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ABSTRACT 
 

The study was carried out to investigate the capability of some fungal species to remove heavy 
metals (Pb, Zn, Cr and Cd) from Kaduna Refinery and Petrochemical Company (KRPC) effluent. 
The three most tolerant fungi (Aspergillus niger, Aspergillus flavus and Microsporum nanum) 
isolated from the refinery effluent in a previous study were used for the removal of heavy metals. A 
seven (7) day old spore suspension of A. niger, A. flavus and M. nanum were inoculated in the 
medium of 250 ml Erlenmeyer’s flask containing 100 ml of effluent, enriched with 15 ml of peptone 
water and 1% (5 ml) of glucose as carbon source. Inoculated samples were incubated at 27� with 
control containing 100 ml effluent without fungi spores. All the flasks were incubated at 27� for 240 
hours in a rotary shaker (150 rpm) to check fungal growth and its uptake and removal abilities. The 
removal level was determined using Atomic Absorption Spectrophotometer (AAS) before and after 
inoculation of the effluents with the three most tolerant fungal isolates (A. niger, A. flavus and          
M. nanum). A. niger showed removal efficiency of Cd (90.72%), followed by Zn (72.40%), Pb 
(67.23%) and Cr (51.25%) in that order. M. nanum removed high percentage of Cd (87.83%), 
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followed by Pb (74.09), Zn (64.51%) and (46.99%). A. flavus showed high removal efficiency of Cd 
(87.63%), followed by Zn (64.63%), Pb (64.195) and Cr (49.66%). The results suggest that                          
A. niger, A. flavus and M. nanum indigenous to refinery effluent could be used in bioremediation 
works to remove heavy metals. 
 

 
Keywords: Heavy metal; removal efficiency; fungal isolates refinery effluent; bioremediation. 

 
1. INTRODUCTION 
 
The environment consists of various components 
which include the physical, the biological and the 
socioeconomic components. All these are 
interrelated and coexist in harmony in a natural 
balance. This relationship is maintained through 
a natural equilibrium that ensures that whatever 
is taken up from the environment is naturally 
returned to it and compensated. However, as 
man’s need and ability to use the natural 
resources increases, the environment’s ability to 
naturally compensate for changes become too 
drastic for the natural recovery capacity of the 
environment. Thus, degradation sets in through 
the rapid exploitation and use of environmental 
resources by man [1]. Recently, awareness had 
risen that unless this trend is checked, the future 
of man is doomed. As a result, man has 
attempted to practice sustainability through which 
he tries to return whatever he uses from the 
environment directly or indirectly. This has seen 
the introduction of numerous measures among 
which are physical, chemical and biological 
means to reduce this environmental degradation 
[2]. Among these biological means is the 
bioremediation via bioaugumentation. Hence, 
bioremediation provides an environmentally 
sustainable means to decontaminate heavy 
metals in the effluent or even in the soil. 
 
The ability of microorganisms to take up heavy 
metals has been demonstrated for some time             
[2-8]. Microbial biomass can be used to 
decontaminate metal bearing wastewaters as 
well as to concentrate metals. The nature of 
biological surfaces is such that different 
functional groups form complexes with metal ions 
[9], resulting in chemical complexation as an 
uptake mechanism. Metal uptake can also be 
due to physical sorption or bioaccumulation [10]. 
 
Use of wastewater in agriculture has increased in 
recent years due to inherent treatment capacity 
of soil and high contents of major and 
micronutrients in it. However, waste water, 
particularly from some industries contains high 
concentration of heavy metals which may 
eventually accumulate in human beings and 

animals through the food chain. Therefore, it is 
desirable to remove these heavy metals from 
wastewater through low cost technology before 
its use in agriculture [11]. This study was 
conducted to evaluate the efficiencies of A. niger, 
A. flavus and M. nanum to remove heavy metals 
from raw and Untreated effluent of Kaduna 
Refiney and Petrochemical Company (KRPC). 
 
