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Investigation of the production of cellulase complex enzymes by the fungus Aspergillus oryzae on soluble 
bio- cellulosic waste like cheese whey was the goal of this work. The effects of incubation period, substrate 
concentration, initial pH and temperature on the production of endoglucanase, exoglucanase and cellulase 
(filter paper activity FPA) activities, were investigated. Seven days incubation period with an initial pH value 
of 6 and temperature of 40°C, and cheese whey concentration of 10% yielded the highest specific activities 
with 1.5 fold increases for endoglucanase and 1.4 fold increases for exoglucanase. Cellulase specific 
activity represented as FPA showed no fold increase at all. The optimum temperature of endoglucanase was 
observed at 55°C, and the enzyme activity has abroad pH range between 3.8 to 8.0 and 24.91% of the original 

activity was retained after heat treatment at 90C for 30 min. Analysis of the partial purified enzyme 
preparation by SDS – PAGE revealed one protein band showing cellulolytic activity, The molecular weight of 
this band was estimated to be around 45.000 Daltons. 
 
Key words: Cellulolytic enzymes, Aspergillus oryzae, cheese whey, dinitrosalicylic acid (DNS), fermentation 
variables. 

 
 
INTRODUCTION 
 
Cellulose is the most abundant polymer in the biosphere 
with its estimated synthesis rate of 10

10
 tons per year 

(Schlesinger, 1991; Singh and Hayashi, 1995; Lynd et al., 
2002). Cellulose is an unbranched glucose polymer of 8000 
to 12000 units, composed of anhydro- β-1,4-glucose linked 
units linked by β-1,4-glucosidic bonds, is the most abundant 
biopolymer on the earth polymer. Cellulose–rich plant 
biomass is one of the foreseeable and sustainable source of 
fuel, Figure 1 (US Department of Energy, 2009) illustrates 
the concept of carbon and energy cycle in the environment 
with an emphasis in biofuel, also the animal feed and feed 
stock for chemical synthesis (Bhat, 2000). The utilization of 
cellulosic biomass continues to be a subject of worldwide  
interesting in view of fast depletion of oil reserves and food 
shortages   (Kuhad   et  al.,  1997;  Gong  et  al.,  1999). The 
 
 
 
Abbreviations: CMC, Carboxymethyl cellulose; 
CMCase, carboxymethyl-cellulase; DNS, dinitrosalicylic 
acid; FPA, filter paper activity. 

conversion of cellulosic mass to fermentable sugars has 
been suggested as a feasible process and offers a potential 
source to reduce the use of fossil fuels and environmental 
pollution (Dale, 1999; Lynd et al., 1999). 

Cellulose is commonly degraded by an enzyme called 
cellulase. Cellulase(s) are important enzymes not only for 
their potent application in the different industries, like 
industries of food processing, animal food production, pulp 
and paper production, and in detergent and textile industry, 
but also for significant role in bio conversion of agriculture 
wastes into sugar, bioalcohols and other useful products, 
such as single cell protein, fuels and chemical feed stock 
(Ojumu et al., 2003). This enzyme is produced by several 
microorganisms, commonly by bacteria and fungi (Bahkali, 
1996; Magnelli and Forchiassin, 1999; Shin et al., 2000; 
Immanuel et al., 2006).  

Although a large number microorganisms are capable of 
degrading cellulose, only a few of these produce significant 
quantities of cell free enzyme capable of completely 
hydrolyzing crystalline cellulose in vitro. Several studies 
were  carried  out  to   produce   cellulolytic   enzymes   from  
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Figure 1. Carbon dioxide and biofuels in the energy cycle (US Department of Energy, 2009). 

 
 
 
biowaste degradation process by many microorganisms 
including fungi such as Trichoderma, Penicillium, 
Aspergillus sp. etc., (Mandels and Resse, 1985; Hoffman 
and wood, 1985; Lakshmikant and Mathur, 1990; Suto and 
Tomito, 2001), a number of work have been done on 
wastes like rice and wheat straw (Kocher et al., 2008; Singh 
et al., 2009) sugar cane bagasse (Ghada and Mahmoud, 
2009) and orange waste (Omojasola and Jilani, 2008). 

A single enzyme cannot accomplish the task of extensive 
cellulose degradation, multiple enzymes are required 
consequently, accordingly cellulose is roughly categorized 
into three classes (Figure 2) (Wikipedia, 2009) namely 

endoglucanase (CM cellulase, EC 3.2.1.4 endo-1,4- 
glucanase), which cleaves internal glucosidic bonds, 
exoglucanase (Avicelase, EC 3.2.1.91--1,4-β-
cellobiohydrolase), that cleaves cellobiosyl units from the 
ends of cellulose chains and β-glucosidase (EC 3.2.1.21), 
which cleaves glucose units from cello-oligosaccharides 
(Wood, 1989; Romero et al., 1989).  

