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ABSTRACT
Citrus fruit and frozen concentrated orange juice production is of great
commercial importance for Brazil. Excessive bitterness is the main depre-
ciator of juice value on the market. Naringinase, an enzymatic complex that
degrades naringin, has potential application for debittering. This study
investigated naringinase production by Aspergillus niger through sucrose,
naringin, molasses and sugarcane juice, supplemented with peptone and
sodium nitrate. Naringin, when used in the culture medium as inducer, was
added in a single or fractioned doses. The base culture medium contained
(g/L): 1.0 KH

2
PO

4
; 0.5 KCl; 0.5 MgSO

4
.7H

2
O and 0.1 FeCl

3
. The fermenta-

tions were carried out in 500mL Erlenmeyer flasks with 100mL culture me-
dium, at initial pH 4.5, inoculum with 106spores/mL, 28°C and 180rpm. The

molasses was more efficient when used at low concentrations for naringinase
production, while at high concentrations it only increased invertase pro-
duction. The greatest naringinase value of 178.6mUI/mL was attained with
a combination of molasses (3g/L), peptone (10g/L) and naringin (0.5g/L).
The fractioned addition of naringin as inducer did not improve production
and therefore it is not recommended. Aspergillus niger showed promising
potential as a biotechnological tool for naringinase production using a
low-cost substrate.  2010 Trade Science Inc. - INDIA
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INTRODUCTION

Citrus fruit, mostly oranges, are one of the most
produced fruit in the world. In 2008, about 12% of
world fruit production was of oranges. Brazil is the larg-
est world producer of oranges, with 18,389,752 ton in
2008[1] and the greatest producer and exporter of con-
centrated frozen orange juice, with 55% of world pro-

duction in the same year[2].
The orange and its juice are appreciated through-

out the world. However, the presence of a high con-
centration of naringin, a compound responsible for the
characteristically bitter flavor of the juice, gives it an
unpleasant flavor that reduces consumer acceptance and
thus decreases its market value.

Several technologies have been suggested to
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debitter citrus juices, but these alter the organoleptic
characteristics of the juices and thus have limited appli-
cation. However, enzymatic techniques are indicated
for debittering, such as the addition of naringinase to
the processes[3].

Naringinase, an enzymatic complex with á-L-

rhamnosidase (EC 3.2.1.40) and â-D-glucosidase (EC

3.2.1.21) activity, has potential for application in
rhamnosidase, prunin and antibiotic production, wine
aroma enhancement and in the citric juice industry be-
cause it degrades naringin, forming less bitter com-
pounds[3].

Naringinase production by fungal fermentation is
interesting because of the possibility of using substrates
such as sugarcane juice and molasses, a raw material
and byproduct, respectively, from agroindustry that are
cheap and widely available in Brazil.

Aspergillus niger is outstanding in biotechnologi-
cal processes because it produces a variety of enzymes
such as cellulose[4], lipase[5], amylase[6] and invertase[7],
in addition to several compounds of interest[8-10]. Kishi
et al.[11] reported A. niger as the best naringinase pro-
ducer when they tested 96 mold strains and more re-
cently it has been used by several other authors[12-14].

The present study used A. niger in sucrose, naringin,
sugarcane juice and molasses fermentation for
naringinase production.

EXPERIMENTAL

Microorganism

The filamentous fungus A. niger isolated from prunes
was used, kept in BDA at 4°C and replicated every 30

days.

Fermentation culture medium and culture conditions

The cultures were carried out in 500mL Erlenm-
eyer flasks containing 100mL sterilized culture medium.
The base culture medium contained (g/L): 1.0 KH

2
PO

4
;

0.5 KCl; 0.5 MgSO
4
.7H

2
O and 0.1 FeCl

3
. Naringin

was added as inducer to the culture medium in a single
dose (0.5g/L) or in fractioned addition, as reported later.
The initial culture medium pH was corrected to 4.5, the
inoculum was 106esporos/mL, the incubation tempera-
ture was 28°C and rotation was 180 rpm. The cultures

were made in triplicate. The culture medium samplings

and naringin addition (SIGMA, St. Louis, USA) were
carried out under aseptic conditions. The molasses and
sugarcane juice concentration referred to the total sug-
ars.

