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Abstract
The present study introduced an in vitro shoot organogenesis protocol for the medicinal plant Scutellaria
araxensis (Lamiaceae). Stem, leaf, and petiole explants were cultured in half-strength Murashige and Skoog (MS)
medium containing different concentrations of 6-benzylaminopurine (BAP) alone or in combination with
thidiazuron (TDZ), indole-3-butyric acid (IBA), or α-naphthalene acetic acid. Callus formation occurred from stem
and petiole explants in most cultures; however, in leaf explants, it was observed only in cultures containing 0.5
mg/l BAP supplemented with TDZ at all concentrations. The highest frequency of indirect shoot induction (100
and 90%) with an average of 20.33 and 12 shoots per explant was observed in stem-derived calli cultured on halfstrength MS medium containing 2.0 mg/l BAP plus 0.5 and 1.5 mg/l TDZ, respectively. The best direct shoot
organogenesis (40%) was observed in stem explants cultured on half-strength MS medium containing 0.5 mg/l
BAP and 0.5 mg/l IBA with a mean of 18 shoots per stem explant. The regenerated micro-shoots were elongated
on a medium fortified with 0.5 mg/l gibberellic acid and then successfully rooted in half-strength MS medium
supplemented with 0.5 mg/l IBA. The obtained plantlets were acclimatized in a growth chamber with a survival
rate of 100%. This study is the first report of a simple and efficient in vitro shoot organogenesis and regeneration
protocol for S. araxensis by using stem explants, which could be useful for the conservation, genetic manipulation,
and exploitation of biological molecules of this valuable genetic source.
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Introduction

Scutellaria is the second largest genus within the Lamiaceae family with over 360 worldwide species (Ranjbar and Mahmoudi, 2017). Scutellaria araxensis Grossh
is a perennial herb native to Iran and parts of Azerbaijan
(Ranjbar and Mahmoudi, 2017). It is also known as Araksinsky skullcap and is used in folk medicine to treat several ailments (Gharari et al., 2020a). S. araxensis often
grows in Marl lands at an altitude of 800 m with an average annual rainfall of 200 to 270 mm.
The main components of the volatile oil from the
aerial parts of S. araxensis are oxygenated monoterpenes with cis - anethole (28.5%) and p-menthan-3-one as
the principal components (Gharari et al., 2020a). The

essential oil of S. araxensis shows in vitro antimicrobial
activity against some gram-positive and gram-negative
bacteria such as Staphylococcus aureus and Escherichia
coli (Gharari et al., 2020a). S. araxensis contains a wide
variety of flavones, especially avonoids, such as flavone
aglycones (baicalein and wogonin), glycosides (baicalin
and wogonoside), and methylated derivatives (Gharari
et al., 2020b). In addition, by using HPLC-DAD-ESI/MSn
analysis, four known phenylethanoid glycosides, namely
martynoside, acteoside, allysonoside, and verbascoside,
were identified from the root and shoot parts of in vitro
cultured S. araxensis (Gharari et al., 2020b). Recent
pharmacological research confirmed that the Scutellaria
genus and its isolated pure compounds possess bene-
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ficial bioactivities such as antitumor, anti-inflammatory,
hepatoprotective, antibacterial, anticonvulsant, and antiviral activities (Shang et al., 2010; Gharari et al., 2021a).
The commercial use of herbal medicines has led to
the danger of extinction of many wild medicinal herbs.
The Forests, Rangeland and Watershed Management
Organization of Iran has classified approximately 2300
plant species with significant pharmaceutical effects that
are used in Iran traditional medicine (Jafari et al., 2019).
Considering the pharmaceutical properties of S. araxensis and the low rate of its distribution in natural habitats,
it has become necessary to develop efficient alternative
tools for the propagation and conservation of S. araxensis genotypes. In vitro conservation is one of the plant
tissue culture techniques that is widely used for the
rapid and efficient propagation of several endangered
and endemic medicinal species under sterile conditions
(Debnath et al., 2006). In recent years, intensive efforts
have been made to conserve and propagate several endangered medicinal plants such as Paraisometrum mileense and Tuberaria major by in vitro conservation techniques from a small quantity of the explant sources
without any notable effects on wild-type populations (Coelho et al., 2014; Lin et al., 2014; Monemi et al., 2014).
On the basis of these facts, the present investigation aimed to evaluate the effect of 6-benzylaminopurine (BAP),
thidiazuron (TDZ), α-naphthalene acetic acid (NAA), and
indole-3-butyric acid (IBA), either alone or in combination, on callus induction, shoot organogenesis, and multiplication of in vitro cultured S. araxensis leaf, petiole,
and stem explants. To the best of our knowledge, the
present study is the first report on the development of
a simple and rapid in vitro regeneration system for direct and indirect regeneration of S. araxensis.
Materials and methods
Media and culture conditions

