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Abstract

In this study, three wild fruits (Chaenomeles speciosa Nakai, Malus halliana Koehne, Malus micromalus Makino) were
extracted with different concentrations of ethanol (50% ethanol, 70% ethanol, 95% ethanol), which provided rich resources of
total phenols and total flavonoids. The results showed that the 50% ethanol extract of Cs.n had the highest total phenols
content (287.89+14.42 mg/g) and total flavonoids content (44.63+2.32 mg/g). The Cs.n extract for 50% ethanol was
demonstrated to have the highest DPPH scavenging ability (ECso = 0.08+£0.01 mg/mL), while its extract for 70% ethanol was
ranked with the best ABTS scavenging ability (ECso = 0.13+0.00 mg/mL). For reducing power assay, the Cs.n extract for 95%
ethanol was found with the highest UV absorbance (0.927+0.00). Correlation analysis indicated that there was an extremely
significant correlation between total phenols, total flavonoids and antioxidant activity.
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1. Introduction

Cellular metabolism, smoking, radiation and toxic
chemicals etc. can cause the generation of reactive oxygen
species, leading to pathological conditions in humans [,
Antioxidants are to protect the cells from the damaging
effects of reactive oxygen species (. Considering our
health, there has been a tremendous trend in replacing the
synthetic antioxidants with the natural ones nowadays. It has
been demonstrated that many chemical compounds from
natural fruits or vegetables possess more antioxidant
potential than vitamin E or vitamin C, such as terpenoids,
alkaloids, total flavonoids, total phenols and tannis [ 4 The
fruits of Malus prunifolia are also a valuable source to be
exploited B, As a common name of several plants of Malus
and Chaenomeles [® 71 Malus prunifolia has the unique
pharmacological activities of oxidation resistance > 5 8 °I,
giddiness treating %1, a-glucosidase inhibition -3 and is
an astringent by the Palliyar tribals [*4l. Nowadays, the
limited studies of Malus prunifolia were mostly
concentrated on cultivation management 5171, For the
researches of Malus micromalus Makino, only the volatile
constituent has been studied [®1, There exists several articles
on the exploration of leaves, full flowers and buds [ 9, but
few articles 2% 21 focusing on the fruit. Little research has
been thoroughly done on these three kinds of fruits. The
objective of this study was to evaluate and compare
antioxidant properties of different solvents extracts of these
three wild fruits, using 2, 2,-diphenyl-1-picrylhydrazyl
(DPPH), 2,2-azinobis-2-ethylbenz-othiazoline-6-sulfonate
(ABTS) radical-scavenging and ferric-reducing antioxidant
power (FRAP) assay. By measuring the total content of
phenols and flavonoids, the correlation between these
components and the radical scavenging capacities was also
analyzed.

2. Materials and methods

2.1 Collection of Plant samples

The three kinds of fruits were collected in September from
Southwest  University of Science and Technology,
Mianyang, Sichuan, China and were authenticated by the
authority of Prof. Lin Ma from Engineering Research Center
for Biomass Resource Ultilization and Modification of
Sichuan Province.

2.2 Extraction

The fresh fruits were cut and dried in the constant oven at
55°C for 48 h. Then, the dried fruits were crushed to powder
(20 mesh). This extraction was carried out with Wei’s
method with some modification 2. Ultrasonic extraction
was conducted for 0.5 h with 50% ethanol, 70% ethanol and
95% ethanol respectively. This experiment was carried out
by controlling the solid-liquid ratio (1:20), the
ultrasonic power (150 W), and the temperature (50°C). Then,
the filtrates were obtained and concentrated before being
stored at room temperature.

2.3 Determination of total phenols

Total phenols content in the extracts was estimated based on
Yang’s 12l method with some modifications. Briefly, added
3 mL of 10% saturated sodium carbonate solution after the
samples mixed with Folin-Ciocalteu. And the absorbance
was read at 760 nm.

2.4 Determination of total flavonoids

The total flavonoids of different fruit extracts were
determined according to the method of Lv Peng 4 with
Rutin being used as a standard. Firstly, different solvent
extracts (0.1-0.5 mg/mL) were dissolved with 95% ethanol.
Then 2 mL of the sample was placed in the tube and was
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added 2 mL of the 5% NaOH instead.

2.5 DPPH radical scavenging activity

The DPPH radical scavenging activity of the extracts was
measured by the method of Saltarelli R % with some
modifications. The extracts were dissolved with ethanol and
2 mL of 0.08 mM DPPH solution. Percentage of inhibition
of the DPPH radical was calculated according to the
following equation (1). Results were expressed as a
percentage of inhibition of the DPPH radical and ECs
values were calculated. The same procedure was repeated
on Vitamin C (0.1-0.5 mg/mL).

