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Abstract: This study aimed to investigate the phytochemical profile, bioactivity, and release mecha-
nism of bound polyphenols (BPs) released from Rosa roxburghii fruit pomace insoluble dietary fiber
(RPDF) through solid-state fermentation (SSF) with Aspergillus niger. The results indicated that the
amount of BPs released from RPDF through SSF was 17.22 mg GAE/g DW, which was significantly
higher than that achieved through alkaline hydrolysis extraction (5.33 mg GAE/g DW). The BPs
released through SSF exhibited superior antioxidant and «-glucosidase inhibitory activities com-
pared to that released through alkaline hydrolysis. Chemical composition analysis revealed that SSF
released several main compounds, including ellagic acid, epigallocatechin, p-hydroxybenzoic acid,
quercetin, and 3,4-dihydroxyphenylpropionic acid. Mechanism analysis indicated that the disruption
of tight structure, chemical bonds, and hemicellulose was crucial for the release of BPs from RPDF.
This study provides valuable information on the potential application of SSF for the efficient release
of BPs from RPDEF, contributing to the utilization of RPDF as a functional food ingredient.

Keywords: Rosa roxburghii fruit pomace; agricultural byproduct; bound polyphenols; fermentation

1. Introduction

Rosa roxburghii Tratt (RRT) belongs to the Rosaceae family and is primarily cultivated
in the mountainous regions of southwestern China. This plant, locally known as “Cili’, is
highly esteemed for its nutritional and medicinal properties. The fruit of RRT is abundant
in various bioactive compounds, including polysaccharides, polyphenols, dietary fiber,
and vitamins, making it a promising candidate for the development of functional food
products [1]. In the processing industry of R. roxburghii fruit, a substantial amount of R.
roxburghii fruit pomace (RRTP) is generated during juice processing, constituting nearly 50%
of the whole fruit. However, RRTP is largely discarded as waste, leading to a significant
loss of valuable resources [2]. RRTP is abundant in dietary fiber, with insoluble dietary
fiber comprising approximately 70% of the RRTP content [3]. A recent study has revealed
that Rosa roxburghii pomace insoluble dietary fiber (RPDF) demonstrates antioxidant and
prebiotic activity, with bound polyphenols (BPs) playing a crucial role in contributing to the
biological properties of RPDF [3]. Emerging studies have provided compelling evidence
that the nutritional and biological properties of dietary fibers are greatly influenced by the
presence of BPs [4,5].

BPs are often linked to biological macromolecules, particularly dietary fiber, through
ester, ether, or glycoside bonds. Consequently, it is difficult to extract BPs directly with
organic solvents, and common techniques for releasing BPs from natural sources include
alkali hydrolysis and enzymatic hydrolysis [6,7]. Alkaline hydrolysis effectively breaks the
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ether and ester bonds between polyphenols and cell wall substances. While this method
can extract BPs effectively, it may lead to the loss of BPs caused by harsh conditions and
is also environmentally unfriendly. Enzymatic methods, on the other hand, offer mild
conditions, avoiding the loss or degradation of BPs caused by extreme pH values or high
temperatures. However, these methods have limitations such as low extraction rates and
immaturity [8]. Therefore, there is an urgent need to explore suitable techniques for the
efficient release of BPs from natural sources.

Solid-state fermentation (SSF) is a technique involving the cultivation of microorgan-
isms on a solid substrate in a low-moisture environment with enough water to support the
growth and metabolism of microorganisms [9]. During the fermentation process, microor-
ganisms generate carbohydrate enzymes like ligninase, cellulase, or hemi-cellulase and
utilize the carbohydrates present in the substrate, facilitating the gentle and efficient release
of BPs [10]. SSF not only enables the release of substances that were difficult to extract
from the substrate but also enhances the nutritional value of the substrate by producing
additional nutrients [11-13]. Aspergillus niger is a filamentous fungus that possesses a
complete cellulase system and can produce a large number of carbohydrate hydrolases,
which have the ability to disrupt the intricate structure of dietary fibers and enhance the
liberation of bioactive compounds [14]. Aspergillus niger has significant potential to be a
candidate for biomass conversion and the production of bioactive compounds.

Therefore, the aim of the present study was to investigate the phytochemical profile,
bioactivity, and release mechanism of BPs from RPDF by SSF with Aspergillus niger. The
dynamic changes in the polyphenol composition of BPs and the structural characteristics of
RPDF were examined. The findings of this study will provide valuable insights into the
potential utilization of SSF for effectively releasing BPs from RPDF, thereby enhancing its
application as a functional food ingredient.

2. Results and Discussion
2.1. Total Phenolic Content (TPC) of AT-RPDF-BP, HT-RPDF-BP, and FT-RPDF-BP

The BPs released by different extraction methods were designated as AT-RPDF-BP (al-
kaline hydrolysis), HT-RPDF-BP (sterilization pretreatment), and FT-RPDF-BP (solid-state
fermentation with Aspergillus niger). As shown in Figure 1, the TPC of HT-RPDF-BP was
12.10 mg GAE/g DW, significantly higher than that of AT-RPDF-BP (5.33 mg GAE/g DW).
Throughout the whole fermentation period, there was a continuous liberation of BPs, with
the peak TPC content observed on the third day. FI-RPDE-BP on the third day (3d) dis-
played the highest TPC value (17.22 mg GAE/g DW), markedly exceeding AT-RPDF-BP
and HT-RPDE-BP, respectively.

High-pressure sterilization as a pretreatment process was found to enhance the effec-
tive implementation of SSF by eliminating miscellaneous bacteria that could impede the
growth of fermentation strains. Generally, the impact of sterilization on polyphenol release
has been ignored. Dewanto et al. [15] reported that heat treatment at 115 °C for 25 min
could elevate ferulic acid content and TPC in sweet corn by 550% and 54%, respectively.
Cheng et al. [16] reported that heat treatment of wheat flour at 100 °C could boost the
content of certain phenolic acids, such as ferulic acid, syringic acid, vanillic acid, and
p-coumaric acid. In this study, we observed a significant increase in the TPC of BPs released
from RPDF following sterilization (p < 0.05). The phenomenon may be attributed to the
fact that sterilization disrupted the tight structure of the cell wall fiber network, facilitating
the release of BPs.

