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Abstract
Palmoilmill effluent (POME) is wastewater generated by palmoilmilling. Due to its extremely polluting qualities, itmust be treated

before being discharged into the water course. This study was aimed to evaluate the bacterial growth of raw and treated POME as well
as identifying indigenous microorganisms by determining the morphological characteristics of bacteria that were found in the POME.
The bacterial growth was identified by bacterial enumeration of colony forming units (CFU). Besides, themorphological identification
of bacteria was determined by using gram staining. The results show the best bacterial growth curve is from serial dilution factor of
10-6 with a total of 2.24 x 10-6 CFU/mL in raw POME and optimum growth on day seven. While for the treated POME, the total is 1.97 x
10-6 CFU/mL and recorded the optimum growth on day ten of incubation. The growth curve indicates the number of colonies in raw
POME is higher than treated POME. It concluded that treated POME still has the bacteria although it has been treated. Apart from that,
from the morphological identification by gram staining, the bacteria were Bacillus cereus, Bacillus subtilis, Staphylococcus aureus and
Micrococcus luteus. From a gram staining, this research obtained all gram positive in purple colour from the POME samples. Two of
them in treated POME were in Bacillus shape while the other two from raw and treated POME were in coccus shape, respectively.
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1 Introduction
Palmoil production has expanded rapidly in response to grow-

ing global demand for fats and oils, becoming a critical in several
tropical countries, including Malaysia (Tan and Lim 2019; Wadch-
asit et al., 2021). Malaysia produces more than 10 million tonnes
of palm oil annually, making it one of the largest producers in the
world (Mahlia et al., 2019; Salleh et al., 2020). However, when a
large amount of industrial effluent is dumped into water sources,
the booming palm oil industry unavoidably creates environmen-
tal problems (Adela et al., 2014; A Aziz et al., 2020; Ratnasari et
al., 2022). Palm oil manufacturing consumes approximately 5-7.5
tonnes of water, with half of that water ending up as palm oil mill
effluents (POME) (Kahar et al., 2022). POME also has high con-
centrations of suspended particles and total dissolved solids in the
range of 18,000 mg/L and 40,500 mg/L, respectively (Ding et al.,
2020; Jamali et al., 2021). These solids are commonly referred to
palm oil mill sludges (POMS) (Cui et al., 2021; Rajani et al., 2019).
In addition, there are solidwaste generated during palmoil extrac-
tion that consists of the leaves, trunk, decanter cake, empty fruit
bunches, seed shells, andmesocarp fibre (Bala et al., 2018; Choong
et al., 2018; Mustamu et al., 2021).

*Corresponding Author.
Email Address : s181132687@studentmail.unimap.edu.my
https://doi.org/10.33086/etm.v2i3.3497
Received from 22 September 2022;
Received in revised 24 November 2022;
Accepted 26 November 2022;
Available online 30 November 2022;

An effluent from palm oil mills consists of brown sludge made
up of organic solids (4-5%), residual oil (0.5-1.0%), andwater (95%)
that is produced during the numerous processing stages of crude
oil production (Akhbari et al., 2021; Sodri and Septriana 2022; Rat-
nasari et al., 2021). Due to its high biological oxygen demand
(BOD) and chemical oxygen demand (COD), POME is known to
contribute to environmental problems such as eutrophication and
water pollution (Blair et al., 2021; Liew et al., 2021).

