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Further slowing down of hydrolysis
of amylose heated with black
soybean extract by treating

with nitrite under gastric
conditions

Umeo Takahama®*? & Sachiko Hirota?

Black soybean (BSB), which contains cyanidin-3-0-glucoside (C3G) and procyanidins, is cooked

with rice in Japan. The color of the cooked rice is purplish red due to the binding of C3G and reddish
oxidation products of procyanidins. These components can slowdown pancreatin-induced hydrolysis
of amylose more significantly than the hydrolysis of amylopectin, and can react with nitrous acid in
the stomach. This manuscript deals with the effects of nitrous acid on pancreatin-induced hydrolysis
of amylose heated with BSB extract. The hydrolysis of amylose heated with BSB extract was slow,
and the slowdown was due to the binding of C3G/its degradation products and degradation products
of procyanidins. The amylose hydrolysis was slowed down further by treating with nitrite under
gastric conditions. The further slowdown was discussed to be due to the binding of the products,
which were formed by the reaction of procyanidins with nitrous acid, to amylose. In the products,
dinitroprocyanidins were included. In this way, the digestibility of amylose heated with BSB extract
can be slowed down further by reacting with nitrous acid in the stomach.

Abbreviations

BSB Black soybean

C3G  Cyanidin 3-O-glucoside
proB2  Procyanidin B2

Yellow soybean (Glycine max (L.) Merr.) is an important food in the world as a source of proteins. In addition,
the soybean is used as a source of isoflavones that are beneficial for human health. In the varieties, black soybean
(BSB) is included. This soybean accumulates anthocyanins in the seed coat. The major anthocyanin is cyanidin
3-O-glucoside (C3G)'~*. In addition, procyanidins including procyanidin B2 (proB2) are accumulated in the
seed coat*”.

In Japan, BSB is cooked with rice. By the cooking, the flavonoids including C3G bind to rice turning its color
into purplish red. Flavonoids including anthocyanidins have been reported to be able to interact with starch
non-covalently inhibiting its digestion®'!. In addition, it has been reported that the slow starch digestion of rice
cooked with adzuki bean may be due to the binding of the degradation products of procyanidin to amylose!>!°.
Furthermore, it has been reported on the contribution of procyanidins to slow down amylose hydrolysis of non-
glutinous rice flour heated with BSB extract'* and on the mechanism of slowdown of amylose hydrolysis in corn
starch and potato starch heated with procyanidin C1'. Taking the reports into account, we postulated that the
hydrolysis of a reagent amylose might be slowed down by heating with BSB extract.

Nitrate ingested as a food component is absorbed into the body, and then secreted into the oral cavity as
a salivary component. The secreted nitrate is reduced to nitrite by the nitrate reducing bacteria'®. The nitrite
produced in the oral cavity can be mixed with foods, and then the mixture was swallowed. The swallowed nitrite
is protonated in the stomach (pH, approximately 2) forming nitrous acid (pKa =3.3), which can react with
food components such as flavonoids producing nitric oxide (NO)". It has been reported that nitrous acid can
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Figure 1. Pancreatin-induced hydrolysis of amylose heated with and without BSB extract. (A) Hydrolysis of
amylose heated without BSB extract. Numbers on traces; incubation time in min. (B) and (C) Semi-logarithmic
plots of absorbance decrease at 550 and 700 nm, respectively. (O) Heated without BSB extract, (@) heated with
BSB extract. Each data point is mean with standard deviation (n=3). *p <0.05. The straight lines were estimated
using a least squares method.

decrease quercetin-dependent inhibition of starch digestion'®, and does not affect the starch digestion of rice
cooked with adzuki bean'?.

As described above, pancreatin-induced hydrolysis of amylose is more effectively inhibited by flavonoids
including procyanidins than that of amylopectin'>-'. This manuscript deals with the effects of BSB extract, C3G,
and proB2 on pancreatin-induced hydrolysis of a reagent amylose at first, and then the effects of nitrous acid
on the hydrolysis of amylose heated with BSB extract, C3G, and proB2. Taking the results obtained in this study
into account, mechanisms of the inhibition of amylose hydrolysis before and after treating with nitrous acid are
discussed, and it is proposed that slowly hydrolysable starch can be prepared by cooking amylose-containing
starch with procyanidin-rich foodstuffs.