Scavenging rate (%) — Ao=(AiZA) 100% 1)

Ao

Where Aq is the absorbance of DPPH solution without a
sample, A; is the absorbance of the test sample mixed with
DPPH, A; is the absorbance of the sample without DPPH
solution.

2.6 ABTS radical scavenging activity

The ABTS radical scavenging activity was measured by
using ABTS radical cation decolorization assay %1 The
ABTS scavenging activity was calculated according to the
equation(1) as well, where Ag is the absorbance of ABTS*
solution mixed with PBS, A; is the absorbance of the test
sample mixed with the ABTS* solution, and A; is the
absorbance of the sample mixed with PBS.

2.7 Reducing power assay

Reducing power assay was performed according to the
method of Wang 2 with some modifications. The volume
of 0.2 mol/L PBS, 1% potassium ferrocyanide solution and

10% trichloroacetic acid was changed to 0.5 mL. In like
manner, 0.5 mL of the supernatants was mixed up with 0.5
mL of distilled water and 1 mL of 1% ferric trichloride
solution for 10 min instead.

3. Results and discussion

3.1 Total phenols and total flavonoids content

The total phenols and the total flavonoids of different
solvents from three kinds of fruits were showed in Fig. 1.
Contents of total phenols and total flavonoids from 50%
ethanol extracts were much higher than the other two
species, which suggested that 50% ethanol could serve as
better extraction solvent for phenolic and flavonoids
compound. Previous studies showed that the greater the
polarity of the extraction solvent was, the higher the
extraction rates of the phenolic compounds and the total
phenol content would be [?1, The total phenols content of
extracts from three cultivars ranged from 80.50 to 287.90
mg/g and total flavonoids content ranged from 12.80 to
44.63 mg/g, being the highest in 50% ethanol extract and
the lowest in 95% ethanol extract. In addition the Cs.n with
the highest flavonoids content (44.63+2.35 mg/g) had the
highest phenolic content (287.90+14.42 mg/g). In recent
studies, it has been reported that the contents of total
phenols and total flavonoids from Cs.n were the highest
among 14 species of crabapple fruits, which were followed
by Malus halliana Koehne and Malus micromalus Makino
211 The phenolic content and total flavonoids content of
ethanol extracts in this study were much higher than the
content of ethyl acetate extracts from the same three species
reported by Li et al. Y1 This could be as a result of the
different geographical location of the plants?” as well as the
type of solvents 2],
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Fig 1: Total flavonoids content (A) and total phenols content (B) of three fruits with different Ethanol. Vertical bars show standard deviation
of means from three replicates. Values with different letters from the same kind of fruit are significantly different (p<0.05). Cs.n stands for
Chaenomeles speciosa (Sweet) Nakai extracted with three ethanol concentrations. Mh.k stands for Malus halliana Koehne extracted with
three ethanol concentrations. Mm.m stands for Malus micromalus Makino extracted with three ethanol concentrations.

3.2 DPPH radical scavenging activity

DPPH assay is frequently used to measure radical
scavenging activity of natural compounds !, The DPPH
scavenging activities of different solvent extracts from three
kinds of fruits were presented in Fig.2. It showed the DPPH
radical scavenging activity increased with concentration of
the extracts, which was in accordance with Motalleb G &1
At 0.5 mg/mL, the highest scavenging rate for Mm.m was
53.52%, but the scavenging rate for Cs.n extracts reached

the same level at 0.1 mg/mL. Highest scavenging was
observed in Cs.n extract with 50% ethanol, which ECsg
value was 0.08+0.01 mg/mL. Mm.m extract with 70%
ethanol had the low ECs value (0.48+0.02 mg/mL) (Table
1). The lower the ECs value of a sample demonstrated the
stronger antioxidant activity. In conclusion, the DPPH
scavenging activities order of the extracts was: Cs.n > Mh.k
>Mm.m, 50% ethanol > 70% ethanol > 95% ethanol overall.
Furthermore, the linear correlation between DPPH
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scavenging activities and total phenolic as well as
flavonoids contents in the extracts of three kinds of fruits
were investigated (Table 2). As was shown in Table 2,
significant positive correlations (R? = 0.887, R? = 0.908)

were separately observed between total phenolic also
flavonoids contents and ECs, values for DPPH, suggesting
the contribution of total phenols and total flavonoids to
these antioxidant assays 21,
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Fig 2: The DPPH radical scavenging activity of three fruits extracted with different ethanol. Vertical bars show standard deviation of means
from three replicates. Values with different letters from the same kind of fruit are significantly different (p<0.05). (A) stands for VC. (B)
stands for Chaenomeles speciosa ( Sweet) Nakai extracted with three ethanol concentrations. (C) stands for Malus micromalus Makino
extracted with three ethanol concentrations. (D) stands for Malus halliana Koehne extracted with three ethanol concentrations.