The maximum yield has been obtained when cellulose is 
used as substrate, but the economics of the cellulose 
bioconversion process still  remain  unattractive  due  to  the 

high cost of enzyme production (Lange, 2007; Nystrom and 
Allen, 1976). Further the use of crystalline cellulose as 
insoluble substrate in a culture system may give rise to 
several problems (Cowling and Kirk, 1976). These problems 
could be overcome if the tested organism is grown on 
soluble sugar. The use of soluble carbon sources such as 
lactose (Ryu et al., 1979; Durand et al., 1988), and cellulose 
hydrolyzate (Allen and Roche, 1989), cellobiose (Vaheri et 
al., 1979) for cellulase production allows greater control of 
the fermentation and simplifies the operation of the process. 
Among soluble and cheaper carbon sources, cheese whey 
has been most widely used in cellulase production. 

Hence, the present study was carried out to compare and 
optimize between cellulolytic enzyme activities, 
endoglucanase (carboxymethyl cellulase CMCase 
EC3.2.1.4), exoglucanase (avicelase EC3.2.1.1.91), and 
cellulase represented as filter paper activity (FPA EC 3.2.1) 
of a locally isolate of Aspergillus oryzae grown on cheese 
whey which is used as a cheap carbon and energy source. 
In the current study, some properties such as the optimum 
temperature, pH, heat stability, and molecular weight of 
endoglucanase   (carboxymethyl    cellulose     CMCase)   of  
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Figure 2. Three major classes of cellulase and their substrates (Wikipedia, 2009). 

 
 
 
A. oryzae natural isolate are reported with a view to identify 
potential sources of industrial enzymes.  
 
 
MATERIALS AND METHODS 
 
Isolation and maintenance of cellulolytic fungi 
 

Cellulolytic fungi were isolated from local garden soil by using 
Czapek- Dox medium (Samson et al., 1996)

 
containing 

carboxymethyl - cellulose (1%) as a carbon source. The collected 
samples were sprinkled over the Dox agar plates and were 
incubated for 5 days at 30°C. The individual colonies were isolated 

and re-streaked on the same agar medium. The identification was 
conducted in the fungal center of Assuit University, Egypt. The most 
common fungal strain was identified as A. oryzae. The identified 
isolate was given the name A. oryzae AG1 to be stored among our 
laboratory culture collection. A. oryzae was maintained as stock 
culture in Czapek-Dox agar slants. The fungus was grown at 30°C 
for 5 days and stored at 4°C for regular sub culturing. 
 
 
Inoculums’ preparation 

 
A seed culture (100 ml) was prepared for culturing using Czapek- 
Dox broth distributed in 250 ml flasks. The culture was kept in 
shaker (200 rpm) at 35°C

 
for 24 h before it was used for the 

fermentation process. 

 
 
Fermentation process 
 

Cultivation  was  performed  on  minimal medium (%), NH4NO3, 0.1; 

Mg SO4.7H2O, 0.05; FeSO4 7H2O, 0.01; CaCl2 2H2O, 0.05; KH2PO4, 
0.05; and supplemented with 10% liquid cheese whey (Department 
of Dairy Science, Faculty of Agriculture, Alexandria University), 
used as a soluble carbon and nitrogen source, pH was adjusted to 
7and the medium was sterilized by autoclaving at 121°C for 15 min. 
A sterile 50 ml of the medium was distributed in sterile 250 ml 
Erlenmeyer flasks, which were inoculated with 2 ml of the seed 
cultures and incubated at 35°C on a rotary shaker (180 rpm) for 7 
days. 

 

 

Enzyme assay  
 

In submerged fermentation the grown culture was filtered through 

filter paper (whatman No. 1), filtrate was centrifuged at 10,000 rpm 
for 5 min at 4°C and the supernatant was used as the crude 
enzyme. Endoglucanase activity, (carboxymethyl-cellulase; 
CMCase): was measured as Ghosh (1987) using a reaction mixture 
containing 1 ml of 2% carboxymethyl-cellulose (CMC) in 0.05 M 
acetate buffer (pH 4.8) and 1.0 ml of culture supernatant. The 
reaction mixture was incubated at 50°C for 10 min and the reducing 
sugar produced was determined by dinitrosalicylic acid- DNS 

method of Miller (1972) taking glucose as the standard. Blanks 
were prepared with inactivated enzymes. One unit of 
endoglucanase activity was defined as the amount of enzyme 
releasing 1 mg of reducing sugar per min. Exoglucanase 
(Avicelase) activity was determined as described for 
endoglucanase activity, but the incubation was carried out with 1 ml 
of 1% avicel (Sigma) suspension instead of carboxymethyl- 
cellulose. For filter paper activity (cellulase; FPA) measurement, it is 

a combined assay for endo and exo  -1;4 glucanase, according to 

Stephen et al. (2003). 1 ml of the culture supernatant as a enzyme 
source was added to whatman No. 1 filter paper strip (1 x 6 cm; 50 
mg)  immersed  in  1 ml  of  0.05 M sodium acetate buffer of pH 4.8.  
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After incubation at 50°C

 
for 10 min, the reducing sugar released 

was estimated by DNS method. One unit of the filter paper (FPA) 
activity was defined as the amount of enzyme releasing 1 mg of 
reducing sugar from the filter paper per milliliter per minute of the 
reaction. 
 
