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Abstract: Higher production of secondary metabolites is one of the adaptive responses to alleviate
the impact of environmental injuries. In the present investigation, the production of these metabolites
with medicinal importance induced by salinity in Carum copticum was investigated. To develop
a better way for the production of medicinal substances, callogenesis and plant regeneration were
analyzed, and seeds, calli, and/or regenerated seedlings were exposed to different concentrations of
NaCl under in vitro culture conditions. The maximum frequency of callus induction was obtained on
a medium supplemented with 0.25 mg L−1 2, 4-dichlorophenoxyacetic (2,4-D) and 1 mg L−1 benzyl
amino purine (BAP) from stem explants. Plant regeneration with multiple shoots was obtained from
pieces of callus transferred to MS medium fortified with 0.25 mg L−1 2,4-D and 1.5 mg L−1 BAP. Four
weeks after treatment, salinity induced a substantial increase in the accumulation of reducing sugars
and proline as compatible osmolytes and the activity of antioxidant enzymes. Total phenolics and
anthocyanin significantly increased in all samples with increasing NaCl concentrations; however,
the regenerated seedlings showed a reduction in these compounds at severe NaCl concentration
compared to the control. Moreover, NaCl enhanced thymol, γ-terpinene, sabinene, and myrcene in
the seedlings and calli, as well as carvacrol, limonene, and α-terpinene in the regenerated seedlings.
These results suggest that salinity has a marked impact on improving the content of antioxidant
metabolites and essential oils in C. copticum, whose callus might be the most salt tolerant in all
tested samples.

Keywords: antioxidant responses; callus culture; Carum copticum; essential oil; regeneration; salinity

1. Introduction

The secondary metabolites of the plant have a multifunctional role in the growth and
developmental processes of plants, reactive-oxygen species (ROS) scavenging, and response
to environmental stressors [1]. Additionally, in the last decades, many experimental studies,
along with some clinical trials, showed that essential oils have potent antioxidant, im-
munomodulatory, anti-inflammatory, and antimicrobial properties, which offer promising
approaches to the synthesis and development of new drugs [2]. Concerning the higher
production of most of these metabolites is part of the defense mechanism associated with
increased resistance to stress, secondary metabolisms can be increased by the addition
of biotic and abiotic elicitors to the culture media [3]. Hence, this has led to the use of
a considerable number of elicitors through the plant in vitro cultures for enhancing and
improving the production of the metabolites in plant cells.

Salinity, which is potentially damaging to plants, is emphasized as an abiotic stress that
can increase the production or even induce de novo synthesis of secondary metabolites under
in vitro conditions [4]. Significant numbers of findings unravel that the presence of high
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levels of secondary metabolites and antioxidants is an adaptation to salinity [5,6]. Salinity
stress has short or long-term effects on plants; disrupting homeostasis in water potential
is regarded as short-term, while disrupting ion balance has long-term effects [7]. Plants
alter their physiology and biosynthesis of the metabolites for recognition and adaptation
to saline conditions. This may involve changes in growth, adjustments in photosynthetic
rates, osmotic adjustments, and alterations in the metabolism of bioactive compounds [8].
Numerous studies have confirmed the effectiveness of the utilization of in vitro salt stress in
the mass production of plant secondary metabolites [9,10]. Accordingly, in vitro salt stress
can be considered as a powerful approach to improve the biosynthesis of special secondary
metabolites and pharmaceuticals.

In vitro culture systems were provided with practical alternative approaches to improv-
ing and enhancing the production of natural metabolites of crucial commercial value [11].
Among all in vitro techniques, callus induction and plant regeneration techniques may en-
hance the potential for achieving this goal. They enable the production of a large number
of raw plant materials in small explants obtained from a mother seedling in a short time so
that there could be alternative ways for the conservation and rapid multiplication of many
indigenous rare, threatened, and valuable medicinal plants [12]. Therefore, elicitation of
in vitro cultures through the application of salinity and comparing their responses to salt
stress for selection of the most salt-tolerant in vitro culture with high production of secondary
metabolites has a great value.

Carum copticum L. or Ajwain is one of the valuable medicinal herbs native to Iran
that is overexploited by herbalists because of its pharmacological metabolites without
replenishment. It is an annual herb with white flowers and grayish seeds in the family
Apiaceae, providing phytochemicals for the pharmaceutical, food, and cosmetic sectors.
Both the seed-like fruit and leaves of the plant are mainly used for treating the common
cold, colic, dyspepsia, indigestion, and diarrhea, though there was renewed interest in
this plant as a source of metabolites with anti-inflammatory, antiseptic, antimicrobial,
carminative, antiparasitic, and antitussive effects [13]. In addition, the effects of this plant
in the treatment of peptic ulcer and acute inflammation in rats and liver injury in mice
have been demonstrated [14]. Previous studies indicated that C. copticum produces a
complex mixture of chemical constituents, involving flavonoids, phenolics, and essential
oils (terpiene, thymol, β-pinene, and p-cymene), which are responsible for its biological
activities [15]. Due to the gathering of leaves and seeds as sources of medicine, wild species
are facing a severe threat of extinction and degradation of genetic diversity. The condition
is further deteriorated by its habitat degradation. Therefore, propagation and conservation,
as well as increasing its natural pharmacological metabolites by in vitro culture techniques,
are of great importance for the rehabilitation of C. copticum.

This study aimed to investigate the potential of in vitro regeneration capacity and
callus induction of C. copticum to synthesize main pharmacological metabolites and to
evaluate whether in vitro salt stress can improve the production of these metabolites. For
this purpose, in the first part of this study, a fast and effective regeneration and callus
induction protocol for C. copticum was established. Then, the effects of salinity treatment
on physiological parameters, antioxidant metabolites, and essential oil contents of C.
copticum in different in vitro systems, which include seedlings, calli, and regenerated
seedlings, were studied.

2. Materials and Methods
2.1. Seed Culture and Preparation of Explants

C. copticum seeds were provided by Pakan Bazr company (Isfahan, Iran). After
surface sterilization with 70% (v/v) ethanol, 20% (v/v) of commercial bleach solution, and
sterile water, the seeds were cultured in Murashige and Skoog nutrient medium (MS) [16]
comprising 30 g L−1 sucrose and 10 g L−1 agar–agar (Merck, Darmstadt, Germany). All
media were maintained in a growth chamber set at 25 ± 2 ◦C on a 16 h light/8 h dark cycle.
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2.2. Callus Induction and Plant Regeneration of C. copticum

Different explants (leaf, stem, and root) were taken from four-week-old growing seedlings
under sterile conditions. The explants were transferred to MS medium supplemented with
36 different concentrations of plant growth regulators [2,4-Dichlorophenoxyacetic acid (2,4-
D; 0.0, 0.25, 0.5, 1, 1.5, 2 mg L−1) and benzyl amino purine (BAP; 0.0, 0.25, 0.5, 1, 1.5,
2 mg L−1)] provided by Sigma-Aldrich. All cultures were held in a culture room (16 h light:
8 h dark photoperiod, 25± 2 ◦C and 95% relative humidity). For six weeks, callus induction
percentages and morphological changes of calli formed were measured and recorded to
optimize a basal medium for callogenesis.

To develop an efficient protocol for shoot regeneration, the calli formed were placed
on the MS basal media supplemented with different concentrations of 2,4-D (0.0, 0.25, and
0.5 mg L−1) and BAP (0.0, 0.25, 0.5, 1, 1.5, 2 mg L−1). After incubation for four weeks in
the culture room, the number of shoots per explant and shoot length was recorded. The
regenerated shoots were excised from the parent culture and transferred for rooting to
MS basal medium containing different concentrations of indole-3-acetic acid (IAA; 0.0, 0.5,
and 1 mg L−1) and indole-3-butyric acid (IBA; 0.0, 0.5 and 1 mg L−1; Sigma-Aldrich, St.
Louis, MO, USA). The rooting percentage, number of roots per shoot, and root length were
recorded after five weeks of culture.

