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                  A B S T R A C T                         

Introduction  

Biofuels are of rapidly growing interest for 
reasons of energy security, diversity and 
sustainability as well as for greenhouse gas 
mitigation (Kent Hoekman, 2009), 
according to International Energy agency. 
Biofuels have potential to meet more than a 
quarter of world demand for transportation 
fuels by 2050 (Volk et al.,   2000). Recently, 
with global shortage of fossil fuels, 
excessive increases in price of crude oil and 
increased environmental concerns have 
resulted in rapid growth in biodiesel 
production. In biodiesel production, the 
transesterification reaction which could be 
catalyzed either chemically or enzymatically 
(Akhil et al., 2010), this novel approach 
might pave way for industrial production of    

biodiesel equivalents from renewable 
resources by employing engineered micro-
organisms (Rainer et al., 2006). Biodiesel 
refers to a vegetable oil or animal fat based 
diesel fuel consisting of long chain alkyl 
(methyl, ethyl or propyl) esters (Demisbas, 
2009) which is typically made by chemically 
reacting lipids with an alcohol producing 
fatty acid esters.   

In recent years, much attention has been 
paid to exploration of microbial oils, which 
might become one of the potential oil 
sources for biodiesel production in future 
(Qiang et al., 2008). Not all microorganisms 
can be considered as abundant sources of 
oils and fat, those microorganisms that do 
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The present work was aiming to exploit bacteria for biodiesel production, twenty 
two bacterial isolates were screened for lipid content by Sudan black B staining 
method, among those three isolates is lipid rich viz, F. oryzihabitans, P. aeruginosa 
and Morococcus sp. which have been taken for lipid extraction by Bligh and dyer 
method and thin layer chromatography for determination of fatty acid, which 
revealed that the amount of lipid was highest in Morococcus sp. (0.68mL/100mL) 
of Lauric acid (C12). Optimization of C/N ratio the amount of lipid was ranged 
highest in Morococcus sp. i.e. carbon (0.70mL/100mL) of palmitic acid (C18), 
nitrogen (0.65mL/100mL) of arachidonic acid (C20) and at pH 7.0 
(1.96mL/100mL) of oleic acid (C18) and in strain improvement by mutagenesis F. 
oryzihabitans got improved and accumulate high lipid at 10 min (1.50mL/100mL) 
of linoleic acid (C16).
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produce a high content of lipid are termed as 
oleaginous. The lipid which accumulates in 
oleaginous microorganisms is mainly 
triacylglycerol (Hull, 2010) and these 
microorganisms have been considered as an 
alternative to agricultural and animal oil and 
fat sources (Xin et al., 2009).  

Biodiesel production using microbial lipids 
which is named as single cell oils (SCO) has 
attracted great attention in the whole world; 
there are various kinds of microorganisms 
that accumulate lipids such as Bacteria, 
Fungi and Algae (Joseph, 2006), the 
regulation mechanism of oil accumulation in 
these microorganism and approach of 
making microbial diesel is economically 
competitive (Xin et al., 2009).   

The genus like Lipomyces, Yarrowia, 
Cryptococcus, Rhodosporidium (Li et al.,  
2007) are known to accumulate between 
40% to 70% of their biomass as lipids, the 
moulds of Zygomycetes like Mortierella and 
Cunninghamella also possess the ability of 
lipid accumulation (Papanikolaou et al.,  
2007) and the major fatty acids present in  
single cell oil are oleic acid, linoleic acid 
(Chen and Liu, 1997), palmitoleic acid, 
arachidonic acid, palmitic acid and stearic 
acid (Peng and Chen, 2008). This reviews 
the property of oleaginous microorganism 
with emphasis on biotechnological strategies 
for increasing lipid production such as 
mutation technique, genetic and metabolic 
engineering.   

Hence, with the above knowledge acquired 
through literature and with the aim of our 
research work pertaining to isolation and 
characterization of oleaginous bacteria from 
soil samples, lipid profiling from screened 
isolates and  optimization studies in  
selected oleaginous microorganisms have 
been framed to carry out the research work.  

