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Pedepar

Meta. Memoro 0ocnidoicenns 6yn0 onpayiosanus memo-
OUUHO20 NiOX00y 00 GU3HAUEHHS AHMUOKCUOAHMHOT aK-
MUBHOCMI HACMOTIOK i3 MPABU MOHAPOU Mpyduacmoi ma
K6Imig i Kopenis exinayei nypnypoeoi, a maxoic po3poo-
JIeHHsL IX MEeXHON02Ii 8 1aOOPAMOPHUX YMOBAX.
Marepiaau i MmeTonu. Bukopucmano memoou ananiizy,

cunmesy, cucmemamuzayii ma NOPiGHAHHS IHpopmayii

HAYKOBUX OAHUX, GUIHAYEHHS POZMIPY YACMUHOK JIKAp-
CbKOI POCAUHHOL CUpOBUHU, Memoou mayepayii ma pe-
mayepayii 0Jis1 6UOMOGIEHHSI 00CAIONCYBAHUX HACMO-
tiox, mecm DPPH 075 oyinku 3a2aibHoi aHmuokcuoanm-
HOI akmueHocmi po3pooieHux Hacmouox.

PesynbTaTh ii odroBopennsi. Onpaybosano memoouy-
HUl niOXio 00 GU3HAYEHHS AHMUOKCUOAHTNHOI AKMUBHOC-
mi HACMOUOK i3 Mpagu MOHAPOU Mpyouacmoi ma Keimis
i Kopenig exinayei nypnypoeoi, cyms K020 Noif2ala 8
niobopi 6i0n08iOH020 po3eedents Hacmouok. Hacmoiiku
8UCOMOBIIANU 3 OONOMO2010 Mayepayii ma/abo pema-
yepayii 6 rabopamoprux ymosax. CniegiOHOULeHHsl NO-
OpibHenoi mpasu monapou mpybuacmoi 00 HACMouKuU
oYU 6IU3LKUMU OO0 CRIBEIOHOWEHD, SIKI GUKOPUCTIOBYIOMb
y gapmayesmuuniti npomuciosocmi, a came 1 00 5 i 1
0o 10. Koegpiyiecumu cnupmonoenunanns 70% emanony
0151 KOpeHie exinayei nypnypoegoi (posmip 2-5 Mm), keimis
exinayei nypnypoeoi (posmip 1-3 mm), mpasu monapou
mpy6uacmoi (posmip 0,5-3 mm) dopisniosanu 1,2, 2,25
ma 5,0 mn/e 8i0n0gioHo. J{oCniodicenHs nokasanu, wo Ha-
CMouKY exinayei nypnypogoi eMiuyoms cHoayKu 3 am-
IMUOKCUOAHMHUMU BACTNIUBOCMAMU. 3a2albHA AHMUOK-
CUOAHMHA AKMUBHICb YUX HACMOUOK CIMAHOBUNLA Y Me-
arcax 6i0 254,8 0o 815,8 me pymun-exs. ¢ 1 1 nacmouxu
abo 1,12-4,43 me pymun-exe. 6 1 2 cuposunu 3a1exHCHO
610 YACMUHU POCTIUHU, POZMIPY YACMOK I MUNY eKCMpaK-
yii. AHmuoKCUOaHmMHA AKMUBHICTIG HACMOUOK MPABU MO~
Hapou mpybuacmoi dopisuiosara 2203,6 me pymun-exs.
6 1 1 nacmotuiku ons cnisgionowenns 1 00 9,5 i 20,3 me
pymun-exegieanenmis 6 1 e cuposunu ma 2119,4 me pymun-
eK8. OJsi Hacmouku y cniegionouwtenti 1 00 4,5 i 1 : 9,7 me
pymun-exe. 6 1 e cuposunu.

