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Abstract: As a popular form of fruit consumption, fresh-cut watermelon is of great convenience for
its consumers. Owing to the lack of comprehensive knowledge about the quality changes of fresh-
cut watermelon during its shelf life, guidelines and standards are unavailable currently. To clarify
the deterioration process and its underlying mechanism in fresh-cut watermelon, the sensory pa-
rameters, metabolomics, and microbial community of fresh-cut watermelon during a three-day stor-
age at both room temperature (RT) and refrigerator temperature were systematically studied in this
work. Results revealed that the whole property of the watermelon stored at refrigerator temperature
kept stable, while pulps stored at RT had substantially deteriorated after 36 h. The decay was re-
flected in the significant decrease in soluble solid contents, firmness, pH, and color parameters in
the sensory perspective. At the metabolic level, significantly declined malate, citrate, uridine, uri-
dine 5-monophosphate, and amino acids, and increased ethanol and lactate contents, were observed
as deterioration markers, which partially resulted from the activities of pyruvate dehydrogenase
and alcohol dehydrogenase and the burst of genera Enterobacteriaceae and Leuconostocaceae. This
study unveiled the underlying mechanisms of quality changes in fresh-cut watermelon under its
primary storage conditions to provide fundamental information and potential clues for its quality
control and preservation.

Keywords: fresh-cut watermelon; quality changes; sensory parameters; NMR-based metabolomics;
microbial community

1. Introduction

Watermelon (Citrullus lanatus) is a popular fruit because of its fresh and juicy pulp.
Compared with other fruits, watermelon can hardly be finished at once due to its rela-
tively large volume. Therefore, the pervasive practices for watermelon consumption are
slices and cubes in both markets and homes. However, the exposed pulps inevitably suf-
fer from texture breakdown and microbial contamination, leading to fast deterioration.
Alimentary toxicosis incidents that result from eating questionable watermelons occur
occasionally every summer. Meanwhile, few guidelines and standards specially for fresh-
cut fruits and vegetables have been introduced. To improve the quality control and
preservation of fresh-cut watermelon, the metabolic processes, including enzymatic reac-
tion, ethylene production, and respiration, and the impacts from microbials, need to be
illustrated.
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Previous studies on watermelon mainly focused on exploring feasible techniques that
could extend its shelf life [1-4]. Optimum modified atmosphere packaging in higher than
14% Oz atmosphere was reported to extend the shelf life of fresh-cut watermelon, while
visible light exposure of 3000 Lux was reported to decrease drip loss of watermelon by
accelerating moisture evaporation and reducing cell wall degradation and the activity of
polygalacturonase [3]. UV-C illumination is another effective pretreatment in the fresh-
cut industry. The shelf life of fresh-cut watermelon cylinders was extended to 7 days after
the application of 4.8-k] m2 UV-C dose [1]. To evaluate the quality of watermelon pulps
during storage, numerous property indices have been employed in previous research, in-
cluding respiration rate, microbial quality, color, weight loss, and enzyme activity. The
quality changes in watermelon are mainly attributed to autologous metabolism and mi-
crobial activities. Nevertheless, not much is known about the changes in global nutritional
components and involved microbial community in watermelon during its shelf life.

Aside from macroscopic properties, metabolomics and microbial ecology are other
powerful tools to unveil the biological process and microbial coaction during food storage.
Metabolomics has been applied to detect nutritional differences in fruits, meat, and other
processed foods in food science [5]. The metabolic profiles of strawberry with different
edible coatings [6], fresh-cut browning in apple [7], tomato at different maturation levels
[8], and chilled chicken meat at different storage times [9] have been explored with the aid
of metabolomics. Similarly, a comparative metabolomics profiling conducted on fresh-cut
melon (cv. Xizhoumi-17) has revealed 17 differential metabolites during storage at 15 °C
compared to totally fresh melon, among which salicylic acid beta-D-glucoside, the cut-
wounding stress indicator, was observed to be increased significantly [10]. The accumu-
lation of pyruvate-derived metabolites (ethanol, acetaldehyde, lactate, alanine) in apple
during its shelf life was uncovered by an integrated metabolomics approach. It has been
hypothesized as being a hint of a metabolic reconfiguration strategy in apples to regener-
ate NAD+ and cope with energy crisis under hypoxia [11]. Such information provides an
important theoretical basis to explain the mechanisms underlying changes in food quality,
which benefits the improvement of food storage technology.

As another vital factor that affects food quality during storage, microbial activity is
usually evaluated in accordance with national standards in spite of their deficiency in un-
raveling the microbial communities from different food matrices. Benefiting from the rev-
olutionizing development of next-generation sequencing, studies on microbial ecology
have become popular in food science [12]. However, most studies are devoted to the anal-
ysis of microbial communities in fermented foods to achieve better manipulation of fer-
mentation microorganisms and improve food production, whereas research on microbial
ecology concerning food quality and preservation is relatively inadequate.

To clarify the deterioration process and its underlying mechanism in fresh-cut wa-
termelon during daily storage, as well as explore the boundary for its quality control, in-
dividual watermelon cubes packed with films and stored under constant-temperature
conditions were monitored. The temperatures of 28 °C and 4 °C were chosen in this work
due to their representativeness for room temperature (RT) in the watermelon-consuming
season and for refrigerator atmosphere, respectively. Fresh-cut watermelon cubes were
sampled at eight successive storage time points (0, 3, 6, 12, 24, 36, 48, and 72 h) and sub-
jected to studies of physicochemical properties, metabolomics, and microbial community
by using conventional and advanced techniques. This study established a new platform
for evaluating the overall quality of fresh-cut watermelons. This platform is beneficial for
unveiling the underlying mechanism of quality changes in fresh-cut watermelon under
its primary storage conditions to provide fundamental information and potential clues for
its quality control and preservation.



Foods 2022, 11, 3423

3 of 16

2. Materials and Methods
2.1. Materials and Sample Preparation

Watermelons were purchased from the Wushang Supermarket in Wuhan, China.
Careful inspection was conducted to guarantee no visual defects in these melons, and
melons with uniform shape and size were selected. Then, the watermelons were rinsed
with double-distilled water and divided into cubes (approximately 3 cm x 3 cm x 3 cm).
The knife and containers were sanitized with 75% ethanol before use. Regular polyeth-
ylene (PE) wraps were used to pack fresh-cut watermelons. Half of the samples were kept
at refrigerator temperature (4 °C), while the other half were stored at RT (28 °C). Fresh-
cut melons that had been stored for several hours (3, 6, 12, 24, 36, 48, and 72 h) were sam-
pled randomly and subjected subsequently to the experimental studies listed below.

2.2. Physicochemical Properties
2.2.1. Microscopic Examination

An inverted microscope (Nikon Eclipse TS100, Nikon Instruments Inc., Melville, NY,
USA) was employed to capture the images of fresh-cut watermelon at a series of succes-
sive storage times. Small pieces were excised with a cork borer (#7, 4 mm diameter), and
a transversal cut was conducted using a stainless steel blade. Sample surfaces of water-
melon pieces were observed with a 40 magnification lens, and the images were recorded
with NIS-Elements BR 3.2 software (Nikon Instruments Inc., Melville, NY, USA).

2.2.2. Color and Firmness Measurements

Flesh color (CIE L*, a*, b*) was measured using a chroma meter (CR-400, Konica Mi-
nolta, Tokyo, Japan) calibrated with a white tile. Color indices were expressed as lightness
L*, chromaticity a* and b*.

