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Background and aim: White kwao krua is an edible plant that grows in Southeast Asia. It is very rich in
natural phytoestrogens. Previous clinical studies revealed that the use of White kwao krua as a hormone
replacement therapy has beneficial effects on the lipid profile of menopause women. In this present
study, we utilized the hypercholesterolemia rabbit model to demonstrate the effect of White kwao krua
on the daily intake of high-fat diet.
Experimental procedure: We induced hypercholesterolemia in rabbits by feeding with high-fat diet (1%
cholesterol-containing diet). The animals were maintained 12 weeks for the experimentation. The White
kwao krua supplement was administered 100 mg/kg/day, and the effects were monitored comparing
with Statins and turmeric. Blood was collected periodically to monitor the plasma cholesterol level and
the oxidative susceptibility of isolated LDL-cholesterol. At the end of the experiment, the aorta was
collected from the animal and performed endothelial-dependent relaxation and endothelial-
independent relaxation assays. The relative ratio of intima to media layer was microscopically evalu-
ated from hematoxylin/eosin-stained tissues.
Results and conclusion: We showed that the White kwao krua supplement reduced LDL-cholesterol about
40% compared with high-fat diet consumption alone. Administration of White kwao krua had signifi-
cantly prolonged the susceptibility of LDL-cholesterol to oxidation. Besides, it led to the improvement of
vascular function by recovering endothelium-dependent relaxation and alleviating vascular structure
impairment induced by high-fat dietary intake. Together, we suggest that White kwao krua should be
used as a dietary supplement to reduce the atherogenesis in high-fat dietary consumption.
Section: Dietary therapy/nutrients supplements.
Taxonomy: Inflammation, Disease.
© 2020 Center for Food and Biomolecules, National Taiwan University. Production and hosting by Elsevier
Taiwan LLC. This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/

licenses/by-nc-nd/4.0/).
1. Introduction

Atherosclerosis is the major cause of the cardiovascular disease
(CVD), the predominant cause of death worldwide. Several previ-
ous studies demonstrated that dyslipidemia, oxidation, and
inflammation related to the pathogenesis of atherosclerosis.1 The
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increase of plasma low-density lipoprotein (LDL) from the diet
passes through the endothelial barrier and deposits on the arterial
wall, plays a crucial role in atherosclerosis development. The
accumulation of LDL transforms into oxidized-LDL (oxLDL) and
constitutes the hallmark of the disease. The presence of oxLDL not
only produces self-reactive oxygen species (ROS) but also activates
endothelial cells to release more ROS and pro-inflammatory cyto-
kines.2 This increases the leukocyte migration, subendothelial
space retention,3 leukocyte adhesion to the vascular endothelial
cells,4 and even synergizes the effect of air-pollutant-induced
vascular inflammation.5

Turmeric has been widely used as herbal remedies in China,
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List of abbreviations:

LDL low-density lipoprotein
oxLDL oxidized-LDL
HDL high-density lipoprotein
Ach Acetylcholine
SNP Sodium nitroprusside
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India, and Southeast Asia to cure various diseases. Several biological
effects such as antioxidant, anti-inflammatory, and anti-
atherogenic effects have been observed in this plant.6 Curcumi-
noids, the yellow pigmented-fraction of turmeric, consist of three
major chemical substances namely curcumin, demethoxycurcumin,
and bis-demethoxycurcumin. Previous studies have shown that
turmeric-derived curcuminoids have a hypocholesterolemic effect.
It can reduce oxidative stress and it decreases fatty streak lesions in
the thoracic and abdominal aorta of the animal model.7e9

White kwao krua (Pueraria mirifica) is a native plant in the
Indochina region that is widely used in cosmetics. Previous
chemical analysis revealed the presence of phytoestrogens,
including isoflavonoids, coumestrans, and chromenes in this
plant.10e17 The phytoestrogens are safe to use for therapy and do
not cause mutagenesis. In addition, White kwao krua has shown
the beneficial potency of anti-carcinogenic effect by inhibiting he-
patic cytochrome P450 in a rat model.18 The previous clinical trial
reported that estrogen could reduce total blood cholesterol and
LDL-cholesterol levels.19 In addition, several clinical studies
revealed that the supplementation of White kwao krua, as a hor-
mone replacement therapy has shown a beneficial effect on plasma
lipid profile.20,21 In this study, we demonstrate the anti-atherogenic
properties of White kwao krua crude powder in the hypercholes-
terolemia animal model comparing with turmeric crude powder
and Statins, which previously described as anti-atherogenic agents.

