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β-d-glucosyl residues linked by β-1,4-linkages (three to 
four) interrupted by a single β-1,3-linkage [1, 2]. β-1,3-1,4-
Glucanases (Ec 3.2.1.73, lichenases) is a type of hydrolytic 
enzymes catalyzing the hydrolysis of β-1,4-linkages adja-
cent to a β-1,3 glycosidic moiety on the non-reducing end 
of β-1,3-1,4-glucans to yield mainly trisaccharide and tet-
rasaccharide [3]. they have gained considerable attention 
in recent years due to their potential application in various 
industrial processes, including clarification of juices and 
beer in food industry [4, 5], digestibility improvement of 
animal feed in poultry industry [6], reducing the amount of 
chlorine used for bleaching in paper and pulp or detergent 
industries [7] and bioconversion of lignocellulosic materi-
als into bio-ethanol or other fermentable products in energy 
industry [8].

β-1,3-1,4-Glucanases are widely distributed in various 
organisms, including bacteria, fungi and plants [9]. to date, 
a number of microbial β-1,3-1,4-glucanases have been 
identified and characterized [3, 7, 9–18], while most of 
them are from bacteria, Bacillus species, such as Bacillus 
brevis [10], B. licheniformis [9], Bacillus sp. [7, 11, 19] and 
B. subtilis [3, 13, 20]. Only several β-1,3-1,4-glucanases 
have been reported from fungi such as Cochiobolus car-
bonum [21], Aspergillus terreus [15], Paecilomyces ther-
mophila [16], Laetiporus sulphureus var. miniatus [17], 
Rhizomucor miehei [18] and Penicillium occitanis [5]. 
Furthermore, most reported fungal β-1,3-1,4-glucanases 
showed acidic or neutral pH values [1, 5, 18, 22, 23], and 
no alkaline β-1,3-1,4-glucanases from fungal species have 
ever been reported. the thermophilic fungi from Malbran-
chea sp. are known as potential industrial-enzyme produc-
ers as they have been reported to secrete multiple kinds of 
hydrolytic enzymes, such as xylanase [24] and α-amylase 
[25]. However, no β-1,3-1,4-glucanase has been reported 
from the fungal species of this genus.

Abstract a novel alkaline β-1,3-1,4-glucanase (Mclic1) 
from a thermophilic fungus, Malbranchea cinnamomea, 
was purified and biochemically characterized. Mclic1 was 
purified to homogeneity with a purification fold of 3.1 and 
a recovery yield of 3.7 %. the purified enzyme was most 
active at pH 10.0 and 55 °c, and exhibited a wide range of 
pH stability (pH 4.0–10.0). Mclic1 displayed strict substrate 
specificity for barley β-glucan, oat β-glucan and lichenan, 
but did not show activity towards other tested polysaccha-
rides and synthetic p-nitrophenyl derivates, suggesting that 
it is a specific β-1,3-1,4-glucanase. the Km values for bar-
ley β-glucan, oat β-glucan and lichenan were determined to 
be 0.69, 1.11 and 0.63 mg ml−1, respectively. Moreover, 
the enzyme was stable in various non ionic surfactants, oxi-
dizing agents and several commercial detergents. thus, the 
alkaline β-1,3-1,4-glucanase may have potential in industrial 
applications, such as detergent, paper and pulp industries.
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Introduction

β-1,3-1,4-Glucans, the major cell wall component of 
cereal endosperm, are the linear glucans of up to 1,200 
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the newly isolated Malbranchea cinnamomea s168 has 
been found to produce an α-amylase in our previous study 
[25]. Furthermore, it also secreted a β-1,3-1,4-glucanase 
in the fermentation broth (data not shown). In the present 
study, we described the purification, identification and bio-
chemical characterization of a novel β-1,3-1,4-glucanase 
from the strain. the potential application of the enzyme in 
laundry detergent was further evaluated. to the best of our 
knowledge, this is the first report on a novel alkaline β-1,3-
1,4-glucanase from a fungus.

Materials and methods

Materials

Barley β-d-glucan, oat glucan, cMc (low viscosity), locust 
bean gum (lBG), soluble starch, pullulan (from Aureoba-
sidium pullulans), cellobiose and p-nitrophenyl derivates 
were purchased from sigma chemical co. (st. louis, Mis-
souri, Usa). β-1,3-Glucan (from Euglena fracilis) was 
obtained from Fluka chemical co. (steinheim, Germany). 
lichenan (from Cetraria islandica), laminarin (from Lami-
naria digitata) and xyloglucan (from tamarind seed) were 
the products of Megazyme International Ireland ltd. (Bray, 
Wicklow, Ireland). avicel was from Merck co. ltd. (Darm-
stadt, Germany). Q-sepharose Fast Flow resin and Phenyl-
sepharose™ 6 Fast Flow resin were obtained from Phar-
macia (Pharmacia, Uppsala, sweden). corncobs and other 
biomass were obtained locally and were ground into small 
pieces (0.45–0.9 mm) in a hammer mill. all other chemi-
cals used were of analytical grade unless otherwise stated.

Fungal strain and growth conditions

the thermophilic fungus, M. cinnamomea s168 used in 
the present study has been deposited at the china Gen-
eral Microbiological culture collection center (cGMcc) 
under accession number 6022. It was maintained on potato 
dextrose agar (PDa) plate, and stored at 4 °c until use.

For β-1,3-1,4-glucanase production, a piece (1 cm2) 
of agar medium covered with 4-day-old mycelium was 
inoculated into 50 ml basal culture medium (in 250 ml-
Erlenmeyer flask) containing (g l−1): 15 corncob (0.45–
0.9 mm), 10 beef peptone, 10 yeast extract, 1 KH2PO4, 0.3 
(NH4)2sO4, 0.3 cacl2, 0.3 MgsO4·7H2O, 0.3 FesO4, and 
5 tween-80 with initial pH of 5.5, and incubated at 45 °c 
in a shaker at a rotation speed of 200 rpm. after 7 days of 
cultivation, the culture broth was centrifuged at 10,000g for 
10 min, and the supernatant was collected and used as the 
crude enzyme for subsequent experiment.

the fermentation conditions for β-1,3-1,4-glucanase 
production by M. cinnamomea s168 were further 

optimized by a “single-factor experiment”. the key param-
eters: carbon sources and its content (0.5–5.0 %, w/v), 
nitrogen sources and its content (0.5–5.0 %, w/v), culture 
pH (pH 4.0–8.0), cultivation temperature (30–50 °c) and 
incubation time (1–10 days) were optimized step by step.

