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Abstract
This study describes an effective and eco-friendly approach to the synthesis of zinc oxide nanoparticles (ZnONPs) utilizing 
papaya fruit peel extract (PPE). The structural evaluation and morphological features of synthesized ZnONPs were examined 
using various physicochemical analyses. The formulated ZnONPs were spherical to hexagonal in shape with ⁓ 170 nm in 
diameter. ZnONPs exhibited improved antioxidant potential in terms of DPPH radical scavenging activity (IC50 = 98.74 µg/
ml) and ferric-reducing potential compared with PPE. The antibacterial activity of ZnONPs was measured against pathogenic 
strains of Salmonella typhi, Bacillus subtilis, Staphylococcus aureus, and Escherichia coli. The biosynthesized ZnONPs 
showed potential antibacterial efficacy against all microbes. In addition, ZnONPs exhibited potential photocatalytic activity 
in rhodamine B degradation in the presence of sunlight. The results indicated that papaya peels, which are these fruit wastes, 
could be helpful for the green synthesis of ZnONPs with good dose-responsive antioxidant, antibacterial, and photocatalytic 
activities. 
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Introduction

Metal oxides are snatching the spotlight in research because 
of their appealing physicochemical, electrical, and optical 
properties. They can be formulated into nano-scaled parti-
cles with diverse attributes, including high reactivity, defi-
nite surface area, and controllable size [1, 2]. Zinc oxide 
(ZnO) is one of the known metal oxides that has attracted 
much attention recently because of its unique and attrac-
tive features in various fields, including chemistry, physics, 
biology, medicine, and electronics [3, 4]. Therefore, there 
is increasing interest in producing ZnO-derived nanopar-
ticles [1, 5]. These nanoparticles are widely used in cala-
mine lotions, baby powders, ceramics, UV filters, ointments, 
paints, food additives, and other products [4, 6]. Addition-
ally, it has been claimed that ZnO-derived nanoparticles may 
have positive effects on human health, including antibacte-
rial, antioxidant, anticorrosive, and anticancer activities [4, 
7–9]. However, the expense and production of hazardous 
waste make the synthesis of ZnO-derived nanoparticles 
undesirable via chemical and physical processes [10–12]. 
Based on the advanced green synthesis approach, plant 
extracts are used as a central component for nanoparticle 
synthesis, which has the potential to be advantageous since 
they are quick, easy, less energy-intensive, less waste pro-
ducing, and ecologically benign. These make it possible 
to manufacture the appropriate distribution of metal oxide 
nanoparticles using an affordable synthesis process [1, 13, 
14]. According to scientific reports, biomolecules and sec-
ondary metabolites found in plant extracts, such as tannins, 
flavonoids, saponins, polyphenols, alkaloids, and terpenoids, 
are responsible for the efficient reduction of zinc precur-
sors [15, 16]. Furthermore, compared to other environmen-
tally friendly biological methods, using agricultural wastes, 
such as peel extracts, to create nanoparticles has additional 
advantages. Fruit peels are incredibly abundant in bioactive 
substances that can be employed as antibacterial and anti-
oxidant agents. The by-products of the food and beverage 
industry are either discarded or given to animals. However, 
the current research on fruit peels is following a trend to 
find a practical approach to extract bioactive chemicals with 
antioxidant and antibacterial characteristics from the fruit 
peels to improve health development [17].

Several members of the Caricaceae family, including 
Carica papaya, have been used as remedies for a variety 
of illnesses. Numerous scientific investigations have evalu-
ated the biological properties of different Carica papaya 
sections, including fruits, shoots, leaves, rinds, peel, seeds, 

