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ABSTRACT

A reduction in crop spoilage and an increase in shelf-life is the goal of effective disease control methods. This 
study aimed to assess ZnO-nanoparticles (ZnO-NPs) as a safe, new protectant against Rhizopus soft rot of sweet 
potato. ZnO-NPs had a fungicidal effect against Rhizopus stolonifer when used at concentrations above 50 ppm. 
The results showed that tubers treated with ZnO-NPs exhibited fewer fungal populations (1.2 CFU per segment) 
than those that did not receive the treatment. Tubers infected with Rhizopus stolonifer and treated with ZnO-NPs 
showed no visible decay for up to 15 days, indicating that ZnO-NPs act as a coating layer on tuber surface. The 
greatest weight loss after 15 days of storage was reported in infected tubers (8.98%), followed by infected tubers 
treated with ZnO (6.54%) and infected tubers treated with ZnO-NPs (3.79%). The activity of cell-wall degrading 
enzymes, α-amylase and cellulase, were significantly increased in both infected tubers and those treated with ZnO, 
compared to the tubers treated with ZnO-NPs. These results confirm that coating with ZnO-NPs is an effective 
method of protecting sweet potato tubers from infection, maintaining their quality and increasing their shelf-life 
for up to 2 months in storage.
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INTRODUCTION
A postharvest loss of fruits and vegetables refers 
to the proportional quality and quantity of produce 
lost during harvest, transportation, storage, 
marketing and consumption (FAO, 2011; Buzby 
et al., 2014). Reduction in crop losses could have  
a major impact on sufficiently meeting higher  
global food demands and food safety standards  
(West et al., 2014; Hertel, 2015; Reynolds et al., 2015). 
One of the most important factors that cause crop 

loss is spoilage, which is defined as any change 
rendering food unsuitable for human consumption. 
Spoilage-causing microorganisms attack fruits and 
vegetables after harvesting due to their nutritional 
richness and high moisture content. Sweet potato 
[Ipomea batatas (L. Lam)] consumption has 
increased due to its nutritional value, availability 
and health-promoting features. The most destructive 
postharvest disease of sweet potato is Rhizopus soft 
rot that is caused by the fungus Rhizopus stolonifer 

http://www.foliahort.ogr.ur.krakow.pl
mailto:elhagaghassan@aun.edu.eg
mailto:elhagaghassan@ymail.com
https://link.springer.com/article/10.1007/s12571-017-0714-y#CR27
https://link.springer.com/article/10.1007/s12571-017-0714-y#CR10
https://link.springer.com/article/10.1007/s12571-017-0714-y#CR21


320 Application of ZnO-nanoparticles to manage Rhizopus soft rot

(Clark et al., 2013). Wounds on tubers are easily 
colonized by Rhizopus spores because the site of 
a wound releases nutrients that can be used for the 
growth of the pathogen (Holmes and Stange, 2002); 
the spores then germinate and produce white mycelia 
covered with black sporangiospores (Nelson, 2009). 
Many enzymes are produced by the pathogen, such 
as pectinase, amylase and cellulase, which damage 
tuber cell walls and enable colonization of the host 
(Tang et al., 2012).  

The management options for postharvest control 
of Rhizopus soft rot are limited. Production of disease-
resistant sweet potato cultivars is the focus of most 
trials. Currently, none exhibit complete resistance; 
however, Beauregard (the most commonly grown 
sweet potato cultivar) is considered the most 
resistant to Rhizopus soft rot, depending on the 
postharvest conditions (Clark et al., 2013). Nelson 
(2009) reported that there are no cultivars of sweet 
potato resistant to soft rot and that all cultivars can 
be infected in variable degrees. Another traditional 
method for controlling Rhizopus soft rot is the use 
of dicloran fungicides (Botran 75 W) as dips or  
a spray (Edmunds and Holmes, 2009). However, the 
use of Botran is limited, and packers usually arrange 
shipments without fungicide protection. At present, 
fungicide replacements with alternative methods are 
needed to control the postharvest diseases of sweet 
potato. 

The application of nanotechnology is a promising 
method in future crop protection and affords a keener 
solution for the current problems facing the field of 
agriculture (Abobatta, 2018). The ability to produce 
different shapes and sizes of nanoparticles with 
antimicrobial properties is the most popular advance 
in nano-food science. Also, recent studies have 
focused on producing a safe, edible nano-coating 
to extend the shelf-life of fruits and vegetables. The 
nano-coating can be applied by spraying, dipping, 
brushing or panning the produce (Park et al., 2017). 
Such coatings can be used as antimicrobial and 
antioxidant layers, to prevent moisture absorption, 
and even as an added flavour to enhance food 
quality and stability (Debeaufort et al., 1998; Min 
and Krochta, 2005). Zinc oxide nanoparticles 
(ZnO-NPs) are a type of inorganic multifunctional 
nanoparticles that prevent microbial growth (Jin 
et al., 2009; Aydin and Hanley, 2010), and have 
strong antimicrobial activity (Jones et al., 2008). 
ZnO is listed by the Food and Drug Administration 
as a safe material, according to Regulation 21 CFR 
182.899 (Xie et al., 2011). ZnO-NPs are used as 
food supplements or additives, as well as in packing 

materials and storage because very few migrate 
from the packaging, and the amount of soluble 
ionic zinc that migrates is within safety limits. Li et 
al. (2011) reported that a novel polyvinyl chloride 
film coated with ZnO nanoparticles acted as active 
packaging to improve the shelf-life of fresh-cut Fuji 
apples. ZnO nano-treatment also appears to have  
a positive impact on the quality of strawberry fruit 
during storage (Sogvar et al., 2016). Al-Naamani 
et al. (2018) successfully developed chitosan-ZnO-
nanocomposite as a coating material, which not only 
kept the quality of packed okra from deteriorating but 
also reduced microbial growth. Therefore, the main 
goal of the research presented here was to assess the 
effects of ZnO-NPs coatings on the development of 
Rhizopus soft rot of sweet potato in order to control 
the disease and prolong the shelf-life of the produce 
during storage.

