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Introduction

ABSTRACT

In our previous studies, wheat-extract powder and/or wheat-bran extract powder, processed
through centrifugation, showed efficacy in rodent models for Alzheimer’s disease (AD) and
myocardial infarction (MI), and improved memory in elderly who complained of memory
impairment. However, the development of a new processing method that does not require a
centrifugation step is necessary for the efficient and inexpensive processing of functional foods. In
this study, we prepared whole-wheat extract powder (WWE) from three Korean wheat varieties:
Anbaek, Anzunbaengi, and Goso, by grinding, extraction, and drying. Initially, all three WWEs
were tested in a rat MI model and Anback WWE was chosen as the final candidate as it
significantly reduced myocardial injury even at the lowest dose of 31 mg/kg per day. Additionally,
Anbaek wheat flour contained the highest quantity of water-extractable arabinoxylan (WE-AX),
an active ingredient, compared to the other varieties tested. Anback WWE was then tested in a
mouse AD model wherein WWE administration showed maximum memory improvement at a
dosage of 125 mg/kg. One underlying mechanism by which Anback WWE improved memory was
by enhancing neurotransmission at glutamatergic synapses. Based on these results, we recommend
Anbaek WWE as a potential candidate to be developed as a functional food to prevent AD and MI
at a dosage of 1 g/day per person, which was calculated using a standard conversion factor.

Keywords: Dose, Functional food, Mechanism, Prevention, Screening

Geriatric disorders are age-related diseases, incidence of which increases as people age. The disorders include

cardiovascular disease and neurological disorders that result from death of cells constituting the corresponding

organs (Lim et al., 2018) (Fig. 1). Cardiovascular disease, the leading cause of mortality worldwide, includes blood

vessel diseases of the heart such as angina pectoris, myocardial infarction (MI), and heart failure. When the
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coronary arteries that supply blood to the heart narrow by accumulation of atherosclerotic plaques, angina pectoris
occurs due to insufficient supply of blood to the heart. Atherosclerotic plaques occasionally rupture, then thrombus
forms in the lesion, subsequently the artery is occluded. As a result, myocardial cells die extensively through
apoptosis and necrosis due to insufficient production of ATP, leading to MI (Kim et al., 2017). MI in turn triggers
adverse remodeling in the heart, leading to heart failure in which the heart cannot supply sufficient amount of blood
to the whole body (Lim et al., 2016). Cardiovascular disease also includes blood vessel diseases of the brain such as
ischemic and hemorrhagic strokes . Ischemic stroke is caused by occlusion of cerebral arteries and subsequent death
of brain cells in the lesion. MI and ischemic stroke are two major subtypes of ischemic diseases.

On the other hand, neurological disorders include cognitive disorder, Parkinson’s disease, and multiple sclerosis,
of which cognitive disorders including mild cognitive impairment and dementia are the most common. While
patients with mild cognitive impairment can live normally, patients with dementia need daily care due to severe
cognitive deficit. Of dementia, Alzheimer’s disease (AD) is the most common type of dementia accounting for
approximately 60 —70% occurrence, followed by vascular dementia (VaD) (Kalaria, 2018; Maclin et al., 2019).
VabD develops from insufficient blood supply to white matter, leading to lesions in specific white matter regions
(Kalaria, 2018). In contrast, AD progresses from synaptic dysfunction to the neuronal loss in the neocortex
including hippocampus caused by overproduction of amyloid beta and hyperphosphorylation of tau protein
(Jackson et al., 2019). Neurotransmission required for proper cognitive function occurs at synapses where
neurotransmitters such as glutamate and acetylcholine are released from presynaptic neurons to synaptic clefts, and
then neurotransmitters released bind to the corresponding receptors located on the cell membranes of postsynaptic

neurons, leading to generation of signal transduction and action potential (Ho et al., 2011; Sudhof, 2018). For
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Fig. 1. Classification of geriatric disorders.

Geriatric disorders include cardiovascular diseases (CVDs) and neurological diseases (NDs). CVDs include coronary heart
disease, heart failure, and total stroke. Angina pectoris and myocardial infarction are classified as coronary heart diseases, while
ischemic and hemorrhagic strokes are classified as total strokes. Among these CVDs, myocardial infarction and ischemic stroke
are regarded as the two major forms of ischemic diseases. NDs include cognitive disorders and Parkinson’s disease. Cognitive
disorders, in turn, include mild cognitive impairment and dementia. Alzheimer’s disease and vascular dementia are two major
forms of dementia. The figure was modified after Lim et al. (2018).
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example, scopolamine blocks cholinergic neurotransmission by binding to binding sites for acetylcholine on
muscarinic acetylcholine receptors, resulting in amnesia (Hasselmann, 2014; Lakstygal et al., 2019). Synaptic
dysfunction in AD occurs when neurotransmission is dysregulated at synapses, including improper release of
neurotransmitters from synaptic vesicles and impairment in the interaction between neurotransmitters and the
corresponding receptors (Chen et al., 2019; Pei et al., 2020). In the early stage of AD, for example, acetylcholine
level in the hippocampus is reduced by impaired release of acetylcholine from presynaptic cholinergic neurons,
leading to dysregulated cholinergic neurotransmission and consequent cognitive deficit (Douchamps and Mathis,
2017; Hampel et al., 2018). Based on these results, acetylcholinesterase inhibitors including donepezil that can
increase acetylcholine level in the synaptic cleft by inhibiting acetylcholine degradation were developed as drugs to
treat AD (Kabir et al., 2019).

Common wheat (Triticum aestivum L.) is one of three major crops including maize and rice. Grains of wheat
consist of germ, endosperm from which wheat flour is obtained, and bran which is the multi-layered outer skin of
the edible kernel. Endosperm consists of cells which contain starch granules and proteins. The starch granules and
proteins are surrounded by cell walls consisting mostly of cell wall polysaccharides. On the other hand, the bran
consists mostly of cell wall polysaccharides (Shewry et al., 2013). The cell wall polysaccharides are dietary fiber
which is not digested in the small intestine by human but can be fermented by microorganisms inhabiting the large
intestine. Of the cell wall polysaccharides of wheat, arabinoxylan (AX) consisting of arabinose and xylose is the
major polysaccharide. AX can be divided into water-extractable AX (WE-AX) and water-unextractable AX
(WU-AX), depending on water solubility (Gebruers et al., 2008; Saulnier et al., 2012). In our previous studies, to
increase WE-AX content from wheat grains we first prepared wheat-extract powder (WE) by grinding whole wheat
grains, extracting the ground wheat in boiling water, centrifuging, concentrating, and freeze-drying the extract
(Jang et al., 2010). Then we showed using rodents that WE was effective in the models of MI and heart failure (Lim
et al., 2016), ischemic stroke (Han et al., 2008), AD (Jang et al., 2010), and VaD (Han et al., 2010). In addition, we
also showed that AX, arabinose, and xylose were active components in models of MI (Lim et al., 2016) and AD
(Kim et al., 2014). We found that it was difficult to remove starch in large-scale WE production once starch
granules were gelatinized by boiling. To solve this problem, we produced wheat-bran extract powder (WBE) in
large scale by removing starch granules through centrifugation in cold water, then extracting the remnant wheat
bran in boiling water, filtering, concentrating, and spray drying the extract (Lim and Lee, 2014). Then we showed
that WBE was effective in the models of AD (Lee et al., 2015) and VaD (Lim and Lee, 2014). Based on efficacies
observed for animal studies, we conducted a clinical trial for elderly complaining subjective memory impairment.
We found from the clinical trial that cognition in the domains related to vision was improved after the subjects
ingested WBE 3 g/day for 3 months (Choi et al., 2018). These results suggest that wheat can be developed as a
functional food to prevent mild cognitive impairment and even dementia. As described above, WBE production,
however, required complicated production procedures and consequent high production cost, preventing WBE

supply in a large amount. To overcome problems occurring in WBE production, it is crucial to develop production
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protocols not requiring centrifugation or filtration.

