enzyme complexes and their
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ability to survive in harsh conditions [5]. Cellulolytic bacteria produce
a cocktail of enzymes consisting of endoglucanases, exoglucanases
and P-glucosidases [6,7]. Endoglucanase functions by cleaving
intermolecular 3-1,4-glycosidic bonds within the cellulose chain to
release oligosaccharides for further hydrolysis by exoglucanase and
B-glucosidase [8]. Endoglucanase and exoglucanase work synergistically
on cellulose to produce cello-oligosaccharides and cellobiose, which are
later converted to glucose by R-glucosidase [9].

Over the years, a number of cellulolytic bacteria have been
successfully isolated from the gut of termites [2,10,11,12], and
advanced molecular techniques, such as metagenomic analysis, have
been used for cellulolytic bacterial identification [1,13]. A key issue is
the need for the identification of efficient endoglucanase-producing
bacteria. The identification of such a bacterium and its genetic
manipulation is of great importance in our effort to produce sufficient
endoglucanase for the global biotechnological industry, which is
essentially based on cellulosic biomass.
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Table 1
Bacterial strains and plasmids used in this study.

Bacterial strains and plasmids Description

Source

Strains

B. subtilis UMC7 Wild type, able to degrade cellulose
E. coli JM109 Cloning host

E. coli BL21 (DE3) Expression host

Plasmids

PGEM-T easy Cloning vector

pET-30a(+) Expression vector

pGEM-EG1

pET-EG1

Recombinant cloning vector, EG1 gene cloned into the pGEM-T easy vector
Recombinant expression vector, EG1 gene cloned into the pET-30a vector

Isolated from indigenous termite gut
Purchased from Promega (USA)
Purchased from Novagen (Germany)

Purchased from Promega (USA)
Purchased from Novagen (Germany)
Developed in this study

Developed in this study

In this study, we cloned and expressed an endoglucanase gene (EG1)
obtained from Bacillus subtilis UMC7 and characterized the resultant
recombinant endoglucanase as part of our effort to search for an
efficient biocatalyst for the hydrolysis of cellulosic biomass.

2. Materials and methods
2.1. Bacterial strains, plasmids, chemical reagents and culture conditions

The bacteria strains and plasmids used in this study are listed
in Table 1. Nutrient broth (NB) was used to culture B. subtilis UMC7,
and Luria-Bertani (LB) broth was used to culture Escherichia coli.
5-Bromo-4-chloro-indolyl-3- -galactopyranoside (X-Gal), isopropyl
thiogalactoside (IPTG) and antibiotics (ampicillin and kanamycin)
were purchased from Sigma (USA) and were used for the selection of
recombinant clones. All other chemical reagents were purchased from
Merck (Germany), EMD Chemicals (USA) and Thermo Scientific (USA).

2.2. DNA extraction and preparation

B. subtilis UMC7 was cultured overnight in NB at 37°C and 150 rpm
in a MAXQ 4000 shaking incubator (Thermo Scientific, USA). The
overnight culture was used for genomic DNA extraction using
NucleoSpin® Tissue (Macherey-Nagel, Germany) according to the
manufacturer's instructions. The presence of DNA was confirmed by
gel electrophoresis containing 0.8% agarose. A NanoDrop 2000c
spectrophotometer (Thermo Scientific, USA) was used to quantify the
purity and concentration of DNA. The extracted genomic DNA was
stored at -20°C until further use.

2.3. Amplification of EG1 gene and DNA sequence analysis

Degenerated primers specific for the B. subtilis endoglucanase
were designed based on the multiple sequence alignment of
conserved sequences retrieved from the UniProt BLAST database [14].
The designed PCR primers (without restriction enzyme sites) were
confirmed using an in silico PCR web server [15]. The forward
degenerated primer, EG1-KF which contained a Kpnl restriction
site (underlined) (AACTGGTACCATGATGCGAAGGAGGAAAAG) and the
degenerated reverse primer, EG1-BR, which contained a BamHI
restriction site (ACGTGGATCCCTAATTTGGTT CTGTTCCCC), were
ordered from BioSune (China). PCR of the EG1 gene was performed
using the EconoTaq master mix (Lucigen, USA) according to the
manufacturer's instruction, and the amplification procedure consisted
of an initial incubation for 2 min at 94°C followed by 30 cycles of
incubation for 30 s at 94°C, annealing for 30 s at 60°C, and extension
for 90 s at 72°C. The reaction was then maintained at 72°C for 10 min.
The PCR product was cloned into the pGEM-T easy vector
(Promega, USA) and transformed into E. coli JM109 cells according to
the manufacturer's instruction. Plasmids containing the insert
(pGEM-EG1) were screened, extracted using NucleoSpin® Plasmid
(Macherey-Nagel, Germany) and sequenced by Genomics BioScience
and Technology (Taiwan) using an Applied Biosystems 3730xl DNA

analyzer. The DNA sequences were analyzed, and a BLAST search was
performed using NCBI portal [16]. The EG1 gene sequence was
deposited in the NCBI GenBank database with accession number
KC477685. A BLASTx search was performed to retrieve the
homologous proteins, and the translated amino acid sequences were
computed using the EXPASY MW tool to obtain the theoretical
molecular weight [17]. The phylogenetic tree was drawn using the
neighbor-joining (NJ) method with Kimura 2 parameter distances
using MEGA 5.0 with 1000 bootstrap replications [18].