2. Material and methods

2.1. Plant materials

White kwao krua crude powder was kindly given by Assoc. Prof.
Dr. Amphawan Apisariyakul (Chiangmai University, Thailand). The
plant was collected from Baan Tak, Lampang province, the north
region of Thailand during March and April 2015 (Voucher herbar-
ium specimens number 23028, identified and deposited at Royal
Forest Department, Ministry of Agriculture and Cooperatives,
Thailand). In brief, the tuberous roots of Pueraria mirificawere dried
and pulverized to get a fine powder. The powder was kept at 4 �C
and protected from light. The aliquot of White kwao krua powder
was freshly suspended in distilled water at the time of adminis-
tration and given at the final dose of 100 mg/kg/day as previously
described.10,22 The presence of phytoestrogens in White kwao krua
crude powder had been confirmed in previous studies and was not
shown here.10,18

Dried turmeric crude powder was kindly given by Prof. Dr.
Apichart Suksamrarn (Ramkhamhaeng University, Thailand). The
plant crude powder was prepared as previously described.23 In
brief, the rhizomes of Curcuma longawere dried and pulverized to a
fine powder. The powder was suspended in distilled water at the
time of administration and given at the final dose of 100mg/kg/day.

2.2. Animals

Thirty male New Zealand White rabbits weighing 2.00 kg were
used in this study following the CCAC Guide to the Care and Use of
Experimental Animal (1993; Vol.1) and the guidelines of the na-
tional laboratory animal center, Thailand. After twoweeks period of
adaptation, the rabbits were randomized and divided into five
groups and exposed to dietary treatments. The first group was fed
with normal rabbit chow served as a baseline (n ¼ 6). The second
group, high-fat feeding group, was fed with 1% cholesterol-
containing diet for twelve weeks. The other groups were fed with
fed 1% cholesterol-containing diet supplement with 5 mg/day
Statins,100mg/kg/day of turmeric or 100mg/kg/day ofWhite kwao
krua, respectively. The blood sample was drawn from a central ear
vein at the beginning of the experiments and every four weeks
intervals thereafter. The collected blood samples were centrifuged
at 3500 rpm for 15 min. Plasma was separated and kept at �20

�
C

until performing further experiments. At the end of experiments,
the animals were premedicated with ketamine (25 mg/kg body
weight, intramuscular injection) followed by general anesthesia
with thiopental via the marginal ear vein (initial dose 40 mg plus
maintenance dose as required). Blood samples were taken, and the
animals were euthanized with overdose thiopental. The aorta was
immediately isolated and placed in fresh ice-cold Krebs buffer
before the measurement of vascular endothelium-dependent and
endothelium-independent relaxation assay.
2.3. Lipid profile measurement

Plasma lipid profiles were determined by enzymatic colori-
metric method (VITROS Chemistry, UK). This experiment was per-
formed by Professional Laboratory Management Corp (Bangkok,
Thailand).
2.4. Oxidized-LDL formation measurement

Low-density lipoprotein (LDL) was isolated from the plasma
sample as described by Redgrave et al.24 EDTA (1 mg/mL) was used
throughout all the steps of LDL isolation and was eliminated by
dialysis with 10 mM phosphate-buffered saline (PBS) pH 7.4, at 4

�
C

for 24 h. The EDTA free-LDL was then solubilized in PBS buffer.
Protein concentrations were determined by Lowry method and
adjusted to 75 mg of LDL protein/mL before performing the exper-
iment. 2.5 mM of CuSO4 was used to stimulate LDL-oxidation. The
formation of conjugated diene compound was monitored at
234 nm every 10 min interval. The lag-phase was determined to
indicate the susceptibility of LDL to oxidation.
2.5. Measurement of vascular functions