Half-strength Murashige and Skoog (MS) medium enriched with 3% sucrose supplemented with different
combinations and concentrations of BAP (0.5, 1, 1.5, and
2 mg/l) plus TDZ (0.1, 0.5, 1, and 1.5 mg/l), IBA (0.1,
0.5, 1, and 1.5 mg/l), and NAA (0, 0.1, 0.5, and mg/l)
was used as culture media. Half-strength MS medium
supplemented with 0.5 mg/l gibberellic acid (GA3) was
used for shoot elongation and multiple shoot production.
Root induction was performed in half-strength MS me-

dium enriched with 0.5 mg/l IBA (Gharari et al., 2021b).
The pH of the medium was adjusted to 5.7–5.8 before
the addition of agar (0.8% w/v), and the medium was
then sterilized for 15 min at 121EC.
Surface sterilization, callus induction,
and shoot regeneration
This study was conducted at the Zanjan Pharmaceutical Biotechnology Research Center, Zanjan University of Medical Sciences, Zanjan, Iran. S. araxensis
seeds were collected from their natural habitats in the
surroundings of Jolfa city, subdivision in the East Azerbaijan province of Iran in July 2018 and were then identified by Dr. Alireza Yazdinezhad from the Department of
Pharmacognosy, School of Pharmacy, Zanjan University
of Medical Sciences, Zanjan, Iran (voucher specimen
number: 1316). Healthy and uniform seeds were washed
under running tap water for 15 min, surface sterilized
with 70% ethanol for 15 s, and then immersed for 10 min
in 10% bleach (NaOCl) with 2 drops of Tween-20, followed by rinsing three times for 3 min each in sterile
water. For seed germination, the sterilized seeds were
transferred into sterile plates and then cold stratified at
4EC for 4 weeks. The seeds were cultivated on agarsolidified water for germination at 24 ± 2EC for 16 h
photoperiod (light intensity of 80.5 μmol m!2 @ s!1) and
85% relative humidity. After germination, the seedlings
were transferred into half-strength MS medium. Petiole,
leaf, and stem segments were used as explants for callus
formation and shoot organogenesis. They were cut out
from 2-month-old seedlings grown under in vitro conditions. Explants (1 × 1 cm) were inoculated horizontally
on half-strength MS medium containing various concentrations and combinations of plant growth regulators
(PGRs). Explants grown on half-strength MS medium
without the addition of PGRs were used as control cultures.
Shoot elongation and proliferation

After direct shoot induction from stem explants and
indirect shoot organogenesis from stem-derived callus,
micro-shoots (buds) were excised and subcultured on
half-strength MS medium supplemented with 0.5 mg/l
GA3 at regular intervals of 2 weeks for 2 months to
achieve shoot elongation and avoid vitrification. The
frequency of in vitro shoot organogenesis and the number of shoots per explant were then recorded.
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In vitro rooting of shoots and acclimatization
of plantlets
The obtained induced shoots were excised and transferred into half-strength solid MS medium supplemented
with 0.5 mg/l IBA in a growth chamber maintained at
25 ± 2EC, 85% relative humidity, and 16 h photoperiod
(Gharari et al., 2021b). After 4 weeks, the rooted plantlets were removed from the medium and gently washed
with sterile distilled water to remove traces of the adhered medium. The plantlets were then transferred to
plastic cups containing peat moss covered with transparent polythene bags to create a high relative humidity,
maintained in the growth chamber at 25EC for 18 days,
and watered every alternate day with 1/4 liquid MS basal
medium. After 7 days, the transparent polyethylene bags
were slowly cut and slightly removed to achieve hardening. Following acclimatization, the plants were transferred to bigger pots containing sand and normal garden
soil in the ratio of 1 : 2 and kept under greenhouse conditions for more growth.
Statistical analysis

