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Hydro-ethanolic extracts of flowers from four Verbascum species were evaluated for the phenolic content,
composition, and antioxidant activity using Folin-Ciocalteu assay, HPLC-DAD analysis, and DPPH assay,
respectively. The highest flavonoid content was detected in V. sinuatum extract from Khoramabad
(19.91 mg RE/g DW). The extract of V. pseudo-digitalis from Maymand yielded the highest amount of total
phenols, together with the highest apigenin and luteolin levels (55.62 mg GAE/g DW, 12.18 and 88.13 ug/mg DW,
respectively), while that of V. songaricum from Ardekan showed the highest naringin content (12.44 pg/mg DW).
The extract of V. songaricum from Shirmard exhibited the highest quercetin and rutin levels (1.0 and
24.24 ug/mg DW, respectively), whereas that of V. sinuatum from Ardekan had the highest caffeic acid content
(7.78 ng/mg DW). The antioxidant activity of Verbascum samples showed ICs5q values from 45.12 to 226.62 pug/mL.
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INTRODUCTION

Verbascum L. is one of the largest genera of the
Scrophulariceae family encompassing almost 360
species. This genus includes 43 species and 3
hybrids in Iran, of which 20 species are endemic
(Sotoodeh et al., 2015). Members of this genus are
commonly called ‘mullein’.

Verbascum species are used as mucolytic,
expectorant, diuretic, and lenitive agents in the
traditional medicine and in the treatment of
respiratory diseases such as tuberculosis, bron-
chitis, dry coughs, and asthma (Boga et al., 2016).
They are valuable sources of various pharmaceuti-
cally active substances that have long been used
due to antioxidant, antimicrobial, antibacterial,
and anti-inflammatory activities (Turker and Cam-
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per. 2002; Tatli et al.,, 2003; Turker and Gurel,
2005; Tatli and Akdemir, 2006; Kupeli et al., 2007;
Senatore et al., 2007; Kahraman et al., 2010; Moein
et al., 2012; Karamian and Ghasemlou, 2013;
Nofouzi, 2015; Shakeri and Farokh, 2015).
According to previous studies, more than 50
secondary bioactive metabolites belonging to iri-
doids, phenylethanoids, flavonoids and phenolic
acids were detected in the methanol extract of
Verbascum ovalifolium Donn ex Sims and its
fractions (Luca et al., 2019). Verbascum flowers
contain mainly flavonoids (tamarixetin 7-rutino-
side, tamarixetin 7-glucoside, apigenin, luteolin,
and their 7-glucosides, diosmin, chrysoeriol, erio-
dictyol, kaempferol, quercetin, and rutin) and
phenolic acids (p-hydroxybenzoic, vanillic, p-cou-
maric and ferulic acids) (Bileflimi, 2004; Senatore
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et al., 2007; Klimek, et al. 2010; Gvazava and
Kikoladze, 2012; Boga et al., 2016; Selseleh et al.,
2020).

Flavonoids and phenolic acids make up one of
the most pervasive groups of plant phenolics and
they are frequently used in pharmacy and medi-
cine, because of their antioxidant, antibacterial,
anti-cancer, cardio-protective, anti-inflammatory,
as well as immune system promoting effects
(Ghasemzadeh and Ghasemzadeh, 2011; Tung-
munnithum et al., 2018). Therefore, according to
a report provided on the presence of these com-
pounds in some species of Verbascum, identifica-
tion of new sources of flavonoids and phenolic
acids plays a pivotal role in the pharmaceutical and
food industries (Saleh et al., 2010). However,
information about the phenolic contents in some
Verbascum species is limited in Iran and the
majority of it focuses on restricted geographical
areas. This study was conducted to investigate the
content of five flavonoids (apigenin, luteolin, nar-
ingin, quercetin, and rutin) and one phenolic acid
(caffeic acid) as well as the antioxidant activity of
four species of Verbascum (V. songaricum,

V. macrocarpum, V. pseudodigitalis and V. sinua-
tum), with the aim to identify and quantify the
phenolic compounds, occurring in different areas
of Iran, in order to understand their bioactivities
such as antioxidant potentialities for further appli-
cations.

MATERIALS AND METHODS

PLANT MATERIAL

Four Verbascum species, (V. songaricum,
V. macrocarpum, V. pseudodigitalis and V. sinua-
tum) were collected at the full-blooming stage from
their natural habitats in southwest Iran (Table 1).
The identification was made by two expert bota-
nists (Shirmardi, Hamzeh Ali, PhD., Research
Center of Agriculture and Natural Resources, P.O.
Box 415, Shahrekord, IRAN and Shahrokhi,
Asghar; Education Organization, Chaharmahal
and Bakhtiari Province, Shahrekord, Iran) by using
information available in Flora Iranica (Sharifnia,
2011). The four species were represented by 13, 2,

TABLE 1. Geographical distribution Verbascum populations throughout southwest Iran.

