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ABSTRACT
The effectiveness of various chemicals pretreatment (NaOH, HCl, NH3, HNO3 and EDTA)
on the enzymatic saccharification of solid palm oil mill effluent (POME) and oil palm
fruit fibre (OPFF) was investigated. The results showed that NaOH seem to be the most
suitable chemical pretreatment for enhancing sugar production and the degree of
hydrolysis from saccharification of OPFF. NaOH at a concentration of 2% (w/v) appears
to be optimal for alkaline pretreatment of OPFF. However, chemical pretreatment of solid
POME using NaOH, NH3, HNO3, HCl and EDTA was found to be ineffective in enhancing
the degree of hydrolysis and sugar production as compared to chemically untreated solid
POME. Autoclaving OPFF at 121°C, 15 psi for 5 minutes improved the degree of
hydrolysis up to 2.4 times. However, the degree of hydrolysis was not significantly affected
for solid POME under the same conditions.

Keywords: Lignocellulosic materials, cellulase, fermentable sugar, palm oil mill effluent,
oil palm fruit fiber

ABBREVIATIONS
OPFF Oil palm fruit fiber
POME Palm oil mill effluent
OPEFB Oil palm empty fruit bunch fiber

INTRODUCTION
As the largest palm oil producer in the world, Malaysian palm oil industries have
generated high export revenue because of the favorable price situation. Unfortunately,
the production of palm oil from oil palm, Elaeis guineensis, also results to concomitant
production of wastes such as palm oil mill effluent (POME) and oil palm fruit fiber
(OPFF). Utilization of these palm oil wastes to generate energy sources for palm oil mills
has been proposed (Ma et al., 1994; Ma et al., 2001). POME has been used as substrate
for biohydrogen production using anaerobic contact filter (Vijayaraghavan and Ahmad,
2006) and citric acid production by Aspergillus niger (Jamal et al., 2007). POME is also a
suitable substrate for biopolymer production due to its high carbon to nitrogen ratio.
Volatile fatty acids or organic acids from the anaerobic treatment of POME can be
converted to polyhydroxyalkanoate (PHA) by Rhodobacter sphaeroides (Pandey, 2006).
Industrial enzymes, such as cellulase, can also be produced using oil palm empty fruit
bunch fibre as substrate (Umikalsom et al., 1997).
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As lignocellulosic materials, POME and OPFF represent abundant, inexpensive and
readily available sources of renewable lignocellulosic materials. These materials appear to
be potential carbohydrate sources for fermentable sugars production using cellulolytic
enzymes (such as cellulase). However, enzymatic hydrolysis of cellulose is hampered by
the low efficiency of cellulolytic enzymes (Chahal, 1991). In general, the cellulolytic
enzymes are only able to convert the cellulose portion of the lignocellulose into
monomeric sugars. The low cellulose to fermentable sugar (especially glucose) conversion
efficiency for lignocellulose is the result of two principle factors, the degree of crystalline
nature within the cellulose and the close association between lignin-polysaccharides in
plant cell walls (Cowling, 1963; Chahal, 1991). This problem is compounded by the
relatively small pore sizes in untreated lignocellulose, which imposes mass transfer
limitations on penetration of both microorganisms and cellulolytic enzymes (Detroy et
al., 1980). Therefore, structural alteration using practical pretreatment methods is
needed in order to tap the cellulosic value contained in POME and OPFF for enzymatic
saccharification.

This study was carried out to investigate the effect of different physical and chemical
pretreatments on the performance of enzymatic saccharification of solid POME and
OPFF.

MATERIALS AND METHODS

Enzymes
The enzyme employed in this study was a commercial enzyme, Celluclast 1.5 L, which is
a cellulase from Trichoderma sp.. The enzyme in liquid form was supplied by Novo
Nordisk. The activity of this cellulase was 47.4 U ml-1, 66.0 U ml-1 and 51.1 U ml-1 for
FPase, CMCase and !-glucosidase, respectively. The determination of the enzyme cellulase
activity was according to the methods described by Wood and Bhat (1988).