Penetration tests were performed using a texture analyzer (TA-XT2 Plus, Stable Mi-
cro Systems, Godalming, UK). The sample was placed on the plate before a cylindrical
probe (5 mm diameter) was pushed into the watermelon at a speed of 1.5 mm/s.

2.2.3. Soluble Solid Contents (5SCs) and pH Measurements

The watermelon samples were homogenized using a blender (JYZ-D02V, Joyoung,
Jinan, China). SSCs of watermelon cubes were analyzed using a refractometer (model PR-
101, Atago Co., Tokyo, Japan). The pH of the homogenized watermelon juice was meas-
ured using a D-72 pH meter (FE28, Mettler Toledo, Zurich, Switzerland).

2.2.4. Water Contents

An amount of 10 g of watermelon was lyophilized with a freezer dryer (SCIENTZ-
18N, SCIENTZ, Ningbo, China). Accurate weights before and after lyophilization were
recorded and employed in water content calculation.

2.3. Biochemical Properties
2.3.1. Protein Contents

The Plant Total Protein Extraction Kit (APPLYGEN, Beijing, China) was employed in
accordance with the instructions. Four hundred milligrams of watermelon pulps was sus-
pended in 1.0 mL of an extraction solution and homogenated completely. After being in-
cubated on ice for 20 min, samples were centrifugated at 12,000x g for 15 min, and super-
natants were collected for protein quantitation. The protein content of each sample was
measured using the Bradford method with bovine serum albumin as standard.
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2.3.2. Nuclear Magnetic Resonance (NMR)-Based Metabolomic Analysis

Sample preparation for NMR analysis was carried out as previously described [12]
with some modifications. Watermelon samples were extracted thrice with 1 mL of a meth-
anol/water mix [2:1 (v/v)], followed by evaporation with a SpeedVac vacuum concentrator
(Thermo Fisher Scientific, Waltham, MA, USA). Extracts were suspended in 600 uL of PBS
[0.1 M, 50% (v/v) D20, and 0.005% 3-(trimethylsilyl)[2,2,3,3-D4] propionate] and centrifu-
gated at 12,000 g for 10 min. Supernatants were transferred to NMR tubes and analyzed
with a Bruker Avance III 800 MHz NMR spectrometer equipped with an inverse cryogenic
probe (Bruker Biospin, Rheinstetten, Germany). A typical one-dimensional hydrogen
NMR spectrum was acquired using the first increment of nuclear Overhauser effect spec-
troscopy sequence with presaturation. For signal assignment, 'H-"H correlation spectros-
copy (COSY), '"H-'H total correlation spectroscopy (TOCSY), H J-resolved spectroscopy
(J-Res), "H-13C heteronuclear single quantum correlation spectroscopy (HSQC), and 'H-
13C heteronuclear multiple bond correlation spectroscopy (HMBC) were performed as de-
scribed previously [13].

The H spectral region of d 0.5-9.5 was integrated into bins by using AMIX package
(v3.8, BrukerBiospin). Each bin area was normalized to the weight of pulps. Principal com-
ponent analysis, and orthogonal projection to latent structure-discriminant analysis
(OPLS-DA), were performed with SIMCA-P+ software (v 14.0, Umetrics, Umea, Sweden).

The models were built using OPLS-DA with Pareto variance (Par) scaling and eval-
uated by sevenfold cross-validation and the cross-validated residuals (CV-ANOVA). To
assist the biological interpretation of information generated from these models, the load-
ing values were back-transformed and plotted with color-coded OPLS-DA coefficients by
using MATLAB (v 9.9, MathWorks, Natick, MA, USA).

2.4. Microbial Analysis
2.4.1. Microbial Population Assay

At each sampling time, watermelon cubes were randomly selected and blended into
juice. Subsequently, 1 mL of the juice was added into a sterilized tube containing 9 mL of
0.85% sterile saline for serial dilution. Then, 0.1 mL of the dilution was spread on a tryp-
ticase soy agar (T8650, Solarbio, Beijing, China) culture medium in duplicate and incu-
bated at 30 °C for 24 h. Finally, the colony numbers on the culture dish were counted and
calculated as log10 colony forming units (CFU) per gram. The results were expressed as
mean values for three individual watermelon cube samples (1 = 3).

2.4.2. 165 rRNA Gene Sequencing and Analysis

The TIANGEN kit (TTANGEN Biotech, Beijing, China) was used to extract genomic
DNA from the microbial community in watermelon pulps. DNA concentrations were
quantified using a Qubit 4.0 fluorometer (33226, Thermo Fisher Scientific,c Waltham,
USA) and normalized to a concentration at 10 ng/uL. The V3-V4 region (~450 bp) of the
prokaryotic microbial 16S rRNA was amplified with the forward primer 341F (ACTCC-
TACGGGRSGCAGCAG) and reverse primer 806R (GGACTACVVGGGTATCTAATC)
[14] in a PTC-100 thermal controller (M] Research Inc., Waltham, MA, USA). Nontemplate
controls were used as negative controls for each set of barcoded primers. The presence of
amplicons was confirmed by gel electrophoresis on a 2% agarose gel and staining with
SYBRGreen (TIANGEN Biotech, Beijing, China). Equimolar amounts of the PCR ampli-
cons were mixed in a single tube, and amplification primers and reaction buffer were re-
moved by processing the mixture with the Agencourt AMPure XP Kit (Beckman Coulter
Genomics, Danvers, MA, USA). The purified amplicons were sequenced using MiSeq (Il-
lumina, CA, USA).

Bioinformatic analysis was conducted in USEARCH 11.0.667 and QIIME 2. Reads
were filtered before being clustered into operational taxonomic units (OTUs) with 97%
sequence identity [15]. Alpha diversity was evaluated using Simpson, Shannon, and
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Chaol indices. Beta diversity was estimated by quantifying the degree of dissimilarities
in microbiome composition among sites by principal coordinate analysis (PCoA), in which
a weighted UniFrac distance matrix was employed to account for OTU abundance and
phylogenetic ancestry [16]. Spearman correlation matrices and heat maps were con-
structed using R version 4.0.5.

2.5. Statistical Analysis

Results were expressed as mean + standard deviation of at least triplicate measure-
ments. One-way ANOVA, Student’s f test, or Mann-Whitney U-test was performed to
determine the significance between groups at 95% confidence interval via IBM SPSS Sta-
tistics (v 26.0, IBM, New York, NY, USA).

