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Production of bioethanol from oil palm empty fruit bunches (EFB) by
Saccharomyces cerevisae and Aspergillus niger is among the ways of reducing
environmental pollution and consumption of crude oil. This study used sequential
optimization approach based on statistical experimental design including Plackett-
Burman (PB) design, one-factor-at-a-time (OFAT) and face-centered central composite
design (FCCCD). Among the parameters tested, pH, temperature, inoculum size, potassium
dihydrogen phosphate (KH,PO,), magnesium sulphate heptahydrate (MgSO,.7H,0) and
peptone showed positive effects while yeast extract, malt extract, potassium chloride,
urea and agitation were influencing the production negatively. The three parameters
chosen for determination of the optimum values by response surface methodology (RSM)
based on the FCCCD were pH, KH,PO, and agitation. Although agitation showed negative
effects it was considered in FCCCD due to the mixing effect of fermnetation. The validity
of the model was verified and the optimum value of pH 5.5, agitation of 150rpm and 0.3%
of KH,PO, led to a maximum bioethanol production of 7.4 g/l. The yield of bioethanol was

determined based on the reducing sugar (16.85 g/l) obtained from the EFB.

Key words: Bioethanol production, Optimization, Face-Centered Central Composite Design,
Empty fruit bunches, Saccharomyces cerevisae, Aspergillus niger.

Alternative sources of energy such as
bioethanol have attracted worldwide interest due
to depletion of the world’'s energy supply?.
Bioethanol has been used as a modern biofuel
which is applied directly as a gasoline improver
(gasoline substituent) in theform of ETBE (ethyl-
tertiary butyl ether) for currently added
synthetically-produced octane enhancers to
reduce the emissions of exhaust gasses’. The
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reduction of carbon dioxide emission make
bioethanol safe for the environment and its use as
a fuel can reduce utilization of petroleum and
greenhouse gas emission. Bioethanol isdifferent
from fossil fuel because it is a renewable fuel
produced through fermentation of sugars®. Current
production of bioethanol using food crops such
as corn and sugarcane has resulted in competition
with food supply since the biggest issue facing
humankind today is a growing demand in food
which directly correlated with the population
increase®. Thisproblem hasresulted inasearchto
find acheap and more abundant material to replace
the use of food crops as starting materials for
bioethanol production®.

The lignocellulosic biomass includes
wood chips, agricultural residues, paper wastes,
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other fibrous plant material etc., could serveasan
ideal, inexpensive, abundant and non-food sources
for an alternative to bioethanol production®.
Lignocellulosic materialsconsist of lignin, cellulose
and hemicelluloses. Cellulose and hemicellul oses
arethe main components of lignocellulosic which
can easily be converted to sugar and further used
for ethanol production’. As Malaysiais the main
exporter of palm oil intheworld, the utilization of
lignocellulosic materials such as empty fruit
bunches can be used as substrate for bioethanol
productiong. Large quantities of EFB areavailable
during processing of fresh fruit bunches (FFB)
sinceMalaysiahasapproximately 362 palmoil mills,
processing about 82 million tonnes of FFB with
annual estimated production of 33 million tonnes
of crop residuesinform of EFB, fibersand shells.
Fermentation of hydrolysis product which is
reducing sugar to bioethanol involves
microorganisms that use the sugars for food to
produce ethanol and other by-productst. The most
commonly used microbe has been Saccharomyces
cerevisae (S.cerevisag)®™. S. cerevisae has several
advantages for ethanol production such as low
pHand oxygen requirement, and high toleranceto
ethanol and inhibitors'?. This yeast can grow on
simple sugars, such as glucose and also generally
recognized as safe (GRAS) to be used as a food
additive for human consumption®. Besides
Scerevisae, fungi like Aspergillus sp., Nuerospora
crassa, Trichoderma viride and Moniliasp. have
also been used for bioethanol productiont. A study
conducted showed that ethanol yields increase
several fold in co-culture of A. niger and S.
cerevisae due to the synergistic metabolic
interactions between the species and these results
indicate that fermentation to ethanol can be
conducted efficiently by co-culture of A.niger and
S.cerevisae®.

