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ABSTRACT

Background: Raphanus sativus (Radish) is a plant of the Brassicaceae family
which is grown worldwide. This plant has been used in Iranian traditional
medicine as a laxative, abortifacient and also recently as anti-tumor, anti-
proliferative and anti-diabetic agent.

Quercetin, the most important flavonoid which is found in this plant, serves as
an antioxidant and as a result an anticancer agent.

Methods: The present study was designed to compare extraction efficiency of
different methods with various solvents in quercetin extraction from R. sativus
leaves. The analysis of extracts was performed using high performance liquid
chromatography (HPLC) and the quantification was carried out by the use of
quercetin calibration curve.

Results: In consequence, Ultrasonic Assisted Extraction (UAE) method at
50% of ultrasound intensity (Frequency of 50/60 KHz) for 10 min in methanol
proved to be the most efficient technique in quercetin extracting (11.8%
yield).

Conclusions: This study demonstrated the optimized condition for quercetin
extraction from R. sativus leaves, which is due to promoting larger agitation
(cavitation) in UAE method.

Introduction

Raphanus sativus L. also known as Radish, is
grown all over the world. However, the origin of R.
sativus is in Southeast Asia. The plant possesses
fruits which are 10-250 mm long, with lyrate or
rosette shaped leaves and racemes pink or white
flowers.!

Different parts of R. sativus have been investigated
and reported to contain secondary metabolites
including terpenoides, coumarins, flavonoids,
anthocyanins, isothiocyanates,? saponins,
alkaloids,® ascorbic acid, folic acid and also
potassium* which indicates its medicinal benefits.
In addition, low concentrations of saturated fat and
cholesterol have been found in the leave’s extract
of the mentioned plant.*

R. sativus is rich in flavonoids such as quercetin,
kaempferol, myricetin and apigenin.®

The plant leaves were reported to have
spasmogenic effect in guinea-pig ileum and colon.®
Moreover, cholinergic activity of the plant leaves
extract has been reported.*

Furthermore, R. sativus possess antibacterial,’
antioxidant,® anti-tumor,® anti-mutagenic,'® anti-
proliferative>*2 and anti-diabetic®® activities.
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Figure 1. Quercetin chemical structure.

Presence of polyphenolics such as quercetin, etc. in
the leaves and stem of R. sativus has been
reported.'4

Quercetin (Figure 1) is a plant-derived flavonoid,
which is generated by plant metabolism and it is
widely found in medicinal plants.®® It has been also
demonstrated that quercetin has many beneficial
effects on human health, including anticancer,
antioxidant, neuroprotective, antitumor'® anti-
viral'” and anti-inflammatory*® activities.

Quality of extracts and contents of active
ingredients are influenced by factors such as
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extraction procedure, solvent used for extraction
and solvent ratio. Therefore, to obtain high
efficiency for medicinal plant extraction, it would
be necessary to optimize extraction procedures.
Beside conventional methods, there are some novel
techniques that are used to extract medicinal plants.
Maceration, percolation, thermal digestion and
soxhlet are some of the conventional methods,
while  modern methods include Microwave
Assisted  Extraction (MAE), Ultrasonication
Assisted Extraction (UAE), Super critical Fluid
Extraction (SFE), Solid Phase Micro Extraction
(SPME) and etc. Most of the conventional methods
are more time and solvent consuming in
comparison with modern techniques.

Due to the presence of large amounts of quercetin
in red radish leaves,'® in this study different
procedures were applied to extract a particular
compound, quercetin, from R. sativus leaves,
followed by extraction method optimization.
Extracts were directly subjected to HPLC in order
to compare efficacy of quercetin extraction.
Maceration involves placing the plant in a closed
container with a suitable solvent and allowed to
remain at room temperature for several days with
frequent shaking. Time consuming from hours up
to several days and using large volume of solvent,
are the main disadvantages of this extraction
method.?°

Simple maceration may associate with gentle heat
(35-40 °C), to increase the extraction efficiency
which is called digestion.

In UAE method, solid particles are vibrated,
biological membranes are collapsed and extractable
compounds are released into the solvent under
ultrasonic  waves.?  Shorter reaction time,
decreasing the release of toxic organic solvent to
the environment and simply to carry out the
operation, are the main advantage of UAE
method.?2? The disadvantage of this method is that
in some cases, active ingredients could be
decomposed by ultrasound waves.?*

In soxhlet method, the finely powdered plant is
placed in a cellulose pocket in an extractor which is
placed between a flask and a reflux condenser. The
extracting solvent is added to the flask and heated
in order to reflux and continuously extract the
extractable compounds. Using large amounts of
solvent and thermal decomposition of the target
compound are the main disadvantages of this
method.?*

In this study we wish to report the optimized
condition in terms of the method, solvent and
temperature for quercetin extraction from R. sativus
leaves.