Purification of a β-1,3-1,4-glucanase

Unless otherwise stated, all the purification processes 
were performed at 4 °c. the crude enzyme (300 ml) was 
firstly subjected to 40–60 % saturated ammonium sul-
fate precipitation. the precipitates were collected by cen-
trifugation at 10,000g for 15 min, re-dissolved in 20 mM 
phosphate buffer pH 7.0 (buffer a), and dialyzed against 
buffer a overnight. the dialyzed sample was then applied 
onto a Q-sepharose Fast Flow column (10 × 1.5 cm) 
pre-equilibrated with buffer a. after washing with 5 col-
umn volumes of buffer a, the bound proteins were eluted 
with a linear gradient (0–500 mM) of Nacl at a flow rate 
of 1.0 ml min−1. active fractions were concentrated and 
dialyzed against 20 mM pH 6.0 citrate buffer (buffer B), 
and then loaded onto a Q-sepharose Fast Flow column 
(10 × 1.5 cm) again. the bound proteins were eluted with 
100 mM Nacl and 200 mM Nacl in buffer B, respectively. 
the fractions showing β-1,3-1,4-glucanase activity were 
collected and buffer changed with buffer B. then the sam-
ple was loaded onto a Phenyl-sepharose™ 6 Fast Flow col-
umn (10 × 1.5 cm). the bound proteins were eluted with a 
0–1 M gradient of ammonium sulfate in buffer B at a flow 
rate of 1 ml min−1. the active fractions were collected, 
concentrated and checked for purity by sDs-PaGE.

Enzyme assay and protein determination

For β-1,3-1,4-glucanase activity determination, a reaction 
mixture containing 50 μl of 1 % (w/v) barley β-glucan 
in 50 mM glycine–NaOH buffer (pH 10.0) and 150 μl 
properly diluted enzyme solution was incubated at 55 °c 
for 10 min, and then the released reducing sugars were 
estimated by the DNs method using glucose as the stand-
ard [26]. One unit (U) of β-1,3-1,4-glucanase activity was 
defined as the amount of enzyme that required to produce 
1 μmol reducing sugar per minute under the above condi-
tions. specific activity was expressed as units per milligram 
protein.

Protein concentration was measured by the lowry 
method [27] using bovine serum albumin (Bsa) as the 
standard.

sDs-PaGE, zymogram and molecular mass determination

sDs-PaGE was performed as described by laemmli [28] 
using 12.5 % (w/v) separation gel and 4.5 % (w/v) stock 
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gel. Protein bands were visualized by coomassie brilliant 
blue R-250 staining. the low molecular mass calibration 
kit used contains: phosphorylase B (97.2 kDa), bovine 
serum albumin (66.4 kDa), ovalbumin (44.3 kDa), carboni-
canhydrase (29.0 kDa), trypsin inhibitor (20.1 kDa) and 
α-lactalbumin (14.3 kDa). Zymogram analysis of β-1,3-
1,4-glucanase was carried out according to the method of 
yang et al. [16].

the native molecular mass of β-1,3-1,4-glucanase was 
determined by gel filtration method on a sephacryl s-100 
HR column (1 × 40 cm) pre-equilibrated with 20 mM 
phosphate buffer (pH 7.0) containing 0.1 M Nacl. the puri-
fied β-1,3-1,4-glucanase (0.5 ml, 2 mg ml−1) was loaded 
onto the column and eluted with the equilibration buffer at 
a flow rate of 0.3 ml min−1. the protein standards used 
for molecular mass calibration consisted of phosphorylase 
B (97.2 kDa), bovine serum albumin (66.4 kDa), albumin 
from chicken egg white (45.0 kDa), α-chymotrypsinogen a 
(25.7 kDa) and cytochrome c (12.3 kDa).

analysis of internal peptide sequences

to determine the internal peptides’ amino acid sequence of 
purified β-1,3-1,4-glucanase, the single protein band indi-
cated on sDs-polyacrylamide gel was excised and hydro-
lyzed by trypsin in 20 mM phosphate buffer (pH 7.0). the 
hydrolysate was then submitted to the National center of 
Biomedical analysis (Beijing, china) for sequencing the 
internal peptides using high-performance liquid chroma-
tography-electrospray tandem mass spectrometry (HPlc–
EsI–Ms/Ms). Mass spectral sequencing was performed 
on a Q-tOF II mass analyzer (Micromass ltd., Manches-
ter, UK). Peptide sequencing was performed using a pal-
ladium-coated borosilicate electrospray needle (Protana, 
Denmark).

Effects of pH and temperature on the purified 
β-1,3-1,4-glucanase

the optimal pH of the purified β-1,3-1,4-glucanase 
(Mclic1) was determined in different buffers (50 mM) 
within pH 3.0–12.0. Buffers used were: citrate (pH 3.0–
6.0), MEs (pH 5.5–7.0), MOPs (pH 6.5–8.0), cHEs (pH 
8.0–9.5), glycine–NaOH (pH 8.5–10.5), caPs (pH 9.5–
11.0) and Na2HPO4–NaOH (pH 11.0–12.0). to determine 
the pH stability, the residual activity of the purified enzyme 
was assayed after it was incubated in different buffers men-
tioned above at 37 °c for 30 min.

the effect of temperature on β-1,3-1,4-glucanase’s 
activity was evaluated at different temperatures (30–80 °c) 
in 50 mM glycine–NaOH buffer (pH 10.0). For determina-
tion of thermostability, Mclic1 was incubated in 50 mM 
glycine–NaOH buffer (pH 10.0) at different temperatures 