Results and discussion

Effects of BSB extract, C3G, and proB2 on amylose hydrolysis.  Effects of BSB extract. Figure 1A
shows pancreatin-induced hydrolysis of amylose heated without BSB extract. Before the addition of pancreatin
(trace 0), amylose-iodine complexes had a broad peak around 550 nm and a significant absorbance around
700 nm. Accompanying the hydrolysis, the absorbances decreased shifting the peak to shorter wavelengths.
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T Y

Half-lives (min) Reducing sugar formation (relative to

550 nm 700 nm heated without additions)

Heated

Heated Heated After Heated Heated After without Heated After
Additions | without with heating without with heating (%) with heating
BSB extract® | 20.6+1.1 26.0+2.8° | NE! 7.8+0.9 10.8+1.4° | NE? 100 62+6% NE¢
0.2 mM ¢ ( c c 0 9
3G 19.7+2.1 23.4+1.1 26.3+3.8 7.7£04 94+1.1 9.3£0.8 100 83+2% 74+3%
0.2 mM < c o 9
proB2 209+1.8 24.9+2.2 21.1+1.4 9.8£0.5 12.0+0.3 9.2£0.6 100 82+4% 96+1%

Table 1. Effects of BSB extract, C3G, and proB2 on pancreatin-induced hydrolysis of amylose. *The values
were determined as Fig. 1 *Concentration of C3G in BSB extract, 0.2 mM. “Significant difference between
“Heated without” and “Heated with”, and between “Heated without” and “After heating”. p <0.05 (n=3). “Not
examined.

The absorbance decreases at 550 and 700 nm were nearly linear as a function of incubation time when plotted
semi-logarithmically (Fig. 1B,C), suggesting that the hydrolysis was a first-order like reaction. The hydrolysis of
amylose heated with the BSB extract prepared as described in section "Effects of BSB extract, C3G, and proB2 on
starch hydrolysis" was also a first-order like reaction (Fig. 1B,C). The half-life at 550 and 700 nm was increased
significantly by the extract, and that the increase was accompanied by the inhibition of reducing sugar formation
(Table 1). The half-life of the hydrolysis of amylopectin seemed not to be affected significantly by heating with
BSB extract (data not shown).

Effects of C3G.  Amylose was also hydrolyzed by a first-order like reaction as Fig. 1B and C, when heated with
0.2 mM C3G or 0.2 mM C3G was added to heated amylose. The half-life was increased by C3G, and the increase
was accompanied by the inhibition of reducing sugar formation (Table 1). On the other hand, C3G did not
significantly affect the half-life of the hydrolysis of amylopectin when heated with and when added to heated
amylopectin. The result suggests that C3G could bind to amylose inhibiting its hydrolysis, but could not bind
to amylopectin. Even if bound to amylopectin, the binding was not strong enough to prevent the access of
a-amylase to amylopectin. It has been reported that C3G bound to amylopectin branches diffuses out readily".

When 0.2 mM C3G was added to heated amylose, the molar ratio of C3G to amylose was calculated to be
1:11 under the conditions of this study, suggesting that approximately 10% of the amylose molecules might be
combined with one molecule of C3G. The data in Table 1 indicate that the binding increased the half-lives at
550 and 700 nm by about 33 and 21%, respectively, and inhibited the reducing sugar formation by about 25%,
suggesting that one molecule of C3G might be able to slow down the hydrolysis of more than two amylose mol-
ecules. The slowdown might be due to C3G-dependent combining of two amylose molecules. Some flavonoids
have been reported to be able to combine two amylose molecules'>2%2!.

The concentration of C3G heated with amylose for 30 min decreased from 0.2 mM to approximately 0.06 mM,
when C3G concentration was estimated by adding 2 mL of 1% HCI in methanol to 2 mL of the heated mixture.
The half-lives of amylose hydrolysis at 550 and 700 nm were increased by about 19 and 22%, respectively, and
reducing sugar formation was inhibited by about 17% by the heating with C3G (Table 1). These results suggest
that not only C3G itself but also its degradation products could inhibit amylose hydrolysis. In this study, 3,4-dihy-
droxybenzoic acid was tentatively identified as one of the degradation products by HPLC. It has been reported
that benzoic acids are produced from cyanidin by heating®?, and that phenolic acids can make complexes with
amylose inhibiting its digestion*>*,