Materials and Methods  

Present investigation has been carried out to 
evaluate the oleaginous bacteria for lipid 
production. Experiments comprises of 
sample collection from fields and laboratory 
studies. All experiments were conducted in 
triplicates.  

Soil sample: Soil samples like decomposed, 
house backyard, farm yard soil, Kolar gold 
field soil, University campus soil were 
collected for isolation of oleaginous bacteria 
(Aneja, 2006).  

Serial dilution method: It was performed 
according to standard protocol.  

Plating: It was done in both pour plate 
method and streak plate method, discrete 
colonies from a mixed culture was done by 
selection of individual cells that were picked 
up with a sterile needle and transferred to 
separate nutrient agar slants to obtain pure 
culture of single bacterial species 
(Cappuccino and Sherman, 2004), followed 
with Gram s staining and Sudan staining 
(Thakur et al., 1988).  

General and colony characteristics 
studies: Morphological characteristics of 
purified isolated bacterial colonies were 
studied as per Bergey s manual of 
determinative bacteriology 1994.  

Bio chemical tests: Mannitol motility, 
Triple sugar iron agar, Simmon s citrate 
utilization, urease, starch hydrolysis, gelatin 
liquefaction, catalase, oxidase, methyl red, 
Voges-proskauer, Carbohydrate fermentation  
test are performed according to standard 
protocol (Cappuccino and Sherman, 2004).  

Scale up media preparation: Scale up 
media was inoculated by identified organism 
for increasing colony number to obtain high 
lipid yield. 
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Quantitative and Qualitative analysis of 
Lipids and Fatty acids  

Extraction of Lipids: Extraction of lipids 
from bacterial isolates was done by Bligh 
and Dyer (1959).  

Thin Layer Chromatography (TLC): In 
order to separate lipids solvents containing 
lipids were spotted on silica TLC plate with 
control myristic acid- C14, palmitic acid -
c16, stearic acid - c18 carbon atoms (Mantel 
et al.,  1975), following drying process the 
plate was developed in mobile phase 
petroleum ether / diethyl ether / glacial 
acetic acid (90:10:1, v/v), plate was removed 
from chromatography chamber when front 
size was 1cm from  upper edge and dried 
with warm air, then 10% sulphuric acid was 
sprayed in a horizontal position until a layer 
of fluid is visible on the plate and it was 
placed in an oven for 20 min at 1400C.  

Optimization Studies 

 

Effect of different carbon and nitrogen 
source: All constituents were dissolved in 
distilled water with altering glucose as 
carbon and nitrate as nitrogen sources, 
media was sterilized after cooling about 1.0 
mL of identified pure suspension was 
inoculated into each flask and then they 
were incubated in a shaker at 120 rpm for 5 
days at room temperature (Venkata Rao et 
al., 1993). 

 

Effect of pH: Medium was prepared, pH 
was adjusted to 5.5, 7 and 10, autoclaved, 
after cooling about 1.0 mL of identified pure 
suspension was inoculated into each flask 
and then they were incubated in a shaker at 
120 rpm for 5 days at room temperature 
(Aneja, 2006).  

Strain improvement by mutation: Bacteria 
were exposed to (280 310nm) UV rays at 
different time intervals of 10, 15 and 30 

minutes. Survivors were grown by spreading 
0.1 mL of treated culture on media and 
incubating at 30oC for 24hrs (Kuhad et al., 
1994). The obtained colonies were 
inoculated to scale up media and incubated 
for 7 days at 180 rpm for 48 hours to allow 
inoculated organism to grow and accumulate 
high lipids content.  

Results and Discussion  

Isolation of bacterial species from soil 
sample: Twenty two different bacterial 
strains were isolated from different soil 
samples. In preliminary screening by Sudan 
black B staining shows different intensity in 
color uptake of dye based on their lipid 
content. Out of this, three isolates from 
Kolar gold field soil, university campus soil 
and decomposed soil are high lipid 
accumulating.  