 
Partial purification of carboxymethyl cellulase (CMCase)  
 
Enzyme source preparation  
 
The fungal organism A. oryzae was grown in 100 ml of optimized 
media at 30°C for 24 h individually. Then after growth, the culture 

filtrates were collected separately by centrifugation process. 
 
 
Alcohol precipitation of cellulose 

 
To the culture filtrate (250 ml), ethanol previously chilled to -20°C 
was added drop wise at 4°C with continuous stirring to the final 
concentration of 75% and the solution was left at -20°C for 24 h. 
The resultant precipitate was collected by centrifugation and 

dissolved in 30 ml of phosphate buffer (50 mM, pH 5.0) and was 
dialyzed against of the same buffer over night at 4°C (Bhella and 
Altosaar, 1984).

 

 
 
Optimum temperature, pH and heat stability 

 
In all the determinations, CMCase activity was measured using 
CMC as substrate. For the estimation of optimum temperature, pH 

and heat stability, activity was determined by carrying out the 
standard assay at several temperatures or pH values.  
 
 
Sodiom dodecyl sulfate - polyaccylamide gel electrophoresis 
(SDS-PAGE) 

 
For the determination of homogeneity and molecular weight, the 

enzyme preparations and protein markers were subjected to 
electrophoresis by the method of Bollag and Edelstein (1991)

 
with 

the use of 10% acrylamide gel. CMC (0.2%) was incorporated into 
the separating gel prior to the addition of ammonium persulphate 
and polymerization. After electrophoresis, the gel was stained with 
coomassie Blue R dye in methanol- acetic acid–water solution 
(4:15, by volume) for 1 h and distained in the same solution without 
dye. For the activity staining of CMCase activity, SDS was removed 
by washing the gel at room temperature in solution A (sodium 
phosphate buffer, pH 7.2, containing isopropanol 40%) for 1 h and 
solution B (sodium phosphate buffer, pH 7.2) for 1 h respectively. 
Renaturation of the enzyme proteins was carried out by leaving the 
gel in solution C (sodium phosphate buffer, pH 7.2, containing 5 

mM - mercaptoethanol and 1 mM EDTA) at 4°C overnight. 
The gel was then transferred on to a glass plate, sealed in a film, 

and incubated at 37°C for 5 h. The gel was stained in a solution of 
1% Congo Red for 30 min, and distained in 1 M NaCl for 15 min. 

Clear bands indicated the presence of CMCase activity. Each 
sample was applied to a separate well in the slab gel along with a 
prestained SDS molecular weight marker (14-205 K Daltons). 

 
 
Determination of kinetic parameters 
 

Michaelis constant (Km) and maximal velocity (Vmax) of the purified 

enzyme (for CMC) was determined as follows: 0.4 ml of CMC in 10 
mM sodium phosphate buffer, pH 8.0 in concentrations from 1.0 to 
5.0  mg/ml  as  substrate,  add  0.1  ml  diluted enzyme solution and  

 
 
 
 
incubated at 60°C for 20 min. The reducing sugar produced was 
measured calorimetrically with DNS reagent. The Vmax and Km 
were calculated from double-reciprocal plots according to the 
method of Lineweaver and Burk (1934). 

 
 
RESULTS AND DISCUSSION 
 
Effect of incubation period  
 
In an attempt to investigate the multi-cellulolytic activities 
(endo-, exoglucanase and FPA cellulase), and the 
biomass of A. oryzae at different incubation periods, were 
carried out under shaking condition. Each flask (250 ml) 
contained 50 ml of the fermentation medium supplied 
with 10% of cheese whey as a carbon source, each flask 
was inoculated with 2 ml of the seed culture and 
incubated at different time intervals ranging from 3 to 14 
days. 

The specific activity U/mg biomass of the multi–
cellulolytic enzymes was represented in (Figure 3). The 
activity was increased and reached its highest value at 
the end of the exponential phase. The highest values of 
endo-, exoglucanase and FPA cellulase specific activities 
(15.70, 12.63 and 1.68 U/mg biomass) were obtained 
after 7 days of incubation. At longer incubation periods, 
the activities decreased gradually and after 14 days of 
incubation the culture showed a low endoglucanase 
activity value representing 45.22% of the activity obtained 
at 7 days incubation. Similarly, Coral and Colak (2000) 
showed that Aspergillus niger produces glucoamylase 
enzyme with high concentration during exponential 
growth phase of the fungus.  
 
 
Effect of substrate concentration  
 
The effect of dose response of cheese whey 
supplementation within a range of 3 to 25% on cellulase 
production of A. oryzae was examined. Yields of fungal 
biomass and multi-cellulolytic enzyme activities after one 
week were measured and specific activity as U/mg 
biomass was represented in (Figure 4). Increase in 
substrate concentration beyond 10% level did not result 
in proportionate increase in specific activity. The highest 
specific activities (15.70, 12.63 and 1.68 U/mg biomass) 
for endo-, exoglucanase and FPA cellulase activities 
respectively, were recovered on the medium 
supplemented with 10% substrate concentration. 