Considering the fact of cost of
fermentation medium and process conditions that
play greater role in ensuring the suitable
environmental for growth of microorganisms, the
present investigation was aimed at evaluating the
effects of medium components and process
conditions on bioethanol production. Inthisstudy,
factorsthat affect the bioethanol production were
screened by Plackett-Burman design while one-
factor-at-a-time approach used to obtain the
possible optimum levels of the factors. The
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interacti ons between the factors and response were
determined through optimization process by
response surface methodology. Astherearelimited
reports on the fermentation of EFB to bioethanol,
thisresearch isconducted to develop asustainable
technology by using oil palm empty fruit bunches
(EFB) as renewable raw materials as well the
utilization of EFB can help solve the disposal
problem and minimize the environmental threat.

MATERIALSAND METHODS

Chemicals

All chemicals used were of analytical
gradeand commercialy availablein Malaysia.
Microor ganism and prepar ation of inoculums

Saccharomyces cerevisae and
Aspergillusniger F44 was obtained from [aboratory
stock of Bioenvironmental Engineering Lab, IIUM.
The S.cerevisae strains were maintained on 3.9%
of potato dextrose agar (PDA) platesat 32°C for 2
dayswhile A.niger strain for 5 daysand subcultured
every three weeks. It was then maintained and
preserved at 4°C until further used.

Inoculum preparation for S.cerevisaewas
doneinthelaminar flow to ensure no contamination.
Yeast malt (Y M) mediawas used as nutrient broth
for the microorganisms, which contained 3g of
yeast extract, 3g of malt extract and 10g glucose
followed by addition of 1 litre distilled water. The
mixture was then heated on hot plate to mix
thoroughly by using magnetic stirrer. The broth
was then autoclaved at 121°C for 15 minutes and
cooled at room temperature. A wire loop was
sterilized under the flame of bunsen burner and
cooled to room temperature where oneloop full of
cell from PDA plate wasimmersed in the brothin
order to prepare yeastsinoculum. The mixture was
incubated at 30°C and agitation of 150 rpm for one
day. The inoculum was stored at 4°C chiller for
only 14 days shelf life. Theinoculum size was set
to have aninitial concentration of 3x10° cells per
ml.

Preparation of inoculumsfor A.niger was
by allowing the culture to be grown on PDA plate
at temperature 32°C for 5 days. Spore suspension
inoculum was prepared by washing the fungal
culture grown on PDA plate. To prepareinoculum,
all flasks, funnels, filter papers, distilled water was
sterilized to avoid contamination. Each PDA plate
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culture after full growth, was gently scrapped with
sterilized distilled water using sterilized glassrod.
The suspended fungal spores were then filtered
using Whatman number 1 filter paper into an
Erlenmeyer flask that contain yeast malt mediaas
prepared for S.cerevisae. The inoculum size was
set to have an initial concentration of 2.45x10°
spores/ml.
Fer mentation medium pr epar ation and bioethanal
production

Fermentation medium was prepared using
reducing sugar obtained from hydrolysis process
of previous report which contained about 16.85g/
| reducing sugar**. Others medium constituents and
process conditions were based on statistical
experimental design. Incubationswere carried out
in 150ml Erlenmeyer flasks according to the design
matrix. Theflaskswereincubated for 3 days under
orbital shaking.
Analytical method

Ethanol concentration was measured by
Gas Chromatography Mass Spectrometer (GCMS)
where 1l of the derivatized sample was injected
using a splitless mode by an Agilent 7890 A
(Agilent Technology) coupled with MSD
guadrupole detector 5975 C and the autosampler
was equipped witha30m x 0.25mmi.d. fused silica
capillary columnwith achemically bonded 0.50um
HP5-MSUltralnert. Theinjector temperature and
the purge flow-rate were 270°C and 20ml min-t
respectively; turning on the purge after 60 s. The
gas flow rate through the column was 1ml min{ %,
The gas flow rate through the column was 1 ml
min‘t, the column temperaturewasheld at 70 °C for
2 minutes, thenincreased by 40 °C minto 320 °C,
and held therefor 1 min. The column effluent was
introduced into M SD quadrupol e detector 5975 C
mass spectrometer, where the transfer lineand the
ion source temperatures were 250°C and 200°C,
respectively.
M edium optimization of bioethanol production by
statistical approach
Selection of important media components and
processconditionsby Plackett- Burman design