2.4. Cloning and expression of EG1 gene in E. coli

The EG1 gene was sub-cloned into the pET-30a (+) expression
vector and transformed into E. coli BL21 (DE3). Plasmids containing
the insert were screened and sequenced. The recombinant clone,
pET-EG1, was cultured in LB medium containing 30 pg/mL kanamycin
for 16-18 h at 37°C in a shaking incubator (150 rpm). Once the
measured cell density (600 nm) of the culture reached an absorbance
reading of 0.4, 1 mM IPTG was added to induce protein expression.

2.5. Screening of recombinant endoglucanase activity

The screening of recombinant endoglucanase activity was
conducted in three different fractions: extracellular (media),
intracellular (supernatant of lysis cells) and cell-bound (cell pellet).
The induced bacteria cells were centrifuged at 10,000 g for 15 min,
and the media was used as the extracellular fraction. The centrifuged
pellet was washed trice with sodium phosphate buffer (50 mM,
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Fig. 1. Amplification of B. subtilis UMC7 endoglucanase gene. Lane 1: GeneRuler 1-kb DNA
ladder (Thermo Scientific); Lane 2: B. subtilis UMC7 genomic DNA; Lane 3: PCR product of
B. subtilis UMC7 endoglucanase gene.
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55 | Bacillus subtilis eglS gene for endo-1,4-beta-glucanase, strain 168 trpC2 (Z29076)
100 Bacillus subtilis endo-B-1,4-glucanase gene (X04689)
88 Bacillus subtilis gene for cellulase (X67044)
Bacillus sp. 79-23 endo-p-1,4-glucanase (celS) gene (AF045482)
L 100 Bacillus subtilis strain: WRL101eg gene for cellulase (AB695293)

Bacillus subtilis strain AH18 cellulase gene (EF070194)
—ML|;— Bacillus subtilis CMCase gene (D01057)
92 Bacillus subtilis subsp. subtilis strain UMC7 endo-beta-1,4-glucanase (KC477685)
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— Bacillus subtilis strain DR cellulase (celDR) gene (EU130452)
9L pacilus subtils cellulase C (celC) gene (AY183475)

0.001

Fig. 2. Phylogenetic relationships of B. subtilis subsp. subtilis strain UMC7 endo-{3-1,4 glucanase gene (KC477685) derived from endoglucanase gene sequence homology. The phylogenetic
tree was drawn based on the N] method with Kimura 2 parameter distances using the MEGA 5.0 software. The bars represent the distance values calculated by MEGA 5.0, and the values at
the nodes represent the percentages of 1000 bootstrap replicates.

pH 6.0) and lysed using the B-PER bacterial protein extraction reagent obtained was used as the intracellular fraction, and the pellet was
(Thermo Scientific, USA) for 15 min at room temperature. The cell re-suspended in sodium phosphate buffer to obtain the cell-bound
lysate was again centrifuged at 10,000 g for 15 min. The supernatant fraction. The extracellular, intracellular, and cell-bound endoglucanase
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Fig. 3. Chromatography of AKTA FPLC for pET-EG1 protein purification.
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Fig. 4. Protein purification of pET-EG1 using a HiTrap CM FF cation-exchange
chromatography column in FPLC. Lane 1: protein ladder (ColorPlus Prestained, New
England Biolabs); Lane 2: pET-EG1 intracellular crude enzyme; Lane 3: void; Lane 4:
sample after elution (0.5 M NaCl); Lane 5: sample after washing (1 M NaCl).

fractions were assayed to determine their enzyme activities. The
amount of reducing sugars released from carboxyl-methylcellulose
(CMC) was determined using the 3,5-dinitrosalicylic acid (DNS) assay
with glucose as a standard [19]. The reaction mixtures containing
1% (w/v) high-viscosity CMC (EMD Chemicals, USA) in sodium

phosphate buffer were incubated at 60°C for 30 min. The reaction was
terminated by the addition of 3 mL of 3,5-dinitrosalicylic acid (DNS)
reagent, boiling for 5 min and cooling in ice water. The amount of
reducing sugars released was measured at 540 nm using a UV/Vis
spectrophotometer (Thermo Scientific, Gensys 20). The amount of
protein was determined using the DC™ protein assay (BioRad
Laboratories, USA) according to the manufacturer's instructions.