3. Results and Discussion
3.1. Physicochemical Changes in Fresh-Cut Watermelon during Storage

The general property of watermelon pulps could usually be assessed with quality
parameters, such as firmness, SSC, pH, weight loss, color, and overall acceptability [1,2].
From these parameters (Figure 1, Table S1), storage at a lower temperature effectively
slowed down the rate of property deterioration in watermelon, given that no significant
changes were captured within 72-h storage at refrigerator temperature. Pictures of water-
melon pulps under the microscope (Figure 1A) depicted visual distinctions among pulps
in different storage conditions at the micro level. Uniform, well-stacked, and intact ap-
pearance of fresh pulp cells was clear, while pulp cells left at RT were in irregular shapes
and suffering from precipitation, cell disruption, and microbial contamination simultane-
ously. Quantizable parameters agreed well with these micrographs.
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Figure 1. Changes in sensory qualities of watermelon pulps at different storage conditions: (A) cell
morphology of pulps under microscope; (B) firmness; (C) soluble solid contents; (D) pH; (E) per-
centages of water contents in fresh-cut watermelons. Note: Star in red color means significant dif-
ference between the fresh cubes and cubes stored at 28 °C (**p <0.01, ***p <0.001 vs fresh group).
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The average firmness of fresh-cut cubes was 4.62 N, and the value kept almost con-
stant at refrigerator temperature for at least 72 h (Figure 1B). However, the firmness pa-
rameter declined after watermelon cubes were stored at RT for more than 2 days. The
mechanical strength of parenchyma cell walls, the extension between adjacent pulp cells,
and the degree of cell turgor are major determinants of flesh firmness [17]. Generally, the
depolymerization of pectin and multiple polysaccharides is regarded as an important fac-
tor that results in firmness decrease in most fruits [18,19]. The hydrolysis of pectin and the
loss of neutral sugars from polysaccharides weaken cube firmness. Meanwhile, a signifi-
cant decrease in SSC in fresh-cut cubes was observed after 72 h at RT (Figure 1C).

SSC is used as a marker to predict the sweetness of melon [20] and has been reported
to show an uptrend in postharvest fruits [21]. Decreased SSC indicates a reduction in total
sugars, which probably results from pulp cell metabolism and microbial activity instead
of firmness loss. Similar results were presented in a paper on a study of litchi storage
quality under RT [22]. In addition to sugars, the content of acids also exerts a profound
impact on fruit flavors. Fresh-cut watermelons kept in a refrigerator maintained their fla-
vors and textural parameters, while cubes stored at RT underwent significant acidity in-
crease when left for more than 48 h (Figure 1D). Along with the reduction in SSC, the
rising acidity could probably be attributed to the fermentation of sugars by microorgan-
isms, thus leading to increased production of organic acids and declined pH value [23].
Figure 1E unveils the fact that moisture contents in watermelon stored in both tempera-
tures remained stationary within 3 days, which probably resulted from the contribution
of PE wraps and implied that any simultaneous changes in biochemical concentrations in
the present work were ascribed to the changes in constituents themselves.

Color parameters monitored during storage are listed in Table S1. The values of L*,
a*, and b* imply the lightness, redness, and yellowish degrees of corresponding samples,
respectively. The results shared similarity to the changes in the above physiological indi-
ces and attested to the phytochemical property variations revealed in watermelon juice
during storage [23]. The significantly lower L* and a* values compared with those of fresh
cubes suggested a dark and less red appearance. Pigment loss, the Maillard reaction, and
polyphenol oxidase account for browning reaction in vegetables and fruits [24,25]. Specif-
ically, the Maillard reaction that occurs between reducing sugars (glucose and fructose)
and plentiful amino acids is a crucial factor in pulp browning. Given that enzymatic
browning rarely occurs in watermelon flesh, the promoted carotenoid and lycopene deg-
radation and ascorbate oxidation under air exposure at RT were supposed to be the major
factors that resulted in color change in this study. Despite the degradation in pulp cell
walls and the observed physiological alterations, the water contents of fresh-cut water-
melons were constant at around 89.0%, suggesting that no water loss occurred during the
three-day storage in these conditions.

3.2. Identification and Multivariate Statistical Analysis of Chemical Changes in Fresh-Cut Wa-
termelon during Storage

The '"H NMR spectra of watermelon flesh extracts are presented in Figure 2A. In ac-
cordance with a series of signal information provided by chemical shifts, ]-Res, COSY,
TOCSY, HSQC, and HMBC, 38 major metabolites in watermelon flesh were assigned and
denoted; they included amino acids, sugars, organic acids, and nucleotides, which formed
the main material basis of watermelon pulps and covered most phytochemicals reported
in previous studies [26,27].

In this study, the metabolic profiles of pulps at different storage states were evaluated
to assess the centralized or dispersed distributions among samples. From the reduced di-
mension feature of flesh extracts shown in Figure 2B, a distinct separation tendency was
observed between the flesh extracts of the watermelon cubes stored in a refrigerator
within 3 days and the cubes stored at RT for more than 36 h, which was in accordance
with the physical and physiological data in Figure 1.
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Figure 2. Changes in metabolic profiles of watermelon pulps at different storage conditions: (A) 1H
NMR spectra of watermelon pulps extracts from fresh cubes and cubes stored for 72 h at 4 °C and
28 °C, respectively; (B) PCA score plot for watermelon samples that have been monitored at differ-
ent storage periods and conditions; (C) score plot and loading plot of model constructed using fresh
cubes and cubes stored at 28 °C for 48 h; (D) score plot and loading plot of model constructed using
fresh cubes and cubes stored at 28 °C for 72 h. Note: Identified metabolites are listed in Table S2
with details.

Supervised OPLS-DA models helped quantize group separation parameters and vis-
ualize significant differences. Rigorous cross-validations were conducted to calculate the
values of Q2 and R2, where Q2 indicates how well a variable could be predicted, and R2
indicates how well the variation in a variable could be explained [28]. As time passed, the
ascending Q2 value of models established between fresh pulps and flesh stored at RT
clearly manifested the quality shift at the metabolic level (Table 1). Permutation tests (Fig-
ure 52) and p value of CV-ANOVA further certified the robustness and predictive ability
of these models. Multivariate statistical analysis of metabolites from continuously moni-
tored watermelon implied an apparent overall quality decline in flesh after exposure at
RT for more than 36 h. Therefore, in consideration of the metabolomic results in this re-
search, watermelon cubes that have been stored at RT for more than 36 h in summer are
suggested to be discarded.
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Table 1. Parameters of OPLS-DA models constructed between groups of fresh cubes and cubes that
have been stored at 4 °C or 28 °C for 0, 3, 6, 12, 24, 36, 48 and 72 h.

OPLS-DA Models

Model Parameters

Control Group  Treated Group R2X R2Y Q2 P(CV-ANOVA)

S3h_28 0.28 0.95 0.08 1.00

Séh_28 0.36 0.91 0.03 0.99

S12h_28 0.37 0.98 0.65 0.08

S24h_28 0.39 0.94 0.54 0.20

S36h_28 0.44 0.94 0.62 0.11

S48h_28 0.44 0.95 0.80 0.01

Fresh S72h_28 0.44 0.98 0.86 0.00
S3h_4 0.37 0.89 -0.01 1.00

Séh_4 0.35 0.94 0.38 0.43

S12h_4 0.39 0.95 0.43 0.35

S24h_4 0.38 0.92 -0.07 1.00

S36h_4 0.33 0.91 -0.46 1.00

548h_4 0.34 0.96 0.25 0.68

S72h_4 0.24 0.93 -0.54 1.00

To determine the constituents that prominently affected the metabolic profiles of
multivariate statistical models, the coefficient values of the first principal component in
OPLS-DA were obtained for further analysis. As depicted in Figure 2C,D, glutamine, va-
line, leucine, isoleucine, and phenylalanine decreased evidently after 48 h storage at RT,
and the tendency became more remarkable at 72 h. In addition, the contents of malate,
citrate, uridine, and uridine 5-monophosphate (UMP) declined, while ethanol and lactate
increased significantly, after 72 h storage at RT. Relative quantifications of the above com-
ponents and soluble sugars were executed by manually integrating their characteristic
signals in 'H NMR spectra. From the line charts (Figure 3), the variation trends of corre-
sponding components during the whole storage period are comprehensible at a glance.