The TPC of FT-RPDF-BP was higher than AT-RPDF-BP, aligning with previous stud-
ies [10,14]. The increase in TPC could be attributed to the effective breakdown of the RPDF
structure by the growth of Aspergillus niger and its enzymes, leading to the continuous and
efficient release of BPs [17]. However, the decline in TPC after the third day of fermentation
might be due to the exhaustion of nutrients causing a stress response in fermentation fungi
and the degradation or polymerization of phenolic substances [18,19].
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Figure 1. Total phenolic content (TPC) of bound polyphenols (BPs) released from RPDF using
different methods at different time intervals. The BPs released from RPDF via alkaline hydrolysis,
sterilization pretreatment, and solid-state fermentation with Aspergillus niger were labeled as AT-
RPDEF-BP, HT-RPDE-BP, and FT-RPDEF-BP, respectively. Different letters indicate significant differences
at a significance level of p < 0.05.

2.2. Identification and Quantification of Bound Polyphenols

The composition and content of major polyphenols in AT-RPDF-BP, HT-RPDF-BP,
and FT-RPDF-BP were analyzed. As displayed in Table 1, the polyphenolic composition
of AT-RPDF-BP mainly consisted of gallic acid, gallocatechin, epigallocatechin, catechin,
ellagic acid, and epicatechin, with small amounts of hydroxybenzoic acid, ferulic acid, and
quercetin. These findings were consistent with a previous study on BPs extracted from
RRTP [2]. After sterilization, HT-RPDF-BP exhibited the highest ellagic acid content, which
was 9.29-times greater than that of AT-RPDF-BP. Conversely, the contents of gallic acid
and epicatechin in AT-RPDF-BP were 3.31- and 3.58-times higher than in HT-RPDF-BP,
respectively. Notably, gallic acid, p-hydroxybenzoic acid, ferulic acid, and quercetin were
not detected in HT-RPDF-BP. The high content of ellagic acid in HT-RPDE-BP suggests its
potential for extraction and preparation due to the highly heat-resistant characteristics of
ellagic acid [20].

During solid-state fermentation, certain polyphenols like gallic acid, epigallocatechin,
catechin, and ferulic acid were not detected, and epicatechin was only detected on the first
day. The content of ellagic acid decreased from 26.37 to 4.23 mg/g during fermentation,
which might be decomposed into other substances by enzymes. Hydroxybenzoic acid
was detected on the third day, increasing to 9.97 mg/g by the seventh day, likely related
to benzoic acid metabolism pathway and its association with phenyl acid metabolism
pathways [14]. Quercetin was detected on the third day, steadily increasing to 5.09 mg/g
by the seventh day. Additionally, 3,4-dihydroxy-phenylpropionic acid, absent in AT-RPDF-
BP and HT-RPDF-BP, was identified in FT-RPDEF-BP. Its content peaked at 1.94 mg/g on
the second day, possibly due to the transformation of catechin or epicatechin by related
enzymes [21]. Overall, the contents of epigallocatechin, hydroxybenzoic acid, quercetin,
and 3,4-dihydroxy-phenylpropionic acid during fermentation were significantly higher
than those in AT-RPDF-BP and HT-RPDF-BP.
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Table 1. Compositions and contents of bound polyphenols (BPs) released from RPDF using different methods 2.
FT-RPDF-BP

Composition AT-RPDF-BP  HT-RPDEF-BP

P 1d 2d 3d 4d 5d 6d 7d 8d
Gallic acid 1.19 0.36 £ 0.02 ND ND ND ND ND ND ND ND
Gallocatechin 0.88 £ 0.01 ND ND ND ND ND ND ND ND ND
Epigallcatechin 0.24 +£0.022 0.40 £0.012 1.06 4+ 0.08 192 +0.14°¢ 1.56 £0.18°  1.624+0.05°¢ 2.044+005¢ 1.81 40139 ND ND
Catechin 0.18 £ 0.02 0.23 ND ND ND ND ND ND ND ND
Hydroxybenzoic acid 1.18 £0.022 ND ND ND 4104 0.09 5.53 +£0.03 ¢ 6.95 + 0.02 4 8.05+0.01¢ 9.97 £0.17 8 8.58 + 0.04
Epicatechin 1.36 + 0.07 P 0.38 £0.01° 037 £0.012 ND ND ND ND ND ND ND
Ellagic acid 2.84 +0.082 2637 £0.02" 1498 +0.028 787 +032f 6.63 £0.22 ¢ 6.42+0.10°¢ 5.60 £ 0.02 4 427 40.04° 4724+0.01°¢ 42340.04°
Ferulic acid 0.07 £0.01 ND ND ND ND ND ND ND ND ND
Quercetin 0.07 2 ND ND ND 0.23+0.01P 2294+0.02°¢ 3.45+0.034 4.09+0.02°¢ 5.09 +0.03 8 459 +0.01°F
34-Dihydroxy ND ND 1414004  194+0149 1334£007° 127+£004P 136+004b 09140042 089+0042  0.80+0.02°
phenylpropionic acid

2 The BPs released from RPDF via alkaline hydrolysis, sterilization pretreatment, and solid-state fermentation with Aspergillus niger were labeled as AT-RPDF-BP, HT-RPDF-BP, and
FT-RPDF-BP, respectively. Values with different letters in the same line are significantly different at p < 0.05. ND: not detected. All data units in the table are pug/g DW.
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2.3. Antioxidant Activity