2. MATERIALS AND METHODS 
 
2.1 Collection of Samples 
 
Samples of industrial effluents were collected in 
twelve (12) sterilized containers; 3 per sampling 
point from treatment plants at the Kaduna 
Refinery and Petrochemical Company (KRPC), 
The effluent samples were collected from four 
locations; at Point A (Untreated waste water 
channel), Point B (waste water retention pond), 
Point C (upstream of River Romi, where the 
discharge passes through), and Point D 
(downstream of River Romi). The samples were 
properly labeled before transporting them in an 
ice box to the laboratory. Isolation and analysis 
of the initial heavy metals were carried out 
immediately to avoid any contamination or 
deterioration in the samples. 
 
2.2 Isolation of Fungal Species 
 
Isolation of fungi was done in accordance with 
the methods of [12]. The sample containers were 
set and allowed to stand at room temperature on 
a thoroughly disinfected laboratory work bench 
for 30 minutes to concentrate the sample by 
sedimentation. The supernatants were decanted 
to about 50 ml volume followed by rigorous 
shaking to resuspend the sediments. Ten (10) 
militers of each sample were placed in duplicate 
sterile centrifuge tubes and spinned at 250 rpm 
for 10 minutes to further concentrate the fungal 
propagules present in the samples. 0.1 ml aliquot 
of the suspensions were spread inoculated on 
duplicate plates of freshly prepared potato carrot 
agar (PCA) and potato dextrose agar (PDA) with 
7.5% Nacl supplemented with 50 µg/l of 
chloramphenicol to suppress bacterial growth 
using sterile bent glass rod. All inoculated plates 



 
 
 
 

Abdulmajeed et al.; JABB, 6(3): 1-6, 2016; Article no.JABB.25751 
 
 

 
3 
 

were incubated aerobically at room temperature 
(30�) in disinfected dark cupboard for 7 days. 
 
2.3 Identification of Fungal Species 
 
Fungal species isolated from the various 
samples analysed were identified based on the 
micromorphological characteristics. Criteria such 
as presence or absence of septation, presence 
of foot cell at the base of conidiophores, 
chlamydospores, and structures of asexual 
fruiting bodies, production of micro and / or 
macroconidia. Lactophenol cotton blue was used 
for staining followed by microscopy and the 
viewed structures identified were aided by fungi 
identification guide of [13]. 
 
2.4 Preparation of Metal Solution 
 
Stock solution of 1000 mg/l Pb, Zn, Cd and Cr 
were prepared by dissolving analytical grade 
salts of (CH3COO)2Pb.3H2O, ZnSO4.6H2O, CdCl2 
and K2Cr2O7 Separately in 1 L sterile distilled 
water. The desired (5, 10 and 15 µg/ml) 
concentrations of heavy metal solutions were 
prepared from stock solutions [14]. 
 
2.5 Analysis of Heavy Metal Contents 
 
The metal content in the effluent medium was 
estimated by acid digestion with HCl and HNO3 
(1:3). When brownish fumes were evident, the 
containers were cooled and the content was then 
filtered with Whatman No. 1 filter paper and the 
volume was made to 50 ml by adding sterile 
distilled water. The digested samples were then 
analysed for heavy metal content using Atomic 
Absorption Spectrophotometer (AAS), AA 500 
model, pg Instruments. London, England. 
 
2.6 Remediation Studies 
 
Seven (7) day old spore suspension of 
Aspergillus niger, Aspergillus flavus and 
Microsporum nanum were inoculated at an 
inoculum level of 1.5×104 spores/ml of medium in 
250 ml Erlenmeyer’s flasks containing 100 ml of 
effluent, enriched with 15 ml of peptone water 
and 1% (5 ml) glucose as carbon source [15]. 
Inoculated samples were incubated at 27� with 
control containing 100ml effluent without fungi 
spores. All the flasks were incubated at 27� for 
240 hours in a rotary shaker (150 rpm) to check 
fungal growth and its uptake and removal 
abilities. Similar method was also used by [16]. 

Removal Efficiency of the test fungal isolates 
were calculated using the following formula: 

 

R=��� � ��
��

� × 100      

 
Where; 
 

R= percentage of metal removal by the 
fungal biomass (%) 

� = Initial conc. of metal species (mg/l) 
��= final conc. of metal species (mg/l). 