In this study, we tested whole-wheat extract powder (WWE) prepared from three Korean wheat varieties using
animal models of MI and scopolamine-induced AD to correlate the lowest dose with the highest WE-AX content in
the wheat flour of the varieties. Based on these results, we chose Anbaek the final candidate to be developed as a
functional food, and proposed a plausible mechanism of Anback WWE in improving memory from viewpoint of

synaptic neurotransmission.

Materials and methods

Materials

Of three wheat varieties tested in this study, Anzunbaengi was purchased from a grower (Jinju, Gyeongsangnam-do,
Korea), and Anbaek and Goso were provided by National Institute of Crop Science, Rural Development

Administration (RDA) (Wanju, Jeollabuk-do, Korea).

Preparation of WWE

WWE was prepared through grinding, extraction and drying as described previously, with a modification (Jang et
al., 2010). Whole wheat grains (100 g) were ground in a mixer (FoodMixer, Hyun Dae Household Appliances Co.,
Ltd., Incheon, Korea) for 5 min. The ground grains were extracted with 10-fold dilutions of boiling water in an
extractor (DW-290, DaewoongBio.Net, Goesan, Chungcheongbuk-do, Korea) for 1 h. The whole extract was dried
at 60°C in a drying oven (Daihan Scientific Co., LTD, Wonju, Ganwon-do, Korea).

Determination of AX contents

Contents of WE-AX and WU-AX in the wheat flour was determined using a phloroglucinol colorimetric assay as
described previously (Douglas, 1981; Kang et al., 2013). For the extraction of WE-AX, wheat flour (125 mg) and
distilled water (25 mL) were added into 50 mL tubes, stirred for 30 min, and centrifuged at 3000 rpm for 30 min.
For WE-AX determination, supernatant (2 mL) was transferred to 50 mL tubes. For WU-AX determination,
precipitate (5 mg) and distilled water (2 mL) were transferred to 50 mL tubes. To get standard curve, 10 mg
D-(+)-xylose was dissolved in distilled water (100 mL). The xylose solution (0, 0.5, 1.0, 1.5, and 2.0 mL) was
transferred to 50 mL tubes, and appropriate volume of distilled water was added into each tube to make final
volume of 2 mL in each tube. For the colorimetric assay, colorimetric solution was prepared by mixing acetic acid
(110 mL), hydrochloric acid (2 mL), and phloroglucinal [20%(w/v) dissolved in ethanol (5 mL)], and glucose
[1.75%(w/v) dissolved in distilled water]. Colorimetric solution (10 mL) were added into each extraction tube and
xylose tube, and stirred well with pipettes. Color reaction proceeded in a boiling water bath for 25 min, and the
reaction was terminated by putting the tubes in an ice box. Absorbance was measured at 510 nm and 552 nm.

Standard curve for xylose was obtained by subtracting absorbance at 510 nm from absorbance at 552 nm.
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Absorbance for WE-AX and WU-AX was calculated by subtracting absorbance at 510 nm from absorbance at 552

nm, and the content of WE-AX and WU-AX in the wheat flour was calculated using standard curve.

MI Experiments

Eight-week-old male Sprague-Dawley (SD) rats were purchased from Samtaco, Inc (Osan, Gyeonggi-do,
Korea). The experiments were performed in accordance with the guidelines for animal care and use of laboratory
animal protocols approved by the Institutional Animal Care and Research Advisory Committee of Daegu Catholic
University, Daegu, Korea (Approval number: DCIAFCR-200518-10). The animals were housed with rodent food
and water available ad libitum under diurnal lighting conditions in a temperature-controlled environment until the
experiment began.

Diets containing WWE were prepared and administered as described previously (Lim and Lee, 2017; Lim et al.,
2016). The rats were randomly assigned to one of the 5 groups and acclimatized for 3 days with rodent food
purchased from Raon Bio Co., LTD (Yongin, Gyeonggi-do, Korea): (1) control (n=8) and (2) WWE-treated groups
(31, 63, 125, and 250 mg/kg per day) (n=5, 5, 5 and 5, respectively). In the WWE-treated groups, the rats (~ 300 g)
received 15 g/day of the 31, 63, 125, and 250 mg/kg per day WWE diet for 3 days before ligation. After the rats
consumed all of the WWE diets, additional rodent food was provided ad libitum. In the control groups, the rats
received the rodent food only.

Myocardial injury was generated through ischemia (30 min)/reperfusion (3 h) (I/R) using ligation of the left
anterior descending artery (LAD) and subsequent release of the ligation as described previously (Lim and Lee,
2017; Lim et al., 2016). The male SD rats (~300 g) were anesthetized through intramuscular injections of ketamine
(100 mg/kg) and xylazine (5 mg/kg), intubated, and ventilated with air throughout the experiment. The heart was
then exposed by a left thoracic incision, and the LAD of the rats in the control and WWE-treated groups was ligated
for 30 min approximately 5 mm distal to the aortic origin. Ligation was achieved with a 5 —0 Prolene suture (BV-1,
Ethicon, Somerville, NJ, USA) that was double-knotted. Occlusion generated by the ligation was confirmed by
observing the development of a pale color in the left ventricular wall. Subsequently, the heart was reperfused for 3
h via the release of the ligation. During surgery, the rectal temperature was maintained at 37 + 0.5°C using a
thermostat-controlled warming plate (Harvard Apparatus, Holliston, MA, USA). After the I/R procedure, infarct
size was assessed using 2,3,5-triphenyltetrazolium chloride (TTC) staining as follows; The LAD was ligated again,
followed by the infusion of 1 ml of 1% Evans blue dye (SigmaAldrich, St. Louis, MO, USA) into the heart through
the jugular vein. Next, the rats were euthanized by thoracotomy under anesthesia. The heart was harvested, excised
into 4 pieces each approximately 3 mm thick, and the pieces were stained with TTC. The area at risk (AAR) was
defined as the area that was not infiltrated by Evans blue dye. The infarct area (IA) was defined as the area that was
not stained with TTC. The AAR, IA, and left ventricular area (LVA) were determined by computerized planimetry
using ImageJ software (NIH, v1.47). Then, the IS and risk size (RS) were calculated using the areas, which were

defined as the percentage of the IA to the AAR and the AAR to the LVA, respectively.
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AD Experiments