(30–80 °c) for 30 min, and then the residual β-1,3-1,4-
glucanase activities were measured by the standard enzyme 
assay.

to investigate the effects of various metal ions and 
reagents on the β-1,3-1,4-glucanase activity, the enzyme 
was treated with individual metal ion or reagent (4 mM) 
in 50 mM glycine–NaOH buffer (pH 10.0) at 25 °c for 
30 min. the residual β-1,3-1,4-glucanase activities were 
then measured at 55 °c in 50 mM glycine–NaOH (pH 
10.0) by the standard enzyme assay.

substrate specificity and kinetic parameter of the purified 
β-1,3-1,4-glucanase

the substrate specificity of Mclic1 was determined by 
measuring the enzyme’s activity at 55 °c in 50 mM gly-
cine–NaOH (pH 10.0) with various polysaccharides (1 %, 
w/v) including oat β-glucan glucan, lichenan, cMc, avi-
cel, laminarin, birchwood xylan, lBG, pullulan, soluble 
starch, and pNP-glycoside substrates (5 mM) including 
pNP-β-d-glucopyranoside, pNP-α-d-glucopyranoside and 
pNP-β-d-xylopyranoside. the reactions were performed 
at 55 °c for 10 min in 50 mM glycine–NaOH buffer (pH 
10.0). the released reducing sugars were estimated by 
DNs method [26], while the pNP formed was detected by 
spectrophotometry at 405 nm. One unit of enzyme activity 
was defined as the amount of enzyme that required to pro-
duce 1 μmol reducing sugar or pNP per minute under the 
above assay conditions.

to determine the kinetic parameters, the reaction was 
performed at 55 °c for 5 min in 50 mM glycine–NaOH 
buffer (pH 10.0) using different substrate concentrations. Km 
and Vmax values were calculated by the software “GraFit”.

Hydrolysis property of the purified β-1,3-1,4-glucanase

the hydrolysis property of the β-1,3-1,4-glucanase was 
investigated by analyzing the products of barley β-glucan 
and lichenan. 5 U of β-1,3-1,4-glucanase was added to 
1 ml of 1 % (w/v) of each substrate in 50 mM glycine–
NaOH buffer (pH 10.0) and incubated at 50 °c for 8 h, sep-
arately. aliquots were withdrawn at different time intervals, 
boiled for 5 min to terminate the added enzyme and then 
analyzed by thin layer chromatography (tlc). For tlc 
analysis, the samples were spotted on a silica gel plate 60F 
254 (Merck, Darmstadt, Germany). the plate was devel-
oped with two runs in a butanol:acetic acid:water (2:1:1, 
v/v) solvent system. after spraying with methanol:sulfuric 
acid (95:5, v/v) solvent, the sugars on the plate were visual-
ized by heating for a few minutes at 130 °c. a mixture con-
sisting of glucose (G1), cellobiose (G2), cellotriose (G3), 
cellotetraose (G4) and cellopentaose (G5) was used as the 
standard.
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Effect of detergent additives and commercial detergents 
on the stability of Mclic1

the effect of detergent additives on the stability of Mclic1 
was investigated by measuring the residual activities after 
the enzyme (1 mg ml−1) was incubated in the presence 
of 1 and 5 % of surfactants (tween 20, tween 80, triton 
×100 and sDs) or 1 and 5 % of oxidizing agent (H2O2) at 
40 °c for 1 h.

the compatibility of Mclic1 with some commercial liq-
uid and solid detergents was studied according to the method 
of Maktouf et al. [7]. the commercial detergents were diluted 
with distilled water to a final concentration of 7 mg ml−1 to 
simulate the washing conditions, and then boiled for 5 min. 
Equal volumes of enzyme (1 mg ml−1) and detergent solu-
tion were mixed and incubated at 40 °c for 1 h. then, the 
residual β-1,3-1,4-glucanase activity was measured at 55 °c 
in 50 mM citrate buffer (pH 10.0) by the standard enzyme 
assay. the enzyme incubated at the same conditions without 
the presence of detergents was used as control.

Results

Production of β-1,3-1,4-glucanase by M. cinnamomea 
s168

the optimal fermentation conditions for the production of 
β-1,3-1,4-glucanase by M. cinnamomea s168 in submerged 
culture were obtained, viz. 2.5 % (w/v) corncob as carbon 
source, 2.5 % (w/v) yeast extract as nitrogen source, initial 
pH of 5.5, cultivation temperature of 45 °c and incubation 
time of 7 days. Under the optimal conditions, the highest 
β-1,3-1,4-glucanase activity of 100.3 U ml−1 was obtained 
(data not shown).

Purification of β-1,3-1,4-glucanase from M. cinnamomea 
s168

the β-1,3-1,4-glucanase (Mclic1) was purified to homo-
geneity as indicated on sDs-PaGE with a purification 

fold of 3.1 and a recovery yield of 3.7 % (table 1). the 
specific activity of the enzyme was increased from 16.9 to 
52.3 U mg−1. the denatured molecular mass of the puri-
fied enzyme was estimated to be 44.7 kDa by sDs-PaGE 
(Fig. 1), while the native molecular mass of the enzyme 
was determined to be 46.9 kDa by gel filtration (data not 
shown), indicating that Mclic1 is a monomer.

three amino acid sequences of internal peptides derived 
from the purified β-1,3-1,4-glucanase (Mclic1) were 
obtained. they are peptide I (GEsDGtsDtsaER), peptide 
II (aaaasNGEFslED) and peptide III (aaaasNGEFs 
DNsaa), respectively (table 2). the sequences were sub-
jected to the NcBI-Blast database to compare with 
that of other reported β-glucanases. the results revealed 
that peptide I displayed 100 % identities with the putative 
β-glucanases from Malbranchea cinnamomea and Asper-
gillus terreus NIH2624, and peptide II showed 100 % of 
identity with the putative β-glucanase from M. cinnamomea. 
However, peptide III showed only 76 % identity with the 
β-glucanase from Thielavia terrestris NRRl 8126 (table 2).

