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Abstract: This study evaluated the respiration rate of coated and uncoated (control) papayas
(Carica papaya L.) with 15% of Kelulut honey (KH) nanoparticles (Nps) coating solution during cold
storage at 12 £ 1 °C for 21 days. The respiration rate of the papayas significantly changed during
storage, with an increase in CO, and a decrease in O, and Cp,Hy, while the ascorbic acid and total
phenolic content was maintained. The changes in respiration rate were rather slower for coated
papayas when compared to control ones. A kinetic model was established from the experimental
data to describe the changes of O, CO,, and C;H, production in papayas throughout the storage
period. All O,, CO;,, and C,;H, were experimentally retrieved from a closed system method and then
represented by the Peleg model. The outcomes indicated the Peleg constant K; and Ky, which were
gained from linear regression analysis and coefficients of determination (R?), seemed to fit well with
the experimental data, whereby the R? values exceeded 0.85 for both coated and control papayas. The
model confirmed both the capability and predictability aspects of the respiration rate displayed by
papayas coated with KH Nps throughout the cold storage period. This is supported by the differences
in the stomatal aperture of coated and control papaya shown by microstructural images.

Keywords: kinetic model; Peleg constant; papaya; respiration rate; nanoparticles coating; shelf life

1. Introduction

Papaya is a tropical climacteric fruit with high respiration rates and ethylene (C,Hy)
production during ripening. The fruit is rich in vitamins, minerals, and dietary antioxi-
dants [1]. Nevertheless, it has a short life span due to its climacteric respiration pattern.
Papaya of colour indices 2 and 3 can last between five and seven days at ambient temper-
ature, while those with colour indices 4 and 5 can maintain their quality for only two to
three days [2]. The short life span enhances the rate of natural deterioration, such as physic-
ochemical damages that eventually increase its susceptibility to diseases and infection [3].
This results in post-harvest loss, a deficit in production yield, as well as a limitation to
long-distance export destinations.

The two post-harvest handling strategies, namely modified atmosphere packaging
(MAP) and controlled atmosphere (CA), can effectively control the quality of fresh produce
by modifying the gas exchange of the fresh produce and its nearby atmosphere [4-6]. Edible
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coating, an effective MAP strategy, has displayed exceptional outcomes for maintaining the
quality of tropical climacteric fruits such as papaya [5,7], mango [8,9], and banana [10,11].
According to Maringgal et al. [12], an edible coating is capable of creating a semipermeable
barrier on fruit surfaces that can decrease the fruit respiration rate and C,Hy production
and result in the maximum quality retention of fruit during storage. Several studies
have reported that edible coating can increase the shelf life of papaya during storage by
decreasing respiration rate, slowing down the senescence process, and maintaining the
chemical compositions, such as ascorbic acid (AA) and total phenolic content (TPC) of
papaya [13-16].

Fruit respiration rate can be described by its carbon dioxide (CO;) generation and
oxygen (O;) consumption. Recently, Maringgal et al. [17] have suggested that the Kelulut
honey (KH) coating can potentially minimise the papaya respiration rate during cold
storage at 12 = 1 °C and prolong their shelf life up to 12 days. The authors also added that
KH coating can act as a physical barrier that leads to the rapid CO, accumulation rate of
the coated fruit. On the other hand, Nicolai et al. [18] explained that CO, may have some
direct and indirect controlling effect on the respiration metabolism and C,H, production.
The respiration rate can be determined via a flow-through system or closed system [19]. For
the flow-through system, the fruit sample is placed in a non-permeable container where a
gas mixture flows at a constant rate. In the closed system, the fruit sample is filled with
gas-tight containers of known volume which contain ambient air as the initial atmosphere.