DPPH, ABTS, and ORAC assays were conducted to evaluate the in vitro antioxidant ac-
tivities of AT-RPDF-BP, HT-RPDF-BP, and FT-RPDF-BP. As shown in Figure 2, FT-RPDF-BP
exhibited higher antioxidant activity than AT-RPDF-BP and HT-RPDF-BP. The antioxidant
effects of HT-RPDE-BP were 207.10 (DPPH), 116.69 (ABTS), and 303.36 (ABTS) pmol TE/g
DW, which were 2.79-, 2.14-, and 1.86-times higher than AT-RPDF-BP. Notably, FT-RPDF-BP
(3d) exhibited the strongest antioxidant effect, with DPPH, ABTS, and ORAC values of
279.08, 180.07, and 583.48 pmol TE/g DW. During the solid-state fermentation process
from 4 to 8 days, the antioxidant activity of FT-RPDF-BP decreased gradually, possibly due
to the utilization or transformation of antioxidant substances. Saharan et al. studied the
impacts of the fermentation process on cereal polyphenols and their antioxidant activity,
revealing a positive correlation between the content of polyphenols and antioxidant activ-
ity [22]. In this study, Pearson’s correlation coefficient analysis showed that the TPC was
positively correlated with the ORAC (r = 0.921, p < 0.01), DPPH free radical scavenging
ability (r = 0.991, p < 0.01), and ABTS free radical scavenging ability (r = 0.957, p < 0.01).
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Figure 2. Antioxidant activity of bound polyphenols (BPs) released from RPDF using different meth-
ods at different time intervals: (A) DPPH radical scavenging activity; (B) ABTS radical scavenging
activity; and (C) ORAC. The BPs released from RPDF via alkaline hydrolysis, sterilization pretreat-
ment, and solid-state fermentation with Aspergillus niger were labeled as AT-RPDF-BP, HT-RPDF-BP,
and FT-RPDF-BP, respectively. Different letters indicate significant differences at a significance level
of p <0.05.
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2.4. Inhibitory Activities of a-Glucosidase

Type 2 diabetes mellitus is characterized by insufficient insulin production or inef-
fective utilization of insulin. Currently, numerous hypoglycemic agents are available to
effectively regulate hyperglycemia. However, the clinical side effects associated with these
agents, including gastrointestinal discomfort, diarrhea, and liver issues, should not be over-
looked. Dietary polyphenols have been demonstrated to be used as effective supplements
for controlling and preventing diabetes [23]. Inhibition of carbohydrate hydrolase activity,
particularly a-glucosidase, is the most intuitive therapeutic approach.

Acarbose was employed as the positive control, and the experimental results were
reported as semi-inhibitory concentration (ICsp) values. As presented in Table 2, the
ICsq values of AT-RPDE-BP, HT-RPDE-BP, FT-RPDF-BP (3d), and acarbose were 6.03, 4.16,
0.29, and 19.04 ng/mL, respectively. The a-glucosidase inhibitory activities of AT-RPDF-
BP, HT-RPDF-BP, and FT-RPDF-BP (3d) were significantly superior to that of acarbose,
with FT-RPDF-BP exhibiting the highest activity. Wang et al. [24] investigated the -
glucosidase inhibitory activity of methanol extract from guava leaves co-fermented by
Monascus anka GIM 3.592 and Saccharomyces cerevisiae GIM 2.139 and found the ICs5 value
to be 0.09 mg/mL. Xie et al. [10] found that the IC5; value for x-glucosidase inhibition
by BPs released through Trichoderma viride fermentation of rice bran insoluble dietary
fiber was 7.36 pug/mL. Therefore, FT-RPDF-BP (3d) not only demonstrated superior -
glucosidase inhibitory activity compared to acarbose but also surpassed other polyphenol
extracts released through SSE. These results suggest that FT-RPDF-BP (3d) has potential as
a hypoglycemic candidate.

Table 2. Inhibitory activity of a-glucosidase of bound polyphenols released from RPDF by alkaline
hydrolysis, high-pressure sterilization, and solid-state fermentation 2.

Sample IC50 (ug/mL)
AT-RPDF-BP 6.03+0.044
HT-RPDF-BP 416 +0.09¢
FT-RPDF-BP 029 +0.01b

Acarbose 19.04 £ 0.97¢

2 The BPs released from RPDF via alkaline hydrolysis, sterilization pretreatment, and solid-state fermentation
with Aspergillus niger were labeled as AT-RPDF-BP, HT-RPDF-BP, and FT-RPDEF-BP, respectively. Acarbose was
used as a positive control. Values with different letters are significantly different at p < 0.05.

2.5. Microstructural Comparison of RPDF, HT-RPDF, and FT-RPDF

The microstructural differences among RPDF, HT-RPDF, and FT-RPDF are shown in
Figure 3. Native RPDF exhibited a dense block-like structure, HT-RPDF appeared flaky
and slightly curled with some lumps, while FT-RPDF displayed a sheet-like structure.
Compared to the native RPDF, FT-RPDF had a thinner sheet structure. These observations
indicated that the compact structure of RPDF was disrupted during sterilization and SSF,
resulting in an increased contact area between the solvent and RPDF during the extraction
process. This expanded contact area was conducive to the release of BPs from RPDE
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Figure 3. Scanning electron microscope (SEM) images of RPDF (A1,A2), HT-RPDF (B1,B2), and
FI-RPDF (C1,C2). Rosa roxburghii pomace insoluble dietary fiber was labeled as RPDF. High-pressure
sterilization-treated RPDF was labeled as HT-RPDF, and solid-state fermentation-treated RPDF was
labeled as FT-RPDF-BP. Left images: 500 x magnification; right images: 5000 x magnification.