BucHoBku. Onpaybosano nioxio 0iisi 6USHAUEHHs AHMU-
OKCUOAHMHOT AKMUBHOCTI pO3POOIEHUX HACMOUOK, a Ca-
Me eKCnepuMeHmanibHo 6CMAaH06IeHO PO36eOCHHs Ha-
CMOUOK 01151 AHANTMUYHOT MEMOOUKYU BUSHAYEHHSL AHMU-
oxcudanmuoi akmuernocmi. Pesynomamu 0ocniodcers no-
Kasaau, wo HACmouKu exinayei nypnypoeoi 60100iomo
AHMUOKCUOaHmMHoI0 axmugnicmio. Hacmoiixu mpasu mo-
Hapou mpyouacmoi maxosic 6azami cnoiyKkamu 3 aHmuoK-
cudanmuumu eracmusocmsamu. Onpayvosano 1abopamop-
HY mMexHonozio wecmu Hacmouok. Tlodanvuii docnioxcen-
Hsl Oy0e CNPSIMOBANO HA BUBHEHHSL BULYE32A0AHUX HACIOUOK
Ha MIKPOOP2AHIZMAX [ 1a00paAmopHUX MEAPUHAX.

Introduction
The adaptation of organisms to changes in the
environment is regulated by the nervous,

Abstract

Aim. The aim of the study was to develop the methodical
approach to determine the antioxidant activity of the
tinctures of Monarda fistulosa herb and flowers and roots
of Echinacea purpurea, as well as to develop their
technology in laboratory conditions.

Materials and Methods. The following methods were
used: analysis, synthesis, systematization, and
comparison for processing of published scientific data
on antioxidant activity; method for measuring the particle
size of raw herbal materials; maceration and
remaceration methods for obtaining the tested tinctures;
DPPH test for the valuation of the antioxidant activity of
the developed tinctures.

Results and Discussion.

The methodical approach to determining the antioxidant
activity of the tinctures of Monarda fistulosa herb and
flowers and roots of Echinacea purpurea was elaborated,
the essence of which consisted in the selection of the
appropriate dilution of the tinctures. The six liquid
tinctures were prepared with the help of maceration or/
and remaceration in laboratory conditions. The ratios of
herbal raw materials (HRM) to the final tincture were
close to ratios that are widely employed in the
pharmaceutical industry, namely 1 to 5 and 1 to 10. The
coefficients of alcohol absorption for the roots of
Echinacea purpurea (size 2-5 mmy), flowers of Echinacea
purpurea (size 1-3 mm), herb of Monarda fistulosa (size
0.5-3 mm) were measured. They were measured as 1.2,
2.25, and 5.0 ml/g, respectively, for 70% ethanol. The
studies revealed that Echinacea purpurea tinctures are a
valuable source of antioxidant compounds. The
antioxidant activity of these tinctures was 254.8-815.8
mg rutin-equivalents in 1 L of the tinctures or 1.12-4.43
mg rutin-equivalents in 1 g of the HRM depending on the
part of the plant, particle size and extraction type. The
antioxidant activity of the tinctures of the Monarda
fistulosa herb was equal to 2203.6 mg eq-rutin/L and 20.3
mg eq-rutin/g for the tincture at a ratio of 1 to 9.5 and
2119.4 mg eq-rutin/L and 9.7 mg eq-rutin/g for the
tincture at a ratio of 1 to 4.5.

Conclusions. The approach to the determination of the
antioxidant activity of the tested tinctures was elaborated,
namely the dilutions of the tinctures were established for
the analytical procedure of the determination of the
antioxidant activity. Our studies demonstrated that
tinctures of Echinacea purpurea contained compounds
with antioxidant activity. The tinctures of Monarda
fistulosa herb are very rich in compounds with antioxidant
properties. The laboratory technology of six tinctures was
elaborated. Further studies will be directed at laboratory
studies on microorganisms and animals

endocrine and cardiovascular systems. The
mechanism of adaptogens' actions is to enhance
the nonspecific resistance of the organism to the
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negative influence of biological, physical and
chemical factors. Free radical oxidation at almost
all stages of its course forms many products
because of the interaction of free radicals both
with each other and with biological
macromolecules [10, 16]. Therefore, free radical
oxidation, along with reactive oxygen species,
produces other active free radicals (peroxides,
epoxides, aldehydes, ketones, alcohols,
dialdehydes, etc.), which can interact covalently
with certain functional groups of proteins,
leading to their destruction. Free radical
oxidation can induce the modification of
proteins, including enzymes, changes in their
activity, destruction of antioxidants (vitamins,
ubiquinone, steroid hormones, etc.), changes in
phospholipid composition, the appearance in the
hydrophobic part of oxidation products that
initiate ionic transport processes, changes in
conformation composition, and hence the
structural and functional properties of the
membranes, and in the DNA structure of
damaged cells [16].