Based on Plackett-Burman design, each
variablewasexamined at two levels: low level (-1)
and highlevel (+1). Inthisstudy, Design Expert 6.0
(Start Ease Inc., Minneapolis,MN) was used to
generate aset of 12 experimental designs. Table 1
shows the medium components and process
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conditions aswell aslevels of each variable used
in the experimental design, whereas Table 2
representsthe design matrix. The Plackett-Burman
design was based on linear equation model (1):

Y=B,+%B,X, (1)

where Y is the response (bioethanol
production), B, is the model intercept, B, is the
linear coefficient, and X, is the level of the
independent variable. However, this model does
not describe the interaction among variables and
only used to screen and evaluate the important
variables that influence the response. The
parametersfor mediacomponents sel ected for the
experiment were yeast extract, malt extract, peptone
and urea as nitrogen source, KH,PO, and KCl as
K/P source, MgSO,.7H,0 as Mg source
respectively. Other process parameters were
incubation temperature, pH, agitation rate and
inoculumsize.

Experimental design of “ one-factor-at-a-time’
method

Following Plackett-Burman design, two
variables namely agitation and pH were selected
for one-factor-at-a-time (OFAT) approach to
evaluate the possible optimum levels of the
process conditions. In this study, the concentration
of MgSO,.7H,O, peptone, temperature, inoculum
sizeand KH,PO,werefixed at 0.1%, 0.1%, 30° C,
4% and 0.2%, respectively. The variables
investigated include agitation whereit was varied
from 25t0 100 rpm and the pH wasvaried from 4 to
10.

Response surfacemethodology (RSM)

RSM was utilized to optimize the
fermentation process and face-centered central
composite design (FCCCD) under the RSM was
adopted in order to fit asecond order model. RSM
involves three important steps; performing the
statistically designed experiments, estimating the
coefficientsin mathematical model, and predicting
the response and checking the adequacy of the
model. FCCCD was used to optimizethreefactors
namely pH, agitation and KH,PO,, to find a set of
20 experimental runs with six replicated center
points. Theindependent variableswere studied at
threedifferent levels, low (-1), medium (0) and high
(+1). Theexperimental design used for thestudy is
shown in Table 2. The remaining factors
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MgSO,.7H,0O, peptone, temperature, time and
inoculum sizewere fixed at 0.1%, 0.1%, 30°C, 72
hours and 4% respectively. Experiments were
conducted in 150 ml Erlenmeyer flasks and the
relationship between dependent and independent
variableisexplained by thefollowing second order
polynomial equation (2):
;:>B(O-:-BBI x)l(+zBéx2>-('-Bz?::é3+>B<122X1 x2+Bl3 x1 x3+(822)3
2°°3 1° "1 22772 33773
where Y is the dependent variable
(bioethanol production); X,, X, and X, are
independent variables (agitation, pH and KH,PO,);
B, is an intercept term; B,, B, and B, are linear
coefficients; B,,, B,, and B,, are the interaction
coefficients; and B, B,, and B, are the quadratic
coefficients.

The developed regression model was
evaluated by analyzing the values of regression
coefficients, ANOVA (analysis of variance), p-
values and F-values. The quality of fit of the
polynomial model equation was expressed by the
coefficient of determination, R?. The fitted
polynomial equation was then expressed in the
form of contour and surface plots in order to
illustrate the relationship between the responses
and the experimental levels of each of thevariables
utilized in this study.

Validation of theexperimental model

The statistical model was validated with
respect to al thethreevariables. Three experiments
were conducted to determine the bioethanol
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production and the results were compared with
the predicted values.

RESULTSAND DISCUSSION

Evaluation of theM edia Constituentsand Process
Conditionsfor Bioethanol Production Usingthe
PlackettBur man Design

Plackett-Burman (PB) design has been
employed to evaluate the significant effect of the
media constituents and process conditions on the
production of bioethanol using EFB asasubstrate
as shown in Table 1. The main effect of each
constituent on the cellulase production was
calculated as the difference between the average
measurement cal culated at the higher (+) and lower
() levels of the constituent.The results in Fig.1
showed that KH,PO,, MgSO, 7H,0, peptone,
temperature, inoculum size and pH havethe positive
effects on the bioethanol production. On the other
hand yeast extract, malt extract, urea, agitation and
K CI have the negative effects on the response.