roots, and latex [18]. Papain and chymopapain, two phyto-
enzymes found in Carica papaya, are frequently used to treat 
digestive issues [17]. Various portions of Carica papaya 
have been claimed to have therapeutic effects, includ-
ing anti-hypertensive, antibacterial, diuretic, anti-fertility, 
anti-fungal, and anticancer activities. Papaya leaf and fruit 
extract has antibacterial and antioxidant properties because 
they contains phenols, vitamins, and enzymes [19–21]. It has 
also shown potential activity to cure dengue fever [22]. In 
the present study, Carica papaya peel extract was used as a 
reducing agent in the biological fabrication of ZnO-derived 
nanoparticles (ZnONPs). The crystal structure, surface mor-
phology, and size were identified using UV–visible spec-
troscopic, Fourier transform infrared (FTIR) spectroscopic, 
scanning electron microscopic (SEM), transmission electron 
microscopic (TEM), energy-dispersive X-ray (EDX) spec-
troscopic, and dynamic light scattering (DLS) analyses. The 
efficacy of ZnONPs as photocatalysts in terms of the break-
down of rhodamine B in the presence of sunlight, as anti-
oxidants in terms of DPPH (2,2-diphenyl-1-picrylhydrazyl) 
radical scavenging potential and FRAP (ferric ion-reducing 
antioxidant power) and as antibacterial agents against Gram-
positive and Gram-negative bacteria were determined.

Materials and methods

Materials

Chemicals used in this study, including di-sodium hydrogen 
phosphate (Na2HPO4), trichloroacetic acid (CCl3COOH), 
dibasic sodium salt (NaH2PO4), and sodium hydroxide 
(NaOH), were obtained from Himedia, Mumbai, India. All 
of the solvents utilized in the present study were analyti-
cal grade and procured from Merck, Mumbai, India. Other 
important chemicals, such as DPPH, potassium ferricyanide 
(K3[Fe(CN)6]), and rhodamine B, were bought from Sisco 
Research Laboratories, Mumbai, India. Various standard 
compounds including ascorbic acid and zinc nitrate hexahy-
drate were obtained from Sigma-Aldrich, Bangalore, India.

Collection and preparation of papaya peel extract

The Carica papaya (C. papaya) fruits were collected from 
local markets of Siliguri, India. Then fruits were washed 
thoroughly with distilled water to remove dust particles. 
The peels were taken of and cut into small pieces. Then the 
chopped peels were dried at 40 °C in a hot air oven. Further, 
dried peels were powdered in a mixer grinder. Afterward, 
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5 g of peel powder was extracted with 100 ml distilled water 
at 60 °C for 60 min. Finally, the menstruum was filtered by 
using Whatman No.1 filter paper to obtain aqueous extract of 
papaya peel (PPE) and was stored in refrigerator for further 
use [23].

Preparation of ZnONPs

The ZnONPs were synthesized by using PPE. Briefly, 10 ml 
of PPE was added to the 90 ml of 0.1 M (Zn(NO3)2, 6H2O) 
solution in a beaker and mixture was then agitated continu-
ously at 60 °C using a magnetic stirrer. The pH of the result-
ing solution was then subsequently raised to 8 using NaOH 
solution. The transition of the solution’s color from dark red 
to pale white (Fig. 1) indicated the formation of ZnONPs. 
The particles were separated after one hour by centrifuging 
those around 16,000 rpm for 15 min. After that, the super-
natant was decanted and ZnONPs were washed with etha-
nol for 3 times to eliminate the contaminants. The sample 
identified as ZnONPs was heated in the furnace for 2 h at 
400 °C [24] and the powdered ZnONPs were stored for fur-
ther analysis.

Characterization of ZnONPs

UV–visible spectrum of ZnONPs

The synthesis of ZnONPs was evaluated by using a UV–vis-
ible spectrophotometer (UV-1780, Shimadzu, Japan). The 
spectrum was obtained at a resolution of 1 nm in the 300 to 
800 nm wavelength range using distilled water as blank [24].

FTIR analysis of ZnONPs

The FTIR analysis was done by using pellet techniques 
where potassium bromide (KBr) was used as a carrier [25]. 
The IR spectrum was recorded by operating the Alpha II 
FTIR (Bruker Optik GmbH, Ettlingen, Germany) equip-
ment in the 4000 to 500 cm−1 frequency region.

XRD analysis of ZnONPs

The crystallographic profile of ZnONPs was analyzed 
using (XRD, Bruker D8 using TOPAS 4.2 software, Ger-
many) with Zn Kα radiation source (λ = 50.1546 nm) at 
15 kV and 50 mA for determination of diffractogram pat-
tern. The scan speed was 2°/min and the spectra of 2θ 
(Bragg angle) were recorded in the range of 5° to 80° [26].