Effects of ProB2.  Pancreatin-induced hydrolysis of amylose, which had been heated with 0.2 mM proB2, was
also a first-order like reaction as Fig. 1B and C. The half-life was increased and the reducing sugar formation
was inhibited by the procyanidin (Table 1). On the other hand, when added to heated amylose, 0.2 mM proB2
had no significant effects on the half-life and the reducing sugar formation (Table 1). These results suggest that
the components produced from proB2 during the heating participated in the inhibition under the conditions of
this study. When heated with amylopectin and when added to heated amylopectin, 0.2 mM proB2 did not affect
its hydrolysis significantly. This result suggests that neither C3G/the degradation products (section "Effects of
C3G") nor proB2/the degradation products could bind strongly to the peripheral areas of amylopectin.

During the heating of the mixture of amylose and proB2, the color turned into pale red. Reddish supernatant
and reddish precipitate were prepared as described in section "Absorption spectra of the degradation products
of proB2". The supernatant had a peak around 490 nm (Fig. 2A, trace 1); the second differential spectrum had a
negative peak at 513 nm (trace 1 in the inset). The precipitate had peaks around 437 and 500 nm (Fig. 2B, trace
1); the second differential spectrum had negative peaks at 445, 500, and 532 nm (trace 1 in the inset), suggesting
that these components might contribute to the inhibition of amylose hydrolysis.

The amylose hydrolysis was not inhibited when proB2 was added to heated amylose, whereas the hydrolysis
was inhibited when C3G was added to heated amylose (Table 1). The different effects might be attributed to the
difference in their hydrophobicity, because the inhibition of starch digestion by some flavonoids increased with
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Figure 2. Absorption spectra of the degradation products of proB2 produced by heating and nitrous acid-
treatment. Amylose was heated with 0.2 mM proB2 (section "Effects of BSB extract, C3G, and proB2 on starch
hydrolysis") and the heated amylose was treated with nitrous acid (section "Effects of nitrous acid-treatment
on the hydrolysis of amylose"). The supernatants and the precipitates of amylose were prepared as described in
section "Absorption spectra of the degradation products of proB2". (A) Supernatants, (B) precipitates. Insets,
second differential spectra. A1 =20 nm. Traces (1), heated samples; traces (2), heated and nitrous acid-treated
samples.

LR Rt Reducing sugar formation (rate

550 nm 700 nm relative to untreated)

Untreated | Treated with HNO, | Untreated | Treated with HNO, | Untreated (%) | Treated with HNO,
BSB extract® 23.9+2.6 33.0+2.6° 9.6+1.3 13.8+2.0° 100 72+8%
0.2 mM C3G 23.6+1.0 22.7+3.4 10.3+0.3 10.0+1.0 100 101+£2%
0.2 mM proB2 23.2+09 322+3.7° 10.5+£0.4 13.5+£0.6° 100 65+9%

Table 2. Effects of nitrous acid-treatment on pancreatin-induced hydrolysis of amylose heated with BSB
extract, C3G, or proB2. *The values were determined as Fig. 1 bConcentration of C3G in BSB extract, 0.2 mM.
“Significant difference between “Untreated” and “Treated with HNO,”. p<0.05 (n=3-4).

the increase in their hydrophobicity'®. The hydrophobicity of C3G was estimated to be greater than that of proB2
from their retention times measured using a reverse phase HPLC column (proB2, 7.8 min; C3G, 11.2 min).

The above results suggest that when amylose was heated with BSB extract, C3G/its degradation products and
the degradation products of procyanidins in the extract could slow down the pancreatin-induced hydrolysis of
amylose.

Nitrous acid-dependent increase in the inhibition of amylose hydrolysis.  After swallowing foods
mixed with salivary nitrite, starch in the foods stays in the stomach for 2-3 h. During the staying, flavonoids
in foods can react with nitrous acid (pKa=3.3). It has been reported that nitrous acid concentration in the
gastric cardia ranges from 0 to 0.2 mM?, and that the acid can react with catechins, quercetin, procyanidins,
and so forth!7?¢-28, In addition, proanthocyanidin-dependent reduction of nitrous acid to nitric oxide (NO) in
the stomach accompanying the ingestion of kneaded buckwheat flour is also reported®. Here, amylose heated
with BSB extract, C3G, or proB2 was treated with 0.2 mM nitrite at pH 1.7, and then the amylose hydrolysis was
studied.