3.3 ABTS assay

The ABTS scavenging activity of different solvent extracts
from three kinds of fruits was showed in Fig.3. In
comparison with the DPPH assay, the antioxidant activity
order of 50% ethanol and 70% ethanol extracts for Cs. n
was a little different, with the highest ABTS radical
scavenging rate 99.96% at 0.5 mg/mL extracted from 70%
ethanol. During concentration from 0.1 mg/mL to 0.3
mg/mL, the gradient of the curves of percentage of
inhibition versus concentration for Cs.n is steeper than for
the other two species, indicating that in this concentration
the anti-radical activity increased rapidly with concentration
[0 The ECso values for ABTS were somewhat different

from the ECsy values for DPPH. That proved the inferior
capacities for them to scavenge free radical. The ECso for
Malus micromalus Makino extract with 95% ethanol, which
was read at 0.47+0.02 mg/mL, was not in accordance with
the radical scavenging rate that was the lowest. It could be
that the radical scavenging capacity increased slowly after
certain concentration. As shown in Table 2, significant
positive correlations (R?> = 0.887, R? = 0.864) were
separately observed between total phenolic also flavonoids
contents and ECs, values for ABTS, suggesting the
contribution of total phenols and total flavonoids to these
antioxidant assays [?,
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Fig 3: The ABTS radical scavenging activity of three fruits extracted with different ethanol. Vertical bars show standard deviation of means
from three replicates. Values with different letters from the same kind of fruit are significantly different (p<0.05). (A) stands for VC. (B)
stands for Chaenomeles speciosa (Sweet) Nakai extracted with three ethanol concentrations. (C) stands for Malus micromalus Makino
extracted with three ethanol concentrations. (D) stands for Malus halliana Koehne extracted with three ethanol concentrations.

3.4 Reducing power assay

The UV absorbance for all extracts was showed in Fig.4.
The higher value of UV absorbance was, the better reducing
power would be. The UV absorbance of extracts against
reducing power was dependent on concentration.
Nevertheless, the Cs.n extract for 95% ethanol was the best
in this analytic system, in contrast with the results from
Fig.2 or Fig.3. The antioxidant activities for different Mm.m
extracts were so close to each other. The gradients increased
slowly and remained constant for Cs.n after 0.1 mg/mL. The
UV absorbance for Cs.n extract with 70% ethanol decreased
after 0.1 mg/mL while for Mm.m extract with 50% ethanol
after 0.3 mg/mL, this could because that the reducing power
method is not stable for long time experiment.

The correlation between the content of bioactive compounds

(total flavonoids, total phenols) and antioxidant activity was
showed in Table 2. There was significant correlation
between the chemical compounds with the radical
scavenging activity. The results revealed that both
chemicals are important groups in representing the
antioxidant activity. The result was in agreement with the
conclusion of Shim S M BU who suggested that strong
correlation between antioxidant activity and total phenolic
content (R? = 0.927). Also, the good linear correlations
obtained between phenolic con-centration and antioxidant
capacity determined by the DPPH and ABTS assays from
Piluzza G ¥ suggested that phenolic content could be used
as an indicator of antioxidant properties of the examined
plant species.
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Fig 4: The UV absorbance of three fruits extracted with different ethanol. Vertical bars show standard deviation of means from three
replicates. Values with different letters from the same kind of fruit are significantly different (p<0.05). (A) stands for VVC. (B) stands for
Chaenomeles speciosa (Sweet) Nakai extracted with three ethanol concentrations. (C) stands for Malus micromalus Makino extracted with
three ethanol concentrations. (D) stands for Malus halliana Koehne extracted with three ethanol concentrations.
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Table 1: ECso of DPPH RSC (Radical Scavenging Capacities) and ABTS RSC of extracts from three fruits. Data was from three repetitions,
with meanz standard deviation. Values with different letters in each column are significantly different (p<0.05).