Experiments were conducted under a completely
randomized design. Each treatment contained 10 explants per culture pellet and three culture pellets per
treatment. Variance analysis was performed with IBM
SPSS Statistics 22.0 software. Mean values were compared using Duncan’s multiple range tests. Graphs were
created using Microsoft Excel 2013.
Results
Effect of BAP and TDZ on callus induction
and shoot organogenesis
The highest frequency of callus induction (100%) was
observed in stem explants in all the tested PGR concentrations (Table 1). However, for petiole and leaf explants, 100% callus induction was obtained only on media
containing the lowest BAP concentration (0.5 mg/l)
(Table 1).
No direct shoot organogenesis was observed in the
combined treatments of BAP and TDZ. Figures 1A–D
represent the formation of compact and light green calli
in callus cultures derived from stem explants, followed
by the development of micro-shoot primordial on their
surfaces (Fig. 1A–D). The micro-shoots started to develop shoots in the subsequent subcultures in cultures
containing 0.5 mg/l GA3. Although micro-shoots were
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induced from all stem-derived calli containing BAP and
TDZ, it is evident that a higher concentration of BAP
(2 mg/l) combined with 0.5 mg/l TDZ significantly increased the percentage of shoot induction (100%) and
shoot numbers per explant (20.33) (Fig. 2A, Fig. 2B).
Root formation in induced shoots was observed after
transferring the shoots to half-strength MS medium supplemented with 0.5 mg/l IBA.
Effect of BAP and IBA on callus induction
and shoot organogenesis
After transferring of stem and petiole tissues to halfstrength MS medium supplemented with various combinations of BAP and IBA, callus formation occurred
within 10 days (Fig. 1E–H), while no callus induction
was found in leaf explants (Table 1). In most treatments,
the callus induction frequency was higher in stem explants than in petiole explants (Table 1).
Although callus induction occurred in both stem and
petiole explants, shoot organogenesis was observed only
in stem explants (Fig. 2C). The maximum indirect shoot
organogenesis frequency (57%) from callus was achieved
when half-strength MS medium supplemented with
higher concentration of IBA (1.5 mg/l) and lower concentration of BAP (0.5 mg/l) was inoculated with compact callus obtained from stems (Fig. 2C). Figures 1F–H
represent the callus formation and shoot organogenesis
from stem explants cultured on half-strength MS medium fortified with BAP and IBA (Fig. 1F–H). The maximum number of indirect regenerated shoots (15) was
obtained from calli cultured in media supplemented with
0.5 mg/l BAP and 0.1 and 1.5 mg/l IBA (Fig. 2E). Direct
shoot organogenesis was observed following the culture
of S. araxensis stem-derived calli on half-strength MS
medium containing 0.5 mg/l BAP and 0.5 mg/l IBA
(40%) (Fig. 1E, 2C). It was observed that the callus culture fortified with 0.5 mg/l BAP and 0.5 mg/l IBA, which
caused direct regeneration from stem-derived calli, yielded the maximum number of shoots (18) (Fig. 2C). In
the absence of PGRs, neither callus production nor plant
regeneration occurred in explants.
Effect of BAP and NAA on callus induction
and shoot organogenesis
The results of callus induction using BAP and NAA
showed that callus formation occurred in the stem and
petiole explants in all cultures 1 week after incubation.
In terms of callus induction, the frequency of callus
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Table 1. Effect of BAP in combination with TDZ, NAA, and IBA on callus induction in S. araxensis explants
Cytokinin [mg/l]
BAP

TDZ

Auxin [mg/l]
NAA

IBA

Rate of callus formation [%]
stem

petiole

Control
(PGR-free medium)