The antioxidant system is a powerful
mechanism that prevents the development of free
radicals and peroxide reactions in the organism
[10]. It should be noted that until recently, even in
scientific circles there is an opinion that antioxidants
are found only in vegetables and fruits. However,
recent studies demonstrate that almost all plants
are rich in antioxidants [4]. This ubiquity of
antioxidants in the plant world is due to the fact
that these molecules perform protective functions,
helping the plant themselves to fight pests and
ultraviolet radiation [4]. Antioxidants eliminate
some free radicals from body cells, prevent or
reduce damage caused by oxidation [10]. This
means that herbal preparations rich in antioxidants
can decrease the risk of many diseases, including
heart disease and some cancers. The activity of
herbal preparations is related to their chemical
composition and biologically active substances
which include such specific substances as
glycosides, flavonoids, polysaccharides,
glycopeptides. Vitamin C (ascorbic acid), vitamin
E (tocopherol), vitamin K in reduced hydroquinone
form, provitamin A (beta-carotene) and its

carotenoid precursors, ubiquinone (coenzyme Q10)
in reduced form have a non-specific antioxidant
effect[1, 12]. These and similar substances usually
increase each other's actions, for example, vitamins
C (water-soluble) and E (fat-soluble) complement
each other, protecting cell membranes from lipid
peroxidation [1].

A plethora of the pharmacological
activities of medicinal plants in combination with
high bioavailability and low toxicity can broaden
the list of the diseases for which the
administration of herbal medicines is indicated.
The administration of herbal preparations is the
most adequate preventive and complementary
method of the prevention and treatment of many
diseases under unfavorite ecological and
epidemic conditions, especially under conditions
of spreading the coronavirus disease COVID 19.
Thus, studying herbal preparations with
antioxidant, antimicrobial, adaptogenic and
immunomodulatory activities is considered a
topical issue of modern medicine and pharmacy.

Monarda fistulosa is a promising
essential oil-bearing plant of the Lamiaceae
family, which contains biologically active
substances of different classes. Among these
compounds are flavonoids (luteolin-7-O-
glucoside, apigenin-7-O-glucoside, luteolin,
apigenin), phenolic acids (chlorogenic acid,
caffeic acid, rosmarinic acid), carotenoids,
vitamins B, B,, ascorbic acid, etc. [13]. Thus,
the herb of Monarda fistulosa could be regarded
as a raw material for the preparation of herbal
medicinal products with antioxidant properties.

Echinacea is a genus of the Compositae
family [ 14]. The most common valuable species
are Echinacea purpurea (L.) Moench.,
Echinacea pallida Nutt. and Echinacea
angustifolia DC [5]. Echinacea purpurea grows
in the eastern part of North America. However,
some species of the genus Echinacea are
cultivated in many countries and is mainly used
to treat infectious diseases of the upper and lower
respiratory systems, as well as to treat toothache,
intestinal pain, skin disorders, seizures, chronic
arthritis and cancer, etc. All the parts of this plant
are used in traditional medicine. Echinacea
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purpurea contains derivatives of caffeic acid
(esters of caffeic acid with sugars), conjugates
of caffeic acid with quinic and tartaric acids, as
well as glycosides of apigenin, luteolin,
kaempferol, quercetin, isorhamnetin, etc. Among
such conjugates is chicory acid as the main
phenolic compound of Echinacea [6]. Echinacea
angustifolia and Echinacea pallida showed more
anti-inflammatory potential as the mice
demonstrated significantly higher production of
such anti-inflammatory cytokines as IL-4 and IL-
10 after the administration of the Echinacea
tinctures [ 18]. Echinacea purpurea roots contain
a potent water-soluble antiviral compound
against the two membrane-containing viruses
(herpes simplex type 1 and influenza virus) [6].
The tinctures of the aerial parts of Echinacea
purpurea on the base of 70% ethanol
demonstrated the antioxidant and antimicrobial
activity towards Candida albicans and
Saccharomyces cerevisiae [14]. Thus, tinctures
of Echinacea purpurea could be used for the
treatment of infectious diseases of the oral cavity.
The primary aim of this publication was to
elaborate an approach in order to evaluate the
antioxidant activity of the tinctures prepared
from the herb of Monarda fistulosa and flowers
and roots Echinacea purpurea, grown in the
Sector of Mobilization and Conservation of Plant
Resources of the Rice Institute of the National
Academy of Agrarian Sciences. The secondary
aim was to elaborate the analytical procedure of
measuring the antioxidant activity of the
prepared tinctures. Finally, the aim of this paper
was to elaborate the laboratory technology of the
tinctures of the herb of Monarda fistulosa and
flowers and roots Echinacea purpurea.