Method of POME and OPFF Pretreatment
POME and OPFF were obtained from Bukit Raja Palm Oil Mill in Klang, Selangor,
Malaysia. POME was centrifuged at 3000 rpm for 20 minutes to obtain solid POME and
the supernatant discarded. The OPFF was reduced to an average of 2 mm fiber using
Waring blender (Braun) followed by grinding using a hammer mill equipped with 2 mm
round hole screens (Janke and Kunkel, IKA-Labortechnik, Staufen). The milled OPFF
was collected by gravity drop after passing the particles through a 2 mm mesh. The
physically treated solid POME and OPFF was preserved in a cold room at 40C prior to
chemical treatments.

Various types of chemicals were used to study the effect of chemical pretreatment on
enzymatic saccharification of solid POME and OPFF. Forty grams of either solid POME
or OPFF was soaked in 400 ml of different chemical solutions (0.5% w/v) [natrium
hydroxide (NaOH), hydrochoric acid (HCl), nitric acid (HNO3), ammonia solution
(NH3) and ethylenediaminetetra acetic acid (EDTA)] at 30°C for 4 h. In the subsequent
experiments, the chemically treated solid POME and OPFF were autoclaved at 121°C, 15
psi for 5 minutes. The effect of different concentrations of NaOH (0.1%, 0.5%, 1.0%,
1.5%, 2.0%, 3%, 4% and 5% w/v) on saccharification of solid POME and OPFF was also
carried out using the same pretreatment method as described above. The treated solid
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POME and OPFF were filtered and washed with distilled water until no trace amounts of
alkali or acid could be detected. The OPFF was dried in an oven at 90°C for 48 h whereas
the solid POME was centrifuged at 3000 rpm for 20 minutes to remove the water. Both
solid POME and OPFF were preserved in a cold room at 4°C prior to saccharification
experiments.

Saccharification  Experiment
Enzymatic saccharification of solid POME and OPFF was carried out in a shaking
incubator (Certomat, B Braun, Germany) at 40°C and agitated at 200 rpm. For the
saccharification process, 4 g of solid POME or OPFF was filled into a 100 ml shake flask,
after which 8 ml of cellulase enzyme (Celluclast 1.5L) and 72 ml of 0.05 M sodium
acetate buffer (pH 5.0) were added to obtain a 5% (w/v) substrate suspension. Sodium
azide (0.02% w/v) was added to the reaction mixture to avoid bacterial or fungal
contamination. Samples were collected for analysis at different intervals ranging from 0
to 24 h and 0 to 120 h for solid POME and OPFF, respectively.

Analytical Procedures
Cellulose, hemicellulose and lignin contents in solid POME and OPFF were determined
using the gravimetric method as described by Gorring and Van Soest (1970). The
samples collected from the saccharification experiment, either using solid POME or
OPFF, were centrifuged for 10 minutes at 13000 rpm. The supernatant was then used for
determination of total reducing sugars and glucose. Total reducing sugars was determined
using dinitrosalicylic acid (DNS) according to Miller’s (1959) method. Glucose was
determined using Sigma Diagnostics Glucose (Trinder) reagent. The degree of hydrolysis
was calculated qualitatively according to the method described by Latif et al. (1994) using
the following equation:

Hydrolysis (%) =   
  

[reducing sugar(g / l)x0.9x100]

substrate(g / l)x0.77
(1)

RESULTS AND DISCUSSION

Effect of Different Treatments on Chemical Composition of POME) and OPFF
The chemical composition of untreated and treated solid POME and OPFF with different
chemicals is summarized in Table 1. Soaking of solid POME and OPEFB in chemical
solutions without autoclaving did not produce any significant change in chemical
composition as compared to the untreated form of solid POME and OPFF. However,
autoclaving the OPFF at 121°C, 15 psi for 5 minutes with NaOH, NH3 and HNO3, showed
an increase in cellulose content; and a decrease in hemicellulose and lignin content. The
increase in cellulose content was dependent on the type of chemical used in the
pretreatment. For example, OPFF treated with NaOH gave the highest increase in
cellulose content by reducing almost 50% and 25% of the hemicellulose and lignin
contents, respectively. Similar results were obtained by Umikalsom et al. (1997) when oil
palm empty fruit bunch fiber was treated using NaOH and subsequently autoclaved at
121°C, 15 psi for 5 min. The removal of lignin and hemicellulose from OPFF was due to
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the swelling effect that caused the disruption of the crystalline regions by NaOH. The
swelling of lignocellulose by NaOH involves the breaking of hydrogen bonding and
penetration of NaOH into the crystalline regions to solubilize the lignin-hemicellulose
complex  (Hannes and Leo, 1975). The degree of solubilization was further enhanced
by autoclaving the lignocellulose above 100°C. Heat treatment at above 100°C also
altered the physical nature of lignin by transforming the lignin into small droplets
(Young et al., 1985; Doppelbauer et al., 1987).

