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Abstract. The interest in using biolipids of microalgae as feedstock for biodiesel production has increased currently, 

due to algae have nutritional needs relatively simple, its production does not compete with the food production, 

cultivation has no rotation, etc. Among the stages that involve the production of microalgae, recovery of the biomass 

from the medium, due to the small size of microalgae, can become tricky and expensive depending upon the desired 

efficiency and volumes involved. Although recovery by flocculation of the biomass be a viable procedure, depending 

the of flocculant and of the amount added to the cultivation, these can damage cells causing loss of cellular substances 

of interest, as lipids. In order to evaluate the efficiency of the biomass recovery the microalgae Scenedesmus sp. by 

flocculation an cultivation of microalgae was flocculated with ferric chloride (FeCl3) and sodium hydroxide, (NaOH), 

compared with a process of cells recovering by centrifugation at 7000 rpm, in terms of cells residual present in the 

clarified medium and the amount of lipids present in the recovered biomass. The flocculation process with FeCl3 with 

concentration in sample of 0.2 mmol
-1

 showed an efficiency of 96.79% recovery of cells the medium, while the process 

of flocculation with NaOH with concentration in sample of 8 mmol.L
-1

 allowed recovering 93.50% and the 

centrifugation 91.71% of the cells. To the comparing of lipid content present in the biomass recovered by flocculation 

with the recovered by centrifugation, the flocculation with NaOH 8 mmol.L
-1

 showed significant variations unlike to 

the flocculation with FeCl3 0.2 mmol.L
-1

. 
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1. INTRODUCTION 
 

The search for substitute sources of energy from fossil fuels by biodiesel has increased, because biodiesel has 

technical advantages over diesel as lower flash point, reducing the release of sulfur and carbon monoxide, contains no 

aromatic hydrocarbons and other chemicals harmful to health and the environment, it is renewable, biodegradable, can 

be obtained in a sustainable manner, etc. (Beltrão, 2008; Huang, et. al., 2010). 

When used vegetable oil from oil plants in the biodiesel production, the cost of raw material varies around of 70-

85% of the total production cost (Meng et al., 2009). The use of grain for the production of biodiesel tends to increase 

the cost of the raw material always, due to generated competition with the food production. 

However, the higher plants can be replaced by microalgae, which are microscopic organisms, unicellular autotrophic 

found in both water as in soil. Among the metabolic products of microalgae are proteins, carbohydrates, nucleic acids, 

vitamins and lipids (Derner et al., 2006; Mallick et al., 2011; Spolaore et al., 2006). Algae are photosynthetic organisms 

that have cellular growth the faster, they can consume about two tons of CO2 to produce one ton of biomass (Mallick et 

al., 2011). 

The advantages use of microalgae as raw material for the biodiesel production  consisting in: uniformity of the 

organism, contrary to the plants that presents leaves, stems, fruits, seeds and roots that must be separated before the 

extraction of fatty acids. The cultivation requires less monetary investment for its production, use of land unsuitable for 

agriculture, when grown in photobioreactor compact, allows reduces the areas of crops and also participate in the 

capture of carbon dioxide from a pollutant source. As amount of stored lipids by microalgae is superior to plant 

oilseeds, reduces the area of investment and cost as a feedstock. Also the residual biomass of the lipids extraction of 

microalgae can be used in other productive processes for get products with high added value (pharmaceutical, 

cosmetics, food, etc.) well as, biogas generate in digester (Hundt; Reddy, 2011; Chisti, 2007). 

Of the steps involving the production of microalgae, the cells separation of the medium, due that density of the cells 

is similar to water, the dilution of crops and the size of the microalgae (3-30 mm of diameter), may represent a step 

laborious, long or even expensive, depending upon the desired efficiency and volumes involved. And the cost of 

recovery of biomass can represent 20-30% of the total biomass production (González-Fernández, 2012; Lourenço, 

2006; Grima et al, 2003). 
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The recovery of the biomass consists of removal of the microalgae of the culture medium, can be performed by 

physical systems. The physical systems traditional are the centrifugation, filtration and sedimentation, in which there is 

a considerable time or energy expenditure. These systems may be associated with a system physic – chemical, 

traditionally coagulation / flocculation, in order to increase the rate of removal of the solid particles, reduce the time and 

energy expenditure. 