Respiration rate modelling is an effective method to evaluate the respiratory kinetics
of fresh produce. There are several respiration rate models that have been used in fruits,
such as the Arrhenius, Michaelis-Menten, and Peleg models [17,20]. The Peleg model
has been applied to analyse the experimental data on the changing of O,, CO,, and CyHy
concentrations as well as describe the rate of gas composition function. The suitability of the
Peleg model in describing respiration rate has been acknowledged for some fruits, including
apples [21,22], bananas [23,24], fresh-cut papaya [20], mangoes [25], and kiwiberry [26].
However, studies on using Peleg modelling to determine the impact of nano-coating
on the rate of respiration for the whole papaya are almost non-existent. Most of the
studies have focused more on its potential in enhancing the quality of the fruit [27-29].
For instance, Vieira et al. [30] examined the efficacy of hydroxypropyl methylcellulose
coating incorporated with silver nanoparticles (Nps) on the post-harvest shelf life of
papaya. It was found that nano-coating successfully maintained the quality of papayas,
extended the shelf life of papaya up to 14 days, controlled the development of anthracnose
disease, and reduced the rate of respiration of the fruit during storage. According to
Maringgal et al. [31], this could be due to the reduced Nps size that leads to superior
Nps penetration, absorption, as well as migration into fruits, thus promoting an effective
coating system.

Therefore, this study aims to (1) identify the impact of nano-coating on papaya’s
respiration rate, AA, as well as TPC, and (2) investigate the respiration rate kinetic model
of nano-coated papaya using the Peleg model in order to describe the function of gas
composition and storage day.

2. Materials and Methods
2.1. Bio-Synthesis of Kelulut Honey Nanoparticles

The KH Nps were generated as described by Maringgal et al. [31] through deposition
as well as precipitation of calcium carbonate (CaCOs) in KH via biosynthesis.

2.2. Fruit Sample Preparation

A total of 30 fresh papayas (Carica papaya L. cv. Sekaki) at colour index 2 (green
with traces of yellow) were employed for this research. The fruit were bought from a
commercial wholesaler located in Selangor, Malaysia. The chosen papayas were ensured
to be uniform in size and shape, with an average weight ranging between 1000 g and
1500 g. The chosen samples also did not have external injuries and pathogenic infection,
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and were given additional preventive treatment by immersing into 0.01% chlorinated water
that was prepared from 5% sodium hypochlorite. The treatments were divided into two
categories, namely control (uncoated) and coated with KH Nps at 15% concentration, with
each category consisting of 15 fruit.

Nano-coating of KH Nps at 15% concentration (w/v) containing 1% glycerol and Tween
20 were prepared as described by Maringgal et al. [31]. The papayas were dipped into the
KH Nps concentrations for 1 min and then air-dried for a duration of 2 h. The samples
were packed in commercial corrugated boxes in a single layer and stored at 12 £ 1 °C with
85-90% relative humidity for 21 days. The observed changes in respiration rate, CoHy
production, AA, and TPC were recorded at seven-day intervals in which three samples
were used for each analysis.

2.3. Determination of Gas Exchange and Ethylene (CoHy) Production

The papaya’s respiration rate was determined by performing methods detailed by
Maringgal et al. [17] with minor modification. A closed system was adopted, whereby the
fruit was enclosed for 5 h (previously 2 h) in an airtight container at room temperature.
All samples were subjected to the measurement of internal gas concentration (O, CO;,
and CyHy), whereby 1 mL sample of internal gas from the central cavity of the papaya was
drawn out thrice with the use of a syringe after being incubated for 5 h inside the airtight
container. A gas chromatography instrument (Agilent 6890N Network, California, CA,
USA) equipped with a stainless-steel column (Carboxen-1010 PLOT, 30 m x 0.53 mm 1.D)
and a thermal conductivity detector (TCD/methanizer-FID, 230 °C) was used, into which
the gas samples were injected. The carrier gas, helium, was employed at 3.0 mL-min~!
flow rate. Before and after sample analyses, the peak areas that were identified for standard
gas mixtures were measured. The measurements of the initial and final O,, CO,, and C;Hy
were carried out and employed to compute the respiration rate. The measurements used
the expression of nmol kg’l s~ ! for Oy and CO,, and uL/ kg-h for C,Hy.

2.4. Ascorbic Acid (AA) Assay

The AA was identified according to Wall [32], whereby 20 g of papaya sample was
homogenised with 80 mL of 3% metaphosphoric acid (HPO3) by using a high-speed blender
for a minute. The AA was calculated using Equation (1) and expressed in mg/100 g.