Cheese whey which is released during the manufacture 
of cheese is rich in carbon and nitrogen source. Cheese 
whey consists of approximately lactose, whey protein, 
salts, lactic acid and vitamins (Kim, 2004). Bioconversion 
of whey of value- added products such as: organic acids, 
ethanol, enzymes, PHB (poly-3 hydroxybutyrate), 
xanthan gum and biomass have been extensively studied 
by many investigators (Kawahara and Obata, 1998; Lee 
and Yun, 1999; Lee et al., 2000).  
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Figure 3. Cellulolytic activity of A. oryzae culture at different incubation periods. 

 
 
 

 

 

 

 
 
Figure 4. Cellulolytic activity of A. oryzae culture at different substrate levels. 

 
 
 
At low concentration of whey (low conc. of lactose), the 
enzyme activities were higher, when a higher substrate 
concentration above 10% was used. This result could be 
explained on the basis of catabolic repression. A higher 
concentration of utilized whey, resulted in a higher 
utilization of lactose, which is metabolized into glucose. A 
decrease in the activity of certain catabolic enzymes in 
the presence of an easily metabolized substrate is called 
catabolic repression. Commonly this effect is caused by 
glucose (glucose repression). It has been reported 
previously that glucose addition greatly repressed 
enzyme activity, the repression was concentration- 
dependent (Bindu et al., 2006; Suzuki et al., 2008).  

Effect of pH on the production of cellulolytic enzymes 
 
The optimized media were prepared using 10% cheese 
whey concentration and the pH was set at different levels 
such as 3, 5, 6, 7, 8, 9, and 10 respectively (by adding 
1% NaOH and concentrated HCl) before autoclaving. 
After inoculation, the flasks were incubated under 
shacked condition (150 rpm) at 35°C for 7 days. The 
three different cellulolytic enzyme activities were detected 
separately (Figure 5). The highest specific activities of 
endo-, exoglucanase (18.5, 14.8 U/mg biomass 
respectively) were obtained at an initial pH 6. However, 
cellulase  showed  the highest specific activity (1.68 U/mg  
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Figure 5. Cellulolytic activity of A. oryzae culture at different pH values. 

 
 
 
biomass) at pH 5. Further increase in the pH level, 
resulted in a decrease in enzyme production. The in 
observation was comparable to Rhizopus oryzae that can 
thrive in a pH range, of 5.0 to 7.0 (Murashima et al., 
2002). 

It was observed that the cellulase enzyme activity has a 
broad pH range between 3.0 and 9.0 (Coral et al., 2002). 
The optimal pH for endoglucanase from Aspergillus niger 
was found to be 6.0 to 7.0 (Parry et al., 1983). Akiba et 
al. (1995) reported that cellulase production was high at 
pH 4.0 and pH 4.5 by A. niger. The pH requirement was 
determined at pH 5.0 in fungal species Trichoderma 
harizianum (Sidhu and Shadhu, 1984), and Fusarium 
avenaceum (Forbes, 1977). 
 
 
Effect of incubation temperature 
 
Influence of different incubation temperatures on the 
production of cellulolytic enzymes was examined. The 
inoculated flasks were incubated at different tempe-
ratures covering range from 20 to 60°C. The results 
revealed that the specific activity by A. oryzae reached a 
maximum of 24.2, 18.1 and 1.65 U/mg biomass at 40°C 
further the temperature increased. The specific activity 
was significantly decreased for endo-, exoglucanase and 
cellulase activity at 60°C respectively as shown in Figure 
6. Most filamentous fungi are mesophilic requiring optimal 
temperatures between 25 and 35°C (Reid, 1998; Suresh 
et al., 1999). A temperature of 40°C was identified as 
optimum for metabolite production and sugar utilization 
by A. niger ATCC 10577 and A. niger V. Tiegham 
(Roukas, 2000; Fawole and Odunfa, 2003).  

Both exo-,  and  endoglucanase  were  stable  at  40  to 

50°C in A. terreus (Emtiazi et al., 2001). Kitamoto et al. 
(1996), studied A. oryzae KBN616, in which, two 
endoglucanases Cel A and Cel B were identified, Cel A 
showed optimum temperature of 50°C and Cel B showed 
optimum temperature of 45°C. Two other exoglucanases 
were also identified Cel C and Cel D (Kitamoto et al., 
1996). A high level of cellulase enzyme production was 
obtained at 40°C by A. niger and fumigatus (Immanuel et 
al., 2007). In this study, the locally identified A. oryzae 
showed an optimum temperature of 40°C for the three 
studied cellulolytic enzymes. 

Seven days incubation period, at an initial pH of 6, a 
temperature of 40°C, and cheese whey concentration of 
10% yielded the highest specific activities with 1.5 fold 
increases for endoglucanase and 1.4 fold increase for 
exoglucanase. Cellulase specific activity represented as 
FPA showed no fold increase at all. The stabilization of 
FPA could be explained on the basis of that the filter 
paper is composed of not only fibrous (cellulose) but also 
non fibrous material (Sahin and Arslan, 2008). The 
presence of impurities beside cellulose could result in 
hindering the increase of cellulase specific activity. 
 