After the animal was euthanized, the aortic rings were imme-
diately placed into organ baths containing Krebs bicarbonate buffer
solution pH 7.4, 37 �C, and continuously aerated with 95% O2:5%
CO2. The aortic rings were connected to force transducers to mea-
sure isometric tension. Each aortic ring was pre-constricted to
baseline tension of 2 g for at least 60 min. The aortic ring was
induced contraction with 1 mM noradrenaline, then induced
relaxation with 1 mM acetylcholine to determine endothelial
integrity. Thereafter, the aortic ring was repeatedly washed with
Krebs buffer until the tension had returned to the baseline value.
After pre-contraction with 1 mM norepinephrine, vascular
endothelium-dependent relaxations was determined by using
acetylcholine (1 nMe100 mM), whereas endothelium-independent
relaxations was determined by using sodium nitroprusside
(1 nMe100 mM). The contraction was reported as a percentage of
the initial contraction to 1 mM of norepinephrine.
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2.6. Atherosclerotic plaque investigation

The proximal aorta was dissected freely of adventitial tissue and
cleared of remaining blood by 0.9% NaCl infusion. The specimens
were fixed in 10% formalin buffer for 24 h, before embedding in
paraffin. The embedded tissue was cut cross-section of approxi-
mately 5 mm and stained with hematoxylin/eosin. Thereafter, the
images of intima and media layers were analyzed by using Adobe
Photoshop Program. The results were reported as the ratio of pla-
que relative to the media layer.
2.7. Statistical analysis

All data were present as mean ± standard error of the mean
(SEM). The statistical analysis of conjugated diene formation and
the plaque formation in vasculature were analyzed using one-way
analysis of variance (one-way ANOVA) and two-way analysis of
variance (two-way ANOVA) followed by Dunnett’s post hoc anal-
ysis. The significant difference between mean was indicated at the
level of P-value < 0.05.
3. Results

3.1. The administration of White kwao krua alters plasma lipid
profile by reducing LDL-cholesterol and slightly increasing HDL-
cholesterol

High-fat diet consumption is one of the major causes of
Atherosclerosis. The consumption of high lipid content food in-
creases LDL-cholesterol level, the hallmark of the disease. In this
study, we fed the rabbit animal model with high-fat diet (1%
cholesterol-containing diet) for twelve weeks and monitored the
alteration of plasma lipid profile following the treatment. Upon the
high-fat diet feeding, total plasma cholesterol elevated and main-
tained at approximately 30e40 folds compared to a normal diet
(4th-12th week). We next further investigated the effects of White
kwao krua on blood lipid profiles comparing with Statins, a
cholesterol-lowering drug, and turmeric crude powder, an anti-
atherogenic herb, when supplemented with the high-fat diet con-
sumption. The plasma cholesterol profiles are shown in Table .1. Its
relative ratio is shown in Fig. 1A-C.
Table 1
Plasma total cholesterol level (mg/dL), Plasma LDL-cholesterol levels (mg/dL), Plasma HD

Groups Time period (weeks)

0 4

Plasma total cholesterol level (mg/dL)
Normal diet (baseline)a 41.2 ± 4.2 35.9 ±
High-fat diet 40.6 ± 3.1 1102.3
High-fat þ Statins 43.7 ± 1.2 870 ±
High-fat þ Turmeric 43.4 ± 4.4 848.7
High-fat þ White kwao krua 45.5 ± 2.9 1004 ±
Plasma LDL-cholesterol levels (mg/dL)
Normal diet (baseline)a 10.7 ± 2.2 8.3 ± 2
High-fat diet 12.3 ± .1 1009.0
High-fat þ Statins 11.7 ± 1.4 827.0
High-fat þ Turmeric 9.3 ± 3.1 799.8
High-fat þ White kwao krua 9.0 ± 2.8 901.4
Plasma HDL-cholesterol levels (mg/dL)
Normal diet (baseline)a 28.3 ± 1.5 28.0 ±
High-fat diet 27.7 ± 3.8 169 ±
High-fat þ Statins 26.3 ± 3.9 134.7
High-fat þ Turmeric 29.3 ± 2.9 117.2
High-fat þ White kwao krua 27.4 ± 3.8 119.1