leaf

a

a

100 ± 0.00
a
100 ± 0.00
100 ± 0.00 a
a
100 ± 0.00

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

0.00
0.00
0.00
0.00

0.50
0.50
0.50
0.50

0.10
0.50
1.00
1.50

–
–
–
–

–
–
–
–

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

1.00
1.00
1.00
1.00

0.10
0.50
1.00
1.50

–
–
–
–

–
–
–
–

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

1.50
1.50
1.50
1.50

0.10
0.50
1.00
1.50

–
–
–
–

–
–
–
–

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

2.00
2.00
2.00
2.00

0.10
0.50
1.00
1.50

–
–
–
–

–
–
–
–

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

0.50
0.50
0.50
0.50

–
–
–
–

0.00
0.10
0.50
1.00

–
–
–
–

50 ± 5.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

25 ± 5.00
51.6 ± 2.88 e
65.0 ± 5.00 d
d
66.6 ± 2.88

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

1.00
1.00
1.00
1.00

–
–
–
–

0.00
0.10
0.50
1.00

–
–
–
–

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

40.0 ± 5.00
bc
80 ± 10.0
a
100 ± 0.00
a
100 ± 0.00

f

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

1.50
1.50
1.50
1.50

–
–
–
–

0.00
0.10
0.50
1.00

–
–
–
–

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

35.0 ± 5.00
cd
70.0 ± 5.00
e
50 ± 10.0
a
100 ± 0.00

fg

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

2.00
2.00
2.00
2.00

–
–
–
–

0.00
0.10
0.50
1.00

–
–
–
–

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
fg
35.0 ± 1.00

a

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

0.50
0.50
0.50
0.50

–
–
–
–

–
–
–
–

0.10
0.50
1.00
1.50

40.0 ± 2.00
c
65.0 ± 2.00
b
80.0 ± 2.00
a
100 ± 0.00

e

40.0 ± 2.00
e
50.0 ± 1.50
e
50.0 ± 2.00
e
50.0 ± 1.00

f

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

1.00
1.00
1.00
1.00

–
–
–
–

–
–
–
–

0.10
0.50
1.00
1.50

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

50.0 ± 3.00
cd
70.0 ± 2.50
de
65.0 ± 3.00
c
75.0 ± 2.00

e

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

1.50
1.50
1.50
1.50

–
–
–
–

–
–
–
–

0.10
0.50
1.00
1.50

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

85.0 ± 4.00
bc
80.0 ± 3.00
bc
80.0 ± 2.50
a
100 ± 0.00

b

0.00
0.00
0.00
0.00

0.00
0.00
0.00
0.00

2.00
2.00
2.00
2.00

–
–
–
–

–
–
–
–

0.10
0.50
1.00
1.50

100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00
a
100 ± 0.00

a

50.0 ± 5.00
71.6 ± 5.77 cd
a
100 ± 0.00
100 ± 0.00 a

e

0.00
0.00
0.00
0.00

0.00
0.00
0.00
f
0.00

d

h
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Fig. 1. Shoot organogenesis of S. araxensis using different concentrations and combinations of BAP (0.5, 1, 1.5, and 2 mg/l)
with TDZ (0.1, 0.5, 1, and 1.5 mg/l), IBA (0.1, 0.5, 1, and 1.5 mg/l), and NAA (0, 0.1, 0.5, and 1 mg/l). A–D) indirect shoot
organogenesis from stem-derived callus using BAP plus TDZ; E–H) direct (E) and indirect shoot organogenesis (F–H) from stem
explants using BAP plus IBA; I–L) callus induction in petiole explants (I) and indirect shoot organogenesis from stem-derived
callus using BAP plus NAA (J–L)

production from stem explants was higher than that
from petiole explants (Table 1). The induced light green
callus had higher shoot induction and proliferation
frequency. Neither callus induction nor organogenesis
was observed in leaf explants. Shoot organogenesis from
stem-derived calli was observed in all cultures, except
when grown on a medium containing 0.5 mg/l BAP in
combination with NAA at all concentrations (0, 0.1, 0.5,
and 1 mg/l). Petiole-derived callus did not show any
organogenesis in cultures containing PGRs (Fig. 1I).
Figures 2J–L show the various stages of indirect shoot

organogenesis, including callus induction, shoot organogenesis, and shoot elongation, from stem-derived callus
cultured in medium supplemented with BAP plus NAA
(Fig. 1J–L). BAP alone at 1.5 and 1 mg/l concentrations
induced shoot formation at the rate of 81.6 and 80%,
respectively, which correspondingly stimulated the
growth of 18 and 11.6 shoots per stem explant on average (Fig. 2E, Fig. 2F). The well-developed foliated
micro-shoots (3–4 cm) were elongated on a medium
fortified with 0.5 mg/l GA3 (Fig. 3A) and then successfully rooted in half-strength MS medium augmented
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B

Regeneration [%]

Number of shoot per explant

A

Concentration of PGRs [mg/l]

C

Concentration of PGRs [mg/l]

Regeneration [%]

Number of shoot per explant

D

Concentration of PGRs [mg/l]

Concentration of PGRs [mg/l]

F

Regeneration [%]

Number of shoot per explant

E

Concentration of PGRs [mg/l]

Concentration of PGRs [mg/l]

