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Abstract This study presents the production of biodiesel from algae oil by transesterifica-
tion using thermophilic microorganism. The microorganism used in this study was isolated
from the soil sample obtained near the furnace. The organism was identified as Bacillus sp.,
and the lipase obtained was purified by ammonium sulfate precipitation and ion exchange
chromatography leading to 8.6-fold purification and 13% recovery. Molecular weight of the
enzyme was determined by sodium dodecyl sulfate-polyacrylamide gel electrophoresis, and
it was found to be 45 kDa. The effect of pH, temperature, and solvent addition on lipase
activity was investigated. The enzyme showed maximum activity at 55 °C and at pH 7 and
was also found to be highly active in the presence of organic solvents such as hexane and #-
butanol. The isolated lipase was successfully used for the production of biodiesel. The
transesterification activity of the isolated lipase showed 76% of fatty acid methyl esters yield
in 40 h, which indicated that this enzyme can be used as a potential biocatalyst for the
biodiesel production.
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Introduction

Lipases are the second largest group of industrial enzymes after bacterial amylolytic
enzymes. It is the most commonly used enzyme to catalyze hydrolysis and ester synthesis
reactions. It is a familiar valuable biocatalyst in food, pharmaceutical, detergent, and
chemical industries [1]. Lipase successfully catalyzes interesterification, acidolysis, esterifi-
cation, alcoholysis, and aminolysis in addition to its hydrolytic activity on triglycerides [2].
The performance of lipase in the presence of various solvents is related to the efficiency of
synthetic and hydrolytic reactions. Esterification and transesterification are carried out in
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low-water-content media and using non-polar solvents. Furthermore, lipase activity is
slightly enhanced when solvents like diethyl ether, n-hexane, benzene, toluene, and z-butanol
were added. Particularly, for the biodiesel applications, solvent tolerant lipases are preferred.
Most of the lipases are not stable in organic solvents and solvent like methanol strips water
molecules from the enzyme surface, which in turn deactivates the enzyme [3]. To overcome
this limitation, several methods were tried, and such methods include chemical modification,
protein engineering, etc. [4]. Instead of modifying enzymes for solvent stability, naturally
evolved solvent-tolerant enzymes would be more appropriate for industrial applications.
Temperature is also an important operational parameter that influences the lipase activity
significantly, and higher reaction temperatures accelerate the reaction rate. However, higher
temperatures cause significant conformational unfolding of the enzyme and denaturation [5].
On the other hand, thermophiles contain proteins which are thermo-stable and resistant to
denaturation and proteolysis. Lipases from thermophiles are also stable towards organic
solvents [6]. It should be noted that lipase from Bacillus sp. is different from that of Rhizopus
oryzae or Candida antartica in terms of the biochemical properties and three-dimensional
structures. For example, Nthangeni et al. [7] reported the absence of lid domain in the
Bacillus sp. lipase. Unlike other lipases, Bacillus sp. lipase catalytic machinery is adjusted
upon transition of the enzyme from closed to open conformation, and this suggests that these
proteins have a flexible tertiary structure [7]. Pouderoyen et al. [8] also found no lid structure
in Bacillus sp. lipase and reported an uncomplicated interaction between enzyme and
substrate. Lipases are usually less stable compared with chemical catalysts. The process
stability is usually higher for the enzymes with high thermo-stability and in the resistance to
denaturation in organic solvents [9]. Utilization of lipase for biodiesel production has been
attractive since the by-product formed, glycerol, can easily be recovered; the purification of
fatty acid methyl esters is also easy [10]. The transesterification can be carried out with
immobilized lipase, and many extracellular lipases were successfully used for the trans-
esterification [11, 12]. Nevertheless, the use of whole-cell biocatalysts makes the process
economic and also efficiently catalyzes the transesterification reaction [13—15]. However,
the development of solvent-tolerant microorganism is essential for the effective production
of biodiesel using microorganisms. Recently, various solvent-tolerant bacteria, which have
the ability to live in the presence of organic solvents, have been reported in the literature [16,
17]. An extracellular Bacillus lipase had an activity optimum at 50 °C, and it was stable in
the presence of surfactants and in organic solvents [18]. There are many studies with respect
to purification, and characterization of solvent-tolerant lipases was reported in the literature
[1]. However, it remains a challenge to meet the requirements for efficient catalysis with
solvent and at higher temperatures. Hence, it is necessary to investigate new solvent and
thermo-stable lipases. In the present study, we have isolated a thermo-tolerant as well as
solvent-tolerant lipase-producing bacteria identified as Bacillus sp. The purification and
characterization of isolated lipase, particularly its activity in the various organic solvents and
its thermal stability, was reported. The isolated lipase also showed good catalytic efficiency
towards biodiesel synthesis.