Amino acid reduction is common in the storage period of vegetables and fruits
[29,30], which probably results from the Maillard reaction or enzymatic metabolisms. To
explore the mechanism underlying amino acid (glutamine, valine, leucine, isoleucine, and
phenylalanine) loss, the total protein contents of watermelons were measured. The signif-
icantly downregulated protein percentage of pulps that had been stored at RT for more
than 36 h (Figure 3P) presented a negative contribution to synchronous amino acid reduc-
tion. Thus, microbial consumption could possibly be the major reason for protein and
amino acid reduction, given that branched-chain amino acids, including valine, leucine,
and isoleucine, exhibited the same supporting role in microbial growth when compared
with total nutrient solution [31]. The rapid proliferation of microbes might deplete exist-
ing nucleotides such as uridine and UMP in watermelon flesh and lead to a significant
decrease in uridine and UMP.

Despite a declined SSC value being observed in pulps that had been stored at RT for
72 h (Figure 1C), the contents of a-glucose, p-glucose, fructose, and sucrose were statisti-
cally stable within 72 h at the two set storage temperatures (Figure 3). On the one hand,
the soaring lactate indicated extremely active anaerobic glycolysis and glucose dissipation
in pulp cells [32]. On the other hand, firmness loss might upregulate the concentration of
sugars to a greater or lesser degree. The consistent contents of certain carbohydrates were
speculated to be results of the balance between glucose metabolism and polysaccharide
hydrolysis. SSC and semiquantitation of 'H NMR signals both showed limitations in rep-
resenting the carbohydrate profile.

Owing to the intense lactate production through glycolysis, the tricarboxylic acid
(TCA) cycle in pulp cells was deeply affected by the suppressed pyruvic acid supply and
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elevated respiration rate, with significantly decreased malate and citrate as evidence. A
similar phenomenon was reported in harvested kiwifruit during storage at RT [33] and
postharvest pear fruit under hypoxia [34], which showed pervasiveness in the storage of
fruits and vegetables. Pyruvic acid from glycolysis is the major substrate for ethanol fer-
mentation [35], and a malfunctioned TCA cycle tends to feed the pyruvic acid to ethanol
fermentation in plants [36]. In the present work, the exponential growth of ethanol was
parallel with the decrease in malate and citrate, indicating that relevant enzymes, such as
pyruvate dehydrogenase and alcohol dehydrogenase, played vital roles in pulp deterio-
ration [33,37]. Therefore, targeted inhibition of these enzymes could be a potential path to
delay property degeneration in watermelon flesh under RT storage.

- 238°C - 4°C
A a - glucose B P - glucose C Sucrose D Fructose
1500 2500 5000 4000
n 5 2000 4000 .
]
Frow o . fo
¥ P v ¥
= Z = &
g £ 1000 £ 2000 g
= e g < 2000
o = & =
1000
S % %} oA P A S % % 3 P @ L A AR A B b '0 'x" »? t? ‘\"-
Time(h) Time(h) Time(h) Time(h)
E Ethanol F Lactate G Citrate H Malate
2000 e 800
1500
, 1000 - 600 .
] s T -
H H H 3
B }/ z& £ 3
E 1 = = =
2 L =2 |
g 7 & & E
= rar
™—TT T T T T T ———————
S % e P R A N 0 w‘ L S 3P P A L L
Time(h) Time(h) Time(h) Time(h)
l Glutamine J Valine K Isoleucine L Leucine
200 7
= 150 = - 1
Fl o El Fl
2 z K] :
2 100 2 25 2 ]
T o KRk S s et
-4 = = -1
P
—T—Tr—Tr—Tr—T—TT —TTT T T T T —T T T T T T
I T P .3- .-l_h .gn .h ,\'y EE T I L T I S I U
Time(h) Time(h) Time(h) Time(h)
M Phenylalanine N UMP 0 Uridine P Protein
80n 15m 8= 0.8
= 604 = £ EEo_e m = ; u ;_
Ed o 4
£ £ : { [Eastiedy
2 404 g 2 4 fo * o .
= = T Gl - 7
= ] = o~
I = 59 = ]
= 204 PR = = 24 b S 0.2 o
s
rex st £
T T T T T T T T T T —TT T T T T T 7 [ e e e ey
L R A S % 0 0 o AP R A S % 0 g P A L T N T\
Time(h) Time(h) Time(h) Time (h)

Figure 3. Relative levels of important constitutes and potential biomarkers. Note: Star in red color
means significant differences between the fresh cubes and cubes stored at 28 °C, while star in blue
color means significant difference between the fresh cubes and cubes stored at 4 °C (* p <0.05, **
p<0.01, *** p<0.001 vs fresh group).
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3.3. Microbial Population and Ecology Analysis of Fresh-Cut Watermelon during Storage

To investigate the general factors that influenced the quality of pulps, both microbial
population and ecology were considered in this work. Figure 4A displays the microbial
populations in watermelon cubes during the 72 h storage period. An outburst of microor-
ganisms could be noticed after the watermelon cubes were stored for 24 h at RT, while the
growth of microorganisms in the refrigerated atmosphere was quite restrained. The initial
bacteria count was 0.15 log CFU/g in fresh pulps under a normal dissection circumstance,
but this number reached 3.26 log CFU/g after 72 h under RT. According to the current
standard system, there is no specific sanitation standard for non-prepackaged ready-to-
eat food in China. The demarcation line employed for common foods is 10,000 CFU/g,
which is apparently inapplicable in fresh-cut fruits and vegetables. In European Commis-
sion No. 1441/2007 on microbiological criteria for foodstuffs, 1000 CFU/g Escherichia coli
is set as the upper limit for fresh-cut fruits and vegetables, but APC is not considered.
Given that the multivariate statistical analysis of phytochemicals in watermelon demon-
strated a significant deterioration resulting from microbial proliferation at 48 h under RT,
our APC result at 48 h might be a considerable reference for the upper limit in future
standard preparation.

A B

- 28°C
- 4°C

Fresh S72h_28

S872h_4

Counts of bacteria / lg(CFU g-1)

T 25
= 21 = 19
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Figure 4. Changes in microbial communities of watermelon pulps at different storage conditions:
(A) microbial population on watermelon cubes under different storage period and temperature; (B)
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Venn diagram representing the number of shared OTUs between groups Fresh, S72h_4, and
S72h_28 using the full data set as well as the unique OTUs of each type of sample; (C) relative abun-
dance of microbiota on Phylum level; (D) relative abundance of microbiota on Genus level; (E) a-
diversity indices of microbiome of watermelon cubes from groups Fresh, S72h_4, and S72h_28; (F)
principal co-ordinates analysis (PCoA) of samples from groups Fresh, S72h_4, and S72h_28; (G)
community heatmap analysis of samples from groups Fresh, S72h_4, and S72h_28. Note: In figure
(A,B,EF), Fresh group is represented in green, S72h_28 group is represented in red, and S72h_4
group is represented in blue; * in figure E means p < 0.05 between groups Fresh and S72h_28.