Four-week-old, male ICR mice were purchased from DBL (Eumseong-gun, Chungcheongbuk-do, Korea).
Experiments were carried out according to the protocols for animal care and use of laboratory animals, which were
approved by the Institutional Animal Care and Use Committee of Daegu Haany University, Gyeongsangbuk-do,
South Korea (Approval number: DHU2017-084). Until the start of the experiment, the animals were housed with
rodent food and water ad libitum, under diurnal lighting conditions, and in a temperature-controlled environment.
Animals were randomly classified into 8 groups (n=9): (1) normal (Nor), (2) control (Con), (3) WWE-treated (31,
63, 125, 250, and 500 mg/kg), and (4) donepezil-treated (positive control) (DNPZ) groups. WWE dispersed in
saline (WWE-treated group), donepezil hydrochloride (SigmaAldrich, St. Louis, MO, USA) dissolved in saline (5
mg/kg) (donepezil-treated group), and saline (normal group and control group) were orally administered 1 h before
the test. Scopolamine hydrobromide (SigmaAldrich, St. Louis, MO, USA) (1 mg/kg) was intraperitoneally injected
30 min after WWE (WWE-treated group), donepezil (donepezil-treated group), and saline administration (control
group) except normal group in which saline was intraperitoneally injected after saline administration.

Y-maze test was conducted to test spontaneous alternation as described previously (Lee et al., 2021a). Y-maze is
composed of 3 black arms with 120° (42 x 3 x 12 cm). A mouse was located in one arm and monitored arm
entrances for 8 min. When the mouse entered 3 different arms serially, we called it 1 actual alternation.
Spontaneous alternation was calculated using the following formula: spontaneous alternation (%) = actual
alternation/maximum alternation x 100 (maximum alternation = total entry — 2).

Passive avoidance test was conducted to test step-through latency as described previously (Lee et al., 2021b).
Passive avoidance box is composed of two compartments including dark and illuminated compartments, which are
separated with guillotine door. In a training session, a mouse was located in illuminated compartment and then
guillotine door was opened 10 sec later. When the mouse cross the guillotine door and enter the dark compartment,
the door was closed and foot shock (0.5 mA, 3 sec) was delivered through grid floor. At the next day, the mouse was
re-located in the illuminated compartment and then guillotine door was opened 10 sec later. Latency time to enter

the dark compartment was measured by indicated duration (300 sec).

Western blotting

Western blotting was performed as previously described (Lim et al., 2016). Mice were sacrificed and their
hippocampi were extracted rapidly. The hippocampi were homogenized with radioimmunoprecipitation assay
(RIPA) buffer (Cell Signaling, Beverly, MA, USA) containing protease inhibitor cocktail. Protein extracts in the
supernatant were separated on sodium dodecyl sulfate (SDS)-polyacrylamide gels. The proteins on the gels were
transferred to polyvinylidene (PVDF) membranes (Bio-Rad Laboratories, Inc, Hercules, CA, USA) and blocked
with 5% skim milk prior to incubation with each primary antibody. The primary antibodies used were
phosphorylated synapsin 1 (p-SYN1), PSD95, and GIuN2B, a subunit of N-methyl-D-aspartate (NMDA) (1:1000,
Cell Signaling, Beverly, MA, USA), neuroligin 3 (NL3) (1:1000, Abcam, Cambridge, MA, USA), and
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glyceraldehyde 3-phosphate dehydrogenase (GAPDH) (1:2000, Santa Cruz Biotechnology Inc, Santa Cruz, CA,
USA). In addition, horseradish peroxidase-labeled secondary antibodies (1:2000, Enzo, Farmingdale, NY, USA)
were used. The membranes were developed with electrochemoluminescent (ECL) substrate solution (Thermo
Fisher Scientific, Rockford, IL, USA), using the ImageQuant LAS 4000 mini (GE Healthcare Bio-Sciences AB,
Uppsala, Sweden). The intensities of the protein bands were quantified using ImageJ software (NIH, v1.47). In the
quantitative analysis, ratios between various combinations of proteins and phosphorylated proteins were presented

using GAPDH as a loading control by setting the control group's value (0 mg/kg of WWE) at 1.

Statistical analyses

The data are expressed as the mean + standard error of the mean (SEM). All of the statistical analyses were
performed in GraphPad prism 7. One-way ANOVA was used for statistics and Newman-Keuls test or Fisher’s LSD

test was used to confirm the significance between groups (p < 0.05).

Results and Discussion

Wheat varieties and WWE preparation

Korean wheat varieties investigated in this study were Anbaek containing relatively high WE-AX content (Kang
et al., 2013), Anzunbaengi, a native Korean germplasm (Heo et al., 2013), and Goso cultivated widely in Korea for
cookies (Kang et al., 2015). Yield of all WWESs prepared through grinding, extraction and drying was over 80%,

showing that loss during a large scale production will not cause any problem.

Comparison of efficacy between three WWEs using Ml model

Efficacy of WWE of three varieties in reducing myocardial injury was investigated using a rat myocardial
infarction (MI) model (Lim et al., 2016). WWE at various doses were administered with rodent food for 3 days (Fig.
2A), LAD was occluded for 30 min to make an ischemic condition, and then reperfused for 3 h to make a normoxic
condition (Fig. 2A, 2B). To get area at risk (AAR) where blood was not supplied during occlusion, Evans blue dye
was infused after LAD was occluded again (Fig. 2B). To get infarct area (IA) where white region represents MI,
TTC staining was performed after the harvested rat hearts were excised into 4 pieces (Fig. 2B). Infarct size (IS),
IA/AAR ratio, was adopted to reflect variations in AAR (Fig. 2C). In addition, the left ventricular area (LVA) was
also assessed to get risk size (RS), AAR/LVA. Supplementation of Anbaeck WWE at 63 and 250 mg/kg per day
significantly reduced IS compared with the control group (26.7 = 6.93 and 35.5 £ 5.56% vs 48.4 + 2.1%,
respectively, p <0.05) (Fig. 3). In contrast, supplementation of Anzunbaengi WWE at 63 or 250 mg/kg per day did
not reduce IS significantly compared with the control group (47.5 + 4.1 and 41.9 £ 3.0% vs 48.4 = 2.1%,
respectively, p > 0.05). In addition, supplementation of Goso WWE at 63 mg/kg per day did not reduce IS
significantly compared with the control group (48.9 + 2.4% vs 48.4 + 2.1%, p > 0.05). The RS of WWE-treated
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group was not significantly different from that of the control group (p > 0.05), which indicates that the surgical
procedures to generate ischemia/reperfusion (I/R) injury was reliable (Fig. 3). These results showed that Anbaek
WWE reduced myocardial injury at the lowest dose. Therefore, we chose Anbaek variety as the final candidate for
further study. In our previous study, we showed that Kumkang WWE did not reduce IS at 1 g/kg per day in the same
rat model as used in this study (Lim et al., 2016). Therefore, we concluded that Anback WWE showed efficacy at a

A .
| 3 days 30 min 3h |
I 1
Feed Occlusion Reperfusion Sacrificed
Control
B C

=)

Ligation

LAD

Injury

Fig. 2. The experimental scheme in myocardial infarction experiments.