To study the effects of naringin and sucrose as car-
bon sources for naringinase production, cultures were
conducted with naringin (10g/L), sucrose (10g/L) and
the combination of naringin (5g/L) and sucrose (5g/L)
added to the base culture along with peptone (10g/L).

To determine the best carbon and nitrogen sources,
cultures were carried out with molasses (10g/L) or sug-
arcane juice (10g/L) or a combination of molasses (5g/
L) and sugarcane juice (5g/L) with peptone (10g/L) or
sodium nitrate (10g/L) added to the base culture me-
dium. The following concentrations were used to de-
termine the best molasses concentration (g/L): 1.0; 3.0;
5.0; 10.0 or 15.0 with peptone (10g/L). Later peptone
was used at concentrations (g/L): 6.0; 8.0; 10.0; 12.0
or 14.0 with molasses (3g/L).

The importance of adding the inducer during fer-
mentation was investigated by adding naringin in a single
dose (0.5g/L) at the start of fermentation or in five frac-
tions (0.1g/L) at different fermentation times and at 24
hour intervals to the base culture medium with molas-
ses (3g/L) and peptone (10g/L). Thus four experiments
were carried out with fractioned naringin addition. In
the first experiment, the naringin fractions were added
at the times (0h, 24h, 48h, 72h, and 96h); in the second
at times (24h, 48h, 72h, 96h and 120h); in the third at
times (48h, 72h, 96h, 120h and144h) and in the fourth
at times (72h, 96h, 120h, 144h and 168h).

Samples of 1.2mL of the cultures were removed
every 24 hours and centrifuged for 15 minutes at
20.000g and 4°C. The supernatant was used for the

analytical determinations of naringinase activity, inver-
tase activity and total reducing sugars.

Assay methods

     Naringinase activity was estimated by determining
residual naringin using an adaptation of the Davis
method[15]. A typical assay mixture comprised of 0.8mL
1g/L naringin dissolved in 0.5mL 0.1M sodium acetate
buffer (pH 4) and 0.1mL culture centrifuged sample.
The assay mixture was incubated at 50°C for 60min

after which 0.1mL aliquot was added to 3mL 90%
diethyleneglycol followed by the addition of 0.1mL 4N
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NaOH. Samples were kept at room temperature (28°C)

for 10min. The intensity of the resultant yellow color
was determined at 420nm. One unit of naringinase ac-
tivity was defined as 1µmol of naringin hydrolyzed un-

der the above assay condition. The results were ex-
pressed in mUI/mL. Invertase activity was measured
by estimating the release of reducing sugars due to in-
vertase activity on sucrose by the reaction with
dinitrosalicylic acid (DNS)[16] (Miller, 1959). The re-
action mixture containing 0.5mL of culture centrifuged
sample and 0.5mL of 0.5M sucrose in 1.5mL 0.2M
acetate buffer (pH 5.0) was incubated at 30°C for

10min. One invertase unit was defined as the amount of
enzyme needed to produce one ìmol reducing sugar

per min under the above assay condition. Total sugars
was measured by the method of Dubois et al.[17]. The
dry weight of the A. niger mycelium was determined
after the last day of cultivation by gravimetry after filter-
ing through filter paper and drying overnight at 80 °C.

RESULTS AND DISCUSSION

Effect of naringin and sucrose

viation ± 2.3mUI/mL) was reached at 192 hour fer-

mentation. The low naringinase activity, in the station-
ary phase of the culture, may have resulted from cell
lysis and consequent extravasation of constitutional
naringinase.

When naringin was used as a single carbon source
the maximum activity was 39.80 ± 3.0mUI/mL with

192 hours culture. The results are line with those re-
ported by Orejas et al.[19] who obtained 30.93mUI/mL
in naringin fermentation (10g/L) as the only carbon
source for A. niger. The results obtained showed that
naringin acted as an inducer and can be used as a single
carbon source for A. niger. However, due to the high
cost of naringin and the values obtained of naringinase
and biomass production, (values not shown), the use of
naringin as a single carbon source is not recommended
for large-scale naringinase production.

The best activities of 96.61 ± 8.0 mUI/mL and 99.51

± 4.5mUI/mL were obtained when the carbon sources

were combined, from 168 to 192 hours fermentation,
respectively. The late naringinase production can be
explained by catabolic repression by the sucrose. The
microorganism used the sucrose initially, producing bio-
mass, and then used naringin. The catabolite repression
by glucose in naringinase production was also reported
by Orejas et al.[19].