2.6. FT-IR Changes in RPDF, HT-RPDF, and FI-RPDF

The FT-IR spectra of RPDF, HT-RPDF, and FT-RPDF are illustrated in Figure 4. The
characteristic peaks were identified based on the stretching vibration of specific groups
or structures [25]. The strong absorption peak at 3421 cm~! was the typical structure of
cellulose and hemicellulose. The weak absorption peak at 2921 cm~! was attributed to
the stretching vibration of methyl or methylene groups, which were typical structures of
cellulose [26]. The absorption peaks at around 1728 cm~! and 1636 cm ™! were assigned to
the stretching vibration of the C=O bond in the acetyl carboxyl group of hemicellulose and
the methyl esterification or free carboxyl group of pectin, respectively [27]. The absorption
peak at 1430 cm~! was attributed to aliphatic or aromatic C-H vibration, which was the
typical structure of lignin. Another set of absorption peaks, primarily from cellulose and
hemicellulose, was located around 11001300 cm ! with the contraction vibration of the
C-O group. The broad peaks at approximately 1056 cm ! were attributed to the stretching



Molecules 2024, 29, 1689

8 of 14

vibration of the C-O-C bond, suggesting the existence of a pyranose ring, particularly
evident in arabinoxylan or xylan [28]. These characteristic peaks revealed that RPDF,
HT-RPDE, and FI-RPDF exhibited typical dietary fiber structures, containing cellulose,
hemicellulose, lignin, and pectin. While RPDF, HT-RPDEF, and FT-RPDF displayed similar
spectral profiles, there were variations in the absorption intensities of their characteristic
peaks. The fluctuation intensity of HT-RPDF and FT-RPDF was weaker than that of
RPDF at 3421 cm ™!, suggesting that the intermolecular hydrogen bonds in cellulose and
hemicellulose were disrupted after sterilization and SSF. BPs were often closely connected
with dietary fiber through the interaction of ester bonds, ether bonds, hydrophobic bonds,
and hydrogen bonds [29]. The destruction of these chemical bonds led to the release of
BPs. Therefore, after sterilization and SSF, the functional groups or cell walls in RPDF
were destroyed, affecting the connection between BPs and dietary fiber and consequently
leading to the release of BPs from RPDEF.

FT-RPDF

HT-RPDF

\
3421

T T T T T T T 1
4000 3500 3000 2500 2000 1500 1000 500
Wavenumber (cm™)

Figure 4. Fourier-transform infrared spectroscopy (FT-IR) spectra of RPDF, HT-RPDEF, and FT-RPDE.
Rosa roxburghii pomace insoluble dietary fiber was labeled as RPDF. High-pressure sterilization-
treated RPDF was labeled as HT-RPDF, and solid-state fermentation-treated RPDF was labeled
as FT-RPDE-BP.

2.7. Thermal Properties of RPDF, HI-RPDF, and FT-RPDF

The TG and DTG curves of RPDF, HT-RPDEF, and FT-RPDF are shown in Figure 5. The
weight loss of RPDF, HT-RPDF, and FT-RPDF was divided into two stages. In the first
stage (30~200 °C), RPDFE, HT-RPDEF, and FI-RPDF exhibited distinct endothermic peaks
at 69.1, 67.6, and 66.3 °C, respectively. This initial stage saw a mass reduction of about
3~6%, indicating the loss of free water from the dietary fiber as the temperature increased.
Additionally, a weak absorption peak between 100 and 200 °C was observed, which might
be the loss of bound water [30]. In the second stage (200~600 °C), RPDF, HT-RPDF, and
FT-RPDF displayed obvious endothermic peaks in the DTG curve, accompanied by a
noticeable downward trend in the TG curve. This stage was attributed to the degradation
of carbohydrates, including cellulose, hemicellulose, and pectin [31]. Previous studies
have indicated that the carbonization process of hemicellulose, cellulose, and lignin was
exothermic, with the pyrolysis peak of hemicellulose at 270-310 °C, cellulose at 320-370 °C,
and lignin at above 400 °C [32]. The endothermic peaks of RPDF, HT-RPDF, and FT-RPDF
were obviously different at 200~600 °C, indicating a reduction in hemicellulose content after
sterilization and SSF. This disruption of the interaction between hemicellulose, cellulose,
and lignin led to the release of BPs in RPDF [33]. Additionally, the residual mass of HT-
RPDF and FT-RPDF was lower than that of RPDF, consistent with the trend observed in
crystallinity. Therefore, sterilization and SSF could affect the components of RPDEF, disrupt
the connection between BPs and dietary fiber, and facilitate the release of BPs from RPDF.
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Figure 5. Thermogravimetric (TG) curves of RPDF, HT-RPDEF, and FI-RPDF. Rosa roxburghii pomace
insoluble dietary fiber was labeled as RPDFE. High-pressure sterilization-treated RPDF was labeled as
HT-RPDEF and solid-state fermentation-treated RPDF was labeled as FT-RPDF-BP.

3. Materials and Methods
3.1. Experimental Materials

Dried R. roxburghii fruit pomace was kindly provided by Guizhou Xinyang Agri-
cultural Science and Technology Development Co., Ltd. (Guizhou, China). RPDF was
extracted from R. roxburghii fruit pomace following our previously reported protocol [3].
Aspergillus niger (GDMCC 3.576) was purchased from Guangdong Microbial Culture Col-
lection Center. Gallic acid, gallocatechin, epigallcatechin, catechin, hydroxybenzoic acid,
epicatechin, ellagic acid, ferulic acid, quercetin, and 3,4-dihydroxyphenylpropionic acid
were purchased from Solarbio Co., Ltd. (Shanghai, China). Unless stated otherwise, all
other chemical reagents were of analytical grade or higher quality.

3.2. Sterilization Pretreatment of RPDF

The fermentation substrate was prepared by mixing 10 g of RPDF powder with 90 mL
of distilled water in a conical flask. The substrate was then sterilized at 121 °C for 15 min.
After the sterilization treatment, the sample was cooled on a clean bench for inoculation
and then stored in a refrigerator at —80 °C. This sample was labeled as HT-RPDF for
subsequent analysis.

3.3. Solid-State Fermentation of RPDF

First, Aspergillus niger was incubated on potato dextrose agar media at 27 °C for
3 days to activate the strain. After activation, 10 mL of sterile distilled water was added
to scrape spores, and sterile cotton was used to filter hyphae to collect spore suspension.
The spore suspension was then adjusted to a concentration of 2 x 107 spores/mL for
inoculation. Subsequently, 0.5 mL of the diluted spore suspension was added to a sterilized
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conical flask containing 1 g of the HT-RPDF sample. The fermentation medium was then
incubated at 27 °C for 8 days, with samples taken every 24 h. The fermentation HT-RPDF
sample, designated as FT-RPDF, was stored at —80 °C for subsequent investigations at each
time point.