2.3. Salt Treatment

Ten disinfected seeds were placed on MS medium supplemented by 0, 25, 50, 100,
and 150 mM NaCl (Merck, Rahway, NJ, USA). All cultures were kept in the growth
chamber. Four weeks after treatment, the effects of salt on proline, reducing sugar, total
phenolic, anthocyanin, protein contents, antioxidant enzyme activities, and essential oils
were investigated in the shoot of C. copticum.

After optimization of callus induction, the stem explants of aseptically grown seedlings
were placed on MS medium with 1 mg L−1 BAP and 0.25 mg L−1 2,4-D. Four weeks after
callus induction, calli were subcultured on the same medium and maintained at 25 ± 2 ◦C
in the darkness for four weeks. The subculture was repeated every month. After three
subcultures, calli were placed on the MS medium, including 1 mg L−1 BAP, 0.25 mg L−1

2,4-D, and the above-mentioned concentrations of NaCl. After four weeks, the above-
mentioned traits were analyzed in calli. Furthermore, to investigate callus induction
percentage under salinity stress, the stem explants about 0.5 cm in length were placed
directly on MS medium containing 1 mg L−1 BAP, 0.25 mg L−1 2,4-D, and 0, 25, 50, 100,
150, and 200 mM NaCl. All cultures were kept in the darkness in a growth chamber. Callus
induction percentage and fresh weight were evaluated during the four-week growth period.

Regenerated seedlings were re-cultured directly onto the MS medium supplemented
with NaCl and kept in a culture room for four weeks. Then, the effects of salt on proline,
reducing sugar, total phenolic, anthocyanin, protein contents, antioxidant enzyme activities,
and essential oils were analyzed in regenerated seedlings.

2.4. Measuring Amount of Proline

Proline content was determined by employing a ninhydrin reaction [17]. A portion
(0.1 g) of fresh tissue (shoots and calli) was extracted with 10 mL of 3% (w/v) sulfosalicylic
acid (Merck), and the mixture was passed through Whatman number 2 paper (Whatman,
Maidstone, UK). After extraction, 2 mL of ninhydrin reagent, glacial acetic acid (Sigma-
Aldrich), and the filtered extract were mixed together. First, all mixtures were incubated at
100 ◦C for 1 h and then cooled rapidly in an ice bath. After adding 4 mL of toluene to the
reaction solution, absorbance was recorded at 520 nm with a spectrophotometer (U-6305
model; Jenway, Staffordshire, UK). To calculate proline contents, a standard curve was
developed using a series of proline standards, and the result was expressed as mg g−1

fresh weight.
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2.5. Measuring Amount of Reducing Carbohydrates

Reducing carbohydrate content was determined by adapting the method reported
previously [18]. A portion (0.1 g) of fresh tissue (shoots and calli) was homogenized with
10 mL of water and then heated in a boiling water bath until the boiling point was reached.
After that, the sample was immediately cooled and passed through the Whatman paper
(Number 2). The obtained extract (2 mL) was mixed with 2 mL of alkaline copper tartrate,
which was prepared by dissolving 0.45 g hydrated cupric sulfate, 0.75 g tartaric acid, and
4 g anhydrous sodium carbonate by adjusting the volume to 100 mL of distilled water.
After incubation at 80 ◦C for 20 min, the alkaline copper (II) tartrate-plant extract solution
was mixed with 2 mL of phosphomolybdate solution. The resulting blue color absorbance
was read at 600 nm. Sugar concentration was estimated from a standard curve, which
was drawn by standard concentrations of glucose, and the result was reported as mg g−1

fresh weight.

2.6. Protein Extraction and Enzyme Assay

A portion (0.1 g) of fresh tissue (shoots and calli) was homogenized in 2 mL of 25 mM
sodium phosphate buffer (pH 7.8). The extraction was centrifuged at 10,000× g for 20 min
at 4 ◦C. Then, the supernatant was collected for measurement of protein concentration and
antioxidant enzyme activities, described as follows.

Protein Concentration: The total amount of protein was analyzed according to the
Bradford method [19] with slight modification. The absorbance was read at 595 nm, and
the results were expressed as mg g−1 fresh weight. A standard curve was developed using
standard concentrations of bovine serum albumin.

Antioxidant Enzyme Activities: The activity of superoxide dismutase (SOD) was
estimated by adding 100 µL of the extracts to 1900 µL of a reaction mixture comprising
50 mM sodium phosphate buffer (pH 7.8), 0.1 mM ethylenediaminetetraacetic acid (EDTA),
50 mM Na2CO3, 1 µM riboflavin, 12 mM L-methionine, and 75 µM p-nitro blue tetrazolium
chloride in dark conditions, following the previous protocol [20]. The reaction was lighted
for 10 min under a fluorescent lamp (45 µmol m−2s−1), and the blank was incubated in
the darkness. The absorbance was recorded at 560 nm. In the described conditions, the
absorbance in the sample without enzyme extract was assumed to be 100%, and the enzyme
activity was calculated by determining the percentage of NBT inhibition per minute. One
unit of SOD was identified as the amount of enzyme needed to prevent 50% (w/v) NBT
photo-reduction rate in 1 min, and the activity was reported as unit mg−1 protein.

The activity of catalase (CAT) was analyzed based on the Aebi protocol [21]. The
reaction mixture contained 850 µL of 50 mM sodium phosphate buffer (pH 7), 50 µL of
enzyme extract, and 100 µL of 37% (v/v) H2O2. The reduction of absorbance due to CAT
activity was recorded at 240 nm (extinction coefficient 36 mM−1cm−1), and the activity was
expressed as unit mg−1 protein.

The activity of ascorbate peroxidase (APX) was estimated in a 1 mL reaction mixture,
which was composed of 50 mM sodium phosphate buffer (pH 7.0), 0.2 M EDTA, 0.5 mM
ascorbic acid, 250 mM H2O2, and 100 µL extract. The reduction in ascorbic acid was
measured at 290 nm (extinction coefficient 2.8 mM−1cm−1) [22]. The activity was reported
as a unit of mg−1 protein.

2.7. Measuring of Total Phenolic Content

Total phenolic content was assayed using 95% (v/v) ethanol [23]. A portion (0.1 g) of
shoot and callus was extracted with 5 mL of ethanol and incubated for 72 h at 25 ◦C. This
solution was centrifuged at 4000× g for 10 min at 25 ◦C. Afterward, 1 mL supernatant was
added to 1 mL of 5% (w/v) aqueous sodium carbonate, 3 mL of distilled water, 1 mL of
ethanol, and 0.5 mL of 50% (v/v) Folin–Ciocalteu phenol reagent (Merck) and maintained
for 1 h at 25 ◦C in the dark. The absorbance was recorded at 725 nm. To calculate phenolic
substance, a standard curve was drawn by standard concentrations of gallic acid (Merck),
and results were shown as mg of gallic acid g−1 FW.
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2.8. Measuring of Anthocyanin Content

Anthocyanin was analyzed by a modified method using acidified methanol (Methanol:
HCl 99: 1 v/v) [24]. A portion (0.1 g) of shoots and calli was homogenized in 5 mL
of acidified methanol and kept at 25 ◦C for 24 h in the dark. After centrifugation of the
homogenate at 4000× g for 10 min at room temperature, the absorbance of each supernatant
was measured at 550 nm. The extinction coefficient 33,000 (mM−1 cm−1) was used to
calculate the amount of total anthocyanin expressed as µmol g−1 FW.

2.9. Determination of Essential Oils

Essential oil components in C. copticum were identified by gas chromatography–mass
spectrometry (GC/MS). In this regard, a Hewlett–Packard 5890 GC (Hewlett Packard,
Waldbronn, Germany) was used. It was equipped with an HP-5 (50 m × 0.20 mm; cross-
linked phenyl–methyl silicon) column with 0.25 µm film thickness and flame ionization
detector (HP-5970 mass-selective detector). 100–250 ◦C with changes of 4 ◦C min−1 and
70 eV were considered as the temperature program and ionization energy, respectively.
Helium as carrier gas was used, the flow through the column was 1 mL min−1, and the
split ratio was set to 100:1. Identification was established upon sample retention time, and
mass was recorded [25,26].