Identification of oleaginous bacteria: The 
results obtained from staining, colony, 
general and biochemical characteristics were 
correlated with Bergy s manual of 
determinative bacteriology and the 
organisms were identified as Flavimonas 
oryzihabitans (from decomposed soil 10-1), 
Pseudomonas aeruginosa (from university 
campus soil 10-4) and Morococcus sp. (from 
Kolar gold field soil, 10-3) (Table 1, 2 and 3)  

Lipid extraction  

Lipid concentration is higher in scale up 
media comparatively to nutrient broth in all 
three isolates, which revealed that amount of 
lipid were ranged highest in Morococcus sp 
(0.68mL/100mL), which is comparatively 
less in P. aeruginosa (0.51mL/100mL) and 
F. oryzihabitans (0.30mL/100mL) 
respectively (Table 4).  

Thin layer chromatography  

Thin layer chromatography result for three 
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isolates grown in nutrient broth and scale up 
media showed that F. orizihabitans sample 
may contain myristic acid(C14) in scale up 
media, in nutrient broth arachidonic acid 
(C20). P. aeruginosa contains lauric acid 
(C12) in scale up, where as in nutrient broth 
eicosapentaenoic acid (C20) and 
Morococcus sp. sample may contain lauric 
acid (C12) in scale up media and in nutrient 
broth stearic acid (C18). Comparison with 
standards C14 (myristic acid), C16 (palmitic 
acid) and C18 (stearic acid) are shown in 
Fig.1 and Plate 1.  

Optimization with C/N ratio and pH  

In optimization studies glucose as carbon 
source Morococcus sp. accumulate more 
amount of lipid (0.70mL/100mL) compared 
to F. oryzihabitans and P. aeruginosa 
(0.60mL/100mL), in nitrate as nitrogen 
source which revealed that amount of lipid 
were ranged highest in Morococcus sp. 
(0.65mL/100mL) than F. oryzihabitans 
(0.55mL/100mL) and P. aeruginosa 
(0.40mL/100mL) respectively. A 
comparison to growth at pH 5.5, 7.0 and 10. 
Morococcus sp accumulates high amount of 
lipid at pH 7.0 (1.96mL/100mL) than F. 
oryzihabitans and P. aeruginosa (Table 5)  

Thin layer chromatography: TLC results 
for C/N and pH shows that sample was run 
along with standards C14, C16 and C18. F. 
orizihabitans in carbon source contains oleic 
acid (C18), in nitrate arachidonic acid (C20) 
and at pH 5.5 Myristic acid (C14) and at pH 
10 capric acid (C10). P.aeruginosa sample 
may contain linoleic acid (C20) in carbon 
source, nitrogen source and at pH 5.5 and at 
7.0 may contain eicosapentaenoic acid (C20) 
and Morococcus spin carbon source contain 
palmitic acid (C16) in carbon source, in 
nitrate arachidonic acid (C20), pH 7.0 oleic 

acid (C18) and at pH 10 may found to be 
capric acid (C10) (Fig.2 and plate 2)  

Strain improvement by mutagenesis: 
Strain improvement by mutagenesis at 
different time exposure to UV. F. 
oryzihabitans accumulates more amount of 
lipid (01.50mL/100mL) at 10 minutes, 
compared to P. aeruginosa 
(0.65mL/100mL) and Morococcus sp. 
(0.80mL/100mL) (Table 6)  

Thin layer chromatography: TLC for 
strain improvement by mutagenesis shows 
that F. oryzihabitans accumulates palmitic 
acid (C18) at 15 minutes and linolic acid 
(C18) at 10min.  P. aeruginosa may contain 
arachidonic acid (C20) at 15 min and 
eicosapentaenoic acid (C20) at 10 minutes, 
where Morococcus sp may contain 
arachidonic acid (C20)   at 10 minutes (Fig.3 
Plate 2).  