A and B: Rats were fed whole-wheat extract (WWE) at various dosages (0, 31, 63, 125, and 250 mg/kg) for 3 days, followed by
occlusion through ligation of the left anterior descending artery (LAD) (30 min) and subsequent reperfusion through release of
the ligation (3 h). The LAD was religated followed by an infusion of Evans blue dye. Subsequently, the rats were sacrificed, and
their hearts were harvested. C: The harvested heart was cut into four slices, including the left ventricle (LV), and were stained
with 2,3,5-triphenyltetrazolium chloride (TTC). The area at risk (AAR) and infarct area (IA) were determined as the area without
Evans blue dye infiltration, and as the area not stained with TTC in AAR, respectively.
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Fig. 3. Effect of whole-wheat extract (WWE) of three Korean wheat varieties on infarct size in rats.

The WWE of three Korean wheat varieties (Anzunbaengi, Anbaek, and Goso) was supplemented with rodent food. Infarct size
(IS) and risk size (RS) were assessed. IS, the ratio of the infarct area (IA) to the area at risk (AAR), and RS, the ratio of AAR to
the left ventricular area (LVA), are presented as ratios (%). Data represent mean =+ standard error of the mean (SEM) (n=8 for the
control group; n=>5 for the Anzunbaengi, Anbaek, and Goso groups). ‘p < 0.05, compared with the control group.
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Fig. 4. Effect of whole-wheat extract (WWE) of Anbaek wheat variety at various doses on infarct size in rats.

Anbaek WWE was supplemented with rodent food. Infarct size (IS) and risk size (RS) were assessed. IS, the ratio of IA to AAR,
and RS, the ratio of AAR to the left ventricular area (LVA), are presented as ratios (%). Data represent mean + SEM (n=8 for the
control group; n=>5 for the Anzunbaengi, Anback, and Goso groups). ‘p < 0.05 and “*p < 0.01, compared with the control group,
respectively.

lower dose than Kumkang WWE as well as Goso WWE and Anzunbaengi WWE.

Efficacy of Anbaek WWE at various doses in Ml model

To investigate the efficacy for Anback WWE at wider range of doses, we added 31 and 125 mg/kg per day in
addition to 63 and 250 mg/kg per day as already shown in Fig. 3 (Fig. 4). Supplementation of Anback WWE at 31
and 125 mg/kg per day also significantly reduced IS compared with the control group (34.1 = 5.2 and 34.7 + 4.0%
vs 48.1 £ 1.7%, respectively, p < 0.05). Thus, Anbaek WWE reduced myocardial injury in the all the ranges tested
(31 — 250 mg/kg per day). To convert doses for rats into those for humans, we adopted a conversion factor
recommended by Food & Drug Administration (FDA), in which 100 mg/kg per day for rats is equivalent to
approximately 1 g/day for 60 kg persons (Nair and Jacob, 2016). Therefore, 31 mg/kg per day, the lowest dose
showing efficacy for rats in this study, is equivalent to approximately 300 mg/kg per day for 60 kg persons.
Considering variation of body weight in general population, we recommend 1 g/day Anback WWE for a person to

prevent ML

Correlation between AX content and efficacy in Ml model

To correlate between AX content in various Korean varieties and efficacy in the MI model, we measured
contents of WE-AX and WU-AX in wheat flour of the varieties (Table 1). WE-AX in wheat flour of Anbaek, Goso
and Kumkang were 15.0 +2.3, 8.0 + 2.8, and 9.4 + 0.2 mg/g, respectively (Table 1), resulting in the ratios between
each variety as 1:0.53:0.63, respectively. Therefore, Anbaek wheat flour contains approximately twice as much as
WE-AX than Goso and Kumkang wheat flour. On the other hand, WU-AX in wheat flour of Anbaek, Goso and
Kumkang were 17.5 + 0.2, 11.9 + 0.8, and 14.3 = 0.5 mg/g, respectively (Table 1), resulting in the ratios between
each variety as 1:0.68:0.82, respectively. WU-AX content of Kumkang is close to that of Anbaek. Therefore,
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Table 1. Water-extractable arabinoxylan and water-unextractable arabinoxylan contents in Korean wheat varieties

Cultivars WE-AX? WU-AX Cultivars WE-AX WU-AX

(mg/g)” (mg/kg) (mg/kg) (mg/kg)
Alchan 12.93 +0.24" 19.04 £ 0.02 Jojoong 9.50+1.25 14.24 £ 0.85
Anbeak 14.96 +2.28 17.48 £0.16 Jokyung 9.75+1.21 11.98 +0.67
Bacekchal 8.05+1.16 11.61+1.63 Jonong 7.84+134 10.47+£0.24
Baekkang 8.57+0.88 12.51 £1.63 Jopoom 9.92+1.17 12.13+£0.70
Baekjoong 12.59+1.15 13.33+ 041 Keumkang 9.36+0.18 14.32+0.53
Cheongkye 12.78 £ 1.13 14.48 £0.64 Milsung 8.20+241 12.38 £0.76
Dabun 8.20+0.80 13.45+0.13 Namhae 9.36 +0.65 14.14 £0.77
Dahong 11.00 & 1.68 0.18 £0.00 Ol 12.84 +0.66 13.56 £0.91
Dajoong 7.98 £2.77 11.90 £ 0.84 Olgeuru 13.86 +0.52 14.19+£0.21
Eunpa 11.60+1.85 1824 +1.12 Saekungkang 7.60 £+ 1.09 14.10+0.56
Geuru 12.33+£0.72 17.69 +1.38 Saeol 10.49+1.03 15.48 £0.39
Gobun 12.20+£0.20 19.28 £0.37 Seodun 15.20+0.46 20.01+£0.53
Goso 7.98 £2.77 11.90 +£0.84 Shinmichal 8.20+£241 18.13+1.14
Hanbacek 15.57+0.88 18.24 +1.07 Shinmichall 18.09+£0.36 18.20+£0.56
Hojoong 1259+ 1.15 13.19+£0.75 Sooan 8.60 + 1.09 13.3+£0.74
Jeokjoong 12.05+1.16 12.72+0.83 Sookang 9.50+1.25 12.59+0.89
Jinpoom 12.43+1.91 20.71 £1.27 Taejoong 10.69 + 1.15 15.00 +0.28
Joa 8.80+1.22 10.13 +1.78 Tapdong 11.50 + 1.08 14.49 +0.28
Joeun 12.67+£2.89 19.73 £ 0.85 Uri 9.14+0.76 14.68 +£0.43
Johan 12.57+0.88 18.55+0.69 Yunbaek 11.41+1.20 13.18 £0.88

DWE-AX: water-extractable arabinoxylan.

PWU-AX: water-unextractable arabinoxylan.

YValues are represented in mg per g of wheat flour.

YValues are presented as Mean + standard deviation and were calculated from three replicates.

WE-AX content in each variety correlates more closely to the efficacy in the MI model than WU-AX. In other
words, Anbaek containing the highest WE-AX content showed efficacy at the lowest dose. The results are
consistent with those from previous studies showing that WE-AX should be better than WU-AX in producing
arabinose and xylose, active monosaccharides (Lim et al., 2016), from hydrolysis of AX by acid in the stomach
(Zhang et al., 2003) and by microorganisms inhabiting the large intestine (Koropatkin et al., 2012). From
perspective of WE-AX content, Shinmichal 1 (18.1 + 0.4 mg/g), Hanbaek (15.6 + 0.9 mg/g) and Seodun (15.2 + 0.5
mg/g) contain as much as or more WE-AX than Anbaek. Therefore, it is recommended to test whether these

varieties are also as effective as Anbaek in reducing myocardial injury at a low dose.