Particle size and zeta potential analysis of ZnONPs

The hydrodynamic diameters and zeta potential of 
ZnONPs were determined by using a DLS instrument 
Litesizer 500 (Anton Paar, Graz, Austria). Briefly, a 
very small quantity of sample was added to milli-Q 
water and sonicated. The particle size and zeta potential 
were measured using PVC and omega cuvettes, respec-
tively [27].

SEM of ZnONPs

The morphological characteristics of the ZnONPs were 
investigated using a JEOL, JSM-IT100 Scanning electron 
microscope (Tokyo, Japan) [28]. In order to make the dried 
sample conductive, the sample was mounted on a metal 
stub and sputtered with gold. Images of 17000  × magni-
fication obtained at a voltage of 12 kV demonstrated the 
nanostructure of the particles.

TEM of ZnONPs

The shape and size of sample were examined by TEM 
(JEOL JEM-2100 Plus, Tokyo, Japan). The copper grid 
was coated with a thin coating of the ZnONPs solution 
for TEM examination. The pictures were captured after 
drying the grid [29].

EDX of ZnONPs

The presence of elements in synthesized ZnONPs was 
evaluated by using EDX. The presence of metals in sample 
was ensured by analyzing the peak emission resulting from 

Fig. 1   The color transition of PPE (a) after formation of ZnONPs (b)
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the interaction between metal and X-ray beam. Generally, 
each element has a unique atomic pattern allowing a differ-
ent peaks for its electromagnetic emission spectrum [30].

In vitro antioxidant assay of ZnONPs

DPPH radical scavenging activity of ZnONPs

Antioxidant activity of PPE and green synthesized ZnONPs 
were assessed by performing the DPPH radical scavenging 
assay [31]. Briefly, the stock solutions of PPE, ZnONPs, and 
a standard antioxidant (ascorbic acid) were made separately 
by dissolving 1 mg of individual sample in methanol (1 ml). 
Then different dilutions of the stock solutions were treated 
with 1 ml of a 0.3 mM DPPH solution. The reaction mixture 
was then allowed to incubate for 30 min at room temperature 
in the dark. The absorbance (Abs) was then determined at 
517 nm using 1 ml of DPPH solution as a control and metha-
nol as a blank. The following formula was used to determine 
the DPPH radical scavenging activity:

The Abs of the control is Abs(c), and the Abs of the sam-
ple is Abs(s). The percentage of inhibition against concentra-
tion (µg/ml) was plotted and the IC50 was reported.

FRAP of ZnONPs

The reducing power assay of PPE and ZnONPs was cal-
culated as per the method described by Oyaizu [32] with 
some modifications. The stock solutions of PPE, ZnONPs, 
and ascorbic acid were prepared at a concentration of 1 mg/
ml in purified water. Different dilutions of stock solutions 
were treated with 2.5 ml of 0.2 M phosphate buffer (pH 6.6) 
and 2.5 ml of 1% potassium ferricyanide and incubated for 
25 min at 50 °C on a water bath. After incubation, the solu-
tion was allowed to cool before being treated with 2.5 ml 
of 10% trichloroacetic acid and vortexed for proper mix-
ing. 2.5 ml of the resulting solution was pipetted from the 
aforementioned mixture and diluted with 2.5 ml of purified 
water. Finally, 0.5 ml of 0.1% ferric chloride was added. The 
absorbance of resulting solutions was checked at 700 nm 
against phosphate buffer as the blank solution.

Antibacterial activity of ZnONPs

Using the disc diffusion method, antibacterial activ-
ity was evaluated against two Gram-positive and two 

Percentage of DPPH scavenging activity (%inhibition)

=
Abs(c) − Abs(s)

Abs(c)
× 100.

Gram-negative bacterial strains [33]. Gram-positive 
Bacillus subtilis ATCC 11774 and S. aureus ATCC 
11632 strains and Gram-negative Salmonella typhimu-
rium ATCC 25241 and Escherichia coli ATCC 11229 
strains were chosen for this assay. The selected bacte-
rial strains were grown on nutrient broth to obtain fresh 
viable cells. The test organisms were placed on a nutrient 
agar plate, stirred thoroughly, and hardened. After that, 
the filter paper discs, previously soaked with the 500 μg/
ml of PPE and ZnONPs, were placed on the agar sur-
face. Antibacterial efficacy was assessed by measuring 
the diameter of the disk-encircling inhibited zone using a 
millimeter scale. Streptomycin (500 μg/ml) was used as 
positive control.