The hydrolysis of amylose heated without the above extract and reagents was also a first-order like reaction
as Fig. 1B and C, even after the treatment with nitrous acid. The treatment of amylose heated with BSB extract
and proB2 resulted in the increase in the half-life and slowed down the reducing sugar formation, but the treat-
ment of amylose heated with C3G did not affect the hydrolysis reactions (Table 2). These results suggest that the
nitrous acid-dependent slowdown of the hydrolysis of amylose heated with BSB extract could attribute to the
reaction of nitrous acid with procyanidins in the extract.

The pale red color of amylose heated with proB2 was turned into pale yellow by the decrease in pH from 7.0
to 1.7, and the color changed to pale brown by treating the heated amylose/proB2 with nitrous acid. The super-
natant prepared from the nitrous acid-treated amylose/proB2 (section "Absorption spectra of the degradation
products of proB2") did not have distinct absorption bands in the visible wavelength region, but had a shoulder
around 320 nm (Fig. 2A, trace 2); the second differential spectrum had a negative peak at 332 nm (trace 2 in
the inset). The absorption band could be attributed to dinitrosoproB2. It has been reported that the compound
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is formed in proB2/nitrous acid systems?*-2*

25 mM KH,PO, (2:7, v/v)?.

The precipitate had several shoulders (Fig. 2B, trace 2); the second differential spectrum showed that nitrous
acid induced the formation of components with negative peaks at 332 and 382 nm (compare trace 1 and trace
2 in the inset). The two components might contribute to the nitrous acid-dependent slowing down of amylose
hydrolysis. The component with the peak at 332 nm was deduced to be dinitrosoproB2 by comparing the second-
ary differential spectrum of trace 2 (inset) in Fig. 2B with that of trace 2 (inset) in Fig. 2A. The characteristics of
the component with a peak 382 nm, which was not found in the supernatant, were unclear at present.

Although nitrous acid did not affect the hydrolysis of amylose heated with C3G (Table 2), C3G concentra-
tion in heated amylose was decreased by about 40% by the nitrous acid when estimated spectrophotometrically
(section "Effects of C3G"). The ineffectiveness might be due to the binding of the products, which were formed
by the reaction of nitrous acid with C3G/its degradation products, to amylose in the similar way as C3G/its
degradation products.

Taking the above result and the presence of procyanidins including proB2 in BSB seed coat into account (see
Introduction), it could be postulated that dinitrosoprocyanidins and their oxidation products could contribute
to the nitrous acid-induced slowdown of the hydrolysis of amylose heated with BSB extract. Further studies are
required to elucidate the chemical structures of the components formed from procyanidins accompanying the
heating and the nitrous acid-treatment.

and has a peak around 328 nm in the mixture of methanol and

Conclusion

It became clear form the present study that pancreatin-induced amylose hydrolysis was slowed down by heat-
ing with BSB extract, C3G, and proB2. As the mechanism of the inhibition by BSB extract, binding of C3G/its
degradation products and the degradation products of procyanidins including proB2 to amylose was proposed.
The inhibitory effect of BSB extract increased further by nitrous acid-treatment, and the inhibitory effects of
proB2 but not C3G was increased further by nitrous acid-treatment. Taking the results into account, nitrous
acid-dependent increase in the inhibitory effects of BSB extract could be attributed to the binding of dinitroso-
procyanidins and the oxidation products to amylose. The above results suggest that foods, the amylose hydrolysis
of which is slow, can be produced by heating amylose-containing foods with procyanidin-rich foodstufts, and
that amylose hydrolysis in the intestine can be slowed down if amylose/procyanidin complexes react with nitrous
acid in the stomach.