Efficacy and underlying mechanisms of Anbaek WWE in AD model

As Anbaek WWE reduced myocardial injury at the lowest dose, we tested whether Anback WWE could also
improve memory using Y-maze and passive avoidance test in a mouse model of memory impairment induced by

scopolamine. In the experiments, the WWE was orally administered (p.o.), scopolamine was intraperitoneally
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injected (i.p.) after 30 min of the WWE administration, and memory tests were performed another 30 min after the
scopolamine injection (Fig. 5A). Scopolamine acts as an antagonist against muscarinic acetylcholine receptor,
leading to amnesia (Hasselmann, 2014; Lakstygal et al., 2019), and amnesia induced by scopolamine in humans
mimics closely the cognitive deficits associated with AD (Ebert and Kirch, 1998). As scopolamine has been used to
identify drugs in animal studies which enhance cognition at synapses, such as donepezil, we used donepezil as a
positive control (Buccafusco, 2009).

Y-maze test was performed to assess whether Anbaeck WWE improved memory impairment induced by
scopolamine. Y-maze test that assesses reference memory and spatial working memory utilizes rodent’s inclination
preferring to investigate a new arm of the maze rather than returning to one that was previously visited (in other
words, spontaneous alternation) (Fig. SB) (Webster et al., 2014). We first performed the Y-maze test at lower WWE
doses (31, 63, and 125 mg/kg). Spontaneous alternation induced by scopolamine injection in the control group

(Con) was significantly decreased compared with the normal group (Nor) (49.6 +2.1% vs 71.6 + 1.9%) (» <0.001),

30 60 (min)
|
| |

| I

WWE Scopolamine 1 mg/kg Memory test
(p.0.) @i.p.) (Y-maze, PAT)

—_— e

=

»11

2

=

=2

N

N
DN

S
Total entry (No.)

Total entry (No.)

Spontaneous alteration (%) n

Spontancous altcration (%) =]

NS
N

o

=
=
1

3 63 125 DNPZ 2
Anback (mg'kg) Anbeek (mg'kg)

31 63 125 DNPZ

Scopolamine 1 mgky Scopolumine | mgkg

Fig. 5. Effect of whole-wheat extract (WWE) of Anbaek wheat variety on memory improvement in mice (as assessed by
the Y-maze test).

A: WWE was orally administered (p.o.). Scopolamine was intraperitoneally injected (i.p.) 30 min after the WWE administration.
Subsequently, memory tests [Y-maze and passive avoidance test (PAT)] were performed another 30 min after the scopolamine
injection. B: The Y-maze apparatus consists of three arms (a, b, and c) positioned at a 120° angle from each other. The Y-maze
test measures the preference of mice to investigate a new arm of the maze rather than returning to the one that was previously
visited and is presented as spontaneous alteration (%). C and D: WWE of Anbaek variety at lower doses (31, 63, and 125 mg/kg)
and donepezil hydrochloride (DNPZ) at 5 mg/kg were orally administered. The spontaneous alteration (%) (C), and the number
of total arm entries (D) were assessed. E and F: WWE of Anbaek variety at higher doses (125, 250, and 500 mg/kg) and DNPZ
at 5 mg/kg dose were orally administered. The spontaneous alteration (%) (E), and the number of total arm entries (F) were
assessed. In all these experiments, saline and scopolamine (1 mg/kg) were intraperitoneally injected for the normal group (Nor)
and the control group (Con), respectively. Data represent mean = SEM (n=9). *"p < 0.001, compared with the normal group. *p
<0.05, ¥p<0.01, and **p < 0.001, compared with the control group.
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indicating that scopolamine impairs memory as expected (Fig. 5C). In contrast, spontaneous alternation in the
donepezil-treated group (DNPZ) was significantly increased compared with the control group (67.7 + 3.5% vs 49.6
+2.1%) (p < 0.001), indicating that donepezil reversed memory impairment induced by scopolamine. Spontaneous
alternation in the WWE-treated groups at lower doses (31, 63, and 125 mg/kg) was significantly increased
compared with the control group (61.3 £ 2.0%, 61.9 + 2.4%, 64.4 + 3.0%, respectively vs 49.6 £ 2.1%) (p < 0.01),
and memory improvement tended to increase as doses increased. On the other hand, the number of total arm entry
did not change significantly among each experimental group (Fig. 5D), indicating that scopolamine, WWE, and
donepezil did not affect locomotor activity. Therefore, alternations observed in the experiments were not caused by
changes in locomotor activity, but by changes in memory (Fig. 5C, 5D). We then performed Y-maze test at higher
WWE doses (125, 250, and 500 mg/kg). As was observed at lower WWE doses, spontaneous alternation in the
control group (Con) was significantly decreased compared with the normal group (Nor) (47.0 + 3.1% vs 65.2 +
3.0%) (p < 0.001), and spontaneous alternation in the donepezil-treated group (DNPZ) was significantly increased
compared with the control group (61.7 £ 2.5% vs 47.0 £ 3.1%) (p <0.01) (Fig. 5E). Spontaneous alternation in the
WWE-treated group at higher doses (125, 250, and 500 mg/kg) was significantly increased compared with the
control group (60.2 + 2.0%, 57.8 + 3.5%, 55.8 + 2.7%, respectively vs 47.0 = 3.1%) (p < 0.05). However, memory
improvement tended to decrease as doses increased. Again, the number of total arm entry did not change
significantly among each experimental group (Fig. 5F). The results showed that the WWE intake improved
memory impairment induced by scopolamine injection in a wide range of doses (31 — 500 mg/kg), but exhibited
maximum efficacy at the dose of 125 mg/kg in the Y-maze test.