Materials and Methods
Chemicals
All solvents used for HPLC analysis were HPLC

grade. Ethanol, methanol, acetonitrile, chloroform
and acetic acid were purchased from Merck Co.
(Germany). Quercetin was purchased from Sigma-
Aldrich Co. (England) and ultrapure water was
applied to prepare all of the aqueous solutions.

Apparatus

Extract drying procedure was performed on a
rotary evaporator (Heidolph, R-200, Germany) and
a freeze dryer (Mitsubishi, Vaco, 5-11, Germany)
at -80 °C. An ultrasonic homogeneisator (Hielscher
UP400S) was employed for plant extraction.

HPLC analysis was performed using a KNAUER
liquid chromatograph, with an ODS Eurospher
column (250 x 4.6 mm, 100-5; C18), which was
protected by a C18 precolumn (Perfectsil Target,
ODS-3 (5 pum)) and a 20 ul injection loop. A
smartline Photodiode Array (PDA) detector 2850
(Knauer, Germany) was applied to detect analytes,
and a chromgate software version 3.3, was applied
for data processing.

Plant material

Aerial parts of R. sativus were purchased from a
local herbal store located in Tehran, Iran (May
2015). Leaves were then separated and dried at
room temperature for extraction purposes.

The mentioned plant was identified by Prof. G.
Amin. Voucher specimen (PMP-412) of the plant
was deposited in the Herbarium of Tehran
University of Medical Sciences.

Sample preparation

Maceration

2 g of dried red radish leaves were placed in a flask
and mixed with 40 ml solvent, including ethanol,
methanol, water and chloroform separately. After
placing the mixture for 1 day at room temperature
with occasionally shaking, it was filtered, solvent
evaporated at reduced pressure and the extract
stored at 4 C.

Digestion

2 g of dried R. sativus leaves were mixed with 40
ml solvent including ethanol, methanol, water and
chloroform separately and heated at 35-40 °C for 1,
6 and 24 hr. The extract was then filtered,
concentrated under vacuum and stored at 4 °C.

Soxhlet Extraction (SE)

2 g of powdered leaves of R. sativus were placed
individually in a soxhlet apparatus and were
extracted with 80 ml of solvent with different
polarities  (ethanol, methanol, water and
chloroform) for 24 hr. The extracts were then
concentrated under reduced pressure using a rotary
evaporator and stored at 4 °C.
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Figure 2. Chromatograms for a) quercetin standard solution and b) quercetin obtained by UAE method at 50% of

ultrasound intensity.

Ultrasound Assisted Extraction (UAE)

An ultrasonic apparatus was used to extract 2 g of
R. sativus leaves with 40 ml of the same above
solvents for 1, 5 and 10 min at room temperature at
20%, 50% and 100% of ultrasound intensity
(Frequency of 50/60 KHz). Regarding the
optimization purposes, quercetin extraction with
the best solvent (methanol), was then performed in
5, 10 and 15 min with different ultrasonic apparatus
intensities. The extracts were then concentrated and
stored at 4 °C.

HPLC Condition

Previously reported method was used to determine
quercetin in prepared extract with mobile phase
composed of  water—acetonitrile—acetic  acid
(50:44.9:0.1), at flow rate of 1 ml/min and the
wavelength of 260 nm.?® The chromatograms for
quercetin standard solution and quercetin obtained
by UAE method at 50% of ultrasound intensity are
shown in Figure 2.

Validation of the method
The HPLC method was validated in terms of
linearity and precision.

Linearity
The calibration curve was prepared using 5

concentrations of quercetin in the range of 1-30
pg/ml. There was a linear relationship between
different concentrations of quercetin and area under
curves (AUC) with formula of, y = 0.3464x —
0.0319; R? = 0.9994 (Figure 3).

y* 0.3464x%- 0.0319
10 A*=099%4

AUC (* 10%)

0 5 10 15 20 25 30 35
Conc. (pg/ml)

Figure 3. Linearity range of quercetin (1-30 pg/ml).

Precision

The precision of the method was figured out by
inter-day and intra-day experiments. Inter-day
experiments were performed on 5 different days by
repeating analysis of five aliquots of the exact
sample (CV% = 1.2) and also intra-day
experiments in one day in the same way (CV% =
1.4).
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Quercetin yield percentage

The quercetin extraction yield is a measure of the
solvent’s performance to extract quercetin from the
original plant. It was defined as the concentration
of quercetin recovered, compared with the extract
concentration which has been subjected to HPLC.