2.10. Statistical Analysis

All experiments were conducted in a completely random design with three repli-
cates using analysis of variance (ANOVA) with Duncan’s tests at the 5% level. One-way
ANOVA was utilized for the effect of salinity on callus induction and callus fresh weight
of C. copticum. Moreover, to test the significance of NaCl, samples and their interac-
tion effects in other parameters, two-way ANOVA was utilized. The result was given as
averages ± standard error.

3. Results
3.1. Callus Induction and Plant Regeneration

The frequency of callus induction from different explants in response to different
combinations of plant growth regulators (PGRs) is shown in Tables 1 and 2. The results
showed varying degrees of callus formation on MS medium with different concentrations
of 2,4-D and BAP in both leaf and stem explants, while no callus formation was observed on
the MS medium without PGRs. Callus induction rate and callus weight were significantly
influenced by the explant type and PGR concentrations. The observation indicated that
stem explants produced more and better-quality calli than leaf explants. The maximum
callus induction rates (100%) and callus weights (1.04 g) were observed at 1 mg L−1 BAP
and 0.25 mg L−1 2,4-D from the stem explant (Table 2). These calli were greenish–yellow,
hard, and friable, indicating that they were typical of embryogenic callus.

Among the various treatments tested, BAP, as a strong cytokinin, could encourage
shoot regeneration without any other PGRs (Table 3). However, the higher concentration
of BAP along with 2,4-D was more effective for maximum shoot induction. MS medium
fortified with 0.25 mg L−1 2,4-D and 1.5 mg L−1 BAP showed the highest regeneration rate
(80%), number of shoots (31± 0.48) and shoot length (1.01± 0.02) after five weeks of culture
(Figure 1A). The regenerated shoot on MS medium containing various concentrations of
IBA and IAA alone or in combination with each other showed varied response with respect
to the rooting percentage and the number of roots obtained (Table 4). The best results were
obtained with MS medium supplemented by 1 mg L−1 IAA. The rooting percentage was
63%, and the number of roots per shoot and root length was 7.7 ± 0.26 and 0.91 ± 0.01,
respectively (Figure 1B).
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Table 1. Effect of different concentrations of 2,4-D and BAP on callus induction and callus fresh
weight derived from Carum copticum stem explants on MS medium.

Callus Selection Medium (MS) Days for Callus
Initiation

Callus Induction
(%)

Callus Fresh
Weight (g)

Morphology
2,4-D mg L−1 BAP mg L−1

0.0 0.0 0.0 0.0 0.0 -
0.0 0.25 0.0 0.0 0.0 -
0.0 0.5 0.0 0.0 0.0 -
0.0 1 0.0 0.0 0.0 -
0.0 1.5 0.0 0.0 0.0 -
0.0 2 0.0 0.0 0.0 -

0.25 0.0 0.0 0.0 0.0 -
0.25 0.25 11 24 ± 10 0.1 ± 0.1 Greenish–Yellow Friable
0.25 0.5 8 90 ± 10 0.4 ± 0.2 Greenish–Yellow Friable
0.25 1 8 100 ± 0.0 1.0 ± 0.2 Greenish–Yellow Friable
0.25 1.5 8 80 ± 34 0.9 ± 0.1 Greenish–Yellow Friable
0.25 2 9 93.3 ± 11 0.7 ± 0.2 Greenish–Yellow Friable
0.5 0.0 0.0 0.0 0.0 -
0.5 0.25 10 86.6 ± 6 0.2 ± 0.0 Greenish–Yellow Friable
0.5 0.5 9 90 ± 10 0.4 ± 0.0 Greenish–Yellow Friable
0.5 1 12 85 ± 13 0.7 ± 0.1 Greenish–Yellow Friable
0.5 1.5 15 100 ± 0.0 0.7 ± 0.1 Greenish–Yellow Friable
0.5 2 14 100 ± 0.0 0.8 ± 0.1 Greenish–Yellow Friable
1 0.0 0.0 0.0 0.0 -
1 0.25 11 100 ± 0.0 0.4 ± 0.1 Yellowish–White Friable
1 0.5 10 71.6 ± 24 0.4 ± 0.0 Yellowish–White Friable
1 1 9 75.3 ± 13 0.3 ± 0.1 Yellowish–White Friable
1 1.5 10 80 ± 0.0 0.5 ± 0.0 Yellowish–White Friable
1 2 10 100 ± 0.0 0.5 ± 0.2 Yellowish–White Friable

1.5 0.0 0.0 0.0 0.0 -
1.5 0.25 11 93.3 ± 11 0.6 ± 0.1 Yellowish–White Compact
1.5 0.5 9 80 ± 0.0 0.2 ± 0.0 Yellowish–White Compact
1.5 1 9 90 ± 10 0.4 ± 0.1 Yellowish–White Compact
1.5 1.5 9 80 ± 0.0 0.3 ± 0.0 Yellowish–White Compact
1.5 2 11 60 ± 26 0.2 ± 0.1 Yellowish–White Compact
2 0.0 0.0 0.0 0.0 -
2 0.25 10 83.3 ± 5.6 0.1 ± 0.1 White Compact
2 0.5 11 90 ± 10 0.1 ± 0.1 White Compact
2 1 8 90 ± 10 0.6 ± 0.1 White Compact
2 1.5 10 90 ± 10 0.4 ± 0.1 White Compact
2 2 13 66.6 ± 11 0.5 ± 0.0 White Compact

Values represented the mean of three replicates ± standard error.

Table 2. Effect of different concentrations of 2,4-D and BAP on callus induction and callus fresh
weight derived from Carum copticum leaf explants on MS medium.

Callus Selection Medium (MS) Days for Callus
Initiation

Callus Induction
(%)

Callus Fresh
Weight (g)

Morphology
2,4-D mg L−1 BAP mg L−1

0.0 0.0 0.0 0.0 0.0 -
0.0 0.25 0.0 0.0 0.0 -
0.0 0.5 0.0 0.0 0.0 -
0.0 1 0.0 0.0 0.0 -
0.0 1.5 0.0 0.0 0.0 -
0.0 2 0.0 0.0 0.0 -

0.25 0.0 0.0 0.0 0.0 -
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Table 2. Cont.

Callus Selection Medium (MS) Days for Callus
Initiation

Callus Induction
(%)

Callus Fresh
Weight (g)

Morphology
2,4-D mg L−1 BAP mg L−1

0.25 0.25 9 43.3 ± 5.7 0.2 ± 0.0 Greenish–Yellow Friable
0.25 0.5 8 51.6 ± 27 0.2 ± 0.1 Greenish–Yellow Friable
0.25 1 8 63.3 ± 32 0.3 ± 0.1 Greenish–Yellow Friable
0.25 1.5 8 80 ± 0.0 0.2 ± 0.2 Greenish–Yellow Friable
0.25 2 9 73.3 ± 5.7 0.2 ± 0.0 Greenish–Yellow Friable
0.5 0.0 0.0 0.0 0.0 -
0.5 0.25 0.0 0.0 0.0 -
0.5 0.5 10 23.3 ± 5.7 0.2 ± 0.2 Greenish–Yellow Friable
0.5 1 9 73.3 ± 11 0.1 ± 0.0 Greenish–Yellow Friable
0.5 1.5 11 40 ± 0.0 0.1 ± 0.0 Greenish–Yellow Friable
0.5 2 10 76.6 ± 5.7 0.3 ± 0.2 Greenish–Yellow Friable
1 0.0 0.0 0.0 0.0 -
1 0.25 0.0 0.0 0.0 -
1 0.5 10 53.3 ± 5.7 0.1 ± 0.1 Yellowish–White Friable
1 1 11 33.3 ± 5.7 0.003 ± 0.0 Yellowish–White Friable
1 1.5 9 53.3 ± 5.7 0.1 ± 0.0 Yellowish–White Friable
1 2 10 40 ± 0 0.2 ± 0.1 Yellowish–White Compact