Cod Species Origin Elevation (m a.s.l.) Latitude Longitude
VS1 V. songaricum Naghneh 2302 31° 55’ 51° 19’
vS2 V. songaricum Tumanak 1 2427 32° 31’ 50° 36’
VS3 V. songaricum Semirom 2 2204 31° 19 51° 27’
VsS4 V. songaricum Fathabad 2405 31° 35’ 51° 32’
VS5 V. songaricum Sendegan 1988 31° 12’ 51° 18’
VS6 V. songaricum Semirom 2 2320 31° 22’ 51° 32’
VSs7 V. songaricum Semirom 3 2492 31° 34’ 51° 38’
VS8 V. songaricum Ardekan 2427 30° 18’ 51° 54’
vVS9 V. songaricum Kallar 2344 31° 49’ 51° 04’
VS10 V. songaricum Karsanak 2356 32° 37’ 50° 33’
VS11 V. songaricum Shirmard 2206 31° 24’ 51° 12’
VS12 V. songaricum Bardeh 2466 32° 32' 50° 34’
VS13 V. songaricum Tumanak 2 2282 32° 30’ 50° 40’
VM1 V. macrocarpum Tumanak 2204 32° 29’ 50° 42'
VM2 V. macrocarpum Bardeh 2383 32° 33’ 50° 32’
VPS1 V. pseudo-digitalis = Kharaji 2020 31° 04’ 50° 49’
VPS2 V. pseudo-digitalis = Maymand 1801 31° 08’ 51° 15’
VSI1 V. sinuatum Yasuj 1734 30° 39’ 51° 32'
VSI2 V. sinuatum Khoramabad 1147 33° 26’ 48° 17'
VSI3 V. sinuatum Ardekan 2253 30° 16’ 51° 58’
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2 and 3 specimens, respectively. Herbarium speci-
mens (V. songaricum 1427; V. macrocarpum 3443;
V. pseudodigitalis 1553 and V. sinuatum 3571)
were deposited at the Research Center of Agriculture
and Natural Resources, Shahrekord, Iran.

PREPARATION OF EXTRACTS

Dried flowers, 0.5 g, were extracted with 70% ethanol
at room temperature for 72 h. The filtered extracts
were concentrated using a rotary evaporator (IKA RV
10) at 40°C under reduced pressure to remove the
solvent and finally dried in an incubator (Memmert,
Germany) at 37°C. Finally, 50 mg of the dried extract
was gathered to be used in the next steps.

CHEMICALS AND REAGENTS

The standards of apigenin, luteolin, naringin, quer-
cetin, rutin, and caffeic acid were obtained from
Sigma (St. Louis, MO, USA). HPLC-grade solvents,
gallic acid, folin-ciocalteu reagent, sodium bicarbo-
nate, aluminum chloride and potassium acetate were
provided by Merck (Darmstadt, Germany).

DETERMINATION OF TOTAL PHENOLIC CONTENT
(TPC)

The total phenolic content of the samples was
measured using the Folin-Ciocalteu method (Sin-
gleton and Rossi, 1965). At the beginning, 0.01 g of
the extract was dissolved in 60% methanol and
then brought to a volume of 10 mL. Briefly, the
reaction was carried out using 2 mL of crude extract
(10 mg/mL) mixed with 0.5 mL of Folin reagent 10%
and, after 3-8 min, with 0.4 mL of sodium carbonate
(7.5% wy/v) solution. The samples were incubated at
room temperature for 30 min in the dark and the
absorbance was measured using a UV-Vis Spectro-
photometer (Unico 2100) at 765 nm. Gallic acid was
used as the standard and the results were calculated
as mg gallic acid equivalent (mg GAE/g DW).

DETERMINATION OF TOTAL FLAVONOID CONTENT
(TFC)

Flavonoids were measured based on the method of
Ling et al. (2010) with some changes. Briefly, 0.01 g
of the dried extract was dissolved in 60% methanol
and brought to a volume of 10 mL. Then, 0.1 mL of
this solution was transferred to a test tube and
0.5 mL of aluminum chloride 2% and 3 mL of
potassium acetate 5% were added. After 40 min,
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the absorption of the samples was read at 415 nm.
The total flavonoid content was expressed as mg of
rutin equivalents (mg RE/g DW) (Dan-ling, 2010).

HPLC ANALYSIS OF FLAVONOIDS AND PHENOLIC
ACIDS

The qualitative analysis of the phenolic acid and
flavonoids were performed using a HPLC system
(Knauer, Germany) coupled with a C18 column
(5 um particle size, i.d. 250 mm x 4.6 mm) and
UV-visible detector (PDA Detector 2800). The
binary mobile phase, including solvent A (methanol
and trifluoroacetic acid 0.05%) and solvent B
(deionized water and trifluoroacetic acid 0.05%)
was eluted as follows: 0-10 min, 20% A and 80% B;
10-40 min, 30% A and 70% B; 40-45 min, 60% A
and 40% B; 45-50 min, 80% A and 20% B; 50-55 min,
100% A and 0% B. The flow rate was 0.5 mL/min
and the injection volume was 20 pL. Detection was
performed by scanning from 190 to 800 nm
and reading in the range of 280-372 nm. Identifica-
tion of phenolic acid and flavonoids was carried out
by comparing their UV spectra and retention times
(Rt) with those of analytical standards (Figure 1).
2.5 mg of dry extract of each sample was dissolved
in 1 ml methanol and water in a ratio of 1 : 4 to
provide a concentration of 2500 ppm and the
injection volume was 20 pL. The content of each
flavonoid and phenolic acid was calculated using
the calibration curve equation of analytical stan-
dards of phenolic acid (caffeic acid) and flavonoids
(apigenin, luteolin, naringin, quercetin, rutin). The
results were expressed as pg/mg DW of extract
(Tarnawski et al., 2006).