Materials and Methods

The following methods were used: analysis,
synthesis, systematization, and comparison for
processing of published scientific data on
antioxidant activity; method for determining the
particle size of raw herbal materials; maceration
and remaceration methods for obtaining the tested
tinctures; DPPH test for the valuation of the
antioxidant activity of the developed tinctures [9].

Plant materials

The flowers of Echinacea purpurea were collected
in the summer of 2020 and roots were collected in
May of 2021 (Sector of Mobilization and
Conservation of Plant Resources of the Rice
Institute). The herb of Monarda fistulosa was
collected in the summer of 2020 (Sector of
Mobilization and Conservation of Plant Resources
of the Rice Institute). The specimens are stored in
the herbarium of the Sector of Mobilization and
Conservation of Plant Resources of the Rice
Institute. The voucher specimens are identified as
EPr-1, EPf-1, MFh-1, respectively. In general, the
ratio of the herbal substance to a final product was
used as approximately 1 to 5 and 1 to 10 at an
appropriate particle size (70% ethanol). The residue
can be removed by filtration through paper filters.
The characteristics of the herbal raw materials
(HRM) and their tinctures are provided in Table 1.

Determination of antioxidant activity (DPPH
radical-scavenging activity)

The antioxidant activity was evaluated by the
DPPH test. The DPPH test is based on the
reaction with electron donors or hydrogen
radicals (He) [2, 8, 9]. The antioxidant activity
of the tested tinctures was measured according
to own elaborated analytical procedure of the
DPPH test. Briefly, 0.003% solution of DPPH
(1,1-diphenyl-2-picrylhydrazyl, Sigma-Aldrich,
Germany) was prepared, using 96% ethanol. This
solution of DPPH was used on the day of its
preparation after the previous measurement of
its absorbance at a wavelength of 515 nm. The
absorbance of the DPPH solution should range
from 0.760 to 0.840, namely 0.800£5%. 0.05 ml
of'the tested tinctures or their different dilutions
was added to 1.95 ml of the DPPH solution in 2 ml
tubes. The blank consisted of the same volume
of'the tincture or its dilution and 1.95 ml of 96%
ethanol while 96% ethanol was as the blank for
0.003% solution of DPPH. The mixtures were
then mixed vigorously and allowed to stand at
room temperature in the dark for 40 min. The
absorbance of the resulting mixtures was read at
a wavelength of 515 nm in 40 min, using the
spectrophotometers: Genesys 20 (USA). The
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Table 1
Characteristics of the HTM and their tinctures
Name Features of the tinctures Type of
N Time of the collection (a ratio of HRM to tincture), .
of HRM . L . . the extraction
particle size, identification
| 1 | Monarda fistulosa The herb was collected 3.80 g to 36.5 ml, particle size 0.5-3 mm (1/21) | Remaceration
2 | herb in the summer of 2020 3.83 g to 17.5 ml, particle size 0.5-3 mm (2/21) | Remaceration
| 3 | Echinacea purpurea | The roots were collected 3.50 g to 19 ml, particle size 2-5 mm (1/21) Remaceration
4 | roots in April of 2021 3.49 g to 14.4 ml, particle size 2-5 mm (2/21) Maceration
| 5 | Echinacea purpurea | The flowers were collected | 5.06 g to 28.0 ml, particle size 1-3 mm (3/21) Maceration
6 | flowers in the summer of 2020 5.0 gto 26.0 ml, particle size 1-3 mm (4/21) Remaceration

DPPH radical-scavenging activity was computed
according to the following equation:
DPPH radical-scavenging activity (%)
=(A A x100%)/A

sample control

where A is the absorbance of the solution of

control

DPPH against 96% ethanol, A  ~ is the
absorbance of the reaction mixtures of the
tinctures or their dilution with DPPH at a
wavelength of 515 nm against the same volume
of the tincture or its dilution and 1.95 ml of 50%
ethanol. The reaction mixture for measuring
A consisted of 1.95 ml of 0.003% solution

control

of DPPH and 0.05 ml of 96% ethanol [9].