About 31% and 17.6% of the hemicellulose content were removed from OPFF after
treatment with HCl and EDTA followed by autoclaving, respectively. However, cellulose
and lignin content were not significantly different as compared to untreated OPFF. This
result is in agreement with those reported by Umikalsom et al. (1998) and Detroy et al.
(1980) where cellulose content in OPEFB and wheat straw treated with 0.5% and 5%
EDTA was not significantly increased. Therefore, EDTA and HCl were not suitable to
treat OPFF prior to saccharification process.

In comparison to OPFF, chemically treated solid POME exhibited an entirely
different response to chemical pretreatment. The cellulose content for all chemical
pretreatments, except NaOH, decreased after autoclaving. The highest loss in cellulose
content (11.4%) was obtained in solid POME treated with HNO3, followed by HCl (9.6%)
and EDTA (5.0%). However, solid POME treated with NH3 showed no significant
difference after autoclaving. The decrease in cellulose content after autoclaving may be
due to the dissolution of cellulose in hot acid during heat treatment. Cellulose consist of
a high degree of hydrogen bonding and crystalline structure, rendering it quite un-
reactive and insoluble in water or common solvents, but it dissolves in acids such as
H2SO4, H3PO4, HCl and HNO3 at high temperatures (Morris and Sarad, 1990). Apart
from that, all of the chemical pretreatments have led to a decrease in hemicellulose and
lignin contents. The highest removal of hemicellulose among the chemical pretreatments
was given by HCl treated solid POME (51.6%), followed by HNO3 (35%), NH3 (31%),
NaOH (28%) and EDTA (2.8%). Table 1 shows that the highest lignin removal (24%)
was obtained in solid POME treated with HNO3 as compared to the other chemical
pretreatments such as NaOH (14.8%), HCl (14.4%), NH3 (13.9%) and EDTA (8.5%).

Enzymatic Saccharification of Pretreated Solid POME and OPFF
Effect of Chemical Pretreatment on the Saccharification of Solid POME
The profiles of reducing sugar during saccharification of solid POME pretreated with
different chemical solutions (NaOH, NH3, HCl, HNO3 and EDTA) are shown in Fig. 1.
Reducing sugar was produced rapidly during the initial stage of saccharification and the
rate declined gradually toward the end of the process. The concentration of reducing
sugar reached a maximum value after about 8 h of the saccharification process.
Generally, the maximum concentration of reducing sugar produced from saccharification
of untreated solid POME (1.53 g l-1) was not significantly different from that obtained in
saccharification of solid POME treated with NaOH (1.59 g l-1), NH3 (1.50 g l-1) and EDTA
(1.48 g l-1) (Table 2). However, reducing sugar produced from untreated POME was
about 50% higher than that obtained in saccharification of solid POME treated with HCl
and HNO3, where the reducing sugar production was only 0.78 g l-1 and 0.82 g l-1,
respectively. The degree of hydrolysis was highest when solid POME was treated with
NaOH, followed by untreated solid POME and solid POME treated with NH3, EDTA,
HNO3 and HCl.
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Among the chemical pretreatment investigated, the solid POME treated with NaOH
(1.03 g l-1) resulted in the highest production of glucose, followed by untreated solid
POME (1.01 g l-1), NH3 (0.94 g l-1), EDTA (0.84 g l-1), HNO3 (0.48 g l-1) and HCl (0.49
g l-1). In addition, glucose yield obtained from untreated solid POME (0.25 g g-1) was
comparable to that obtained for Solid POME treated with either NaOH (0.26 g g-1), NH3
(0.23 g g-1) or EDTA (0.21 g g-1). Reduced production of reducing sugar and glucose
during saccharification of solid POME treated with HCl and HNO3 may be due to
excessive loss of soluble cellulose during washing with distilled water after chemical
pretreatment. Chahal (1991) reported that the use of dilute mineral, or organic acids in
the pretreatment of highly crystalline lignocellulose such as cotton resulted in the
formation of less susceptible products due to the removal of more readily accessible
cellulose by hot acid, leaving a product of higher degree of order than the starting
material. Therefore, HCl and HNO3 are not good chemicals for pretreatment of solid
POME. Additionally, the reducing sugar and glucose production from untreated solid
POME was comparable to NaOH treated solid POME and even better than NH3 and
EDTA treated solid POME. Hence, for cost effectiveness, untreated solid POME was used
as substrate for enzymatic saccharification in the subsequent experiment.

