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Abstract 

Biofuel serves as an alternative energy to the common fossil fuels currently in use globally and are drawing increasing 
attention worldwide as substitutes for petroleum-derived transportation fuels to help address challenges associated 
with petroleum derived fuels. Third generation biofuels, also termed advanced biofuels, are produced from fast growing 
microalgae and are potential replacements for conventional fuels. The growth and biomass production of these 
microalgae is dependent on the conditions they are cultivated such as pH and Salinity. Cassava waste mixtures were 
cultivated on Chlorella vulgaris stock culture at different concentration ratio at ambient temperature, natural light and 
dark conditions at 670nm absorbance for 14 days. Optimum growth was obtained at 160:40 for cassava peel water to 
cassava waste water CP:CW. pH variations 6.0, 6.5, 7.0, 7.5, 8.0, 8.5 and 9.0 were checked to determine the optimum pH 
for the growth and biomass production of Chlorella vulgaris on the optimum cassava waste mixture concentration. It 
revealed that at pH 6.5, optimal growth and biomass production was achieved, minimal growth was observed at pH 8.0 
while minimal biomass was produced at pH 9.0. Salinity variations of 5, 10, 15, 20, 25, 30, 35 and 40 mg/l were used to 
determine the growth response and biomass production of Chlorella vulgaris. It revealed that salinity variation at 
10ppm will be necessary for highest growth on the cassava waste as well as in biomass production. The use of optimal 
pH and salinity can significantly increase biomass production thus enhancing biofuel production. 
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1. Introduction

Nigeria is the largest producer of cassava roots being responsible for about 20% of the total cassava product thus 
contributing its quota to the expansion of world cassava production from 200 million in 2004 to 240 million in 2009 
(1). However, if the biofuel industry is to expand in future, researchers have recognized that non-food resources should 
be used so that the biofuel industries will not compete with the food market in terms of land for cultivation (2). Due to 
major threats to the environment by cassava processing industries as a result of improper cassava waste handling, an 
increasing future demands for cassava especially in Nigeria, may become a problem. Cassava waste products contain 
essential elements such as moisture 0.82%, Ash 2.71%, crude fibre 4.40%, crude protein 2.69%, crude lipid 3.92% and 
total carbohydrate 85.46 in addition to essential ions like nitrate, sulphate and phosphorus which can be used to grow 
Chlorella vulgaris for use in biofuel production (3). 

Microalgae represent one-third (1/3) of the world’s plant biomass and its renewable energy potential can be more 
environmentally sustainable, cost effective and more profitable if combined with processes such as waste management 
and utilization (4). These microalgae in turn are used to produce various beneficial biochemicals used in food, 
aquaculture, poultry and pharmaceutical industries (5). Biomass energy of microalgae is one of the potential renewable 
energy with the advantages of rapid reproduction, simple pyrolysis process and no environmental pollution (6). 
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Microalgae biomass are important in anaerobic digestion during anaerobic biotransformation because it has high lipids, 
sugar and proteins content, and it does not contain recalcitrant lignin (7).The potential of Chlorella vulgaris to produce 
37% dry weight of starch makes it to be considered as a rising feedstock for bioethanol production (8). Methane 

production of microalgal biomass through anaerobic digestion has been examined at different temperatures, 
pretreatments and co-substrates with few reviews having detailed the utilization of the complex substrates like 
cellulose (9), domestic waste water (10), paper recycling waste water (11) and solid animal manure (12) for methane 
production. The production of biomass energy from microalgal feed stock following bioremediation of waste water also 
enhance the material cost of biofuel production (13). Microalgae can lead to the production of lipids, protein and starch 
from photosynthetic processes that utilize light and nutrients. The relative measures of these metabolic activities are 
solidly associated with biotic and abiotic conditions including: the availability of daylight; CO levels; pH; temperature 
and accessible nutrients.The biochemical composition of the microalgal cells are adverselyaffected by environmental 
conditions such as light, and temperature, the availability of non-mineral nutrients, macronutrients, and micronutrients, 
(14). The growth rate of microalgae will be fundamentally expanded at suitable conditions to generate more biomass 
(15). With the increase of pH, CO2 in water is converted to HCO3-which is the mainly existing formation of carbon in 
weak alkaline and is majorly utilized by microalgae. Salinity is another important factor that alters the biochemical 
composition of algal cells (salinity refers primarily to sodium chloride concentration unless otherwise specified). 
Exposing algae to lower or higher salinity levels than their natural (or adapted) levels can change growth rate and alter 
composition. Generally, seawater microalgae can tolerate higher salinity rather than fresh water microalgae. Microalgae 
have its own system to adjust salinity range and studies have shown that microalgae have its own optimal growth 
salinity, thus salinity levels which are higher or lower than the optimal level will be harmful to algal growing rate. 