As for the microbial community, DNA extraction of bacteria from fresh flesh and
cubes stored for 72 h was further conducted, and the extract was used as a template for
the V3-V4 regions of the 165 rRNA gene sequencing. After low-quality sequences were
filtered out, 376,612 effective sequences were obtained, with an average length of 456 bp.
In spite of the chloroplast and mitochondrial contamination in plant samples [38], chloro-
plast and mitochondrial units were still retained in our analysis due to the significance of
their relative changes.

Based on the sequencing data, a sum of 27 OTUs and 27 species belonging to five
phyla were detected in the watermelon samples. The s72h_28 samples had the highest
number of species (25 OTUs), followed by the fresh (21 OTUs) and s72h_4 (19 OTUs) sam-
ples. The Venn diagram (Figure 4B) revealed five unique OTUs in the s72h_28 samples,
whereas no unique OTUs were observed in the fresh and s72h_4 samples.

The alpha and beta diversity analyses are presented in Figure 4E,F, respectively. Sat-
isfactory coverage values were observed in all samples, even though Chaol diversity in-
dices were considerably higher than the number of OTUs, which indicated that additional
bacterial phylotypes were present [39]. Consistent with the previous results, the Chaol,
Simpson, and Shannon indices were significantly increased in the s72h_4 samples, indi-
cating that the RT storage induced higher microorganism community diversity. Beta di-
versity was assessed via the Bray—Curtis hierarchical clustering analysis of watermelon
samples, as illustrated in Figure 4F. PCoA suggested significant differences between the
fresh watermelon and other batches, with the s72h_28 batch having distinct microbiota
compositions that clustered separately from the s72h_4 and fresh groups.

The differences in microbial diversity among the three batches are presented in Fig-
ure 4C,D. Cyanobacteria, Proteobacteria, and Firmicutes were the predominant phyla,
while norank_f_norank_o_Chloroplast, norank_f_Mitochondria, and unclassified_f_Enterobacte-
riaceae were the top three genera from our watermelon samples. The similarity of micro-
bial structure between the fresh watermelon and the watermelon stored in a refrigerator
revalidated that microbial growth was restrained by low temperature [40].

On account of the distinct transformation of microbial composition at RT, more at-
tention had been paid to the s72h_28 batch. Along with the drastic shrinkage of nor-
ank_f_norank_o_Chloroplast and norank_f_Mitochondria in s72h_28 flesh, the percentage of
Firmicutes and Proteobacteria remarkably expanded to 47.88% and 51.10%, respectively
(Figure 4C). At the genus level, unclassified_f _Enterobacteriaceae (44.76%), Leuconostoc
(18.83%), Lactococcus (13.90%), Bacillus (9.17%), Enterococcus (5.95%), Pantoea (2.39%), Sten-
otrophomonas (1.90%), and Enterobacter (1.41%) exhibited an amount advantage over the
two other batches (Figure 4D), among which Leuconostoc, Lactococcus, and Enterococcus are
typical lactic acid bacteria (LAB). These results showed consistency with the Bray—Curtis
hierarchical clustering analysis in Figure 4F. In the identified genera, decreased nor-
ank_f_norank_o_Chloroplast and norank_f_Mitochondria levels and elevated levels of unclas-
sified_f_Enterobacteriaceae and other genera that were mainly from Firmicutes and Proteo-
bacteria phyla were revealed to be the major discrepancies between s72h_28 flesh and the
two other groups (Figure 4G). As two overwhelming compositions in fresh watermelon
and s72h_4 flesh, norank_f norank_o_Chloroplast and norank_f_Mitochondria represented
chromoplasts and mitochondria, respectively, in consideration of their similarities in 16S
sequences [41,42]. The collapse of chromoplasts in pulps of the s72h_28 batch might be
responsible for the color change to a certain extent, given that the stability of chromoplasts
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under different storage conditions is regarded as an important factor that affects pigment
degradation rates and color attributes [43]. Moreover, the integrity loss of mitochondria
indicated dysfunction of the TCA cycle in melon cells’ metabolism, which had been
demonstrated earlier in this article.

Microorganisms play vital roles in food spoilage [44], and food scientists have de-
voted considerable efforts to identify specific spoilage organisms (550s) in various foods
[45]. Given microbes of rich numbers in the s72h_28 batch, families of Enterobacteriaceae,
Leuconostocaceae, Streptococcaceae, and Erwiniaceae were commonly reported to be domi-
nant spoilage bacteria in different food categories, such as peeled potatoes [46] and sliced
chicken that had been stored at 25 °C [40], which could be attributed to their preponder-
ance in colonization and proliferation.

3.4. Correlation Analysis of Chemical Changes and Microbial Community in Fresh-Cut Water-
melon

Trials of targeted inhibition on SSO showed a great potential for application in food
preservation. To explore specific bacteria that were responsible for the metabolic profile
variations and quality deterioration of the watermelon stored at RT, the Spearman corre-
lation analysis was performed to evaluate the potential correlations between significantly
changed metabolites and microbial genera.

As shown in Figure 5, the genera of Enterobacter, Leuconostoc, and Lactococcus were
negatively associated with the amount of a-glucose and (3-glucose, suggesting a signifi-
cantly close relationship between these genera and the decrease in glucose, which proba-
bly implied a preferable glucose consumption in these genera. Glucose was demonstrated
to be the most effective carbon source for Leuconostoc gelidum subsp. gasicomitatum, a spe-
cific strain from the genus Leuconostoc [47]. Cell growth was markedly improved when
glucose was utilized as the carbon source in a genus, Lactococcus [48]. Given that the gen-
era of Enterobacter, Leuconostoc, and Lactococcus occupied only 34.14% of the microbial pop-
ulation in total, with a certain amount of glucose offset from polysaccharide disruption,
the levels of both a-glucose and (-glucose were statistically stable in the present study.
Even though glucose is recognized as one of the major carbon sources in microorganism
growth and reproduction, it is not preferable for the entire population. For some bacteria
in tuna, amino acids were reported to act as the preferable carbon sources instead of glu-
cose [49]. For the genera that accounted for more than 1% of the microbial percentage, the
levels of dominating amino acids were revealed to have a negative correlation with them
(Figure 5), indicating that amino acids, such as Leu, Val, Ile, and Phe, were the preferred
carbon and nitrogen sources for these microorganisms.

As an important marker of watermelon deterioration, the drastic increase in ethanol
was found to be positively interrelated with Enterobacteriaceae, Bacillus, Enterococcus, Pan-
toea, Stenotrophomonas, and Enterobacter and was negatively associated with Brevibacillus.
Previous studies have implied that Enterobacteriaceae and some LAB play a role in spoilage
fermentations [50,51], while Pantoea, Bacillus, and Enterobacter were identified as parts of
the major genera in alcoholic fermentation [52,53]. From the above hints, the elevation of
ethanol was a result of spoilage fermentation induced by these microorganisms, and the
inhibition of these very microorganisms could be a noteworthy clue for preservation of
fresh-cut watermelons. Contrary to microbes (including Enterobacteriaceae), Brevibacillus,
widespread Gram-positive bacteria recorded from diverse environmental habitats,
showed a negative correlation with ethanol change in deterioration. Plenty of strains of
Brevibacillus have been found to produce a biologically active substance with antibacterial
and antifungal effects, and species that are currently listed under the genus Brevibacillus
(formerly, Bacillus brevis cluster) have been a rich source of antimicrobial peptides for
many decades [54,55]. The negative correlation of Brevibacillus with ethanol change in wa-
termelon deterioration could probably be attributed to its antibiotic secretion potential.
Nonetheless, the antagonism from the genus Brevibacillus was still limited because of its
population disadvantage in the present case.
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Figure 5. Heatmap of Spearman correlation analysis between the genera of microbiome in fresh-cut
watermelons and the significantly changed metabolites in watermelon pulps. Note: Color in red
means positive correlation between the genus and corresponding metabolite while blue means a
negative correlation relationship; significance of correlation coefficient is denoted in star (* p <0.05,
**p<0.01, *** p<0.001).