Effect of Chemical Pretreatment on the Saccharification of OPFF
The time courses of enzymatic saccharification of oil palm fruit fiber (OPFF) treated with
NaOH, NH3, HNO3, HCl, EDTA and untreated OPFF are shown in Fig. 2. The profile of
reducing sugar during saccharifiction of OPFF was almost similar to the profile of solid
POME saccharification, where the reducing sugar was produced rapidly in the first 20 h
and declined gradually towards the end of the process. However, chemical pretreatments
appear to be more effective in enhancing saccharification of OPFF than in solid POME,
as seen from higher values of the reducing sugar production in OPFF as compared to
solid POME.

Fig. 1. Patterns of reducing sugar production during saccharification of solid POME pretreated with
different chemicals. Symbols represent; (!) Control (chemically untreated); (") NaOH (0.5% w/v);
(#) NH3 (0.5% w/v); ($) EDTA (0.5% w/v); (  ) HCl (0.5% w/v); (  ) HNO3 (0.5% w/v)
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Among the chemical pretreatments investigated, the highest reducing sugar (10.10
g l-1) was obtained from saccharification of OPFF treated with NaOH, which was almost
6-fold higher than that obtained in saccharification of untreated OPEFB (1.74 g l-1)
(Table 2). In addition, highest glucose production was obtained from the saccharification
of OPFF treated with NaOH (3.56 g l-1), followed by NH3 (2.67 g l-1), HNO3 (1.43 g l-1),
HCl (1.36 g l-1), EDTA (0.97 g l-1) and untreated OPFF (0.68 g l-1). Furthermore, the
highest glucose yield, degree of hydrolysis and productivity was obtained from
saccharification of OPFF treated with NaOH, which gave the values of 0.89 g g-1, 88.54%
and 0.14 g l-1 h-1, respectively. Similar results were reported by Umikalsom et al. (1998),
who found that autoclaved oil palm empty fruit bunch (OPEFB) treated with NaOH
resulted in the highest rate and degree of hydrolysis as compared to other chemical
pretreatments. In addition, OPEFB treated with NaOH could produce hydrolysis yield of
up to 85.9%.

The treatment of OPFF with NaOH seems to be the best among the chemicals used
in this study for the production of reducing sugar and glucose. This may be due to the
changes in the structure of OPFF caused by NaOH that led to an increase in its
susceptibility to enzymatic hydrolysis. As proposed by Cowling (1963), the influence of
structural features on susceptibility of lignocellulosic material to enzyme degradation
involved the degree of crystallinity, degree of polymerization, lignin and hemicellulose
association, and the unit cell dimensions of the crystalline present. The crystalline in
lignocellulosic material can be opened up by swelling agents such as NaOH, anhydrous
ammonia and certain amines (Millet et al., 1976). Thus, these intracrystalline swelling
agents provide a pathway toward alteration of the cellulose crystalline structure to

Fig. 2: The patterns of reducing sugar production during saccharification of OPFF pretreated with
different chemicals. Symbols represent; (!) Control (chemically untreated); (") NaOH (0.5% w/v);
(#) NH3 (0.5% w/v); ($) EDTA (0.5% w/v); ( ) HCl (0.5% w/v); (  ) HNO3 (0.5% w/v)
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enhance enzymatic hydrolysis by reducing the crystalline nature, polymerization and
lignin-hemicellulose association (Fox et al., 1978).