 
Characterization of partial purified endoglucanase 
(Carboxymethyl cellulase CMCase) 
 
Temperature of the reaction mixture  
 
Estimation of the optimum temperature of the CMCase 
activity of the partial purified enzyme, the activity was 
determined by carrying out the assay at several 
temperatures between 25 and 80°C (Figure 7), the 
optimum temperature was observed at  55°C.  An  increase  
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Figure 6. Cellulolytic activity of A. oryzae culture at different incubation temperatures. 

 
 
 

 

 

 

(°C) 
 

 
Figure 7. The optimal temperature range of CMCase of A. oryzae. 

 
 
 
in the reaction mixture over 55°C leads to a decrease in 
enzyme activity and at 80°C , The activity decreased by 
63.37% of that obtained at 55°C .Deerland cellulase 4000 is 
an enzyme preparation derived from A. niger and has high 

cellulase activity together with -glucosidase and 
hemicellulase. The optimum temperature of this cellulase 
was reported to be 60°C. 
 
 
pH of the reaction mixture 
 
To study the effect of the pH value of the reaction, 
acetate buffer of different pH values ranging  from  3.8  to  

5.6 and phosphate buffer ranging from 6.0 to 8.0 were 
used (Figure 8). It was found that the CMCase activity of 
A. oryzae has abroad pH range between 3.8 and 8.0. The 
enzyme shows a major activity peak at pH 5.2. It was 
reported that the optimal pH for a CMCase from A. niger 
was found between 6.0 and 7.0 (Akiba et al., 1995) and 
another study showed that the optimal pH activity of A. 
niger CMCase was found to be between 4.0 and 4.8 
(McCleary and Glennie-Holmes, 1985). Thus, it was seen 
that there was no agreement regards enzyme data 
results. Such different results may be due to the 
difference within the same genus. In addition, no 
comparative   investigation   has  been  published  on  the 
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Figure 8. The optimal pH range of CMCase of A. oryzae. 

 
 
 

 

 

 

(°C) 
 

 
Figure 9. Thermal stability of CMCase of A. oryzae. 

 
 
 
enzymes from these organisms, but differences appear to 
be as small as the differences in morphology between the 
species (Aunstrup, 1979).

 

 
 
Thermal stability  
 
The thermal stability of the crude enzyme preparation 
was studied at pH 5.2 at different temperatures 40, 50, 
60, 70, 80 and 90°C for 30 min. and the reaction tubes 
were placed rapidly in ice bath. The activity was assayed 
by DNS methods under the standard conditions. Our 
enzyme preparation was thermo stable up to 70°C 
(Figure 9) for 30 min and lost only 27.04% of its original 

activity. A maximum decrease of the enzyme activity was 
recorded when heating the enzyme at 90°C for 30 min. 
Endoglucanase from A. fumigatus was reported to be 
stable at 50°C (Parry et al., 1983). This comparison 
shows that the heat stability of CMCase from A. oryzae is 
higher than that of the enzyme mention previously. Both 
exo-, and endoglucanase of A. terreus were stable at 40

 
to 

50°C (Emtiaziet et al., 2001).
 

  
 
Kinetic parameters  
 
The substrate concentration effect on the hydrolase rate 
for CMC was determined.  The  Michaelis  constant  (Km) 
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Figure (10): SDS gel electrophoresis of partially purified carboxymethyl cellulase from A. oryzae 
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Figure 10. SDS gel electrophoresis of partially purified 
carboxymethyl cellulase from A. oryzae (lane 2) and of the crude 
enzyme (lane 3). Lane one represents molecular weight marker 
protein. KDa: Molecular weight of marker proteins used (kilo Dalton)  

 
 
 
and maximum velocity (Vmax) were calculated from 
Lineweaver–Burk plots. The enzyme had a Km of 3 
mg/ml and a Vmax of 4.5 μmol of glucose/min/ml for 
CMC hydrolysis. 

 Km value may serve only to denote the amount of 
substrate needed to achieve half the maximal initial 
reaction velocity (Tong et al., 1980). Km is thus a 
measure of the apparent affinity of an enzyme for its 
substrate. The km value, (3 mg/ml) was obtained from A. 
oryzae isolate and this value was lower than those 
obtained for the enzyme from A. niger (Hurst et al., 1977) 
which was 52 to 80 mg/ml. While cellulase obtained from 
the wild-type, CRRmt4 and CRRmt24 of Pseudomonas 
fluorescens has Km values 3.6, 3.1, and 5.3 mg/ml 
respectively (Bakare et al., 2005) while Km of 
endoglucanase from Sclerotinia sclerotorium (Waksman 
1991) was 8.7 mg/ml. It is not an easy task to define the 
Km values of insoluble substrates such as cellulose and 
Vmax value of 3.4 unit/min was obtained for A. oryzae 
isolate, this value was differ than those obtained for the 
enzyme from P. fluorescens  strains,  wild-type,  CRRmt4 
and CRRmt24, which were 8.3, 3.3  and  10,  respectively  
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 (Bakare et al., 2005). 
 
 
Determination of apparent molecular weight  
 
Molecular weight of the partial purified enzyme was 
determined by SDS- PAGE (12%) as described 
previously in the materials and methods. Analysis of the 
enzyme by SDS- PAGE revealed the appearance of one 
band with molecular weight of 45.000 Daltons (calculated 
from the relation between the maker and the relative 
mobility of the calculated molecular weight), Figure (10).  
  