The flocculation is performed to increase the effective size of the particles and increase the rate of sedimentation, 

well as, centrifugation and filtration (Grima et al, 2003). Is a process viable for recovering biomass, however, 

depending on the chemical characteristics of the flocculant agent, this can damage the cells, causing loss of cellular 

substances of interest (Lee et al, 2009). 

The cultivation of microalgae in photobioreactor of high rate, aimed at producing biodiesel, requires a biomass 

retrieval system that enables fast and efficient recovery of cells without occurs loss of lipid content of the same. Thus, 

this study sought evaluates the efficiency of the flocculation with ferric chloride and sodium hydroxide as recovery 

process of biomass, aimed obtaining lipids. 

 

2. METHODOLOGY 
 

The cultivation of microalgae Scenedesmus sp. used in flocculation tests, was carried on the NPDEAS in culture 

medium Guillard “F/2” modified Lourenço (2006), without photoperiod in Elenmeyer balloon of 2 liters, with aeration 

of 0.17 L.s
-1

 per liter of culture and temperature of 17 ± 0.2 °C by nine days. 

The recovery process of the culture medium by flocculation / sedimentation was set from tests, in duplicates, with 

two different flocculants, ferric chloride (FeCl3) and sodium hydroxide (NaOH), keeping fixed the time and the stirring 

conditions in the following ranges: rapid stirring of 500 rpm for 5 seconds, slow stirring of 250 rpm for 5 minutes and 

10 minutes of sedimentation. The amount of flocculant added to the samples of cultures was changed, as shown the 

Tab. 1, in order to define the most efficient concentration. 

 

Table 1. Volume of flocculant and concentration in sample 

 

Flocculant Concentração – mmol.L-1 

NaOH 

4 

6 

8 

FeCl3 

0.1 

0.2 

0.3 

 

Centrifugation was used as reference biomass recovery process, in order to compare the efficiency of the flocculant 

analyzed. Therefore, samples of the same cultivation of microalgae were centrifuged for 15 minutes at 7000 rpm and 

maintaining the temperature fixed at 4 °C (Soares, 2010). 

To define the concentration of flocculant optimal for recovering biomass, were compared absorbance values, 

reading held in wavelength of 540 nm, of the clarified of the samples flocculated with the value obtained in the clarified 

of the sample centrifuged. The efficiency of each process was defined, based on the absorbance of the culture to be 

flocculated, according to the equation: 

 

100.1(%)
2
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−=

A

A
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where: 

A1 – absorbance of clarified medium; 

A2 – absorbance of cultivation; 

 

The most effective process (has capacity to recover the biomass and does not damage the cells) was determined 

from the lipid content found in the recovered biomass, in each of the flocculation processes, compared with results 

obtained in the process of centrifugation. The lipid content was determined using the method of Bligh & Dyer adapted 

from Rodriguez et al. (2007). 

 

3. RESULTS AND DISCUSSION 
 

To set the process of recovering the biomass microalgae Scenedesmus sp. by flocculation / sedimentation with high 

efficiency, one culture was used to conduct the tests of centrifugation, flocculation with FeCl3 and NaOH. 
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Figure 1 shows the absorbance value and pH of the medium clarified with NaOH for each concentration of 

flocculant utilized, as flocculation process with NaOH occurs by means of increasing the pH of the solution, to obtain a 

high removal of cell culture was necessary increasing the pH of the sample in 3.43, due to the initial pH of the sample 

be alkaline (8.37). It is observed that the flocculant concentration in the sample equal to 8 mmol.L
-1

 (Fig. 1 and 2) 

showed significant recovery of the cells when compared with sample of 4 and 6 mmol L
-1

. 