The Effect of Autoclaving on Saccharification of Solid POME and OPFF
Fig. 3 shows the effect of autoclaving on the saccharification of chemically pretreated
solid POME and OPFF with untreated solid POME and OPFF as control. Generally, the
degree of hydrolysis for saccharification of autoclaved chemically treated solid POME did
not show any significant difference as compared to non-autoclaved chemically treated
solid POME. In addition, the degree of hydrolysis for autoclaved HCl and HNO3 treated
solid POME was even lower than the non-autoclaved solid POME treated with the same
chemical. This result indicates that hot acid hydrolyzed the more accessible portion of
solid POME during autoclaving leaving the less accessible portion, which affects the
performance of enzymatic hydrolysis of solid POME to reducing sugar.
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Fig. 3: Effect of autoclaving on the performance of the enzymatic saccharification of
chemically treated (A) solid POME and (B) OPFF. Saccharification was carried

out at 40 0C, pH 5.0, 200 rpm. (") autoclaved; ( ) non-autoclaved

A

(0.5%)

B

(0.5%)
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On the other hand, the increase in hydrolysis for saccharification of OPFF was
observed when autoclaved OPFF treated with different chemicals were used as substrate
as compared to non-autoclaved OPFF. However, the effect of autoclaving on the degree
of hydrolysis was dependent on the type of chemical used for pretreatment. Autoclaving
the NaOH treated OPFF gave the highest response to enzymatic saccharification by
increasing the degree of hydrolysis up to 2.4 times. The factors that affect autoclaving
pretreatment includes residence time, temperature, particle size, moisture content and
the addition of an acid catalyst such as sulphuric acid or sulfur dioxide (Sun and Cheng,
2002). However, this was not the case in our findings where the alkaline catalyst (NaOH)
was more superior than the acid catalyst. The saccharification of autoclaved oil palm
empty fruit bunch (OPEFB) treated with 0.5% NaOH was improved by about 3.5 times,
the highest among chemical pretreatments (Umikalsom et al., 1988). Therefore, the
treatment of OPFF with NaOH produced the most suitable substrate for enzymatic
saccharification as compared to other chemicals (NH3, HCl, HNO3 and EDTA). On the
other hand, improvement of enzymatic hydrolysis of wood chips was obtained with steam
pretreatment, at very high temperatures, of H2SO4-impregnated materials (Sassner,
2008). In this case, the optimal conditions were obtained at 200oC for 8-10 minutes using
0.5% (w/v) H2SO4.

Effect of Different NaOH Concentrations on the Saccharification of OPFF
The patterns of reducing sugar production during saccharification of OPFF treated with
different NaOH concentrations (0.1%, 0.5%, 1.0%, 1.5%, 2.0%, 3.0%, 4.0% and 5.0% w/
v) are shown in Fig. 4. In general, reducing sugar linearly increased with increasing
NaOH concentration from 0.1% to 1.5% (w/v). However, the production was not
significantly different for the OPFF treated with 2% and 5% (w/v) NaOH. The swelling
of OPFF caused by NaOH increased with increasing NaOH concentration up to 2% (w/
v). Beyond this concentration, the OPFF was fully swelled, as examined under the
electron microscope (data not shown) and saturated at 2% w/v NaOH. Hence, NaOH
concentration higher than 2% (w/v) did not have any effect on the swelling of OPFF,
which makes the cellulose more susceptible to enzyme attack. This is a possible explanation
for the increase in reducing sugar production from the saccharification of OPFF treated
with concentrated NaOH.

Relationship between Cellulose and Lignin Content on Degree of Hydrolysis from Saccharification
of Solid POME and OPFF
The solid POME and OPFF, subjected to different chemical pretreatments (NaOH, HCl,
HNO3, NH3 and EDTA), yielded a wide spectrum of cellulose and lignin content (Fig.  5).
The degree of hydrolysis from saccharification of solid POME increased slightly and
almost linearly with decreasing lignin content from 21.4% to 18.9%. In addition, the
degree of hydrolysis for solid POME also increased linearly with increasing cellulose
content from 34.8% to 37.4%. However, the degree of hydrolysis only increased slightly
from 37.7% to 40.2% for cellulase content of above 38%. This may be due to a collapse
of the lignocellulose structure that shrank the availability of surface area for enzymatic
attack, which is generated by the removal of the lignin seal (Fan et al., 1981). In the case
of OPFF, the degree of hydrolysis increased substantially with decreasing lignin content
from 15.7% to 11.8%. On the other hand, the degree of hydrolysis increased but not
linearly with increasing cellulose content. Similar observations were reported for enzymatic
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Fig. 4: Patterns of reducing sugar production from enzymatic saccharification of OPFF treated with
different NaOH concentration. Symbols represent; (!) Control; (") NaOH (0.1% w/v); (#) NaOH