Fig. 2. Shoot organogenesis of S. araxensis using different concentrations and combinations of BAP with TDZ, IBA, and NAA.
A, B) frequency of regeneration and shoot number per explant using BAP plus TDZ; C, D) frequency of shoot organogenesis
and shoot number per explant using BAP plus IBA; E, F) frequency of regeneration and shoot number per explant using BAP
plus NAA

with 0.5 mg/l IBA (Fig. 3B). The rooted plants were
then acclimatized with a survival rate of 100% (Fig. 3C).
Discussion
Because of improper harvesting, overexploitation,
habitat destruction, and poor seed sets, there are significant challenges in the propagation and regeneration of
medicinal plants (Shafi et al., 2021). Scutellaria is a widely distributed, subcosmopolitan genus comprising

around 360 species with several therapeutic properties
such as antitumor, hepatoprotective, antioxidant, antiinflammatory, anticonvulsant, antibacterial, and antiviral
activities (Shang et al., 2010). Although there are a few
reports on in vitro organogenesis and micro-propagation
of Scutellaria species (Trivedi et al., 2011; Zakaria et al.,
2020; Gharari et al., 2021b; Irvin et al., 2021), there is
no report on the in vitro regeneration and propagation
of S. araxensis .

Scutellaria araxensis in vitro shoot organogenesis

A

B
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C

Fig. 3. Shoot multiplication and acclimatization of S. araxensis. A) growth of the shoot on half-strength MS
medium after 1 month; B) in vitro rooting; C) acclimatization of S. araxensis plants to ex vitro condition

Because S. araxensis is a medicinally important
plant, the development of a robust organogenesis and
in vitro propagation protocol for this plant is necessary.
Accordingly, the present study was conducted to establish an efficient in vitro shoot organogenesis and plant
regeneration protocol through multiple shoot induction
from three types of explants, namely stem, petiole, and
leaf of S. araxensis, by using different concentrations and
combinations of BAP with TDZ, NAA, and IBA. The
results showed that the addition of BAP combined with
TDZ in half-strength MS medium strongly induced the
generation of adventitious shoots than the use of BAP
alone (Fig. 2A, Fig. 2B). However, our results are in contrast with those reported by Rahayu and Adil (2012) on
shoot organogenesis of Curcuma xanthorrhiza from
shoot explants in a medium containing BAP and TDZ.
Conversely, a recent study conducted by Gharari et al.
(2021b) revealed that the use of BAP combined with
TDZ in half-strength MS medium has a stronger effect
on the percentage (100%) of Scutellaria bornmuelleri
shoot organogenesis than TDZ when applied alone
(93.3%) (Gharari et al., 2021b); thus, these findings
support the result of the present study. A synergistic
effect between TDZ and BAP was observed in S. bornmuelleri organogenesis (Gharari et al., 2021b).
It is well known that cytokinins initiate the de novo
shoot apical meristem (SAM) formation in tissue cultures. Based on the analogy of the endocrine system of
animals, a model has been proposed for the functioning
of cytokinins in plant cells. The CREB-binding protein
(CBP) receptor has two different binding sites for BAP