Therefore, in the subsequent experiments naringin
was used only as inducer. Naringin was used as in-
ducer at the concentration of 0.5g/L[12].

Effect of the carbon and nitrogen sources

The use of sodium nitrate or sugarcane juice in the
culture medium did not favor naringinase production
(Figure 2). Furthermore, the biomass values obtained
were less than 4.6g/L. Low naringinase productions with
sodium nitrate by A. niger were also reported by Bram
and Solomons[12] and Puri et al.[14], while Gallego et
al.[20] obtained good production with ammonia phos-
phate using Aspergillus terreus.

The greatest activity of 161.5 ± 6.0mUI/mL and

6.0g/L biomass was obtained with the combination of
molasses and peptone at 145 hours culture, while with
the combination of molasses and sugarcane juice with
peptone the activity was 149.6 ± 1.9mUI/mL. Molas-

ses, in addition to supporting the greatest naringinase
production, is a byproduct of the sugar industry, cheap

Figure 1 : Naringinase production by Aspergillus niger in
sucrose and naringin fermentation. Additions were made
to the fermentation base culture medium with the nitrogen
source peptone (10g/L) and the carbon source naringin or
sucrose or a mixture of naringin and sucrose. The values
represent the mean of three replications.  Sucrose (5g/
L) and naringin (5g/L);  Naringin (10g/L);  Sucrose
(10g/L).

Sucrose as single carbon sources did not present
significant naringinase activity until 144 hours culture,
confirming its repressive role[14,18] (Figure 1). The
naringinase value of 14.33mUI/mL (with standard de-
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and available throughout the year. Puri et al.[14] also re-
ported the combination of molasses and peptone as the
best for naringinase production by A. niger with 6.5UI/
mL activity.

The invertase activity was measured because it is
also important. The best condition for naringinase pro-
duction (molasses and peptone) was also the most ap-
propriate for invertase production, reaching 394 ±
15mUI/mL com 144h culture.

Although molasses and peptone have been used as
carbon and nitrogen sources, in combination with naringin
as inducer, it is important to establish an ideal concen-
tration of these compounds that favors naringinase pro-
duction. Thus peptone and molasses were used at dif-
ferent concentrations in the subsequent experiments.

Effect of molasses concentration

The best molasses concentration for naringinase pro-
duction was 3g/L with 178.6 ± 13.1mUI/mL and 120

hours fermentation (Figure 3). Puri et al.[14] also ob-
tained the best production with the lowest molasses
concentration (4g/L) at the tested concentrations of 4.0;
6.0; 8.0 and 10.0g/L. The biomass values obtained were

proportional to the molasses concentration used (re-
sults not shown) but the same did not occur with
naringinase. The quantity of molasses influenced the start
of enzyme production in the course of the culture, al-
though the final naringinase values were similar. Thus at
concentrations of 3g/L and 5g/L activity was detected
at 48 hours, while with 10g/L and 15g/L the activity
was detected at 72 hours and 96 hours, respectively.
Yadav and Yadav[21] also reported influence of the con-
centration of the carbon sources on the start of
naringinase activity during culture.

The comparison of naringinase with invertase, at
different molasses concentrations during growth is shown
in Figure 4.

The highest molasses concentration (15g/L) resulted
in the greatest invertase activity (413 ± 20mUI/mL).

Molasses quantities greater than 3g/L did not favor
naringinase production, but did induce an increase in
invertase production. The repressive effect of a sugar
easily fermented on another was reported by Orejas et
al. in A. nidulans[19] when studying á-L-rhamnosidase

production (enzyme belonging to the naringinase com-
plex) when glucose and rhamnose were present in the
culture medium. In A. niger, the repressive effect of the
glucose was also reported by Hanif et al.[22] in wheat
bran fermentation and glucose for cellobiohydrolase
production.