All values are means ± SEM, Two-way ANOVA, Dunnett post-hoc test.
a The level of plasma cholesterol in normal diet group was significantly different from h
*, P-value < 0.05, **, P-value < 0.01, ***, P-value < 0.001 compared to high-fat diet feed
The supplementation of Statins decreased total-blood choles-
terol 46e76% and LDL-cholesterol 54%e61% starting fromweek 8th
(P-value<0.01), while it did not affect HDL-cholesterol. Similar to
Statins, White kwao krua also had an LDL-cholesterol-lowering
effect at week 12th (40% decrease, P-value<0.05), while increased
HDL-cholesterol 44% (although the HDL increasing level was not
statistically significant). Turmeric crude powder, in this study, had
no effect on LDL-cholesterol (throughout week 4th-12th), but
significantly increased HDL-cholesterol (52e66% increasing at
week 8th). Together, we show that White kwao krua has altered
plasma lipid profile by significantly reducing LDL-cholesterol and
slightly increasing HDL-cholesterol. These results suggest that it
may consequently reduce the plaque formation and progression of
Atherosclerosis.
3.2. White kwao krua decreases the susceptibility of LDL to
oxidation

After the discovery of LDL incorporated with an atherosclerotic
plaque by Goldstein and Brown in 1977,25 several scientists have
urged to understand the role of LDL in atherogenesis. In 1978,
Henricksen et al. found the cytotoxicity of LDLwhen incubatedwith
endothelial cells.26 Later, they found that the structure of treated
LDL after incubated with endothelial cells was greater in negative
charge (oxidized).27 This observation led to the extensive works of
oxLDL as an early marker of atherosclerosis. In this part, we
measured the susceptibility of LDL to oxidation by monitoring the
lag time of conjugated diene formation. The longer lag time in-
dicates the low susceptibility of LDL to become oxidized. The results
showed that the high-fat diet-feeding group had the shortest lag
time (about 85 min), indicating the highest susceptibility of LDL to
oxidation. The daily administration of White kwao krua prolonged
the LDL to oxidation to about 160 min (Fig. 1D). The lag time of
White kwao krua was shorter than turmeric but both of them
decreased the susceptibility of LDL to oxidation.
3.3. White kwao krua improves vascular endothelial function and
rescues vascular structure impairment

The accumulation of LDL-cholesterol from high-fat diet con-
sumption resulted in the impairment of vascular function. We
L-cholesterol levels (mg/dL), Plasma triglyceride levels (mg/dL) of the rabbits.

8 12

3.8 36.7 ± 3.2 37.1 ± 5.1
± 89.7 1179.9 ± 115.2 1483.8 ± 156.3
124.05 690.7 ± 102.2** 672.3 ± 106.5***
± 184.6 1121.3 ± 124.7 1246.5 ± 152.1
76.1 902.7 ± 69.3 1195.7 ± 71.9

.1 9 ± 1.9 9.5 ± 2.9
± 92.7 1058.3 ± 127.2 1291.8 ± 179.3

± 72.7 517.0 ± 69.4** 677.7 ± 153.5***
± 150.3 929.6 ± 97.8 1069.4 ± 167.4
± 112.1 805.7 ± 55.3 892 ± 34.5*

2.3 23.0 ± 3.9 26.7 ± 2.8
22.1 185.7 ± 44.6 159.3 ± 37.7
± 36.1 195.7 ± 17.3 158 ± 25.1
± 32.5 279.3 ± 24.2* 232 ± 22.6
± 31.9 216.1 ± 1.3 221.2 ± 3.5

igh-fat dietfeeding group throughout the study (week 4e12).
ing group, respectively.