Further, the minimum inhibitory concentration (MIC) 
was also assessed to confirm the potent antibacterial activ-
ity of synthesized ZnONPs. The culture was maintained at 
106 CFU/ml by adding 100 µl of actively growing viable 
cells, various doses of ZnONPs, and 50 ml sterilized nutri-
ent broth. Using a Systronics double beam spectropho-
tometer-2201 (Ahmedabad, India), microbial growth was 
assessed at 600 nm after 24 h of incubation (at 120 rpm 
and 37 °C). The MIC value of standard antibiotics and 
PPE was also evaluated following the same protocols.

Photocatalytic activity of ZnONPs

Rhodamine degradation capacity under solar exposure in 
the presence of a substance determines the photocatalytic 
property of this substance. In this study, exactly 0.75 mg 
of rhodamine B was dissolved in 150 ml of distilled water 
and sonicated to generate a dye solution. Then, 15 mg of 
PPE and ZnONPs was added into the 25 ml of rhodamine 
B dye solution and stirred for 30 min under shade followed 
by solar irradiation exposure to the colloidal suspension. 
During the experiment, the average atmospheric tempera-
ture was found to be 30 °C with a shine duration of 3 h. To 
compare any changes in the coloration, a control was also 
preserved under the identical circumstances but without 
the addition of nanoparticles. At every 30 min, 3 ml of 
suspension was collected from the colloidal mixer. The 
collected suspension sample was scanned spectrophoto-
metrically from 300 to 800 nm to study the degradation of 
rhodamine B. The results were calculated as dye degrada-
tion (%) using the following equation [34].

Here c0 is the initial concentration and ct is the concentra-
tion after being exposed to irradiation for specific time (t) 
of rhodamine B.

Dye degradation (%) =
c0−ct

c0

× 100.
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Statistical analysis

The experimental findings are represented as the 
mean ± standard deviation (SD) of triplicates. GraphPad 
InStat was used to determine whether a difference was sta-
tistically significant employing one-way ANOVA followed 
by a Tukey multiple range test.

Results & discussion

UV–visible spectroscopy of ZnONPs

To establish that ZnONPs were produced biogenically, 
UV–visible spectroscopic investigation was undertaken. 
The material dissolved in deionized water was subjected to 
UV–visible scanning in the 300–800 nm range. The presence 
of ZnONPs in the combination was established by an intense 
peak at 370 nm (Fig. 2). The mobility of the electronic cloud 
on the basic skeleton of ZnONPs may be responsible for the 
broad absorption band that extends to longer wavelengths.

FTIR analysis of ZnONPs

The FTIR spectra of PPE and ZnONPs were examined 
to determine whether functional groups associated with 
these reductive biomolecules exist and to identify the func-
tional groups that specifically contributed to the reduction 
of ZnO into nanoparticles. Various functional groups can 
be seen in PPE (Fig. 3). Both the N–H stretching vibra-
tion for amino and phenolic hydroxyl groups showed 
broad band at 3247 cm−1. The peak at 2932 cm−1 may be 
assigned to C–H stretching vibrations to –CH3 and = CH2. 
At 1666–1612 cm−1, a prominent band of the carboxylic 
acid stretch was detected, and the peaks at 1407 cm−1 and 
1027 cm−1 may be attributed to –C–O– stretching and vibra-
tion, respectively. These distinctive peaks demonstrate the 

presence of polyphenolic chemicals in the extract, which 
may function as a bio-reductant in the oxidation of ZnO 
to generate ZnONPs [35]. Flavonoids, proanthocyanidins, 
simple phenolics, and their derivatives present in PPE might 
be involved in the creation of nanoparticles and the reduction 
of metal or metal oxide ions into them [36]. The presence of 
polyphenolic compounds on the surfaces of nanoparticles is 
indicated by the FTIR spectra of ZnONPs, which displayed 
unique peaks at 3447  cm−1, 1633  cm−1, and 1384  cm−1 
for –OH stretching and stretching vibration of –C = O and 
–O–C–, respectively. Besides, stretching of –C–O showed 
another peak at 1111 cm−1. The formation of ZnONPs was 
confirmed by the peaks at 620 cm−1 and 482 cm−1 attributed 
to a –O–H bond between the oxygen atoms of ZnO.