Table 1  Purification of the Mclic1 from M. cinnamomea

a activity was measured in 50 mM glycine–NaOH buffer (pH 10.0) at 55 °c for 10 min, using barley β-d-glucan as the substrate
b the protein was measured by the lowry method [27], using Bsa as the standard

Purification step total activitya (U) total proteinb (mg) specific activity (U mg−1) Purification factor (-fold) Recovery (%)

culture supernatant 27,489.4 1,398.6 16.9 1.0 100

(NH4)2sO4 precipitation 18,352.8 515.5 31.2 1.8 66.8

Q-sepharose Fast Flow (pH 7.0) 8,148.7 208.3 34.0 2.0 29.6

Q-sepharose Fast Flow (pH 6.0) 1,242.2 21.3 50.7 3.0 4.5

Phenyl-sepharose™ Fast Flow 1,006 16.7 52.3 3.1 3.7

Fig. 1  sDs-PaGE of the proteins during the purification process 
of β-1,3-1,4-glucanase Mclic1 from the culture broth of M. cin-
namomea s168. Lane M low molecular weight standard proteins, 
lane 1 crude enzyme, lane 2 40–60 % ammonium sulphate precipita-
tion, lane 3 after QsFF column (pH 7.0), lane 4 after QsFF column 
(pH 6.0), lane 5 after Phenyl-sepharose™ 6 Fast Flow column, lane 
6 zymogram of the purified Mclic1
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characterization of the purified Mclic1

Mclic1 displayed optimal activity at pH 10.0 in glycine–
NaOH buffer (Fig. 2a). It retained more than 90 % of its 
activities after being treated in different buffers with a 
pH range of 4.5–10.0 for 30 min (Fig. 2b). the optimal 

temperature of Mclic1 was determined to be 55 °c in gly-
cine–NaOH buffer (pH 10.0) (Fig. 3a), and it was stable up 
45 °c (Fig. 3b).

Mclic1 activity was strongly inhibited by Fe3+ (19.8 %) 
and Mn2+ (56.4 %), while significantly inhibited by Hg2+ 
(87.3 %), cr3+ (84 %) and ag+ (71.4 %). However, its 
activity was enhanced in the presence of cu2+ (120 %), 
ca2+ (116.1 %), Ni2+ (115.3 %), Mg2+ (120 %) and co2+ 
(147.2 %) (table 3). EDta, sDs and β-mercaptoethanol 

Table 2  three internal peptides 
derived from Mclic1

a Position is the first amino acid 
of the peptide sequence
b Identity amino acids are 
underlined

sources Positiona sequenceb Identity (%) accession No.

Peptide I GEsDGtsDtsaER

 Malbranchea cinnamomea 342 GEsDGtsDtsaER 100 cDF76449.1

 Aspergillus terreus NIH2624 353 GEsDGtsDtsaER 100 XP_001210279.1

Peptide II aaaasNGEFslED

 M. cinnamomea 122 aaaasNGEFslED 100 cDF76449.1

Peptide III aaaasNGEFsDNsaa

 Thielavia terrestris NRRl 8126 213 aaaasNGEFsIaNNGaa 76 XP_003648546.1
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Fig. 2  Optimum pH (a) and pH stability (b) of the purified Mclic1 
from M. cinnamomea s168. the optimal pH was determined at 55 °c 
in different buffers (50 mM) with pH ranging from 3.0–12.0. the 
buffers used were citrate buffer (filled diamond) (pH 3.0–6.0), MEs 
buffer (open square) (pH 5.5–7.0), MOPs buffer (filled triangle) (pH 
6.5–8.0), cHEs buffer (filled circle) (pH 8.0–9.5), glycine–NaOH 
buffer (open diamond) (pH 8.5–10.5), caPs buffer (filled square) 
(pH 9.5–11.0) and Na2HPO4–NaOH buffer (open triangle, pH 11.0–
12.0). to determine pH stability, Mclic1 was incubated at 37 °c for 
30 min in various buffers mentioned above, and then the residual 
activities were measured

0

20

40

60

80

100

30 40 50 60 70 80
R

el
at

iv
e 

ac
ti

vi
ty

 (
%

)
Temperature (oC)

a

0

20

40

60

80

100

30 40 50 60 70 80

R
el

at
iv

e 
ac

ti
vi

ty
 (

%
)

Temperature (oC)

b

Fig. 3  Optimal temperature (a) and thermal stability (b) of the puri-
fied Mclic1 from M. cinnamomea s168. the optimal temperature 
was determined at different temperatures (30–80 °c) in 50 mM gly-
cine–NaOH buffer (pH 10.0). to determine the thermostability, the 
residual activities were measured at 55 °c after the enzyme was incu-
bated in 50 mM glycine–NaOH buffer (pH 10.0) at different tempera-
tures (30–80 °c) for 30 min
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slightly promoted Mclic1’s activity (table 3), suggesting 
that no metal ions or disulfide bonds were needed for the 
enzymatic reaction.

substrate specificity and kinetic parameters

the enzyme exhibited the highest specific activity toward 
barley β-glucan (52.7 U mg−1) followed by oat β-glucan 
(43.2 U mg−1) and lichenan (23.0 U mg−1) (table 4). No 
activity was detected toward other tested substrates. thus, 
Mclic1 should be a strict β-1,3-1,4-glucanase based on its 
substrate specificity.

the kinetic parameters, Km and Vmax of Mclic1 for 
barley β-glucan, oat β-glucan and lichenan were deter-
mined to be 0.69 mg ml−1 and 21.9 μmol min−1 mg−1, 
1.11 mg ml−1 and 29.3 μmol min−1 mg−1, and 
0.63 mg ml−1 and 9.35 μmol min−1 mg−1 (table 5).