and TDZ. Both BAP and TDZ can bind to a CBP receptor; the naturally occurring adenine-type cytokinin (BAP)
binds to one of the binding sites, while the phenyl ureatype cytokinin (TDZ) binds to the other binding site
(Gharari et al., 2021b). According to Gharari et al.
(2021b), the combined use of BAP and TDZ can improve
the formation of adventitious shoots, probably due to the
active occupation of both CBP sites by BAP and TDZ
(Gharari et al., 2021b). As reported by Guo et al. (2011),
TDZ may directly or indirectly modify endogenous PGRs
such as BAP and produce responses necessary for the
division/regeneration of cell/tissue. It has been proposed that in tissue culture systems, the synergetic effect
of TDZ and the adenine-type cytokinin is either due to
binding of the adenine-type cytokinin (BAP) to CBP and
the induction of the well-known cytokinin effect on shoot
formation by TDZ or probably due to TDZ-induced synthesis and accumulation of endogenous BAP (Erland
et al. 2020). This clarifies that the appropriate combination and concentration of PGRs are required for callus
formation and plant organogenesis from explants in
culture media.
The combinations of BAP plus IBA PGRs had significant effects on shoot organogenesis frequency and
shoot multiplication (P < 0.01). The frequency of shoot
organogenesis from stem explants varied between 17
and 57%. High frequency of shoot organogenesis was
achieved from half-strength MS medium containing
2 mg/l BAP in combination with 0.1 mg/l IBA (Fig. 2C).
The maximum shoot number per explant (18 shoots)
was observed in 1 mg/l BAP and 0.1 mg/l IBA treatment
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through direct shoot regeneration from stem explants
(Fig. 2D). Successful promotion of shoot regeneration
and multiplication using combinations of BAP and IBA
have been reported in various medicinal plants such as
Sebri pear (Karimpour et al., 2013), Fragaria x ananassa
Duch. (Madumali et al., 2019), Juniperus procera Hoechst. Ex Endl. (Salih et al., 2021), Ficus religiosa (Hesami et al., 2018), and Securidaca longipedunculata (Lijalem and Feyissa, 2020).
Bisht et al. (2012) investigated the in vitro propagation of Polygonatum verticillatum and suggested that the
favorable impact of cytokinin and auxin combination is
due to increased RNA synthesis. The applied combination induces a peak of RNA synthesis. This peak is associated with the appearance of first bud primordial, thus
conditioning bud formation (Bisht et al., 2012).
BAP is known to efficiently induce shoot regeneration and shoot multiplication in different species of
plants, such as Colocasia esculenta L. Schott (Kepue
et al., 2021), Argania spinosa (L.) (Amghar et al., 2021),
Citrus x meyeri (Haradzi et al., 2021), and Citrus jambhiri (Sharma and Roy, 2020). The results of the present
study revealed that the half-strength MS medium containing 1.5 and 1 mg/l of BAP alone induced the highest
frequency of shoot multiplication (81.6 and 80%, respectively) (Fig. 2E, Fig. 2F). In addition, BAP with NAA
was found to have the best synergistic effect on shoot
regeneration in Chenopodium quinoa (Hesami et al.,
2016), Cucumis trigonus (Mali and Chavan, 2016), and
Beta vulgaris (Yildiz et al., 2013). The synergistic effect
for shoot organogenesis (60%) and multiplication (9.33
shoots per explant) from stem explants was found to be
more effective for the combination of 1.5 mg/l BAP and
0.5 mg/l NAA, and 2 mg/l BAP combined with 0.5 mg/l
NAA, respectively (Fig. 2E, Fig. 2F).
Conclusions
In conclusion, the present study showed that the synergistic effect of two cytokinins, namely BAP and TDZ,
successfully induced in vitro shoot organogenesis of
S. araxensis. The synergistic effect of BAP (0.5-2 mg/l)
combined with TDZ (0.1–1.5 mg/l) was more effective
than that of BAP combined with auxins (NAA and IBA)
in terms of shoot organogenesis and number of shoots
per explant. Among the two auxins tested in this study,
NAA could more successfully induce shoot organogene-

sis than IBA, while shoot formation was promoted significantly by both the PGRs. Regarding the use of different
explants and treatments in this study, stems were the
best explants for both direct and indirect shoot organogenesis. Moreover, while the combination of 1 mg/l BAP
and 0.1 mg/l IBA was the best treatment for direct
organogenesis, the combination of 2 mg/l BAP with
0.5 and 1.5 mg/l TDZ had the best effect on indirect
shoot organogenesis. The individual and combined effects of cytokinins and auxins on in vitro S. araxensis
shoot organogenesis could be used for the regeneration
of other important Scutellaria species.
Acknowledgments
The authors are grateful to the School of Pharmacy, Zanjan
University of Medical Sciences, Zanjan, Iran, for providing
research laboratory and equipment.

References
Amghar I., Diria G., Boumlik I., Gaboun F., Iraqi D., Labhilili
M., Mentag R., Meziani R., Mazri M.A., Ibriz M. (2021) An

efficient regeneration pathway through adventitious organogenesis for the endangered Argania spinosa (L.)

Skeels. Vegetos 34: 355–367. http://doi.org/10.1007/
s42535-021-00208-y
Bisht S., Bisht N., Bhandari S. (2012) In vitro micropropaga-

tion in Polygonatum verticillatum (L.) All. an important
threatened medicinal herb of Northern India. Physiol. Mol.