Materials and Methods
Microorganism

Microorganism was isolated from the soil sample collected from the metallurgical industry.
The soil sample was collected near to the furnace in the industry. One milliliter of sample
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was suspended in 10 ml sterile normal saline, and after shaking for few minutes, 5 ml of the
suspension was transferred into a 250-ml Erlenmeyer flask containing 50 ml of enriching
medium containing—0.5% olive oil, 0.1% yeast extract, 0.2% NaCl,, 0.04% MgSO., 0.07%
MgCl,, 0.05%CaCl,, 0.03% KH,PO,, 0.03%K,HPO,, and 0.05% (NH,4),SO4, pH 7.0. The
culture was incubated at 55 °C under static conditions for 2 days.

Screening of Lipase-Producing Bacteria

Screening of lipase-producing bacteria was carried out using rhodamine B-olive oil agar
plate method [19, 20]. The growth medium was prepared by suspending nutrient agar (28 g)
and sodium chloride (4 g) in distilled water (1 1) and was autoclaved at 121 °C for 15 min
after the adjustment of its pH to 7.0 using 0.1 N sodium hydroxide. The medium was added
with 10 ml of rhodamine B solution (1 mg/ml) and olive oil (31.25 ml) and stirred
vigorously using a magnetic stirrer. Then, the contents were allowed to stand for few
minutes. Aliquots of 20 ml were poured into Petri dishes and were allowed to solidify.
The enriched culture was streaked and incubated at 55 °C for 1 day. After serial dilutions, the
colonies were re-streaked on the thodamine B-olive oil agar plate and incubated at 55 °C for
2 days. The lipase-producing bacterium was identified by the orange fluorescent halos
around the colonies when the plates were irradiated with UV illuminator. These organisms
were isolated and sub-cultured in nutrient broth containing oil (200 mg/l). Isolated and
purified high-lipase-producing bacterial cultures were identified according to cell morphol-
ogy, gram staining, and spore production properties.

Lipase Production

One loopful of culture from a nutrient agar slant was inoculated into 50 ml tryptone soy
broth medium and was incubated at 55 °C overnight. Then, 5 ml of sample was inoculated
into a 250-ml Erlenmeyer flask containing 100 ml of basal medium containing—1% olive
oil, 0.2% CaCl,-2H,0, 0.01% MgSO47H,0, and 0.04% FeCl;-6H,O (1% stock solution).
The contents were incubated for 72 h at 55 °C under shaking condition (150 rpm) after
adjusting the initial pH of the medium to 7.0 [21]. After incubation, the cells were harvested
by centrifugation at 10,000 rpm at 4 °C for 10 min, and the supernatant was used for further
purification.

Protein Determination

Protein concentration was determined by Lowry method [22] using bovine serum albumin as
the standard.

Purification of Lipase and Gel Electrophoresis

The extracellular lipase from Bacillus sp. was collected by centrifugation at 10,000xg for
10 min at 4 °C. Cellular debris and undisrupted cells were removed. Ammonium sulfate was
added to the supernatant to give a concentration of 80% (w/v) saturation at 4 °C. The
precipitate formed was allowed to settle overnight, which was followed by centrifugation at
12,000xg for 30 min. The pellet obtained was dissolved in 250 mM phosphate buffer
(pH 7.0) and dialyzed overnight in the same buffer. The dissolved pellet was loaded on a
phenyl sepharose CL-4B column pre-equilibrated with 250 mM buffer (pH 7.0). Column
was washed with a gradient of 250—1 mM phosphate buffer (pH 7.0). The lipase was eluted
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first with 50% ethylene glycol followed by 80% ethylene glycol in 1 mM phosphate buffer
(pH 7.0). The fractions showing lipase activity were collected and lyophilized for further
use. Molecular weight analysis was done by sodium dodecyl sulfate-polyacrylamide gel
electrophoresis (SDS-PAGE) [23]. The molecular weight of the enzyme was determined by
comparing with the protein standards.