Fig. 1. The graphs represent the ratio of (A) Plasma total cholesterol level (mg/dL), (B) LDL-cholesterol, and (C) HDL-cholesterol of supplement groups relatively to high-fat diet
feeding group. (D) This graph represents the lag time of conjugated diene formation in high-fat diet, high-fat diet supplemented with 5 mg/day of Statins, 100 mg/kg/day of
turmeric, or 100 mg/kg/day of White kwao krua for twelve weeks.
Data show as Mean ± SEM, *P < 0.05, **P < 0.01, ***P < 0.001.
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found that the consumption of high-fat diet for twelve weeks
significantly abolished the endothelial-dependent relaxation (Ach-
meditated relaxation) to approximately 27.8 ± 11.4% of maximal
contract comparing with the normal diet group of 90.2 ± 1.7%,
whereas endothelial-independent relaxation (SNP-meditated
relaxation) was not affected (Fig. 2b). In this present study, we
showed that the administration of 100mg/kg/dayWhite kwao krua
significantly recovered the Ach-meditated relaxation to the level of
63.1 ± 1.7% of maximal contract at 10 mM acetylcholine. This
observationwas similar to turmeric and Statins supplement groups.
The maximum relaxant percentage was observed at 1 mM acetyl-
choline and no longer induced relaxation in higher concentration,
while in the normal diet, the maximum relaxant percentage was
observed at 10 mM acetylcholine. This observation suggested the
changes in acetylcholine receptor availability and its downstream
pathways following high-fat diet consumption. Interestingly, the
supplementation of Statins, turmeric, and White kwao krua not
only increased the maximum relaxation percentage but also
recovered the acetylcholine dose-response to the level similar to a
normal diet group. This suggested the restoration of acetylcholine
receptor availability and vasodilation-mediated by acetylcholine.
Yet, it has not been further tested in this study.

We further investigated the preventive effect on atherosclerosis
plaque formation following the administration ofWhite kwao krua.
The sectioned specimens were stained with hematoxylin/eosin and
determined the intimal/medial cross-section ratio. The data were
normalized with the thickness of blood vessels in the normal diet
group. Upon the consumption of high-fat diets for twelve weeks,
we observed the thickening of the intima layer of the artery, which
caused by the proliferation and migration of vascular smooth
muscle cells from the media layer. This resulted in the narrowing of
the vascular lumen and consequently reduced blood flow.
Following the administration of White kwao krua daily, it signifi-
cantly reduced the thickening of the intima layer about 7.65 folds
less than high-fat diet feeding alone. Taken together, we found that
the consumption of high-fat diets increased vascular smooth
muscle cell proliferation and migration to the intima layer. This
resulted in the narrowing of the vascular lumen. The smooth
muscle-mediated vasorelaxation was not affected, while the
endothelial-mediated vasorelaxation was impaired by high-fat diet
consumption. The daily supplementation ofWhite kwao krua along
with high-fat diet consumption reduced the thickening of the
arterial wall, as well as improved the endothelial-mediated vaso-
relaxation. This observationwas similar to the Statins and turmeric,
which were previously known as anti-atherogenic agents. Sug-
gesting that White kwao krua can be used as a dietary supplement
to prevent atherogenesis.
4. Discussions

Cardiovascular disease increases with age-dependent mecha-
nistic components, especially, the increase of oxidative stress leads
to the misconduct of gene expression and signaling pathways.28

Diet plays a role in modulating the level of oxidative stress,



Fig. 2. The graphs show (A) concentration-response curve of the endothelium-dependent relaxations induced by Acetylcholine, and (B) endothelium-independent relaxations
induced by sodium nitropusside of isolated aortic rings at week 12th. (C) the ratio of plaque in intima to media layer. (D) shows the representative images of aortic sections
unstained (left) and hematoxilin/eosin stained cross section under 40X total magnification (right). Scale bar indicates 500 mm.
Data show as Mean ± SEM, a ¼ all supplement groups were significantly different from normal diet. y ¼ the extract administration group was NOT significantly different from Statins
administration. *P < 0.05.
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which associates with the intake of food-containing oxidants and
antioxidants.29,30 Hypercholesterolemia, in particular total plasma
cholesterol exceeds 160 mg/dL, is primarily due to the high-fat diet
consumption. It has been instituted as a risk factor for the
augmentation of atherosclerotic cardiovascular disease.31,32 The
earliest appearance lesion in experimental atherosclerosis is the
presence of foam cells, which consists of monocyte-derived mac-
rophages containing LDL. The incubation of LDL on macrophage
does not generate foam cells but the incubation with oxLDL does.
This suggests the oxidative modification of LDL before initiating
atherosclerotic plaque.33 Lipid peroxidation chain reaction gener-
ates oxLDL that leads to the initial step of atherosclerotic plaque
formation.31,33,34 The uptake of oxLDL is mediated by scavenger
receptor that recognizes oxLDL but not native LDL. However, the
oxLDL does not activate the scavenging downstream pathway. It
subsequently accumulates in macrophage and ultimately becomes
foam cells. The consumption of moderate dietary cholesterol
additional to a normal diet not only increases plasma cholesterol
but also increases the susceptibility of LDL to oxidation in
regardless of the lipid content of a normal diet.35 HDL, on the other
hand, is known as a protective factor against atherosclerosis.36 It
prevents atherosclerosis by inhibiting the oxLDL-stimulating
monocyte infiltration.37