Figure 2 : Naringinase production by Aspergillus niger in
the fermentation of different carbon and nitrogen sources.
Additions were made to the fermentation base culture me-
dium, containing naringin as inducer at the concentration of
0.5g/L, of molasses or sugarcane juice or a combination of
molasses and sugarcane juice with peptone or sodium nitrate
added. The values represent the mean of three replications.
 Molasses (10g/L) and Peptone (10g/L);  Molasses (10g/
L) and NaNO

3
 (10g/L);  Sugarcane juice (10g/L) and Pep-

tone (10g/L);  Molasses (10g/L) and NaNO
3
 (10g/L); 

Molasses (5g/L) and sugarcane juice (5g/L) and Peptone (10g/
L);  Molasses (5g/L) and Sugarcane juice (5g/L) and NaNO

3

(10g/L).

Figure 3 : Naringinase production by Aspergillus niger in
the fermentation of peptone (10g/L) and different molasses
concentrations. Additions were made to the fermentation base
culture medium, containing naringin as inducer, with pep-
tone (10g/L) and molasses at the concentrations (g/L): 1.0;
3.0; 5.0; 10.0 and 15.0. The values represent the mean of
three replications. Molasses concentrations:  1g/L;  3g/
L;  5g/L;  10g/L;  15g/L).
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Therefore, the molasses concentration 3g/L was
used in the following experiments to provide a greater
activity and early naringinase production, and higher con-
centrations of molasses only favored invertase activity.

Effect of peptone concentration

Additions were made to the fermentation base cul-
ture medium, containing naringin as inducer, of molas-
ses (3g/L) and peptone. The results are presented in
Figure 5.

The best naringinase production (178.6 ± 13.1mUI/

mL) was obtained with 10g/L peptone up to 120 hours
fermentation. The increase in the peptone concentra-
tion up to 10g/L increased naringinase production but
higher concentrations did not improve production. Thus

the use of peptone (10g/L) and molasses (3g/L) at a
nitrogen:carbon proportion (N:C) of approximately 3:1
seemed to be correct. Bram and Solomons[12] reported
a higher proportion of nitrogen (N:C) 16:1 as best when
they used two combined sources of nitrogen (yeast ex-
tract and corn steep liquor) for naringinase production
by A. niger. However, Norouzian et al.[23] showed that
the 1:1 ratio was the best condition with Penicillium
decumbens using peptone, while Soria et al.[24] obtained
greater production with peptone at the proportion of
(N:C) 1:4 with A. terreus.

The final experiment was planned to investigate the
effects of the method of adding naringin to the enzyme
production, because different methods of using this in-
ducer have been studied in naringinase production[12].

Induction method effect

Molasses, peptone and the inducer naringin were
added to the fermentation base culture medium in a single
or fractioned dose. The results are shown in Figure 6.

Figure 4 : Naringinase and invertase in peptone (10g/L) and
different molasses concentrations fermentation by Aspergil-
lus niger. The values represent the mean of three replica-
tions. Naringinase � molasses:  3g/L; Invertase - molas-
ses:  1g/L;  5g/L; 15g/L.

Figure 5 : Naringinase production by Aspergillus niger in
the molasses fermentation (3g/L) and different peptone con-
centrations ( 6g/L;  8g/L;  10g/L;  12g/L;  14g/
L). The values represent the mean of three replications.

Figure 6 : Naringinase production by Aspergillus niger in
the fermentation of molasses (3g/L), peptone (10g/L) and
naringin in a single dose ( 0.5g/L) or fractioned, with the
addition of the first of five doses of 0.1g/L at different times
( 0h;  24h;  48h;  72h). The values represent the
mean of three replications.

The greatest naringinase production (179.9 ±

5,1mUI/mL) was obtained with 144 hours fermenta-
tion and the addition of the inducer in a single dose at
the start of fermentation. However, the results for the
fermentations whose first inducer doses were added at
the times zero and 24 hours were similar to those of the
best condition obtained. The start of inducer addition
at later times (48 and 72 hours) decreased and delayed
production. Bram and Solomons[12] obtained results that
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were not conclusive when they varied the naringin con-
centration added in a single dose. However, when they
used a low naringin concentration, added in fractions to
the culture medium, there was an increase from 328mUI/
mL to 440mUI/mL in naringinase production by A.
niger.

The results showed that for the line used in this study
the fractioned addition of the inducer for naringinase
production was not necessary.

A. niger showed promising potential in naringinase
production using efficiently (consumption superior to 85%
in all the experiments) molasses (3g/L) supplemented with
peptone (10g/L) and in the presence of naringin. The use
of this microorganism of biotechnological importance,
fermenting an inexpensive and widely available culture
medium, represented an advance for the biotechnologi-
cal production of this important enzyme, particularly in a
developing country such as Brazil.