Lipase Assay and Activity

The enzyme activity was measured by titrimetric analysis [24]. The mixture containing
2.5 ml water, 1 ml Tris—HCL buffer, and 3 ml olive oil was mixed well, and then 1 ml of
lipase (260 U/ml) was added. The contents were incubated in a shaker at 125 rpm at 55 °C
for 30 min. The blank was prepared and stored at 4 °C to prevent the reaction [24]. After
30 min, 3 ml of ethanol was added to terminate the lipase reaction. Then, 4 ml of 0.9%
thymolpthalein indicator was added and titrated against 50 mM NaOH until the end point
was observed. One unit of lipase activity was equivalent to 1 wmol of fatty acid released per
milliliter per minute at 55 °C.

Effect of pH on lipase activity was investigated at 55 °C by varying the pH from 3.0 to
9.0 using different buffers. For optimum pH determination, reaction mixture was incubated
at different pH for 30 min, and residual activity was measured by lipase assay as described.
The optimum temperature was arrived by incubating the enzyme in the temperature range
from 40-65 °C, and the activity was measured. The purified lipase dissolved in phosphate
buffer (pH 7.0) was filtered using cellulose acetate membrane filter (pore size 0.22 pm). One
milliliter of organic solvent was added to 3.0 ml of the filtrate and was pre-incubated in a
shaker at 125 rpm at 55 °C for 30 min. The activity towards the solvent was determined by
lipase assay, and for control experiments, distilled water was added instead of solvent.

Effect of Metal Ions

The effect of different metal ions such as Ca,2+ Mg,2+ Mn?*, Zn?", Fe?", K*, and metal chelating
agent (ethylene diamine tetraacetic acid (EDTA)) on the lipase activity was investigated. The
phosphate buffered (pH 7.0) enzyme solution was pre-incubated with the 1 mM of respective
metal ions for 30 min at 55 °C, and the activity was measured by lipase assay.

Substrate Specificity

Palm oil, sunflower oil, castor oil, groundnut oil, coconut oil, waste cooking oil, and triolein
were used as a substrate instead of olive oil to find out the substrate specificity of lipase at
static conditions, and the activity was measured.

Partial Amino Acid Sequencing

Partial amino acid sequencing was analyzed using matrix-assisted laser desorption ionization—
time-of-flight (MALDI-TOF) [50]. After digestion of enzyme into mixture of peptides, it was
subjected to MALDI-TOF analysis for enzyme sequencing using Ultraflex MALDI-TOF/TOF
mass spectrometer (Bruker Daltonics, Germany). MALDI-TOF is a well-established technique
for enzyme identification and sequencing.

The enzyme was subjected to tryptic digestion, and the mixture of peptides was transferred
to a sample position on a ground steel MALDI target plate and allowed to dry at room
temperature. Subsequently, the sample was overlaid with 2 ul of MALDI matrix (a saturated
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solution of o cyano-4-hydroxy-cinnamic acid in 50% acetonitrile—2.5% trifluoroacetic acid)
and dried again.

For database construction and validation, measurements were performed with a TOF
mass spectrometer (Bruker Daltonics) equipped with a 20 Hz nitrogen laser (parameter
settings, ion source 1 (IS1), 25 kV; IS2, 18.5 kV; lens, 8.5 kV; detector gain, 2,650 V; and
gating, none). Spectra were recorded in the positive linear mode at 100 Hz for the mass range
of 2,000 to 50,000 Da at the maximum laser frequency. The database references (main
spectra) for the newly investigated enzyme sequence were constructed using the automated
functionality of the MALDI BioTyper (version 1.1) software package (Bruker Daltonik
GmbH, Germany). After smoothing of the spectra, baseline correction, and peak picking, the
resulting peak lists were used by the program to calculate and to store a main spectrum
containing the average peak mass, average peak intensity, and frequency information. A
single sample could be sequenced in approximately 10 min.