Ao mL dye used x dye factor x volume of product (100 mL) x 100 1)
~ Weight of sample (20 g) x volume of sample for titration (5 mL)

2.5. Determination of the Total Phenolic Content (TPC)

The determination of the TPC was carried out by using the Folin—Ciocalteu reagent
prescribed by Abu Bakar et al. [33] and modified by Mendy et al. [3]. First, 300 pL of
papaya extract was mixed with 2250 pL of Folin—-Ciocalteu reagent, vortexed for 15 s, and
allowed to stand for 5 min at room temperature. Next, the mixture was added to 2250 pL
of sodium bicarbonate solution (60 g/L). After that, the mixture was allowed to stand
for 2 h (previously 90 min) in the dark at room temperature, whereby the absorbance
was computed with the use of a Multiskan GO microplate spectrophotometer (Thermo
Scientific 1510, Vantaa, Finland) at 750 nm. The outcomes were expressed as mg of gallic
acid equivalent per 100 g for the fresh sample (mg GAE/100 g).

2.6. Microstructural Microscopy

For microstructure observation, the papaya peel cubes were fixed in a solution con-
taining 4% glutaraldehyde for 2 days at 4 °C. With the use of 0.1 M sodium cacodylate
buffer (pH 7.6), the peel cubes were rinsed three times for 30 min, one after another. In a
solution containing 1% (w/v) osmium tetraoxide, the papaya peel cubes were post-fixed at
4 °C for 2 h. Using 0.1 M sodium cacodylate buffer solution (pH 7.6), every fixed papaya
peel cube was again rinsed three times for 30 min. In a series of acetone concentrations
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ranging from 35% to 100%, the cubes were dehydrated during three changes of acetone
solution. Next, a specimen basket was used to transfer the papaya peel cubes. It was then
placed into a critical point dryer (LEICA EM CPD030, Wetzlar, Germany) for 30 min. The
drying papaya peel cubes were mounted onto the stub using double-sided adhesive and
gold-coated by a gold sputter coater. The samples were observed using a scanning electron
microscope (JEOL JSM-IT100, InTouchScope™, Tokyo, Japan).

2.7. Data Analysis, Experimental Data Modelling, and Model Parameter Estimation

The two-way analysis of variance (ANOVA) was applied in determining the statistical
variances among the papaya samples and storage days. The mean significant variances
between the parameters were compared using the least significant difference (LSD) test at
a p < 0.05 significance level. Statistical analyses were carried out with the use of SAS 9.4
software (Version 9.4, SAS Institute, Cary, NC, USA).

The experimental data of O,, CO,, and C;H, were determined by measuring the gas
Oy, COy, and CyHy4 concentrations over the storage days. Changes observed in the evalu-
ated gases over storage days were calculated by employing the closed system equations,
as given in the following [23]:

(yéz—ygz) xV

Ro, = oo m =1 @)
i f
R — (%02*%02) xV 3)
€O, = 100 x M X ¢
i f
R B (th2H4_y€sz4) xV @
GH™ 7000 x M x t

where Rp, is the O, rate, nmol kg’1 s Rco, is the CO, rate, nmol kg’l sl Re,m, is
the C;Hy rate, uL/kg-h; (yéz — ygz) is the O, concentration, %; (yéoz — ngZ) is the
CO;, concentration, %; (yé A — ng4> is the CoH, concentration, %; V is the volume of

the incubation airtight container, m3; M is the mass of the fruit, kg; and t is the incubation
time, h.

The respiratory quotient (RQ) was determined as the CO, respiration rate divided by
the O, respiration rate. The data were plotted using a response surface analysis (Design
Expert Software, Version 11, Stat-Ease Inc., Minneapolis, MN, USA).