DETERMINATION OF DPPH RADICAL SCAVENGING
ACTIVITY

In the DPPH assay, the free radical 2,2-diphenyl-1-
picrylhydroazyl (DPPH) was used to find the
antioxidant activity of flower extracts. In a modified
assay, 2 mL of 0.1 mM solution of DPPH radical in
methanol was mixed with 2 mL of the extract. After
mixing, it was left for 15 min at room temperature.
The DPPH radical inhibition was measured at
517 nm by using a spectrophotometer (Unico
2100). The antioxidant activity was given by:

Percent (%) Inhibition =100—| W

] 100

where A stands for the absorbance of the color
formed in a spectrophotometer cell, using DPPH as
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Fig. 1. Representative chromatogram of flavonoids and phenolic acid of extracts (sample VSI3) (a) Caffeic acid
(Rt= 22.63 min) (b) Rutin (Rt- 33.16 min) (¢) Naringin (Rt- 39.34 min) (d) Apigenin (Rt- 42.7 min) (e) Luteolin

(Rt= 46.66 min) (f) Quercetin (Rt- 53.9 min).

control (no extract) and blank consisting of
methanol only. The ICs¢ (ng/mL) of each sample
(concentration in required to inhibit DPPH radical
formation by 50%) was calculated. This was
obtained by interpolation and using linear regres-
sion analysis. All experiments were conducted
in triplicate, and the measurements were reported
as means * SD (Moein et al., 2007).

STATISTICAL ANALYSIS

The data were statistically analyzed using one-way
ANOVA (p < 0.05), and comparison of the means

was performed by Duncan’s multiple range tests
using Statistical Package for the Social Science
(SPSS 16.0, SPSS Inc., USA) computer software.
Specimen homogeneity was analyzed by hierarch-
ical cluster analysis using the Ward method based
on the squared Euclidean distance criterion.

In order to understand the relationships
among different Verbascum samples and to deter-
mine the main constituents influencing the chemi-
cal variability, a covariance data matrix composed
of twenty samples and 6 variables was prepared
and subjected to Principal Component Analysis
using STATISTICA 7.1 (Stat Soft Italia S.r.l.,



Vigonza, Italy). Eigenvalues were calculated and
score- and loading plots including both Verbascum
samples and phenolic compounds were generated.

RESULTS AND DISCUSSION

TOTAL PHENOLIC AND FLAVONOID CONTENT

The TPC and TFC of flower extracts from 20 Iranian
mullein populations are shown in Table 2. High
variation was observed within and among the four
Verbascum species. A statistical analysis showed
that there were significant differences (p < 0.05)
among populations of all species. Among the four
species, the highest TPC was found in the extract of
V. pseudodigitalis (population-VPS2, collected from
Maymand, 55.62 mg GAE/g DW). The lowest TPC
was obtained in the flower extract of V. macro-
carpum (population-VM2 collected in Tumanak,
27.35 mg GAE/g DW). The production of phenolics
in plants is regulated by genetics, the development
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stage and geographic factors (Dutta et al., 2005;
Mamati et al., 2006; Bajalan et al., 2016). TFC of the
flower extracts varied from 10.01 mg RE/g¢ DW in
V. songaricum (population-VS9 collected in Kallar)
to 19.88 mg RE/g DW in V. sinuatum (population-
VSI2 collected in Khoramabad) (Table 2). The lowest
TFC value was obtained from the VS9, VS8, VS12
and VS2 populations (10.01, 10.11, 10.11, and
10.14 mg RE/g DW, respectively), all belonging to
V. songaricum. Comparing the four spices,
V. sinuatum showed the highest value of TFC, while
V. songaricum had the lowest one. TFC values
showed quite a variation among the V. songaricum
ecotypes connected with the geographical origin of
the samples.

Tatli and Akdemir (2004) indicated that the
genus Verbascum is a good natural source of
phenols. The different accumulation of phenolic
compounds in flowers of various Verbascum
species should be explained by substantial varia-
bility in genetics and environmental conditions
of the populations. According to previous studies,

Table 2. Total phenol and flavonoid content and antioxidant activity of Verbascum populations.