3.4. Extraction of Bound Polyphenols

Three BPs released by different extraction methods were designated as AT-RPDE-BP
(alkaline hydrolysis), HT-RPDF-BP (sterilization pretreatment), and FI-RPDF-BP (solid-
state fermentation with Aspergillus niger).

The extraction procedures of HT-RPDF-BP and FT-RPDF-BP from HT-RPDF and FT-
RPDF were carried out following our previously reported protocol [2]. In detail, each
dietary fiber sample was mixed with 70% ethanol (1:15, v/v) and shaken in a shaker for
1 h. The resultant supernatant was collected by centrifugation at 4500 x g for 5 min. The
residue was repeated 6 times under the same conditions. All the collected supernatants
were concentrated, lyophilized, and re-dissolved in pure methanol for further analysis.

The extraction of AT-RPDF-BP from RPDF was conducted by the alkaline hydrolysis
method [4,34]. In brief, 1 g of RPDF was mixed with 10 mL of 4 mol/L NaOH solution
under an oxygen-free atmosphere. The mixed solution was stirred slowly for 4 h at room
temperature in the absence of light. Subsequently, the pH of the mixture was acidified to
2.0 using 6 mol/L HC], and it underwent six extractions with ethyl acetate (1:1, v/v). The
organic fraction was obtained by centrifugation at 4500x ¢ for 5 min, concentrated, and
then freeze-dried.

3.5. Determination of Total Phenolic Content

The total phenolic content (TPC) in AT-RPDF-BP, HT-RPDF-BP, and FT-RPDF-BP was
determined using the Folin-Ciocalteu reagent method [3]. A standard curve was generated
using gallic acid at concentrations ranging from 50 to 500 pug/mL. The result was expressed
as milligrams of gallic acid equivalent (GAE) per gram of dry weight (DW) of the extract
(mg GAE/g DW).

3.6. Quantification of Individual Phenolic Compound Contents

The contents of individual phenolic compounds in AT-RPDF-BP, HT-RPDF-BP, and FT-
RPDEF-BP were determined following a previously established method [2]. The composition
and content of phenolic compounds were quantified using an Agilent 1260 system equipped
with a ZORBAX SB-C18 (4.6 x 250 mm, 5 pm) column and a diode array detector (DAD).
The mobile phases comprised 0.1% formic acid in an aqueous solution and acetonitrile,
with a flow rate of 0.8 mL/min. The injection volume and column temperature were set
at 50 uL and 30 °C, respectively. Standards including gallic acid, ellagic acid, urolithin
A, 3,4-dihydroxyphenylpropionic acid, and epicatechin were utilized at concentrations
ranging from 10 to 200 pg/mL. Results were presented as micrograms per gram based on
DW (ug/g DW).

3.7. Determination of Antioxidant Activity
3.7.1. DPPH Radical Scavenging Activity

The DPPH scavenging activity of the samples was assessed following a previously
described protocol [3]. Briefly, 100 uL of different concentrations of sample solutions or
Trolox (6.25-100 uM) were mixed with 100 uL of DPPH solution (0.2 mM) in 96-well plates.
The mixtures were then incubated in darkness at room temperature for 30 min. The reaction
of the distilled water and DPPH solution was set as a control. The absorbance of the reaction
mixture was measured at 517 nm. A standard curve was constructed using Trolox, and the
results were expressed as tM Trolox equivalent (TE) per gram of DW.
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3.7.2. ABTS Radical Scavenging Activity

The ABTS-* scavenging activity of the samples was determined by a previously
described method with slight modifications [3]. Briefly, 50 uL of different concentrations
of sample solutions or Trolox (6.25-100 pM) were mixed with 150 uL of ABTS-* working
solution (OD value: 0.7 at 734 nm) in 96-well plates. After incubating for 6 min at room
temperature, the absorbance at 734 nm was measured using a microplate reader (Biotek,
Winooski, VT, USA). Results were reported as uM Trolox equivalent (TE) per gram of DW.

3.7.3. Oxygen Radical Absorbance Capacity (ORAC)

The ORAC assay was conducted following a previously reported protocol with some
modifications [3]. Briefly, 20 pL of sample solution and 200 puL of fluorescein sodium salt
solution (95.6 nM) were added and mixed automatically in 96-well plates. The mixture was
then incubated for 15 min at 37 °C. Upon initiating the reaction by adding 20 pL of AAPH
(119.4 mM), the fluorescence intensity of the system was recorded every 3 min for 35 cycles
at a Aexcitation Of 485 nm and Aemigsion Of 538 nm. A standard curve was constructed using
different concentrations of Trolox solution (6.25-100 uM), and the results were presented as
uM Trolox equivalent (TE) per gram of DW (uM TE/g DW).

3.8. Determination of a-Glucosidase Inhibitory Activity

The x-glucosidase inhibitory activity of the samples was assessed following a previ-
ously described method [3]. Briefly, 50 pL of acarbose or BPs samples at varying concentra-
tions and 50 pL of o-glucosidase (0.5 U/mL) were incubated in 96-well plates for 10 min at
room temperature. Following pre-incubation, 50 pL of p-nitrophenyl-«-D-glucopyranoside
(pPNPG, 5 mM) was added to initiate the reaction. After a 15 min incubation, 100 puL of
NayCOj3 (0.2 M) was added to terminate the reaction. The absorbance of the mixtures
was then measured at 405 nm. Acarbose served as the positive control, while the reaction
without «-glucosidase served as the blank control. The inhibition rate was calculated using
the Formula (1):

Inhibitory rate (%) = (1 — (As — Ag)/(A — Ac)) x 100 1)

where Ag and A represent the absorbance values of the reaction system with and with-
out samples, and Ag and Ac present the absorbance values of the blank and control
samples, respectively.