The elevated plasma cholesterol infiltrates and accumulates on
vascular endothelial cells. It results in the impairment of
endothelial-dependent vasorelaxation in both human and animal
models.38e40 In general, the endothelial vascular function is regu-
lated by vasodilators such as nitric oxide (NO) and prostacyclin, and
vasoconstrictor such as thromboxane A2, free radical and endo-
thelin. The previous study showed that the inhibition of NO by long
term administration of competitive NOS inhibitor, L-NAME sus-
tained hypertension in rats.41 In addition to the vasodilator effect,
NO has anti-atherogenic properties by inhibiting monocyte adhe-
sion and smooth muscle cell proliferation. The mechanisms un-
derlying cholesterol-induced endothelial dysfunction may due to
the reduction of endothelial NO production, decrease of NO activity,
or increase of NO degradation.42,43 The lack of functional NO at-
tenuates vascular smooth muscle response and alters the
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secondary messenger systems. Intracellular ROS are key players
who enhance the vascular oxidative stress. They act as signaling
molecules to promote cell adhesion molecules expression, which
facilitates the adherence of leukocyte and initiates atherosclerotic
plaques.44 Thus, the improvement of endothelial function by the
treatment of cholesterol-lowering drug or antioxidant therapy can
alleviate atherosclerosis.45,46

The atherosclerosis model has been well generated in rabbit
species due to its tendency to develop severe hypercholesterolemia
after feeding with high cholesterol diet.47 In addition, the degree of
an aortic lesion showed markedly thickening of the intima wall,
which strongly proportionate to the level of plasma cholesterol.48

In this current study, plasma total cholesterol markedly increased
by 40-folds in rabbits receiving 1% cholesterol diet (named as high-
fat diet feeding group). The plasma cholesterol concentration
change in this study was similar to previous studies as Chumark
et al., in 2008 and Srisawat et al., in 2003.49,50 To evaluate the anti-
atherogenic properties ofWhite kwao krua, we administeredWhite
kwao krua powder suspension together with high-fat diet con-
sumption and compared to Statins and turmeric powder, both were
characterized for having anti-atherogenic effect in previous stud-
ies.7e9,51 We found that the administration of White kwao krua to
high-fat diet alleviated the vascular function impairment and
reduced the vascular lumen thickening.

White kwao krua supplement delayed the LDL to oxidation and
decreased the plasma LDL-cholesterol at week 12th. Besides, there
seemed to be a decreasing trend of total cholesterol, while showed
an increasing trend of HDL-cholesterol at all time points (although
the results did not reach statistical significance). In comparison
with Statins and turmeric powder, White kwao krua exhibited the
improvement of vascular function and structure similarly. However,
the mechanism of action of Statins and turmeric was different.
Statins alleviate the atherosclerosis progression through the inhi-
bition of HMG-Co A reductase enzyme, which is the rate-limiting
step in the biosynthesis of cholesterol. It increases LDL-receptor
and leads to the decrease of plasma LDL-Cholesterol.51e53 In this
study, Statins decreased plasma total cholesterol and LDL-
cholesterol at week 8th of administration, while turmeric had
non-significance result on LDL level in the entire study. On the
other hand, the administration of turmeric resulted in the inhibi-
tion of the LDL to oxidation, while Statins had non-significance
result of antioxidant property. The antioxidant effect of turmeric
administration was believed to be related to curcuminoids
component as it was previously described for having antioxidant
properties.7,54,55 Together suggested that either reduction of
plasma LDL or inhibition of LDL to oxidation could ease the vascular
impairment induced by high-fat diet consumption. In this present
study, we found that White kwao krua has a plasma LDL lowering
effect as well as delays LDL to oxidation. Nonetheless, the mecha-
nisms of action underlying these two properties are undetermined,
and has not been identified in this present study.