ECso of DPPH RSC (mg/mL) ECso of ABTS RSC (mg/mL)
Extracts o 70% 95% o o 95%
50% Ethanol Ethanol Ethanol 50% Ethanol 70% Ethanol Ethanol
Cs.n 0.08+0.01¢ 0.09+0.01¢ | 0.11+0.01° 0.20+0.01°¢ 0.13+0.00 ¢ 0.20+0.00°
Mh.k. 0.30+0.06° 0.33+0.02° | 0.50+0.132 0.28+0.01° 0.40+0.02° 0.56+0.122
Mm.m 0.42+0.012 0.48+0.022 | 0.47+0.022 0.52+0.022 0.48+0.192 0.47+0.022

Table 2: The correlation between the content of bioactive compounds (total phenols, total flavonoids) and antioxidant activity at the
concentration 0.5 mg/mL, *, p<0.05; **, p<0.01.

L . Radical Scavenging Activity
Antioxidant active components DPPH ABTS Reducing Power
Total flavonoids 0.908** 0.864** 0.655**
Total phenols 0.887** 0.877** 0.603**

4. Conclusion

The results indicated that Cs.n ethanol extracts had higher
antioxidant scavenging activity compared with other
extracts (50% ethanol DPPH RSC ECs, = 0.08+0.01
mg/mL, 70% ethanol ABTS RSC ECsp = 0.13+0.00 mg/mL,
UV absorbance 0.927+ 0.00). Thus, the fruit of
Chaenomeles speciosa Nakai might be potential and
valuable for further research in food and chemistry
industries. This study also supported the view that the
antioxidant ability of extracts can be predicted by total
phenolic and flavonoid content and illustrated that total
flavonoids, total phenols content and antioxidant activity
were various based on the type of plants and solvents used
for extraction.

5. Acknowledgements

This work was supported by Innovative practice project by
school of life science and engineering, Southwest University
of Science and Technology (Grant No. smcx1708).

6. References

1. Sharma, N. Free Radicals, Antioxidants and Disease.
Biology and Medicine. 2014; 6(3):1000214-220.

2. Velusamy K, Veerabahu RM. In vitro antioxidant
studies of Begonia malabarica Lam. and Begonia
floccifera Bedd. Asian Pacific Journal of Tropical
Biomedicine. 2012; 1572-1577.

3. Guohua C,Emin S,Ronald LP. Antioxidant and
prooxidant behavior of flavonoids: Structure-activity
relationship. Free Radical Biology and Medicine. 1997;
22(5):749-760.

4. Ock K C, Dae-Ok K, Nancy S, David S, Jae T H,
Changyong L. Daily consumption of phenolics and total
antioxidant capacity from fruit and vegetables in the
American diet. Journal of the Science of Food &
Agriculture. 2005; 85(10):1715-1724.

5. Xiangmi K, Wei Z, Changgin L, Jinfeng W, Wenyi K.
Study on antioxidant activity of Malus halliana Koehne.
Natural Product Research and Development. 2013; 25:
1748-1751.

6. Yaodong S, Yilan Y, Ge F, Baoyu Z, Xifeng Z.
Pharmacological activity of phlorizin extracted from
leaves of Malus hupehensis. Animal Husbandry

& Veterinary Medicine. 2018; 50(2):56-60.

7. Navindra PS, Robert HC, Amitabh C, Muraleedharan
GN. Cyclooxygenase Inhibitory and Antioxidant
Compounds from Crabapple Fruits. Journal of

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

Agricultural and Food Chemistry. 2003; 51(7):1948-
1951.

Motalleb, G, Hanachi P, Kua S.H., Fauziah O, Asmah
R. Evaluation of Phenolic Content anad Total
Antioxidant Activity in Berberies vulgaris Fruit Extract.
Journal of Biological Sciences. 2005; 5(5): 648-653.
Xiehe F, Keli C, Yimei L. Research progress of
antioxidant activity of papaya. Herald of Medicine
2016; 35(5): 491-495.

Birendra M, Dhurva P. G, Ran B. C. An ethnobotanical
study of medicinal plants used by ethnic people in
Parbat district of western Nepal. Journal of
Ethnopharmacol. 2015; 165:103-117.

Meifang C, Xiangmi K, Wei Z, Zhenhua Y, Wenyi K.
a-Glucosidase Inhibitory Activity of Chaenomeles
speciosa (sweet) Nakai. Natural Product Research and
Development. 2014; 26(9):1469-1471.

Jinfa F. Study on the active ingredients of Malus
halliana Koehne. Guizhou University. 2015.