Hydrolysis property of Mclic1

the products of barley β-glucan and lichenan hydrolyzed 
by the purified β-1,3-1,4-glucanase were analyzed. Mclic1 
efficiently hydrolyzed barley β-glucan to yield trisaccha-
rides, tetrasaccharides and other oligosaccharides with 
higher degree of polymerization (DP), with trisaccharides 
and tetrasaccharides as the predominant products, while it 
hydrolyzed lichenan to yield mainly bisaccharides, trisac-
charides and tetrasaccharides as well as a series of oligo-
saccharides with DP higher than 5 (Fig. 4).

compatibility of Mclic1 in detergent

Mclic1 exhibited an excellent stability in the presence 
of all the tested ingredients commonly used in detergent, 
including tween 80, triton ×100, sDs, sodium hypochlo-
rite and H2O2, retaining more than 90 % of its original 
activity (table 6). Furthermore, the enzyme also showed 
remarkable stability in the presence of some commercial 
liquid and solid detergents such as OMO (washing liquid), 
Blue moon (washing liquid), Fresh’n Hygiene (washing 
liquid), OMO (washing powder), Diao (washing powder), 
tide (washing powder) and super (natural soap powder), 
with 101, 97, 103, 106, 100, 90 and 93 % of enzyme activi-
ties were retained, respectively (table 6).

Discussion

though a number of bacterial β-1,3-1,4-glucanases have 
been identified and characterized, there have been few 
reports on fungal β-1,3-1,4-glucanases [2, 5]. Here, we 
reported the purification and biochemical characterization 
of a novel alkaline β-1,3-1,4-glucanase from a thermophilic 
fungus, Malbranchea cinnamomea.

the highest β-1,3-1,4-glucanase production of 
100.3 U ml−1 was obtained in submerged culture. this 
value is comparable to that produced by P. thermophila 
(135.6 U ml−1 [16]), but obviously higher than those pro-
duced by P. occitanis Pol6 (50 U ml−1 [5]) and Asper-
gillus niger (2.2 U ml−1 [23]) and much lower than that 
produced by R. miehei (6,230 U ml−1 [18]). the puri-
fied Mclic1 was a monomer with a molecular mass of 
approximately 44.7 kDa (Fig. 1). the value is higher than 
that of most bacterial β-1-3,1-4-glucanases with molecular 
masses in the range of 25–30 kDa [2]. It is also higher than 
those of β-1,3-1,4-glucanases from other fungi, including 
P. occitanis (20 kDa [5]), Orpinomyces sp. Pc-2 (27 kDa 
[29]), A. niger (32 kDa [23]), Rhizopus microspores var. 
microsporus (33.7 kDa [22]), Thermoascus aurantia-
cus (37 kDa [30]) and Talaromyces emersonii (40.7 kDa 
[1]), but lower than that of a β-1,3-1,4-glucanase from an 

Table 3  Effect of metal ions and reagents on the activity of Mclic1

a activity was measured in 50 mM glycine–NaOH buffer (pH 10.0) 
at 55 °c for 10 min, using barley β-d-glucan as the substrate

Metal ions  
and agents

specific activitya  
(U mg−1)

Relative 
activity (%)

control 52.7 ± 0.2 100

cu2+ 63.3 ± 1.1 120.0

ca2+ 61.3 ± 1.0 116.1

Ni2+ 60.9 ± 0.4 115.3

Mg2+ 49.1 ± 3.0 93.0

Zn2+ 65.9 ± 0.5 124.8

Mn2+ 29.8 ± 0.4 56.4

co2+ 77.7 ± 4.1 147.2

Hg2+ 46.1 ± 0.7 87.3

Fe3+ 10.5 ± 1.2 19.8

cr3+ 44.4 ± 2.5 84.0

Fe2+ 49.5 ± 1.7 93.7

ag+ 37.7 ± 1.9 71.4

K+ 56.7 ± 3.4 107.4

sDs 62.2 ± 4.0 117.9

EDta 53.9 ± 1.1 102.1

Dtt 59.5 ± 1.9 112.8

β-mercaptoethanol 62.5 ± 1.9 118.3

Table 4  substrate specificity of Mclic1

a activity was measured in 50 mM glycine–NaOH buffer (pH 10.0) 
at 55 °c for 10 min, using various polysaccharides as the substrate

substrate specific activitya  
(U mg−1)

Relative 
activity (%)

Barley β-glucan 52.7 ± 0.2 100

Oat β-glucan 43.2 ± 0.1 82.0

lichenan 23.0 ± 1.7 43.6
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alkalothermophilic actinomycete, Thermomonospora sp. 
(64.5 kDa [31]).

Most of fungal β-1,3-1,4-glucanases are optimally active 
at acidic or neutral pH values, such as the enzymes from 
P. occitanis (pH 3.0 [5]), Talaromyces emersonii (pH 4.8 
[1]), A. niger (pH 5.0 [23]), Rhizopus microspores var. 
microsporus (pH 5.0 [22]), R. miehei (pH 5.5 [18]), T. 
aurantiacus (pH 6.0 [30]), Orpinomyces sp. Pc-2 (pH 6.0 
[29]) and P. thermophila (pH 7.0 [16]). However, Mclic1 
in the present study was most active at an alkaline pH 
of 10.0, which is much higher than those of other fungal 
β-1,3-1,4-glucanases. In addition, Mclic1 also exhibited a 
wide range of pH stability (pH 4.0–10.0), the property of 
which is similar to that of the β-1,3-1,4-glucanase from 
P. occitanis [5]. similar to fungal β-1,3-1,4-glucanases, 
most reported bacterial β-1,3-1,4-glucanases also exhib-
ited pH optima around neutrality (pH 6.0–7.0) except for 
the enzymes from B. brevis (pH 9.0) and alkalophilic B. 
sp. N137 (pH 7.0–12.0) [2]. to the best of our knowledge, 
this is the first report on an alkaline β-1,3-1,4-glucanase 

Table 5  Kinetic parameters of Mclic1

activity was measured in 50 mM glycine–NaOH buffer (pH 10.0) at 55 °c for 5 min, using various polysaccharides as the substrates

substrate Vmax (μmol min−1 mg−1) Km (mg ml−1) kcat (s
−1) kcat/Km (s−1 ml mg−1)