Biodiesel is a monoalkyl ester of fatty acids 
presently produced by catalytically 
transesterification (Ma and Hanna, 1999). 
Present investigation was carried on 
evaluation of oleaginous bacteria for 
biofuels production, instead of using 
vegetable oil. Soil bacteria can use for 
suitable oil because of their high oil 
productivity, the isolation and preliminary 
screening of soil bacteria by Sudan black B 
staining, reviews that three isolates are rich 
in lipids these observations concurs with 
Michael Hupfer et al.,  (2008) who has 
shown that certain bacteria are rich in lipids 
later they identified based on gram s 
staining, colony, general and biochemical 
characteristics which were correlated with 
Bergy s manual of determinative 
bacteriology and identified as Flavimonas 
oryzihabitans, Pseudomonas aeruginosa and 
Morococcus sp.     
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Table.1 Colony characteristics  

Colony characteristics 

 
Soil sample Whole 

colony 
Edge Surface Elevation Color Size Gram s 

staining 
Decomposed soil Circular Entire Smooth Low 

convex 
Yellow Medium 

(1mm) 
Gram s 
negative 
rods 

University 
campus soil 

Circular Entire 

 

Smooth Convex Orange Medium 
(1 mm ) 

Gram s 
negative 
coccobacill
us 

Kolar gold field 
soil 

Irregular Entire Smooth Convex White Medium 
(1 mm) 

Gram s 
positive 
cocci 

 

                                                        
       

Table.2 General Characteristics  

General characteristics F. oryzihabitans P. aeruginosa Morococcus sp. 

1.No. of Flagella 1 1 1 

2.PHB accumulation + + + 

3.Lipid inclusions by Sudan B 
staining 

+ + + 

4.Pigments on :    

a. Nutrient agar + + + 

b.EMB agar + + - 

5.Growth at 40C - - - 

6.Growth at 380C + + + 

7.Disc diffusion assay of antibiotic susceptibility: 

a.Chloramphenicol + + + 

b.Streptomycin + - + 

c.Penicillin - + + 

d.Gentamycin + + + 
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Table.3 Biochemical characteristics  

Biochemical tests F. oryzihabitans     P. aeruginosa Morococcus sp. 

Catalase test  + + + 

Oxidase test  - + - 

Carbohydrate fermentation  + - + 

Gas production + - + 

Mannitol motility test  + + - 

Simmon s citrate agar test  + + - 

Starch hydrolysis test  - - - 

Methyl red test  + - + 

Voges proskauer test - + - 

Urease test  - - - 

Triple sugar iron test :  

Fermentation + - + 

Oxidative decarboxylation + - + 

Gas Production + - - 

H2S production - - - 

Gelatin liquefaction test  - - - 

  

Table.4 Effect of different media on lipid concentration  

F. oryzihabitans P. aeruginosa Morococcus sp. Different 
Media OD at 

660nm 
Lipid 

concentration in 
mL/100mL 

OD at 
660nm 

Lipid 
concentration 
in mL/100mL 

OD at 
660nm 

Lipid 
concentration 

in 
mL/100mL 

Nutrient 
broth 

0.426 0.29 0.90 0.32 0.43  0.42          

Scale up 
media 

0.736 0.30 1.32 0.51 0.70 0.68 
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Table.5 Optimization of microbes in C/N ratio and different pH  

C/N ratio with 
different pH 

Carbon source Nitrogen source At Different pH 

   
OD at  
660nm

  
Lipid 

concentration 
mL/100mL 

OD at  
660nm

 
Lipid 

concentration 
mL/100mL 

OD at  660nm Lipid 
concentration 

mL/100mL 

     

5.5 7.0 10 5.5 7.0 10 

F. oryzihabitans 1.66 0.60 1.33 0.40 0.75

 

0.00

 

1.23

 

0.21

 

0.00

 

0.16

 

P. aeruginosa 1.62 0.60 1.50 0.55 0.17

 

1.26

 

0.19

 

0.04

 

0.58

 

0.14

 

Morococcus sp. 1.60 0.70 1.70 0.65 0.00

 

0.71

 

0.00

 

0.00

 

1.96

 

0.00

   

Table.6 Strain improvement by mutagenesis for lipid concentration  

UV exposed time 
                OD  660nm  Lipid concentration mL/100mL

 

Organisms 

10min

 

15min

 

30min

 

10min 15min 30min 
F. oryzihabitans

 

0.47 0.45 0.00 1.50 1.73 0.00 

P. aeruginosa 1.93 0.42 0.01 0.65 0.04 0.00 

Morococcus sp. 0.39 0.00 0.00 0.80 0.00 0.00 

 

Fig.1 Rf value of different microbes in different media           
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Fig.2 Rf value of Optimization of microbes in C/N ratio and different pH 

 

Fig.3 Effect of UV on lipid concentration  

 

Plate-1 F.orizihabitans(VO) P.aeruginosa(US) and Morococcus sp.(KGF)showing 
separation of lipids on TLC plate with standard lipids C14, C16, C18, along with other 

bacterial lipid samples which have less amount of lipid.   
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Plate-2 P. aeruginosa (a), Morococcus sp. (b) and F. orizihabitans (c) showing separation of 
lipid after optimization and strain improvement by mutagenesis on TLC plate with standard 

lipids C14, C16 and C18.  