2. Material and methods 

2.1. Sample collection  

The substrate used for this experiment are cassava peel and cassava waste water which were collected from cassava 
processing factory in Egberu-Ndoki area of Oyigbo L.G.A., Rivers state. An electric blender was used to blend the cassava 
peel into powdery form at a particulate size of 80/100 mesh after it has been washed and sundried. The microalgae 
stock culture were collected from pond water at African Regional Aquaculture Center (ARAC) in Aluu, Rivers state and 
enriched in a synthetic medium containing KNO3-0.132g, Na2SiO2-0.066g, Na2(PO4)2 -0.066g, EDTA -0.066g in one litre 
of water for 7 days (16).  

2.2. Sample preparation  

The Cassava peels were sun dried, ground into fine powder using a Panasonic electric blender, model (MX-J110P) to 
obtain a cassava peel with particle size of 80/100 mesh. Extracts were prepared by dissolving 10g of ground cassava 
peels in 100ml of distilled water as described by (17) and sterilized to destroy the pathogens and filtered using 
whatman’s filter paper (No 1) while the cassava effluent were collected, sterilized and filtered. 

2.3. Experimental studies  

Cassava waste mixtures CP:CW at 160:40 and CW:CP at 160:40 were used throughout the duration of the experiment. 
pH variations were monitored at 6.0, 6.5, 7.0, 7.5, 8.0, 8.5, and 9.0 labelled A-G at optical density of 670nm for 7days by 
adjusting the pH using 1.0M NaOH and 1.0M H2SO4. A positive control of Chlorella vulgaris grown on a novel synthetic 
medium and a negative control of the cassava waste mixture without inoculation labelled H and I was used to determine 
the effects of pH on Chlorella vulgaris cultivation from cassava waste mixture. Readings of the cell dry weight of Chlorella 
vulgaris was also taken for the 7days. Salinity variations were monitored at 5, 10, 15, 20, 25, 30, 35 and 40mg/l abelled 
J-Q at optical density of 670nm for 7days. A positive control of Chlorella vulgaris grown on a novel synthetic medium 
and a negative control of the cassava waste mixture without inoculation labelled R and S respectively was used to 
determine the effects of salinity on Chlorella vulgaris cultivation from cassava waste mixtures. Readings of the cell dry 
weight of Chlorella vulgaris was also taken for the 7days. 

2.4. Analyses 

2.4.1. Optical Density 

The Optical Density (OD) was determined using a spectrophotometer (Spectronic 721 model) set at 670nm. About 5ml 
of the growing culture were removed aseptically, placed in the cuvette after blanking and the absorbance was measured 
at 670nm.  
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2.5. Cell dry weight  

The cell dry weight was determined from the methods of (18) to estimate the quantity of microalgal biomass produced. 
5ml of the growing microalgal culture at different pH and salinity levels were harvested by centrifugation at 3000rpm 
for 10 minutes. the cells were washed three times with physiological saline and dried at 500C in a hot oven.  

2.6. Statistical Analysis 

The Statistical Package for the Social Sciences (SPSS) was used to calculate the mean and Standard Deviation (SD). The 
Post hoc test (Scheffe and Duncan) was used to test for the significant difference at p-values ≤ 0.05 within the groups 
measured at 95% confidence level. 