Barley β-glucan 21.9 ± 1.13 0.69 ± 0.05 0.016 0.023

Oat β-glucan 29.3 ± 1.37 1.11 ± 0.10 0.022 0.019

lichenan 9.35 ± 0.26 0.63 ± 0.04 0.007 0.011

Fig. 4  tlc analysis of barley β-glucan and lichenan hydrolyzed by 
the purified Mclic1 from M. cinnamomea s168. the hydrolysis reac-
tions were performed at 50 °c in 50 mM glycine–NaOH buffer (pH 
10.0) for 6 h. substrates and incubation times were indicated in the 
figures. Glucose (G1), cellobiose (G2), cellotriose (G3), and cellotetra-
ose (G4) were used as the standards (M)

Table 6  stability of the 
purified Mclic1 in the presence 
of various surfactants, bleaches 
and commercial detergents

a the purified enzyme 
(1 mg ml−1) was incubated 
in the presence of various 
surfactants, oxidants and 
commercial detergents at 40 °c 
for 1 h, respectively, and then 
the retained activities were 
measured in 50 mM glycine–
NaOH buffer (pH 10.0) at 55 °c 
by the standard enzyme assay

surfactant/oxidizing/detergenta substrate specificity (U mg−1) Relative activity (%)

control 52.7 ± 0.2 100

tween-80 (1 %) 50.5 ± 0.5 96

tween-80 (5 %) 50.6 ± 0.3 96

triton ×100 (1 %) 51.8 ± 0.8 98

triton ×100 (5 %) 51.1 ± 0.7 97

sDs (0.1 %) 52.9 ± 0.3 100

sDs (0.5 %) 62.4 ± 0.9 118

H2O2 (0.5 %) 52.4 ± 0.2 99.4

H2O2 (1 %) 47.0 ± 0.4 89

NaOcl (0.2 %) 50.1 ± 0.4 95

NaOcl (1 %) 51.8 ± 0.7 98

OMO (washing liquid) 53.2 ± 0.6 101

Blue moon (washing liquid) 51.2 ± 0.7 97

Fresh’n Hygiene (washing liquid) 54.2 ± 0.9 103

OMO (washing powder) 56.0 ± 1.0 106

Diao (washing powder) 52.7 ± 0.2 100

tide (washing powder) 47.3 ± 0.3 90

super (natural soap powder) 49.0 ± 0.6 93
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from fungal species. the unique property may possess the 
enzyme special potential in several industries that should 
be carried out in alkaline conditions, such as detergent, 
paper and pulp industries. the optimal temperature of 
Mclic1 (55 °c) is comparable to those of the β-1,3-1,4-
glucanases from R. microspores var. microsporus (50 °c 
[22]), A. niger (60 °c [23]), T. aurantiacus (60 °c [30]) 
and P. occitanis (60 °c [5]), obviously higher than those of 
the β-1,3-1,4-glucanases from T. emersonii (40 °c [1]) and 
Orpinomyces sp. Pc-2 (40 °c [29]), and lower than that of 
the β-1,3-1,4-glucanases from T. aurantiacus (70 °c [30]).

Mclic1 exhibited strict substrate specificity for bar-
ley β-glucan, oat β-glucan and lichenan, which consist of 
mixed β-1,3 and β-1,4 glycosidic linkages, whereas dis-
played no activity on other tested substrates containing 
only α-1,4; α-1,6; β-1,3, β-1,4 and other linkages (table 4), 
suggesting that the present enzyme is a strict β-1,3-1,4-
glucanase (lichenase). Most of other reported fungal β-1,3-
1,4-glucanases also showed strict substrate specificity [5, 
16, 18, 23], but there are still some differences among 
them. For example, the β-1,3-1,4-glucanases from M. cin-
namomea (table 4, in the present study), P. thermophila 
[16] and A. niger [23] prefer to hydrolyze barley β-glucan, 
with the specific activities for barley β-glucan more than 
two times higher than that for lichenan, while the β-1,3-
1,4-glucanases from R. miehei [18] and P. occitanis (60 °c 
[5]) both showed almost the same specificity for barley 
β-glucan and lichenan. Besides, the β-1,3-1,4-glucanase 
from R. miehei exhibited trace activity on laminarin 
[18], while the others did not [5, 16, 23]. the Km value 
of Mclic1 for barley β-glucan (0.69 mg ml−1) is similar 
to that of the β-1,3-1,4-glucanases from Orpinomyces sp. 
Pc-2 (0.75 mg ml−1 [29]) and A. niger (0.62 mg ml−1 
[23]). However, it is lower than that of the β-1,3-1,4-
glucanases from most other fungi displaying Km values in 
the range of 1.98–13.38 mg ml−1 for barley β-glucan [1, 
5, 16, 18, 22]. It is reported that endo-β-1,3-1,4-glucanases 
(lichenases) specifically catalyze the cleavage of β-1,4 gly-
cosidic linkages adjacent to β-1,3 bonds to yield chiefly 
trisaccharides and tetrasaccharides [12, 32, 33]. the 
β-1,3-1,4-glucanase in the present study hydrolyzed bar-
ley β-glucan and lichanan, releasing bisaccharide, trisac-
charide and tetrasaccharide as the predominant products 
(Fig. 4). a trisaccharide and a tetrasaccharide from both 
β-d-glucan and lichenan migrating ahead of cellotriose 
and cellotetraose are possibly laminaritriose and laminar-
itetraose, respectively, which is similar to the results of 
other reports [16, 29, 34].

Enzymes being active at extreme alkaline pH and sta-
ble over a wide range of pH are desired for several indus-
trial applications, especially those in alkaline conditions, 
such as detergent, paper and pulp industries [35]. Hence, 
the potential of Mclic1 in laundry detergent was further 

evaluated. Mclic1 exhibited excellent stability in the pres-
ence of several commonly used ingredients in bleach-based 
detergent formulations, such as tween 80, triton ×100, 
H2O2, NaOcl and sDs (table 6). Furthermore, it also 
exhibited remarkable stability in the presence of several 
tested commercial washing liquids and washing powders 
(table 6). the property is similar to the bacterial lichenases 
from B. licheniformis UEB cF [9] and Bacillus sp. UEs-s 
[7]. However, the enzyme in the present study displayed 
higher stability in high concentration of H2O2 (1 %, v/v) 
when compared with the lichenase from B. licheniformis 
UEB cF, whose enzyme activity was completely inhibited 
[9]. the excellent properties indicated that Mclic1 can be 
used in both liquid and solid detergent formulations.