3.9. Structural Analysis

To investigate the mechanism of releasing BPs through different treatments, dietary
fiber samples including native RPDF (RPDF), after RPDF sterilization (HT-RPDF), and
RPDF after solid-state fermentation (FI-RPDE-BP) were analyzed.

3.9.1. Surface Morphology

The surface morphology of RPDF, HT-RPDF, and FT-RPDF was observed using a
scanning electron microscope (Zeiss, Jena, Germany). Images of the tested samples were
captured at magnifications of 100x and 5000, respectively.

3.9.2. Fourier-Transform Infrared Spectroscopy (FT-IR)

The FT-IR spectral characteristics of RPDF, HT-RPDF, and FI-RPDF were analyzed
using an FT-IR microscope (Thermo Fisher Scientific, Waltham, MA, USA). Briefly, 3 mg of
each sample was thoroughly mixed with 150 mg of KBr power in an agate mortar, ground,
and then pressed into about 1 mm thick pellets. The resulting pellets were scanned in
the range of 4004000 cm~! using Nicolet 1S50-Nicolet Continuum (Thermo Scientific,
Waltham, MA, USA).
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3.9.3. Thermos Gravimetric (TG)

The thermal properties of RPDF, HT-RPDF, and FT-RPDF were examined using a
TGA simultaneous thermal analyzer (PE STA 8000, PerkinElmer, Shelton, CT, USA). TG
analysis was performed according to a previously described method. RPDF, HT-RPDF, and
FT-RPDF (5-10 mg) were placed in an alumina crucible, with an empty crucible used as a
reference. The heating temperature ranged from 30 to 600 °C at a rate of 10 °C/min under
a N2 atmosphere.

3.10. Statistical Analysis

The data are presented as the means 4= SD with three replicates. Statistical significance
between groups was determined using one-way analysis of variance (ANOVA) with SPSS
software 25.0 (SPSS Inc., Chicago, IL, USA), where differences were considered as significant
atp <0.05.

4. Conclusions

In conclusion, this study demonstrates that solid-state fermentation with Aspergillus
niger can efficiently and environmentally facilitate the release of bound polyphenols (BPs)
from Rosa roxburghii fruit pomace insoluble dietary fiber (RPDF). The BPs released through
solid-state fermentation exhibited superior antioxidant and x-glucosidase inhibitory activi-
ties compared to that released through alkaline hydrolysis. Structural analysis revealed that
sterilization and solid-state fermentation disrupted the tight structure and certain chemical
bonds within RPDF, leading to the breakdown of the connection between BPs and RPDF.
Additionally, the reduction in hemicellulose content affected its interaction with other fiber
components. These structural changes facilitated the release of BPs from RPDF. Overall, this
study provides valuable insights into the potential application of solid-state fermentation
for the efficient release of BPs from RPDEF, thereby contributing to the utilization of RPDF
as a functional food ingredient.

Author Contributions: Q.C.: Investigation, Data curation, Writing—Original draft; ].5.: Sample
preparation, Investigation, Writing—review and editing; Y.Z.: Writing—review and editing; C.L.:
Conceptualization, Data curation, Writing—review and editing; S.Z.: Supervision, Project administra-
tion. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by the Teaching and Research Project of Guangzhou City
Polytechnic (2022]JKY04008), the Youth Innovation Talent Project for Ordinary Universities in Colleges
and Universities in Guangdong Province (2019GKQNCXO081), and the Key Research Platform and
Project of Higher Education Institutions in Guangdong Province (2023ZDZX4116).

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Data are contained in the article.

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

References

1.  Su,]J,; Zhang, B,; Fu, X,; Huang, Q.; Li, C.; Liu, G.; Liu, R H. Recent advances in polysaccharides from Rose roxburghii Tratt fruits:
Isolation, structural characterization, and bioactivities. Food Funct. 2022, 13, 12561-12571. [CrossRef]

2. Huang, D.; Li, C; Chen, Q.; Xie, X,; Fu, X.; Chen, C.; Huang, Q.; Huang, Z.; Dong, H. Identification of polyphenols from Rosa
roxburghii Tratt pomace and evaluation of in vitro and in vivo antioxidant activity. Food Chem. 2022, 377,131922. [CrossRef]

3.  Su,];Fu, X;Huang, Q; Liu, G; Li, C. Phytochemical profile, bioactivity and prebiotic potential of bound polyphenols released
from Rosa roxburghii fruit pomace dietary fiber during in vitro digestion and fermentation. Food Funct. 2022, 13, 8880-8891.
[CrossRef]

4. Liu, S, Jia, M,; Chen, J.; Wan, H.; Dong, R.; Nie, S.; Xie, M.; Yu, Q. Removal of bound polyphenols and its effect on antioxidant
and prebiotics properties of carrot dietary fiber. Food Hydrocoll. 2019, 93, 284-292. [CrossRef]

5. Zhang, X.; Dong, L.; Jia, X,; Liu, L.; Chi, ].; Huang, F; Ma, Q.; Zhang, M.; Zhang, R. Bound phenolics ensure the antihyperglycemic

effect of rice bran dietary fiber in db/db mice via activating the insulin signaling pathway in skeletal muscle and altering gut
microbiota. J. Agric. Food Chem. 2020, 68, 4387-4398. [CrossRef]


https://doi.org/10.1039/D2FO02192G
https://doi.org/10.1016/j.foodchem.2021.131922
https://doi.org/10.1039/D2FO00823H
https://doi.org/10.1016/j.foodhyd.2019.02.047
https://doi.org/10.1021/acs.jafc.0c00584

Molecules 2024, 29, 1689 13 of 14

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Khosravi, A.; Razavi, S.H.; Fadda, A M. Advanced assessments on innovative methods to improve the bioaccessibility of
polyphenols in wheat. Process Biochem. 2020, 88, 1-14. [CrossRef]

Dzah, C.S.; Duan, Y.; Zhang, H.; Serwah Boateng, N.A.; Ma, H. Latest developments in polyphenol recovery and purification
from plant by-products: A review. Trends Food Sci. Technol. 2020, 99, 375-388. [CrossRef]