3. Results and Discussion
3.1. Changes in Gas Concentrations

Table 1 shows the main and interaction effects of KH Nps coating and storage duration
on the gas concentration, respiration rate, RQ, AA, and TPC of papaya fruits at 12 + 1 °C.
On the other hand, Table 2 presents a two-way ANOVA of KH Nps coating and storage
durations on the experimental parameters of the papaya fruits. The ANOVA result showed
the significant effect of the experimental factors (KH Nps coating and storage durations)
on the experimental parameters at p < 0.05. Changes in the concentrations of O,, CO,, and
C,H,4 during the storage period at 12 4= 1 °C were observed, as illustrated in Figure 1.
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Table 1. Main and interaction effects of Kelulut honey (KH) nanoparticles (Nps) coating and storage durations (0, 7, 14, and 21 days) on the gas concentration, respiration rate, respiratory quotient
(RQ), ascorbic acid (AA), and total phenolic content (TPC) of papaya fruits at 12 + 1 °C.

Gas Concentration

o Respiration Rate
Factors /:;. KH Nps P RO AA (mg/100 g) TPC (mg
Coating (C) 0, % CO,% C,H uL/L O;nmol kg=1s~1  CO,nmolkg=1s~1  C,HyuL/kgh GAE/100 g FW)
0—Control 23.44 A 097 B 17.82 B 51.07 x 1073 A 212 x 1073 B 14.01 B 0.040 B 53.72 A 2628 B
15—Coated 21.19B 1.81 A 12.67 A 425 % 1073 B 3.66 x 1073 A 921 A 0.087 A 49.63 B 28.65 A
Storage duration
(days), (SD)
0 24.83 A 0.68D 1147 D 51.13 x 1073 A 140 x 1073 D 854D 0.03D 4795D 8.82D
7 22.73B 1.16 C 13.70 C 4739 x 1073 B 239 x 1073 C 10.35C 0.05C 49.96 C 34.95B
14 2156 C 1.62B 16.76 B 4558 x 1073 BC 337 x 1073 B 12.81 B 0.08 B 52.96 B 4032 A
21 20.17 D 2.08 A 19.05 A 4320 x 1073 C 439 x 1073 A 14.72 A 0.11A 55.83 A 2580 C
C X SD * * * * * * * *

* significant at p < 0.05. Data represent the mean and three replicates. Different letters are significantly different at p < 0.05 by least significant difference (LSD) test. GAE: gallic acid equivalent. FW: fresh weight.
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Table 2. Analysis of variance (ANOVA) of KH Nps coating and storage durations on the gas
concentration, respiration rate, RQ, AA, and TPC of papaya fruits.