Materials and methods

Ingredients and reagents. Black soybean (BSB) (Glycine max (L.) Merr.) produced in Hokkaido was
obtained from a local market. 3,4-Dihydroxybenzoic acid, 4-hydroxybenzhyrazide, and pancreatin from porcine
pancreas were from FUJIFILM Wako (Osaka, Japan). According to their data, activities of digestive enzymes in
the pancreatin are following: protease (26 — 46 units mg™'), a-amylase (3 -5 units mg™!), lipase (0.75— 1.4 units
mg'). C3G was obtained from Nagara Science (Gifu, Japan), and proB2 was from Funakoshi (Tokyo, Japan).
A reagent amylose (synthetic) (BAR-5 K-1) (average molecular weight, 4500) was from PS-Biotec Inc. (Osaka,
Japan) and a reagent amylopectin from waxy corn was from Tokyo Chemical Industry (Tokyo, Japan). Iodine
solution (100 mM) was prepared as described previously'2.

Measurement of absorption spectra and HPLC analysis. Absorption spectra were measured using
a spectrophotometer (UV-2450) equipped with an integrating sphere assembly (ISR-240A) (Shimadzu, Kyoto,
Japan). Path length of the measuring beam was 4 mm.

HPLC to identify C3G and its degradation products was performed at 40 °C using two pumps CL-10AD, a
system controller SCL-10Avp, a reverse phase column VP-ODS (15 cm x 4.6 mm inner diameter), and a spectro-
photometric detector with a photodiode array SPD-M10Avp (Shimadzu, Kyoto, Japan). The mobile phase was
consisted of methanol and 0.2% formic acid. Its methanol concentration was kept 0% during the initial 5 min
after the injection of samples, and then the methanol concentration was increased linearly to 100% in 30 min.
The difference in the hydrophobicity between C3G and proB2 was estimated using 40% methanol in 0.2% formic

acid. Flow rate of the mobile phases was 1 mL min™".

Effects of BSB extract, C3G, and proB2 on starch hydrolysis. Seed coat of BSB (0.15 g) was ground
in 5mL of 0.1 M sodium phosphate (pH 7.0) with 0.15 M NaCl using a mortar and a pestle. Methanol (5 mL) was
added to the ground seed coat, and centrifuged at 1830 g for 5 min. The anthocyan in the supernatant was identi-
fied to be C3G by comparing the retention time and absorption spectrum with standard C3G using the above
HPLC system. Its concentration was estimated from the absorbance at 520 nm of the mixture of the supernatant
(0.1 mL) and 1% HCl in methanol (1 mL). The absorbance coefficient used was 27 mM~! cm™'*°, The concentra-
tion of proB2 in the supernatant was not determined in this study, but the total concentration of procyanidin
dimers could be estimated using the amount of C3G and the total amount of procyanidin dimers presented in
Table 1 of ref. 7. The concentration was approximately half of the concentration of C3G.

The concentration of C3G in the supernatant of BSB extract was adjusted to 0.2 mM by adding 0.1 M sodium
phosphate (pH 7.0) with 0.15 M NaCl. Amylose or amylopectin (20 mg) was added to the supernatant or the
above buffer solution (2 mL), and then heated in gently boiling water for 30 min. During the heating, the starch
suspensions became transparent. The heated amylose or amylopectin was left for 15 min at room temperature,
and the volume was adjusted to 2 mL with water to preincubate for 10 min at 37 °C. Starch hydrolysis was initiated
by adding pancreatin (10 ug mL™") to the preincubated reaction mixtures. After adding pancreatin, an aliquot
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(20 pL) of the reaction mixture was withdrawn at predetermined time intervals to measure the starch hydrolysis
and reducing sugar formation as described in section "Measurements of starch hydrolysis".

In addition, amylose or amylopectin (20 mg) suspended in 2 mL of 0.1 M sodium phosphate (pH 7.0) with
0.15 M NaCl with and without 0.2 mM C3G or proB2 was heated in gently boiling water for 30 min. These
mixtures were used as “heated with and without additions”. On the other hand, the above reagents were added
to amylose and amylopectin, which had been heated for 30 min in the above buffer solution, and then left for
15 min at room temperature. The mixtures were used as “added after heating”. After adjusting the volume to
2 mL with water, the above mixtures were preincubated for 10 min at 37 °C to initiate starch hydrolysis by add-
ing pancreatin (10 ug mL™). After the addition of pancreatin, an aliquot (20 pL) of the reaction mixture was
withdrawn to measure the starch hydrolysis and reducing sugar formation as described in section "Measurements
of starch hydrolysis".