Anaerobic digestion, aerobic processes, membrane sepa-
ration, water evaporation, and solid removal by coagulant-
flocculant are only a few of the methods currently being investi-
gated to treat POME. In the absence of oxygen, anaerobic diges-
tion is the breakdown of organic matter by bacteria (Rupani et al.,
2022; Uning et al., 2020). Although this occurs naturally within a
landfill, the word typically refers to a process that is purposefully
accelerated in closed vessels to produce a somewhat stable solid
residue (Dominic and Baidurah 2022). During anaerobic diges-
tion, mostly methane and carbon dioxide are produced as biogas,
which canbeusedas a chemical feedstockor as a fuel (RhezqyFur-
wati 2020). Historically, the majority of palm oil mills have treated
POME using an open ponding system due to its simplicity, ease of
maintenance, and economic effectiveness. POME effluent is gen-
erated in large quantities during the crude palmoil extraction pro-
cess, as previously mentioned (Hasanudin et al., 2021). The dis-
charge of this massive amount of wastewater, without treatment,
into freshwater, estuarine, and marine environments might al-
ter aquatic habitats, injure aquatic animals and endanger human
health. POME has a number of well-documented physicochemi-
cal characteristics (Akhbari et al., 2021; Sodri and Septriana 2022;
Ratnasari et al., 2021). For its part, themicrobiological component
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appears to have been overlooked; as a result, there appears to be
a dearth of understanding about the microbiota, indicating that
a more in-depth examination of this is required (Bala et al., 2018;
Rupani et al., 2022). The difficulty is that because of the high con-
centrations of organic and inorganic substances in POME, it has
significant COD and BOD levels, as well as a wide variety of bacte-
ria. In light of these unique characteristics of complexity, it is crit-
ical to isolate and identify the indigenous species of bacteria that
are present in POME in order to identify the key functional bac-
tierias that were responsible for the reaction in POME. An abun-
dant anddiversifiedmicrobial communityhasbeendemonstrated
to be beneficial to POME (Gray et al., 2019). The common gen-
era that were usually invovle in the anaerobic digestion for POME
remediation were Methanosarcina, and Methanosaeta (Ma et al.,
2021; Vítězová et al., 2020).

This study aims to identify the bacterial biodiversity through
morphological identification and molecular technique. The bio-
diversity of bacteria detected in treated POME were determined
using a molecular method. Microbial diversity is the diversity
of unicellular organisms such as fungi, bacteria, protists, and ar-
chaea. Numerous microorganisms survive throughout the bio-
sphere, defining the boundaries of life and fostering the survival
and evolution of other living things. Significant contribution of the
study is the evaluation of the bacterial growth profile in raw and
treated POME which has been lacking in literature.

2 Materials andmethod

2.1 Collection of samples

RawPOMEwas collected aseptically from theMALPOMIndus-
tries Bhd, in Nibong Tebal, Penang. The POME sample was kept
in the refrigerator at the Faculty of Civil Engineering postgraduate
laboratory, Universiti Malaysia Perlis. Anaerobic digestion treat-
ment was used to treat raw POME to produce the treated POME as
the samples in this study. The POME samplewas kept in the refrig-
erator at the Faculty of Civil Engineering postgraduate laboratory,
Universiti Malaysia Perlis and preserved at 4°C until further exper-
iment in order to stop the wastewater from undergoing biodegra-
dation due to microbial action.

2.2 Colony forming units assessment

Figure 1 Isolated bacterial pure culture
The spreadplatemethodwasconducted todetermine thepop-

ulation density of the bacteria by estimating the present cell num-

berbasedon their ability to give rise to coloniesunder specific con-
ditions. The spread plate method was chosen as this method is
easier for quantifying bacteria in solution form. A series of dilu-
tions up to 10-7 were made to reduce the cells in the samples. The
spread platemethodwas usedwherein 0.1 𝜇L each of diluted sam-
ples from all serial dilution (10-5, 10-6, and 10-7) were spread across
the surface of a nutrient agar (NA) plate and allowed to dry before
incubation for counting. Samples were incubated in an incuba-
tor with a temperature 37°C and bacterial counts were recorded 24
hours after plating as shown in Fig. 1.

2.3 Isolation of bacteria
The nutrient agar was used to isolate the bacterial strains from

POME samples. An inoculum of the sample was spread onto the
agar surface and then incubated at room temperature and allowed
to grow for 48 hours. Single-developed colony was picked up from
the nutrient agar plates and subcultured to obtain the pure culture
using the streak plate method as in Fig. 1. All work was done with
aseptic technique to prevent the contamination.