Factor Parameter Mean Square F-Value Pr<F
0O, Concentration 23.28 148.71 <0.001

CO, Concentration 217 262.79 <0.001

C,Hy4 Concentration 66.83 62.44 <0.001

O, Rate 0.000069 9.60 0.0007

Day CO, Rate 0.000009 321.02 <0.001
C,Hy Rate 44.29 44.67 <0.001

RQ 0.007 256.95 <0.001

AA 71.43 83.64 <0.001

TPC 0.022 38.12 <0.001

0O, Concentration 30.28 193.44 <0.001

CO, Concentration 4.19 508.46 <0.001

C,Hy Concentration 158.74 148.31 <0.001

O, Rate 0.000468 64.95 <0.001

Coating CO; Rate 0.000014 462.00 <0.001
C,Hy Rate 138.53 139.71 <0.001

RQ 0.013 448.00 <0.001

AA 100.49 117.66 <0.001

TPC 0.003 6.19 0.0218

0O, Concentration 20.97 6.98 <0.001

CO, Concentration 0.38 46.24 <0.001

C,Hy Concentration 9.28 8.67 0.0012

O, Rate 0.000022 3.09 0.0569

Day x Coating CO, Rate 0.000002 51.90 <0.001
C,Hy Rate 6.34 6.39 0.0047

RQ 0.002 72.76 <0.001

AA 16.84 19.72 <0.001

TPC 0.002 3.15 0.0368

The changes in gas concentrations of coated papayas were significantly (p < 0.05)
delayed, when compared to the control ones. A gradual reduction in O, concentration
was noted for all the treatments throughout the 21 days (see Figure 1A). Nonetheless,
escalating trends were observed for CO; and C,;Hy4 concentrations in both coated and
control papayas (see Figure 1B,C). For coated papaya, the initial CO; percentage increased
from 0.86% to 2.82%, whereas the control papaya recorded an increase in CO, from 0.51%
to 1.35%. The production of C,Hy was higher on day 21, with the value of 22.92 uL/L
and 15.19 uL/L for control and coated papayas, respectively. The increased CO, concen-
tration for KH Nps-coated papayas was in line with the reduction in O, concentration
during storage. Xu et al. [34] reported that the accumulation of CO, in coated fruits was
because of a reduced respiration rate that inhibited physiological effects towards the fruits.
Meindrawan et al. [35] revealed that nanocomposite coating can decrease the amount of O,
for respiration and limit diffusion of CO; out of the fruit tissues. The KH Nps coating might
have restricted the gas exchange through papaya peel, thus retarding C,H4 production.
The study outcomes are in agreement with prior observational studies, which reported
that high internal CO; concentration in fruit can hinder C,Hy4 generation, thus delaying
the ripening of fruit [36].
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Figure 1. Changes in gas concentration in terms of (A) Oy, (B) CO,, and (C) C;Hy at 0, 7, 14, and
21 days. Vertical bars indicated LSD (p < 0.05). LSD: least significant difference.

3.2. Respiration Rate

Both respiration rate and C,Hy production rate in fruit are regarded as good indices to
determine shelf life [37]. Figure 2 illustrates the significant decrease (p < 0.05) in respiration
rate in the coated papaya but a gradual increase in respiration rate in the control papaya.
This signifies that the O; rate in the coated papaya was lower during cold storage when
compared to the control samples (see Figure 2A). After 21 days of storage, the highest O,
rates were 49.78 x 1073 nmol kg ! s~! and 36.66 x 1072 nmol kg~! s~ for the control
papaya and the coated papaya, respectively.

The effect of KH Nps coating on CO, rate appeared to vary significantly (p < 0.05).
The CO; rate was found to increase in parallel with the storage period for both the control
and the coated papayas (see Figure 2B). The coated papayas showed the highest CO rate,
at5.79 x 1072 nmol kg ! s7! on day 21 from its initial rate at 1.71 x 107> nmol kg~ ! s~1.
Likewise, the control papayas displayed the lowest CO, rate after 21 days of storage, at
2.98 x 1073 nmol kg~! s~!, whereas the initial CO; rate was 1.09 x 1073 nmol kg~! s 1.

The C,Hy production rate differed significantly (p < 0.05) due to the KH Nps coating
treatment (see Figure 2C). The C,Hy production rate in control fruit escalated rapidly and
reached its peak after 21 days of storage at 18.21 uL/kg-h. On the contrary, the coated
papaya exhibited the lowest value for C;Hy production rate after 21 days of storage
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(11.24 uL/kg-h) as well as a slow increase in C,Hy4 production rate upon completion of the
storage period.

Such delays in respiration and CoHy production rates for the coated papayas, in com-
parison to those of the control, may suggest that the KH Nps edible coating exerted an
obstacle to gaseous exchange. This present study discovered that the KH Nps coating
generated a modified atmosphere with high CO; and low O; in the papaya, which reduced
both respiratory and C,H,4 production rates. Past studies have shown that the reduced rates
of respiration and C,H, production in coated papaya resulted in delayed senescence [38].
Similarly, Mendy et al. [3] reported that papaya coated with Aloe vera gel coating experi-
enced less weight loss during the storage period when compared to control, which was
ascribed to the coatings having provided a semi-permeable layer against gas movement
and a resulting decrease in respiration rate. The pattern of respiration and C,Hy production
rates recorded in this study is in agreement with the findings reported by Ali et al. [13],
whereby papaya coating with chitosan suppressed both respiration and C,H, production
rates through the modification of the fruit’s internal atmosphere.

x 107

A 60 ---- Control (0%) —a— Coated (15%)
50
»
oo 40
~
°
E 30
£
2
S 20
<)
10
0
0 7 Storage Days14 21
x 1073
B 8 --0-- Control (0%) —&— Coated (15%)
7
T‘.” 6
it
s
E
£ 4
Y
s 3
R~
S 2
o
1
0
0 14 21
Storage Days
C 25 e o o,
-- Control (0%) —&— Coated (15%)
20
=
&0
515
2
@
S10
z
Ys

7 Storage Days14 2
Figure 2. Respiration rate in terms of (A) Oy, (B) CO,, (C) Co;H, production at 0, 7, 14, and 21 days.
Vertical bars indicated LSD (p < 0.05).