Measurements of starch hydrolysis. An aliquot (20 pL) withdrawn as described above (section "Effects
of BSB extract, C3G, and proB2 on starch hydrolysis") and 0.1 mL of 100 mM iodine solution were added suc-
cessionally to 1 mL of 0.1 M sodium phosphate (pH 7.0) with 0.15 M NaCl. The mixture was left for 10 min at
room temperature to measure the absorption spectrum.

Reducing sugar formation was estimated as reported previously®!. The aliquot (20 p L) and 0.15 mL 0f 0.33 M
4-hydroxybenzhyrazide dissolved in 0.6 M HCl were added successionally to 1.35 mL of a solution that contained
0.042 M sodium citrate, 0.007 M calcium chloride, and 0.5 M sodium hydroxide. The mixture was heated in
boiling water for 6 min, and then centrifuged at 1830 g for 5 min to measure the absorbance of the supernatant
at 410 nm. The increase in the absorbance was nearly linear as a function of incubation time for 50 min. The
rates were estimated using the least-squares method.

Effects of nitrous acid-treatment on the hydrolysis of amylose. Amylose (20 mg) was heated with
2 mL of BSB extract equivalent to 0.2 mM C3G, or heated with 0.2 mM C3G or proB2 dissolved in 2 mL of 0.1 M
sodium phosphate (pH 7.0) with 0.15 M NaCl as described in section "Effects of BSB extract, C3G, and proB2
on starch hydrolysis". The pH of the heated samples was adjusted to 1.7 by 2 M HCI, and then the acidic samples
were incubated with and without 0.2 mM NaNO, at 37 °C for 30 min. After the incubation, the acidic samples
were neutralized with saturated Na,HPO,. The amylose hydrolysis was initiated as described in section "Effects
of BSB extract, C3G, and proB2 on starch hydrolysis", and the hydrolysis was estimated as described in sec-
tion "Measurements of starch hydrolysis". When the reducing sugar formation was estimated, the concentration
of calcium chloride was 0.017 M.

Absorption spectra of the degradation products of proB2. Amylose suspensions, which had been
heated with 0.2 mM proB2, were incubated for 30 min with and without 0.2 mM nitrous acid at pH 1.7, and
then neutralized (section "Effects of nitrous acid-treatment on the hydrolysis of amylose"). The neutralized sus-
pensions were kept at 4 °C for one day. Amylose precipitates generated during the keeping were collected by
centrifugation at 1830 g for 10 min. The absorption spectra of the supernatants and the precipitates, which were
suspended in 2 mL of 0.1 M sodium phosphate (pH 7.0) with 0.15 M NaCl, were measured to characterize the
components bound to amylose.

Statistical analysis. All experiments were repeated more than three times. Data were presented as averages
with standard deviations. Significant difference between two samples was determined using Student’s ¢-test, set-
ting the significance threshold to 0.05 (student’s t-test https://keisan.casio.jp).

Data availability
The datasets obtained during the current study are available from the corresponding author on reasonable
request, and materials can be obtained commercially.

Received: 5 April 2022; Accepted: 26 July 2022
Published online: 02 August 2022

References

1. Yoshikura, K. & Hamaguchi, Y. Anthocyanins in black soybean. Eiyo To Shokuryou (Nutrition and Foods in English) 22, 367-370
(1969).

2. Choung M.-G., Baek .-Y,, Kang S.-T., Han W.-Y,, Shin D.-C., Moon H.-P,, & Kang K. H. Isolation and determination of anthocya-
nins in seed coats of black soybean (Glycine max (L.) Merr). J. Agric. Food Chem. 49, 5842-5851 (2001).

3. Lee]. H,, KangN. S., Shin S.-O,, Shin S.-H., Lim S.-G., Suh D.-Y,, Baek I. Y., Park K.-Y,, & Ha T. J. Characterization of anthocyanins
in the black soybean (Glycine max L.) by HPLC-DAD-ESI/MS analysis. Food Chem. 112, 226-231 (2009).

4. Todd,].]. & Vodkin, L. O. Pigmented soybean (Glycine max) seed coats accumulate proanthocyanidins during development. Plant
Physiol. 102, 663-670 (1993).