 
2.7 Data Analysis 
 
Data collected were subjected to Analysis of 
Variance (ANOVA) and where significant 
differences were observed between the 
treatments, Duncan’s Multiple Range Test 
(DMRT) was used to separate the means. 
 
3. RESULTS AND DISCUSSION 
 
Heavy metal removal efficiency by these studied 
fungi (tolerant fungi) was summarized in Fig. 1 as 
mean heavy metal removal efficiency. Removal 
efficiency was recorded for A. niger as 67.23%, 
72.40%, 90.72%, and 51.25%. while A. flavus 
had removal efficiency of 64.19%, 64.63%, 
87.63% and 49.66%; M. nanum was also found 
to have removal efficiency of 74.09%, 64.51%, 
87.83% and 46.99% for Pb, Zn, Cd and Cr 
respectively (Fig. 1). A. niger appeared to be 
most efficient in this figure but statistically no 
significant (P>0.05) difference existed among the 
three species in heavy metal removal (Table 1) 
with mean total of 0.22, 0.21 and 0.22 mg/l. for  
A. niger, A. flavus and M. nanum respectively. 
The total mean removal efficiency of 70.40, 
66.54 and 68.35% was also observed for                       
A. niger, A. flavus and M. nanum respectively               
(Fig. 1). 
 
The fungi selected in this study have shown 
unique biomass production characteristics and 
easily cultured in simple growth media. The 
heavy metals present in low concentration in 
refinery effluent can be removed by indigenous 
fungi isolated from the effluent itself. Similar 
report was made by Hakeem and [17], where 
they worked with indigenous fungi isolated from 
waste water of paper mill effluent. The fungi,              
A. niger and A. flavus have been studied as a 
potential biomass for the removal of heavy 
metals from the aqueous solution of solid 



Fig. 1. Heavy metal removal efficiency by the three fungi species from 

Table 1. Heavy metal removal by the three most resistant fungi species isolated 

 
Fungal isolates 

Lead 
Aspergillus niger 0.22±0.07
Aspergillus flavus 0.20±0.06
Microsporun nanum 0.25±0.08
P value 0.872ns

Means with the same superscripts are not significantly different at P

 
media [18]. Also the ability of fungi to secrete a 
wide range of extracellular enzymes in their 
growth media or environments have been 
advanced as an explanation of capacity to grow 
on a wide range of carbon source [19].
 
The statistical analyses revealed that 
no significant difference (P>0.05) between 
A. niger and M. nanum in biomass production. 
This may probably due the fact that both 
organisms produced the same metal complex 
with thiol species and in turn sto
vacuoles [20,21]. 
 
There was a general high metal removal 
efficiency of fungi with heavy metals. The 
efficiency of these fungi was more pronounced in 
Cd than in any other metals by the organisms. 
Bioremediation depends on inherent capacity of 
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metal removal efficiency by the three fungi species from KRPC refinery effluent

 
metal removal by the three most resistant fungi species isolated 

from KRPC refinery effluent 

Heavy metal removal (mg/l) 
Zinc Cadmium Chromium 

0.22±0.07a 0.08±0.02a 0.46±0.06a 0.12±0.03a 
0.20±0.06a 0.08±0.02a 0.45±0.06a 0.12±0.03a 
0.25±0.08a 0.07±0.02a 0.45±0.06a 0.11±0.03a 
0.872ns 0.942ns 0.988ns 0.957ns 

Means with the same superscripts are not significantly different at P≥0.05 
ns= not significant 

[18]. Also the ability of fungi to secrete a 
wide range of extracellular enzymes in their 
growth media or environments have been 
advanced as an explanation of capacity to grow 
on a wide range of carbon source [19]. 