4. Conclusions

In this work, the sensory quality parameters, metabolomics, and microbial commu-
nity of fresh-cut watermelon pulps during a three-day storage period in RT and refriger-
ator temperature conditions were systematically studied. Comprehensive data supported
that cubes stored at RT for more than 36 h exhibited significant quality deterioration in
sensory, metabolic, and microbial perspectives, while fresh-cut watermelons stored at re-
frigerator temperature kept reliably for at least 72 h. The decay of pulps led to significant
decreases in SSCs, firmness, pH, and L* and a* values. The mechanism underlying these
changes could be inferred from the declined malate, citrate, uridine, UMP, and amino acid
contents and the increased ethanol and lactate levels, which were attributed to the autol-
ogous metabolism and microbial activities of the genera Enterobacteriaceae, Leuconostoc,
and Lactococcus. These findings cast new light on the quality changes of fresh-cut water-
melons in common storage conditions, thereby providing novel clues for monitoring pulp
quality and extending shelf life through targeted inhibition of metabolic and microbial
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activities in future work. Moreover, relevant information reported in this paper could sub-
stantially benefit the establishment of guidelines and standards involving fresh-cut wa-
termelons.

Supplementary Materials: The following supporting information can be downloaded at:
https://www.mdpi.com/article/10.3390/foods11213423/s1, Figure S1: Typical 2D NMR spectra of
watermelon extracts employed in "H NMR signal assignment: (A) overlapping figure of 'H-13C
HSQC, 'H-3C HMBC and 'H NMR; (B) overlapping figure of "H-'H TOCSY and '"H NMR. Note: In
figure A, 'H-3C HSQC signals are depicted in red and 'H-3C HMBC signals are depicted in blue;
Figure S2: Permutation tests of OPLS-DA models constructed between groups of fresh cubes and
cubes that have been stored at 4 °C or 28 °C for 0, 3, 6, 12, 24, 36, 48 and 72 h; Table S1: Color param-
eters of watermelon pulps stored at 4 °C or 28 °C for 0, 3, 6, 12, 24, 36, 48 and 72 h; Table 52: NMR
signal assignment table of watermelon extracts.

Author Contributions: Conceptualization, Y.H. and Z.Q.; methodology, Y.H., HW. and Y.X.; soft-
ware, Y.H. and Y.C,; formal analysis, Y.H. and Y.C,; investigation, Y.H., HW., Y.X,, X.Z. and LW,;
writing —original draft preparation, Y.H.; writing—review and editing, Z.Q. and Y.C.; supervision,
7.Q.; funding acquisition, Y.H. All authors have read and agreed to the published version of the
manuscript.

Funding: This research was funded by the Open Project Program of Hubei Province Key Laboratory
for Processing and Transformation of Agricultural Products (2020HBSQGDKFB07) and the Tech-
nical Reserve Project of the School of Modern Industry for Selenium Science and Engineering, Wu-
han Polytechnic University, and Enshi Se-Run Material Engineering Technology Co., Ltd. (Sel-
202106).

Data Availability Statement: Not applicable.

Acknowledgments: We would like to thank Fang Zhou of the Institute of Hydrobiology, Chinese
Academy of Sciences, for her kind assistance with microscopic examination.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

11.

12.

Artes-Hernandez, F.; Robles, P.A.; Gomez, P.A.; Tomas-Callejas, A.; Artes, F.; Martinez-Hernandez, G.B. Quality Changes of
Fresh-Cut Watermelon during Storage as Affected by Cut Intensity and UV-C Pre-treatment. Food Bioprocess Technol. 2021, 14,
505-517. https://doi.org/10.1007/s11947-021-02587-1.

Shi, Y.; Wang, Y.B.; Ma, Y.; Xu, Y.; Zhao, X.Y.; Zhang, C. Red Light Exposure Delays Appearance and Aroma Deterioration of
Fresh-Cut Watermelon during Retail Display. J. Food Qual. 2020, 2020, 1840648. https://doi.org/10.1155/2020/1840648.

Wang, Y.B.; Li, W.; Cai, W.Q.; Ma, Y.; Xu, Y.; Zhao, X.Y.; Zhang, C. Visible light exposure reduces the drip loss of fresh-cut
watermelon. J. Food Sci. Technol. Mysore 2018, 55, 1816-1822. https://doi.org/10.1007/s13197-018-3096-z.

Artes-Hernandez, F.; Robles, P.A.; Gomez, P.A.; Tomas-Callejas, A.; Artes, F. Low UV-C illumination for keeping overall quality
of fresh-cut watermelon. Postharvest Biol. Technol. 2010, 55, 114-120. https://doi.org/10.1016/j.postharvbio.2009.09.002.

Utpott, M.; Rodrigues, E.; Rios, A.D.; Mercali, G.D.; Flo, S.H. Metabolomics: An analytical technique for food processing evalu-
ation. Food Chem. 2022, 366, 130685. https://doi.org/10.1016/j.foodchem.2021.130685.

Yan, JW,; Luo, Z.S.; Ban, Z.],; Lu, H.Y,; Li, D.; Yang, D.M.; Aghdam, M.S.; Li, L. The effect of the layer-by-layer (LBL) edible
coating on strawberry quality and metabolites during storage. Postharvest Biol. Technol. 2019, 147, 29-38.
https://doi.org/10.1016/j.postharvbio.2018.09.002.

Fang, T.; Chen, J.; Lin, Q.; Zhong, Y.G.; Duan, Y.Q.; Bi, J.F. Phenolic profiling reveals the metabolite basis of flesh colour and
fresh-cut browning in apple fruit. Int. ]. Food Sci. Technol. 2022, 57, 2257-2266. https://doi.org/10.1111/ijfs.15575.

Tang, HM.; Zhang, X.; Gong, B.; Yan, Y.Y.; Shi, Q.H. Proteomics and metabolomics analysis of tomato fruit at different maturity
stages and under salt treatment. Food Chem. 2020, 311, 126009. https://doi.org/10.1016/j.foodchem.2019.126009.

Wen, D.L; Liu, Y.; Yu, Q. Metabolomic approach to measuring quality of chilled chicken meat during storage. Poult. Sci. 2020,
99, 2543-2554. https://doi.org/10.1016/.psj.2019.11.070.

Wu, Z,; Shi, Z.; Yang, X.; Xie, C.; Xu, J.; Yu, Z. Comparative metabolomics profiling reveals the molecular information of whole
and fresh-cut melon fruit (cv. Xizhoumi-17) during storage. Sci. Hortic. 2022, 296, 110914. https://doi.org/10.1016/j.sci-
enta.2022.110914.

Brizzolara, S.; Santucci, C.; Tenori, L.; Hertog, M.; Nicolai, B.; Stuerz, S.; Zanella, A.; Tonutti, P. A metabolomics approach to
elucidate apple fruit responses to static and dynamic controlled atmosphere storage. Postharvest Biol. Technol. 2017, 127, 76-87.
https://doi.org/10.1016/j.postharvbio.2017.01.008.