5. Takahata, Y., Ohnishi-Kameyama, M., Furuta, S., Takahashi, M. & Suda, I. Highly polymerized procyanidins in brown soybean
seed coat with a high radical-scavenging activity. . Agric. Food Chem. 49, 5843-5847 (2001).

6. Ito, C. et al. Characterization of proanthocyanidins from black soybeans: Isolation and characterization of proanthocyanidin
oligomers from black soybean seed coats. Food Chem. 141, 2507-2512 (2013).

7. Zhang, T., Kawabata, K., Kitano, R. & Ashida, H. Preventive effects of black soybean seed coat polyphenols against DNA damage
in Salmonella typhimurium. Food Sci. Technol. Res. 19, 685-690 (2013).

8. Camelo-Méndez, G. A., Agama-Acevedo, E., Sanchez-Rivera, M. M. & Bello-Pérez, L. A. Effect on in vitro starch digestibility of
Mexican blue maize anthocyanins. Food Chem. 15,211-218 (2016).

Scientific Reports |

(2022) 12:13212 | https://doi.org/10.1038/s41598-022-17476-6 nature portfolio


https://keisan.casio.jp

www.nature.com/scientificreports/

9. Takahama, U. & Hirota, S. Interactions of flavonoids with a-amylase and starch slowing down its digestion. Food Funct. 21, 677-687
(2018).

10. Luo, E, Liu, X., She, Y. & Gao, W. Three Citrus flavonoids retard the digestion of starch and its working mechanisms. Int. J. Food
Sci. Technol. 53, 365-371 (2018).

11. Kan L., Oliviero T., Verkerk R., Fogliano V., & Capuano E. Interaction of bread and berry polyphenols affects starch digestibility
and polyphenol bio-accessibility. J. Funct. Food 68, https://doi.org/10.1016/;.jff.2020.103924 (2020).

12. Takahama, U., Hirota, S. & Yanase, E. Slow starch digestion in the rice cooked with adzuki bean: contribution of procyanidins and
the oxidation products. Food Res. Int. 119, 187-195 (2019).

13. Morina, E, Hitrota, S. & Takahama, U. Contribution of amylose-procyanidin complexes to slower starch digestion of red rice
prepared by cooking with adzuki bean. Int. J. Food Sci. Nutr. 71, 715-725 (2020).

14. Takahama U, Park J. W., Ansai T., Hirota S. Slowing down of starch hydrolysis of glutinous rice and non-glutinous rice flours by
black soybean extract: Cooperation between cyanidin 3-O-glucoside and procyanidins. J. Funct. Food 86, https://doi.org/10.1016/j.
jf£.2021.104741 (2021).

15. Takahama, U. & Hirota, S. The procyanidin C1-dependent inhibition of the hydrolysis of potato starch and corn starch induced
by pancreatin. Molecules 26, 6121. https://doi.org/10.3390/molecules26206121 (2021).

16. Doel, ].]., Benjamin, N., Hector, M. P,, Rogers, M. & Allaker, R. P. Evaluation of bacterial nitrate reduction in the human oral cavity.
Eur. J. Oral Sci. 113, 14-19 (2005).

17. Takahama, U. & Hirota, S. Possible reactions of dietary phenolic compounds with salivary nitrite and thiocyanate in the stomach.
Antioxidants 6, 53. https://doi.org/10.3390/antiox6030053 (2017).

18. Hirota, S. & Takahama, U. Inhibition of pancreatin-induced digestion of cooked rice starch by adzuki (Vigna angularis) bean
flavonoids and the possibility of a decrease in the inhibitory effects in the stomach. J. Agric. Food Chem. 65, 2172-2179 (2017).

19. Giusti M. M., & Wrolstad R. E. Characterization and measurement of anthocyanins by UV-visible spectroscopy. Curr. Protoc. Food
Anal. Chem. F1.2.1-F1.2.13 (2001). https://doi.org/10.1002/0471142913.faf0102s00

20. Ekaette, I. & Saldafia, M. D. A. Barley starch behavior in the presence of rutin under subcritical water conditions. Food Hydrocoll.
100, 105421. https://doi.org/10.1016/j.foodhyd.2019.105421 (2020).

21. Li, Y. et al. Evaluation studies on effects of quercetin with different concentrations on the physicochemical properties and in vitro
digestibility of Tartary buckwheat starch. Int. J. Biol. Macromol. 163, 1729-1737 (2020).

