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Ogaja (Acanthopanax sessiliflorus fruit) has an important role in decreasing blood pressure. However, its
biochemical change characteristic has not been clarified completely at the metabolic level. Therefore, in this study,
a combination method of nuclear magnetic resonance (NMR) spectroscopy-based metabonomics and multivariate
statistical analyses was employed to explore the metabolic changes of serum samples from spontaneously

hypertensive rats treated with Ogaja extracts.

Ogaja Acanthopanax sessiliflorus hypertension metabonomics

spontaneously hypertensive rat

| 1. Introduction

Ogaja is the fruit of Acanthopanax sessiliflorus in the Araliaceae family and is widely distributed in Northeast Asian
countries [, Ogaja is listed as an edible material in the Korean Food Code, and the evidence for safe consumption
has already been reported. Ogaja, as an edible fruit, was traditionally used as an ingredient in wine or tea in
Eastern Asia. In addition, Ogaja is known to have antiplatelet aggregation activity 2, anti-inflammatory activity4!,
and antitumor activity®!.

Our previous studies showed that the ethanolic extracts of Ogaja have an effect on hypertension via
vasorelaxation, resulting in decreased blood pressure. Positive results from research on its antihypertensive
activity indicate that it could complement existing antihypertensive drugs without side effects . Spontaneously
hypertensive rats (SHRs) are a genetic hypertensive model in which 100% hypertension occurs naturally through
strict brother-to-sister mating. Blood pressure of SHR significantly increases to 190-200 mmHg after they reach
an age of 12 weeks. The cause of hypertension is complicated in SHRs, and they are considered a similar model
to human essential hypertension [,

In this study, metabolic profiing and metabolic changes in serums of SHRs and Ogaja treated SHRs were
analyzed by NMR spectroscopy. Figure 1 shows the overall experimental scheme. Both antihypertensive efficacy
and biochemical changes characteristic of Ogaja were explored in our experiment. The results of this paper provide

further evidence to understand the potential biomarker for the antihypertensive effect of Ogaja extracts.
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Figure 1. Overall experimental scheme of nuclear magnetic resonance (NMR)-based metabonomics for

antihypertensive effects of Acanthopanax sessiliflorus fruits (Ogaja) on spontaneously hypertensive rats (SHRs).

2. Antihypertensive Effects of Acanthopanax Sessiliflorus
Fruits (Ogaja)

Serum samples were analyzed using nuclear magnetic resonance (NMR)-based metabonomics to study the
antihypertensive effects of Acanthopanax sessiliflorus fruits (Ogaja) on rats. Wistar—Kyoto rats (WKYs) were
negative control group (G1), G2 were spontaneously hypertensive rats (SHRs) as a control group, and SHRs were
treated with captopril (G3), Ogaja 200 mg/kg (G4), Ogaja 400 mg/kg (G5), and Ogaja 600 mg/kg (G6). A
representative *H-NMR spectrum of rat serum with annotations of major metabolites is shown in Figure 2. A total of
32 metabolites were identified and quantified in rat serum using Chenomx 600 MHz metabolite database
(Chenomx Inc., Edmonton, AB, Canada) and 2D NMR data. Their chemical shifts for identification and
concentration data are shown in Table 1. Quantified metabolites were statistically analyzed. Univariate statistical
analyses were conducted to determine significantly altered metabolites. Using a t-test, the metabolites of G1
exhibited significant differences with other groups (data not shown). However, this result indicates that the WKY is
not a suitable control representing the normal blood pressure group in a metabonomics study. It is controversial to
use WKY for the control of normal blood pressure group because WKYs are not born under a strict brother-to-sister
mating system; therefore, there are genetic differences between WKY and SHR. In this result, the differences of G1
were not significant from a metabolic point of view. Therefore, significant differences with G2 were meaningful in
this study. p-values that mean statistically significance were calculated for G2, and bar graphs of metabolites

whose p-values were less than 0.05 are shown in Figure 3.
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Figure 2. Representative 'H nuclear magnetic resonance (NMR) spectrum of rat serum. The major metabolites are
annotated on the spectrum.
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Figure 3. Box plots of metabolites that had groups that were significantly different when compared to G2 (Group
2). ###/### indicate significant differences at the p < 0.001, p < 0.01, p < 0.05 levels compared to the G2,
respectively.

Table 1. Identified and quantified metabolites in serum sample from H-NMR spectra. Values are means (mM) +

standard deviations of concentrations.
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VIP scores. A VIP score over 1.0 is typically considered an important metabolite in contributing to the differencel.

In this result, asparagine, glutamate, glycerol, pyruvate, phenylalanine, hippurate, and formate exhibited VIP

scores over 1.0, and betaine and succinate had VIP scores over 2.0.
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Figure 4. The top 15 metabolites ranked by variable importance in projection (VIP) scores from a comparison of all

groups except G1.

NMR spectra of rat serum samples were analyzed by multivariate statistical analyses to visualize the clustering
among groups (Figure 5). Principal component analysis (PCA) was conducted to check the unsupervised
distribution of samples. The score plot of PCA showed an unusual cluster independent of the group on the left side.
Therefore, these samples were excluded, and eight samples per group were used for the next analyses.
Orthogonal partial least square discriminant analysis (OPLS-DA) was additionally performed (Eigure 4). OPLS-DA
is useful for separating two groups 29: however, it was used to more effectively check the distribution of the groups
in this study. Therefore, in these results, R? and Q? values (goodness of fit and predictive ability of the model,
respectively) were lowllll. In the comparison of all groups (Eigure 5A), G1 showed a different pattern to the other
groups. This result indicates that WKY and SHR have different patterns of metabolic composition. G3 and G4 were
clustered and G5 and G6 were clustered. This means that the effects of captopril 100 mg/kg and Ogaja 200 mg/kg
on metabolome were similar, and that the effects of Ogaja 400 mg/kg and Ogaja 600 mg/kg on metabolome were
similar. Validation plot of the OPLS-DA model was obtained using permutation tests to assess the risk of model
over fitting. The permutation test with 100 iterations resulted in Y-intercepts of RZ and Q2 with values of 0.492 and

—-0.175, respectively. These data indicated that the model was valid and no over fitting was observed (Figure 5B).
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Figure 5. Multivariate statistical analyses of NMR spectra. (A) Orthogonal partial least square discriminant analysis
(OPLS-DA) score plot of all group comparison (R2X = 0.333, R2Y = 0.581, Q? = 0.175) (B) Validation plot of the
OPLS-DA model obtained from 100 permutation tests (R?Y-intercept = 0.492, Q?Y-intercept = -0.175).
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