Lipase-Catalyzed Transesterification

Lipase-catalyzed transesterification was carried out in 8-ml glass-vials. One gram of Oedo-
gonium sp. oil (oil content of Oedogonium sp. was reported in Table 1) was added with
methanol in stepwise (1:1 mol ratio for each step), and the reaction was initiated by adding
enzyme (10% w/w of oil) and 0.75 ml of #-butanol. Then the contents were incubated in an
orbital shaker at 150 rpm at 55 °C. At specified time intervals, 10-ul aliquots were
withdrawn and subjected to centrifugation. Since the density of methyl ester is low, glycerin
tends to collect at the bottom. Some amount of monoglycerides and di-glycerides also
present in the product, and due to their polarity, partially reacted glycerides were preferen-
tially attracted towards the glycerin phase. The glycerin phase was separated, and the phase
containing biodiesel was washed to remove the entrained glycerol and excess methanol [25,
26]. To reduce the number of washing cycles, the initial washing was done with dilute acetic
acid, which was followed by distilled water. Finally, biodiesel obtained was dried in a hot air
oven at 105 °C until the water content was below 0.05% to avoid the formation of excess
smoke and poor combustion [27, 28].

Table 1 Oedogonium oil

composition Constituent %

Lauric acid 0.6999
Myristic acid 1.0963
Palmitic acid 15.869
Stearic acid 4.5294
Oleic acid 37.5303
Linoleic acid 29.2588
Linolenic acid 0.6499
Arachidic acid 1.6215
Behanic acid 3.4668
EPA 0.2914
Lignoceric acid 1.336
Richinoleic acid 0.7497
Others 2.901
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Analytical Methods

The fatty acid composition of the Oedogonium sp. oil and methyl ester content in the
reaction mixtures were analyzed by gas chromatography (Sigma) equipped with an AC30
Carbowax column (3 met and 1/8”) and a flame ionization detector. Nitrogen was used as a
carrier gas; hydrogen and oxygen were employed for the purpose of ignition. The column
temperature was kept at 150 °C and raised to 240 °C and maintained for 10 min. The injector
and detector port temperatures were both set at 250 °C. Methyl esters of palmitic, stearic,
oleic, and linoleic acids standards were purchased from Sigma. Finally, fuel properties of
biodiesel like flash point, fire point, cetane number, aniline point, smoke point, and diesel
index were analyzed by ASTM standard methods.

Results and Discussion
Identification of Microorganism

In the present study, 12 strains were isolated by following the screening method described,
and among those isolated organisms, one showed a maximum lipase activity and a clear
zone formation on the agar plates indicating the production of extracellular lipase. The
organism showed maximum activity was selected for the production of lipase. The isolated
microorganism was analyzed by morphological and biochemical tests (Table 2). From the

Table 2 Cell morphology and ]
biochemical test results for Analysis Result
the isolate

Gram staining +
Motility test +
Morphology Rod
Anaerobic growth -
Catalase test +
Indole test

Glucose fermentation test

Lactose fermentation test

+ o+ o+

Mannitol

Xylose
Galactose
Sorbitol
Cellobiose
Amylase test
Catalase test
Oxidase test
Urease test
Nitrate broth test

+ o+ o+ o+ o+ o+ o+ o+

Voges-Proskauer test
Citrate -

. . MR/VP test -+
+ positive, — negative
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results, the isolated organism was identified as Bacillus sp. [29] and was used for further
studies.