White kwao krua is a phytoestrogens enriched plant.10e17 Pre-
vious studies revealed that at least 17 chemical components con-
taining estrogenic activity were found in its tuberous roots, leave
and stem, but predominantly found in tuberous roots.56 Among
these components, they could be categorized into 3 major groups
including isoflavonoids, coumestrans, and chromenes. Ten iso-
flavonoids included daidzin, daidzein genistin, genistein, kwa-
khurin, kwakhurin hydrate, tuberosin, puerarin, mirificin and
puemiricarpene; four coumestrans included coumestrol, mir-
ificoumestan, mirificoumestan glycol andmirificoumestan hydrate;
and three chromenes included deoxymiroestrol, miroestrol, and
isomiroestrol.56e59 All of these are structurally similar to 17b-
estradiol. Among these, miroestrol (may be deoxymiroestrol de-
rivative) were firstly characterized for having the highest estrogenic
activity over other subsequent isolated phytoestrogens.16,17,20 Ac-
cording to the study done by Chansakaow et al., 100 g of White
kwao krua dried powder collected from Thailand in 1996 contained
approximately 46 mg of daidzein and approximately 2e3 mg of
miroestrol and deoxymiroestrol.16 Whereas, another previous
study done by Malaivijitnond in 2004 revealed 51 mg of daidzin,
8.1 mg of daidzein, 12 mg of genistin, 20 mg of genistein, and 96 mg
of puerarin were presented in 100g of dried root White kwao krua
powder.60 Indicating that, the amount of each component are
varied among cultivar and collected time. The estrogenic bioassay
of chromenes group showed that purified miroestrol from White
kwao krua had 4 times less estrogenic activity compared to 17b-
estradiol.61 Although miroestrol was the first phytoestrogen
mentioned in this plant, it later showed that miroestrol could be
the derivative of deoxymiroestrol following the oxidation.16,62 In
comparison, deoxymiroestrol has higher estrogenic activity than
miroestrol about ten times more.7 Due to the containing of phy-
toestrogens in White kwao krua, it was widely used as a hormone
replacement in Asian menopause women.20,63 Previous clinical
studies showed that White kwao krua supplement not only
increased the estrogen level, it also increased plasma HDL and
Apo1A, while decreased plasma LDL and ApoB.20 As a result, this
suggested that White kwao krua supplementation may decrease
the risk factor toward cardiovascular diseases such as Atheroscle-
rosis in menopause women. Besides, the previous study in the
ovariectomy mouse model showed that the supplement of White
kwao krua powder or purified miroestrol derived fromWhite kwao
krua increased the level of antioxidants enzymes such as gluta-
thione peroxidase, superoxide dismutase, and catalase (65). This, at
lease, suggested that the antioxidant effect of White kwao krua is
partly due to miroestrol components (or deoxymiroestrol deriva-
tive). The meta-analysis of the effect of soy-derived protein on the
plasma lipid profile revealed that the consumption of higher con-
taining isoflavonoids derived-soy protein had a high correlation
with the decrease of plasma total plasma cholesterol and LDL-
cholesterol independently to the soy protein level.64 Suggesting
that the plant-derived isoflavonoids may have an LDL lowering
effect. However, the mechanisms of action are still under-
determined. The purification of each phytoestrogen, as well as
other components, is required to identify themode of action of each
component on atherosclerosis. Rather, the anti-atherogenic prop-
erties ofWhite kwao kruamay derive from the synergistic effects of
multiple components in this plant, instead of one single compound.
In conclusion, the supplementation of White kwao krua crude
powder could lower plasma LDL level, as well as delayed the LDL to
oxidation, and ultimately mitigated the vascular impairment
induced by high-fat diet consumption.
5. Conclusion

This study indicates that White kwao krua has an anti-
atherogenic effects. It reduces LDL-cholesterol level, prolongs LDL
to oxidation, improves vascular function, and decreases athero-
sclerotic plaque formation in the animal model. Suggesting that the
supplementation of daily White kwao krua along with diet could
moderate the atherogenesis and should be used as the dietary
supplement.
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