2.4 Bacterial staining
On a glass slide, a smear of bacteria was deposited and thor-

oughly air-dried. It was stained for 1 minute in crystal violet solu-
tion, 1minute in iodinemordant, washedwith distilledwater prior
to decolorization with 95% ethyl alcohol, and then counterstained
for 45 secondswith safranin. The stain waswashed gently with tap
water and dried with filter paper. The procedure was repeated for
additional bacterial smears. All of the stained slides were covered
with glass slides, and a microscope was used to look at them un-
der oil at 100x magnifications. It was decided whether the bacteria
were gram positive or gram negative by looking at the colour that
formed after they were stained.

3 Results and discussion

3.1 Bacterial numeration
Fig. 2 shows the bacterial growth curve of each dilution fac-

tor for raw POME and treated POME samples. After 24 hours of
incubation, the both samples still remain in the lag phase where
the turning onmetabolic and replication or little cell division takes
place. During this phase cells change very little because the cells
do not immediately reproduce in a new medium. After that, it is
increased to the log phase or exponential phase on day 3 where
the bacteria in rapid exponential growth and optimal growth take
place. Stationary phase results from a situation in which growth
rate and death rate are equal. The phase is starting to slowly de-
crease as on day 10 with the lower number of colonies growing on
the nutrient agar. Bacterial growth can bemeasured by simple ob-
servation of how many colonies are present. The results show the
best bacterial growth curve is fromserial dilution factor of 10-6with
a total of 2.24 x 106 CFU/mL in raw POME and optimum growth
on day seven. While for the treated POME, the total is 1.97 x 106
CFU/mL and recorded the optimum growth on day ten of incu-
bation. It can be concluded there are a lot of factors that affect the
microbial growth that lead to the pattern of bacterial growth curve.
The raw POME stated the highest of CFU similar to the previous
study (Bala et al., 2018).

In these results, the bacteria growth is in slow condition which
is indicates by the gentle slope in the growth curve as it lacks nu-
trients. The nutrients are one of the factors that affect the growth
of bacteria. Another study reveals that the concentration of nutri-
ents in POME play a significant role during microbial growth. It is
possible that the high nutrient content of POMEwill stimulate not
only their growth but also the synthesis of other cellular compo-
nents from waste (Gray et al., 2019; Dominic and Baidurah 2022).
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Changes inpHoccur quickly in a closed environment, such aswith
nutritional broth in a tube. In this research, the pH value in raw
and treated POME is 6.8 from anaerobic digestion treatment. It
can say that the bacteria grow best at a pH of roughly 7.0, however
they can grow in a pH range of 5.0-8.0 such as Streptacidiphilus
pinicola (Ratnasari et al.,2021). Bacteria are cultured at various pH
levels to observe the influence of pH (Furwati and Jufri 2020). Bac-
teria are inactive at low temperaturas (<4 °C), but cannot survive
at very high temperature as (>121 °C) (Cheng et al., 2021). The tem-
perature involved in raw effluent is around 80 to 90 °C. This leads
one to the conclusion that thewastewater frompalmoilmills con-
tains a significant variety of microorganisms due to the high levels
of chemical oxygendemand (COD) andbiological oxygendemand
(BOD) (Patel et al., 2021).

Figure 2 Bacterial growth curve of each dilution factor

3.2 Morphological identification of isolate
bacteria

Table 1 describes themorphological characteristics of the bac-
terial isolates with the presumed organisms. Gram staining and
hangingdropmethodswere applied to identifymorphology of iso-
lated bacteria. There are four bacteria that were used in morpho-
logical identificationbyobservation throughmacroscopic andmi-
croscopic characteristics.
Table 1Morphological characteristics of the bacteria isolates