Species Population TPC (mg GAE/g DW) TFC (mg RE /g DW) IC50 (ng/mL)
V. songaricum VS1 28.18 + 0.06 ™Y 13.20 + 0.058 7 226.62 + 0.70 ¢
VS2 28.55 + 0.05 & 10.14 + 0.032 & 175.02 £ 0.30 ™
VSs3 28.04 = 0.07 ¥ 13.27 + 0.006 147.83 £ 0.90 *
VS4 29.26 + 0.04 © 19.71 + 0.075 © 129.92 +0.60 "
VS5 27.68 + 0.04 ™ 13.32 + 0.005 B 170.26 + 0.20 !
VSs6 29.10 = 0.02 ¢ 13.31 + 0.00 ™ 118.81 £ 0.70 ©
VSs7 28.67 + 0.18 19.73 £ 0.00 © 155.72 + 0.50 !
VS8 29.17 = 0.05 © 10.11 + 0.015 & 131.80 + 0.40 &
VSs9 28.38 = 0.08%M 10.10+ 0.04 & 195.85 + 0.80 °
VS10 28.53 + 0.03 & 13.19 + 0.005 165.72 + 0.20 ¥
VS11 27.86 = 0.59 ¥ 13.42 £ 0.01 ¢ 115.32 + 0.60 ¢
VS12 28.13 + 0.16 biik 10.11 + 0.005 * 196.44 + 0.70 °
VS13 27.83 +0.13 1 19.80 + 0.005 ° 223.06 + 0.45 P
V. macrocarpum VM1 27.35 £ 0.04 ™ 13.30 £ 0.0 ™ 165.65 = 0.60 ¥
VM2 27.38 +0.01 ™ 13.16 + 0.01 7 165.44 + 0.90
V. pseudo-digitalis ~ VPS1 29.78 + 0.02 ¢ 13.36 = 0.02 © 176.76 £ 0.40 ™
VPS2 55.62 = 0.09 @ 13.54 £0.00 © 99.59 + 0.40 °
V. sinuatum VSl 53.42 + 0.91 ¢ 19.82 + 0.04 P 75.40 + 0.62 °
VSI2 29.03 £0.18 ¢ 19.91 + 0.00 @ 175.46 £ 0.25 ™
VSI3 54.77 + 0.08 ° 13.72 + 0.02 ¢ 45.12 +0.16 @

Mean values within columns followed by the same letters were not significantly different at 5% level according to LSD test

(p < 0.05).
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the phenol and flavonoid compositions in Verbas-
cum are highly variable due to various factors such
as genetics and environmental conditions of the
samples (Bodor et al., 2007; Karamian and Gha-
semlou, 2013). In general, the potential to synthe-
size phenolic acids and flavonoids in different
species is the result of the interaction between
climate and genetics (Diaz et al., 2012; Medina-
Medrano et al., 2015).

ANTIOXIDANT ACTIVITY

The antioxidant capacity of the Verbascum flower
extracts was measured by a spectrophotometric
assay using the DPPH radical as a reagent.
A statistical analysis showed that there was
a significant difference (p < 0.05) among popula-
tions with respect to their antioxidant activity. The
ICso values varied from 45.12 to 226.62 pg/mlL,
whereas the synthetic antioxidant BHT showed an
ICs0 of 62.6 pg/mL.

The highest radical scavenging activity was
obtained for V. sinuatum from Ardekan population
(ICso = 45.12 pg/mL), whereas the lowest (ICs0 =
226.62 pg/mL) for V. songaricum from Naghneh
population (Table 2). Notably, the antioxidant
activity of V. sinuatum was higher than that of
BHT. Other populations showed weaker activity
than that of the positive control. The present
results demonstrated that, except for the samples
from VSI3 and VSI1 populations (V. sinuatum),
which showed significant radical scavenging values,
samples from the other populations displayed
moderate to weak activity. Our results are consis-
tent with those of Moein et al. (2012) who
concluded that V. sinuatum extract may be a good
candidate for a natural antioxidant.

In this study we found out that TPC, apigenin,
naringin, and caffeic acid content had a significant
negative correlation with ICso (-0.746", -.0592",
-0.497" and -0.635"", respectively) and a positive
correlation with the antioxidant activity. Previous
studies showed that antioxidant activities of plants
can be attributed to their high levels of phenolic
compounds (Alothman et al., 2009; Dai and
Mumper, 2010; Bajalan et al., 2016; Tan et al.,
2016). The highest TPC was found in the extracts of
V. pseudodigitalis from Mayman population
(VPS2, 55.62 mg GAE/g DW) and of V. sinuatum
from Ardekan (VSI3) and Yasuj (VSI1) populations
(54.77 and 53.42 mg GAE/g DW, respectively).
Although VPS2 extract showed a higher TPC than
VSI3 and VSI1, it displayed lower antioxidant

N
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activity. This can be explained by a much lower
amount of caffeic acid in VPS2 (0.90 pg/mg DW)
compared with VSI3 (7.78 pg/mg DW) and VSI1
(6.34 ng/mg DW). A previous study reported that
caffeic acid is a potent antioxidant (Giilgin, 20086).
Another study indicated that caffeic acid and its
derivatives are good substrates for polyphenol
oxidase, and under appropriate conditions may
undergo oxidation (Bassil et al., 2005).

In addition, the results of the present study
revealed that there was a negative correlation
between TPC and ICsq values (-0.748) which is in
agreement with previous reports (Corral-Aguayo et
al., 2008; Kumar et al., 2014; Bajalan et al., 2016;
Tewari et al., 2017; Zheng et al., 2019). It is known
that the plant phenols have the ability of scavenging
free radicals, thus producing antioxidant effects
(Shahidi and Ambigaipalan, 2015). Structure-ac-
tivity relationship studies also demonstrated that
compounds with phenolic hydroxyl groups have
a stronger antioxidant effect (Kahraman et al.,
2010). Identifying natural products with radical
scavenging activities is very important for the
pharmaceutical and food industries to find poten-
tial alternatives to synthetic antioxidant preserva-
tives such as BHT and others. Several factors such
as genetics, geographical origin, plant part, harvest-
ing time, may overall influence the antioxidant
properties (Alothman et al., 2009; Teixeira et al.,
2013; Shahidi and Ambigaipalan, 2015).