Biol. Plants 18: 89–93. http://doi.org/10.1007/s12298-0110091-5
Coelho N., González-Benito M.E., Romano A. (2014) Cryo-

preservation of shoot tips from the endangered endemic
species Tuberaria major. Acta Physiol. Plant 36(12):

3333–3336. http://doi.org/10.1007/s11738-014-1678-6
Debnath M., Malik C., Bisen P.S. (2006) Micropropagation: a

tool for the production of high quality plant-based medicines. Curr. Pharm. Biotechnol. 7: 33–49. http://doi.org/

10.2174/138920106775789638
Erland L.A., Giebelhaus R.T., Victor J.M., Murch S.J., Saxena
P.K. (2020) The morphoregulatory role of thidiazuron:

metabolomics-guided hypothesis generation for mechanisms of activity. Biomolecules 10(9): 1–28. http://doi.org/

10.3390/biom10091253
Gharari Z., Bagheri K., Danafar H., Sharafi A. (2020a) Chemi-

cal composition and antimicrobial activity of Scutellaria
araxensis essential oil from Iran. Chem. Nat. Compd. 56:

745–747. http://doi.org/10.1007/s10600-020-03137-5
Gharari Z., Bagheri K., Derakhshani B., Sharafi A. (2020b)

HPLC-DAD-ESI/MSn analysis of phenolic components of
Scutellaria araxensis, S. bornmuelleri and S. orientalis.

Nat. Prod. Res. 1–6. http://doi.org/10.1080/14786419.
2020.1837810

Scutellaria araxensis in vitro shoot organogenesis

Gharari Z., Aghajanzadeh M., Sharafi A. (2021a) Scutellaria

orientalis subsp. Bornmuelleri: phytochemical composition
and biological activities. Nat. Prod. Res. 1–6. http://

doi.org/10.1080/14786419.2021.1875463
Gharari Z., Bagheri K., Karimkhanlooei G., Sharafi A. (2021b)

Study of tissue culture and in vitro organogenesis of Scutellaria bornmuelleri using benzylaminopurine, lsopentenyl
adenine and thidiazuron. South Afr. J. Bot. 139: 458–469.

http://doi.org/10.1016/j.sajb.2021.03.030
Guo B., Abbasi B.H., Zeb A., Xu L., Wei Y. (2011) Thidiazuron:
a multi-dimensional plant growth regulator. Afr. J. Biotechnol. 10(45): 8984–9000. http://doi.org/10.5897/
AJB11.636
Haradzi N.A., Khor S.P., Subramaniam S., Chew B.L. (2021)

Regeneration and micropropagation of Meyer lemon (Citrus x meyeri) supported by polymorphism analysis via
molecular markers. Sci. Hortic. 286: 110225. http://

doi.org/10.1016/j.scienta.2021.110225
Hesami M., Daneshvar M.H. (2016) Development of a regene-

ration protocol through indirect organogenesis in Chenopodium quinoa willd. IAJAVS. 4: 25–32. http://doi.org/

10.1007/ijlbpr_56e24bb54f0a9.pdf
Hesami M., Daneshvar M.H., Yoosefzadeh-Najafabadi M., Alizadeh M. (2018) Effect of plant growth regulators on in-

direct shoot organogenesis of Ficus religiosa through seedling derived petiole segments. J. Genet. Eng. Biotechnol.

16: 175–180. http://doi.org/10.1016/j.jgeb.2017.11.001
Irvin L., Zavala Ortiz Y., Rivera K.R., Nanda Vaidya B., Sherman S.H., Batista R.A., Negrón Berríos J.A., Joshee N.
Arun A. (2021) Micropropagation of rare Scutellaria hava-

nensis Jacq. and preliminary studies on antioxidant capacity and anti-cancer potential. Molecules 26(19). http://

doi.org/10.3390/molecules26195813
Jafari Dehkordi F., Kharazian N. (2019) Chemotaxonomy, mor-

phology and chemo diversity of Scutellaria (Lamiaceae) species in Zagros, Iran. J. Sci. Islam. Repub. 30(3): 211–226.

http://doi.org/10.22059/JSCIENCES.2019. 257708.1007261
Karimpour S., Davarynejad G.H., Bagheri A., Tehranifar A.
(2013) Comparative effects of some PGRs combination on
proliferation and hyperhydricity of Sebri pear cultivar.
IJFAS. 9: 202–205
Kepue M.S., Mweu C.M., Kariuki D.M., Kerubo L., Njaci I.,
Njoroge A., Kago L., Mware B.O. Ghimire S.R. (2021) An

efficient in-vitro regeneration system of Taro (Colocasia
esculenta L. Schott) using apical meristems. Afr. J. Bio-