Tang, Y.; Zhang, B.; Li, X.; Chen, PX.; Zhang, H.; Liu, R.; Tsao, R. Bound phenolics of quinoa seeds released by acid, alkaline, and
enzymatic treatments and their antioxidant and «-glucosidase and pancreatic lipase inhibitory effects. J. Agric. Food Chem. 2016,
64,1712-1719. [CrossRef]

Ghosh, ].S. Solid state fermentation and food processing: A short review. Nutr. Food Sci. 2015, 6, 453. [CrossRef]

Xie, J.; Liu, S.; Dong, R.; Xie, J.; Chen, Y.; Peng, G.; Liao, W.; Xue, P.; Feng, L.; Yu, Q. Bound polyphenols from insoluble dietary
fiber of defatted rice bran by solid-state fermentation with Trichoderma viride: Profile, activity, and release mechanism. J. Agric.
Food Chem. 2021, 69, 5026-5039. [CrossRef]

Postigo, L.; Jacobo-Velazquez, D.A.; Guajardo-Flores, D.; Amezquita, L.E.G.; Garcia-Cayuela, T. Solid-state fermentation for
enhancing the nutraceutical content of agrifood by-products: Recent advances and its industrial feasibility. Food Biosci. 2021,
41, 100926.

Song, T.; Zhang, Z.; Jin, Q.; Feng, W.; Shen, Y.; Fan, L.; Cai, W. Nutrient profiles, functional compositions, and antioxidant activities
of seven types of grain fermented with Sanghuangporus sanghuang fungus. J. Food Sci. Technol. 2021, 58, 4091-4101. [CrossRef]
Xu, X.E; Zhang, X.J.; Sun, M.B.; Li, D.; Hua, M.; Miao, X.Y.; Su, Y.; Chi, Y.P; Wang, J.H.; Niu, H.H. Optimization of mixed
fermentation conditions of dietary fiber from soybean residue and the effect on structure, properties and potential biological
activity of dietary fiber from soybean residue. Molecules 2023, 28, 1322. [CrossRef]

Liao, W,; Liu, S.; Dong, R.; Xie, J.; Chen, Y.; Hu, X,; Xie, J.; Xue, P; Feng, L.; Yu, Q. Mixed solid-state fermentation for releasing
bound polyphenols from insoluble dietary fiber in carrots via Trichoderma viride and Aspergillus niger. Food Funct. 2022, 13,
2044-2056. [CrossRef]

Dewanto, V.; Wu, X,; Liu, R. Processed sweet corn has higher antioxidant activity. J. Agric. Food Chem. 2002, 50, 4959-4964.
[CrossRef]

Cheng, Z.; Su, L.; Moore, ].; Zhou, K.; Luther, M.; Yin, ].-].; Lucy, Y.L. Effects of postharvest treatment and heat stress on availability
of wheat antioxidants. J. Agric. Food Chem. 2006, 54, 5623-5629. [CrossRef]

Cai, S.; Wang, O.; Wu, W.; Zhu, S.; Zhou, F; Ji, B.;; Gao, F; Zhang, D.; Liu, J.; Cheng, Q. Comparative study of the effects of
solid-state fermentation with three filamentous fungi on the total phenolics content (TPC), flavonoids, and antioxidant activities
of subfractions from oats (Avena sativa L.). ]. Agric. Food Chem. 2012, 60, 507-513. [CrossRef]

Bucic-Kojic, A.; Fernandes, E; Silva, T; Planinic, M.; Tisma, M.; Selo, G.; Sibalic, D.; Pereira, D.M.; Andrade, P.B. Enhancement of
the anti-inflammatory properties of grape pomace treated by Trametes versicolor. Food Funct. 2020, 11, 680-688. [CrossRef]
Dhull, S.B.; Punia, S.; Kumar, R.; Kumar, M.; Nain, K.B.; Jangra, K.; Chudamani, C. Solid state fermentation of fenugreek (Trigonella
foenumgraecum): Implications on bioactive compounds, mineral content and in vitro bioavailability. J. Food Sci. Technol. 2021, 58,
1927-1936. [CrossRef]

Jose Carlos, L.M.; Leonardo, S.; Jesus, M.C.; Paola, M.R.; Alejandro, Z.C.; Juan, A.V,; Cristobal Noe, A. Solid-state fermentation
with Aspergillus niger GH1 to enhance polyphenolic content and antioxidative activity of Castilla Rose (Purshia plicata). Plants
2020, 9, 1518. [CrossRef]

Marin, L.; Miguelez, E.M.; Villar, C.J.; Lombo, F. Bioavailability of dietary polyphenols and gut microbiota metabolism: Antimi-
crobial properties. BioMed Res. Int. 2015, 2015, 905215. [CrossRef] [PubMed]

Saharan, P.; Sadh, PK.; Singh Duhan, J. Comparative assessment of effect of fermentation on phenolics, flavanoids and free radical
scavenging activity of commonly used cereals. Biocatal. Agric. Biotechnol. 2017, 12, 236-240. [CrossRef]

Cao, H.; Ou, J.; Chen, L.; Zhang, Y.; Szkudelski, T.; Delmas, D.; Daglia, M.; Xiao, J. Dietary polyphenols and type 2 diabetes:
Human study and clinical trial. Crit. Rev. Food Sci. 2019, 59, 3371-3379. [CrossRef]

Wang, L.; Wei, W.; Tian, X.; Shi, K.; Wu, Z. Improving bioactivities of polyphenol extracts from Psidium guajava L. leaves through
co-fermentation of Monascus anka GIM 3.592 and Saccharomyces cerevisiae GIM 2.139. Ind. Crops Prod. 2016, 94, 206-215. [CrossRef]
Alba, K.; MacNaughtan, W.; Laws, A.P.; Foster, T.].; Campbell, G.M.; Kontogiorgos, V. Fractionation and characterisation of
dietary fibre from blackcurrant pomace. Food Hydrocoll. 2018, 81, 398—408. [CrossRef]