Next, passive avoidance test was performed to assess whether Anback WWE improved memory impairment
induced by scopolamine. Passive avoidance test that assesses reference memory and working memory, especially
associative learning/memory, utilizes rodent’s inclination preferring dark environment and avoiding a dark
environment in which an aversive stimulus such as foot shock was previously delivered (in other words, association
of dark environment with foot shock) (Fig. 6A) (Webster et al., 2014). Therefore, it will take longer time
(step-through latency in retention trials) for a mouse to enter a dark compartment where the mouse experienced foot
shock previously if the mouse maintains shock memory. In passive avoidance test, we first performed the test at
lower WWE doses (31, 63, and 125 mg/kg). Step-trough latency in retention trials (STLRT) induced by
scopolamine injection in the control group (Con) was significantly shortened compared with the normal group
(Nor) (70.6 = 5.9 sec vs 271.8 £ 18.5 sec) (p < 0.001), indicating that scopolamine impairs memory as expected
(Fig. 6B). In contrast, STLRT in the donepezil-treated group (DNPZ) was significantly lengthened compared with
the control group (Con) (280.1 +15.2 sec vs 70.6 + 5.9 sec) (p <0.001), indicating that donepezil reversed memory
impairment induced by scopolamine. STLRTSs in the WWE-treated groups at lower doses (31, 63, and 125 mg/kg)
were 90.1 + 14.4 sec, 131.8 £ 20.2 sec, 232.9 + 24.0 sec, respectively, showing that STLRTs were lengthened as
doses increased. Among the lower doses, STLRTs at 63 and 125 mg/kg only were significantly lengthened
compared with the control group (70.6 + 5.9 sec) (p < 0.05, and p < 0.001, respectively), indicating that the WWE
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significantly reversed memory impairment induced by scopolamine at doses over 63 mg/kg. On the other hand,
step-through latency in acquisition trial that represents time period staying in the illuminated compartment did not
change significantly among each experimental group, indicating that experimental environment did not affect
STLRT. We then performed passive avoidance test at higher WWE doses (125, 250, and 500 mg/kg). As was
observed for lower WWE doses, STLRT in the control group (Con) was significantly shortened compared with the
normal group (Nor) (45.9 + 7.4 sec vs 257.3 + 17.0 sec) (p < 0.001), and STLRT in the donepezil-treated group
(DNPZ) was significantly lengthened compared with the control group (237.9 + 22.0 sec vs 45.9 + 7.4 sec) (p <
0.001). STLRTs in the WWE-treated groups at higher doses (125, 250, and 500 mg/kg) were 206.4 + 27.4 sec,
130.6 £+ 29.3 sec, and 81.0 + 20.8 sec, respectively, showing that STLRT was shortened as doses increased (Fig.
6C). Among the higher doses, STLRTs at 125 and 250 mg/kg only were significantly lengthened compared with the
control group (45.9 £ 7.4 sec) (p < 0.001, p < 0.05, respectively), indicating that the WWE significantly reversed
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Fig. 6. Effect of whole-wheat extract (WWE) of Anbaek wheat variety on memory improvement in mice (as assessed by
the passive avoidance test).

A: The passive avoidance test apparatus consists of two compartments, illuminated and dark, which are separated by a guillotine
door. When a mouse is placed in the illuminated compartment, the mouse moves into the dark compartment due to its preference
for a dark environment. In the acquisition trial, a mouse was placed in the illuminated compartment. Step-through latency (sec),
the time taken for the mouse to move into the dark compartment, was measured. A mild foot shock was then administered to the
mouse. In the retention trial, the mouse was again placed in the illuminated compartment on the following day and step-through
latency was measured again. B: WWE of Anbaek wheat variety at lower doses (31, 63, and 125 mg/kg) and donepezil
hydrochloride (DNPZ) at 5 mg/kg dose were orally administered. The step-through latency in the acquisition and retention trials
was measured. C: WWE of Anbaek wheat variety at higher doses (125, 250, and 500 mg/kg) and DNPZ at 5 mg/kg dose were
orally administered. The step-through latency in the acquisition and retention trials was measured. In experiments described in
(B) and (C), saline and scopolamine (1 mg/kg) were intraperitoneally injected for the normal group (Nor) and the control group
(Con), respectively. Data represent mean = SEM (n=9). ™“p < 0.001, compared with the normal (Nor) group. “p < 0.05 and **p <
0.001, compared with the control (Con) group.
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memory impairment induced by scopolamine at doses lower than 250 mg/kg. Again, step-through latency in
acquisition trial that represents time period staying in the illuminated compartment did not change significantly
among each experimental group (Fig. 6C). The results showed that the WWE intake improved memory impairment
induced by scopolamine injection in certain range of doses (63 — 250 mg/kg), but exhibited maximum efficacy at
the dose of 125 mg/kg. Putting the results from Y-maze and passive avoidance test together, one time administration
of Anback WWE significantly improved memory impaired by scopolamine injection at the doses of 63, 125, and
250 mg/kg, of which maximum efficacy was observed at the dose of 125 mg/kg. To convert doses for mice into
those for humans, we again adopted a conversion factor recommended by FDA, in which 100 mg/kg per day dose
for mice is equivalent to approximately 0.5 g/day for 60 kg persons (Nair and Jacob, 2016). Therefore, 63 mg/kg per
day, the lowest dose showing efficacy for mice in this study, is equivalent to approximately 320 mg/kg per day for
60 kg persons. Considering variation of body weight in general population, we recommend 1 g/day Anback WWE
to prevent AD.

To elucidate underlying mechanisms how Anback WWE improved memory impairment induced by
scopolamine, we focused on synaptic proteins because scopolamine acts at synapses (Hasselmann, 2014; Lakstygal
et al., 2019), and synaptic dysfunction is involved in the early stage of AD progression (Chen et al., 2019; Jackson
et al., 2019; Pei et al., 2020). Thus, we tested whether several proteins involved in synaptic transmission were
modulated by Anback WWE. We chose phosphorylated synapsin 1 (p-SYN1) as representing presynaptic proteins,
and PSD95, neuroligin 3 (NL3) and GluN2B, a subunit of N-methyl-D-aspartate (NMDA) receptor NMDAR), all
as representing postsynaptic proteins (Torres et al., 2017). The modulation of these proteins can be summarized as
follows; Synapsin 1 in dephosphorylated state (SYN1) tethers synaptic vesicles to the cytoskeleton, leading to
inhibiting release of neurotransmitter from presynaptic neurons. Synapsin 1 in phosphorylated state (p-SYN1),
however, mobilize synaptic vesicles, leading to allowing release of neurotransmitters such as glutamate (Jovanovic
et al., 2000; Mirza et al., 2018). Glutamate released into synaptic clefts binds to glutamate receptors on the
membranes of postsynaptic neurons such as NMDAR, leading to regulation of synaptic plasticity and memory
formation (Torres et al., 2017). PSD95, a scaffolding protein located in the postsynaptic neurons, is involved in the
stabilization, recruitment, and trafficking NMDAR to the postsynaptic membranes, leading to enhancing
glutamatergic neurotransmission, and synaptic plasticity (Coley and Gao, 2018; Torres et al., 2017). Finally, NL3,
an adhesion molecule located on the postsynaptic membranes, forms complex with neurexins located on the
presynaptic membranes (Coley and Gao, 2018; Sudof, 2008; Torres et al., 2017). Formation of the complex
promotes synapse formation and synaptic function, and mutations in NL3 disrupting complex formation cause
cognitive impairment (Bassani et al., 2013). For the assessment, hippocampi were harvested from the brains of mice
receiving 125 mg/kg of Anback WWE, from which proteins were extracted. When levels of p-SYN1, PSD95, NL3,
and GIuN2B were assessed via western blotting, administration of Anback WWE significantly upregulated
p-SYNI1, PSD95 and GIuN2B compared with the control group, respectively (Fig. 7A, 7B). In addition,
administration of Anbaek tended to upregulate NL.3 compared with the control group (Fig. 7A, 7B). Based on these
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Fig. 7. Effect of whole-wheat extract (WWE) of Anbaek wheat variety on the expression of p-SYN1, PSD95, NL3, and
GIuN2B in the hippocampus after the Y-maze test.