Isolates
Name

Morphological
characteristics

Gram
reaction

Shape Expected
bacteria

Isolate-1 White, circular Gram-
positive

Bacillus Bacillus
cereus

Isolate-2 White, circular Gram-
positive

Bacillus Bacillus
subtilis

Isolate-3 White, circular Gram-
positive

Coccus Staphyloc
occus
aureus

Isolate-4 Yellow, circu-
lar

Gram-
positive

Coccus Micrococcus
luteus

Themacroscopic morphology of Bacillus cereus is large in size
and opaque. Besides that, the colour is grey to yellow to white and
it has flat colonies with a diameter around 5-10 mm. The size of
Bacillus cereus in diameter reached 3.9 cm after 3 days of incuba-
tion with an optimum temperature. The Bacillus cereus in micro-
scopic view as in Fig. 3 (A). Moreover, when Bacillus subtilis iso-
late is grown on regular nutrient agar, it forms a round colony that

is rough, opaque, fuzzy, white or slightly yellow. Like other bacte-
ria in the genus Bacillus, it canmake an endospore to protect itself
from high temperatures and dry conditions. The colony growth
reached 2.6 cm in diameter after 3 days of incubation. When cells
divide into spores, theymake brown andwhite pigments Fig. 3 (B).
Next, the bacterial morphology of Staphylococcus aureus on nu-
trient agar circular shape, convex, glistening with an entire edge
large, shiny surface and pigmented in golden yellow as in Fig. 3
(C). The colony grew rapidly and fast and the size reached 2.16 cm
after 3 days of incubation with the optimum temperature. The last
bacterium is a colony ofMicrococcus luteus that was growing fast
after 3 days of incubation. The colonies appear in circular shape,
smooth, entire, convex and usually pigmented in shades of yellow
or red. Some strains may produce matted colonies. Micrococcus
luteus’s cell wall teichuronic acid (TUA) is a long-chain polysac-
charidemade of disaccharide repeating units that is covalently at-
tached to the peptidoglycan on the inner cell wall and extended
to the outside surface of the cell envelope as shown in Fig. 3 (D)
through the microscopic view under oil immersion at 100x mag-
nifications. Themorphological characteristics of the isolated bac-
teria are similar with description reported in the previous studies
(Adela et al., 2014; Bala et al., 2018).

The researchers found thatBacillus cereus anaerobic digestion
of POME produced the highest COD and BOD removal efficiency
at 79.35%, 72.65% and 0.2 L of working volume at 35 °C, and HRTs
of six days. It can be clearly said that the Bacillus cereus helps
in treatment of wastewater (Karim et al., 2019; Mustamu et al.,
2021). Besides that, Staphylococcus aureus is one of the bacteria
that was isolated from lipolytic, proteolytic and cellulolytic bac-
teria from palm oil mill effluent found by another researcher. In
that research, there are two distinct groups of consortium bacte-
ria, each of which is capable of lipolysis or proteolysis (Hasanudin
and Faizal 2021). On the other hand, Micrococcus luteus can be
found on human skin, as well as in the flora of soil, dust, and wa-
ter. On nutrient agar, these bacteria typically form colonies that
are bright yellow in colour. This bacterium is able to withstand ex-
tremely high doses of ultraviolet radiation and also possesses the
ability to break downpollutants such as gasoline (Adela et al., 2014;
Bala et al., 2018).

Figure 3 The microscopic view of bacteria after being stained: (A)
Gram-positive (Bacillus cereus), (B) Gram-positive (Bacillus
subtilis), (C) Gram-positive (Staphylococcus aureus), (D)
Gram-positive (Micrococcus luteus) as examined under oil

immersion at 100 x magnifications

4 Conclusion
Theaimof thepresent studywas to identify thebacterial biodi-

versity through morphological identification and molecular tech-
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nique. Bacillus cereus, Bacillus subtilis, Staphylococcus aureus and
Micrococcus Luteus were among expected bacteria found in raw
and treated POME. The best bacteria growth curve can be applied
in serial dilution of 10-6 by using a spread plate method to count
CFU. It can be concluded there are a lot of factors that affect the
microbial growth that lead to the pattern of bacterial growth curve.
Findings of the current investigation demonstrated the presence
of a wide variety of microorganisms that have made their homes
in the wastewater from palm oil mills. The use of molecular tech-
niques such as DNA extraction, PCR and 16s rRNA sequencing can
further help in enhancing the genus, species and name of bacteria
that are found in these raw and treated POME.
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