(a)   (b) 

 

(c)  

  

These results of present work imply more 
detail studies of Bayliss and Adams 
(1972). The bacterial cultures were then 
grown in scale up media to enhance the 
lipid content which confirms the 
observation of Gopinathan (2011). The 
result shows that Morococcus sp. revealed 
more lipid than Flavimonas oryzihabitans 
and Pseudomonas aeruginosa. Concurs to 
the study of Mantel et al., (1975) the 
present study has shown that the TLC for 
lipid extracted from these isolates 
Morococcus sp. accumulates lauric acid in 
scale up and stearic acid in nutrient broth. 
In optimization studies of C/N ratio there 
is more accumulation of lipid in 
Morococcus sp. which confirms the 
observation of Di Russo and Black (1999), 

where different pH also influenced on 
lipid enhancement according to Edward et 
al., (1994). Alexander et al., (2007) 
reported that by mutagenesis it is possible 
to improve strain which accumulates more 
lipids which confirms in present study that 
F. oryzyhabitans revealed high lipid 
content than Morococcus sp.  and 
Pseudomonas aeruginosa which are 
improved by mutagenesis. Hence the soil 
bacteria can be grown in low cost 
cultivation in the laboratory, growth can 
be optimized and strains can be improved 
to provide good source of biomass to meet 
requirement of alternate fuel production in 
future.    



Int.J.Curr.Microbiol.App.Sci (2014) 3(9) 47-57   

56

 
References   

Akhil, B., Purva, L., Prabhat, N., Jha, R., 
Narain, M., (2010). Biodiesel 
production through lipase catalyzed 
transesterification. J. Mol. Catal. B: 
Enz., 59: 9 21. 

Alexander, W., Trond, E.E., Hans-Kristian, 
K., Sergey, B.Z., Mimmi, T.H, 
(2007). Bacterial metabolism of 
long-chain n-alkanes. Appl. 
Microbiol. Biotechnol., 76: 1209
1221. 

Aneja, K.R., (2006). Experiments in 
microbiology, plant pathology and 
biotechnology, 4th edition, new age 
international publishers, New Delhi. 
pp. 102 105, 110 111, 228, 242. 

Bayliss, O.B., Adams, C.W.M. (1972). 
Bromine-Sudan Black: a general 
stain for lipids including free 
cholesterol. The Histochem. J., 4: 
505 515. 

Bligh, E.G, Dyer, W.J., (1959). A rapid 
method of total lipid extraction and 
purification. Can. J. Biochem. 
Physiol., 37:911 917. 

Cappuccino, J.G., Sherman, N. (2004). 
Microbiology: A laboratory manual, 
6th addition, Pearson education 
(Singapore) Pvt. Ltd, Indian branch, 
482 FIE Patparganj, New Delhi, pp. 
143 153, 154 156, 167,181 185. 

Chen, H.C., Liu, T.M., (1997). Inoculum 
effects on the production of gamma-
linolenic acid by the shake culture of 
Cunninghamella echinualata CCRC 
31840. Enz. Microb. Technol., 21: 
137 142. 

Demisbas, A., (2009). Political, 
economical and environmental 
impact of biofuel. Appl. Energy., 1: 
108 117. 

Di Russo, C.C., Black, P.N., (1999). Long-
chain fatty acid transport in bacteria 
and yeast. Paradigms for defining the 

mechanism underlying this protein-
mediated process. Mol. Cell. 
Biochem., 192: 41 52. 

Edward Durbin, G., Celia Chen, Y., 
(1994). Effect of pH on the growth 
and carbon uptake of marine 
phytoplankton. Mar. Ecol. Prog. 
Ser., 109, 83-94. 