The distribution of phenols and flavonoids
revealed both intra- and inter-specific variability
among all Verbascum species. The results obtained
from this study highlight the use of metabolite
composition as an important marker for studying
variations and relationships within and among
Verbascum species.

HPLC ANALYSIS

In this study, five flavonoids, i.e., apigenin, luteolin,
naringin, quercetin and rutin, and one phenolic
acid, i.e., caffeic acid, were quantified in flower
extracts from four Verbascum species using a HPLC
method. V. pseudodigitalis flowers from Maymand
population (VPS2) yielded the highest amount of
apigenin and luteolin (12.18 and 88.13 pg/mg DW,
respectively). The lowest content of apigenin
(0.37 pg/mg DW) and luteolin (2.18 pg/mg DW) was
detected in V. songaricum collected from Naghneh
(VS1) and V. sinuatum collected in Khoramabad
(VSI2), respectively. Naringin levels ranged from
0.65 pg/mg DW for V. songaricum collected in
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Bardeh to 12.44 ug/mg DW for V. songaricum
collected in Ardekan. Quercetin and rutin reached
the highest levels (1.0 and 24.24 pg/mg DW,
respectively) in the extract of V. songaricum
(WS11) from Shirmard. On the other hand, querce-
tin was not detected in four population of
V. songaricum (VS4, VS6, VS9, and VS10), one
population of V. pseudodigitalis (VPS2), and any
populations of V. sinuatum (VSI1, VSI2 and VSI3).
Among the twenty Verbascum populations,
V. songaricum (VS11) was found to be the richest
in rutin (24.24 ng/mg DW), while the VS10 popula-
tion possessed the lowest quantity of this compound
(2.7 pg/mg DW). The V. sinuatum popula-
tions showed the highest level of caffeic acid
(4.98-7.78 pg/mg DW). The lowest content of this
metabolite was detected in V. songaricum (VS1,
0.62 ng/mg DW) (Table 3).

Previous studies reported the presence of
several flavonoids and phenolic acids in flower
extracts from Verbascum species (Serdyuk et al.,
1976; Naumov et al., 1998; Klimek et al., 2010;
Grigore et al., 2013). However, little information is
available about the phenolic profiles of Iranian
Verbascum species. Our data revealed that
V. pseudodigitalis flowers from Maymand popula-
tion (VPS2) yielded the highest amount of apigenin
(33.18 pg/mg DW). Quercetin reached the highest
levels in the extract of V. songaricum from
Shirmard population (1.0 pg/mg DW). Grigore et
al. (2013) reported that the content of quercetin,
apigenin and caffeic acid of V. phlomoides L.
growing in Romania was 17.29, 0.358 and
39.96 mg/g DW, respectively. These differences
may be explained by variability in the geographic
origin, genetics and environmental conditions.

CLASSIFICATION OF VERBASCUM POPULATIONS

Cluster analysis (CA), principal component analy-
sis (PCA) and heat-map visualization were
performed to explore the chemotaxonomic affinity
and relationship among 20 populations of four
Verbascum species according to their chemical
compositions. The results showed similar patterns
among the constructed dendrogram in CA and
bidimensional biplots in PCA (Figures 2 and 3).
The obtained dendrograms showed that the sam-
ples were divided into four main groups. The
results showed an obvious separation between the
two populations of V. pseudodigitalis (VPS2) and
V. songaricum (VS11) and the other populations.
V. pseudodigitalis from Maymand (VPS2) yielded
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Fig. 2. Average-linkage dendrogram of four Verbascum
species (20 populations) resulting from cluster analysis
(based on Euclidean distances). Chemotype II (caffeic
acid/naringin), Chemotype III (of quercetin/rutin), Che-
motype IV (apigenin/ luteolin) with a detailed descrip-
tion of populations.

the highest amount of apigenin and luteolin, while
V. songaricum from Shirmard (VS11) showed the
highest amounts of quercetin and rutin. Fourteen
populations (i.e., VS10, VS12, VS1, VS4, VS3, VS5,
VS2, VM2, VSI2, VS9, VS13, VS6, VS7, and VM1)
formed chemotype I that was the largest one and
enclosed all species. Four populations (VSI1, VSIS,
VPS1 and VS8) formed chemotype II that was rich
in caffeic acid and naringin. Chemotype III included
only one population of V. songaricum (VS11),
which was characterized by high concentrations of
luteolin (43.55 ug/mg DW), quercetin (1 ug/mg DW)
and rutin (24.24 pg/mg DW). High values of api-
genin (33.18 pg/mg DW) and luteolin (88.12 pg/mg
DW) differentiated VPS2 population (V. pseudodi-
gitalis, collected in Maymand region) as a distinct
chemotype (chemotype IV). The heat-map sum-
marizes the quantitative data on the phytochemical
components and antioxidant activity in flower
extracts from the four Verbascum species
(Figure 4). A color was associated with the content
of each compound, with blue meaning a low content
and red alluding to a high content. The results
obtained from HCA and PCA showed that genotypes
from V. sinuatum and V. pseudodigitalis species
had notable antioxidant potential due to the
presence of phenolic compounds and individual
flavonoid and phenolic acids (i.e., apigenin, nar-
ingin and caffeic acid). Overall, the present study
showed that Verbascum flowers are extremely
variable in phenolic constituents. This variability
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Fig. 3. (a) PCA score plot for main variation of phenolic compositions among Iranian Verbascum populations
(b) Loading plot for phenolic constituents explaining 95.89% of the variation on PC1 and PC2 axes.