 

 
 

Figure 1. Absorbance variation of clarified medium in function of concentration increase of NaOH in solution. 

 

 
A 

 
B 

 

Figure 2. Recovery of cells by flocculation – A: NaOH – 4; 6 and 8 mmol.L
-1

; B: FeCl3 – 0.1; 0.2 and 0.3 mmol.L
-1

. 

 

As the process of recovery with FeCl3 cells by flocculation occurs by charge neutralization, the pH variation in the 

clarified medium (Fig. 3) is small, ± 1.51, and in function of the FeCl3 be an acid salt. The greatest recovery of cells was 

observed in the sample with a concentration of flocculant equal to 0.2 mmol.L
-1

 of FeCl3 (Fig. 2 and 3), because, the 

sample with 0.3 mmol.L
-1

 showed an increase in absorbance value, indicating the loss of ability to recover biomass or 

excess iron in solution. 

Figure 4 shows the effectiveness, of each evaluated process, to clarify the cultivation of microalgae and Table 2 

shows the percentage recovery biomass, calculated from the absorbance of the clarified medium, both processes show 

efficiency greater than 90%, but with FeCl3 flocculation efficiency was 96.8%. According to Kim et al. (2011) the best 

recovery of cells from cultures of Scenedesmus sp. occurs with combination of cationic coagulant and the achieved 

maximum efficiency was of 91.3% for flocculation with calcium chloride and ferric chloride at a concentration of 9.6 

mmol L
-1

 and 0.22 mmol L
-1

, respectively. 
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Figure 3. Absorbance variation of clarified medium in function of concentration increase of Fecl3 in solution. 

 

 

 

Figure 4. Efficiency in clarification of the cultivation medium by centrifugation, flocculation with FeCl3 – 0.2 mmol.L
-1

 

and with NaOH – 8 mmol.L
-1

. 

 

Table 2. Efficiency of the recovery of biomass. 

 

Process % 

Centrifugation 91.7 

Flocculation with NaOH – 8 mmol.L
-1

 / sedimentation 93.5 

Flocculation with FeCl3. – 0.2 mmol.L
-1 

/ sedimentation 96.8 

 

Efficacy the evaluation of the flocculation processes (Fig. 5) with NaOH and FeCl3 allowed identified a loss of 

lipids in the recovered biomass of 20 and 3%, respectively, compared to the lipid content found in the biomass 

recovered by centrifugation. 
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Figure 5. Lipid content in biomass recovered by centrifugation, flocculation with FeCl3 0.2 mmol.L
-1

 and with NaOH 8 

mmol.L
-1

 

 

Based on the outcome of the Student’s t-test (Tab. 3) observed that there were significant variations between the 

results of total lipids of the biomass samples recovered by flocculation with NaOH and centrifuged, indicating that 

sodium hydroxide is aggressive to cells, unlike the ferric chloride, whose results of total lipids did not show significant 

variations when compared with the results of the samples centrifuged. Allowing said that the use of NaOH as flocculant 

agent is not feasible to recovery cells from of the microalgae Scenedesmus sp. to obtain lipids. 

 

Table 3 – Comparison between centrifugation and flocculation 

 

 Student’s t - test 

Centrifugation – FeCl3 0,461 (p > 0,05) 

Centrifugation – NaOH 0,002 (p < 0,05) 

 

4. CONCLUSION 

 
When the lipids from microalgae are used to produce biodiesel, the process of flocculation becomes more interesting 

than the centrifugation, because the expenditure of energy to this process will be considerably greater than that spent by 

flocculation. The evaluation of the system flocculation / sedimentation, conducted in this research, showed to be 

effective as a process of recovering biomass crops microalgae Scenedesmus sp., allowing remove more cells than the 

centrifugation. As the biomass recovered with ferric chloride not presents significant variation when compared to the 

centrifugation in terms of lipid, it can be stated that the ferric chloride has the potential to recover the biomass from the 

microalgae Scenedesmus sp. without losses of the lipid content of the cells. 