2.6. SDS-PAGE of crude recombinant endoglucanase

All extracellular, intracellular and cell-bound fractions of recombinant
clones, pET-EG1 and pET-30a (+) were analyzed by SDS-polyacrylamide
gel electrophoresis with 12% (w/v) polyacrylamide gel according to
Laemmli [20].

2.7. Purification and characterization of recombinant endoglucanase

The recombinant endoglucanase was purified by the AKTA purifier
FPLC system (GE Healthcare, Sweden) using a HiTrap CM FF cation
exchange chromatography column with a flow rate of 1 mL/min.
Sodium phosphate buffer (50 mM, pH 6.0) with a gradient ranging
from 0.5 to 1.0 M NaCl was used as the mobile phase. The samples
were subjected to SDS-PAGE containing 12% (w/v) polyacrylamide
and stained with Coomassie Brilliant Blue R-250. After de-staining, the
resulting single band was excised from the gel and was digested with
trypsin. The peptide was extracted through standard techniques [21].
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Fig. 5. Screening of optimal physicochemical parameters for endoglucanase activity. (a) Temperature. (b) pH.
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The digested peptides were analyzed with a MALDI-TOF/TOF mass
spectrometer using a 5800 Proteomics Analyzer (AB Sciex). The
spectra were analyzed to identify the protein of interest using the
Mascot sequence matching software (version 2.2.03, Matrix Science)
with the Ludwig NR Database.

2.8. Screening of optimal temperature and pH

The purified recombinant endoglucanase was mixed with 1% (w/v)
CMC in sodium phosphate buffer and incubated at temperatures
ranging from 30 to 100°C at 10°C intervals to screen for optimal
endoglucanase activity. To study the effect of pH, the CMC assay
described above was repeated with citrate-phosphate buffer (pH 3.0
to 5.0), sodium phosphate buffer (pH 6.0 to 7.0) and glycine-HCl
buffer (pH 8.0 to 11.0).

2.9. Screening of the effect of metal ions

The effect of individual ions, namely Mg? ", Ca? ™, Ni?*, Cu®>™*, Mn? ™,
Fe3*+,zn?* Cd?>* and Cr? ", ata concentration of 1 mM on the activity of
the purified endoglucanase was determined using the CMC assay
described above.

2.10. Screening of substrate specificity

Carbohydrate substrates consisting of 1% (w/v) CMC, cotton linter,
avicel, filter paper, oat spelt xylan, starch, chitin and pectin in sodium
phosphate buffer were incubated at 60°C for 30 min to determine the
substrate specificity of the purified endoglucanase. The reactions were
performed in 500 pL of 50 mM sodium phosphate buffer (pH 6.0)
containing the respective substrate and 500 L of the enzyme solution.
One unit of endoglucanase activity was defined as the amount of
enzyme that released 1 pmoL of glucose/min under the assay
conditions [19]. One unit of xylanase activity was defined as the
amount of enzyme that released 1 umol of xylose/min under the assay
conditions [22]. One unit of amylase activity was defined as the
amount of enzyme that released 1 pumoL of glucose/min under the
assay conditions [23]. One unit of chitinase activity was defined as the
amount of enzyme that released 1 umoL of N-acetylglucosamine/min
under the assay conditions [24]. One unit of pectinase activity was
defined as the amount of enzyme that released 1 umoL of galacturonic
acid/min under the assay conditions [25]. The -glucosidase activity
was measured using p-nitrophenyl-3-p-glucopyranoside (pNPG) as
the substrate. The -glucosidase assay reaction mixture containing
0.5 mL of 1 mg/mL pNPG and 0.5 mL of enzyme solution was
incubated at 60°C for 30 min. The reaction was stopped by the
addition of 2 mL of 1 M sodium carbonate, and the absorbance was
measured at 400 nm. One unit of B-glucosidase activity was defined as
the amount of enzyme that released 1 pmoL of para-nitrophenol/min
under the assay conditions [26].

Table 2
Enzyme activity in the presence of various types of metal ions.

Metal ions Concentration Enzyme activity
(mM) (umoL/min/mL)
Fe’+ 1.00 0.05 £ 0.01
N2+ 1.00 0.14 £+ 0.01
cu?t 1.00 0.27 + 0.02
Mn?* 1.00 0.29 4 0.01
Zn** 1.00 0.29 £ 0.01
Mg?* 1.00 0.36 + 0.02
cd?** 1.00 0.39 4 0.01
Cr2t 1.00 0.46 + 0.01
ca’* 1.00 0.53 4 0.02
Control - 0.50 + 0.01

All of the reactions were performed at pH 6.0 and 60°C.

Table 3
Enzyme activity in the presence of various types of substrates.