Fig. 4. Distribution of biochemical compounds in
flowers of Verbascum genotypes with heat map visua-
lization from blue for low contents to red for high
contents.

might be due to differences in the climate, habitat
and genetics.

CONCLUSION

The present investigation was aimed at studying the
variation in phenolic composition and antioxidant
activity in 20 Verbascum accessions sampled in
Iran and belonging to four different species. In this
study, the Verbascum samples showed a great rate
of phytochemical variation and seemed to have
a high potential for exploitation in cultivation and
breeding. Exploring the level of phytochemical
diversity in the Verbascum species growing in Iran
provided important information for exploiting their
bioactivity potentials such as antioxidant activity.
The results showed that the geographic origin and
environmental conditions could significantly affect
the phenolic composition in Verbascum species.

AUTHORS' CONTRIBUTIONS

ZL contributed to the design of the study, super-
vised the research and manuscript editing, FJ and
FM helped with the supervision and preparation of
the manuscript. FJ, KS and FM performed the
experiments and data collection, and prepared
manuscript drafting. All authors have read and



40

confirmed the final version of the manuscript for
publication. The authors declare that there is no
conflict of interest.

ACKNOWLEDGEMENT

The authors gratefully thank the Research and
Technology Deputy of Shahrekord University of
Medical Sciences for all support provided. This
work was supported by grant No. 2213 from
Research Council of Shahrekord University of
Medical Sciences.

REFERENCES

ArotamMaN M, Beat R, and Karmm A. 2009. Antioxidant
capacity and phenolic content of selected tropical fruits
from Malaysia, extracted with different solvents. Food
Chemistry 115(3): 785-788. https://doi.org/10.1016/j.
foodchem.2008.12.005

BaJaran I, MoHammapr M, Avaelr M, and PirBaLoutt AG. 2016.
Total phenolic and flavonoid contents and antioxidant
activity of extracts from different populations of
lavandin. Industrial Crops and Products 87: 255-
260. https://doi.org/10.1016/j.indcrop.2016.
04.059

BassiL D, Makris DP, and KeraLas P. 2005. Oxidation of
caffeic acid in the presence of L-cysteine: isolation of
2-S-cysteinylcaffeic acid and evaluation of its antioxi-
dant properties. Food Research International 38(4):
395-402. https://doi.org/10.1016/j.foodres.-
2004.10.009

BiLerLiMi VTK. 2004. Chemical constituents of Verbascum L.
species. FABAD Journal of Pharmaceutical Sciences
29: 93-107.

BoporR Z, ALBERTI A, Zsarnoczal J, Kery A, and NemeTtH E.
2007. Evaluation of phytochemical markers character-
ising cultivated and wild mullein flowers (Verbascum
phlomoides L.). Planta Medica 73(09): 310. https:/
doi.org/10.1055/s-2007-987090

Boca M, Ertas A, YiLmaz MA, Kizi. M, CEken B, Hasivi N, OzpEN
TY, Demirct S, YeNER [, and Devect O. 2016. UHPLC-ESI-
MS/MS and GC-MS analyses on phenolic, fatty acid
and essential oil of Verbascum pinetorum with anti-
oxidant, anticholinesterase, antimicrobial and DNA
damage protection effects. Iranian Journal of Phar-
maceutical Research 15(3): 393. PMC5149026

CorraL-Acuayo RD, Yania EM, CarriLLo-LopeEz A, and Gonza-
LEz-AGUILAR G. 2008. Correlation between some nutri-
tional components and the total antioxidant capacity
measured with six different assays in eight horticultural
crops. Journal of Agricultural and Food Chemistry
56(22): 10498-10504. https://doi.org/10.1021/jf80-
1983r

www.czasopisma.pan.pl P N www journals.pan.pl

JamsHhidizEKid ep al.

Dar J, and Mumper RJ. 2010. Plant phenolics: extraction,
analysis and their antioxidant and anticancer proper-
ties. Molecules 15(10): 7313-7352. https://doi.org/
10.3390/molecules15107313

Dan-Ling W. 2010. Determination of antioxidant active
components in Phyllanthus emblica L. Journal of
Anhui Agricultural Sciences 2010: 24.

Diaz P, Jeona SC, LEe S, Knoo C, and KoyvyaLamupr SR. 2012.
Antioxidant and anti-inflammatory activities of selected
medicinal plants and fungi containing phenolic and
flavonoid compounds. Chinese Medicine 7(1): 26.