22. Cabrita, L., Petrov, V. & Pina, F. On the thermal degradation of anthocyanidins; cyanidin. RCS Adv. 4, 18939-18944 (2014).

23. Chi, C. et al. Digestibility and supramolecular structural changes of maize starch by non-covalent interactions with gallic acid.
Food Funct. 8,720-730 (2017).

24. Li, M, Pernell, C. & Ferruzzi, M. G. Complexation with phenolic acids affect rheological properties and digestibility of potato
starch and maize amylopectin. Food Hydrocoll. 77, 843-852 (2018).

25. Suzuki, H. et al. Conditions for acid catalyzed luminal nitrosation are maximal at the gastric cardia. Gut 52, 1095-1101 (2003).

26. Lee, S. Y. et al. The reaction of flavonoids with nitrous acid protects against N-nitrosoamine formation and leads to the formation
of nitroso derivatives which inhibit cancer cell growth. Free Radic. Biol. Med. 40, 323-334 (2006).

27. Hirota, S. & Takahama, U. Reaction of apple fruit polyphenols with nitrite under conditions of the gastric lumen: Generation of
nitric oxide and formation of nitroso catechins. Food Sci. Technol. Res. 20, 439-447 (2014).

28. Hirota, S. & Takahama, U. Reactions of polyphenols in masticated apple fruit with nitrite under stomach simulating conditions:
formation of nitroso compounds and thiocyanate conjugates. Food Res. Int. 75, 20-26 (2015).

29. Takahama, U.,, Tanaka, M. & Hirota, S. Proanthocyanidins in buckwheat flour can reduce salivary nitrite to nitric oxide in the
stomach. Plant Food Human Nutr. 65, 1-7 (2010).

30. Lever, A. A new reaction for colorimetric determination of carbohydrates. Anal. Biochem. 47, 273-279 (1972).

31. Takahama, U, Park, J., Ansai, T. & Hirota, S. (2022) Pancreatin-induced liberation of starch/cyanidin 3-O-glucoside complexes
from rice cooked with black soybean that exhibit slow hydrolysis. Int. J. Food Sci. Nutr. 73, 39-49 (2022).

Acknowledgements

U.T. thanks Kyushu Dental University for allowing him to use their facility.

Author contributions
U.T. and S.H. planned study, and U.T. performed experiments and prepare the manuscript. S.H. reviewed the
manuscript.

Funding
This work was supported by the grants from the Sanyo-Gakuen (2019) and the Tojuro lijima Foundation for
Food Science and Technology (2019).

Competing interests
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to U.T.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Scientific Reports |

(2022) 12:13212 | https://doi.org/10.1038/s41598-022-17476-6 nature portfolio


https://doi.org/10.1016/j.jff.2020.103924
https://doi.org/10.1016/j.jff.2021.104741
https://doi.org/10.1016/j.jff.2021.104741
https://doi.org/10.3390/molecules26206121
https://doi.org/10.3390/antiox6030053
https://doi.org/10.1002/0471142913.faf0102s00
https://doi.org/10.1016/j.foodhyd.2019.105421
www.nature.com/reprints

www.nature.com/scientificreports/

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the
Creative Commons licence, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons licence and your intended use is not
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2022

Scientific Reports|  (2022) 12:13212 | https://doi.org/10.1038/541598-022-17476-6 nature portfolio


http://creativecommons.org/licenses/by/4.0/

	Further slowing down of hydrolysis of amylose heated with black soybean extract by treating with nitrite under gastric conditions
	Results and discussion
	Effects of BSB extract, C3G, and proB2 on amylose hydrolysis. 
	Effects of BSB extract. 
	Effects of C3G. 
	Effects of ProB2. 

	Nitrous acid-dependent increase in the inhibition of amylose hydrolysis. 

	Conclusion
	Materials and methods
	Ingredients and reagents. 
	Measurement of absorption spectra and HPLC analysis. 
	Effects of BSB extract, C3G, and proB2 on starch hydrolysis. 
	Measurements of starch hydrolysis. 
	Effects of nitrous acid-treatment on the hydrolysis of amylose. 
	Absorption spectra of the degradation products of proB2. 
	Statistical analysis. 

	References
	Acknowledgements