Purification of Lipase

The extracellular lipase from Bacillus sp. was purified by ammonium sulfate precipitation
(Table 3). The SDS-PAGE results of the purified lipase obtained from Bacillus sp. is shown
in Fig. 1. A single major band with molecular mass of around 45 kDa was observed on SDS-
PAGE analysis with about 8.6-fold purification and 13% recovery. Lipolytic enzymes from
Bacillus subtilis, Bacillus pumilus, and Bacillus lichenformis were grouped in subfamily 1.4
of true lipases. These lipases have the conservative peptide Ala-His-Ser-Met-Gly and
molecular weight in the range of 20 kDa [1, 30, 31]. On the other hand, the molecular
weight of Bacillus mageterium, B. subtilis, and Bacillus sp. J33 lipase was reported as 40,
45, and 45 kDa, respectively [32—34]. The molecular weight of solvent-tolerant lipases
reported to falls into two groups: viz., 30—45 and 50-60 kDa [35]. The lipase obtained in the
present study was found to fall under the first group.

Effect of pH

The effect of pH on the relative activity of purified lipase is shown in Fig. 2. The results
showed that the purified lipase was found to be stable in the pH range from 3 to 9. However,
the maximum lipase activity was observed at pH 7.0. Although bacteria prefer pH around 7
for best lipase production, maximum activity at higher pH values were also reported in the
literature [36]. For the extracellular lipase-producing Pseudomonas sp., the optimum pH
range reported was pH 7.0-9.0, and this enzyme was stable between pH 6 and 12 [31]. The
lipase from the isolated Bacillus sp. was found to tolerate a wide range of pH, and hence, this
can be successfully used for the production of biodiesel. The stability of lipase under
variations in pH is mainly due to the stable secondary structure of the enzyme, and a similar
kind of result was observed for lipase derived from Antrodia cinnamomea [37].

Effect of Temperature

The effect of temperature on relative lipase activity is shown in Fig. 3. The lipase activity
increased sharply when temperature was increased from 45 °C to 55 °C, and then the
enzyme activity was found to decrease gradually. At 55 °C, the isolated enzyme exhibited
the maximum activity. Thermo-stable lipases reported in the literature are summarized in
Table 4, and thermo-stable lipases were isolated from many sources. Wang et al. isolated the
thermo-stable enzyme from a Bacillus strain, and it showed a maximum activity at 60 °C
[38]. An extracellular Bacillus lipase isolated by Sidhu et al. showed an optimum activity at
50 °C [39]. Thermal stability of lipase is related to its structure and is influenced by

Table 3 Purification of the lipase from isolated Bacillus sp

Total activity ~Total protein ~ Specific activity ~ Yield % Purification

) (mg) (U/mg) fold
Supernatant of culture 30,000 406 73.8 100 1
Ammonium sulfate precipitation 9,000 76 118.4 30 1.54
Phenyl sepharose 3,900 6.1 639.3 13 8.6
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Fig. 1 Molecular mass determina-

tion by SDS-PAGE. Lane I: mo- 1 2 3
lecular weight markers. Lane 2:
crude cell extract. Lane 3: purified
lipase (purified by ammonium sul-
fate precipitation in combination
with ion exchange chromatography
and gel filtration chromatography)

98
52

31

22

14

environmental factors such as pH and the presence of metal ions. In some cases, thermal
denaturation appears to occur through intermediate states of unfolding of the polypeptide.
Mutations in the lid region of the enzyme also significantly affect the thermal stability [40].
In addition, temperature was also reported to affect the rate of reaction and mass transfer
resistances considerably [41].

Effect of Organic Solvents

Organic solvents have significant effect on the lipase activity, and recently, studies relevant
solvent-tolerant lipases were reported in the literature [39]. In the present study, isolated
enzyme was incubated with various organic solvents, and the results obtained are shown in
Table 5. The relative activity of lipase observed with polar solvents such as methanol,
ethanol, and acetone was found to be low. Polar solvents are not well preferred compared
with non-polar solvents as they disrupt the thin layer of water molecules behaving as
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Fig. 2 Effect of pH on enzyme 120
activity. (Reaction conditions:
temperature, 55 °C at 125 rpm for ~ 100 1
30 min).The activities are shown <
as values relative to that measured 2 80
in pH 7.0, (taken as100%). Data 2
points were means of triplicate g 60 1
values with the error bars showing >
standard deviations % 40 1