DutTta A, Batra J, PanDEY-RAT S, SIngH D, Kumar S, and Sen J.
2005. Expression of terpenoid indole alkaloid biosyn-
thetic pathway genes corresponds to accumulation of
related alkaloids in Catharanthus roseus (L.) G. Don.
Planta 220(3): 376-383. https://doi.org/10.1007/
s00425-004-1380-9

GnHaseMzaDEH A, and GuasemzabpeH N. 2011. Flavonoids and
phenolic acids: Role and biochemical activity in plants
and human. Journal of Medicinal Plant Research 5
(31): 6697-6703. https://doi.org/10.5897/
JMPR11.1404

GRIGORE A, CoLcERU-MIHUL S, LitEscu S, PanteEL1 M, and Rasir 1.
2013. Correlation between polyphenol content and
anti-inflammatory activity of Verbascum phlomoides
(mullein). Pharmaceutical Biology 51(7): 925-929.
https://doi.org/10.3109/13880209.2013.767361

GuLen 1. 2006. Antioxidant activity of caffeic acid (3, 4-di-
hydroxycinnamic acid). Toxicology 217(2-3): 213-220.
https://doi.org/10.1016/j.tox.2005.09.011

Gvazava L, and KikoLapze V. 2012. Orobanchoside and
flavonoids from Verbascum phlomoides and V. densi-
florum. Chemistry of Natural Compounds 47(6): 991-
992. https://doi.org/0009-3130/12/4706-0991

Kanraman C, Tatui II, Oruan IE, and AkpEmir ZS. 2010.
Cholinesterase inhibitory and antioxidant properties of
Verbascum mucronatum Lam. and its secondary
metabolites. Zeitschrift fiir Naturforschung C 65(11-
12): 667-674. https://doi.org/10.1515/znc-2010-11-
1206

Karamian R, and Guasemrou F. 2013. Total phenolic content,
antioxidant and antibacterial activities of three Ver-
bascum species from Iran. Journal of Medicinal
Plants and By-products 1: 43-51. https://www.re-
searchgate.net/publication/279467650

KrLivek B, OLszewska MA, and Tokar M. 2010. Simultaneous
determination of flavonoids and phenylethanoids in
the flowers of Verbascum densiflorum and V. phlo-
moides by high-performance liquid chromatography.
Phytochemical Analysis: An International Journal of
Plant Chemical and Biochemical Techniques 21(2):
150-156. https://doi.org/10.1002/pca.1171

Kumar S, SanpHRR R, and Ogua S. 2014. Evaluation of
antioxidant activity and total phenol in different
varieties of Lantana camara leaves. BMC Research
Notes 7(1): 560. https://doi.org/10.1186/1756-0500-7-
560



www.czasopisma.pan.pl

KupeLt E, Tatur II, AkpEMIR ZS, and Yesiapa E. 2007.
Bioassay-guided isolation of anti-inflammatory and
antinociceptive glycoterpenoids from the flowers of
Verbascum lasianthum Boiss. ex Bentham. Journal of
Ethnopharmacology 110(3): 444-450. https://doi.org/
10.1016/j.jep.2006.10.004

Luca SV, Miron A, AproTosoalE AC, Minar CT, Vocarra G,
GHERGHEL D, CiocariaNn N, and Skaricka-Wozniak K.
2019. HPLC-DAD-ESI-Q-TOF-MS/MS profiling of Ver-
bascum ovalifolium Donn ex Sims and evaluation of
its antioxidant and cytogenotoxic activities. Phyto-
chemical Analysis 30(1): 34-45. https://doi.org/
10.1002/pca.2788

MawmaTi GE, Liang Y, and Lu J. 2006. Expression of basic
genes involved in tea polyphenol synthesis in relation
to accumulation of catechins and total tea polyphenols.
Journal of the Science of Food and Agriculture 86(3):
459-464. https://doi.org/10.1002/jsfa.2368

MEDINA-MEDRANO JR, ALMARAZ-ABARCA N, GONZzALEZ-ELIZONDO
MS, UriBE-Soto JN, GonzALEZ-VALDEZ LS, and HERRERA-
ArrIETA Y. 2015. Phenolic constituents and antioxidant
properties of five wild species of Physalis (Solanaceae).
Botanical Studies 56(1): 24. https://doi.org/10.1186/
s40529-015-0101-y

Moen S, Farzami B, Knacnant S, Moein MR, and Larijant BA.
2007. Antioxidant properties and protective effect on
cell cytotoxicity of Salvia mirzayani. Pharmaceutical
Biology 45(6): 458-463. https://doi.org/10.1080/
13880200701389144

MoEn S, Moein M, KHosHnoup MJ, and Karantert T. 2012. In
vitro antioxidant properties evaluation of 10 Iranian
medicinal plants by different methods. Iranian Red
Crescent Medical Journal 14(12): 771. PMC3587865

Naumov P, Kuzmanovski I, and Sterova M. 1998. Flavonoids of
Verbascum scardicolum and Melampyrum scardi-
cum. Bulletin of the Chemists and Technologists of
Macedonia 17(1): 41-44.

Norouzr K. 2015. Study on the antioxidant activity and in
vitro antifungal activity of Verbascum speciosum
methanolic extract. Journal of Mycology Research 2
(2): 97-108.

SaLer MA, Crark S, Wooparp B, and DeorLu-SoBocun SA.
2010. Antioxidant and free radical scavenging activities
of essential oils. Ethnicity and Disease 20(1): 78.