Cardinali, G.; Corte, L.; Robert, V. Next Generation Sequencing: Problems and opportunities for next generation studies of
microbial communities in food and food industry. Curr. Opin. Food Sci. 2017, 17, 62—67. https://doi.org/10.1016/j.cofs.2017.09.009.



Foods 2022, 11, 3423 15 of 16

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

Hu, Y.L.; Zhang, L.M.; Wang, H.; Xu, S.; Mujeeb, A.; Nie, G.J.; Tang, H.R.; Wang, Y.L. Biological effects of amphiphilic copoly-
mer nanoparticle-encapsulated multi- target chemotherapeutic drugs on MCF-7 human breast cancer cells. Metabolomics 2017,
13, 49. https://doi.org/10.1007/s11306-017-1187-x.

Pichler, M.; Coskun, O.K.; Ortega-Arbulu, A.S.; Conci, N.; Worheide, G.; Vargas, S.; Orsi, W.D. A 16S rRNA gene sequencing
and analysis protocol for the Illumina MiniSeq platform. Microbiologyopen 2018, 7, e00611. https://doi.org/10.1002/mbo3.611.
Edgar, R.C. UPARSE: Highly accurate OTU sequences from microbial amplicon reads. Nat. Methods 2013, 10, 996-998.
https://doi.org/10.1038/nmeth.2604.

Lozupone, C.; Lladser, M.E.; Knights, D.; Stombaugh, J.; Knight, R. UniFrac: An effective distance metric for microbial commu-
nity comparison. Isme J. 2011, 5, 169-172. https://doi.org/10.1038/ismej.2010.133.

Pose, S.; Paniagua, C.; Matas, A.J.; Gunning, A.P.; Morris, V.J.; Quesada, M.A.; Mercado, J.A. A nanostructural view of the cell
wall disassembly process during fruit ripening and postharvest storage by atomic force microscopy. Trends Food Sci. Technol.
2019, 87, 47-58. https://doi.org/10.1016/;.tifs.2018.02.011.

Chen, L,; Pan, Y.F; Jia, X.Y.; Wang, X.D.; Yuan, JJW.; Li, X.H. Constant storage temperature delays firmness decreasing and
pectin  solubilization of apple during post-harvest storage. J. Food Process. Preserv. 2021, 45, el15655.
https://doi.org/10.1111/jfpp.15655.

Kyriacou, M.C.; Leskovar, D.I; Colla, G.; Rouphael, Y. Watermelon and melon fruit quality: The genotypic and agro-environ-
mental factors implicated. Sci. Hortic. 2018, 234, 393-408. https://doi.org/10.1016/j.scienta.2018.01.032.

Zeb, A.; Qureshi, W.S.; Ghafoor, A.; Malik, A.; Imran, M.; Igbal, ].; Alanazi, E. Is this melon sweet? A quantitative classification
for near-infrared spectroscopy. Infrared Phys. Technol. 2021, 114, 103645. https://doi.org/10.1016/j.infrared.2021.103645.

Farcuh, M.; Copes, B.; Le-Navenec, G.; Marroquin, J.; Cantu, D.; Bradford, K.J.; Guinard, J.-X.; Van Deynze, A. Sensory, physi-
cochemical and volatile compound analysis of short and long shelf-life melon (Cucumis melo L.) genotypes at harvest and after
postharvest storage. Food Chem. 2020, 8, 100107. https://doi.org/10.1016/j.fochx.2020.100107.

Guo, X.M,; Luo, T.; Han, D.M.; Zhu, D.F,; Li, Z.Y.; Wu, Z.Y.; Wu, Z.N. Multi-omics analysis revealed room temperature storage
affected the quality of litchi by altering carbohydrate metabolism. Sci. Hortic. 2022, 293, 110663. https://doi.org/10.1016/j.sci-
enta.2021.110663.

Salin, N.S.M.; Saad, W.M.M.; Razak, H.R.A; Salim, F. Effect of Storage Temperatures on Physico-Chemicals, Phytochemicals
and  Antioxidant  Properties of  Watermelon Juice (Citrullus lanatus).  Metabolites 2022, 12, 75.
https://doi.org/10.3390/metabo12010075.

Buve, C.; Pham, H.T.T.; Hendrickx, M.; Grauwet, T.; Van Loey, A. Reaction pathways and factors influencing nonenzymatic
browning in shelf-stable fruit juices during storage. Compr. Rev. Food Sci. Food Saf. 2021, 20, 5698-5721.
https://doi.org/10.1111/1541-4337.12850.

Vhangani, L.N.; Van Wyk, J. Heated plant extracts as natural inhibitors of enzymatic browning: A case of the Maillard reaction.
J. Food Biochem. 2021, 45, e13611. https://doi.org/10.1111/jfbc.13611.

Sulaiman, F.; Ahmad Azam, A.; Ahamad Bustamam, M.S.; Fakurazi, S.; Abas, F.; Lee, Y.X.; Ismail, A.A.; Mohd Faudzi, S.M.;
Ismail, I.S. Metabolite Profiles of Red and Yellow Watermelon (Citrullus lanatus) Cultivars Using a(1)H-NMR Metabolomics
Approach. Molecules 2020, 25, 3235. https://doi.org/10.3390/molecules25143235.

Jayaprakasha, G.K.; Patil, B.S. A metabolomics approach to identify and quantify the phytochemicals in watermelons by quan-
titative (HNMR)-H-1. Talanta 2016, 153, 268-277. https://doi.org/10.1016/j.talanta.2016.02.060.

Triba, M.N.; Le Moyec, L.; Amathieu, R.; Goossens, C.; Bouchemal, N.; Nahon, P.; Rutledge, D.N.; Savarin, P. PLS/OPLS models
in metabolomics: The impact of permutation of dataset rows on the K-fold cross-validation quality parameters. Mol. Biosyst.
2015, 11, 13-19. https://doi.org/10.1039/c4mb00414k.

Kang, C.; Cao, J.P,; Sun, J.; Zheng, G.X.; Wang, Y.; Chen, K.S.; Sun, C.D. Comparison of physiochemical characteristics of Citrus
reticulata cv. Shatangju fruit with different fruit sizes after storage. Food Packag. Shelf Life 2022, 31, 100774.
https://doi.org/10.1016/j.fps1.2021.100774.

Paravisini, L.; Peterson, D.G. Mechanisms non-enzymatic browning in orange juice during storage. Food Chem. 2019, 289, 320—
327. https://doi.org/10.1016/j.foodchem.2019.03.049.

Blue, V.S.; Mayhall, C.G.; Pesko, L.J.; Hall, G.O. Microbial-growth in branched-chain amino-acid nutrient solutions. Am. J. Hosp.
Pharm. 1985, 42, 2215-2216. https://doi.org/10.1093/ajhp/42.10.2215.

Benkeblia, N. Physiological and Biochemical Response of Tropical Fruits to Hypoxia/Anoxia. Front. Plant Sci. 2021, 12, 670803.
https://doi.org/10.3389/fpls.2021.670803.