o

20 A
0 T T T T T T
3 4 5 6 7 8 9 10

pH

protective sheath surrounding the active site of the enzyme. Therefore, polar solvent-tolerant
lipases are efficient for catalysis at lower water medium [42]. Moreover, the lipase activity
also depends on the quality of an oil-water interface, and water-miscible solvents cause
protein denaturation. Furthermore, solvents such as dimethyl sulfoxide/dimethyl formamide
dissolve enzymes and invariably inactivate them [30]. A good measure of polarity of an
organic solvent is its polarity through the log P value, which is defined as the logarithm of its
partition coefficient in standard n-octane/water two-phase systems [43]. The log P values
obtained for the organic solvents used in the present study are presented in Table 5. In
general, organic solvents with log P values <2.0 are not considered for biocatalysis [44].
However, Pseudomonas aeruginosa secreted organic solvent protease PST-01, which is very
stable in the presence of methanol or ethanol has log P <2.0. On the other hand, the stability
and activity of enzyme in polar solvents like methanol, ethanol, and acetone were rarely
observed [45]. In the present study, organic solvents such as n-hexane and #-butanol were not
affected the lipase activity much. The lipase activity was stable on benzene, toluene, methyl
acetate, and ethyl acetate with relative activity of 74%, 53%, 42%, and 46%, respectively.
The Bacillus sp. lipase activity on solvents like n-hexane and #-butanol is an important aspect
for the use of this lipase as a potential catalyst for biodiesel production.

Effect of Metal Ions

A number of enzymes require metal ions for the maintenance of their stable and active
structures. These ions bound strongly with specific binding sites present on the surface,

Fig. 3 Effect of temperature on 120
enzyme activity. (Reaction condi-
tions, pH 7 at 125 rpm for 30 min). 100 A
The activities are shown as o
values relative to that measured < 30
at 55 °C (taken as100%). Data *E
points were means of triplicate € 60
values with the error bars showing g
standard deviations Z 40 A

=

D

220 A

0 T T T
30 40 50 60 70

Temperature °C

@ Springer



1104 Appl Biochem Biotechnol (2012) 166:1095-1111

Table 4 Thermostable lipase producing microorganisms

S. no. Organism Optimal References
temperature (°C)

1 Bacillus acidocaldarias (esterase) 70 Manco et al. (1998) [59]
2 Bacillus sp. RSJ-1 50 Sharma et al. (2002) [49]
3 Bacillus strain J33 60 Nawani et al. (1998) [41]
4 Bacillus stearothermophilus 68 Gupta et al. (1998) [60]
5 Bacillus thermocatenulates 60-70 Kilbanov (1983) [61]
6 Bacillus thermoleovorans ID —I 70-75 Dong-Woo et al. (1999) [62]
7 Geobacillus sp. 70 Abdel-Fattah (2002) [63]
8 Pseudomonas sp. 65 Kulkarni and Grade (1999) [64]
9 Pseudomonas sp. 90 Rathi et al. (2000) [65]
10 Pyrobaculum calidifontis 90 Hotta et al. (2002) [66]
11 Pyrococcus furiosus (esterase) 100 Ikeda and Clark (1998) [67]
12 Pyrococcus horikoshi 97 Ando et al. (2002) [68]
13 Pyrococcus horikoshi 95 Yan et al. (2000) [69]
14 Thermophilic Rhizopus oryzae 37 (50) Razak et al. (2007) [70]
15 Bacillus sp. 60-65 Nawani et al. (2007) [71]
16 Thermosyntropha lipolytica
DSM 11003 96 Salameh and Wiegel (2007) [72]
LiprLip B 96
17 Thermophilic Geobacillus 55-60 Sifour et al. (2010) [73]
stearothermophilus strain-5
18 Bacillus spp. 50 Sathish Kumar et al. (2009) [74]
19 Bacillus sp. LBN4 65 Bora and Kalita (2007) [75]
20 Rhizopus oryzae & Rhizopus rhizopodiformis 6.0 Razak et al. (1998) [76]
21 Thermophilic fungi 45-50 Ogandero (1980) [77]
22 Acinetobacter baylyi 60 Uttatree et al. (2010) [78]
23 Bacillus coagulans 55 Kumar et al. (2006) [79]
24 Staphylococcus sp. Lpl2 45 Pogaku et al. (2009) [80]
25 Bacillus sp. 55 Present study