XRD analysis of ZnONPs

XRD analysis was used to validate the biosynthesis of pure 
and crystalline ZnONPs. Figure 4 displays the analysis’s 
Miller indices peaks, which can be used to identify the 
hexagonal wurtzite phase structure supported by JCDPS 
Cardno.89–1397 [37]. X-ray diffraction analysis revealed the 
2θ distinctive peaks of ZnONPs at 32.06°, 34.56°, 36.19°, 
47.48°, 56.72°, 63.05°, 66.38°, 67.99°, 69.45°, 72.61°, and 
77.12° represent the (100), (002), (101), (102), (110), (103), 
(200), (112), (201), (004), and (202) Bragg’s reflections of 
the face-centered cubic structure of zinc, respectively. The 
narrow and strong diffraction peaks show the optimal crys-
talline structure of ZnONPs. However, the absence of noise 
to significant extent indicates that the synthesized nanopar-
ticles were free from contaminants.

Fig. 2   UV–visible spectra of ZnONPs synthesized using PPE

Fig. 3   FTIR spectroscopy of PPE and ZnONPs
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Particle size and zeta potential analysis of ZnONPs

Particle size analysis by Zetasizer revealed the hydrody-
namic diameter of ZnONPs was 170.67 nm (Fig. S1a). 
The electrical potential that surrounds a charged particle 
in the hydrodynamic plane of shear is known as the zeta 
potential. The dispersion is stable when all of the parti-
cles have a significant positive or negative zeta potential 
(where the positivity and negativity are higher or lower 
than + 30 mV and − 30 mV). In this case, the particles 
will repel one another to prevent aggregation [38, 39]. 
On the other hand, if the zeta potential values of the par-
ticles are low, there will not be enough force to stop the 
particles from aggregating. The zeta potential value of 
ZnONPs of − 21.0 mV (Fig. S1b) confirms their stability 
in lyophilized form.

SEM of ZnONPs

The nanostructure and morphology of the PPE-derived 
ZnONPs nanoparticles was evaluated by SEM. The particles 
show formation of varying shapes and sizes, uniform distri-
bution, loose aggregates, and high porosity (Fig. 5). Even 
inside the aggregates, there is no direct contact between the 
nanoparticles, which is a sign of stabilization.

TEM of ZnONPs

TEM micrographs were used to examine the shape and 
particle size of pure ZnONPs. As shown in Fig. 6, the 
presence of spherical- to hexagonal-shaped particles was 
observed.

EDX analysis of ZnONPs

EDX was used to determine the sample’s exploration in 
order to extend secondary vision into the topographies of 
ZnONPs. According to the EDX analysis (Fig. 7) principal 

Fig. 4   XRD patterns of ZnONPs Fig. 5   SEM image of ZnONPs

Fig. 6   TEM image of ZnONPs

Fig. 7   EDX spectrum of ZnONPs
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elements present in ZnONPs were zinc and oxygen.The EDX 
spectra showed two strong zinc peaks at 1 keV and 8.7 keV, 
respectively, and a single oxygen peak at  ~ 0.5 keV, all char-
acteristic of ZnONPs. High intensity zinc and oxygen peaks 
indicate that the sample is primarily made up of zinc oxide.

In vitro antioxidant assay of extract and ZnONPs

DPPH radical scavenging activity of PPE and ZnONPs

In vitro DPPH radical scavenging potential helps determine 
free radical neutralizing capacity of test material by donating 
hydrogen. The DPPH radical scavenging activity of PPE, 
ZnONPs, and ascorbic acid are depicted in Fig. 8a. Although 
ascorbic acid had a greater ability to scavenge free radicals, 
both PPE and ZnONPs neutralized DPPH radical in a con-
centration-dependent manner (25–150 μg/ml). IC50 values 
were found to be 115.13 µg/ml, 98.74 µg/ml, and 39.57 µg/
ml for PPE, ZnONPs, and ascorbic acid, respectively.