CONCLUSIONS

A. niger showed promising potential in naringinase
production using efficiently (consumption superior to
85% in all the experiments) molasses (3g/L) supple-
mented with peptone (10g/L) and in the presence of
naringin. The use of this microorganism of biotechno-
logical importance, fermenting an inexpensive and
widely available culture medium, represented an ad-
vance for the biotechnological production of this im-
portant enzyme, particularly in a developing country
such as Brazil.

ACKNOWLEDGEMENTS

The authors thank CAPES for financial support.

REFERENCES

[1] http://faostat.fao.org/site/567/default.aspx#ancor,
May 13, (2010).

[2] http://www.fas.usda.gov/htp/2010January_
Citrus.pdf, May 13, (2010).

[3] M.Puri, U.C.Banerjee; Biotechnology Advances,
18(3), 207-217 (2000).

[4] S.W.Kang, Y.S.Park, J.S.Lee, S.I.Hong, S.W.Kim;
Bioresource Technology, 91(2), 153-156 (2004).

[5] N.D.Mahadik, U.S.Puntambekar, K.B.Bastawde,
J.M.Khire, D.V.Gokhale; Process Biochemistry,
38(5), 715-721 (2002).

[6] M.S.Hernández, M.R.Rodríguez, N.P.Guerra,

R.P.Roses; Journal of Food Engineering, 73(1), 93-
100 (2006).

[7] B.Ashokkumar, N.Kayalvizhi, P.Gunasekaran; Pro-
cess Biochemistry, 37(4), 331-338 (2001).

[8] E.Schuster, N.Dunn-Coleman, J.C.Frisvad,
P.W.M.Dijck; Applied Microbiology and Biotech-
nology, 59(4-5), 426-435 (2002).

[9] K.C.Sekhar Rao, N.G.Karanth, A.P.Sattur; Process
Biochemistry, 40(7), 2517-2522 (2005).

[10] M.Ward, C.Lin, D.C.Victoria, B.P.Fox, J.A.Fox,
D.L.Wong, H.J.Meerman, J.P.Pucci, R.B.Fong,
M.H.Heng, N.Tsurushita, C.Gieswein, M.Park,
H.Wang; Applied and Environmental Microbiology,
70(5), 2567-2576 (2004).

[11] K.Kishi; Kagaku to Kogyo (Chemistry and Indus-
try, Japan), 29, 140 (1955).

[12] B.Bram, G.L.Solomons; Applyed Microbiology, 13,
842-845 (1965).

[13] P.Manzanares, L.H.Graaff, J.Visser; FEMS Micro-
biology Letters, 157(2), 279-283 (1997).

[14] M.Puri, A.Banerjee, U.C.Banerjee; Process Bio-
chemistry, 40(1), 195-201 (2005).

[15] W.B.Davis; Analytical Chemistry, 19, 476-478
(1947).

[16] G.L.Miller; Analytical Chemistry, 31, 426-428
(1959).

[17] M.Dubois, K.A.Gilles, J.K.Hamilton, P.A.Rebers,
F.Smith; Analytical Chemistry, 28, 350-356 (1956).

[18] S.Sanchez, A.L.Demain; Enzyme and Microbial
Technology, 31(7), 895-906 (2002).

[19] M.Orejas, E.Ibanez, D.Ramon; Letters in Applied
Microbiology, 28(5), 383-388 (1999).

[20] M.V.Gallego, F.Pinaga, D.R.Vidal, S.Valles;
Zeitschrift für Lebensmittel Untersuchung und

Forschung, 203, 522-527 (1996).
[21] S.Yadav, K.D.S.Yadav; Journal of Scientific and

Industrial Research, 59, 1032-1037 (2000).
[22] A.Hanif, A.Yasmeen, M.I.Rajoka; Bioresource

Technology, 94(3), 311-319 (2004).
[23] D.Norouzian, A.Hosseinzadeh, D.Nouri Inanlou,

M.Moazami; World Journal of Microbiology & Bio-
technology, 16(5), 471-473 (2000).

[24] F.F.Soria, C.Cuevas, G.Ellenrieder; Applied Biologi-
cal Science, 5, 109-120 (1999).