Moreover, Maringgal et al. [17] found that the uncoated papaya displayed an early
increase in respiration rate compared to papayas coated with 1.0% and 1.5% KH for 12 days
of cold storage period. The reduction in respiration and C,Hy production rates due to
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coating treatment has been reported by many researchers for a range of fruits, including
mango [39], mandarin [40], guava [41], and banana [11].

Additionally, Sapper et al. [42] described that the RQ was influenced by changes
in respiration rate, indicating the existence of the substrate used during the respiration
process of fruit. The RQ was relying on both O, and CO; production rates, resulting in
a decrease in O, and an increase in CO; [43]. This study revealed the RQ exhibited a
significant effect on the storage day and coating treatment of papaya (Tables 1 and 2). The
RQ gradually increased for both coated and control papaya during the 21 days of storage,
as shown in Figure 3. However, it was noted that the RQ was higher for coated papaya
as compared to control papaya. This suggested that the transition of metabolic substrates
from carbohydrates to organic acids was higher in coated papaya, which was in agreement
with the findings of Sapper et al. [42] and Fagundes et al. [44]. The authors found that an
RQ equal to 1 signifies that the metabolic substrates are carbohydrates, while an RQ higher
than 1 signifies that the metabolic substrates are organic acids.

Control (0%)

Respiratory
Quotient (RQ)

O:2 Rate
CO2 Rate x10°  (nmol-kg1-s1)

(nmol-kg1-s71)

Respiratory
Quotient(RQ) ¢4

070 %% 0 ¢
< 2:?:’:"0?;‘4-

N

S A’Qf.’,l".’b’&’

x10s O2Rate
CO2Rate

(nmol-kg-s)

(nmol-kg-s)

Figure 3. The effect of CO; and O, partial pressures on the RQ of control and coated papaya fruit
at 12 £ 1 °C. The red dot symbols represent data points above and below the response surface,
respectively (p < 0.05).
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3.3. Model Parameter Estimation

The Peleg equations (Equations (2)—-(4)), which were modified to reflect curvilinear
changes in terms of gas concentration over storage day, were employed to model the
computed respiration rates. The inverse of change in gas concentration and the respiration
rate models with storage period were plotted, whereby model parameters K; and K, were
estimated via linear regression analysis. The value of K; was estimated using the curve’s
slope, whereas Kj is denoted by the intercept on the y-axis. Table 3 presents the values of
K and Kj, as well as the coefficient of determination (R?). The R? seemed to be very high
(R? > 0.85), which signified an exceptional fit between the experimental data and the Peleg
model for coating treatment.

Table 3. Values of Peleg’s model parameter (K1, K, and R2) for Oy, CO,, and C,H, concentrations in
coated and control papaya.

Gas Papaya K1 K> R?
o Control 0.68 + 0.35 25.15 & 0.43 0.859
2 Coated 235+ 0.32 27.06 + 0.27 0.997
co Control 0.27 + 0.59 0.29 + 0.61 0.976
2 Coated 0.66 + 0.62 0.16 + 0.54 0.997
CH Control 3.53 +0.73 9.01 + 0.55 0.998
2H4 Coated 1.63 £ 0.77 8.59 + 0.53 0.967

Both K; and K; values increased for the model parameters of O,, which was influenced
by the KH Nps coating treatment. For instance, the values of K; and K for coated papaya
were 2.35 and 27.06, respectively. Comparatively, the values of K; and K, for control
papaya were 0.68 and 25.15, respectively. In this present study, K, was more influenced
by the coating treatment. A higher value of K, was also reported by Rahman et al. [20]
for fresh-cut papaya, Bhande et al. [23] for banana, as well as Mahajan and Goswami [21]
for apples. The variance between K; and Kj is attributable to both gaseous and physical
changes of fruit during the storage period. The Peleg model described K; as referring
to the rate constant, and it is physically related to both the consumption as well as the
evolution of gases starting from the very initial stage, while K refers to the model’s capacity
constant, implying the respective gas content that can be attained by the system up to
infinity. The R? values in terms of O, were high; 0.997 and 0.859 for coated and control
papayas, respectively.