The consistency of theinfluences by the
parameters on each media constituent and process
conditions would be helpful to decide which
parameters should be evaluated in the next phase
of study. Yeast extract, malt extract, urea, and KCl
are excluded due to their negative effects on
bioethanol production. However, agitation was
considered for further studies because agitation
could be beneficial to the growth and performance

Table 1. Plackett-Burman experimental design for evaluation of 11 components and the design response

Run A B C D E F G H. J K L BE

% % % % % % % pC % rpm (o)
1 1 0.1 0 0.2 0.1 0 0.2 30 3 4 150 6.0
2 0 0 0 0 0 0 0 30 3 4 50 10.0
3 1 0.1 0 0.2 0 0 0 37 5 6 50 12.0
4 1 0 0.6 0.2 0 0.1 0 30 3 6 150 40
5 1 0 0 0 0.1 0.1 0.2 30 5 6 50 12.0
6 1 0.1 0.6 0 0.1 0.1 0 37 3 4 50 3.0
7 0 0 0.6 0.2 0.1 0 0.2 37 3 6 50 9.0
8 0 0 0 0.2 0.1 0.1 0 37 5 4 150 130
9 0 0.1 0.6 0.2 0 0.1 0.2 30 5 4 50 3.0
10 1 0 0.6 0 0 0 0.2 37 5 4 150 2.0
11 0 0.1 0 0 0 0.1 0.2 37 3 6 150 9.0
12 0 0.1 0.6 0 0.1 0 0 30 5 6 150 3.0

[A, yeast extract; B, malt extract; C, urea; D, KH,PO,; E, MgSO, 7H,0; F, Peptone; G, KCI; H, Temperature; J,
Inoculum size; K, pH; L, agitation, BE; bioethanol]

J PURE APPL MICROBIO, 8(SPL. EDN.), MAY 2014.



ALAM & AL-KHATIB: OPTIMIZATION OF BIOETHANOL PRODUCTION

of themicrobial cellsby improving the masstransfer
characteristics with respect to substrates,
products/by-products and oxygen.A small
concentration of oxygen must be provided to the
fermenting yeast, as it is a necessary component
in the biosynthesis of severa bioproducts®.

Plackokt Burman

Il-l_l.l

[l aim IFTt:

Fig. 1. Main Effects of the medium and process
parameters on bioethanol production based on Plackett-
Burman experimental results. [A, yeast extract; B, malt
extract; C, urea; D, KHZPOA; E, MgSOA.YHZO; F,
Peptone; G, KCl; H, Temperature; J, Inoculum size; K,
pH; L, agitation]

Urea a nitrogen source, might have
negative effects on bioethanol production because
it can react with ethanol yielding ethyl carbamate
(urethane) asaproduct, resulting in lower ethanol
concentration®. Furthermore, addition of yeast
extract failed to enhanced the ethanol productivity
from sugarcane juice'®. Thisresult issimilar with
the present study, where yeast extract and urea as
nitrogen source have negative effect on bioethanol
production. However, based on other literature,
yeast extract has been considered an important
nutritional source for ethanol production because
it contains mixture of amino acid, vitamins and
magnesium®’. Yeast extract has protective effects
on growth, viability and fermentation, which
stimulates the fermentation rate and ethanol
production. The only nitrogen source that shows
positive effect in this study is peptone. This
indicates peptone alone is sufficient enough to
provide the nitrogen requirement and may aid in
reducing the overall cost.

The other factor that shows positive
main effect was temperature. In this study, two
range of temperatureswas employed whichis30°C
and 37°C. However, further experiment for this
study was conducted at temperature of 30°C due

735

to several literature reports that 30°C is the most
favourabletemperaturefor bioethanol production®®
¥, Though, there are also several literatureswhere
35p C was used as the optimum temperature for
bioethanol production®2, Limtonget a? indicated
that the concentrations of ethanol were almost the
same at 30°C and 37°C and increase in the
temperature from 40 to 45°C resulted in decreased
ethanol concentration.

As for inoculum size, it was further
decided to be 4% in between therange selected in
PlackettBurman design. The selection of 4% is
similar to what was used by Kabbashiet al?. on
bioethanol production from oil pam empty fruit
bunches by solid state bioconversion. Finally, two
factors namely pH and agitation were selected for
further optimization by OFAT to investigate the
possiblelevel of each factor for higher bioethanol
production by statistical optimization. Besidesthat,
temperature (30°C), inoculum size (4%),
MgSO, 7H,0(0.1%), peptone (0.1%) and KH,PO,,
which showed positive effects were also
considered in this study.