Fangrui, M., Milford A. Hanna., (1999). 
Biodiesel production: A review. 
Biores. Technol., 70: 1 15. 

Gopinathan, C., (2011). Central marine 
fisheries research institute. An 
article.  

Hull., (2010). Patterns of Accumulation. J. 
Mol. Catal. B Enz., 62: 9 14. 

John Holt, G., Noel Krieg, R., Peter 
Sneath, H.A., James staley, T., 
Stanely Williams, T., 1993. Bergey s 
manual of determative bacteriology, 
9th Edition, Lippincott Williams and 
Wilkins. 82. 

Joseph Gonsalves, B., (2006). An 
assessment of the biofuels industry 
in India. United Nations Conference 
on Trade and Development. 
UNCTAD/DITC/TED/2006/6. 

Kent Hoekman, S. (2009). Biodiesel in U 
S- challenges and opportunities, 
Renew. Energ., 34: 14 22. 

Kuhad, R.C., Kumar, M., Singh, A., 
(1994). A hypercellulolytic mutant 
of Fusarium oxysporum. Lett. Appl. 
Microbiol., 19: 397  400. 

Li, Y., Zhao, Z.K., Bai, F. (2007). High 
density cultivation of oleaginous 
yeast Rhodosporidium toruloides Y4 
in fed batch culture. Enz. Microb. 
Technol., 41: 312 317. 

Mantel, M.J., van LHM Riel., Buys 
Ballots, A.F.K. (1975). A rapid 
quantitative determination of 
triglycerides by means of thin layer 
chromatography. Clinica Chimica 
Acta., 63: 297 302. 



Int.J.Curr.Microbiol.App.Sci (2014) 3(9) 47-57   

57

 
Michael H., Stefanie G., Peter S., Hans-

Peter G. (2008). Methods for 
detection and quantification of 
polyphosphate and polyphosphate 
accumulating microorganisms in 
aquatic sediments. Int. Rev. 
Hydrobiol., 93: 1 30. 

Papanikolaou, S., Galiotou-Panayotou, M., 
Fakas, S., Aggelis, G. (2007). Lipid 
production by oleaginous Mucorales 
cultivated on renewable carbon 
sources. Eur. J. Lipid Sci. Technol., 
109: 1060 1070. 

Peng, X., Chen, H. (2008). Rapid 
estimation of single cell oil content 
of solid-state fermented mass using 
near-infrared spectroscopy. Biores. 
Technol., 299: 8869 8872. 

Qiang, L. Wei, D. Dehua, L., (2008). 
Perspectives of microbial oils for 
biodiesel production. Appl. 
microbial. biotechnol., 80: 749 756. 

Rainer, K., Torsten, S., Alexander S. 
(2006). Microdiesel: Escherichia coli 
engineered for fuel production. 
Microbiol., 152: 2529 2536. 

Thakur, M.S., Prapulla, S.G., Karanth, N., 
(1988). Microscopic observation of 
Sudan black staining to monitor lipid 
production by microbes. J. Chem. 
Technol Biotechnol., 42: 129 134. 

Venkata Rao, P., Kunthala, 
J., Lakshmanan, C.M., (1993). 
Production of lipase by Candida 
rugosa in solid state fermentation.  
Medium optimization and effect of 
aeration. Proc. Biochem., 28: 391
395. 

Volk, T.A., Abrahamson, L.P., White, 
E.H., Neuhauser, E., Gray, E., 
Demeter, C., Linsey, C., Jarnefeld, 
J., Anerhansley, D. J., Pellerin, R.., 
Edick, S. (2000). Developing a 
willow biomass crop enterprises for 
bioenergy and bioproducts. in the 
United States. Available online at 

https://bioenergy.ornl.gov/papers/bio
en00/volk.html 

Xin, M., Jianming, Y., Xin, X., Lie, Z., 
Qingjuan, N., Mo X., (2009). 
Biodiesel production from 
oleaginous microorganisms. Renew. 
Energy., 34: 1 5.  

//bioenergy.ornl.gov/papers/bio
en00/volk.html