and such binding sites usually consist of negatively charged carboxylate side-chain groups
of aspartyl and glutamyl residues brought together by folding of the polypeptide chain
[46]. The effect of different metal ions on the relative activity of lipase was studied, and
the results are presented in Table 6. The lipase activity was significantly enhanced by
Ca*", Mg*", and K ions. The other metal ions used in this study were found to signifi-
cantly inhibit the lipase activity. Many lipases were found to display enhanced activity in
the presence of Ca®". This is due to the fact that the polypeptide chain in the active site is
cross-linked by the metal ion bridge, and enzyme—calcium ion complex should, therefore,
be more rigid and stable, and also may be due to the changes in reaction equilibrium by
interacting with the organic acids [47, 48]. The chelating agent EDTA also showed an
inhibitory effect, and this is mainly due to the effect of EDTA on the enzyme structure. The
other metal ions such as Fe?" and Zn** were also found to be inhibitors and to decrease the
enzyme activity.

@ Springer



Appl Biochem Biotechnol (2012) 166:1095-1111 1105

Table 5 Effect of organic solvents

on Bacillus sp. lipase activity Organic solvents Relative activity (%) Log P values
Control 100 -
Methanol 42 —0.76
Ethanol 42 -0.24
t-Butanol 89 0.18
n-Hexane 95 3.5
Acetone 36 -0.23
Benzene 75 2.02
Toluene 59 2.46
Ethyl acetate 42 0.71
Methyl acetate 49 0.31

Substrate Specificity

The hydrolytic reaction catalyzed by lipases generally takes place at the oil-water interface,
and the hydrolytic activity is the basic characteristic of lipases. In the present study, catalytic
property of the enzyme toward different oils was tested. Since, single lipase was reported to
have different hydrolytic activity towards different oils from different sources [49]. The
effect of different substrates on relative lipase activity is shown in Fig. 4, and the results
indicate that the purified lipase had highest hydrolytic activity towards olive oil, palm oil,
and triolein. The enzyme could hydrolyze all the oils used in this study, and hence, it can be
confirmed that the purified lipase has the potential to hydrolyze various triglycerides.
Therefore, lipase with high hydrolytic activity towards large chain fatty acids is the potential
source for catalyzing transesterification of oils from plants and algae for the production of
biodiesel (Fig. 5).

Partial Amino Acid Sequencing

MALDI-TOF MS, used to analyze the protein sequences of a bacterial cell, has emerged as a
new technology for species identification. By measuring the exact sizes of peptides and
small proteins, which are assumed to be characteristic for enzyme, it is possible to determine
the enzyme within a few minutes [51-53].

Table 6 Effect of metal ions on

Bacillus sp. lipase activity Metal ions Relative activity (%)

Control 100

CaCl2 102

MgCI2 100

MnCI2 77

ZnC12 74

FeSO4 54

EDTA 81

KCL 100

CuSo4 0
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Fig. 4 Substrate specificity activity 120
(Reaction conditions, pH 7, tem-
perature, 55 °C at 125 rpm for

30 min). The activities are shown as
values relative to the maximum ac-
tivity measured towards olive oil
(taken as 100%). Data points were
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The partial amino acid sequence for the lipase produced from Bacillus sp. is shown in
Fig. 6. The activity of a variety of lipases majorly depends on the catalytic triad usually
formed by Ser, His, and Asp residues. The serine residue usually appears in the conserved
pentapeptide, Gly-Xaa-Ser-Xaa-Gly. This kind of peculiar catalytic property of lipases
makes them very attractive for industrial applications [54].The catalytic triad consisting of
amino acids Ser, Asp, and His was found to be present in the isolated Bacillus sp. lipase
sequence. The presence of this catalytic triad amino acid sequence confirms that the
sequence obtained in present belongs to lipase enzyme [55, 56]. Cysteine residues which
are responsible for the formation of disulfide bridge were also present in the lipase sequence.
Aspartic acid residues involved in the Ca®>" binding site were identified at 240 and 320
amino acid positions [57]. The lipase enzyme produced from Bacillus sp. was found to
contain 375 amino acids. The results of the partial amino acid sequencing confirm that the
enzyme isolated in the present has the characteristics of lipase enzyme family.