Western blots of p-synapsin 1 (p-SYNI1), postsynaptic density 95 (PSD95), neuroligin 3 (NL3), and NMDA receptor 2B
(GluN2B) are presented. A: Expression levels of the proteins in the hippocampus determined by western blotting for the normal
(Nor), control (Con), Anback WWE-treated (125 mg/kg), and donepezil-treated (DNPZ) (5 mg/kg) groups are presented.
GAPDH was used as a loading control. B: Quantitative analysis of p-SYN1, PSD95, NL3, and GIuN2B are presented. The ratios
were calculated by setting the control group (Con) value (0 mg/kg WWE) at 1. Data represent mean + SEM (n=3). “p < 0.01,
compared with the normal (Nor) group. “p < 0.05 and *p < 0.01, compared with the control (Con) group. C: A hypothesized
underlying mechanism for memory improvement in the hippocampus by Anback WWE is presented. WWE improves
neurotransmission through a synapse comprising a presynaptic neuron, synaptic cleft, and a postsynaptic neuron. WWE
enhances glutamate release from the presynaptic terminal by mobilizing presynaptic vesicles through SYN1 phosphorylation.
Neurotransmission via glutamate binding to NMDA receptor is increased by the upregulation of NMDA receptor and PSD95. In
addition, synapse formation was promoted by the upregulation of NL3 expression.
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results, we propose an underlying mechanism in which Anbaek WWE improves memory impairment induced by
scopolamine (Fig. 7C). WWE enhanced glutamate release from presynaptic terminal by mobilizing presynaptic
vesicles through SYN1 phosphorylation. Neurotransmission via glutamate binding to NMDAR was increased by
upregulation of NMDAR and PSD95. In addition, synapse formation was promoted by upregulation of NL3
expression. Putting these results together, Anback WWE improved memory by enhancing glutamatergic neuro-
transmission at the excitatory synapses in the hippocampus.

Putting the results from MI and AD models together, we recommend intake of 1 g/day Anback WWE to prevent
MI and AD. However, unlike results from MI experiments, administration of WWE at higher doses (above 250
mg/kg) in AD model started to inhibit memory improvement. These phenomena imply that some ingredients in
WWE may interfere with memory formation and storage at higher doses. One ingredient that can be considered is
gluten, the major protein in the wheat grains. Gluten supplementation to rats one time reduced memory after
memory was assessed after 30 —60 min of gluten administration (Du et al., 2018). In addition, gluten intake makes
individuals sensitive to gluten concentrate difficult and leads to brain fog characterized by forgetfulness, confusion,
and lack of mental clarity (George et al., 2021; Yelland, 2017). Therefore, it is necessary to investigate whether
gluten administration would cause memory impairment under our experimental conditions. As such, we can expand

effective dose ranges of Anback WWE intake which show maximum efficacy.

Acknowledgements

This study was supported by a grant of RDA [Development of wheat breeding resources for improving metabolic

disorders and replacing imported wheat (Grant No. : PJ015149062021)].

References

Bassani, S., Zapata, J., Gerosa, L., Moretto, E., Murru, L., Passafaro, M. (2013) The neurobiology of X-linked
intellectual disability. Prog Clin Neurosci 19:541-552.

Buccafusco, J.J. (2009) The revival of scopolamine reversal for assessment of cognition-enhancing drugs. In:
Methods of Behavior Analysis in Neuroscience 2™ ed., Buccafusco JJ (Editor), CRC Press/Taylor & Francis,
Boca Raton, FL, USA, Chapter 17.

Chen, Y., Fu, A.K.Y., Ip, N.Y. (2019) Synaptic dysfunction in Alzheimer’s disease: Mechanisms and therapeutic
strategies. Pharmacol Ther 195:186-198.

Choi, E.K,, Lee, J., Park, S.H., Jung, E.S., Lim, S.H., Jang, J.H., Chae, S.W., Ko, M.H. (2018) Wheat bran improves
cognition in older adults with memory impairment: A randomized controlled trial. Int J] Pharmacol 14:922-928.

Coley, A.A., Gao, W.J. (2018) PSD95: A synaptic protein implicated in schizophrenia or autism?. Prog
Neuropsychopharmacol Biol Psychiatry 82:187-194.

Douchamps, V., Mathis, C. (2017) A second wind for the cholinergic system in Alzheimer’s disease. Behav
Pharmacol 28:112-123.

Douglas, S.G. (1981) A rapid method for the determination of arabinoxylans in wheat flour. Food Chem 7:139-145.



Jihye Lee et al. / Use of a Korean Wheat Variety to Prevent Myocardial Infarction and Alzheimer’s Disease * 407

Du, K., Markus, E., Fecych, M., Rhodes, J.S., Beveryly, J.E. (2018) Satiety and memory enhancing effects of a
high-protein meal depend on the source of protein. Nutr Neurosci 21:257266.

Ebert, U., Kirch, W. (1998) Scopolamine models of dementia: Electroencephalogram findings and cognitive
performance. Eur J Clin Invest 28:944-949.

Gebruers, K., Dornez, E., Boros, D., Fras, A., Dynkowska, W., Bedo, Z., Rakszegi, M., Delcour, J.A., Courtin, C.M.
(2008) Variation in the content of dietary fiber and components thereof in wheats in the HEALTHGRAIN
diversity screen. J Agric Food Chem 56:9740-9749.

George, J.B.E., Aideyan, B., Yates, K., Voorhees, K.N., O’Flynn, J., Sweet, K., Avery, K., Ehrlich, A., Bast, A.,
Leffler, D.A. (2021) Gluten-induced neurocognitive impairment: Results of a nationwide study. J Clin
Gastroenterol, doi:10.1097/MCG. 0000000000001561. Online ahead of print.

Hampel, H., Mesulam, M.M., Cuello, A.C., Farlow, M.R., Giacobini, E., Grossberg, G.T., Khachaturian, A.S.,
Vergallo, A., Cavedo, E., Snyder, P.J., Khachaturian, Z. (2018) The cholinergic system in the pathophysiology
and treatment of Alzheimer’s disease. Brain 141:1917-1933.

Han, H.S., Choi, J.S., Kim, Y.J., Lee, HK., Jang, J.H., Moon, Y.S., Lee, J. (2008) Protective effect of Triticum
aestivum L. extract and its component, starch, in rat focal cerebral ischemia. Curr Topics in Neutraceutical Res
6:47-54.

Han, H.S., Jang, J.H., Jang, J.H., Choi, J.S., Kim, Y.J., Lee, C., Lim, S.H., Lee, H.K., Lee, J. (2010) Water extract of
Triticum aestivum L. and its components demonstrate protective effect in a model of vascular dementia. ] Med
Food 13:572-578.

Hasselmann, H. (2014) Scopolamine and depression: A role for muscarinic antagonism?. CNS Neurol Disord Drug
Targets 13:673-683.

Heo, M.R., Choi, I.D., Kang, C.S., Kim, K.H., Park, E.O., Park, C.S. (2013) Evaluation of cookie quality from
semi-dwarf Korean landrace crippled wheat “Anzunbaengimil”. J Agric Life Sci 47:257-264.

Ho, V.M, Lee, J.A., Martin, K.C. (2011) The cell biology of synaptic plasticity. Science 334:623-628.