3. Results and discussion 

The pH and salinity variation on the growth and biomass production of Chlorella vulgaris on cassava waste are shown 
on fig. 1-8. The results showed that pH and salinity variations significantly affected the growth and biomass production 
of the microalgae. The optimal pH was 6.5 because it gave the highest absorbance and cell dry weight value while 
minimal pH was 8.5 for absorbance and pH 8.0 for biomass production as shown on figures 1-4. The result revealed that 
growth and biomass production is enhanced when pH is close to neutral conditions than when it is alkaline. 

 

Figure 1 Changes in optical density with time of Chlorella vulgaris obtained from a cassava waste mixture at various 
pH during the optimization period 

The optimal salinity condition was obtained at the salinity of 10mg/ml because it generated the highest growth when 
absorbance readings were taken and also necessitated the production of the highest biomass as shown on figures 5-8. 
The continuous increase in salinity of the cassava waste medium resulted in constant growth decline and biomass 
generation. This is because the microalgae could not respond positively to the different salt stress above 10mg/ml.  
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Figure 2 Changes in optical density of Chlorella vulgaris obtained at various pH from a cassava waste mixture during 
the optimization period 

 

 

Figure 3 Changes in cells dry weight with time of Chlorella vulgaris obtained from a cassava waste mixture at various 
pH during the optimization period 
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Figure 4 Changes in cells dry weight of Chlorella vulgaris obtained at various pH from a cassava waste mixture during 
the optimization period  

The growth response of the various pH conditions on Chlorella vulgaris cultivated on cassava waste is represented on 
fig. 1. It showed that alkaline pH disrupted the growth of Chlorella vulgaris while at pH close to neutrality, microalgal 
growth was enhanced. Microalgal response to pH showed that maximum growth was recorded at pH 6.5 and minimum 
growth at pH 8.5 for all the 7 days from the line graph on fig. 2. Biomass generation was at maximum at pH 6.5 and 
minimum at pH 8.0 as shown on fig. 3 while the pH on biomass generation for the 7 days is as represented on fig. 4. 
Maximum biomass was generated at pH 6.5 for the entire 7 days of biomass generation was monitored while the 
minimum biomass was generated at pH 7.0 at day 0, pH 8.5 and 9.0 for day 1, pH 9.0 for day 2, 3 and 4, pH 8.0 for day 5 
and 6 as shown on fig. 4. This information is indicating that alkaline conditions are not suitable for growth and biomass 
production of Chlorella vulgaris from cassava waste. 

 

Figure 5 Changes in optical density with time of Chlorella vulgaris obtained from a cassava waste mixture at various 
salinity concentrations during the optimization period 
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Figure 6 Changes in optical density of Chlorella vulgaris obtained at various salinity concentrations from a cassava 
waste mixture during the optimization period 

 

 

Figure 7 Changes in cells dry weight with time of Chlorella vulgaris obtained from a cassava waste mixture with 
various salinity concentrations during the optimization period 
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Figure 8 Changes in cells dry weight of Chlorella vulgaris obtained at various salinity concentrations from a cassava 
waste mixture during the optimization period  

The absorbance reading of the microalgal growth on different salinity concentration showed that optimal growth were 
observed at salinity concentration of 10mg/ml while minimal growth were observed at salinity concentration of 
5mg/ml as shown on fig. 5. The absorbance reading also showed that maximum growth for the various salinity 
concentration were observed at the 6th day while the minimum growth were observed on day 0 as shown on fig. 6. This 
shows that microalgal growth increased with time over the 7 days period during which growth was monitored. Biomass 
production was maximum at salinity of 10mg/ml and minimum at salinity of 30mg/ml and 35mg/ml as represent on 
the line graph of fig. 7. It was also observed that biomass generated at salinity level of 40mg/ml was higher than salinity 
level of 25, 30 and 35mg/ml. This might be that the microalgae is a halophile. Biomass production was on a steady 
increase from day 0 and the 6th day accounted for the maximum biomass production as shown on fig. 8. 

4. Conclusion 

From the results of this study, it is evident that variations in pH and Salinity significantly affected the growth and 
biomass production of Chlorella vulgaris in the mixture of cassava waste water and cassava peel water. It also reveals 
that near neutral conditions of pH 6.5 are optimal for Chlorella vulgaris cultivation and biomass production on cassava 
waste mixture than alkaline pH condition. 