Statistical analysis
All the analyses were carried out using the
statistical software, Minitab v.14. A general

factorial design with two factors (extraction
methods with the best time and types of solvents)
was performed.

As demonstrated in Figure 4a, UAE method with
the solvent methanol provided the highest yield for
quercetin extraction from R. sativus leaves
regarding the comparison of mean values of 4
extraction methods with those of 4 solvents (Table
1). Also deviation from the parallelism in Figure 4a
is the evidence of interaction between two factors.

Interaction Plot for Result
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Figure 4. a) Interaction plot for result, b) Main effects plot for result.
Table 1. Analysis of Variance.
Source Degrees of Sum of square Mean of square F-value P-value
freedom
Solvent 3 104.605 34.868 5129.45 0.000
Method 3 396.745 132.248 19454.87 0.000
Solvent*Method 9 147.026 16.336 2403.19 0.000
Error 32 0.218 0.007
Total 47 648.593

S =0.0824482 R-Sq=99.97% R-Sq(adj) = 99.95%
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Results and Discussion

The extraction yields of quercetin from R. sativus
leaves have been determined using different
methods including maceration, thermal digestion,
soxhlet and UAE.

In addition to the method, the efficiency of
extraction depends on solubility of the analytes in
the solvent. Regarding the quercetin polarity,
ethanol, methanol, water and chloroform were used
for quercetin extraction.

Figure 5 shows the comparison of the quercetin
extraction yields in different methods using
different solvents. Our experiments indicated that
methanol was the most efficient solvent system for
all the above mentioned methods.

In 24 h extraction, digestion produced slightly
higher yield (2.2%) than maceration (1.8%), which
indicated that heating the mixture in digestion
could increase extraction vyields (Figure 5).
However, only slight differences between the
yields of the two above mentioned methods were
observed. These results represented that along with
increasing the vyield in digestion method,
decomposition of quercetin has been occurred.
Despite being time and large quantities of solvent
consuming, soxhlet extraction has been used for 24
h. Yield of soxhlet method strongly depends on
size of particles present in the sample. Small size
particles allow solvent to diffuse into, and
therefore, extraction time decreases and extraction
yield increases. Soxhlet extraction method benefits
an advantage of not being required filtration. There
are some disadvantages such as long extraction
times, using a large amount of solvent and
therefore, long procedure for evaporation and
concentration of the used solvent. Moreover,
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because of the long extraction time at the solvent
boiling point, decomposition of the active
compounds could be occurred. In present study,
soxhlet extraction of R. sativus employing ethanol,
methanol, water and chloroform as the solvent,
resulted in very low yields, which indicated that
decomposition of target has been occurred during
long extraction time in solvent boiling point.

In plant cell walls, phenolic compounds form
strong bonds with lignin, which consolidate them
against digestion. The cross-linked network of
phenolic compounds are tough to break down, and
then methods such as UAE, which can destroy
plant cell walls and facilitate releasing cell
secondary metabolites, are more efficient than
other techniques in extracting flavonoids such as
quercetin.  Therefore, sonication time and
irradiation power should be considered carefully
because excessive sonication can ruin the active
components in extract.

The advantages of UAE are reduction in extraction
time and in solvent consumption and also being
inexpensive and easy in operation. In this study,
UAE technique along with methanol as the
extraction solvent in 10 min, produced the highest
yield in quercetin extraction and also considerable
yield differences while using solvents in different
polarities.

The best extraction technique (UAE) was
optimized in terms of time and ultrasound intensity.
Several tests using various irradiation power (20%,
50%, 100% intensity) and time of irradiation (5, 10,
15 min) were made to optimize the procedure of
UAE. The best result was obtained at 10 min and
50% of ultrasound intensity (Figure 6).
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Figure 5. Extraction yield % of different techniques for querectin from R. sativus.
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Figure 6. Effects of different times and different ultrasonic
apparatus intensities on extraction efficacy of quercetin
from R. sativus leaves in methanol.

The extraction efficiency above 10 min and also
above 50% of ultrasound intensity did not increase,
which is the result of destruction of plant material.
These results indicate that methanol with 50% of
ultrasound intensity in 10 min are the optimized
conditions for UAE method.

Conclusion

Due to the polar nature of the phenolic compounds,
methanol produced the highest yields in all the
cases.

Traditional methods such as maceration, digestion
and soxhlet, suffer from long extraction times and
also large amount of solvent consumption along
with low yields.