1.5 0.0 0.0 0.0 0.0 -
1.5 0.25 10 56.6 ± 5.7 0.2 ± 0.1 Yellowish–White Compact
1.5 0.5 11 60 ± 0.0 0.2 ± 0.2 Yellowish–White Compact
1.5 1 10 66.6 ± 5.7 0.2 ± 0.0 Yellowish–White Compact
1.5 1.5 10 96.6 ± 3.7 0.2 ± 0.1 Yellowish–White Compact
1.5 2 11 40 ± 34 0.4 ± 0.1 Yellowish–White Compact
2 0.0 0.0 0.0 0.0 -
2 0.25 12 33.3 ± 5.7 0.1 ± 0.0 White Compact
2 0.5 12 66.6 ± 20 0.1 ± 0.0 White Compact
2 1 12 76.6 ± 20 0.6 ± 0.1 White Compact
2 1.5 12 56.6 ± 5.7 0.2 ± 0.1 White Compact
2 2 11 23.3 ± 5.7 0.2 ± 0.02 White Compact

Values represented the mean of three replicates ± standard error.

Table 3. Effect of different concentrations of 2,4-D and BAP on shoot regeneration from Carum
copticum callus on MS medium.

Culture Medium (MS) Callus with
Shoots (%)

Number of
Shoots Per

Explant

Shoot Length
(cm)2,4-D mg L−1 BAP mg L−1

0.0 0.0 0.0 0.0 0.0
0.0 0.25 5 ± 1 4 ± 0.7 0.5 ± 0.01
0.0 0.5 25 ± 1 7 ± 0.7 0.6 ± 0.02
0.0 1 56 ± 3 19 ± 0.7 0.8 ± 0.01
0.0 1.5 47 ± 2 17 ± 1.0 0.7 ± 0.01
0.0 2 52 ± 3 18 ± 0.9 0.7 ± 0.02

0.25 0.0 0.0 0.0 0.0
0.25 0.25 7 ± 2 6 ± 0.8 0.9 ± 0.03
0.25 0.5 63 ± 2 22 ± 0.9 0.9 ± 0.4
0.25 1 75 ± 2 27 ± 1 1 ± 0.02
0.25 1.5 80 ± 1 31 ± 0.5 1.0 ± 0.02
0.25 2 50.1 ± 2 21 ± 1.1 0.9 ± 0.02
0.5 0.0 0.0 0.0 0.0
0.5 0.25 5 ± 1 6 ± 0.5 0.5 ± 0.02
0.5 0.5 8 ± 2 5 ± 0.2 0.7 ± 0.02
0.5 1 52 ± 3 19 ± 0.9 0.8 ± 0.02
0.5 1.5 49 ± 2 18 ± 0.7 0.7 ± 0.02
0.5 2 41 ± 3 16 ± 1.0 0.6 ± 0.02

Values represented the mean of three replicates ± standard error.
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0.0 1 56 ± 3 19 ± 0.7 0.8 ± 0.01 

0.0 1.5 47 ± 2 17 ± 1.0 0.7 ± 0.01 

0.0 2 52 ± 3 18 ± 0.9 0.7 ± 0.02 

0.25 0.0 0.0 0.0 0.0 

0.25 0.25 7 ± 2 6 ± 0.8 0.9 ± 0.03 

0.25 0.5 63 ± 2 22 ± 0.9 0.9 ± 0.4 

0.25 1 75 ± 2 27 ± 1 1 ± 0.02 
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0.5 1.5 49 ± 2 18 ± 0.7 0.7 ± 0.02 

0.5 2 41 ± 3 16 ± 1.0 0.6 ± 0.02 

Values represented the mean of three replicates ± standard error. 
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Figure 1. Plant regeneration of Carum copticum. (A) Shoot development from callus on MS medium
supplemented with 0.25 mg L−1 2,4-D and 1.5 mg L−1 BAP. (B) Root development on regenerated
shoots after 4 weeks on MS medium supplemented by 1 mg L−1 IAA. Sidebar in the picture shows
1 cm.

Table 4. Effect of different concentrations of IBA and IAA on root formation of in vitro regenerated
shoots of Carum copticum on MS medium.

Culture Medium (MS)
Rooting (%) Number of

Roots Per Shoot
Root Length

(cm)IBA mg L−1 IAA mg L−1

0.0 0.0 0.0 0.0 0.0
0.0 0.5 45 ± 3 4 ± 1 0.5 ± 0.03
0.0 1 75 ± 3 9.9 ± 0.5 1.1 ± 0.02
0.5 0.0 31 ± 5 3.5 ± 0.4 0.8 ± 0.01
0.5 0.5 61 ± 4 7.4 ± 0.8 0.8 ± 0.01
0.5 1 45 ± 5 5.8 ± 0.3 0.7 ± 0.02
1 0.0 63 ± 3 7.7 ± 0.3 0.9 ± 0.01
1 0.5 8 ± 3 2 ± 0.3 0.3 ± 0.02
1 0.1 4 ± 1 2 ± 0.1 0.3 ± 0.02

Values represented the mean of three replicates ± standard error.

3.2. Effects of In Vitro Salt Stress on Callus Induction Percentage and Fresh Weight

After four weeks of NaCl treatment, a meaningful reduction of the callus induction
percentage and fresh weight was obtained with higher concentrations of NaCl. The min-
imum percentage of callus induction and fresh weight was obtained at 200 mM NaCl
compared to the control (Figure 2). The impact of increasing salt concentration on the
callus phenotype of C. copticum is shown in Figure 3. The friable yellowish–green calli
were achieved from callus grown at 100 and 150 mM NaCl, while the callus color appeared
brown under 200 mM NaCl treatment.
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Figure 2. Effect of salinity on callus induction and callus fresh weight of Carum copticum. Stem
explants were cultured on MS medium containing 1 mg L−1 BAP, 0.25 mg L−1 2,4-D, and 0, 25, 50, 100,
150, and 200 mM NaCl. Callus induction (A) and callus fresh weight (B) were measured after 4 weeks
of salt treatment. Values represent the mean of three replicates with error bars indicating ± standard
errors, and dissimilar letters are significantly different according to Duncan’s test (p ≤ 0.05).
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Figure 3. Callus phenotype of Carum copticum under salt treatment. The photographs were taken
4 weeks after the start of treatment. Sidebar in each picture shows 1 cm.

3.3. Effects of In Vitro Salt Stress on Accumulation of Proline and Reducing Carbohydrate

Statistical analysis of the data showed significant differences among NaCl concentra-
tions, explants, and their interaction effects (Table 5).

Table 5. Analysis of variance to assess the impacts of NaCl concentrations, explants, and their
interaction on compatible osmolytes, antioxidant enzyme activity, and secondary metabolites in the
seedlings, calli, and regenerated seedlings of Carum copticum.

Source df
Mean Square

Sig.
Proline Reducing

Sugar SOD CAT APX Total
Phenolic Anthocyanin

Explants 2 66.719 2.860 984.511 82,271.035 399.776 27,511.182 3717.216 0.000
NaCl concentrations 4 1316.920 8.237 4858.424 60,983.228 712.782 36,674.622 290.332 0.000
Explants × NaCl
concentrations 8 195.899 1.073 344.638 19,213.986 147.201 23,056.463 73.106 0.000

Error 30 0.021 0.061 14.448 15.575 14.583 16.748 14.429

To determine the osmotic adjustment of the seedlings and callus under salinity, the
contents of proline and soluble sugar were analyzed. Proline contents in shoots of seedlings
and calli of C. copticum significantly increased in relation to the severity of salt stress. The
highest proline content (about sevenfold increases) was found when seedlings and calli
were subjected to 150 mM NaCl treatment as compared with the control (Figure 4A). As
shown in Figure 2A, the maximum proline contents in the regenerated seedlings were
observed at 100 mM, which then decreased at 150 mM NaCl. The results revealed the
proline accumulation in shoots of seedlings was the highest compared to callus and regen-
erated seedlings.