Determination of possible level for selected
processconditions: one-factor-at-a-time (OFAT)

Seven media constituents and four
process conditions were screened by PB design
to determine the effective range of parametersfor
bioethanol production, in which two factors,
agitation and pH werefurther sorted by one-factor-
at-a-time (OFAT). Bioethanol production was
influenced by different pH level. Fig.2 showshigh
bioethanol production of 7.0 g/l at pH 4 to 6,
however it decreaseto 3.0 g/l when pHis8and 10.
This result might be due to differences in pH
optimum by each microorganism. Common yeast
such as Saccharomyces cerevisae can survive at
a pH range of 4.5-6, whereas fungi such as
Aspergillusniger can surviveat apH range5to 7.

Neelakandan and Usharani (2009), studied
the effect of pH on bioethanol production using
immobilized yeast cell by S.cerevisaeand found
that ethanol yield increased significantly from4to
6 and the maximum ethanol yield of 6.91% was
obtained at pH 6%*. The inhibitory effect of pH (at
thehighlevel) on the ethanol yield could be dueto
the lower ATP production during the metabolic
changes in S.cerevisae. During the investigation
for ethanol production from various waste
resources viz., bread residue, citrus peel kitchen
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garbage, S.cerevisaewasfound to grow well within
the range of pH 4.

OFAT far pH

I I pH

Fig. 2. Effect of different pH (4-10) On bioethanol
production by Saccharomyces cerevisae and Aspergillus
niger

g of athanel

OFAT for agitation

‘ Im-nvm I

Fig. 3. Effect of different agitation (25-100 rpm) on
bioethanol production by Saccharomyces cerevisae and
Aspergillusniger

Fig.3 shows the effect of agitation on
bioethanol production. High concentration of
bioethanol of 4 g/l was obtained at 75 and 100 rpm.
However agitation rates below 75 rpm showed
decreasing trendsin the amount of bioethanol. This
result is in contrast with the result obtained by
Rodmui et al.,?® which obtained high ethanol
productivity at 50 rpm. Mohd Asyraf et al.,*®
studied the effect of rate of agitation and found
the maximum ethanol concentration 10.35 g/l was
obtained at agitation rate of 150 rpm followed by
10.29 g/l at agitation rate of 100 rpm. Therefore,
further optimization by FCCCD was needed to
determinethe optimum value of agitation for high
bioethanol production.
Optimization of M edia Constituentsand Process
Conditions by Face Central Composite Design
(FCCCD) under theResponse SurfaceM ethodology

An experimental design, faced centered
central composite design (FCCCD), was employed

£ 28 ethanal
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to optimize the three independent variables,
agitation, pH and KH,PO,. The results of the
experiment are shown in Table 2. The highest
concentration of bioethanol obtained from FCCCD
was 8.3 g/l which is observed in run 16 with
agitation of 150 rpm, pH 6 and 0.35% of KH,PO,. A
polynomial regression equation was developed
under response surface methodology (RSM) to
analyze the factor interaction by identifying the
significant factors contributing to the regression
model and to determine the optimal values of the
most significant independent variables.

The effects of three independent
variables on bioethanol production were predicted
by the following polynomial regression equation:
Y (bioethanol, g/l) =+7.54+0.12A-0.89B—-0.17C
—1.35A%-2.00B?-0.5C?+ 0.012AB-0.46 AC +
0.11BC (3

where the bioethanol production (Y) isa
function of agitation (A), pH (B) and KH_PO, (C).

Analysis of variance (ANOVA) of the
response surface, quadratic polynomia model is
shownin Table 3. Itisevident from the resultsthat
the model issignificant (p<0.0001) and the ‘ Lack
of Fit' of themodel is not significant (0.6992). In
this case B (pH), A2 B? AC are found to be
significant model terms, while agitation (A) and
KH,PO, (C) are not significant. The coefficient of
determination (R?) is 0.9508 which ensures a
satisfactory dataand indicated that approximately
95.08% of the variability in the dependent variable
(bioethanol production) could be explained by the
model. The*“ Predicted R-Squared” of 0.8252isin
reasonable agreement with the “Adjusted R-
Squared” of 0.9065. These values indicated that
the correlation between the experimental and the
predicted values has high degree of correlation.
‘ Adequate Precision’ measuresthe signal to noise
ratio and it should be greater than 4. In this model
the ratio of 12.70 indicatesthe adequacy of signal
and that interpret the fitness of the model aswell.