Compliance with ethical standards 

Acknowledgments 

The authors are thankful to Department of Microbiology University of Port Harcourt for providing the research 
laboratory where this research work was carried out. 

Disclosure of conflict of interest 

Authors have declared that no conflict of interest exist in the work. 

References 

[1] Food and Agriculture Organization (FAO).  2011. 



International Journal of Science and Research Archive, 2021, 04(01), 171–178 

178 

[2] Doucha, J,Lívanský K, Doušková I, Zachleder V. Microalgae as a feedstock for production of bioethanol. In Proc. of 
Int. Conference Biotechnology 2008, ČeskéBudějovice, Czech republic. 2008; 13-14(2): 31-33.  

[3] Sarkiyayi S, Agar TM. Comparative analysis on the nutritional and anti-nutritionalcontents of the sweet and bitter 
cassava varieties. Adv. J. Food Sci. Technol. 2010; 2: 328334.  

[4] Agwa OK, Ibe SN, Abu GO. Economically effective potential ofChlorella sp. for biomass and lipid 
production.Journal of Microbiology and Biotechnology Research. 2012; 2(1): 35-45.  

[5] Anand MN. Microalgal bioremediation of nutrients in wastewater and carbondioxide in flue gas. An M.Sc. Thesis 
of Graduate school of the Missour University of Science and Technology. 2010; 3- 78.  

[6] Hu FQ, Hou X, Wu QY. Renewable bioenergy from the production of microalgae pyrolysis: a review. Journal of 
Liaoning University (Natural Science Edition). 1999; 26: 182-187.  

[7] Posten C, Schaub G Microalgae and terrestrial biomass as source for fuels—a process view. J Biotechnol. 2009; 
142:64–69.  

[8] Jasim MS, Maysam AM. Bioethanol production from green algae Chlorella vulgaris under different concentrations 
of nitrogen. Asian Journal of Natural & Applied Science. 2014; 3(3):27-36. 

[9] Rismani-Yazdi H, Christy AD, Dehority BA, Morrison M, Yu Z, Tuovinen OH Electricity generation from cellulose 
by rumen microorganisms in microbial fuel cells. BiotechnolBioeng. 2007; 97:1398–1407.  

[10] Liu H, Logan BE Production of electricity during wastewater treatment using a single chamber microbial fuel cell. 
Journal of Environmental science and technology. 2004; 38(9):2281-2285.  

[11] Huang L, Logan BE Electricity generation and treatment of paper recycling wastewater using a microbial fuel cell. 
ApplMicrobiolBiotechnol. 2008; 80:349–355.  

[12] Zheng X, Nirmalakhandan N Cattle wastes as substrates for bioelectricity production via microbial fuel cells. 
Biotechnol Lett. 2010; 32:1809–1814.  

[13] Zheng J, Hao JM, Wang B, Shui C. Bioremediation of aquiculture wastewater by microalgae 
Isochrysiszhanjiangensis and production of the biomass material. Key Eng. Materials. 2011; 460-461: 491-495.  

[14] Fábregas J, Maseda A, Domínguez A, Otero A. The cell composition of Nannochloropsis sp. changes under different 
irradiances in semicontinuous culture. World J. Microbiol. Biotechnol. 2004; 20: 31–35.  

[15]  Zeng Y, Ji XJ, Lian M, Ren LJ, JinLJ, Ouyang PK, Huang H. Development of a temperature shift strategy for efficient 
docosahexaenoic acid production by a marine fungoid protist, Schizochytrium sp. HX-308. Appl. Biochem. 
Biotech. 2011;164(3): 249-255.  

[16] Agwa OK, Neboh HA, Ossai-Chidi L N,Okoli MC. Cultivation of microalgal using cassava waste as a growth media. 
Journal of Algal Biomass Utilization. 2014; 5(2):8-19.  

[17] Pothiraj C, Arun A,Eyini M. Simultaneous saccharification and fermentation of cassava waste for ethanol 
production. Biofuel Research Journal. 2015;(5): 196-202.  

[18] Anaga A, Abu GO. A laboratory scale cultivation of Chlorella and Spirulina using waste effluents from a fertilizer 
company in Nigeria. Bioresource Technology. 2006; 58: 9395. 