It was clearly observed from Figure 4B that NaCl significantly affected the reduced
sugar content of seedlings and callus of C. copticum. These contents in the callus increased
in a NaCl concentration-dependent manner. The highest content in callus was observed
at 150 mM NaCl, which was 3.3 times higher than that of the control sample, while the
highest level of reducing sugar was observed at 100 mM NaCl by 196% in seedlings and by
261% in regenerated seedlings in comparison with the controls (Figure 4B). The detailed
results of the different NaCl concentrations’ impact on proline and reducing sugar contents
in three explants of Carum copticum are presented in Table 6.

3.4. Effects of In Vitro Salt Stress on Antioxidant Enzyme Activities

Under salinity conditions, the SOD activity significantly increased in all samples as
compared to the controls. Compared to the controls, the highest salinity levels contributed
to a significant increase in callus SOD activity, about a 6.3-fold increase, whereas the SOD
activity showed a 6.6- and 2.8-fold increase at salt stress levels of 100 mM in seedlings and
regenerated seedlings, respectively. The observed decrease in activity at 150 mM NaCl in
regenerated seedlings was still 1.8-fold more than the control (Figure 5A).
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Figure 4. Effect of salinity on compatible osmolytes of Carum copticum. Mature sterilized seeds and
regenerated seedlings were grown on MS medium containing 0, 25, 50, 100, and 150 mM NaCl. Calli
were cultured on MS medium containing 1 mg L−1 BAP, 0.25 mg L−1 2,4-D, and the above-mentioned
concentrations of NaCl. The amount of proline (A) and reducing sugars (B) were measured using
four-week shoots of salt treatment. Values represent the mean of three replicates with error bars
indicating ± standard errors. Different lowercase letters indicate significant differences among the
5 NaCl concentrations in an explant of Carum copticum, and different uppercase letters indicate
significant differences among 3 explants of Carum copticum within the same NaCl level according to
Duncan’s test p ≤ 0.05.

Table 6. Comparison of proline and reducing sugar contents in three explants of Carum copticum
under five NaCl concentrations.

Proline Reducing
Sugar

NaCl
Concentrations

(mM)
Seedlings Calli Regenerated

Seedlings Seedlings Calli Regenerated
Seedlings

0 5.6 ± 1eA 5.7 ± 1eA 5.3 ± 0.9 eB 1.3 ± 0.12 cA 1.1 ± 0.1 dA 0.9 ± 0.13 dA

25 7.5 ± 0.9 dC 12.4 ±1 dB 13.4 ± 0.8 dA 2.1 ± 0.1 dA 1.7 ± 0.1 cA 1.9 ± 0.1cA

50 16.9 ± 1.1 cC 21.3 ± 2 cB 22.7 ± 1.2 bA 3.3 ± 0.16 bA 2.8 ± 0.15 bB 2. 7 ± 0.09 bB

100 26.9 ± 1.3 bC 32.4 ± 0.9 bB 36.2 ± 0.8 aA 4 ± 0.1 aA 3.4 ± 0.1 aB 3.7 ± 0.11aB

150 42.2 ± 0.7 aA 41.3 ± 1 aB 14.6 ± 0.2 cC 3.6 ± 0.07 abA 3.8 ± 0.09 aA 1.2 ± 0.21 dB

Different lowercase letters within a column indicate significant differences among the 5 NaCl concentrations in an
explant of Carum copticum (Duncan’s test p ≤ 0.05); Different uppercase letters within a row indicate significant
differences among 3 explants of Carum copticum within the same NaCl level (Duncan’s test p ≤ 0.05). Each value
represents the mean of three replicates ± standard errors.
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Figure 5. Effect of salinity on antioxidant enzyme activity of Carum copticum. Mature sterilized
seeds and regenerated seedlings were grown on MS medium containing 0, 25, 50, 100, and 150 mM
NaCl. Calli were cultured on MS medium containing 1 mg L−1 BAP, 0.25 mg L−1 2,4-D, and the
above-mentioned concentrations of NaCl. The activities of SOD (A), CAT (B), and APX (C) were
measured using 4-week shoots of salt treatment. Values represent the mean of three replicates with
error bars indicating ± standard errors. Different lowercase letters indicate significant differences
among the 5 NaCl concentrations in an explant of Carum copticum, and different uppercase letters
indicate significant differences among 3 explants of Carum copticum within the same NaCl level
according to Duncan’s test p ≤ 0.05.
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The CAT activity at 100 mM NaCl increased by about 172% in the treated seedlings and
134% in the regenerated seedlings, in comparison to the controls. However, the decreases
at 150 mM NaCl in seedlings resulted in regenerated seedlings with a value that was still
significantly higher than the control (154% increase), while in regenerated seedlings, the
value dropped even below that of the control (Figure 5B). 150 mM NaCl also caused a
significant increase in the CAT activity of calli of C. copticum by 143% as compared to
the controls.

Salt stress caused a significant increase in the activity of APX in C. copticum leaves
and calli compared to the controls. Of different concentrations tested, 100 mM NaCl had a
maximum increasing effect on the APX activity in the seedlings and regenerated seedlings.
While a significant increase in callus APX activity was obtained at 150 mM NaCl by 183%
compared to the control (Figure 5C).

The effect of salinity on antioxidant enzyme activity in the Carum copticum seedlings,
calli, and regenerated seedlings treated with different concentrations of NaCl is also pre-
sented in Table 7.

Table 7. Comparison of the activity of SOD, CAT, and APX in three explants of Carum copticum
under five NaCl concentrations.

SOD CAT APX

NaCl Con-
centrations

(mM)
Seedlings Calli Regenerated

Seedlings Seedlings Calli Regenerated
Seedlings Seedlings Calli Regenerated

Seedlings

0 10.6 ± 1 dA 10.3 ± 1 dA 12.1 ± 1.3 cA 157.1 ± 5 dA 146 ± 4 dB 139 ± 8.2 dB 11.8 ± 1.3 dA 10.8 ± 0.3 cA 10.7 ± 2 cA

25 20.3 ± 2 cA 15.4 ± 2 dA 14 ± 0.8 cA 258.4 ± 4 cA 148.7 ± 6 dB 152 ± 6.7 cB 19.5 ± 1 cA 13.3 ± 0.7 cA 13.2 ± 1.5 cA

50 58.9 ± 2 bA 29.4 ± 4 cC 40.1 ± 1.6 bB 376.2 ± 3 bA 211.4 ± 4 cC 232.1 ± 4.9 bB 22.4 ± 1 bA 19.5 ± 1 bB 21.7 ± 1.1 bA

100 75.3 ± 0.9 aA 49.4 ± 2 bC 62.3 ± 1.4 aB 426.9 ± 3 aA 315.3 ± 2 bC 325.5 ± 10.3 aB 38.7 ± 1.2 aA 29.1 ± 0.6 aB 29.8 ± 0.9 aB

150 70.9 ± 1 aA 65 ± 3 aA 34.4 ± 1 bB 398.9 ± 4 aA 354.6 ± 6 aB 58.4 ± 3 eC 35.9 ± 1.1 aA 30.6 ± 0.3 aA 10 ± 1.2 cB

Different lowercase letters within a column indicate significant differences among the 5 NaCl concentrations in an
explant of Carum copticum (Duncan’s test p ≤ 0.05); Different uppercase letters within a row indicate significant
differences among 3 explants of Carum copticum within the same NaCl level (Duncan’s test p ≤ 0.05). Each value
represents the mean of three replicates ± standard errors.