The three dimensional (3D) response
surfaces are presented in Fig.4. These plots are
the graphical representation of the regression
equation used to determine the optimum val ues of
the variables within the considered ranges®. An
elliptical response surfacein the entire region was
found from the second order quadratic equation
for bioethanol production with interaction of pH
and KH,PO, (Fig.4a), agitation and pH (Fig.4b) and
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Table 2. Experimental and predicted values of bieothanol
production by experimental design using FCCCD

Run Agitation (rpm) pH KH,PO, (%) Bioethanol (g/l)
Experimental Predicted

1 100 4 0.2 4.1 43
2 200 4 0.2 5.4 5.44
3 100 8 0.2 24 2.27
4 200 8 0.2 3.7 3.46
5 100 4 0.5 45 4.66
6 200 4 0.5 39 3.95
7 100 8 0.5 3.2 3.08
8 200 8 0.5 2.7 2.42
9 100 6 0.35 6.2 6.07
10 200 6 0.35 5.9 6.31
11 150 4 0.35 6.9 6.43
12 150 8 0.35 3.9 4.65
13 150 6 0.2 7.1 7.21
14 150 6 0.5 6.7 6.87
15 150 6 0.35 8.1 7.54
16 150 6 0.35 8.3 7.54
17 150 6 0.35 7.7 7.54
18 150 6 0.35 7.9 7.54
19 150 6 0.35 7.3 7.54
20 150 6 0.35 6.5 7.54

Table 3. Analysis of variance (ANOVA) for the polynomial model

Source Sum of Squares DF MeanSquare FVelue Prob> F
Model 66.39593 9 7.377326 21.47025 <0.0001  Significant
A 0.144 1 0.144 0.419084 0.5320
B 7.921 1 7.921 23.05251 0.0007*
C 0.289 1 0.289 0.841078 0.3807
A2 4.978182 1 4.978182 14.48802 0.0034*
B2 10.95006 1 10.95006 31.86798 0.0002*
c2 0.675057 1 0.675057 1.96462 0.1913
AB 0.00125 1 0.00125 0.003638 0.9531
AC 1.71125 1 1.71125 4.980256 0.0497**
BC 0.10125 1 0.10125 0.294668 0.5991
Residual 3.436068 10 0.343607

Lack of Fit 1.302735

a1

0.260547 0.610657 0.6992 not significant

R?=0.9508, adjusted R?>=0.9065

Table 4. Validation of the experimental model

Run  Agitation (rpm) pH KH,PO, (%) Bioethanol production (g/l)
Predicted Experimental

1 150 55 0.31 7.6 74

2 125 5 0.25 6.87 6.3

3 100 6 0.25 5.66 52
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agitation and KH_PO, (Fig.4c). Plots show that
bioethanol productionisconsiderably affected by
varying the pH, agitation and KH,PO, The
maximum production was obtai ned at the point of
intersection of major and minor axes of the ellipse.
The production decreased at the maximum and
minimum value of bioethanol of 7.44 g/l was
predicted from the response surface at pH of about
5.5and agitation of 150 rpm (Fig.4b). Fromthefigure
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it can be concluded that further increasein the pH
and agitation resulted in lower amount of
bioethanal. Lower ethanol productivity at high pH
may be due to the formation of undesired product
such as organic acid during the fermentation
process. Asfor agitation, Mohd Asyraf et al. (2011)
stated that ethanol production yield was higher
without or lower agitation rate.

Fig. 4. The 3D response surface curves; (a) pH and KH,PO, at fixed amount of agitation (b) pH and agitation at
fixed amount of KH_PO,and (c) agitation and KH,PO, at fixed amount of pH

Fig.4c shows the predicted bioethanol
production of 7.38 g/l based on the interaction of
agitation of about 155 rpm and KH,PO, of about
0.32% at fixed pH of 6. Similarly, theinteraction of
pH (5.8) and KH, PO, (0.26%) gave the maximum
bioethanol production of 7.54 g/l (Fig.4a). In order
to verify the optimizations results and to validate
the devel oped second order quadratic model, a set
of experiments were performed according to the
process conditions presented in Table 4. The
validation experiment shows a quite similarity
between the predicted and the experimental results
and the highest bioethanol production of 7.4 g/l
was obtained at the optimum conditions (pH 5.5,
agitation 150 rpm and 0.3% KH_PO,), which is
dlightly less than the predicted value.