MATERIALS AND METHODS
ZnO-nanoparticles
Zinc oxide nanoparticles (ZnO-NPs) were 
synthesized by a wet chemical method (Lee et al., 
2013). 20 mL of aqueous 1 M sodium hydroxide 
solution was added to 0.1 M Zn(NO3)2 · 6 H2O 
in 100 ml distilled water under flow control and 
slow magnetic stirring at a temperature of 50°C. 
The reaction mixture was maintained for 1 hour 
at this temperature, then allowed to settle at room 
temperature. The white precipitate formed was 
washed with distilled water to remove the ions 
and then centrifuged at 4000 rpm for 10 min. The 
resultant precipitate was dried in a hot air oven at 
80°C for 6 h. The obtained white powders were 
analyzed by X-ray diffraction (XRD) using an X-ray 
diffraction meter (Shimadzu XD-3A) with Cu-Kα 
radiation (λ = 1.5406 Å), with 2θ ranging between 
20° and 100° at a scanning rate of 0.025° per second. 
The morphological structures of the synthesized 
ZnO-NPs were visualized using a transmission 
electron microscope (JEOL TEM 100CXII, Tokyo, 
Japan) at an accelerating voltage of 200 kV. 

Plant material 
Two batches of sweet potato tubers [Ipomea 
batatas (L. Lam)] were collected from commercial 
markets in the city of Assiut, Egypt. The first batch 
included tubers that showed symptoms of softening 
and rotting and were selected for pathogen 
isolation. The other batch contained healthy tubers 
that were selected with uniformity in size, shape 
and colour and without any signs of damage or 
disease. The tubers were kept separately in sterile 



N.A. Nafady, S.A.M. Alamri, E.A. Hassan, M. Hashem, Y.S. Mostafa, K.A.M. Abo-Elyousr 321

polyethylene bags upon collection and immediately 
transferred to the laboratory. 

Isolation and identification of fungal pathogen 

Potato dextrose agar (PDA) was used for pathogen 
isolation. Rotten sweet potato tubers were washed 
and then cut into sections to reveal the region of 
rot. The tuber sections were surface sterilized by 
dipping completely in 70% ethanol for 1 min., 
1% NaOCl solution for 3 min., 70% ethanol for 
30 s. and, finally, rinsed once in sterilized distilled 
water (Abdel-Hafez et al., 2015). The tuber sections 
were placed on sterile filter paper in a laminar air-
flow chamber for 10 min. to dry, and then cut into 
pieces (1 cm2). The sweet potato pieces were used 
to inoculate PDA plates and were then incubated at 
26°C until the first appearance of pathogen on sweet 
potato tissues. The pathogen was identified based 
on its morphological and microscopic features 
(Hernández-Lauzardo et al., 2006). The pathogenic 
fungal isolates (Rhizopus spp.) were tested for their 
ability to cause rot disease in healthy sweet potato 
tubers, as described by Anukwuorji et al. (2013). 

Antifungal activity of ZnO-NPs in vitro
For the assessment of antifungal activity of ZnO-
NPs, disk diffusion assays were performed using 
sterilized paper disks (Bauer et al., 1966). The disk 
diameter was about 6 mm. Six disks were placed in 
a 9-cm petri dish. The positions of the disks were 
such that the minimum centre-to-centre distance 
was 24 mm and the disks were no closer than 10 
to 15 mm from the edge of the petri dish. Spore 
and sporangiospore suspensions of Rhizopus spp 
(200 µl containing approximately 106 spores per 
ml) were aseptically spread onto PDA plates. Then, 
disks containing freshly prepared ZnO-NPs at 
different concentrations (50, 100, 150, 200, 250, 300 
ppm) were prepared. Fungal culture supernatants 
and sterile distilled water were used as controls. 
The plates were incubated at 26 ± 2°C for 5 days. 
The effects of ZnO-NPs treatments were evaluated 
by measuring the inhibition zones (mm) according 
to Andrews (2001). The assays were performed in 
triplicate.

Effects of ZnO-NPs against Rhizopus soft rot  
in postharvest management
Twenty-four healthy sweet potato tubers were 
surface sterilized with a sodium hypochlorite 
solution (5%) for 3 min., ethyl alcohol (70%) for 
5 min. and, finally, washed with sterile distilled 
water several times. The tubers were left at 
room temperature to air-dry. The tubers were 

punctured with a sterilized cork-borer to make  
5 mm diameter, 3 mm deep wounds (four wounds 
per tuber). The sweet potatoes were subjected to 
one of two treatments, which consisted of being 
immersed in either a freshly prepared ZnO-NPs 
solution (300 ppm) or bulk ZnO material (300 ppm) 
for 30 min. and left to air-dry in sterile conditions. 
The wounded tubers were then inoculated with 
a 50 µl suspension of Rhizopus spores and 
sporangiospores. Wounded, non-coated tubers that 
were not inoculated with the pathogen served as 
controls. The treatments were labelled as follows: 
T1 – healthy tubers (control), T2 – infected tubers 
(infected control), T3 – infected tubers treated with 
ZnO, and T4 – infected tubers treated with ZnO-
NPs. Each treatment was performed in triplicate. 
All tubers were packed in sterile plastic boxes (95 -
-98% relative humidity) and incubated at 26 ± 2°C 
for 15 days. The experiment was repeated twice.

Fungal growth
Samples of the control and treated sweet potato 
tubers (T1, T3 and T4) were tested for fungal growth. 
Five uniform segments from each tuber were used 
to inoculate PDA plates, using the surface plate 
method for fungal enumeration. Incubation was 
carried out at 26 ± 2°C for 4 days. Each treatment 
was performed in triplicate and the results were 
stated as colony forming units (CFU) per potato 
segment (Sogvar et al., 2016).