3.5. Effects of In Vitro Salt Stress on Accumulation of Total Phenolic and Anthocyanin Contents

The changes in the phenolic and anthocyanin contents of seedlings and calli under
NaCl treatments were analyzed (Figure 6 and Table 8). In comparison with the controls,
the total phenolic content of shoots of seedlings and callus increased progressively with
an increase in the concentration of NaCl, whereas the highest NaCl concentration caused
a significant reduction in this content in shoots of the regenerated seedlings (Figure 6A).
This increase was more accentuated in callus than in seedlings after four weeks of salt
stress. The highest phenolic content was achieved by 115% and 173% following exposure of
seedlings and callus to 150 mM NaCl, respectively. The regenerated seedlings treated with
100 mM NaCl had meaningfully higher phenolic content when compared to the controls
(by 110% over control), while this content was lowered by 67% in the regenerated seedlings,
which received 150 mM NaCl treatment.

Salt stress led to a significant increase in the anthocyanin content of C. copticum
(Figure 6B). The highest salt concentration caused an increase in the anthocyanin content
of 56.5% in seedling shoots and 140% in callus compared to their respective controls. In
regenerated seedlings, 100 mM NaCl treatment contributed to a significant increase of
161% in the anthocyanin content, while 150 mM NaCl caused a significant decrease in this
content of 29% relative to their control.



Horticulturae 2023, 9, 22 13 of 20Horticulturae 2023, 9, x FOR PEER REVIEW 14 of 21 
 

 

 

Figure 6. Effect of salinity on secondary metabolites of Carum copticum. Mature sterilized seeds 

and regenerated seedlings were grown on MS medium containing 0, 25, 50, 100, and 150 mM NaCl. 

Calli were cultured on MS medium containing 1 mg L−1 BAP, 0.25 mg L−1 2,4-D, and the 

above-mentioned concentrations of NaCl. Total phenolic (A) and anthocyanin (B) contents of 

shoots were measured after 4 weeks of salt treatment. Values represent the mean of three replicates 

with error bars indicating ± standard errors. Different lowercase letters indicate significant differ-

ences among the 5 NaCl concentrations in an explant of Carum copticum, and different uppercase 

letters indicate significant differences among 3 explants of Carum copticum within the same NaCl 

level according to Duncan’s test p ≤ 0.05. 

Table 8. Comparison of total phenolic and anthocyanin contents in three explants of Carum cop-

ticum under five NaCl concentrations. 

 Total Phenolic Anthocyanin 

NaCl Concentra-

tions (mM) 
Seedlings Calli 

Regenerated Seed-

lings 
Seedlings Calli 

Regenerated 

Seedlings 

0 162 ± 8 eA 155.9 ± 8 eA 147.9 ± 4 dB 31.8 ± 1 cA 11 ± 1 cB 8.9 ± 1 cB 

25 240.8 ± 7 dA 178.8 ± 7 dC 198.8 ± 5 cB 37.8 ± 2 bcA 14.3± 1 cB 11.03 ± 0.6 bcB 

50 263.9 ± 9 cA 261.7 ± 9 cA 259.8 ± 8 bA 43.8 ± 1 abA 17.6 ± 0.8 bcB 16.2 ± 1 b B 

100 302.7 ± 6 bC 341.6 ± 6 bA 311.7 ± 7 aB 47.9 ± 2 aA 22.7 ± 1 abB 23.4 ± 1 aB 

150 348.8 ± 7 aB 425.8 ± 6 aA 48.8 ± 3 eC 49.8 ± 3 aA 26.2 ± 0.5 aB 6.2 ± 0.4 cC 

Different lowercase letters within a column indicate significant differences among the 5 NaCl 

concentrations in an explant of Carum copticum (Duncan’s test p ≤ 0.05); Different uppercase letters 

within a row indicate significant differences among 3 explants of Carum copticum within the same 

NaCl level (Duncan’s test p ≤ 0.05). Each value represents the mean of three replicates ± standard 

errors. 

3.6. Effects of In Vitro Salt Stress on Essential Oil Components 

eA

dA cA
bC

aB

eA
dC

cA

bA

aA

dB

cB

bA

aB

eC

0

100

200

300

400

500

0 25 50 100 150

P
h

en
o

li
c
 c

o
m

p
o

u
n

d

(m
g

/g
 f

r
e
sh

 w
e
ig

h
t)

NaCl concentrations (mM)

(A) Seedlings

Calli

Regenerated seedlings

cA

bcA

abA

aA
aA

cB
cB

bcB

abB
aB

cB
bcB

bB

aB

cC

0

10

20

30

40

50

60

0 25 50 100 150

A
n

to
c
y

a
n

in

(µ
m

o
l/

g
 f

r
e
sh

 w
e
ig

h
t)

NaCl concentrations (mM)

(B) Seedlings
Calli
Regenerated seedlings

Figure 6. Effect of salinity on secondary metabolites of Carum copticum. Mature sterilized seeds
and regenerated seedlings were grown on MS medium containing 0, 25, 50, 100, and 150 mM NaCl.
Calli were cultured on MS medium containing 1 mg L−1 BAP, 0.25 mg L−1 2,4-D, and the above-
mentioned concentrations of NaCl. Total phenolic (A) and anthocyanin (B) contents of shoots were
measured after 4 weeks of salt treatment. Values represent the mean of three replicates with error
bars indicating ± standard errors. Different lowercase letters indicate significant differences among
the 5 NaCl concentrations in an explant of Carum copticum, and different uppercase letters indicate
significant differences among 3 explants of Carum copticum within the same NaCl level according to
Duncan’s test p ≤ 0.05.

Table 8. Comparison of total phenolic and anthocyanin contents in three explants of Carum copticum
under five NaCl concentrations.

Total Phenolic Anthocyanin

NaCl
Concentrations

(mM)
Seedlings Calli Regenerated

Seedlings Seedlings Calli Regenerated
Seedlings

0 162 ± 8 eA 155.9 ± 8 eA 147.9 ± 4 dB 31.8 ± 1 cA 11 ± 1 cB 8.9 ± 1 cB

25 240.8 ± 7 dA 178.8 ± 7 dC 198.8 ± 5 cB 37.8 ± 2 bcA 14.3± 1 cB 11.03 ± 0.6 bcB

50 263.9 ± 9 cA 261.7 ± 9 cA 259.8 ± 8 bA 43.8 ± 1 abA 17.6 ± 0.8 bcB 16.2 ± 1 b B

100 302.7 ± 6 bC 341.6 ± 6 bA 311.7 ± 7 aB 47.9 ± 2 aA 22.7 ± 1 abB 23.4 ± 1 aB

150 348.8 ± 7 aB 425.8 ± 6 aA 48.8 ± 3 eC 49.8 ± 3 aA 26.2 ± 0.5 aB 6.2 ± 0.4 cC

Different lowercase letters within a column indicate significant differences among the 5 NaCl concentrations in an
explant of Carum copticum (Duncan’s test p ≤ 0.05); Different uppercase letters within a row indicate significant
differences among 3 explants of Carum copticum within the same NaCl level (Duncan’s test p ≤ 0.05). Each value
represents the mean of three replicates ± standard errors.
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3.6. Effects of In Vitro Salt Stress on Essential Oil Components

In the study of the oil composition of C. copticum seedlings by the GC/MS analysis,
34 components were identified (Table 9). Thymol, γ-terpinene, p-cymene, and α-pinene
make up the most important components of the oil in seedlings. The treatment of seedlings
with 100 mM NaCl significantly affected the main essential oils. Among the main aroma
constituents, the content of α-pinene, γ-terpinene, and thymol was increased at 100 mM
NaCl by 68%, 41%, and 38%, respectively, while p-cymene was lowered by 39% in the
salt-treated seedlings, in comparison to the controls (Table 9).

Table 9. Constituents of essential oil of Carum copticum seedlings, calli, and regenerated seedlings
were grown with NaCl using GC/MS.