SELSELEH M, NEJsaD EBraHmMI S, ArLiaHMmADI A, SonsoLl A, and
MiruaLiLt MH. 2020. Metabolic profiling, antioxidant, and
antibacterial activity of some Iranian Verbascum L.
species. Industrial Crops and Products 153(October):
112609. https://doi.org/10.1016/j.indcrop.2020.112609

SENATORE F, Ricano D, Formisano C, Grassia A, BasiLE A, and
Sorso S. 2007. Phytogrowth-inhibitory and antibacter-
ial activity of Verbascum sinuatum. Fitoterapia 78(3):
244-247.

SERDYUK L, DzrHumyrko S, and Kompantsev V. 1976. Iridoids
and flavonoids of Verbascum lychnitis. Chemistry of
Natural Compounds 12(4): 489-490. https://doi.org/
10.1007/BF00564831

wnp PAN
Properties of Ifa Verbascum species

www journals.pan.pl

41

Suann! F, and AwmbicarraLan P. 2015. Phenolics and poly-
phenolics in foods, beverages and spices: Antioxidant
activity and health effects — A review. Journal of
Functional Foods 18: 820-897. https://doi.org/
10.1016/}.jf£.2015.06.018

SHAKERI A, and FarokH A. 2015. Phytochemical evaluation and
antioxidant activity of Verbascum sublobatum Murb.
leaves. Research Journal of Pharmacognosy 2(3):
43-47.

SiwcLeToN VL, and Rosst JA. 1965. Colorimetry of total
phenolics with phosphomolybdic-phosphotungstic
acid reagents. American Journal of Enology and
Viticulture 16(3): 144-158.

SotoopeH A, CiveyREL L, and Atrtar F. 2015. Verbascum
shahsavarensis (Scrophulariaceae), a new species for
flora of Iran. Phytotaxa 203(1): 76-80. http://dx.doi.
org/10.11646/phytotaxa.203.1.8

Tan L-H, Zuanc D, Wanac G, Yu B, ZnHao S-P, Wane J-W, Yao L,
and Cao W-G. 2016. Comparative analyses of flavo-
noids compositions and antioxidant activities of hawk
tea from six botanical origins. Industrial Crops and
Products 80: 123-130. https://doi.org/10.1016/j.in-
dcrop.2015.11.035

Tarnawskli M, Depra K, Gresciun D, and Szerepin B. 2006.
HPLC determination of phenolic acids and antioxidant
activity in concentrated peat extract — a natural
immunomodulator. Journal of Pharmaceutical and
Biomedical Analysis 41(1): 182-188. https://doi.org/
10.1016/j.jpba.2005.11.012

TartLr II, and AxkpeEmiR ZF. 2006. Traditional uses and
biological activities of Verbascum species. FABAD
Journal of Pharmaceutical Sciences 31(2): 85.

TarLr R, AkpEMIR S, BEDIR E, and Kuan I. 2003. Search for
antifungal compounds from some Verbascum species
growing in Turkey. Fabad Journal of Pharmaceutical
Sciences 28: 137-140.

TeIXeIRA B, Marques A, Ramos C, NeEng NR, Nocueira JM,
Sarava JA, and Nunes ML. 2013. Chemical composition
and antibacterial and antioxidant properties of commer-
cial essential oils. Industrial Crops and Products 43:
587-595. https://doi.org/10.1016/j.indcrop.2012.07.069

Tewart R, Gupra M, AnmMap F, Rout PK, Misra L, PATWARDHAN A,
and Vasubeva R. 2017. Extraction, quantification and
antioxidant activities of flavonoids, polyphenols and
pinitol from wild and cultivated Saraca asoca bark
using RP-HPLC-PDA-RI method. Industrial Crops and
Products 103: 73-80. https://doi.org/10.1016/j.in-
dcrop.2017.03.036

Turker AU, and CampEr N. 2002. Biological activity of
common mullein, a medicinal plant. Journal of
Ethnopharmacology 82(2-3): 117-125. https://doi.
org/10.1016/S0378-8741(02)00186-1

TunamunniTHUM D, THONGBOONYOU A, PHOLBOON A, and YAaNGsa-
Bal A. 2018. Flavonoids and other phenolic compounds
from medicinal plants for pharmaceutical and medical
aspects: An overview. Medicines 5(3): 93. https://doi.
org/10.3390/medicines5030093



www.czasopisma.pan.pl P N www journals.pan.pl

42 JamsHhidizEKid ep al.

Turker AU, and GureL E. 2005. Common mullein (Verbas- ZHenG J, Tian W, Yancg C, Suit W, Cao P, Long J, Xuao L, Wu Y,

cum thapsus L.): recent advances in research. Phy- Lianc J, and L1 X. 2019. Identification of flavonoids in
totherapy Research: An International Journal Plumula nelumbinis and evaluation of their antiox-
Devoted to Pharmacological and Toxicological Eva- idant properties from different habitats. Industrial
luation of Natural Product Derivatives 19(9): 733- Crops and Products 127: 36-45. https://doi.org/

739. https://doi.org/10.1002/ptr.1653 10.1016/j.indcrop.2018.08.020