Gong, X.; Zhang, Z.; Shi, X.; Zhu, Y.; Ali, F; Dong, Y.; Zhang, F.; Zhang, B. Structural elucidation and anti-psoriasis activity of a
novel polysaccharide from Saussurea Costus. Carbohyd. Polym. 2024, 333, 121963. [CrossRef]

Gieroba, B.; Kalisz, G.; Krysa, M.; Khalavka, M.; Przekora, A. Application of vibrational spectroscopic techniques in the study of
the natural polysaccharides and their cross-linking process. Int. |. Mol. Sci. 2023, 24, 2630. [CrossRef]

Wang, M.; Zhao, S.; Zhu, P; Nie, C.; Ma, S.; Wang, N.; Du, X.; Zhou, Y. Purification, characterization and immunomodulatory
activity of water extractable polysaccharides from the swollen culms of Zizania latifolia. Int. ]. Biol. Macromol. 2017, 107, 882-890.
[CrossRef] [PubMed]

Saura-Calixto, F. Concept and health-related properties of nonextractable polyphenols: The missing dietary polyphenols. J. Agric.
Food Chem. 2012, 60, 11195-11200. [CrossRef]

Zhai, X.; Ao, H.; Liu, W.; Zheng, J.; Li, X.; Ren, D. Physicochemical and structural properties of dietary fiber from Rosa roxburghii
pomace by steam explosion. J. Food Sci. Technol. 2021, 59, 2381-2391. [CrossRef]


https://doi.org/10.1016/j.procbio.2019.09.005
https://doi.org/10.1016/j.tifs.2020.03.003
https://doi.org/10.1021/acs.jafc.5b05761
https://doi.org/10.4172/2155-9600.1000453
https://doi.org/10.1021/acs.jafc.1c00752
https://doi.org/10.1007/s13197-020-04868-7
https://doi.org/10.3390/molecules28031322
https://doi.org/10.1039/D1FO03107D
https://doi.org/10.1021/jf0255937
https://doi.org/10.1021/jf060719b
https://doi.org/10.1021/jf204163a
https://doi.org/10.1039/C9FO02296A
https://doi.org/10.1007/s13197-020-04704-y
https://doi.org/10.3390/plants9111518
https://doi.org/10.1155/2015/905215
https://www.ncbi.nlm.nih.gov/pubmed/25802870
https://doi.org/10.1016/j.bcab.2017.10.013
https://doi.org/10.1080/10408398.2018.1492900
https://doi.org/10.1016/j.indcrop.2016.08.043
https://doi.org/10.1016/j.foodhyd.2018.03.023
https://doi.org/10.1016/j.carbpol.2024.121963
https://doi.org/10.3390/ijms24032630
https://doi.org/10.1016/j.ijbiomac.2017.09.062
https://www.ncbi.nlm.nih.gov/pubmed/28939508
https://doi.org/10.1021/jf303758j
https://doi.org/10.1007/s13197-021-05254-7

Molecules 2024, 29, 1689 14 of 14

31.

32.

33.

34.

Wang, K.; Li, M.; Wang, Y.; Liu, Z.; Ni, Y. Effects of extraction methods on the structural characteristics and functional properties
of dietary fiber extracted from kiwifruit (Actinidia deliciosa). Food Hydrocoll. 2021, 110, 106162. [CrossRef]

Yang, X.; Dai, J.; Zhong, Y.; Wei, X,; Wu, M.; Zhang, Y.; Huang, A.; Wang, L.; Huang, Y.; Zhang, C.; et al. Characterization of
insoluble dietary fiber from three food sources and their potential hypoglycemic and hypolipidemic effects. Food Funct. 2021, 12,
6576—6587. [CrossRef] [PubMed]

Meng, X.; Liu, F; Xiao, Y.; Cao, J.; Wang, M.; Duan, X. Alterations in physicochemical and functional properties of buckwheat
straw insoluble dietary fiber by alkaline hydrogen peroxide treatment. Food Chem. 2019, 3, 100029. [CrossRef]

Zheng, Y.; Liu, S.; Xie, J.; Chen, Y.; Dong, R.; Zhang, X,; Liu, S.; Xie, J.; Hu, X,; Yu, Q. Antioxidant, x-amylase and x-glucosidase
inhibitory activities of bound polyphenols extracted from mung bean skin dietary fiber. LWT 2020, 132, 109943. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/j.foodhyd.2020.106162
https://doi.org/10.1039/D1FO00521A
https://www.ncbi.nlm.nih.gov/pubmed/34100044
https://doi.org/10.1016/j.fochx.2019.100029
https://doi.org/10.1016/j.lwt.2020.109943

	Introduction 
	Results and Discussion 
	Total Phenolic Content (TPC) of AT-RPDF-BP, HT-RPDF-BP, and FT-RPDF-BP 
	Identification and Quantification of Bound Polyphenols 
	Antioxidant Activity 
	Inhibitory Activities of -Glucosidase 
	Microstructural Comparison of RPDF, HT-RPDF, and FT-RPDF 
	FT-IR Changes in RPDF, HT-RPDF, and FT-RPDF 
	Thermal Properties of RPDF, HT-RPDF, and FT-RPDF 

	Materials and Methods 
	Experimental Materials 
	Sterilization Pretreatment of RPDF 
	Solid-State Fermentation of RPDF 
	Extraction of Bound Polyphenols 
	Determination of Total Phenolic Content 
	Quantification of Individual Phenolic Compound Contents 
	Determination of Antioxidant Activity 
	DPPH Radical Scavenging Activity 
	ABTS Radical Scavenging Activity 
	Oxygen Radical Absorbance Capacity (ORAC) 

	Determination of -Glucosidase Inhibitory Activity 
	Structural Analysis 
	Surface Morphology 
	Fourier-Transform Infrared Spectroscopy (FT-IR) 
	Thermos Gravimetric (TG) 

	Statistical Analysis 

	Conclusions 
	References