Jackson, J., Jambrina, E., Li, J., Marston, H., Menzies, F., Phillips, K., Gilmour, G. (2019) Targeting the synapse in
Alzheimer’s disease. Front Neurosci 13:735.

Jang, J.H., Kim, C.Y., Lim, S.H., Yang, C.H., Song, K.S., Han, H.S., Lee, HK., Lee, J. (2010) Neuroprotective
effects of Triticum aestivum L. against beta-amyloid-induced cell death and memory impairments. Phytother Res
24:76-84.

Jovanovic, J.N., Czernik, A.J., Fienberg, A.A., Greengard, P., Sihra, T.S. (2000) Synapsins as mediators of
BDNF-enhanced neurotransmitter release. Nat Neurosci 3:323-329.

Kabir, T., Uddin, S., Begum, M., Thangapandiyan, S., Rahman, S., Aleya, L., Ahmed, M., Barreto, G.E., Ashraf, G.
(2019) Cholinesterase inhibitors for Alzheimer’s disease: Multitargeting strategy based on anti-Alzheimer’s drug
repositioning. Curr Pharm Des 25:3519-3535.

Kalaria, R.N. (2018) The pathology and pathophysiology of vascular dementia. Neuropharmacol 134:226-239.

Kang, C.S., Cheong, Y.K., Kim, K.H., Kim, H.S., Son, J.H., Kim, K.H., Park, J.C., Kim, D.H., Choi, J.K., Bae, J.S.,
Kim, K.J., Lee, C.K., Park, K.G., Kim, B.K., Park, K.H., Park, C.S. (2015) A wheat variety, ‘Goso’ with low
protein, good cookie, red grain wheat and resistance to pre-harvest sprouting. Korean J Breed Sci 47:330-338.

Kang, C.S., Kim, K.H., Shin, S.H., Son, J.H., Hyun, J.N., Kim, K.H., Park, C.S. (2013) Influence of cultivar and
environment on arabinoxylan content in Korean wheat. Kor J Breed Sci 45:81-95.

Kim, C.Y., Lee, G.Y., Park, G.H., Lee, J., Jang, J.H. (2014) Protective effect of arabinoxylan against
scopolamine-induced learning and memory impairment. Biomol Ther (Seoul) 22:467-473.

Kim, M.Y., Lim, S.H., Lee, J. (2017) Intake of hot water-extracted apple protects against myocardial injury by
inhibiting apoptosis in an ischemia/reperfusion rat model. Nutr Res 34:951-960.



408 = Journal of Agricultural, Life and Environmental Sciences Vol. 33, No. 3, 2021

Koropatkin, N.M., Cameron, E.A., Martens, E.C. (2012) How glycan metabolism shapes the human gut microbiota.
Nat Rev Microbiol 10:323-335.

Lakstygal, A.M., Kolesnikova, T.O., Khatsko, S.L., Zabegalov, K.N., Volgin, A.D., Demin, K.A., Shevyrin, V.A.,
Wappler-Guzzeta, E.A., Kalueff, A.V. (2019) DARK classics in chemical neuroscience: Atropin, scopolamine,
and other anticholinergic deliriant hallucinogens. ACS Chem Neurosci 10:2144-2159.

Lee, C, Park, K.H., Lee, J., Jang, J.H. (2015) Protective effect of wheat bran extract against [ -amyloid-induced cell
memory impairment. Korean J Herbology 30:67-75.

Lee, J, Jung, EIM., Lee, E., Jang, G.Y., Seo, K.H., Kim, M.R., Jung, J.W. (2021a) Gossypii Semen oil alleviates
memory dysfunction in scopolamine-treated mice. Korean J Herbology 36:1-9.

Lee, J., Lee, E., Jung, E.M., Kim, D.H., Kim, S., Park, M.H., Jung, J.W. (2021b) Perilla frutescens extract protects
against scopolamine-induced memory deficits in mice. J Physiol & Pathol Korean Med 35:97-103.

Lim, S.H., Kim, M.J., Han, M.J., Kim, Y., Lee, J. (2018) Prevention of ischemic diseases and cognitive disorders
through wheat consumption. In: Advances in Health and Disease Vol. 7, Duncan LT (Editor), Nova Sciences
Publishers, Inc., New York, USA, p.1-66.

Lim, S.H., Kim, Y., Yun, K.N., Kim, J.Y., Jang, J.H., Han, M.J., Lee, J. (2016) Plant-based foods containing cell wall
polysaccharides rich in specific active monosaccharides protect against myocardial injury in rat myocardial
infarction models. Sci Rep 6:38728.

Lim, S.H., Lee, J. (2014) Hot water extract of wheat bran attenuates white matter injury in a rat model of vascular
dementia. Prev Nutr Food Sci 19:145-155.

Lim, S.H., Lee, J. (2017) Xyloglucan intake attenuates myocardial injury by inhibiting apoptosis and improving
energy metabolism in a rat model of myocardial infarction. Nutr Res 45:19-29.

Maclin, JM.A., Wang, T., Xiao, S. (2019) Biomarkers for the diagnosis of Alzheimer’s disease, dementia Lewy
body, frontotemporal dementia and vascular dementia. Gen Psychiatry 32:¢100054.

Mirza, F.J., Zahid, S. (2018) The role of synapsin in neurological disorders. Neurosci Bull 34:349-358

Nair, A.B., Jacob, S. (2016) A simple guide for dose conversion between animals and human. J Basic Clin Pharm
7:27-31.

Pei, Y.A., Davies, J., Zhang, M., Zhang, H.T. (2020) The role of synaptic dysfunction in Alzheimer’s disease. J
Alzheimer’s Dis 76:49-62.

Saulnier, L., Guillon, F., Chateigner-Boutin, A.L. (2012) Cell wall deposition and metabolism in wheat grain. J
Cereal Sci 56:91-108.

Shewry, P.R., Hawkesford, M.J., Piironen, V., Lampi, A.M., Gebruers, K., Boros, D., Andersson, A.A.M., Aman, P.,
Rakszegi, M., Bedo, Z., Ward, J.L. (2013) Natural variation in grain composition of wheat and related cereals. J
Agric Food Chem 61:8295-8303.

Sudhof, T.C. (2018) Towards an understanding of synapse formation. Neuron 100:276-293.
Sudof, T.C. (2008) Neuroligins and neurexins link synaptic function to cognitive disease. Nature 455:903-911.

Torres, V.1, Vallejo, D., Inestrosa, N.C. (2017) Emerging synaptic molecules as candidates in the etiology of
neurological disorders. Neural Plast 2017:8081758.

Webster, S.J., Bachstetter, A.D., Nelson, P.T., Schmitt, F.A., Van Eldik, L.J. (2014) Using mice to model
Alzheimer’s dementia: an overview of the clinical disease and the preclinical behavioral changes in 10 mouse
models. Fron Genet 5:88.

Yelland, G.W. (2017) Gluten-induced cognitive impairment (“brain fog”) in coeliac disease. J Gasenterol Hepatol
32:90-93.

Zhang, P., Zhang, Q., Whistler, R.L. (2003) L-Arabinose release from arabinoxylan and arabinogalactan under
potential gastric acidities. Cereal Chem 80:252-254.