Distance traveled by protein 

Rm =   
Distance traveled by font dye 

 
 

 
Similar results were mentioned, hence, a celluolytic 
enzyme from A. niger was separated as a homogeneous 
entity in SDS- PAGE, but showed one major and two 
minor bands in disc, gel electrophoresis, these bands 
(proteins) may be isoenzymes or the different subunits of 
the same enzyme protein on electrophoresis gel (Coral et 
al., 2002). 

According to Lee et al. (1988) research, two 
endoglucanase containing fractions were separated from 
A. niger. In comparison to the low-molecular-weight 
standards of Bio-Rad electrophoresis within SDS 
revealed a single band at a molecular weight of 90 KDa 
of thermophilic Actinomycetes (Aboul-Enein et al., 2010). 
 
 
REFERENCES 

 
Aboul-Enein A, Abou elalla F, Serour E, Hussien T (2010). Purification 

and characterization of A novel thermoactive cellulose from 
thermophilic Actinomycetes isolated from soil sample of Eygpt. Int. J. 
Acad. Res., 2(1): 590-599.  

Akiba S, Kimura Y, Yamamoto K, Kumaga PH (1995). Purification and 
characterization of a protease- resistant cellulase from Aspergillus 
nige. J. Fermen. Bioengin., 79: 125-132. 

Allen AL, Roche CD (1989). Effects of strain and fermentation condition 
on production of cellulase by Trichoderma reesei. Biotechnol.  

Bioeng., 33: 650-656. 
Anustrup K (1979). Production, isolation and economics of extracellular 

enzymes. Appl. Biochem Bioeng., 2: Enzyme Technology, Ed.By 
wingard, Jr, L.B. Katchalski-Katzir, Golstein, L. Academic press, New 
York, San Francisco London. 

Bahkali AH (1996). Influence of various carbohydrates on xylanase 
production by V. tricorpus Bioresource Technol., 33(3): 265-268. 

Bakare M, Adewale I, Ajayi A, Shonukan O (2005). Purification and 

characterization of cellulase from the wild-type and two improved 
mutants of Pseudomonas fluorescens. Afr. J. Biotech., 4(9): 898-904. 

Bhat MK (2000). Cellulases and related enzymes in Biotechnology. 
Biotech. Adv., 18: 355-383.  

Bhella RS, Altosaar I (1984). Purification and Some properties of 
extracellular and amylase from Aspergillus awamori, Can. J. 

Microbiol., 31: 149-154.  
Bindu B, Jitender S, Kuhad R (2006). High- level Xylanase production 

by alkaliphilic Bacillus pumilus ASH under solid 1287. fermentation . 

World J. Microbiol., 22: 1281-1287. 
Bollag DM, Edelstein SJ (1991). Protein method Wiley-Liss publication, 

P. 95.  

Coral G, Arikan B, Unaldi MN, Guvenments H (2002).  Some  properties 



 

1320          Afr. J. Microbiol. Res. 
 
 
 
of crude carboxymethyl cellulase of Aspergillus niger Zio.Wild type 

strain.Turk. J. Biol., 2: 209-213. 
Coral G, Colak O (2000).The isolation and characterization of 

glucoamylase enzyme of Aspergillus niger natural isolate-Turk. J. 

Biol., 24: 601-609.  
Cowling EB, Kirk TK (1976). Biotechnol. Bioeng. Symp., 6: 95-123. 

 Dale BE (1999). Biobased industrial products: bioprocess engineering 
when cost really Counts. Biotechnol. Prog., 15: 775-776. 

Durand H, Chanet M, Tiraby G (1988). Genetic improvement of 
Tirchoderma reesei for large scale cellulose production. Enzyme 

Microb. Technol., 10: 341-346. 
Emtiazi G, Nahhavi N, Botd bai A (2001). Biodegradation of 

lignocellulosic waste by Aspergillus terreus Biodegradation, 12: 29-

263.  
Fawole O, Odunfa SA (2003). Some factors affecting production of 

pectin enzymes by Aspergillus niger. Int. Biodet., 51: 223-227. 

 Forbes RS, Dickinson CH (1977). Effect of temperature, pH and 
nitrogen on cellulolytic activity of Fusarium avenaceum Trans. Br. 

Mycol. Soc., 6: 229-235. 
Ghada AY, Mahmoud MB (2009). Improved production of 

endoglucanase enzyme by Aspergillus terreus; Application of 

Plackett-Burman design for optimization of process parameters. 
Biotechnol., 8: 212-219. 

Ghosh TK (1987). Measurement of cellulase activities. Pure Appl. 

Chem., 59: 257-268. 
Gong CS, Coa NU, Du J Tsoa GT (1999). Ethanol production by 

renewable sources. Adv. Biochem. Eng. Biotechnol., 65: 207-241. 

Hoffman RM, wood TM (1985). Isolation and partial characterization of 
a mutant Penicillium for the saccharification of straw. Biotechnol. 

Bioeng., 27: 81-85. 

Hurst PL, Nelson J, Sullivan PA, Shepherd MG (1977). Purification and 
properties of a cellulase from Aspergillus niger. Biochem. J. Gr. Br., 

165: 33-41. 