Substrates Enzyme activity (umoL/min/mL)
CMC (low viscosity) 0.73 + 0.02
CMC (high viscosity) 0.49 + 0.02
Cotton linter 0.49 + 0.02
Filter paper 0.12 + 0.01
Avicel 0.11 £ 0.02
Starch n.d.

Xylan n.d.

Chitin n.d.

Pectin n.d.
4-Nitrophenyl a-p glucopyranoside n.d.

n.d. = no enzyme activity was detected. All of the reactions were performed at pH 6.0 and
60°C.

3. Results and discussion

A termite has the ability to degrade lignocellulosic biomass due to
its partnership with the community of microorganisms present in
its gut, which breaks down plant materials into nutrient sources.
An earlier study revealed that B. subtilis UMC7 isolated from the gut
of the indigenous termite Macrotermes malaccensis produces an
endoglucanase with an enzymatic activity of 0.12 + 0.01 pmoL/min/mL.
The ability of an enzyme to enhance cellulase production and its
recovery is vital for economically viable industrial applications. E. coli is
commonly used as a host for heterologous recombinant expression
because it is well-characterized, grows rapidly and able to produce
products at high yields [27,28]. In this study, a gene encoding the
endoglucanase derived from B. subtilis UMC7 was successfully cloned in
the pET-30a (+) expression vector and expressed in E. coli BL21 (DE3).
In silico PCR and agarose gel electrophoresis of the PCR product
revealed that the size of the EG1 gene was 1527 bp, as shown in
Fig. 1. The full-length sequence of the recombinant endoglucanase
was determined and deposited in the NCBI GenBank database with
accession number KC477685.

The gene product was determined to have the same length
(1527 bp) as the digested pPGEM-EG1 recombinant plasmid and was
analyzed by 0.8% agarose gel electrophoresis. The phylogenetic tree
computed using the NJ method showed that the isolated B. subtilis
subsp. subtilis strain UMC7 endoglucanase gene was classified in clade
with other strains of B. subtilis (Fig. 2) and was particularly similar to
the B. subtilis CMCase gene (D01057). The theoretical molecular
weight for the translated endoglucanase DNA sequence (KC477685),
which was calculated using the EXPASY MW tool, was found to be
56.452 kDa.

The expression vector pET-30a (+), recombinant cloned
plasmid pET-EG1 and the digested pET-EG1 were also analyzed.
Endoglucanase activities were detected in all three fractions
(extracellular, intracellular and cell-bound) of the recombinant
clone, and the highest endoglucanase activity was observed with
the intracellular fraction followed by the cell-bound fraction and
then the extracellular fraction. The intracellular fraction of crude
recombinant endoglucanase showed an enzymatic activity of
0.51 £ 0.02 umoL/min/mL, whereas the cell-bound and extracellular
fractions showed enzymatic activities of 0.37 4 0.02 pmoL/min/mL and
0.33 4+ 0.01 pmoL/min/mL, indicating an approximately three-fold
increase in extracellular recombinant endoglucanase activity
compared with the extracellular native endoglucanase (B. subtilis
UMC?7), which was found to exhibit an enzymatic activity of
0.12 £+ 0.01 pmoL/min/mL. Koide et al. [29] also reported the
distribution of cellulase of the cloned cellulase gene of B. subtilis
[F03034 in all three fractions of E. coli. Our results show similarity to
the findings reported by Kim et al. [30], who found higher CMCase
activity in the intracellular followed by the cell-bound and extracellular
fractions.
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It has been reported that a number of factors influence the
distribution of enzymes in E. coli clones. The gene copy number,
regulation or inducibility of a gene, the stability of enzyme and/or a
combination of any of these factors will influence the distribution of
enzymes in a host [30]. A higher endoglucanase activity was observed
in the extracellular fraction of the recombinant clone (pET-EG1)
compared with the wild-type endoglucanase from B. subtilis UMC7. This
result indicates that the E. coli system has the capability for higher
endoglucanase production due to its inducible recombinant expression.
A further analysis of the crude recombinant endoglucanase using
SDS-PAGE showed the presence of endoglucanase in the intracellular
fraction by the appearance of a clear band with a protein size of 56 kDa.
This molecular weight, which was determined by SDS-PAGE, matches
the theoretical value of 56.452 kDa calculated using the EXPASY MW tool.