FRAP of PPE and ZnONPs

The antioxidant property of a test material can be estimated 
in vitro by its ability to convert ferric iron (Fe3+) to fer-
rous iron (Fe2+) by donating an electron or hydrogen. Fig-
ure 8b represents the reducing power of PPE, ZnONPs, and 
ascorbic acid according to their concentration. In this study, 
all the test materials showed a concentration-dependent 
increase in Fe3+ reduction potential (25–150 μg/ml). How-
ever, the Fe3+ reduction potential of ascorbic acid remained 
higher than PPE and ZnONPs.

Considering DPPH radical scavenging potential and Fe3+ 
reduction potential, it can be said that green synthesized 
ZnONPs showed improved antioxidant potential compared 
to crude PPE.

Antibacterial activity of ZnONPs

The synthesized ZnONPs showed inhibitory activity against 
selective Gram-positive as well as Gram-negative test organ-
isms. Results from the disc diffusion assay (Fig. S2) are dis-
played in Table 1. PPE did not show any zone of inhibition at 
the concentration of 500 μg/ml. However, ZnONPs exhibited 
significant antibacterial effects against the tested bacterial 
strains. The effect was found to be highest against E. coli 
followed by B. subtilis, S. Typhi, and S. aureus.

The MICs for the ZnONPs against S. aureus, B. subtilis, 
E. coli, and S. Typhi were found to be 600, 540, 330, and 
510 µg/ml, respectively. However, the antibacterial potential 
of ZnONPs was more pronounced against Gram-negative 
bacteria compared to Gram-positive bacteria evidenced by 
MIC values and inhibited zone diameters.

Photocatalytic activity of ZnONPs

A typical water-soluble dye, rhodamine B, is utilized to 
evaluate photocatalytic activity of a substance under sun-
light. The degradation of rhodamine B in the presence of 
ZnONPs was measured spectrophotometrically. Rhodamine 
B shows typical maximum absorption peak at 554 nm. The 
steady change in color from deep pink to a colorless solution 
indicates dye degradation. The degradation of the dyes in the 
presence of PPE and ZnONPs is illustrated in Fig. 9, where 

Fig. 8   DPPH radical scavenging activity (a) and FRAP (b) of PPE, ZnONPs, and ascorbic acid

Table 1   Zone of inhibition of ZnONPs and streptomycin

Microorganism Zone diameter (mm)

ZnONPs (500 μg/ml) Streptomycin 
(500 μg/ml)

S. aureus 4.67 ± 0.58 17.33 ± 0.57
B. subtilis 9.66 ± 2.31 16.00 ± 1.00
E. coli 14.00 ± 1.00 32.33 ± 0.57
S. typhi 9.33 ± 0.58 18.00 ± 1.00
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it is clearly seen that the rhodamine B absorption band 
gradually decreases over time and eventually approaches 
the baseline.

The steady change in color from a bright pink to a 
colorless solution indicates that the dye is degrading. PPE 
does not show any degradation of rhodamine B with time 
(Fig. 9a), whereas rhodamine B in the presence of ZnONPs 
showed an accelerated rate of photodegradation with time 
(Fig. 9b). At 180 min, there was a considerable photodeg-
radation (67.1%) of the rhodamine B dye (Fig. 9c). Fig-
ure 9d shows the ln (Ct/C0) vs. time curve for rhodamine 
B. The measured degradation rate constant of rhodamine 
B was found to be 1.24 × 10–2/min. The fact that Ln (Ct/C0) 
value declined over time shows that the reaction process was 
pseudo-first-order kinetic.

Conclusion

This research led to a nature-friendly development of 
ZnONPs using papaya fruit peels, an underused food 
waste. The green synthesized nanoparticles showed 
notable antioxidant potential at a concentration range of 
25–150 μg/ml. The ZnONPs showed good antibacterial 
effects against human pathogens (S. Typhi, B. subtilis, S. 

aureus, and E. coli) at the concentrations significantly 
higher than the concentration they exhibited antioxidant 
effect. Thus, it might be said that the bacteria inhibitory 
potential could be associated with the prooxidant effect 
of ZnONPs at higher concentration. Both antioxidant and 
prooxidant effects could be effectively used for therapeutic 
purposes in different ailments. In addition, ZnONPs exhib-
ited an excellent photocatalytic activity. Thus, this study 
provides a product of versatile applications in pharmaceu-
tical, chemical, and biomedical industries. Furthermore, 
the utilization of a fruit waste for developing a commercial 
product might open a novel opportunity of food-derived 
waste management in future.
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