Pathophysiological measurements

Weight loss
The weight of sweet potato tubers in each treatment 
was recorded using a digital weighing balance on 
the day of treatment (day 0) and at each sampling 
time (day 5, 10 and 15). Tuber weight loss was 
calculated as a percentage (%) of the original tuber 
fresh weight using the following equations:

Weight loss = Original weight – Present weight
% loss = (Weight lost / Original weight) × 100

Preparation of sweet potato extract
One gram of sweet potato tissue was ground in 10 
ml of 100 mM phosphate buffer and centrifuged for 
5 min. at 10,000 rpm under cooling conditions to 
remove plant tissue. Samples of each sweet potato 
were taken at the beginning of the experiment 
after the treatments and inoculation (day 0) and 
on day 5, 10 and 15 of storage. The extract was 
used to determine the concentration of reducing 
sugars, protein content and α-amylase and cellulase 
enzyme activities.
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Assay of α-amylase activity
Amylase activity was determined as described by 
Kathiresan and Manivannan (2006), in a reaction 
mixture containing 1 ml of 100 mM phosphate 
buffer (pH 7), 0.5 ml of 1% starch (w/v) and 0.5 ml 
of crude enzyme extract. One unit of amylase 
activity (U) was defined as the amount of enzyme 
that releases one μmol of reducing sugar per min., 
with maltose used as a standard. 

Assay of cellulase activity
Cellulase activity was determined according to 
Hussain et al. (2012). The assay mixture contained 
1 ml of 1% carboxy methyl cellulose in phosphate 
buffer, pH 7, 100 mM and 1 ml of enzyme (sweet 
potato extract). The absorbance was measured 
spectrophotometrically at 540 nm against substrate-
free blank. The standard curve was prepared using 
glucose as a reducing sugar. One cellulase unit is 
defined as the amount of enzyme that liberated 
1 μM of reducing sugar per min. under the assay 
standard conditions.

Determination of protein concentration
Protein content was determined by the Coomassie 
brilliant blue G-250 dye binding method, as 
described by Bradford (1976), using bovine serum 
albumin (BSA) as a standard protein. The blue 
colour developed after 5 min. and was detected at 
595 nm.

Determination of the concentration of reducing 
sugars 
The amount of reducing sugars was determined 
according to the protocol used by Miller (1959), 
using a reagent containing dinitrosalicylic acid; 
glucose was used for the standard curve.

Zn analysis
Zn concentration in untreated and treated sweet 
potato tubers was determined in samples taken 
four days after the treatments. Pieces of tubers 
were dried at 70°C for 24 h, and then manually 
powdered. The tuber powder from each sample 
(2 g) was placed in beakers filled with 10 mL of  
6 N HCl and digested on a hot plate for two hours. 
The digest was then cooled and filtered, and the Zn 
concentration (ppm) was measured by an atomic 
absorption spectrophotometer (AAS), Model 210 
VGP Buck Scientific (Sogvar et al., 2016).

Statistical analysis
The collected data were subjected to analysis of 
variance (ANOVA) with SPSS (Statistical Package 
for the Social Sciences) software. Mean values were 
calculated and reported as the mean ± standard 
deviation (n = 3). Significance between mean values 
was determined by Duncan’s multiple range tests.

RESULTS AND DISCUSSION
The morphological structure and the size of the 
synthesized ZnO-NPs were determined. The fine 
powder was dispersed in ethanol and examined on 
a carbon grid by transmission electron microscope 
(TEM). The TEM image revealed a uniform size 
and spherical shape of the ZnO-NPs (Fig. 1A). 
The average diameter of the homogenous ZnO 
nanoparticles was 18.2 ± 6.3 nm.

The XRD pattern of the ZnO nanoparticles is 
shown in Fig. 1B. The peaks indicated a nano-
crystalline nature of ZnO and were identical to those 
of the hexagonal phase. The XRD chart showed the 
presence of peaks at angles (2θ) of around 31°, 34°, 
36°, 47°, 56°, 62°, 67°, 69°, 76°, 81° and 89°, which 
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Figure 1. (A) TEM image of synthesized ZnO nanoparticles; (B) X-ray diffraction pattern of ZnO nanoparticles
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correspond to reflections from 100, 002, 101, 102, 
110, 103, 200, 112, 202, 104 and 203 crystal planes, 
respectively (Thirumavalavan et al., 2013). 

Phytopathogenic fungi are usually identified 
on the basis of morphological characteristics. To 
identify fungi morphologically, the most important 
characteristics are those of the formation of spores 
and fruiting bodies (Agrios, 2001), and to a lesser 
extent of the mycelium; it is important to follow the 
keys to genera for exact identification. The Rhizopus 
sp. that was isolated from the sweet potato tubers 
showing the natural soft rot disease (Figs 2A and 2B) 
was identified as Rhizopus stolonifer (Ehrenb.) Vuill. 
based on cultural and microscopic characteristics 
(Figs 2C and 2D). It was characterized by a well-
defined mycelia development on the growth medium 
(PDA) after 48 h, and by the fact that in a group of 
sporangiophores, the sporangia were not nodding 
and were almost circular in shape. R. stolonifer is 
also characterized by the formation of complex 
and well-developed rhizoids (Hernández-Lauzardo 
et al., 2006). The morphological and microscopic 
characterization performed in this study confirmed 
that R. stolonifer was the disease-causing pathogen.

The pathogenicity test proved that R. stolonifer 
caused the soft rot disease on the tested sweet 
potato tubers, colonizing the tubers after 3 days 
post-infection. The spores of this strain germinate, 
producing hyphae that penetrate the tubers. 
The phytopathogenic R. stolonifer needs wounds 
for infection to happen, and the wounds that occur 
during harvesting or packing provide the perfect 
conditions for infection and, consequently, 
development of Rhizopus soft rot disease (Edmunds 
et al., 2015). Rhizopus produces hydrolytic enzymes 
that quickly cause host discoloration and soften 
host tissues. 