The K; appeared to be lower than K; for coated papaya in terms of CO;. The values
of K1 and K; for coated papaya were 0.66 and 0.16, respectively; while those for control
papaya were 0.27 and 0.29, respectively. The R? values in terms of CO, were also high;
0.997 and 0.976 for coated and control papayas, respectively.

Next, the relationship between coating treatment and model parameters in terms
of C,Hy concentration showed a similar trend to the O, concentration. For instance, the
values of K; and Kj; for coated papayas were 1.63 and 8.59, respectively; while those
for control papayas were 3.53 and 9.01. The R? values in terms of C;H; were 0.967 for
coated papayas and 0.998 for control papayas. Figures 4 and 5 illustrate that most of the
experimental values were lower than those predicted. The figures display the variances
between experimental and predicted respiration rates for coated (see Figure 4) and control
(see Figure 5) papayas in terms of O,, CO,, and CpH, concentrations. Moreover, the
empirical equation developed by Peleg [45] has proven its capability for respiration rate
prediction in several fresh produce products [20]. Data developed by this equation plays a
significant role in the design of successful modified atmospheric systems for nano-coated
papaya. Based on the results of this study, both respiration and C,H,4 production rates of
the papaya were well described by the Peleg kinetic models, and their values have been
shown to be significantly influenced by the coating treatments.



Foods 2021, 10, 432

11 of 16

>

60.00

50.00

40.00

30.00

20.00

0, Rate (nmol-kg™s™)

10.00

0.00

=

7.00
6.00
5.00
4.00
3.00
2.00

CO, Rate (nmol-kg™s™)

1.00

0.00

o]

50.00

C,H, Rate (uL/kg-h)

10.00

0.00

60.00

40.00

30.00

20.00

x10°

—e—experimental  ---#--- predicted

x10-3

Storage Days

—e—experimental ---s--- predicted

7 14
Storage Days

—s—experimental ---s--- predicted

21

0 7 14
Storage Days

21

Figure 4. Experimental and predicted respiration rates in term of (A) O,, (B) CO,, and (C) Co;Hy
production in KH Nps-coated papaya.
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3.4. Microscopy Observation

The effect of KH Nps coating on the papaya’s surface characteristics was observed by
using a scanning electron microscope (SEM). Figure 6A,B indicates the stomatal aperture
on papaya peel in control and coated fruits on day 0 of storage. After 21 days of storage,
KH Nps coating at 15% concentration continued to cover the stomata on the papaya peel
(Figure 6D), hence causing a delay in the ripening process. The KH Nps coating might
have protected the stomata on the papaya peels, thus decreasing the respiration rate.
Nevertheless, the control papaya peel resulted in exposed stomatal aperture, as shown
in Figure 6C, thus reflecting the increase in both respiration and C,H4 production rates,
apart from affecting both the post-harvest qualities and physicochemical characteristics of
papaya throughout the storage period.

= a
SED 45,00 WOTSmP G WV 12000 10y e
ewupu ov 1

Nov 182019 L -

SED 15,00V WO P C ARV x2,000  fopm. e O S
EMUPM Y g

Figure 6. Microstructural images of stomatal aperture on papaya peels at different storage periods:
(A) control at day 0, (B) coated at day 0, (C) control at day 21, and (D) coated at day 21.

These results were consistent with the research of Jongsri et al. [39], where it was
observed that there was a low molecular weight of chitosan coating, which hence conferred
protection and covered the stomata of mango peels. This contributes to the delay in the
process of ripening during storage. Deng et al. [46] showed that the non-homogeneous
coating present on the fruit’s surface has the potential to enhance the mass transfer across
the fruit surface, thus increasing respiration rate as well as a fungal infection. In the current
research, a low respiration rate and delayed C,H4 production were maintained by the
coated papayas.