The statistical analyses revealed that there was 
no significant difference (P>0.05) between               

in biomass production. 
This may probably due the fact that both 
organisms produced the same metal complex 
with thiol species and in turn stored in the 

There was a general high metal removal 
efficiency of fungi with heavy metals. The 
efficiency of these fungi was more pronounced in 
Cd than in any other metals by the organisms. 
Bioremediation depends on inherent capacity of 

a biosorbent for several type
ions for carrying specific affinity for 
particular metal [22]. Those organisms may have 
had this specific affinity for Cd. Carboxyl, 
phosphate and hydroxyl groups are involved in 
the binding of heavy metals to fungal cells. 
These sites have high and more covalent affinity 
towards toxic transition metal ions (Pb, Zn, Cd 
and Cr). 
 
4. CONCLUSIONS 
 
From the results obtained from the three fungal 
species tested, A. niger, A. flavus and 
M. nanum, it was deduced that they removed 
substantial amount of heavy metals from the 
refinery effluent. The three species are viable 
abd capable of carrying out bioremediation work. 
Of all the three, A. niger is most efficient in heavy 

Zn Cd Cr

Heavy Metals (mg/l)

Aspergillus niger

Aspergillus flavus

Microsporun nanum

 
 
 
 

Article no.JABB.25751 
 
 

 

refinery effluent 

metal removal by the three most resistant fungi species isolated  

Average 

0.22±0.03a 
0.21±0.03a 
0.22±0.03a 
0.973ns 

a biosorbent for several types of metal                        
ions for carrying specific affinity for                                      

. Those organisms may have 
had this specific affinity for Cd. Carboxyl, 
phosphate and hydroxyl groups are involved in 

nding of heavy metals to fungal cells. 
These sites have high and more covalent affinity 
towards toxic transition metal ions (Pb, Zn, Cd 

From the results obtained from the three fungal 
A. niger, A. flavus and                

it was deduced that they removed 
substantial amount of heavy metals from the 
refinery effluent. The three species are viable 
abd capable of carrying out bioremediation work. 

is most efficient in heavy 

Aspergillus niger

Aspergillus flavus

Microsporun nanum
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metal removal and therefore is cost effective to 
use in any bioremediation of polluted water. 
 
COMPETING INTERESTS 
 
Authors have declared that no competing 
interests exist. 
 
REFERENCES  
 
1. Shazia I, Kausar P, Naila S, Kanwal W, 

Ijaz A.  Iftikhar A. Tolerance potential of 
different species of Aspergillus as 
bioremediation tool comparative analysis. 
Journal of Microbiology Research. 2013;1-
8. 

2. Da Costa AC, Dutta FP. Bioaccumulation 
of copper, zinc, cadmium and lead by 
Bacillus sp; Bacillus cereus, Bacillus 
sphaericus and Bacillus subtilis. Brazilian 
Journal of Microbiology. 2001;32:1-5. 

3. Filipovic-Kovacevic Z, Sipos L, Briski F. 
Biosorption of chromium, copper, nickel 
and zinc ions onto fungal pellets of 
Aspergillus niger 405 from aqueous 
solutions. Food Technology and 
Biotechnology. 2000;38:211-216. 

4. Yalcinkaya Y, Arica MY, Soyal L, Denizli A, 
Genc O, Bektas S. Cadmium and mercury 
uptake by immobilized Pleurotus sapidus. 
Turkish Journal of Chemistry. 2002;26: 
441-452. 

5. Hussein H, Ibrahim SF, Kandeel K, 
Moawad H. Biosorption of heavy metals 
from wastewater using Pseudomonas sp. 
Electronic Journal of Biotechnology. 2004; 
7(1):38-42. 

6. Preetha B, Viruthagiri T. Biosorption of zinc 
(II) by Rhizopus arrhizus: Equilibrium and 
kinetic modeling. African Journal of 
Biotechnology. 2005;4:506-508. 

7. Banerjee S, Gothawal R, Sahu PK, Shweta 
S. Microbial observation in 
bioaccumulation of heavy metals from the 
ash dyke of thermal power plants of 
Chhattisgarh, India. Applied Microbiology 
and Biotechnology. 2015;6:1-7. 

8. Diao N, Wu X, Zang J. Aspergillus niger 
pellets absorbed Bacillus sp. isolated                   
from soyabean wastewater sludge. 
Advances in Applied Biotechnology. 
2015;333:255-264. 