Essential Oil
Components

Retention
Time (min)

Seedlings Regenerated Seedlings Callus

Control 100 mM
NaCl Control 100 mM

NaCl Control 100 mM
NaCl

2-pentyl furan 908 1.4 ± 0.2 0.8 ± 0.1 1.1 ± 0.1 1.4 ± 0.2 - -
Tricyclene 922 0.9 ± 0.0 1.4 ± 0.1 0.9 ± 0.1 - - -
α-thujene 936 1.2 ± 0.1 1.0 ± 0.0 1.3 ± 0.1 1.0 ± 0.1 1.4 ± 0.1 1.3 ± 0.1
α-pinene 948 2.5 ± 0.1 4.2 ± 0.5 4.5 ± 0.2 1.8 ± 0.1 4.1 ± 0.2 1.7 ± 0.1
Hexanol 959 1.1 ± 0.2 0.9 ± 0.1 0.9 ± 0.0 1.2 ± 0.2 - 0.8 ± 0.1
Sabinene 971 0.9 ± 0.0 1.1 ± 0.1 1.6 ± 0.0 0.8 ± 0.02 0.8 ± 0.0 1.2 ± 0.1
ß-pinene 985 1.3 ± 0.2 1.0 ± 0.2 1.2 ± 0.1 1.3 ± 0.1 1.1 ± 0.1 2.1 ± 0.1
3-octanone 993 0.9 ± 0.1 1.2 ± 0.0 1.1 ± 0.2 1.0 ± 0.1 3.8 ± 0.1 1.2 ± 0.1
Myrcene 998 2.2 ± 0.1 3.9 ± 0.1 1.8 ± 0.2 3.2 ± 0.2 2.0 ± 0.1 2.4 ± 0.2
2-caren 1006 1.3 ± 0.1 1.0 ± 0.1 1.2 ± 0.2 1.0 ± 0.1 1.4 ± 0.1 3.5 ± 0.1
a-phylandrene 1011 0.8 ± 0.0 1.2 ± 0.2 0.9 ± 0.2 1.5 ± 0.2 4.1 ± 0.2 1.0 ± 0.1
α-fenchen 1016 1.7 ± 0.2 0.9 ± 0.1 1.1 ± 0.0 1.7 ± 1.1 1.1 ± 0.1 1.3 ± 0.2
α-terpinene 1027 1.1 ± 0.2 1.4 ± 0.2 1.4 ± 0.0 1.6 ± 0.0 2.2 ± 0.1 2.0 ± 0.1
p-cymene 1034 25.1 ± 4.2 15.4 ± 2.1 22.5 ± 7.7 19.1 ± 0.6 12.1 ± 1.4 12.8 ± 1.2
β-phylandrene 1043 1.3 ± 0.1 1.0 ± 0.0 1.3 ± 0.2 0.9 ± 0.0 1.8 ± 0.1 0.9 ± 1.2
Limonene 1050 1.1 ± 0.1 0.9 ± 0.0 1.0 ± 0.01 1.6 ± 0.2 1.4 ± 0.1 1.7 ± 0.6
γ-terpinene 1066 15.2 ± 1.4 21.5 ± 1.1 23.2 ± 1.3 17.1 ± 1.1 18.2 ± 2.7 28.1 ± 1.7
Cis-sabinen hydrate 1079 1.2 ± 0.1 0.9 ± 0.2 1.0 ± 0.07 1.4 ± 0.0 2.0 ± 0.1 1.9 ± 0.2
Terpinolene 1092 1.8 ± 0.2 1.2 ± 0.1 1.4 ± 0.1 1.3 ± 0.1 1.1 ± 0.1 2.1 ± 0.1
Linalool 1152 1.4 ± 0.2 1.1 ± 0.2 1.1 ± 0.0 0.9 ± 1.1 2.1 ± 0.1 1.0 ± 0.1
Terpinene-4-ol 1178 1.0 ± 0.0 - 0.8 ± 0.5 1.6 ± 0.2 1.9 ± 0.1 1.1 ± 0.1
Thymol methyl ether 1235 0.8 ± 0.1 0.9 ± 0.1 1.2 ± 1 2.0 ± 0.1 - -
Verbenone 1260 0.9 ± 0.0 1.3 ± 0.2 1.6 ± 0.1 1.1 ± 0.0 1.2 ± 0.1 1.0 ± 0.1
Bronyl acetate 1281 1.3 ± 0.1 0.9 ± 0.2 1.1 ± 0.1 0.8 ± 0.1 - -
Thymol 1296 19.3 ± 2.1 26.6 ± 2.2 14.6 ± 0.6 22.4 ± 2.6 17.0 ± 0.1 24.4 ± 4.5
Carvacrol 1310 1.2 ± 0.2 1.0 ± 0.1 0.9 ± 0.0 1.4 ± 0.1 7.7 ± 2.1 7.0 ± 2.2
Candinol 1338 0.9 ± 0.0 0.8 ± 0.2 1.3 ± 0.1 3.0 ± 0.5 0.9 ± 0.1 2.0 ± 0.1
Hexadecanoeic acid 1370 1.5 ± 0.2 1.0 ± 0.1 1.4 ± 0.1 1.6 ± 0.2 2.7 ± 0.1 3.1 ± 0.5
Cedrene 1398 0.9 ± 0.0 1.3 ± 0.0 0.8 ± 0.1 1.3 ± 0.8 - -
β-caryophyllene 1418 1.1 ± 0.1 0.9 ± 0.0 0.9 ± 0.0 1.0 ± 0.1 0.8 ± 0.1 1.3 ± 0.1
γ-elemene 1440 0.9 ± 0.0 1.2 ± 0.4 1.2 ± 0.1 1.4 ± 0.1 - -
α-humulene 1463 1.7 ± 0.1 1.0 ± 0.2 - 0.8 ± 0.1 1.0 ± 0.1 1.1 ± 0.1
Germacren D 1490 1.0 ± 0.0 0.9 ± 0.0 1.3 ± 0.0 1.1 ± 0.0 - -
β-bisabolene 1537 0.8 ± 0.0 - 0.8 ± 0.0 - - -

Values represented the mean of three replicates ± standard error.

The same oil compositions were identified in regenerated seedlings. However, in con-
trast with the seedlings, 100 mM NaCl decreased α-pinene and γ-terpinene in regenerated
seedlings when compared to the respective controls. Carvacrol, limonene, and α-terpinene
were other important compounds with strong biological and pharmacological properties
in regenerated seedling oils that were increased to a level of 1.5 times higher than that of
the control by 100 mM NaCl. In addition, thymol was raised by about 53% under 100 mM
NaCl treatment, in comparison to the controls.
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The oil composition produced in the callus of C. copticum included about 25 compo-
nents. The results showed that 100 mM NaCl had a positive impact on the main components
of the callus oil. For instance, with respect to the control, the amount of thymol (43%),
γ-terpinene (54%), α-terpinene (54.39%), p-cymene (5.8%), and limonene (21.43%) was
increased in salt-treated callus. In contrast, 100 mM NaCl in the culture media led to
reducing linalool by 52.3% and carvacrol by 9% compared to the control.

4. Discussion

Many reports in the past decades showed that during in vivo growth conditions,
adverse environmental stress influence plant physiology with a stimulatory effect on
secondary metabolites in medicinal plants and crops [4,27]. Additionally, a similar trend
in enhancing the production of the metabolites was observed in in vitro cultures using
biotic and abiotic elicitors [28,29]. Since the higher production of most of the secondary
metabolites is a defensive response associated with increased resistance to stress, the present
study aimed to improve the secondary metabolite production of C. copticum by in vitro salt
stress. Therefore, the dose-dependent experiments were conducted to examine the impact
of salt stress on the secondary metabolites, the antioxidant responses, and the accumulation
of compatible osmolytes in seedlings, calli, and regenerated seedlings of C. copticum.