Immanuel G, Akila Bhagacath CM, lyappa Raj P, Esakkiraj P, 
palacesam A (2007). Production and partial purification of Cellulase 
by Aspergillus niger and A. fumigatus Fermened in coir waste and 

Sawdust. Internet. J. Microbiol., 3(1). 

Immanuel G, Dhanusa R, Prema P, Palavesam (2006). Effect of 
different growth parameters on endoglucanase enzyme activity by 

bacteria isolated from coir retting effluents of Estuarine environment. 
Int. J. Environ. Sci. Tech., 3(1): 25-34. 

Kawahara H, Obata H (1998). Production of xanthan gum and ice-
nucleating material from whey by Xanthomonas campestris pv. 
Translucens. App. Microbiol. Biotechnol., 49: 353-358. 

Kim JW (2004). Optimiaztion of citric acid production by Aspergillus 

niger NRRL567 in various fermentation systems. phD thesis. Dept of 

Biosystem engineering. Mc Grill University, Quebec, Canada. 
Kitamoto N, Go M, Shibayama T, Kimura T, Kito Y, Ohmiya K, 

Tsukagoshi N (1996). Molecular cloning, purification and 
characterization of to endo 1.4-B glucanases from Aspergillus oryzae 

4BN616. Appl. Microbiol. Bitotechnol., 46: 538-544.  
Kocher GS, Kalra KL, Banta G (2008). Optimization of cellulose 

production by submerged fermentation of rice straw by Trichoderma 
harzianum.Rut-C 8230. Internet J. Microbiol., 5: 1. 

Kuhad RC, Singh A, Eriksson KE (1997). Microorganisns enzymes 

involed in the degradation of plant filter cell walls. Adv. Biochem. Eng. 
Biotechnol., 57: 45-125.  

 LakshmiKant K, Mathur SN (1990). Cellulolytic activities of 
Chaetomium globosum on different Cellulasic substrates. World. J. 

Microbiol. Biotechnol., 11: 23-26. 
Lange JP (2007). Lignocellulose conversion: an introduction to 

chemistry, process and economics. Biofuels Bioprod. Biorefining, 
1(1): 39-48. 

Lee JH, Yun Hs (1999). Effect of temperature and pH on the production 
of citric acid from cheese whey by Aspergillus, niger. Kor. J. Mycol., 

27: 383-385. 
Lee N, Lima M, Woodward J (1998). Hydrolysis of cellulose by a 

mixture of Trichoderma reesei cellobiohydrolase and Aspergillus 
niger endoghicanase. Biochem. Biophys. Acta, 967(3): 437-440.  

Lee PC, lee WG, Kwon S, Lee SY, Chang HN (2000). Batch and 
continuous  cultivation of Anaerobiospirllum succiniciprodicens for the    
production of succinic acid from  cheese  whey  by  Aspergillus  niger.   

 
 
 
 
Kor. J. Mycol., 27: 383-385. 
Lineweaver H, Burk D (1934). The determination of enzyme dissociation 

constants. J. Am. Chem. Soc., 56: 658-666. 

Lynd LR, Weimer PJ, Van Zyl WH, Pretorius IS (2002). Microbial 
cellulose utilization: fundamentals and Biotechnology. Microbial. Mol. 

Biol. Rev., 66: 506-577. 

Lynd LR, Wyman CE, Gerngross TU (1999). Biocommodity 
engineering. Biotechnol. Program., 15: 777-793. 

Mandels M, Andreotü Roche C (1976). Measurement of saccharifying 

cellulase. Biotechnol. Bioeng. Symp., 6: 21-23. 
Mandels M, Reese ET (1985). Fungal cellulase and microbial 

decomposition of cellulosic fibers. Dev. Ind. Microbiol., 5: 5-20. 

Mangelli P, Forchiassin F (1999). Regulation of the cellulase complex 
production by Saccobolus saccaboloides, induction and repression 
by carbohydrates. Mycologia, 91(2): 359-364. 

McCleary BV, Glennie- Holmes M (1985). Enzymatic quantification of 

(1-3) (1-4)-  -D- ghican in barley and malt. J. Inst. Brew., 91: 285-

295.  
Miller GL (1959). Use of Dinitrosalicylic acid for determination of 

reducing sugar. Anal Chem., 31: 426-429. 

Murashima K, Nishimura T, Nakamura Y, Koga J, Moriya T, Sumida N, 
Yaguchi T, Komo T (2002). Purification and characterization of new 
endo-1,4-beta-D-glucanases from Rhizopus oryzae. Enzyme and 

Microbial. Technol., 30(3): 319-326. 
Nystrom JM, Allen AL (1976). in Pilot scale. Investigation and 

Economics of cellulase production. Biotechnol. Bioeng. Symp. No. 6, 

Newton and Natick, Massachusetts, 66: 55-74. 
Ojumu TV, Solomon BO, Betiku E, Layokun SK, Amigun B 

(2003).Cellulase production by Aspergillus flavus linn isolate NSPR 

101 fermented in sawdust,bagasse and corncrob. Afr. J. Biotechnol., 
2: 150-152. 