The recombinant endoglucanase was further purified by AKTA Fast
Performance Liquid Chromatography (FPLC) using a HiTrap CM FF
cation exchange chromatography column (Fig. 3), and the SDS-PAGE
result showed a single band at approximately 56 kDa for the
recombinant EG1 endoglucanase (Fig. 4). As expected, the MALDI-TOF
MS-MS fingerprinting and sequencing results confirmed that the
targeted protein sample was B. subtilis endoglucanase and matched
the theoretical molecular weight of 56.452 kDa calculated for
KC477685 using the EXPASY MW tool. The analysis of the protein
sample resulted in a protein sequence coverage of 25% with a Mascot
score of 471 (>200), indicating extensive homology at a significance
threshold of p < 0.05. The expressed recombinant endoglucanase has a
similar molecular weight compared with other reported recombinant
endoglucanases from B. subtilis [28,31,32]. The purified recombinant
enzyme had an activity of 0.50 4 0.01 umoL/min/mL, as determined
by the carboxymethyl cellulose (CMC) assay at 60°C and pH 6. Hence,
our endoglucanase activity is 3.2-fold greater than that of the recently
studied endoglucanase of Paenibacillus sp. MTCC 5639 expressed in
E. coli BLR (DE3) [33]. At present, the secretion of endoglucanase by
E. coli into the extracellular medium at a sufficient amount remains
a difficult task, and a systematic analysis using a consolidated
bioprocessing approach is therefore required [34].

The purified recombinant endoglucanase was screened at a
temperature range from 30°C to 100°C to determine its optimal
temperature. The result indicated that this enzyme has a broad range
of activity with optimal activity of 0.50 + 0.01 pmoL/min/mL at 60°C,
as shown in Fig. 5a. The enzyme also showed a broad range of
activity at pH 3.0 to 11.0, although the optimal endoglucanase
activity of 0.50 4 0.01 pmoL/min/mL was found to be at pH 6.0, as
shown in Fig. 5b. The recombinant endoglucanase was also
screened to determine its enzymatic activity in the presence of
different metal ions, namely Mg?*, Ca2*, Ni2*, Cu®>*, Mn? ", Fe* T,
Zn?", Cd®T and Cr?*. The recombinant endoglucanase activity was
found to be enhanced to 0.53 4 0.02 umoL/min/mL in the presence
of Ca®*. However, as shown in Table 2, the enzyme was inhibited
by the presence of metal ions in the following order:
Fe3+ > Ni2+ > Cu2+ > Mn2+ — Zn2+ > Mg2+ > Cd2+ > Cl'2+.

The optimal physicochemical parameters of the purified
recombinant endoglucanase for CMC specificity were found to be
activated by Ca®>™ at 60°C and pH 6. The optimal temperature and
pH value determined in this study are similar to those reported for
other recombinant endoglucanases from B. subtilis [32,35,36,37]. The
analysis of the effect of metal ions revealed that the addition of Ca®™
resulted in elevated endoglucanase activity, whereas the enzyme
activity was inhibited by Fe>*. This result is comparable to the results
of studies on the endoglucanase from B. subtilis Y]J1 [35], an anaerobic
sulfidogenic bioreactor [38], and B. subtilis ]S2004 [39]. A previous
study also showed that the addition of Ca?* enhances endoglucanase
activity [39]. It is hypothesized that the presence of Ca?* ions may
enhance the substrate binding affinity of the enzyme by stabilizing
the conformation of the catalytic site [40], whereas the addition of
Fe*>* has a deleterious effect. The inactivation of the recombinant

endoglucanase from B. subtilis A8-8 by Fe>* was also observed in a
previous study [32].

The results of the substrate specificity assay, as shown in Table 3,
revealed that the maximum endoglucanase activity was found to be
0.72 £ 0.01 pmoL/min/mL for CMC (low viscosity), followed by CMC
(high viscosity) with an enzyme activity of 0.49 4 0.01 pmoL/min/mL,
cotton linter with an enzyme activity of 0.49 £ 0.02 umoL/min/mL,
filter paper with an enzyme activity of 0.12 £ 0.01 pmoL/min/mL
and avicel with an enzyme activity of 0.11 4+ 0.01 pmoL/min/mL.
The ability of the recombinant endoglucanase to hydrolyze
substrate-containing cellulose in the major amorphous regions
confirms that the purified enzyme is an endoglucanase. The
recombinant endoglucanase exhibited its highest activity toward
low-viscosity CMC followed by high-viscosity CMC, cotton linter, filter
paper and avicel. No enzymatic activity was detected in the presence
of xylan, starch, chitin, pectin and p-nitrophenyl-p- -glucoside. Further
bioprocess optimization and mutagenesis studies are needed to
improve and achieve maximal bioconversion of the cellulosic biomass.

Conflict of interest
There is no conflict of interest.

Financial support

This research work was supported by the following University of
Malaya's UMRG Research Grants: PPP Grant (PV040/2011), RG019/
09BIO, RG163/09HTM, and OCAR CANSELERI A-21010-DA674.

Appendix A. Supplementary data

Supplementary data to this article can be found online at http://dx.
doi.org/10.1016/j.ejbt.2014.12.007.

References

[1] Brune A. Symbiotic digestion of lignocellulose in termite guts. Nat Rev Microbiol
2014;12:168-80. http://dx.doi.org/10.1038/nrmicro3182.