Results and Discussion
The tinctures were prepared using maceration
or/and remaceration in laboratory conditions.
The ratios of HRM to the final tincture were close
to ratios that are widely used in the
pharmaceutical industry, namely 1 to 5 and 1 to
10 [3, 15]. The features of the preparation of the
tested tinctures are provided in Table 2.
Ethanol absorption coefficients are
important technological parameters in the

manufacture of herbal preparations. The
coefficients of alcohol absorption for the roots
of Echinacea purpurea (size from 2 to 5 mm),
flowers of Echinacea purpurea (size from 1 to 3
mm), herb of Monarda fistulosa (size from 0.5
to 3 mm) were determined. They were equal to
1.2, 2.25, and 5.0 ml/g, respectively, for 70%
ethanol (Table 3). These studies conform with
our previous studies performed with the herb of
Monarda fistulosa of 2019 year of the collection.
The ethanol absorption coefficient was equal to
4.8 ml/g if the particle size was 0.5 to S5 mm [17].
Simultaneously, the laboratory technology of six
tinctures as a variety of liquid extracts by the
method of simple maceration and remaceration
was elaborated: the tincture of roots of Echinacea
purpurea, tincture of Echinacea purpurea
flowers, the tincture of the herb of Monarda
fistulosa. Sometimes the total volume of the
tincture was not equal to the sum of the separated
volumes obtained in the process of remaceration
which can be explained by deviations of
measurements and losses of the solvent during
the measurements in laboratory conditions.

Table 2
Features of the preparation of the tested tinctures
Name of HRM, Extraction:added volume/obtained Total Final ratio of HRM
identification volume (ml), time of the extraction volume, to the tincture
of the tincture 1 2 3 4 ml (g to ml)
) 38.0/20.0, | 7.5/5.0, | 7.0/5.5, | 8.0/6.5,
Monarda fistulosa herb (1/21) 24 hours | 4 hours | 4 hours | 4 hours 36.5 1t0 9.5
) 21.0/1.0, | 9.0/9.0, | 5.0/5.0, | 6.0/4.5,
Monarda fistulosa herb (2/21) 24 hours | 4 hours | 4 hours | 4 hours 17.5 1to 4.5
Echinacea purpurea roots (1/21) ;ngu?; Zggu?; g?li)su(r); - 19.0 1to0 5.5
. 20.0/14.4
Echinacea purpurea roots (2/21) 7.5 days - - - 14.4 1to 4.1
. 40.0/28.0,
Echinacea purpurea flowers (3/21) 7 days - - - 28.0 1to 5.6
Echinacea purpurea flowers (4/21) 214?1/;355 ésll?éirss il?é{lrss - 26.0 1to 5.2
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Table 3
Calculations of the alcohol absorption coefficients of the herbal raw materials for 70% ethanol
. Volume of the Volume of the Mean values
Mass of the Pa.”'de taken tinctures after the . of the alcohol
Name herbal raw size, ° . Calculations .
materials, g mm 70% ef}hanol ethanol absorption, absor[{tlon
? for filling, ml ml coefficients
Echinacea purpurea 5.06 13 40 29 (40-29)/5.06=2.2 295
flowers 5.00 31 19.5 (40-19.5)/5.0=2.3 )
Echinacea purpurea 3.49 20 16 (20-16)/3.49=1.2
roots 3.50 2-5 11 7 (11-7)/3.50=1.2 1.20
3.57 20 7 (20-7)/3.57=3.64
Monarda fistulosa 3.80 053 38 20 (38-20)/3.80=4.74 4.98
herb 3.83 ) 21 1 (21-1)/3.83=5.22 )

The antioxidant activity of the tested
tinctures was evaluated by the DPPH test [8,9].
Antioxidant activity could be considered as a
criterion of quality of herbal preparations [7-
9,13]. The analytical technique of the antioxidant
activity measurement of the tincture of the herb
of Monarda fistulosa, the tincture of the roots of
Echinacea purpurea and tincture of the Echinacea
purpurea flowers was elaborated by the DPPH
test, namely a dilution of the tincture was
selected and rutin was chosen for constructing
the calibration curve. The results were expressed
as mg eq-rutin/L of an tincture and mg eq-rutin/g
of the HRM. The calibration curve was constructed
in the concentration range of 95 to 305 mg/L of
rutin. The equation was y=0.228x+7.0992,
R?=0.9945. Rutin was chosen as a commercially
available marker [9].