Omosajola PF, Jilani OP (2008). Cellulase production by Trichoderma 

longi,Aspergillus niger,Saccaromyces cerevisae cultured on wast 

materials from orange. Pak. J. Biol. Sci., 11: 2382-2388. 
Parry JB, Stewart JC, Heptinstall J (1983). Purification on the major 

endoglucanase form Aspergillus fumigatus frecius. Biochem. J., 

2131: 437-444. 
Reid Ian D (1998). Influence of incubation temperature on activity of 

ligninolytic enzymes in sterile soil by Pleurotus Sp. and Dichomitus 
squalens. J. Basic Microbiolol., 40(1): 33-39. 

Romero MD, Aguado L, Gonzalez Ladero M (1999). Cellulase 
production by Neurospora crassa on wheat straw Enzyme and 
Microbiol.Technol., 25: 244-250. 

Roukas T (2000). Citric and gluconic acid production from fig by 
Aspergillus niger using solid- state fermentation. J. Ind. Microbiol. 

Biotechnol., 25: 298-304.  
Ryu DY, Andreotti R, Mandels M, Gallo B, Reese ET (1979). Studies on 

qualitative physiology of Trichoderma reesei with two stages 

continuous culture for cellulose production. Biotectinol. Bioeng., 21: 
1997-1903. 

Sahin tl T, Arslan MB (2008). A Study on physical and chemical 
properties of cellulose paper immersed in various solvent mixtures. 
Int. J. Mol. Sci., 9: 78-88. 

Samson RA, Hoekstra ES, Frisvad JC, Filtenborg O (1996). Mycological 
media, In R.A. Sam Son, E.S, Hoekstra, J.C, Frisvad, and O. 
Filtenborg (ed.), Introduction to food – borne fungi . Central bureau 

voor schimmelecultures, Baarn, the Netherlands, pp. 308-312. 
Schlesinger WH (1991). Biogeochemistry: an analysis of global chang. 

Academic, San Diego. 

Shin CS, Lee JP, Lee IS, Park SC (2000). Enzyme production of 
Trictodorma ressei. Rut C-30 on various lignocelluloic substrates. 

Appl. Biochem. Biotech., 84-86(1-9): 237-245. 

Sidhu SM, Sandhu DK (1984). Production and localization of β- 
glucosidase in Trichoderma harzianum and some aspects of 

catabolite repression. Can. J. Microbiol., 30: 1377-1382. 

Singh A, Hayashik K (1995). Microbial cellulase, protein architecture, 
molecular properties and biosynthesis. Adv. Appl. Microbial., 40: 144. 

Singh A, Singh N, Bishnoi NK (2009). Production of cellulases by 
Aspergillus heteromorphus from wheat straw under submerged 

fermentation. Int. J. Environ. Sci. Eng., 1: 23-26. 
Stephen  RD,  William  SA,  Edward  J,  Todd  BV,  Michael  EH (2003). 

Automated Filter paper assay for determination  of  cellulose  activity. 



 

 
 
 
 
Appl. Biochem. Biotech., 108: 689-703.  
Suresh Babu J, Hari Krishma S, Sekhar Rao KC (1999). Studies on the 

production ad application of cellulase from Trictoderma reesei QM- 

9414 Bioprocess Biosyst. Eng., 22(5): 467-470.  
Suto M, Tomito F (2001). Induction and catabolite repression 

mechanisms of cellulase in fungi. J. Biosci Bioeng., 92(4): 305-311. 

Suzuki H, Lgarashi K, Samejima M (2008). Real- time- quantitative 
analysis of carbon catabolite depression of cellulolytic genes 
expressed in the bosidomycetes Phanerochaete chrysosporion. Appl. 

Microbiol. Biotechnol., 80: 99-106. 
Tong CC, Cole AL, Shepherd MG (1980). Purification and properties of 

the cellulases from the thermophilic fungus, Thermomoascus 

auriantiacus. Biochem. J. Gr. Br., 191: 83-94. 

US Department of Energy (2009). Carbon dioxide and biofuels in the 
energy cycle http:// www.jgi.doe.gov/education/bioenergy 1.html.  

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 
 

 
 

Youssef         1321 
 
 
 
Vaheri MP, Vaheri MEO, Kaupponen VS (1979). Formation and release 

of cellulolytic enzymes during growth of Trichoderma reesei on 

cellobiose an glycerol. Eur. J. Appl. Microbiol. Bioteshnol., 8: 73-80. 

Waksman G (1991) Purification and characterization of two endo-1-4-D-
glucanases from Sclerotinia sclerotium. Biochemical et Biophysica 

Acta, Netherlands, 1073: 49-55. 

Wikipedia (2009). Three major classes of cellulase and their substrates 
http://en. Wikipedia.org/wiki/Cellulase. 

 Wood TM, McCrae SI, Bhat KM (1989).The mechanism of fungal 

cellulase action: synergism between enzyme components of 
Penicillium pinophilum cellulase in solubilizing hydrogen bond - 

orderd cellulose. Biochem. J., 260: 37-43. 

 

http://www.jgi.doe.gov/education/bioenergy