[2] Koénig H. Bacillus species in the intestine of termites and other soil invertebrates. |
Appl Microbiol 2006;101:620-7.
http://dx.doi.org/10.1111/j.1365-2672.2006.02914.x.

[3] Li L, Frohlich ], Pfeiffer P, Konig H. Termite gut symbiotic archaezoa are
becoming living metabolic fossils. Eukaryot Cell 2003;2:1091-8.
http://dx.doi.org/10.1128/EC.2.5.1091-1098.2003.

[4] Konig H, Li L, Frohlich J. The cellulolytic system of the termite gut. Appl Microbiol
Biotechnol 2013;97:7943-62. http://dx.doi.org/10.1007/s00253-013-5119-z.

[5] Maki M, Leung KT, Qin W. The prospects of cellulase-producing bacteria for the bio-
conversion of lignocellulosic biomass. Int ] Biol Sci 2009;5:500-16.
http://dx.doi.org/10.7150/ijbs.5.500.

[6] Asha BM, Revathi M, Yadav A, Sakthivel N. Purification and characterization of a
thermophilic cellulase from a novel cellulolytic strain, Paenibacillus barcinonensis. ]
Microbiol Biotechnol 2012;22:1501-9. http://dx.doi.org/10.4014/jmb.1202.02013.

[7] Kumar R, Singh S, Singh OV. Bioconversion of lignocellulosic biomass:
Biochemical and molecular perspectives. ] Ind Microbiol Biotechnol 2008;35:
377-91. http://dx.doi.org/10.1007/s10295-008-0327-8.

[8] Lynd LR, Weimer PJ, Van Zyl WH, Pretorius IS. Microbial cellulose utilization:
Fundamentals and biotechnology. Microbiol Mol Biol Rev 2002;66:506-77.
http://dx.doi.org/10.1128/MMBR. 66.3.506-577.2002.

[9] Mohanram S, Amat D, Choudhary J, Arora A, Nain L. Novel perspectives for evolving
enzyme cocktails for lignocellulose hydrolysis in biorefineries. Sustain Chem Process
2013;1:15. http://dx.doi.org/10.1186/2043-7129-1-15.

[10] Ramin M, Alimon AR, Abdullah N. Identification of cellulolytic bacteria isolated from
the termite Coptotermes curvignathus (Holmgren). ] Rapid Methods Autom Microbiol
2009;17:103-16. http://dx.doi.org/10.1111/j.1745-4581.2009.00160.x.

[11] Pourramezan Z, Ghezelbash GR, Romani B, Ziaei S, Hedayatkhah A. Screening and
identification of newly isolated cellulose-degrading bacteria from the gut of xyloph-
agous termite Microcerotermes diversus (Silvestri). Microbiology 2012;81:736-42.
http://dx.doi.org/10.1134/S0026261712060124.

[12] Wenzel M, Schonig I, Berchtold M, Kampfer P, Konig H. Aerobic and facultatively an-
aerobic cellulolytic bacteria from the gut of the termite Zootermopsis angusticollis. ]
Appl Microbiol 2002;92:32-40. http://dx.doi.org/10.1046/j.1365-2672.2002.01502.x.

[13] Nimchua T, Thongaram T, Uengwetwanit T, Pongpattanakitshote S,
Eurwilaichitr L. Metagenomic analysis of novel lignocellulose-degrading
enzymes from higher termite guts inhabiting microbes. ] Microbiol Biotechnol
2012;22:462-9. http://dx.doi.org/10.4014/jmb.1108.08037.


http://dx.doi.org/10.1016/j.ejbt.2014.12.007
http://dx.doi.org/10.1016/j.ejbt.2014.12.007
http://dx.doi.org/10.1038/nrmicro3182
http://dx.doi.org/10.1007/s00253-013-5119-z
http://dx.doi.org/10.4014/jmb.1202.02013
http://dx.doi.org/10.1007/s10295-008-0327-8
http://dx.doi.org/10.1128/MMBR. 66.3.506-577.2002
http://dx.doi.org/10.1186/2043-7129-1-15
http://dx.doi.org/10.1111/j.1745-4581.2009.00160.x
http://dx.doi.org/10.1134/S0026261712060124
http://dx.doi.org/10.1046/j.1365-2672.2002.01502.x
http://dx.doi.org/10.4014/jmb.1108.08037

K.S. Chuan Wei et al. / Electronic Journal of Biotechnology 18 (2015) 103-109 109

[14] Magrane M, Consortium U. UniProt knowledgebase: A hub of integrated protein
data. Database 2011. http://dx.doi.org/10.1093/database/bar009 [2011:bar009].

[15] San Millan RM, Martinez-Ballesteros I, Rementeria A, Garaizar ], Bikandi J. Online
exercise for the design and simulation of PCR and PCR-RFLP experiments. BMC Res
Notes 2013;6:513. http://dx.doi.org/10.1186/1756-0500-6-513.