Antifungal effect of ZnO-NPs

The results showed that ZnO-NPs had a fungicidal 
effect against R. stolonifer when used at 
concentrations above 50 ppm. Disk diffusion testing 
resulted in clear zones of inhibition with diameters 
of 7, 8.9, 12.7, 14, and 16.8 mm for 100, 150, 200, 250 
and 300 ppm ZnO-NPs, respectively (Fig. 3). By 
contrast, the application of ZnO concentrations did 
not reveal antifungal activities against R. stolonifer. 
Our results were in accordance with those of others 
who had demonstrated the fungicidal efficacy of 
ZnO-NPs against post-harvest pathogens, including 
Penicillium expansum (He et al., 2011; Yehia and 
Ahmed, 2013; Sardella et al., 2018) Fusarium 
oxysporum (Yehia and Ahmed, 2013) and Botrytis 

cinerea (He et al., 2011). Also, Jamdagni et al. 
(2018a) stated that green-synthesized ZnO-NPs 
had a good antifungal activity against Alternaria 
alternata, Aspergillus niger, Botrytis cinerea, 
Fusarium oxysporum and Penicillium expansum 
showing a minimum inhibitory concentration 
(MIC) of 64, 16, 128, 64 and 128 µg L-1, respectively. 
Furthermore, zinc oxide nanoparticles showed 
strong antifungal activity against P. expansum when 
used in combination with the agricultural fungicides 
carbendazim and thiram (Jamdagni et al., 2018b). 
The antifungal effect of green-synthesized ZnO 
nanoparticles on the fungal pathogens Rhizopus 
stolonifer and Aspergillus flavus is severe due to 
protein leakage and leads to cell membrane damage 
(Gunalan et al., 2012).
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Figure 2. (A) Naturally occurring Rhizopus soft rot 
disease on sweet potato tubers; (B) Rhizopus sporulation 
– sporangia and sporangiophores are extruded like 
whiskers through openings and wounds on tuber surface; 
(C) 4-days-old culture of Rhizopus stolonifer at 25°C 
on PDA medium; (D) Microscopic features showing 
sporangia, sporangiophores and rhizoids
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Figure 3. Antifungal activity of different concentrations 
of ZnO-NPs against pathogenic Rhizopus stolonifer as 
determined by the disk diffusion method
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The total count of fungal populations was 
estimated after soaking the tubers in a solution of 
ZnO-NPs or bulk ZnO material (Fig. 4). The total 
number of fungal populations in the untreated 
sweet potato was 5.1 CFU per segment, which 
was the highest count of all the treatment groups. 
The lowest numbers of fungal populations were 
recorded in ZnO-NPs-treated tubers (1.2 CFU per 
segment). These results confirm that ZnO-NPs act 

as a capping and coating layer on tuber surfaces and 
exhibit antifungal properties, which is comparable 
with the use of metal and metal oxide nanomaterials 
in food systems as protective coating layers against 
biological deterioration (Jin et al., 2009; Emamifar 
et al., 2010; He and Hwang, 2016).

The effect of ZnO-NPs on Rhizopus soft rot of 
sweet potato was also evaluated. After treatment, 
tubers were examined for the incidence of Rhizopus 
soft rot during storage (Fig. 5). The infected sweet 
potato tubers were softened and watery, and all the 
infected tubers were completely rotted within 3 days 
(Fig. 5D). The colour of the infected tubers did not 
significantly change, while the surface ruptures 
were occupied with a coarse white mycelium 
bearing the characteristics of sporangia (Edmunds 
and Holmes, 2009). The spore heads were first 
white and later turned black, and the mycelium 
appeared grey; a rotting odour was also produced. 
The non-infected tubers were firm and exhibited no 
symptoms of rotting or decay. The wounded tubers 
inoculated with ZnO-NPs showed no development 
of decay or rotting. By comparison, some soft 
rot symptoms developed in the wounded and 
inoculated tubers that had been treated with ZnO 
as bulk material. These results verify the antifungal 
properties of ZnO-NPs, which could be due to the 
generation the reactive oxygen species (ROS) that 
react with cell components and cause subsequent 
cell death (Fu et al., 2014; Wu et al., 2014). Also, 
the fungal cellular function or structure can be 
altered due to the discharge of metal ions within 
the cell, outside the cell, or at the cell surface (He 
and Hwang, 2016).

Weight loss (%)
The percentage sweet potato weight loss increased 
during storage (Fig. 6). Tuber weight loss was 
greater in the infected tubers (not treated with ZnO-
NPs) than in the treated tubers. The highest weight 
loss at the end of the storage period (15 days) was 
recorded in the infected tubers (8.98%), followed 
by the infected tubers treated with ZnO (6.54%). 
At the same time, the weight loss in the infected 
tubers treated with ZnO-NPs was 3.79%. Because 
fruits possess a short storage life, the physiological, 
physical, mechanical and hygienic conditions can 
cause significant weight loss in them between 
harvesting and consumption. The percentage weight 
loss is a vital parameter of postharvest activities. 
Transpiration (water loss) and respiration (carbon 
loss) are the main causes of weight loss (Vogler 
and Ernst, 1999). The results obtained showed that 
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sweet potato tubers either untreated or treated with ZnO-
nanoparticles or bulk material (ZnO) 
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Figure 5. Rhizopus soft rot symptoms on sweet potato 
tubers. (A) Treated and untreated tubers incubated at 26 
± 2°C for 15 days; typical symptoms of Rhizopus soft rot 
disease appeared in the untreated infected tuber and the 
ZnO-treated infected tuber; (B-C) Rhizopus sporulation 
on the tuber surface; (D) Internal view of a tuber affected 
by Rhizopus soft rot
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ZnO-NPs had a positive effect on reducing weight 
loss in sweet potato tubers. These findings agreed 
with those of other researchers, who reported that 
ZnO nanoparticle coating reduced weight loss in 
strawberries (Sogvar et al., 2016), apricot (Zhao 
et al., 2009), or in fresh-cut kiwifruit (Meng et al., 
2014). The edible ZnO nanoparticle coating acts 
as a barrier to water, moisture and gas exchange, 
resulting in the control of weight loss. Meanwhile, 
ZnO-NPs could delay water transfer and reduce 
oxygen uptake, which in turn reduces the rate of 
transpiration, and the associated weight loss, from 
the surface of fruits (Lakshmi et al., 2018).