(0.5% w/v); (!) NaOH (1.0% w/v); ($)NaOH (1.5% w/v); (  ) NaOH (2.0% w/v);
(  )NaOH (3.0% w/v); (  )NaOH (4.0% w/v); ( )NaOH (5.0% w/v)
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Fig. 5: Relationship between cellulose and lignin contents on the degree of hydrolysis during
saccharification of (A) solid POME and (B) OPFF treated with various chemicals (NaOH,

HCl, HNO3, NH3 and EDTA).
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saccharification of oil palm empty fruit bunch treated with various types of chemicals
(NaOH, HNO3, HCl, EDA and EDTA) (Umikalsom et al., 1998).

The recovery of lignin is also important in improving the economy of the process, as
lignin can be utilized as a solid fuel (Wingren et al., 2003). During heat and chemical
pretreatments part of the lignin undergoes solubilization followed by repolymerization
(Sassner et al., 2008).  Reactions involving lignin and sugar or sugar degradation products
(furfural) also occur (Carrote et al., 1999). The by-products formed in such reaction,
known as pseudolignin, contribute to the amount of insoluble lignin in the pretreated
materials.

CONCLUSIONS
Results from this study indicate that chemical and physical pretreatments are required for
the saccharification of OPFF. Among the chemicals tested (NaOH, HCl, NH3, HNO3 and
EDTA), the highest saccharification was obtained when OPFF was treated with 2% (w/
v). In addition, autoclaving the OPFF at 121°C, 15 psi for 5 minutes also improved the
degree of hydrolysis by up to 2.4 times. On the other hand, chemical pretreatment and
autoclaving of solid POME did not significantly enhance the saccharification of solid
POME as compared to untreated POME. The glucose yield based on the amount of
substrate used for optimal enzymatic saccharification of solid POME and OPFF was 0.26
g g-1 and 0.89 g g-1, respectively.

REFERENCES
CHAHAL, D.S. (1991). Pretreatment of lignocelluloses. In D.S. Chahal (Ed.), Food, feed and fuel from

biomass (pp. 59-83). New Delhi, India: Oxford and IBH Publishing Co. Pvt Ltd.

COWLING, E.B.  (1963). Structural features of cellulose that influences its susceptibility to enzymatic
hydrolysis. In E.T. Reese (Ed.),  Advances in enzymatic hydrolysis of cellulose and related materials
(pp. 1-32). Macmillan, New York: Pergamon Press.

DETROY, R.W., LINDENFELSER, L.A., JULIAN, JR. G.S. and ORTON, W.L. (1980). Saccharification of wheat
straw cellulose by enzymatic hydrolysis following fermentative and chemical pretreatment.
Biotechnol. Bioeng. Symp., 10, 135-148.

DOPPELBAUER, R.., ESTERBAUER, H., STEINER, W., LAFFERTY, R.M. and STEINMULLER, H. (1987). The use
of lignocellulosic wastes for production of cellulose by Trichoderma reesei. Appl. Microbiol.
Biotechnol., 26, 485-494.

FAN, L.T., GHARPURAY, M.M. and YONG, H.L. (1981). Evaluation of pretreatment for enzymatic
conversion of agricultural residues. Biotechnol. Bioeng. Symp., 11, 29-45.

FOX, D.J., GRAY, P.P., DUNN, N.W. and MARDSEN, W.L. (1987). Factors affecting the enzymatic
susceptibility of alkali and acid pretreated sugar-cane bagasse. J. Chem. Technol. Biotechnol., 40,
117-132.

GARROTE, G., DOMINGUEZ, H. and PARAJO, J.C. (1999). Hydrothermal processing of lignocellulosic
materials. Holz. Roh. Werkst., 57, 191-202.

GORRING, H.K and VAN SOEST, P.J. (1970). Forage fiber analysis (Apparatus, reagents, procedures
and some applications). Agricultural Handbook No. 379 (pp. 1-20). Agricultural Research
Service-United States Department of Agriculture. Washington D.C.