Ali, M,; Raza, M.A,; Li, S.; Huan, C.; Zheng, X. 1-Methylcyclopropene treatment controls ethanol accumulation associated with
regulation of mitochondrial energy metabolism in kiwifruit (Actinidia deliciosa) cv. “Bruno” during storage at room temperature.
J. Food Biochem. 2020, 44, 13273. https://doi.org/10.1111/jfbc.13273.

Terzoudis, K.; Hertog, M.L.A.T.M.; Nicolai, B.M. Dynamic labelling reveals central carbon metabolism responses to stepwise
decreasing hypoxia and reoxygenation during postharvest in pear fruit. Postharvest Biol. Technol. 2022, 186, 111816.
https://doi.org/10.1016/j.postharvbio.2021.111816.

Eram, M.S.; Ma, K. Decarboxylation of pyruvate to acetaldehyde for ethanol production by hyperthermophiles. Biormolecules
2013, 3, 578-596. https://doi.org/10.3390/biom3030578.

Imahori, Y.; Kota, M.; Ueda, Y.; Ishimaru, M.; Cachin, K. Regulation of ethanolic fermentation in bell pepper fruit under low
oxygen stress. Postharvest Biol. Technol. 2002, 25, 159-167. https://doi.org/10.1016/s0925-5214(01)00174-0.



Foods 2022, 11, 3423 16 of 16

37.

38.

39.

40.

41.

42.

43.

44.
45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

Wang, Y.; Xu, F.; Feng, X.; MacArthur, R.L. Modulation of Actinidia arguta fruit ripening by three ethylene biosynthesis inhib-
itors. Food Chem. 2015, 173, 405—413. https://doi.org/10.1016/j.foodchem.2014.10.044.

Rastogi, G.; Tech, ].].; Coaker, G.L.; Leveau, ].H.J. A PCR-based toolbox for the culture-independent quantification of total bac-
terial abundances in plant environments. |. Microbiol. Methods 2010, 83, 127-132. https://doi.org/10.1016/j.mimet.2010.08.006.
Zhang, Y.; Yao, Y.; Gao, L.; Wang, Z.; Xu, B. Characterization of a microbial community developing during refrigerated storage
of vacuum packed Yao meat, a Chinese traditional food. Lwt-Food Sci. Technol. 2018, 90, 562-569.
https://doi.org/10.1016/j.Ilwt.2018.01.005.

Wang, Z,; Li, P.; Zhou, H.; Xu, B.; Cai, K; Li, P.; Zhou, K.; Wang, Z.; Han, Q. An insight into the changes in the microbial
community of Kantuan-sliced chicken during storage at different temperatures. |. Food Process. Preserv. 2022, 46, 16614.
https://doi.org/10.1111/jfpp.16614.

Lefevre, E.; Gardner, C.M.; Gunsch, C.K. A novel PCR-clamping assay reducing plant host DNA amplification significantly
improves prokaryotic endo-microbiome community characterization. Fems Microbiol. Ecol. 2020, 96, fiaallO.
https://doi.org/10.1093/femsec/fiaall0.

Vio-Michaelis, S.; Feucht, W.; Gomez, M.; Hadersdorfer, J.; Treutter, D.; Schwab, W. Histochemical Analysis of Anthocyanins,
Carotenoids, and Flavan-3-ols/Proanthocyanidins in Prunus domestica L. Fruits during Ripening. J. Agric. Food Chem. 2020, 68,
2880-2890. https://doi.org/10.1021/acs.jafc.9b01954.

Lombardelli, C.; Benucci, I; Esti, M. Novel food colorants from tomatoes: Stability of carotenoid-containing chromoplasts under
different storage conditions. Lwt-Food Sci. Technol. 2021, 140, 110725. https://doi.org/10.1016/j.1wt.2020.110725.

Huis in’t Veld, ].H.J. Microbial and biochemical spoilage of foods: An overview. Int. ]. Food Microbiol. 1996, 33, 1-18.
Koutsounianis, K. Modeling Food Spoilage in Microbial Risk Assessment. ]. Food Prot. 2009, 72, 425-427.
https://doi.org/10.4315/0362-028x-72.2.425.

Li, Z.; Zhao, W.; Ma, Y.; Liang, H.; Wang, D.; Zhao, X. Shifts in the Bacterial Community Related to Quality Properties of Vac-
uum-Packaged Peeled Potatoes during Storage. Foods 2022, 11, 1147. https://doi.org/10.3390/foods11081147.

Jaaskelainen, E.; Vesterinen, S.; Parshintsev, J.; Johansson, P.; Riekkola, M.-L.; Bjorkroth, J. Production of Buttery-Odor Com-
pounds and Transcriptome Response in Leuconostoc gelidum subsp gasicomitatum LMG18811(T) during Growth on Various
Carbon Sources. Appl. Environ. Microbiol. 2015, 81, 1902-1908. https://doi.org/10.1128/aem.03705-14.

Ibrahim, S.B.; Rahman, N.A.; Mohamad, R.; Rahim, R.A. Effects of agitation speed, temperature, carbon and nitrogen sources
on the growth of recombinant Lactococcus lactis NZ9000 carrying domain 1 of aerolysin gene. Afr. ]. Biotechnol. 2010, 9, 5392—
5398.

Jaaskelainen, E.; Jakobsen, L.M.A_; Hultman, J.; Eggers, N.; Bertram, H.C.; Bjorkroth, J. Metabolomics and bacterial diversity of
packaged yellowfin tuna (Thunnus albacares) and salmon (Salmo salar) show fish species-specific spoilage development during
chilled storage. Int. J. Food Microbiol. 2019, 293, 44-52. https://doi.org/10.1016/j.iffoodmicro.2018.12.021.

Fuccio, F.; Bevilacqua, A.; Sinigaglia, M.; Corbo, M.R. Using a polynomial model for fungi from table olives. Int. J. Food Sci.
Technol. 2016, 51, 1276-1283. https://doi.org/10.1111/ijfs.13083.

Breidt, F.; Medina, E.; Wafa, D.; Perez-Diaz, L; Franco, W.; Huang, H.-Y.; Johanningsmeier, 5.D.; Kim, ].H. Characterization of
Cucumber Fermentation Spoilage Bacteria by Enrichment Culture and 165 rDNA Cloning. J. Food Sci. 2013, 78, M470-M476.
https://doi.org/10.1111/1750-3841.12057.

Li, Y.; Nishino, N. Effects of Ensiling Fermentation and Aerobic Deterioration on the Bacterial Community in Italian Ryegrass,
Guinea Grass, and Whole-crop Maize Silages Stored at High Moisture Content. Asian-Australas. ]. Anim. Sci. 2013, 26, 1304.
https://doi.org/10.5713/ajas.2013.13175.

Gou, M.; Wang, H.; Yuan, H.; Zhang, W.; Tang, Y.; Kida, K. Characterization of the microbial community in three types of
fermentation starters used for Chinese liquor production. J. Inst. Brew. 2015, 121, 620-627. https://doi.org/10.1002/jib.272.
Samrot, A.V.; Prasad, R.J.J.; Rio, A.]J.; Sneha, S.J. Bioprospecting of Brevibacillus brevis isolated from soil. Recent Pat. Biotechnol.
2015, 9, 42-49.

Yang, X.; Yousef, A.E. Antimicrobial peptides produced by Brevibacillus spp.: Structure, classification and bioactivity: A mini
review. World ]. Microbiol. Biotechnol. 2018, 34, 57. https://doi.org/10.1007/s11274-018-2437-4.