α-amylase and cellulase activity
The activities of α-amylase and cellulase in sweet 
potato tubers are shown in Fig. 7. Enzyme activity 
increased significantly during storage in both the 
infected untreated tubers and those treated with 
ZnO. The highest value of α-amylase activity was 
41.1 U ml-1, while the highest level of cellulase 
activity was 14.5 U ml-1, both enzyme levels 
occurring in the infected untreated tubers. In the 
tubers that received treatment with ZnO-NPs after 
infection with the pathogen, the level of activity 
for both enzymes was close to the level seen in 
the healthy tubers. Both α-amylase and cellulase 
are the main plant cell wall-degrading enzymes 
that are excreted by the pathogen (R. stolonifer) so 
that it can use the constituents as nutrients. This 
process leads to spoilage of the tubers and reduces 
their postharvest life. The results of this study 
showed that the edible ZnO-NPs coating prevented 
fungal growth and, consequently, the activity of 
the enzymes in the treated tissues was very low. 
This finding is supported by the results reported by 
Li et al. (2011), who found that polyphenoloxidase 
and pyrogallol peroxidase activities decreased as 

a result of nano-packaging apple fruit. Based on 
these and our findings, we suggest that the use of 
ZnO-NPs in active packaging could be a viable 
alternative to the common technologies for 
improving the shelf-life of sweet potato tubers.

Although the action of zinc oxide on fungal 
growth and enzyme activities may be attributed 
to the effects of ZnO-NPs on chitin and glucan, 
as reported by Arciniegas-Grijalba et al. (2017), 
who recorded a noticeable thickening of the cell 
wall and liquefaction of the cytoplasmic contents 
of Erythricium salmonicolor. Consequently, ZnO-
NPs might control or reduce the synthesis of 
chitin and glucan enzymes (Romero et al., 2005; 
Merzendorfer, 2006). These findings draw special 
attention to the peculiarities of the toxicity of 
nanoparticles and their application as fungicide 
(Zucolotto et al., 2013). 

Protein and reducing sugar content
The initial protein content in the control tubers 
was 3.55 mg g-1 fresh weight, and there were no 
significant differences between the treated and 
untreated tubers at the beginning of the experiment 
(day 0; Fig. 8). Protein concentration increased 
during tuber storage to 5.65 mg g-1 FW in the infected 
tubers and to 4.13 mg g-1 FW in the infected tubers 
treated with ZnO, after 15 days. Meanwhile, 
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Figure 7.  Alpha amylase (A) and cellulolytic (B) activities 
(U per ml) in sweet potato tubers, either untreated or 
treated with ZnO or ZnO-NPs, at different storage times. 
Vertical bars represent ± standard deviation (n = 3)
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the effect of ZnO-NPs on tuber protein content was 
not significant compared with the healthy control. 
Similarly, the reducing sugar content of sweet potato 
infected by Rhizopus increased to 1.59 mg g-1 FW 
after 15 days of storage. The reducing sugar content 
of ZnO-NP-treated tubers was close to the content 
in the healthy controls (Fig. 9). During postharvest 
storage, spoilage of fruits and vegetables occurs 
due to many changes, such as increased rates of 
physiological activity, a decrease in organic acid 
contents and a breakdown of cell constituents  
due to respiration (Sharma and Singh, 2000; 
Ragaert et al., 2007). The edible or safety coatings 
during storage processes have been widely used 
to control postharvest diseases, maintain the  
quality and extend the shelf-life of fruits and 
vegetables (Li and Barth, 1998; Lin and Zhao, 2007).

Zinc concentrations in treated sweet potato 
tubers 
In the current study, the sweet potato tubers 
treated with bulk ZnO material had the greatest Zn 

content at 68 ppm, while the ZnO-NP-treatment of 
the tubers resulted in a reduction in Zn concentration 
(11.59 ppm), compared to the ZnO treatment. Zn 
concentrations were 1.41 ppm and 0.91 ppm in the 
uninfected, untreated controls and the infected, 
untreated control, respectively. This result was in 
agreement with the report that ZnO nanoparticle-
coated strawberries had significantly higher levels 
of Zn compared to untreated fruits (Sogvar et al., 
2016). Zinc is an essential trace element, which is 
important for many enzymes in the human body, 
such as the DNA polymerase complex. Also, zinc 
has catalyzing effects on human bone formation 
and immune system regulation (McClung and 
Scrimgeour, 2005; Du et al., 2006). Since ZnO was 
reported to be a safe substance, it has been used as 
a food preservative and in food packing (Espitia et 
al., 2012; Sogvar et al., 2016; Galstyan et al., 2018). 
Interestingly, the European Commission Scientific 
Committee on Food (EC SCF, 2003) stated that 
there is no observed adverse effect level of zinc 
on human health of approximately 50 mg zinc per 
day. Also, Bonham et al. (2003) reported that 30 
mg supplemental zinc exhibited no adverse effects 
on consumers when dietary zinc was near 10 mg. 
Consequently, the amount of zinc recorded in the 
ZnO-NP-treatment of sweet potato (11.59 ppm) 
meets the standard values for human consumption 
according to the EC SCF 2003 report. By contrast, 
high zinc intake may cause acute adverse effects 
that include nausea, vomiting, loss of appetite, 
abdominal cramps, diarrhea, and headaches 
(Solomons, 1998). Severe nausea and vomiting may 
be caused by the intake of 4 g of zinc gluconate 
(Lewis and Kokan, 1998) and chronic effects, 
such as low copper status, altered iron function, 
reduced immune function, and reduced levels of 
high-density lipoproteins (Hooper et al., 1980) 
may occur after ingesting about 150 mg zinc. 
The zinc concentration in the tubers treated with 
ZnO-NPs did not exceed the acceptable value for 
human consumption, making ZnO-NPs a suitable 
edible coating agent for prolonging the shelf-life of 
foods and maintaining their nutritional value. ZnO 
nanoparticles may be applied with washing water 
during storage processes of sweet potato tubers as 
a food surface protectant during storage. 