As shown by our investigations, UAE was an
effective and practical method in order to extract
flavonoids such as quercetin from medicinal plants.
The superiority of assisted extraction techniques to
classic ones are shorter extraction times and using
lower amounts of solvents.

The ultrasonic waves promote cavitation in plant
cell walls; therefore, this technique is more
effective than traditional methods in quercetin
extraction from the organic matrix. Despite longer
extraction times for maceration, digestion, and
soxhlet methods compared to 10 min for UAE
technique, the amount of extracted quercetin in
UAE was higher than that of digestion, maceration
and soxhlet methods.

Acknowledgments

The financial support of the Research Council of
the Tehran University of Medical Sciences is
gratefully acknowledged.

Conflict of interests
The authors claim that there is no conflict of
interest.

References

1. Yoganarasimhan SN. Medicinal Plants of India.
Karnataka, Interline Publishers Pvt, Ltd., India;
1996, p. 397,276,452,278,383.

2. Salah-Abbe JB, Abbe S, Haous z, Oueslati R.

Raphanus sativus extract prevents and
ameliorates zearalenone-induced peroxidative
hepatic damage in Balb/c mice. J Pharm
Pharmacol. 2009;61(11):1545-54.
doi:10.1211/jpp.61.11.0015

3. Ghayur MN, Gilani AH. Gastrointestinal
stimulatory and uterotonic activities of dietary
radish leaves extract are mediated through
multiple pathways. Phytother Res.
2005;19(9):750-5. doi:10.1002/ptr.1753

4. Jan M, Badar A. Effect of crude extract of
Raphanus sativus root on isolated trachea of
Albino rat. Pak J Physiol. 2012;8(1):23-6.

5. Pérez Gutiérrez RM, Lule Perez R. Raphanus
sativus (Radish): Their Chemistry and Biology.
The Scientific World Journal. 2004;4:811-37.
d0i:10.1100/tsw.2004.131

6. Gilani AH, Ghayur MN. Pharmacological basis
for the gut stimulatory activity of Raphanus
sativus leaves. J Ethnopharmacol. 2004;95(2-
3):169-72. doi:10.1016/j.jep.2004.06.038

7. Shukla S, Chatterji S, Yadav DK, Watal G.
Antimicrobial efficacy of Raphanus sativus root
juice. Int J Pharm Pharm Sci. 2011;3(5):89-92

8. Lugasi A, Blazovics A, Hagymasi K, Kocsis I,
Kery A. Antioxidant effect of squeezed juice
from black radish (Raphanus sativus L. var
niger) in alimentary hyperlipidaemia in rats.
Phytother Res. 2005;19(7):587-91.
doi:10.1002/ptr.1655

9. Kim WK, Kim JI, Jeong DH, Chun YH, Kim
SH, Cho KJ, et al. Radish (Raphanus sativus L.
leaf) ethanol extract inhibits protein and mMRNA
expression of ErbB2 and ErbB3 in MDA-MB-
231 human breast cancer cells. Nutr Res Pract.
2011;5(4):288-93.
d0i:10.4162/nrp.2011.5.4.288

10.Nakamura Y, Nakamura K, Asai Y, Wada T,
Tanaka K, Matsuo T, et al. Comparison of the
glucosinolate—myrosinase  systems  among
Daikon (Raphanus sativus, Japanese white
radish) varieties. J Agric Food Chem.
2008;56(8):2702-7. doi:10.1021/jf7035774

11.Yamasaki M, Omi Y, Fujii N, Ozaki A,
Nakama A, Sakakibara Y, et al. Mustard oil in
“Shiboriaikon” a variety of Japanese radish,
selectively inhibits the proliferation of H-ras-
transformed 3Y1 cells. Biosci Biotechnol
Biochem. 2009;73(10):2217-21.
d0i:10.1271/bbb.90322

12.Papi A, Orlandi M, Bartolini G, Barillari J, lori
R, Paolini M, et al. Cytotoxic and antioxidant
activity of 4-methylthio-3-butenyl
isothiocyanate from Raphanus sativus L.
(Kaiware Daikon) sprouts. J Agric Food Chem.
2008;56(3):875-83. d0i:10.1021/jf073123c

13.Shukla S, Chatterji S, Mehta S, Rai PK, Singh
RK, Yadav DK, et al. Antidiabetic effect of
Raphanus sativus root juice. Pharm Biol.