HANNES, S. and LEO, N. (1975). The structure and properties of cellulose. In M. Bailey and T.M.
Enari (Eds.), Symposium on enzymatic hydrolysis of cellulose (pp. 9-22). Helsinki, Finland.

07. jst46/2008 1/21/09, 17:00168



169Pertanika J. Sci. & Technol. Vol. 16 (2) 2008

Enzymatic Saccharification of Pretreated Solid Palm Oil Mill Effluent and Oil Palm Fruit Fiber

JAMAL, P., ALAM, M.Z. and MOHAMAD, A. (2007). Microbial bioconversion of palm oil mill effluent
to citric acid with optimum process conditions. In N.A. Ibrahim, Abu Osman, J. Usman and
N.A. Kadri (Eds.), Biomed 06, IFMBE Proceedings (pp. 483-487). Springer-Verlag Berlin Heidelberg.

LATIF, F., RAJOKA, M.R. and MALIK, K.A. (1994). Saccharification of Leptochloa fusca (Kallar Grass
Straw) using thermostable cellulases. Bioresour. Technol., 50, 107-111.

MA, A.N., CHOO, Y.M. and YUSOF, B. (1994). Renewable energy from the palm oil industry. Elaeis,
6, 138-146.

MA, A.N., CHOW, C.S., JOHN, C.K., IBRAHIM, A. and ISA, Z. (2001). Palm oil mill effluent – a survey.
In Proceedings of PORIM Regional Workshop on Palm Oil Mill Technology and Effluent Treatment (pp.
233-269). Palm Oil Research Institute of Malaysia, Bangi, Malaysia.

MILLER, G.L. (1959). Use of dinitrosalisylic acid reagent for determination of reducing sugars. Anal
Chem., 31, 426-428.

MILLET. M.A., BAKER, A.J. and SATTER, L.D. (1976). Physical and chemical pretreatment for
enhancing cellulose saccharification. Biotechnol.  Bioeng. Symp., 6, 125-153.

MORRIS, W. and SARAD, R.P. (1990). Wood. In J.A. Bryant and J.F. Kennedy (Eds.), Biotechnology of
biomass conversion (pp. 41-72). Milton Keynes: Open University Press.

PANDEY, A. (2006). Concise Encyclopedia of Bioresource Technology. Philadelphia, USA: Haworth Press
Inc.

SASSNER, P., MARTENSSON, C-G., GALBE, M. and ZACCHI, G. (2008). Steam pretreatment of H2SO4 –
impregnated Salix for the production of bioethanol. Bioresour. Technol., 99, 137-145.

SUN, Y. and CHENG, J. (2002). Hydrolysis of lignocellulosic materials for ethanol production: a
review. Bioresour. Technol., 83, 1-11.

UMIKALSOM, M.S., ARIFF, A.B., ZULKIFLI, H.S., TONG, C.C., HASSAN, M.A. and KARIM M.I.A. (1997). The
treatment of oil empty fruit bunch fiber for subsequent use as substrate for cellulase
production by Chaetomium globosum Kunze. Bioresour. Technol., 65, 1-9.

UMIKALSOM, M.S., ARIFF, A.B. and KARIM, M.I.A. (1998). Saccharification of pretreated oil palm empty
fruit bunch fibre using a cellulase of Chaetomium globosum. J.  Agric. Food Chem., 46, 3359-3346.

VIJAYARAGHAVAN, K. and AHMAD, D. (2006). Biohydrogen generation from palm oil mill effluent using
anaerobic contact filter. Int. J. Hydrogen Ener., 31, 1284-1291.

WINGREN, A., GALBE, M. and ZACCHI, G. (2003). A techno-economic evaluation of producing ethanol
from soft wood – a comparison of SFF and SHF and identification of bottlenecks. Biotechnol.
Progr., 19, 1109-1117.

WOOD, T.M. and BHAT, K.M. (1988). Method for measuring cellulose activities. In Methods in
Enzymology, Vol. 160, Biomass, Part A: Cellulose and Hemicellulose (pp. 87-112). Academic Press,
Inc.

YOUNG, R.A., FUJITA, M. and RIVER, B.H. (1985). New approaches to wood bonding: A base-activated
lignin adhesive system. Wood Sci., 19, 368-381.

07. jst46/2008 1/21/09, 17:00169