[16] McGinnis S, Madden TL. BLAST: At the core of a powerful and diverse set of sequence
analysis tools. Nucleic Acids Res 2004;32:20-5. http://dx.doi.org/10.1093/nar/gkh435.

[17] Gasteiger E, Gattiker A, Hoogland C, Ivanyi I, Appel RD, Bairoch A. ExPASy: The pro-
teomics server for in-depth protein knowledge and analysis. Nucleic Acids Res 2003;
31:3784-8. http://dx.doi.org/10.1093 /nar/gkg563.

[18] Tamura K, Peterson D, Peterson N, Stecher G, Nei M, Kumar S. MEGA5: Molec-
ular evolutionary genetics analysis using maximum likelihood, evolutionary
distance, and maximum parsimony methods. Mol Biol Evol 2011;28:2731-9.
http://dx.doi.org/10.1093/molbev/msr121.

[19] Ghose TK. Measurement of cellulase activities. Pure Appl Chem 1987;59:257-68.
http://dx.doi.org/10.1351/pac198759020257.

[20] Laemmli UK. Cleavage of structural proteins during assembly of the head of
bacteriophage T4. Nature 1970;227:680-5. http://dx.doi.org/10.1038/227680a0.

[21] Bringans S, Eriksen S, Kendrick T, Gopalakrishnakone P, Livk A, Lock R, et al.
Proteomic analyses of the venom of Heterometrus longimanus (Asian black scorpion).
Proteomics 2008;8:1081-96. http://dx.doi.org/10.1002/pmic.200700948.

[22] Guimardes LHS, Peixoto-Nogueira SC, Michelin M, Rizzatti ACS, Sandrim
VC, Zanoelo FF, et al. Screening of filamentous fungi for production of en-
zymes of biotechnological interest. Braz J Microbiol 2006;37:474-80.
http://dx.doi.org/10.1590/S1517-83822006000400014.

[23] Ao Z, Quezada-Calvillo R, Sim L, Nichols BL, Rose DR, Sterchi EE, et al. Evidence of native
starch degradation with human small intestinal maltase-glucoamylase (recombinant).
FEBS Lett 2007;581:2381-8. http://dx.doi.org/10.1016/.febslet.2007.04.035.

[24] Yong T, Hong J, Zhangfu L, Li Z, Xiugiong D, Ke T, et al. Purification and characteriza-
tion of an extracellular chitinase produced by bacterium C4. Ann Microbiol 2005;55:
213-8.

[25] Pliego-Sandoval ], Amaya-Delgado L, Mateos-Diaz JC, Rodriguez ], C rdova J, Alba A,
et al. Multiplex gas sampler for monitoring respirometry in column-type bioreactors
used in solid-state fermentation. Biotechnol Biotechnol Equip 2012;26:3031-8.
http://dx.doi.org/10.5504/BBEQ.2012.0013.

[26] Kim YK, Lee SC, Cho YY, Oh HJ, Ko YH. Isolation of cellulolytic Bacillus subtilis strains
from agricultural environments. ISRN Microbiol 2012:9.
http://dx.doi.org/10.5402/2012/650563.

[27] Huang CJ, Lin H, Yang X. Industrial production of recombinant therapeutics in
Escherichia coli and its recent advancements. ] Ind Microbiol Biotechnol 2012;39:
383-99. http://dx.doi.org/10.1007/s10295-011-1082-9.

[28] Pandey S, Kushwah J, Tiwari R, Kumar R, Somvanshi VS, Nain L, et al. Cloning and
expression of 3-1,4-endoglucanase gene from Bacillus subtilis isolated from soil
long term irrigated with effluents of paper and pulp mill. Microbiol Res 2014;169:
693-8. http://dx.doi.org/10.1016/j.micres.2014.02.006.

[29] Koide Y, Nakamura A, Uozumi T, Beppu T. Molecular cloning of a cellulase gene from
Bacillus subtilis and its expression in Escherichia coli. Agric Biol Chem 1986;50:233-7.
http://dx.doi.org/10.1271/bbb1961.50.233.

[30] Kim JM, Kong IS, Yu JH. Molecular cloning of an endoglucanase gene from an
alkalophilic Bacillus sp. and its expression in Escherichia coli. Appl Environ Microbiol
1987;53:2656-9.

[31] Zhang JX, Krell PJ, Phillips JP, Forsberg CW. Expression of a bacterial endo (1-4)-3-
glucanase gene in mammalian cells and post translational modification of the gene
product. Biochim Biophys Acta, Mol Cell Res 1997;1357:215-24.
http://dx.doi.org/10.1016/S0167-4889(97)00030-X.