CONCLUSIONS
Our results indicate that the edible coating of ZnO-
NPs has a beneficial influence against R. stolonifer, 
the causative agent of sweet potato soft rot. Treatment 
of sweet potato tubers with ZnO-NPs resulted in 
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Figure 9. Reducing sugars concentration in sweet potato 
tubers, either untreated or treated with ZnO or ZnO-
NPs, at different storage times. Vertical bars represent  
± standard deviation (n = 3) 
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Figure 8. Protein concentration in sweet potato 
tubers, either untreated or treated with ZnO or ZnO-
NPs, at  ifferent storage times. Vertical bars represent  
± standard deviation (n = 3) 
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a significant reduction in fungal populations and 
reduced the percentage weight loss. The infected 
(untreated) sweet potato tubers had the highest 
levels of the cell wall-degrading enzymes α-amylase 
and cellulase. The concentration of zinc in the 
tubers treated with ZnO-NPs did not exceed the 
allowable value. The most effective treatment for 
controlling Rhizopus soft rot of sweet potato was to 
use ZnO-NPs, which acted as an antifungal agent 
and food surface protectant during storage. ZnO-
NPs are recommended for use as an edible coating 
of sweet potato tubers to prolong their shelf-life and 
maintain their nutritional value.

ACKNOWLEDGEMENT
The authors extend their appreciation to 
the Deanship of Scientific Research at King 
Khalid University for funding this study through 
the research groups program under grant number 
R.G.P. 1/61/39.

AUTHOR CONTRIBUTIONS
N.N., E.H., and M.H. – suggested the idea of the 
work and contributed to data curation and their 
validation as well as writing original draft. K.E. – 
contributed to the formal analysis of the data. S.A. 
and Y.M. – contributed to the reviewing and editing 
the manuscript. All authors reviewed and approved 
the final version of the manuscript.

CONFLICT OF INTEREST
The authors declare no conflict of interest.

REFERENCES
Abdel-Hafez S.I., Abo-Elyousr K.A., Abdel-Rahim 

I.R., 2015. Leaf surface and endophytic fungi 
associated with onion leaves and their antagonistic 
activity against Alternaria porri. Czech Mycol. 67, 
1-22.

Abobatta W.F., 2018. Nanotechnology application in 
agriculture. Acta Sci. Agric. 26, 99-102.

Agrios G.N., 2001. Fitopatología. 2nd Edition. Limusa. 
Mexico D.F.

Al-Naamani L., Dutta J., Dobretsov S., 2018. 
Nanocomposite zinc oxide-chitosan coatings on 
polyethylene films for extending storage life of okra 
(Abelmoschus esculentus). Nanomaterials 8(7), 479.

Andrews J.M., 2001. Determination of minimum 
inhibitory concentrations. J. Antimicrob. Chemoth. 
48(1), 5-16.

Anukwuorji C.A., Anuagasi C.L., Okigbo R.N., 2013. 
Occurrence and control of fungal pathogens of potato 

(Ipomoea batatas L. Lam) with plant extracts. Intern. 
J. Pharm. Technol. Res. 2(3), 273-289.

Arciniegas-Grijalba P.A., Patiño-Portela M.C., 
Mosquera-Sánchez L.P., Guerrero-Vargas J.A., 
Rodríguez-Páez J.E., 2017. ZnO nanoparticles 
(ZnO-NPs) and their antifungal activity against 
coffee fungus Erythricium salmonicolor. Appl. 
Nanosci. 7(5), 225-241. 

Aydin S.B., Hanley L., 2010. Antibacterial activity 
of dental composites containing zinc oxide 
nanoparticles. J. Biomed. Mater. Res. Part B: Appl. 
Biomat. 94(1), 22-31.

Bauer A.W., Kirby W.M., Sherris J.C., Turck 
M., 1966. Antibiotic susceptibility testing by  
a standardized single disk method. Am. J. Clin. 
Pathol. 45(4), 493-496.

Bonham M., O'Connor J.M., Alexander H.D., 
Coulter J., Walsh P.M., Mcanena L.B., et 
al., 2003. Zinc supplementation has no effect on 
circulating levels of peripheral blood leucocytes 
and lymphocyte subsets in healthy adult men. Brit.  
J. Nutr. 89(5), 695-703.

Bradford M.M., 1976. A rapid and sensitive method for 
the quantitation of microgram quantities of protein 
utilizing the principle of protein-dye binding. Anal. 
Biochem.72, 248-254.

Buzby J.C., Farah-Wells H., Hyman J., 2014. 
The estimated amount, value, and calories of 
postharvest food losses at the retail and consumer 
levels in the United States. USDA-ERS Economic 
Information Bulletin 121.

Clark C.A., Da Silva W.L., Arancibia R.A., Main J.L., 
Schultheis J.R., Van-Esbroeck Z.P., et al., 2013. 
Incidence of end rots and internal necrosis in sweet 
potato is affected by cultivar, curing, and ethephon 
defoliation. Hort. Technol. 23(6), 886-897.

Debeaufort F., Quezada-Gallo J.A., Voilley 
A., 1998. Edible films and coatings: tomorrows 
packaging: a review. Crit. Rev. Food Sci. Nut. 38, 
299-313.