 

5. ACKNOWLEDGEMENTS 
 

The authors are grateful for the support of PIPE, CAPES, UFPR and NILKO. 

 

6. REFERENCES 

 
Beltrão, N. E. M. and Oliveira, M. I. P., 2010. “Oleaginosas e seus óleos: vantagens e desvantagens para produção de 

biodiesel”. EMBRAPA, Campina Grande, PB, Brazil. 

Derner, R. B. et al., 2006. “Microalgas, produtos e aplicações”. Ciência Rural, Vol. 36, No. 6, pp. 1959-1967. 

Chisti, Y., 2001. “Biodiesel from microalgae”. Biotechnology Advances, Vol. 25, pp. 294-306. 

González-Fernández, C. et al., 2012. “Impact of microalgae characteristics on their conversion to biofuel. Part I: Focus 

on cultivation and biofuel production”. Biofpr, Vol. 6, pp. 105 – 113. 

0

5

10

15

20

25

30

35

40

45

Centrifuged FeCl3 NaOH

L
ip

id
 c

o
n

te
n

t 
-

%

FeCl3 



Proceedings of the ENCIT 2012                                                                   14
th 

Brazilian Congress of Thermal Sciences and Engineering 
Copyright © 2012 by ABCM November 18-22, 2012, Rio de Janeiro, RJ, Brazil 

 

Grima, E. M., Belarbia, E-H., Fernández, F. G. A, Medina, A. R., Chisti, Y.,2003. “Recovery of microalgal biomass and 

metabolites: process options and economics”. Biotechnology Advances, Vol. 20, pp. 491-515. 

Huang, G. H., Chen, F., Wei, D., Zhang, X. W., Chen, G., 2010. “Biodiesel production by microalgal biotechnology”. 

Applied Energy, Vol. 87, pp. 38-46. 

Kim, D.G., La, H. J., Ahn, C. Y., Park, Y. H., Oh, H. M., 2011. “Harvest of Scenedesmus sp. with bioflocculant and 

reuse of culture medium for subsequent high-density cultures”. Bioresource Technology, Vol. 120, pp 3163-3168. 

Lee, A. K., Lewis, D. M., Ashman, P. J., 2009. “Microbial flocculation, a potentially low-cost harvesting technique for 

marine microalgae for the production of biodiesel”. J Appl Phycol, Vol. 21, pp. 559-567. 

Lourenço, S.O., 2006. “Cultivo de Microalgas Marinhas – princípios e aplicações”. RiMa, São Carlos, SP, Brazil. 

Mallick, N. et al., 2012. “Green microalga Chlorella vulgaris as a potential feedstock for biodiesel”. J Chem Technol 

Biotechnol, Vol. 87, pp.137 – 145. 

Meg, X., Yang, J., Xu, X., Zhang, L., Nie, Q., Xian, M..,2009. “Biodiesel production from oleaginous microorganisms”. 

Renewable  Energy, Vol.34, pp. 1-5. 

Rodríguez, J. A., Palau, L. C., López, M. O. A., 2007. “Extracción y cuantificación de lípidos”. In: Métodos y 

Herramientas Analíticas en la Evaluación de la Biomasa Microalgal.  Centro de Investigaciones biológicas Del 

Noroeste (CIBNOR), La Paz, México,  pp. .47 – 57. 

Soares, D., 2010. “Avaliação do Crescimento Celular e da Produtividade de Lipídeos de Microalgas Marinhas em 

Diferentes Regimes de Cultivo”. MSc. Dissertation, Universidade Federal do Paraná, Curitiba, PR, Brazil. 

Spolaore, P. et al., 2006. “Commercial Applications of Microalgae”. Journal of Bioscience and Bioengineering, Vol. 

101, No. 2, pp. 87-96. 

 

7. RESPONSIBILITY NOTICE 
 

The authors are the only responsible for the printed material included in this paper. 