The literature showed that highest
production of bioethanol obtained was 120.68+0.54
o/l when sweet sorghum juice containing total
sugar of 280g/l, 3g/l yeast extract and 5g/l peptone
was used®®. Moreover Gupta et al?’studied
fermentation of acid and enzymatic hydrolysatein
the presence of 18.24 g/l and 37.47¢g/l sugarswith
Pichiastipitisand Saccharomyces cerevisae which
produced 7.13 g/l and 18.52 g/l ethanol respectively.
Bioconversion of EFB by solid state
bioconversion gave 14.1% bioethanol with
optimum condition of 60% moisture, pH of 7,
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inoculum size of 4% and co-substrate
concentration of 2%?. Mohd Asyraf et al.,*®
studied the effect of pH, agitation and temperature
on bioethanol production from EFB. The
bioethanol obtained rangesfrom 9.55t0 10.32 g/L
which can be achieved at pH 4, temperature of
30°C and agitationrate of 100 rpmto 150 rpmfor 72
hrs of incubation. In another study, the maximum
ethanol concentration of 24.17 g/l was obtained at
the optimum conditions of temperature (38°C), pH
5.45 and reducing sugar concentration of 75 g/I.
The optimum conditions for maximum bioethanol
production (7.62%) from cashew applejuice using
immobilized yeast cells (S.cerevisae) were at
temperature of 32.5°C, pH 6.0, substrate
concentration 10% and inoculum level of 8%.
Asfar aswe are concerned, there are no
reports for enhancing ethanol productivity from
EFB through analyzing the influence of the added
mineral elements on the ethanol productivity. Yu
et a?studied the effect of culture medium on
ethanol productivity from stalk juice of sweet
sorghum and found out based on the developed
regression equation that the maximum ethanol
productivity of 119.12 g/l h was achievable using
the optimized medium consisting of 0.77 g/l
phosphorus (KH,PO,), 2.15 g/l nitrogen, and pH
of 6.39. A study on different nitrogen sources was
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evaluated and the best ethanol concentration (15.1
g/l) was achieved when ureawas used asasingle
nitrogen source®. Limtong et al?? studied the
effects of potassium source (KH,PO,) at 0-0.1%
added to asugar canejuice medium and found the
highest ethanol concentration of 7.65% (w/v) which
was attained by fermentation with 0.05% KH,PO,
In the present study, the concentration of
bioethanol obtained was low compared to other
studies due to the low amount of reducing sugar
(16.85 g/l) present during the fermentation process.
The optimization conditions of 150 rpm, pH of 5.5
and 0.3 % of KH,PO, only produced 7.4 g/l of
bioethanol with productivity of 0.103 g/lh after 72
hours. The ethanol yield for this experiment was
0.43 g ethanol g* total sugar while the theoretical
yield is 0.51 g/g. The amount of reducing sugar
concentration present during fermentation is
directly related to the product formation, and
influencesthe yield and productivity values. This
is because reducing sugar is part of carbon source
used by the microorganisms for the cell growth
and the remaining reducing sugar would then be
used for product formation. Besides that, not all
sugarsin mediawere utilized by yeasts and some
of the sugars might be used for maintenance and
converted to other by-products. It has been
demonstrated in other bioconversion studies that
the yield and productivity of the process are
improved when the initial sugar concentration is
increased, of course, up to acertain limit.

CONCLUSON

The developed optimization conditions
used in the fermentation process were agitation of
150 rpm, KH,PO, of 0.3 % (w/v) and pH of 5.5
whichresultedin 7.4 g/l concentration of bioethanol
with productivity of 0.103 g/L.h and ethanol yield
of 0.43 g ethanol g total sugar. Finally, it can be
concluded that empty fruit bunches from oil palm
industry could be an alternative resource for
production of bioethanol through hydrolysed
sugar obtained by locally produced palm oil mill
effluent (POME) based cellulase. Thisstudy might
contribute to the economic development of
Malaysia by producing bioethanol which is
commercially valuable and at the same time by
minimizing the cost of oil palm solid waste
management.
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