The studies showed that Echinacea
purpurea tinctures are a valuable source of
antioxidant compounds. The antioxidant activity
of these tinctures was 254.8-815.8 mg rutin-
equivalents in 1 L of the tinctures or 1.12-4.43
mg rutin-equivalents in 1 g of the HRM
depending on the part of the plant, particle size
and extraction type. Moreover, it was revealed
that the type of extraction (maceration and
maceration) did not have an influence on the
extraction of phytoconstituents with antioxidant
activity from flowers at the particle size in the
range of 1 to 3 mm (1.41 and 1.38 mg of rutin-
equivalents in 1 g of the flowers, respectively).
However, the mode of extraction significantly
influenced the extraction of compounds with
antioxidant activity from the roots at the particle
size in the range of 2 to 5 mm. The remaceration

and maceration for the roots gave the following
antioxidant activity: 4.43 and 1.12 mg of rutin-
equivalents in 1 g of the roots. If we compared
the roots and flowers, the remaceration resulted
in the following antioxidant activity: 4.43 and
1.41 mg of rutin-equivalents in 1 g of the roots
and flowers, respectively. Such a difference can
be interpreted by the specific histological
structure of roots and flowers. The roots of
Echinacea purpurea are softer compared to
flowers that can assist the extraction of
biologically active substances from roots.

As can be seen from Fig. 1 and 2, and
Table 4, the DPPH scavenging ability increased
proportionally with reducing in the dilution of
tincture 1/21, namely the higher dilution of the
tincture, the lesser was its scavenging ability.
Moreover, the coefficient of correlation was
higher in the case of four points (undiluted
tincture, dilutions of 1 to 10, 1 to S and 1 to 2.5).
Our studies are in line with the studies performed
by Lee et al. These authors determined that the
Echinacea purpurea tincture had close values
(85.1 and 91.4%) of scavenging abilities at its
concentrations of 0.5 and 1.0 mg/ml,
respectively. Ascorbic acid showed similar
results. The half-effective dose (ED, ) of ascorbic
acid was approximately at 0.01 mg/ml. The
DPPH scavenging ability of ascorbic acid at a
concentration of 0.016 mg/ml was 87.6%, a
further increase in the concentration from 0.08
mg/ml to 1 mg/ml did yield the same value of
the antioxidant activity which were close to
100% [11]. In our studies, the undiluted and
dilute tincture in 2.5 times demonstrated very
close values as well.
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Fig. 1

Elaboration of the DPPH free radical scavenging activity assay. choosing a volume of tincture 1 of the roots of
Echinacea purpurea at three dilutions

For computing of rutin equivalents, we
employed the value of antioxidant activity which
was the closest to the value of ED,, namely
44.3% for tincture 1/21 and 38.1% for tincture
2/21, namely dilutions 1 to 5 and 1 to 2,
respectively. For tinctures 3/21 and 4/21, we
performed studies with one dilution (1 to 2).

Our studies conform with data of
Stanisavljevic et al. who measured the antioxidant
activity depending on the concentration of the
dried tincture [14]. It was revealed that an
increase in the concentration of this tincture of
more than 0.2 mg/ml (0.5 and 1.0 mg/ml) did
not increase the antioxidant activity [14].

Therefore, our technological and
analytical studies showed that the morphological
part of Echinacea purpurea (roots or flowers)

and extraction type (maceration or remaceration)
have a great influence on the extraction of
biologically active substances with antioxidant
activities that is very important for the
development of tinctures used in the
pharmaceutical, food and cosmetic industries.
The next studies will be related to measuring the
total flavonoid content in the tinctures.