Du R.L., Chang J., Nis Y., Zhai W.Y., Wang J.Y., 
2006. Characterization and in vitro bioactivity of 
zinc-containing bioactive glass and glass-ceramics.  
J. Biomat. Appl. 20(4), 341-360.

Edmuds B.A., Clark C.A., Villordon A.Q., Holmes 
G.J., 2015. Relationships of preharvest weather 
conditions and soil factors to susceptibility of 
sweetpotato to postharvest decay caused by Rhizopus 
stolonifer and Dickey adadantii. Plant Dis. 99(6), 
848-857.

Edmunds B.A., Holmes G.J., 2009. Evaluation of 
alternative decay control products for control of 
postharvest Rhizopus soft rot of sweet potatoes. Plant 
Health Progress, 1-10. 

Emamifar A., Kadivar M., Shahedi M., Soleimanian-
Zad S., 2010. Evaluation of nanocomposite 
packaging containing Ag and ZnO on shelf life of 



328 Application of ZnO-nanoparticles to manage Rhizopus soft rot

fresh orange juice. Innov. Food Sci. Emer. Technol. 
11(4), 742-748.

Espitia P.J.P., Soares N.D.F.F., Dos Reis Coimbra 
J.S., De Andrade N.J., Cruz R.S., Medeiros 
E.A.A., 2012. Zinc oxide nanoparticles: synthesis, 
antimicrobial activity and food packaging 
applications. Food Biopr. Technol. 5(5), 1447-1464. 

FAO [Food and Agriculture Organization], 2011. Global 
food losses and food waste. Study conducted for the 
International congress SAVE FOOD! At Interpack, 
Düsseldorf.

Fu P., Xia Q., Hwang H-M., Ray P.C., Yu H., 2014. 
Mechanisms of nanotoxicity: generation of reactive 
oxygen species. J. Food Drug Anal. 22, 64-75.

Galstyan V., Bhandari M.P., Sberveglieri V., 
Sberveglieri G., Comini E., 2018. Metal oxide 
nanostructures in food applications: Quality control 
and packaging. Chemosensors 6(2), 16.

Gunalan S., Sivaraj R., Rajendran V., 2012. Green 
synthesized ZnO nanoparticles against bacterial and 
fungal pathogens. Progress Natural Sci.: Material 
Inter. 22(6), 693-700.

He X., Hwang H.M., 2016. Nanotechnology in food 
science: Functionality, applicability, and safety 
assessment. J. Food Drug Anal. 24(4), 671-681.

He X., Liu Y., Mustapha A., Lin M., 2011. Antifungal 
activity of zinc oxide nanoparticles against Botrytis 
cinerea and Penicillium expansum. Microbiol. 
Res.166(3), 207-215.

Hernández-Lauzardo A.N., Bautista-Baños S., 
Velázquez-Del Valle M.G., Trejo-Espino J.L., 
2006. Identification of Rhizopus stolonifer (Ehrenb.: 
Fr.) Vuill., causal agent of Rhizopus rot disease of 
fruits and vegetables. Revis. Mex. de Fitopatol. 24(1), 
65-69.

Hertel T.W., 2015. The challenges of sustainably 
feeding a growing planet. Food Secur. 7, 185-198. 

Holmes G.J., Stange R.R., 2002. Influence of wound 
type and storage duration on susceptibility of sweet 
potatoes to Rhizopus soft rot. Plant Dis. 86(4), 345-
348.

Hooper P.L., Visconti L., Garry P.J., Johnson 
G.E., 1980. Zinc lowers high-density lipoprotein-
cholesterol levels. J. Am. Med. Assoc. 244,1960-1.

Hussain A., Shrivastav A., Jain S.K., Baghel R.K., Rani 
S., Agrawal M.K., 2012. Cellulolytic enzymatic 
activity of soft rot filamentous fungi Paecilomyces 
variotii. Advan. Biores. 3(3), 10-17.

Jamdagni P., Khatri P., Rana J.S., 2018a. Green 
synthesis of zinc oxide nanoparticles using flower 
extract of Nyctanthes arbortristis and their antifungal 
activity. J. King Saud. Univ-Sci. 30(2),168-175.

Jamdagni P., Rana J.S., Khatri P., Nehra K., 2018b. 
Comparative account of antifungal activity of green 
and chemically synthesized zinc oxide nanoparticles 
in combination with agricultural fungicides. Int.  
J. Nano Dimension 9(2), 198-208.

Jin T., Sun D., Su J.Y., Zhang H., Sue H., 2009. 
Antimicrobial efficacy of zinc oxide quantum 
dots against Listeria monocytogenes, Salmonella 
enteritidis, and Escherichia coli O157:H7. J. Food 
Sci. 74(1), 46-52.

Jones N., Ray B., Ranjit K.T., Manna A.C., 2008. 
Antibacterial activity of ZnO nanoparticle 
suspensions on a broad spectrum of microorganisms. 
FEMS Microbiol. Lett. 279(1), 71-76.

Kathiresan K., Manivannan S., 2006. α-amylase 
production by Penicillium fellutanum isolated from 
mangrove rhizosphere soil. Afr. J. Biotechnol. 5, 
829-832.

Lakshmi S.J., Roopa Bai R.S., Sharanagouda H., 
Ramachandra C.T., Nadagouda S., Nidoni 
U., 2018. Effect of biosynthesized zinc oxide 
nanoparticles coating on quality parameters of fig 
(Ficus carica L.) fruit. J. Pharm. Phytochem. 7(3), 
10-14.

Lee B.W., Koo J.H., Lee T.S., Kim Y.H., Hwang J.S., 
2013. Synthesis of ZnO nanoparticles via simple wet-
chemical routes. Advan. Mater. Res. 699, 133-137. 

Lewis M.R., Kokan L., 1998. Zinc gluconate: acute 
ingestion. J. Toxicol. Clin. Toxicol. 36, 99-101.