[32] Jung Y], Lee YS, Park IH, Chandra MS, Kim KK, Choi YL. Molecular cloning, purifica-
tion and characterization of thermostable (3-1,3-1,4 glucanase from Bacillus subtilis
A8-8. Indian ] Biochem Biophys 2010;47:203-10.

[33] Gupta S, Adlakha N, Yazdani SS. Efficient extracellular secretion of an endoglucanase
and a p-glucosidase in E. coli. Protein Expr Purif 2013;88:20-5.
http://dx.doi.org/10.1016/j.pep.2012.11.006.

[34] Lynd LR, Van Zyl WH, McBride JE, Laser M. Consolidated bioprocessing of cellulosic
biomass: An update. Curr Opin Biotechnol 2005;16:577-83.
http://dx.doi.org/10.1016/j.copbio.2005.08.009.

[35] Yin LJ, Lin HH, Xiao ZR. Purification and characterization of a cellulase from Bacillus
subtilis YJ1. ] Mar Sci Technol 2010;18:466-71.

[36] Zhao XH, Wang W, Wang FQ, Wei DZ. A comparative study of [3-1,4-endoglucanase
(possessing >-1, 4-exoglucanase activity ) from Bacillus subtilis LH expressed in Pichia
pastoris GS115 and Escherichia coli Rosetta (DE3). Bioresour Technol 2012;110:
539-45. http://dx.doi.org/10.1016/j.biortech.2011.12.086.

[37] Zi-Zhong T, Zhen-Fang W, Hui C, Xin L, Xue-yi H, Qi W. Characterization of novel EGs
reconstructed from Bacillus subtilis endoglucanase. Appl Biochem Biotechnol 2013;
169:1764-73. http://dx.doi.org/10.1007/s12010-013-0111-8.

[38] Oyekola 00, Ngesi N, Whiteley CG. Isolation, purification and characterisation of an
endoglucanase and -glucosidase from an anaerobic sulphidogenic bioreactor. Enzym
Microb Technol 2007;40:637-44. http://dx.doi.org/10.1016/j.enzmictec.2006.05.020.

[39] Zafar M, Ahmed S, Khan MIM, Jamil A. Recombinant expression and characterization
of a novel endoglucanase from Bacillus subtilis in Escherichia coli. Mol Biol Rep 2014;
41:3295-302. http://dx.doi.org/10.1007/s11033-014-3192-8.

[40] Mansfield SD, Saddler JN, Gubitz GM. Characterisation of endoglucanases from the
brown rot fungi Gloeophyllum sepiarium and Gloeophyllum traberum. Enzym Microb
Technol 1998;23:133-40. http://dx.doi.org/10.1016/S0141-0229(98), 00033-7.


http://dx.doi.org/10.1093/database/bar009
http://dx.doi.org/10.1186/1756-0500-6-513
http://dx.doi.org/10.1093/nar/gkh435
http://dx.doi.org/10.1093/nar/gkg563
http://dx.doi.org/10.1093/molbev/msr121
http://dx.doi.org/10.1351/pac198759020257
http://dx.doi.org/10.1038/227680a0
http://dx.doi.org/10.1002/pmic.200700948
http://dx.doi.org/10.1590/S1517-83822006000400014
http://dx.doi.org/10.1016/j.febslet.2007.04.035
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0005
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0005
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0005
http://dx.doi.org/10.5504/BBEQ.2012.0013
http://dx.doi.org/10.1007/s10295-011-1082-9
http://dx.doi.org/10.1016/j.micres.2014.02.006
http://dx.doi.org/10.1271/bbb1961.50.233
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0010
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0010
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0010
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0015
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0015
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0015
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0020
http://refhub.elsevier.com/S0717-3458(14)00152-3/rf0020
http://dx.doi.org/10.1016/j.biortech.2011.12.086
http://dx.doi.org/10.1007/s12010-013-0111-8
http://dx.doi.org/10.1016/j.enzmictec.2006.05.020
http://dx.doi.org/10.1007/s11033-014-3192-8
http://dx.doi.org/10.1016/S0141-0229(98), 00033-7

	Cloning, expression and characterization of the endoglucanase gene from Bacillus subtilis UMC7 isolated from the gut of the...
	1. Introduction
	2. Materials and methods
	2.1. Bacterial strains, plasmids, chemical reagents and culture conditions
	2.2. DNA extraction and preparation
	2.3. Amplification of EG1 gene and DNA sequence analysis
	2.4. Cloning and expression of EG1 gene in E. coli
	2.5. Screening of recombinant endoglucanase activity
	2.6. SDS-PAGE of crude recombinant endoglucanase
	2.7. Purification and characterization of recombinant endoglucanase
	2.8. Screening of optimal temperature and pH
	2.9. Screening of the effect of metal ions
	2.10. Screening of substrate specificity

	3. Results and discussion
	Conflict of interest
	Financial support
	Appendix A. Supplementary data
	References