9. Huang B, Guo J, Yi B, Yu X, Sun L, Chen 
W. Heterologous production of secondary 
metabolites as pharmaceuticals in 
Saccharomyces cerevisiae. Biotechnology 
Letters. 2008;30(7):1121–1137. 

10. Ezeonuegbu BA, Machido DA, Yakubu SE. 
Assessment of the potential of fungal 
species in the bioaccumulation of Pb, Ni 
and Cd from refinery effluent. Unpublished 
M. Sc thesis. Department of Microbiology, 
Ahamadu Bello University, Zaria. 2015;1-
135. 

11. Joshi PK, Anand S, Sonu M, Raman K, 
Namita S. Bioremediation of heavy metals 
in liquid media through fungi isolated from 
contaminated sources. Indian Journal of 
Microbiology. 2011;51(4):482–487. 

12. Ezeonuegbu BA, Machido DA, Yakubu, 
SE. Resistance to some heavy metals 
among fungal frora of raw refinery effluent. 
Journal of Applied Science and 
Environmental Management. 2014;18(4): 
623-627. 

13. Larone H. A guide to fungi identification. 
American Society for Microbiology, 
Washengton, DC. 2002;1-111. 

14. Thippeswamy B, Shivakumar CK, 
Krishnappa M. Bioaccumulation potential 
of Aspergillus niger and Aspergillus flavus 
for removal of heavy metals from paper 
mill effluent. Journal of Environmental 
Biology. 2014;33:1063-1068. 

15. Benazir JF, Suganthi R, Rajvel D, Padmini 
MP, Mathithumilan B. Bioremediation of 
chromium in tannery effluent by microbial 
consortia. African Journal of 
Biotechnology. 2010;9(21):3140-3143. 

16. Zaied KA, Abd El-mageed HN, Fayzalla 
EA, Sharief AE, Zehry AA. Enhancement 
biosorption of heavy metals from factory 
effluents vi recombinants induced yeast 
and bacteria. Australian Journal of Basic 
and Applied Science. 2008;2(3):701-717. 

17. Bhatnagar S, Hakeem AS. Heavy metal 
reduction pulp and paper mill effluent by 
indigenous microbes. Asian Journal 
Experimental Biological Sciences. 2010;1: 
201-203. 

18. Srivastava S, Thakur IS. Biosorption 
potency of Aspergillus niger for removal of 
Chromium (vi). Current Microbiology. 
2006;153:232-237. 

19. Kari TK, Annele H. Martin H. Degradation 
of Benzopyrene by liter-decomposing 
basiodiomycete Stropharia coronilla: Role 
of manganese peroxidase. Applied and 
Environmental Microbiology. 2003;69(7): 
3957-3964. 

20. Chen C. Wang J. Response of 
Saccharomyces cerevisiae to lead ions 
stress. Applied Microbiology and 
Biotechnolog. 2007;74:683-687. 



 
 
 
 

Abdulmajeed et al.; JABB, 6(3): 1-6, 2016; Article no.JABB.25751 
 
 

 
6 
 

21. Abhishek M, Durba D, Sushil KM, Raktim 
B, Tapan KD, Naoual B, Anisur RK. 
Tolerance of arsenate-induced stress in 
Aspergillus niger, a possible candidate for 
bioremediation. Ecotoxicicology and 
Environmental Safety. 2010;73:172-182. 

22. Akar T, Tunali S. Biosorption 
characteristics of Aspergillus flavus 
biomass for removal of Pb (II) and Cu (II) 
ions from an aqueous solution. 
Bioresource Technology. 2006;97:1780-
1787. 

_________________________________________________________________________________ 
© 2016 Abdulmajeed et al.; This is an Open Access article distributed under the terms of the Creative Commons Attribution 
License (http://creativecommons.org/licenses/by/4.0), which permits unrestricted use, distribution, and reproduction in any 
medium, provided the original work is properly cited. 
 
 

Peer-review history: 
The peer review history for this paper can be accessed here: 

http://sciencedomain.org/review-history/14848 