151

garia x ananassa Duch.) through runner tip culture. SLJFA.
5(1): 41–48. http://doi.org/10.4038/sljfa.v5i1.69
Mali A.M., Chavan N.S. (2016) In vitro rapid regeneration

through direct organogenesis and ex-vitro establishment
of Cucumis trigonus Roxb. – an underutilized pharmaceutically important cucurbit. Ind. Crops Prod. 83: 48–54.

http://doi.org/10.1016/j.indcrop.2015.12.036
Monemi M.B., Kazemitabar S.K., Khaniki G.B., Yasari E.,
Sohrevardi F., Pourbagher R. (2014) Tissue culture study
of the medicinal plant leek (Allium ampeloprasum L).
IJMCM. 3: 118-125.
Rahayu S., Adil W.H. (2012) The effect of BAP and thidiazuron

on in vitro growth of Java turmeric (Curcuma xanthorrhiza
Roxb). J. Agr. Biol. Sci. 7: 820–824. http://doi.org/

10.12692/ijb/3.7.49-56
Ranjbar M., Mahmoudi C. (2017) A taxonomic revision of Scu-

tellaria sect. Lupulinaria subsect. Lupulinaria (Lamiaceae)
in Iran. Feddes Repert. 128(3–4): 63–101. http://doi.org/

10.1002/fedr.201600027
Salih A.M., Al-Qurainy F., Khan S., Tarroum M., Nadeem M.,
Shaikhaldein H.O., Alabdallah N.M., Alansi S., Alshameri
A. (2021) Mass propagation of Juniperus procera Hoechst.

Ex Endl. From seedling and screening of bioactive compounds in shoot and callus extract. BMC Plant Biol. 21(1):

1–13. http://doi.org/10.1186/s12870-021-02946-2
Shafi A., Hassan F., Zahoor I., Majeed U., Khanday F.A.
(2021) Biodiversity, management and sustainable use of
medicinal and aromatic plant resources. Med. Aromat.
Plants Health. Ind. Appl. 85. http://doi.org/10.1007/978-3030-58975-2_3
Shang X., He X., He X., Li M., Zhang R., Fan P., Zhang Q., Jia
Z. (2010) The genus Scutellaria an ethnopharmacological
and phytochemical review. J. Ethnopharmacol. 128:
279–313. http://doi.org/1010.1016/j.jep.2010.01.006
Sharma P., Roy B. (2020) Preparation of synthetic seeds of

Citrus jambhiri using in vitro regenerated multiple plantlets. Biotechnol. J. Int. 24(2): 22–29. http://doi.org/

10.9734/bji/2020/v24i230099
Trivedi M., Tiwari R.K., Guang Z.C., Guo G.-Q., Zheng G.-C.
(2011) Hormone-Induced Indirect Regeneration Protocol for
Scutellaria baicalensis Georgi (Huang-qin). J. Crop Improv.
25(5): 550–559. http://doi.org/10.1080/15427528.2011.
593698
Yildiz M., Alizadeh B., Beyaz R. (2013) In vitro explant growth

and shoot regeneration from petioles of sugar beet (Beta
vulgaris L.) Lines at different ploidy levels. J. Sugar. Beet.

technol. 20(7): 293–299. http://doi.org/10.5897/AJB2020.
17115
Lijalem T., Feyissa T. (2020) In vitro propagation of Securi-

Res. 50: 22–36. http://doi.org/10.5274/jsbr.50.1.22
Zakaria I.A., Sherman S., Vaidya B., Joshee N. (2020) In vitro

http://doi.org/10.1186/s43141-019-0017-0
Lin L., Yuan B., Wang D. Li W. (2014) Cryopreservation of ad-

Plant Cell Cult. Micropropag. 16: 163–175. http://doi.org/
10.46526/pccm.2020.v16.163

daca longipedunculata (Fresen) from shoot tip: an endangered medicinal plant. J. Genet. Eng. Biotechnol. 18.

ventitious shoot tips of Paraisometrum mileense by droplet vitrification. CryoLetters. 35(1): 22–28.
Madumali H., Abeythilakarathna P., Seran T. (2019) Effect of
BAP and IBA on shoot regeneration of strawberry (Fra-

propagation and synseed mediated short-term conservation of Scutellaria alpina L. and Scutellaria altissima L.