In conclusion, a novel β-1,3-1,4-glucanase (Mclic1) 
from a thermophilic fungus, Malbranchea cinnamomea, 
was purified and functionally characterized. Mclic1 was 
purified to apparent homogeneity with a molecular mass of 
44.7 kDa on sDs-PaGE. It was an alkaline enzyme hav-
ing an extreme alkaline optimal pH of 10.0, and was sta-
ble in a wide range of pH (4.0–10.0). the enzyme was 
most active at 55 °c and was stable at temperatures below 
45 °c. Mclic1 showed strict substrate specificity for barley 
β-glucan, oat β-glucan and lichenan. Besides, the enzyme 
exhibited excellent stability in non ionic surfactants, oxi-
dizing agents and solid detergents. the unique properties 
may make the enzyme a good candidate in several indus-
trial applications.

Acknowledgments this study was financially supported by the 
National science Fund for Distinguished young scholars (No. 
31325021) and National Natural science Foundation of china (No. 
31071508).

References

 1. Murray PG, Grassick a, laffey cD, cuffe MM, Higgins t, sav-
age aV, Planas a, tuohy MG (2001) Isolation and characteriza-
tion of a thermostable endo-β-glucanase active on 1,3-1,4-β-d-
glucans from the aerobic fungus Talaromyces emersonii cBs 
814.70. Enzyme Microb technol 29:90–98

 2. Planas N (2000) Bacterial 1,3-1,4-β-glucanases: structure, 
function and protein engineering. Biochim Biophys acta 
1543:361–382

 3. tang XJ, He GQ, chen QH, Zhang Xy, ali MaM (2004) 
Medium optimization for the production of thermal stable 
β-glucanase by Bacillus subtilis ZJF-1a5 using response surface 
methodology. Bioresour technol 93:175–181

 4. Mccarthy tc, lalor E, Hanniffy O, savage aV, tuohy MG 
(2005) comparison of wide-type and UV-mutant β-glucanase-
producing strains of Talaromyces emersonii with potential in 
brewing applications. J Ind Microbiol Biotechnol 32:125–134

 5. chaari F, Belghith-Fendri l, Blibech M, Driss D, Ellouzia sZ, 
sameh M, Ellouz-chaabouni s (2014) Biochemical charac-
terization of a lichenase from Penicillium occitanis Pol6 and its 
potential application in the brewing industry. Process Biochem 
49:1040–1046



1495J Ind Microbiol Biotechnol (2014) 41:1487–1495 

1 3

 6. Beckmann l, simon O, Vahjen W (2006) Isolation and identifi-
cation of mixed linked β-glucan degrading bacteria in the intes-
tine of broiler chickens and partial characterization of respective 
1,3-1,4-β-glucanase activities. J Basic Microbiol 46:175–185

 7. Maktouf s, Moulis c, Kamoun a, chaari F, chaabouni sE, 
Remaud-simeon M (2013) a laundry detergent compatible 
lichenase: statistical optimization for production under solid state 
fermentation on crude millet. Ind crops Prod 43:349–354

 8. Menon V, Divate R, Rao M (2011) Bioethanol production from 
renewable polymer lichenan using lichenase from an alkalother-
mophilic Thermomonospora sp. and thermotolerant yeast. Fuel 
Process technol 92:401–406

 9. chaari F, Bhiri F, Blibech M, Maktouf s, Ellouz-chaabouni s, 
Ellouz-Ghorbel R (2012) Potential application of two thermo-
stable lichenases from a newly isolated Bacillus licheniformis 
UEB cF: purification and characterization. Process Biochem 
47:509–516

 10. louw ME, Reid sJ, Watson tG (1993) characterization, cloning 
and sequencing of a thermostable, endo-(1,3-1,4) β-glucanase-
encoding gene from an alkalophilic Bacillus brevis. appl Micro-
biol Biotechnol 38:507–513

 11. tabernero c, coll PM, Fernandez-abalos JM, Perez P, 
santamarıa RI (1994) cloning and DNa sequencing of bgaa, a 
gene encoding an endo-β-1,3-1,4-glucanase, from an alkalophilic 
Bacillus strain (N137). appl Environ Microbiol 60:1213–1220

 12. Ekinci Ms, Mccrae sI, Flint HJ (1997) Isolation and over-
expression of a gene encoding an extracellular β-(1,3-1,4)-
glucanase from Streptococcus bovis JB1. appl Environ Microbiol 
63:3752–3756

 13. El-Helow ER, El-ahawany aM (1999) lichenase production by 
catabolite repression-resistant Bacillus subtilis mutants: optimi-
zation and formulation of an agro-industrial by-product medium. 
Enzyme Microb technol 24:325–331

 14. teng D, Fan y, yang yl, tian ZG, luo J, Wang JH (2007) codon 
optimization of Bacillus licheniformis β-1,3-1,4-glucanase gene 
and its expression in Pichia pastoris. appl Microbiol Biotechnol 
74:1074–1083

 15. Prajanban J, thongkhib c, Kitpreechavanich V (2008) selec-
tion of high β-glucanase produced Aspergillus strain and fac-
tors affecting the enzyme production in solid state fermentation. 
Kasetsart J (Nat sci) 42:294–299

 16. yang sQ, yan QJ, Jiang ZQ, Fan Gs, Wang l (2008) Biochemi-
cal characterization of a novel thermostable β-1,3-1,4-glucanase 
(lichenase) from Paecilomyces thermophila. J agric Food chem 
56:5345–5351