Li P., Barth M.M., 1998. Impact of edible coatings 
on nutritional and physiological changes in lightly 
processed carrots. Postharv. Biol. Technol.14, 51-60.

Li X., Li W., Jiang Y., Ding Y., Yun J., Tang Y., et al., 
2011. Effect of nano ZnO coated active packaging on 
quality of fresh cut “Fuji” apple. Intern. J. Food Sci. 
Technol. 46(9), 1947-1955.

Lin D., Zhao Y., 2007. Innovations in the development 
and application of edible coatings for fresh and 
minimally processed fruits and vegetables. Compreh. 
Revi. Food Sci. Food Saf. 6(3), 60-75.

Mcclung J.P., Scrimgeour A.G., 2005. Zinc: 
an essential trace element with potential benefits to 
soldiers. Milit. Med. 170(12), 1048-1052.

Meng X., Zhang M., Adhikari B., 2014. The effects 
of ultrasound treatment and nanozinc oxide coating 
on the physiological activities of fresh-cut kiwi fruit. 
Food Biopro. Technol. 7(1), 126-132.

Merzendorfer H., 2006. Insect chitin synthases: 
a review. J. Comp. Physiol. B 176, 1-15.

Miller G.L., 1959. Use of dinitrosalicylic acid reagent 
for determination of reducing sugar. Analyt. Chemi. 
31(3), 426-428.

Min S., Krochta J.M., 2005. Antimicrobial films and 
coatings for fresh fruit and vegetables. In: Improving 
the safety of fresh fruit and vegetables. W. Jongen 
(Ed.), CRC Press, New York, USA, 455-492. 

Nelson S.C., 2009. Rhizopus soft rot of sweet potato. 
University of Hawaii at Manoa, College of Tropical 
Agriculture and Human Resources, Cooperative 
Extension Service.

Park J., Choi S., Moon H., Seo H., Kim J., Hong S-P., 
et al., 2017. Antimicrobial spray nanocoating of 
supramolecular Fe (III)-tannic acid metal-organic 



N.A. Nafady, S.A.M. Alamri, E.A. Hassan, M. Hashem, Y.S. Mostafa, K.A.M. Abo-Elyousr 329

coordination complex: applications to shoe insoles 
and fruits. Sci. Rep. 7, 6980. 

Ragaert P., Devlieghere F., Debevere J. 2007. Role 
of microbiological and physiological spoilage 
mechanisms during storage of minimally processed 
vegetables. Postharv. Biol. Technol. 44(3), 185-194.

Reynolds T.W., Waddington S.R., Anderson C.L., 
Chew A., True Z., Cullen A., 2015. Environmental 
impacts and constraints associated with the production 
of major food crops in sub-Saharan Africa and South 
Asia. Food Secur. 7, 795-822.

Romero M., CantóN E., PemáN J., Gobernado M., 
2005. Antifúngicos inhibidores de la síntesis del 
glucano. Rev. Esp. Quimioter. 18, 281-299.

Sardella D., Gatt R., Valdramidis V.P., 2018. 
Assessing the efficacy of zinc oxide nanoparticles 
against Penicillium expansum by automated 
turbidimetric analysis. Mycology 9(1), 43-48.

Sharma R.M., Singh R.R., 2000. Harvesting, postharvest 
handling and physiology of fruits and vegetables. 
In: Postharvest technology of fruits and vegetables 
Vol. 1. Handling, processing, fermentation and waste 
management. L.R.Verma and V.K. Joshi (Eds), Indus 
Publishing Co., Tagore Garden, New Delhi, India, 
94-147.

Sogvar O.B., Saba M.K., Emamifar A., Hallaj R., 
2016. Influence of nano-ZnO on microbial growth, 
bioactive content and postharvest quality of 
strawberries during storage. Innov. Food Sci. Emer. 
Technol. 35, 168-176.

Solomons N.W., 1998. Mild human zinc deficiency 
produces an imbalance between cell-mediated and 
humoral immunity. Nutr. Rev. 56, 27-8.

Tang B., Pan H., Tang W., Zhang Q., Ding L., Zhang 
F., 2012. Fermentation and purification of cellulase 

from a novel strain Rhizopus stolonifer var. reflexus 
TP-02. Biom. Bioen. 36, 366-372.

Thirumavalavan M., Huang K.L., Lee J.F., 2013. 
Preparation and morphology studies of nano 
zinc oxide obtained using native and modified 
chitosans. Materials 6(9), 4198-4212.

Vogler B.K., Ernst E., 1999. Aloe vera: A systematic 
review of its clinical effectiveness. Brit. J. Gen. Pract. 
49(447), 823-828.

West P.C., Gerber J.S., Engstrom P.M., Mueller 
N.D., Brauman K.A., Carlson K.M., et al., 2014. 
Leverage points for improving food security and 
the environment. Science 345, 325-327.

Wu H., Yin J-J., Wamer W.G., Zeng M., Lo Y.M., 2014. 
Reactive oxygen species-related activities of nano-
iron metal and nano-iron oxides. J. Food Drug Anal. 
22, 86-94.

Xie Y., He Y., Irwin P.L., Jin T., Shi X., 2011. 
Antibacterial activity and mechanism of action of 
zinc oxide nanoparticles against Campylobacter 
jejuni. Appl. Environ. Microbiol. 77(7), 2325-2331.

Yehia R.S., Ahmed O.F., 2013. In vitro study of the 
antifungal efficacy of zinc oxide nanoparticles against 
Fusarium oxysporum and Penicilium expansum. Afr. 
J. Microb. Res., 7(19): 1917-1923.

Zhao L., Liu L., Ma Y., 2009. Preservation of apricot by 
chitosan nano-ZnO film. Food Res. Develop. 30(2), 
126-128.

Zucolotto V., Dura´N N., Guterres S., Alves L., 
2013. Nanotoxicology: materials, methodologies, 
and assessments. Springer Science & Business 
Media, New York, USA.

Received March 14, 2019; accepted August 1, 2019