The antioxidant activity of the tinctures
of the Monarda fistulosa herb was equal to
2203.6 mg eq-rutin/L and 20.3 mg eq-rutin/g for
tincture 1 and 2119.4 mg eq-rutin/L and 9.7 mg
eq-rutin/g for tincture 2. Therefore, the ratio of
the raw material to solvent has no significant
influence on the extent of extraction [7]. These
results revealed that a ratio of the herbal
substance to a final product 1 to 4.5 did not give
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Elaboration of the DPPH free radical scavenging activity assay. choosing a volume of tincture 1 of the roots of
Echinacea purpurea at four dilutions
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Elaboration of the DPPH free radical scavenging activity assay: choosing a volume of tincture 2 of Monarda fistulosa

an adequate depletion of the HRM. Thus, at a
ratio of 1 to 4.5, the same degree of extraction
occurred like at a ratio of 1 to 9.5. For computing
of rutin equivalents, we employed the value of
antioxidant activity which was the closest to the
value of ED, , namely 37.3% for tincture 2/21.
For tinctures 1/21, we performed the study with
one dilution (1 to 16).

It was revealed that the ability to capture
free radicals of DPPH from the tested six
tinctures decreased with increasing dilutions of
the tinctures or in other words with decreasing
concentrations of antioxidants. The reduction in
the DPPH was directly proportional to the
concentration of antioxidants present in the
reaction mixture.

It is impossible to compare our results of
DPPH inhibition with the data of the other
researchers of Monarda fistulosa as we did not
find the data of the studies of the tinctures of
this species. However, we revealed other results
of the studies related to Monarda fistulosa. The
DPPH radical scavenging assay of the dry
tincture obtained from the hydrodistilled residue
by-product of Monarda fistulosa L. herb had a
strong antiradical activity with an ED,  value of
0.285 mg/ml. Shanaida et al. used a similar
analytical procedure of the DPPH test: 0.1 ml of
each test sample in the different concentrations
(0.1-1.0 mg/ml) was mixed with 1.9 ml of DPPH
solution in methanol (25 pg/ml), and this mixture
was incubated for 30 min in darkness at room

temperature. The absorbances were measured at
a wavelength of 517 nm [13].

The results of the antioxidant activity of
six tinctures are provided in Table 4.

As can be seen from table 4, the tinctures
of the Monarda fistulosa herb are very rich in
compounds with antioxidant activity. For further
studies we have chosen a ratio of 1 to 10 for the
Monarda fistulosa herb and a ratio of 1 to 5 for
the roots and flowers of Echinacea purpurea.

Conclusions

The approach to measuring the antioxidant activity
of tested tinctures was elaborated. The essence of
this approach is to employ the appropriate dilution
of a tincture that gives the value of antioxidant
activity which is the closest to the value of ED_ . It
was established in the experimental studies that the
tinctures of Monarda fistulosa herb should be
diluted in 16 times and the tinctures of Echinacea
purpurea should be diluted in 2-5 times depending
on the plant part and mode of the extraction. These
studies also offer that the tinctures of Echinacea
purpurea and Monarda fistulosa herb with using
70% ethanol are herbal preparations with
antioxidant activity. The laboratory technology
of six tinctures was elaborated. Further studies
will be directed at laboratory studies on
microorganisms and animals. The proposed
approach can be used in scientific studies related
to the determination of the antioxidant activity
of other herbal preparations.
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Table 4

The antioxidant activity of the tested tinctures

Antioxidant activity
Tincture undiluted diluted . .
tincture, % | tincture, % | "o eq-rutin/L | mg eq-rutin/g
84.9%
(1t02.5)
. 44.3%
Echinacea purpurea roots (1/21) 87.40% (110 5) 815.8 4.43
23.9%
(1to 10)
18.5%
Echinacea purpurea roots (2/21) - (318t(i 03) 2719 1.12
. (V]
(1t02)
Echinacea purpurea flowers, 36.2%
maceration (3/21) - (1to2) 2548 141
Echinacea purpurea flowers, 37.4%
remaceration (4/21) B (1t02) 266.1 1.38
Monarda fistilosa, herb, B 38.5%
remaceration (1/21) (1to 16) 22036 203
37.3%
(1to 16)
Monarda fistilosa, herb, B 68.5%
remaceration (2/21) (1to 8) 21194 9.68
87.6%
(1t02)
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