Transesterification

Experiments were carried out to asses the ability of lipase derived from Bacillus sp. for the
biodiesel production from Oedogonium sp. Oil, and the results are shown in Fig. 5. The yield
of fatty acid methyl esters (FAMEs) reached 76% after 40 h considering that the isolated
lipase was stable in #-butanol, and better yield was obtained. Short-chain alcohols, especially
methanol, have low solubility in oils, and therefore, a new liquid phase appears in the system

Fig. 5 Transesterification of 90
Oedogonium sp. oil. Time course
of biodiesel production: Oedogo- 80 1
nium sp. oil (1 g), 0.1 g of lipase, 1:3 70
molar ratio of methanol to oil,
0.75 ml of #-butanol, and 55 °C at < 60 1
150 rpm for free lipase. Methyl S 50 |
esters were analyzed by gas =
chromatography. Data points were '5 40 1
means of triplicate values with 30 A
the error bars showing standard
deviations 20 1

10 1

0 - - - - - -
0 10 20 30 40 50 60 70
Time (h)
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1 MGTLFSKIKFTDALTAFCFEITIEYGEQSGINEYPIGLQYNEPYIFTQYPQALVWEFGIGL

61 DSEQIVLVANRGTQNTDWGIPVSLVWQKAYEIAQSNNVNVNRGLQAHAEVKTSNRFMLAS
121 LPNLLGHSQGHVGALVQAMTLPILAARVTTLFAQYFGTEKAVPKNGILKSSSYLKESVAS

18 1AVRSNTFVVETHNGPPRDQGSNEQDFPWVYANTMASTLGKNTTATFGTKNTSLILNDNGF
241 IGTQMGLYTLSSNGSNDG LVNEWSAKLSYGTHLFTDSRFTSANIRKRYYNTLDPLRLALF

301 STGVVMQNRFNGVNDG LVFSISVMEGQVIGLGSAWNHLDEPN KLELPEQNYSQPFVAKIV
361 DHRNRDKGKWVSHK

Ser 128, Asp 315, His 337 - Catalytic triad
I - Cysteine residues which are responsible for the formation of Disulphide Bridge

D- Aspartic acid residues involved in the Ca®* binding site

Fig. 6 Partial amino acid sequence for isolated lipase

leading to an inactivation of the enzyme and decreased yields of ester. -Butanol was used as
the solvent to reduce the influence of methanol and glycerol on the lipase [58]. Usage of #-
butanol as a solvent could hence be recognized as one possible solution for reducing the
inhibitory effects of methanol and for the industrial implementation of the process [59]. This
study suggests that the thermo- and organic-tolerant lipase isolated can be effectively used
for the biodiesel production from algae oil. The diesel properties of the biodiesel like its flash
point, fire point, smoke point, etc., were analyzed adopting the standard procedures from
ASTM (American standard testing method), and the results are tabulated in Table 7. The
higher values of flash and fire points obtained ensure better storage and handling properties
of the fuel.

Conclusions

In the present study, lipolytic bacteria producing organic solvent and thermo-stable lipase,
identified as Bacillus sp., was isolated. Lipase was purified by simple purification procedure,
and the molecular mass was determined as 45 kDa. The optimum temperature and pH for the
better enzyme activity was found to be 55 °C and 7, respectively. The enzyme showed high
activity toward the organic solvents such as hexane and #-butanol. The lipase activity was
significantly enhanced by Ca®*, Mg?*, and K" ions. The purified lipase was used for the
production of biodiesel from Oedogonium sp., and 76% FAME yield was obtained at the end

Table 7 Properties of biodiesel

Property 100% Biodiesel Value obtained Units
Flash point (closed cup) Min.130 169 °C
Fire point Min.122 190 °C
Cetane number Min.47 57.38

Aniline point Max. 275 145.4 °F
Smoke point 12 10 Mm
Diesel index 54.53 46.92
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of the 40 h. These results conclude that the isolated solvent-tolerant and thermo-stable lipase
can potentially be used for the biodiesel production.
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