3.5. Effect on Ascorbic Acid (AA) and Total Phenolic Content (TPC)

AA, or vitamin C, is a water-soluble vitamin and is an important vitamin in papaya [47,48].
Lee and Kader [49] asserted that AA content can be easily degraded due to improper post-
harvest handling and storage conditions. In this study, AA content was significantly (p < 0.05)
greater for the control papayas than the coated papayas (see Figure 7A). The AA content
increased during storage, and the highest AA was recorded for control papaya on day 14 at
59.65 mg/100 g, and 52.01 mg/100 g for coated papaya. This finding is supported by an early
study performed by Wills and Widjanarko [50], who explained that AA content will increase
in parallel with the ripening stages, then decline thereafter due to senescence.
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Figure 7. Effect of Ascorbic Acid (A) and Total Phenolic Content (B) in KH Nps coated papaya stored
at 12 & 1 °C for 21 storage days. Vertical bars indicated LSD (p < 0.05). GAE: gallic acid equivalent.
FW: fresh weight.

Furthermore, KH Nps-coated papaya displayed a slower initial increase in AA as
compared to the control papaya. At day 21, the AA content of KH Nps-coated papaya
maintained a higher value (48.69 mg/100 g) compared to control papaya (42.33 mg /100 g).
This suggests that the KH Nps coating slowed down the synthesis of AA during storage.
This finding was consistent with Ali et al. [13], wherein the authors found that papaya
coating with chitosan is able to reduce the respiration rate of fruit by increasing the CO,
concentration, thus slowing down the synthesis of AA during storage. The fruit were
stored at 12 £ 1 °C with relative humidity (RH)of 85-90% for four weeks. Additionally,
the higher AA retention by KH Nps coating treatment could be associated with the ability
of the coating to act as a gas barrier to reduce the O, tension in the papaya fruit tissue.
This statement was supported by the study of Maftoonazad and Ramaswamy [51], who
revealed that the atmosphere composition around the fruit has a significant role in AA
retention during storage. Magwaza et al. [47] and Madani et al. [52] added that lower C;Hy
production in fruits improved AA retention, which was confirmed when C,H, production
was measured and revealed a low concentration in KH Nps-coated papaya.

Phenolics are the secondary metabolites existent in plants that have antioxidant
properties during the oxidative stress process [53]. It appears that the TPC of papaya varied
significantly (p < 0.05) due to KH Nps coating (Figure 7B). The highest TPC (42.64 mg
GAE/100 g fresh weight (FW)) was recorded for the coated papaya fruits on day 14. The
TPC for the control papaya rapidly increased during the storage and reached the maximum
(38.48 mg GAE/100 g FW) at day 14, however, it was unable to maintain the TPC rate until
day 21 (21.20 mg GAE/100 g FW). A low value of TPC or a sharp reduction in TPC after
14 days in the control papaya could be due to the higher respiration rate, which may have
resulted in the loss of TPC because of the degradation of specific phenolic compounds [37].

At the end of storage (day 21), the coated papaya was able to maintain the TPC better
than control papaya and this may be because the KH Nps coating reduced the metabolism
in the coated papaya. In other words, the KH Nps coating treatment has the ability to
maintain the TPC of papaya fruit during cold storage. Similar contributions have been
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made by Ayon-Reyna et al. [54], who found that untreated papaya had a lower TPC as
compared to papaya treated with hydrothermal-calcium chloride. This has also been
explored in a prior study by Ghasemnezhad et al. [55], in which the authors revealed the
decrease in TPC of coated apricot due to the deterioration process.

4. Conclusions

The kinetic change in respiration rate and the C,Hy production of control and coated
papayas were studied in this research. The respiration rate and CoHy production in papayas
were significantly affected by the KH Nps coating. The current study also showed that KH
Nps coating can be used as a conserving material, extending the shelf life by inhibiting
the respiration rate and C,Hy production, while maintaining the AA and TPC, in papaya.
Furthermore, differences in stomatal aperture were observed in coated and control papaya
after 21 days of cold storage. This study also suggested that respiration data generated by
a closed system could be employed to model the respiration rates. The respiration rate and
C,H, production that were predicted by the Peleg model obtained R? values higher than
0.85 for both coated and control papaya. This showed that KH Nps is a promising edible
coating that can be employed in commercial post-harvest applications for extending the
shelf life of papayas.
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