Wei Z, Meifang C, Jingyi J, Qian S, Junjie W, Wenyi
K. a-Glucosidase Inhibitory Activity of Malus halliana
Koehne. Chinese Journal of Experimental Traditional
Medical Formulae 2014; 20(4):84-86.

Mohan VR Kalidass C , Abragam DA. Ethno-medico-

botany of the Palliyars of saduragiri hills, Western
Ghats, Tamil Nadu. Journal of Economic & Taxonomic
Botany. 2010; 34(3):639-657.

Ying C, Yishan H. Cultivation management and
ornamental application of crabapple. Agricultural
Development & Equipments. 2016; 7:153.

Xingquan L. Production and management of potted
landscape with Chinese flowering crabapple stump.
Modern Horticulture. 2012; 23:98.

Wanfang L. Cultivation and conservation of Chinese
flowering crabapple. Chinese flower bonsai. 2007;
3:11.

Lei S, Yuanyuan L, Zhigiang J, Wenyi K. Study on
Volatile Constituents of Flowers of Malus Micromalus
Makino. China Pharmaceuticals. 2009; 18(19):6-8.
Kecheng Q, Lianfen L. Extraction and TLC analysis of
total flavonoids from leaves of Malus Micromalus
(Rosaceae). Journal of Liaocheng Univ (Nat.Sci.).
2015; 28(2):47-49.

Meiling Y, Lu Z, Guorong Y. Measurement and
Comparison of Vitamin C Content Between Malus
micromalus Makino and Malus zumi. Journal of Tianjin
Agricultural University. 2013; 20(4):36-38.

22



International Journal of Research in Pharmacy and Pharmaceutical Sciences

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

Nan L, Junling S, Kun W. Composition and in vitro
Antioxidant Activity of Polyphenols Extracted from
Crabapple. Food Science. 2014; 35(5):53-58.

Qigi W, Lei Y. Optimized Extraction and Purification
of Total Flavonoids from Chamnomeles speciosa
(Sweet) Nakai. Journal of Shanghai Jiaotong University
(Agricultural Science). 2014; 32(6):11-19.

Meng Y, Wenhui G, Rui X, Tingting Z, Lin M.
Antioxidant Activity of Different Solvents Extracts
from Fruiting Bodies of Trametes gibbosa (Pers.) Fr.
Journal of Natural Product and Plant Resources. 2018;
8(1):39-46.

Peng L, Xiumei J, Zhengling Z, Yiging C. Content
Determination of Total Flavonoids in Dioscorea
oppositea and Non-medicinal Parts. Chinese Journal of
Experimental Traditional Medical Formulae. 2012;
18(2):65-68.

Roberta S, Paola C, Mirco I, Alessandra Z, Michele B,
Lucia C, et al. Biochemical characterisation and
antioxidant activity of mycelium of Ganoderma
lucidum from Central Italy. Food Chemistry. 2009;
116(1):143-151.

Fenglin G, Feifei H, Guiping W, Hongying Z.
Contribution of Polyphenol Oxidation, Chlorophyll and
Vitamin C Degradation to the Blackening of Piper
nigrum L. Molecules. 2018; 23(2):1-12.

Anokwuru CP, Anyasor GN, Ajibaye O, Fakoya O,
Okebugwu P. Effect of Extraction Solvents on
Phenolic, Flavonoid and Antioxidant activities of Three
Nigerian Medicinal Plants. Nature and Science. 2011;
9(7):53-61.

Jerneja J, Robert V, Franci S. Extraction of phenolic
compounds from green walnut fruits in different
solvents. Acta agriculturae Slovenica. 2009; 93(1):11-
15.

Suriyan S, Warachate K. Total Phenolic Content and
DPPH Free Radical Scavenging Activity of Young
Turmeric Grown in Southern Thailand. Applied
Mechanics and Materials. 2019; 886:61-69.

Rubalya VS, Neelamegam P. Selective ABTS and
DPPH- radical scavenging activity of peroxide from
vegetable oils. International Food Research Journal.
2015; 22(1):289-294.

Soon-Mi S, Ha-Lim Y, Young-Suk K. Bioaccessibility
of flavonoids and total phenolic content in onions and
its relationship with antioxidant activity. International
Journal of Food Sciences and Nutrition. 2011;
62(8):835-838.

Giovanna P, Simonetta B. Correlations between
phenolic content and antioxidant properties in twenty-
four plant species of traditional ethnoveterinary use in
the Mediterranean area. Pharmaceutical Biology. 2011;
49(3):240-247.

23