64 | Pharmaceutical Sciences, March 2017, 23, 59-65


https://doi.org/10.1211/jpp.61.11.0015
https://doi.org/10.1002/ptr.1753
https://doi.org/10.1100/tsw.2004.131
https://doi.org/10.1016/j.jep.2004.06.038
https://doi.org/10.1002/ptr.1655
https://doi.org/10.4162/nrp.2011.5.4.288
https://doi.org/10.1021/jf7035774
https://doi.org/10.1271/bbb.90322
https://doi.org/10.1021/jf073123c

Different quercetin extraction methods from Raphanus sativus

2010;49(1):32-7.
d0i:10.3109/13880209.2010.493178

14.Beevi SS, Narasu ML, Gowda BB.
Polyphenolics profile, antioxidant and radical
scavenging activity of leaves and stem of
Raphanus sativus L. Plant Foods Hum Nutr.
2010;65(1):8-17. doi:10.1007/s11130-009-
0148-6

15.Sultana B, Anwar F. Flavonols (kaempeferol,
quercetin, myricetin) contents of selected fruits,
vegetables and medicinal plants. Food Chem.
2008;108(3):879-84.
doi:10.1016/j.foodchem.2007.11.053

16.Jan AT, Kamli MR, Murtaza I, Singh JB, Ali A,
Hag QMR. Dietary Flavonoid Quercetin and
Associated Health Benefits An Overview. Food
Rev Int. 2010;26(3):302-17.
doi:10.1080/87559129.2010.484285

17.Johari J, Kianmehr A, Mustafa M, Abubakar S,
Zandi K. Antiviral Activity of Baicalein and
Quercetin against the Japanese Encephalitis
Virus. Int J Mol Sci. 2012;13(12):16785-95.
d0i:10.3390/ijms131216785

18.De Souza KC, Bassani VL, Schapoval EE.
Influence of excipients and technological
process on anti-inflammatory activity of
quercetin and Achyrocline satureioides (Lam.)
D.C. extracts by oral route. Phytomedicine.
2007;14(2-3):102-8.
d0i:10.1016/j.phymed.2005.10.007

19.Vangalapati M, Madhuri G, Sagar VT, Raju
RV, Satyadev LK. Experimental studies and
development of modelling equation of quercetin

from Raphanus sativus using soxhlet extractor.
Int J Innov Res Sci Eng Technol.
2014;3(5):12214-22.

20.Regasini LO, Vellosa JC, Silva DH, Furlan M,
de Oliveira OM, Khalil NM, et al. Flavonols
from Pterogyne nitens and their evaluation as
myeloperoxidase inhibitors. Phytochemistry.
2008;69(8):1739-44.
doi:10.1016/j.phytochem.2008.01.006

21.Metherel AH, Taha AY, lzadi H, Stark KD. The
application of ultrasound energy to increase
lipid extraction throughput of solid matrix
samples [flaxseed]. Prostaglandins Leukot
Essent Fatty Acids. 2009;81(5-6):417-23.
d0i:10.1016/j.plefa.2009.07.003

22.Gupta A, Naraniwal M, Kothari V. Modern
extraction methods for preparation of bioactive
plant extracts. IJANS. 2012;1(1):8-26.

23.Khoddami A, Wilkes MA, Roberts TH.
Techniques for Analysis of Plant Phenolic
Compounds. Molecules. 2013;18(3):2328-75.
doi:10.3390/molecules18022328

24.Romdhane M, Gourdon C. Investigation in
solid—liquid extraction: Influence of ultrasound.
Chem Eng J. 2002;87(1):11-9.
d0i:10.1016/51385-8947(01)00206-6

25.Eftekhari M, Alizadeh M, Ebrahimi P.
Evaluation of the total phenolics and quercetin
content of foliage in mycorrhizal grape (Vitis
vinifera L.) varieties and effect of postharvest
drying on quercetin yield. Ind Crops Prod.
2012;38:160-5.
doi:10.1016/j.indcrop.2012.01.022

Pharmaceutical Sciences, March 2017, 23, 59-65 | 65


https://doi.org/10.3109/13880209.2010.493178
https://doi.org/10.1007/s11130-009-0148-6
https://doi.org/10.1007/s11130-009-0148-6
https://doi.org/10.1016/j.foodchem.2007.11.053
https://doi.org/10.1080/87559129.2010.484285
https://doi.org/10.3390/ijms131216785
https://doi.org/10.1016/j.phymed.2005.10.007
https://doi.org/10.1016/j.phytochem.2008.01.006
https://doi.org/10.1016/j.plefa.2009.07.003
https://doi.org/10.3390/molecules18022328
https://doi.org/10.1016/s1385-8947%2801%2900206-6
https://doi.org/10.1016/j.indcrop.2012.01.022