 17. Hong MR, Kim ys, Joo aR, lee JK, Kim ys, Oh DK (2009) 
Purification and characterization of a thermostable β-1,3-1,4 glu-
canase from Laetiporus sulphureus var. miniatus. J Microbiol 
Biotechnol 19:818–822

 18. tang yB, yang sQ, yan QJ, Zhou P, cui J, Jiang ZQ (2012) 
Purification and characterization of a novel β-1,3-1,4-glucanase 
(lichenase) from thermophilic Rhizomucor miehei with high 
specific activity and its gene sequence. J agric Food chem 
60:2354–2361

 19. Jung yJ, yoo Js, lee ys, Park IH, Kim sH, lee sc, yasuda M, 
chung sy, choi yl (2007) Purification and characterization of 
thermostable β-1,3-1,4 glucanase from Bacillus sp. a8-8. Bio-
technol Bioprocess Eng 12:265–270

 20. apiraksakorn J, Nitisinprasert s, levin RE (2008) Grass degrad-
ing β-1,3-1,4-d-glucanase from Bacillus subtilis GN156: purifi-
cation and characterization of glucanase J1 and pJ2 possessing 
extremely acidic pI. appl Biochem Biotechnol 149:53–66

 21. Gorlach JM, Van Der Knaap E, Walton JD (1998) cloning and 
targeted disruption of MlG1, a gene encoding two of three extra-
cellular mixed-linked glucanases of Cochliobolus carbonum. 
appl Environ Microbiol 94:385–391

 22. celestino K, cunha RB, Felix cR (2006) characterization of a 
β-glucanase produced by Rhizopus microsporus var. microsporus, 
and its potential for application in the brewing industry. BMc 
Biochem 7:23

 23. Elgharbi F, Hmida-sayari a, sahnoun M, Kammoun R, Jlaeil l, 
Hassairi H, Bejar s (2013) Purification and biochemical char-
acterization of a novel thermostable lichenase from Aspergillus 
niger Us368. carbohydr Polym 98:967–975

 24. sharma M, chadha Bs, saini Hs (2010) Purification and char-
acterization of two thermostable xylanases from Malbran-
chea flava active under alkaline conditions. Bioresour technol 
101:8834–8842

 25. Han P, Zhou P, Hu sQ, yang sQ, yan QJ, Jiang ZQ (2013) a 
novel multifunctional α-amylase from the thermophilic fun-
gus Malbranchea cinnamomea: biochemical characterization 
and three-dimensional structure. appl Biochem Biotechnol 
170:420–435

 26. Miller Gl (1959) Use of dinitrosalicylic acid reagent for determi-
nation of reducing sugar. anal chem 31:426–428

 27. lowry OH, Rosebrough NJ, Farr al, Randall RJ (1951) Pro-
tein measurement with the folin phenol reagent. J Biol chem 
193:265–275

 28. laemmli UK (1970) cleavage of structural proteins during 
assembly of head of bacteriophage-t4. Nature 227:680–685

 29. chen H, li Xl, ljungdahl lG (1997) sequencing of a 
1,3-1,4-β-d-glucanase (lichenase) from the anaerobic fungus 
Orpinomyces strain Pc-2: properties of the enzyme expressed in 
Escherichia coli and evidence that the gene has a bacterial origin. 
J Bacteriol 19:6028–6034

 30. Hong J, tamaki H, yamamoto K, Kumagai H (2003) cloning of 
a gene encoding a thermo-stable endo-β-1,3-1,4 glucanase from 
Thermoascus aurantiacus and its expression in yeast. Biotechnol 
lett 25:657–661

 31. anish R, Rao M (2007) Biochemical characterization of a novel 
β-1,3-1,4 glucan 4-glucanohydrolase from Thermomonospora 
sp. having a single active site for lichenan and xylan. Biochimie 
89:1489–1497

 32. Hrmova M, Fincher GB (2001) structure-function relationships 
of β-d-glucan endo- and exohydrolases from higher plants. Plant 
Mol Biol 47:73–91

 33. yoo DH, lee BH, chang Ps, lee HG, yoo sH (2007) Improved 
quantitative analysis of oligosaccharides from lichenase hydro-
lyzed water-soluble barley β-glucans by high-performance anion-
exchange chromatography. J agric Food chem 55:1656–1662

 34. Grishutin sG, Gusakov aV, Dzedzyulya EI, sinitsyn aP (2006) a 
lichenase-like family 12 endo-(1-4)-β-glucanase from Aspergillus 
japonicus: study of the substrate specificity and mode of action 
on β-glucans in comparison with other glycoside hydrolases. car-
bohydr Res 341:218–229

 35. chaari F, Kamoun a, Bhiri F, Blibech M, Ellouze-Ghorbel R, 
Ellouz-chaabouni s (2012) statistical optimization for the pro-
duction of lichenase by a newly isolated Bacillus licheniformis 
UEB cF in solid state fermentation using pea pomace as a novel 
solid support. Indus crops Prod 40:192–198


	Purification and characterization of a novel alkaline β-1,3-1,4-glucanase (lichenase) from thermophilic fungus Malbranchea cinnamomea
	Abstract 
	Introduction
	Materials and methods
	Materials
	Fungal strain and growth conditions
	Purification of a β-1,3-1,4-glucanase
	Enzyme assay and protein determination
	SDS-PAGE, zymogram and molecular mass determination
	Analysis of internal peptide sequences
	Effects of pH and temperature on the purified β-1,3-1,4-glucanase
	Substrate specificity and kinetic parameter of the purified β-1,3-1,4-glucanase
	Hydrolysis property of the purified β-1,3-1,4-glucanase
	Effect of detergent additives and commercial detergents on the stability of McLic1

	Results
	Production of β-1,3-1,4-glucanase by M. cinnamomea S168
	Purification of β-1,3-1,4-glucanase from M. cinnamomea S168
	Characterization of the purified McLic1
	Substrate specificity and kinetic parameters
	Hydrolysis property of McLic1
	Compatibility of McLic1 in detergent

	Discussion
	Acknowledgments 
	References