In vitro cultures provide a feasible approach to studying the response of plants to
stress conditions. Among in vitro techniques, callus culture, which can regenerate into
a whole plant, is undoubtedly the most effective tool in the development of salt-tolerant
plants and in enhancing the production of secondary metabolites. There are numerous
reports of physiological alterations in calli under salinity [30,31]. According to previous
reports, the success of callus induction and plantlet regeneration determines by the types
of explants, the media constituents, including PGRs, and the nature of the genotype [32].
The present study successfully established a protocol for C. copticum callogenesis and
regeneration. Additionally, in order to determine a suitable in vitro culture with mass
production of medicinal metabolites of C. copticum, the effect of salt on physiological and
biochemical changes in callus and regenerated seedlings from calli were also evaluated.

The impact of salinity on plant secondary metabolites through the induction of ox-
idative stress and defense responses involves ROS generation, which plays an important
role in altering the synthesis of these metabolites in medicinal plants [33]. It was well
established that low ROS levels are necessary for various biological processes, including
cellular proliferation and differentiation. In contrast, at higher levels, ROS is a significant
threat to cells by causing oxidation of proteins, damage to nucleic acids, peroxidation of
lipids, enzyme inhibition, and activation of programmed cell death [34,35]. The damag-
ing or signaling roles of ROS depend on the equilibrium between ROS production and
scavenging. To control the ROS level to avoid any oxidative damage and not eliminate
them entirely under stress conditions, plants respond and adapt with complex mechanisms,
including morphological and physiological strategies, osmolyte biosynthesis, the nonen-
zymic, and enzymic antioxidants system [36]. Overall, the physiological and biochemical
changes in response to stress affect primary metabolism, which provides precursors to the
secondary metabolites.

One of the essential physiological changes determining the survival of a plant and the
production of the metabolites under salt stress is an osmotic adjustment, which involves
the accumulation of organic osmolytes, such as proline, sugars, proteins, polyamines, and
glycine betaine [6]. These osmolytes, with their compatible nature, counteract the harmful
effects of osmotic and ionic stress by balancing the osmotic potentials and maintaining the
low intracellular water potential of plants [37]. In the present study, the osmotic adjustment
in response to salt stress was estimated by measuring the accumulation of proline and
sugars in the leaf and calli of C. copticum. It is well known that proline plays a crucial
role in free radical scavenging and the protection of proteins and membrane structures
under stress [38]. This study confirmed that the salt-stressed plants accumulated proline
compared to the controls. The elevated level of proline seems to be related to the proline
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transport and overexpression of ∆1-pyrroline-5-carboxylate synthetase (P5CS). Moreover,
P5CS genes of Arabidopsis play distinct roles in stress regulation and developmental
control of proline biosynthesis and strongly induce under high salinity [39]. Increased
proline content in response to salt stress was reported in numerous plants [40,41]. Like
proline, the accumulation of sugars is another adaptive mechanism to balance the osmotic
potential and acquire resistance to stress. The sugars serve as the buffering of the cellular
redox potential and a source of sufficient energy under severe stress [42]. The results of this
study were consistent with previous studies, which increased sugar content under salinity
conditions [43,44]. These results suggested that the accumulation of proline and soluble
sugars is one of the strategies of C. copticum cells for salt tolerance.

Increased activities of many antioxidant enzymes in plants are another defensive
response to cope with ROS such as O2˙ and H2O2, which may be over-accumulated under
salinity conditions [45]. Various workers reported the induction of specific enzymes of
the antioxidant defense system to scavenge the excess ROS, which has been linked to
greater tolerance to salt stress [46,47]. Moreover, it has been claimed that antioxidant
enzymes such as SOD, CAT, and APX are involved in plant secondary metabolism by
converting salt-induced ROS into H2O2 and maintaining H2O2 at an optimum level as
a signal molecule. For instance, PaSOD and RaAPX genes in salt-resistant plants could
enhance lignin biosynthesis and compatible solutes [48]. In our experiment, the seedlings
and calli treated with NaCl showed a considerable increase in SOD, CAT, and APX activities
as an adaptive reaction to salt stress. Along with our study, other studies have also
shown a correlation between increased antioxidant enzyme levels and salt tolerance [49].
Generally, it is suggested that the activation of antioxidant enzymes contributes to the
secondary metabolites production and physiological stability of plants under the saline
growth condition.

There is much evidence of the induction of secondary metabolites with antioxidant
properties and free radical scavenging in plants during exposure to salinity stress as a
defensive response to stress [6,50]. For instance, phenolic content in virgin olive oil [51],
total flavonoids and phenols in Cordyline fruticosa leaves [52], and anthocyanins in rice [53]
increased in response to salinity. The synthesis of high amounts of phenolic compounds
and the association of antioxidant activity under salinity has also been proven by Wask-
iewicz et al. [54]. Likewise, Ramakrishna et al. [55] showed the significant synthesis of
secondary metabolites such as polyphenols, tannins, and anthocyanins in response to
salinity. The previous report indicated that salt stress increased the phenolic compounds
through disturbances in the secondary metabolic pathways [56]. In this study, the antho-
cyanin and phenolic contents increased essentially with increasing intensity of salinity in
seedlings and calli of C. copticum. A similar trend in phenolic content in Cynara cardun-
culus [57] and Echinacea angustifolia [58] was reported. An increase in anthocyanin as
another potent antioxidant compound by salinity treatment has been reported in many
plant species [59,60]. However, in the present study, regenerated seedlings showed an in-
crease in these compounds in low or moderate saline conditions and then had a decreasing
rate in the highest concentration. These results are by previous findings [61,62]. It is estab-
lished that these compounds, because of the hydroxyl groups of their structure, can directly
scavenge ROS into relatively nontoxic and stable macromolecular radicals and can chelate
transition metal ions. Additionally, it is well known that they inhibit lipid peroxidation by
trapping the lipid alkoxyl radicals and decreasing the fluidity of the membranes. All these
changes strictly hinder the diffusion of free radicals and limit peroxidative reactions [63].
Nowadays, despite the defensive role of these compounds in plants against environmen-
tal stresses, their therapeutic characteristics, such as antihypertensive, anti-inflammatory,
and anticancer effects in biological systems received particular attention [64]. Therefore,
increasing the metabolism of phenolic compounds with different biotic and abiotic stresses
can be crucial. However, it has been demonstrated that the severity, duration, and timing
of the salinity and other stresses affect the quality and quantity of secondary metabolites.
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Assaf et al. [65] showed that moderate salt stress had the most effect on the induction of
secondary metabolites of Lamiaceae species.

One of the most significant achievements of this research is the induction of the main
constituents of the oils in the seedlings, calli, and regenerated seedlings of C. copticum.
Here, α-pinene, γ-terpinene, thymol, p-cymene, carvacrol, limonene, and α-terpinene
were strongly influenced by in vitro salt treatment. For instance, 100 mM NaCl treatment
induced a significant increase in the content of γ-terpinene, and thymol in the seedlings
and calli, while this concentration increased carvacrol, limonene, and α-terpinene in the
regenerated seedlings. Alteration in the essential oil yield and composition is considered
an adaptation trait to salinity, which. The effects of salinity on essential oil composition
have been shown in numerous studies [66,67]. The previous report declared that free
volatiles, which are glycosylated and stored in cells, contribute to a decrease in the effect of
osmotic stress inherent to salinity by increasing cellular swelling [68]. Furthermore, the
increase in soluble sugars as the most critical direct organic product of photosynthesis
utilized in essential oil biosynthesis could lead to a rise in the production of essential
oil [69]. Possibly, to equilibrate between the carbohydrate source and sink, the plant
shifted extra carbohydrates toward producing these metabolites, which confirmed our
findings. These results conformed with the previous studies that indicated the increase of
essential oil production in response to salinity in several plants [70,71]. Conversely, the
reduction in bioactive compound content under salt stress was observed in several aromatic
plants [72,73].

Overall, this study suggests the addition of salinity to the growth medium at a certain
concentration as a suitable way to improve the plant secondary metabolites synthesis.

5. Conclusions

This research demonstrated an antioxidant defense system, such as enhancing phe-
nolic contents and essential oils, activated under high salinity conditions in C. copticum.
The compatible osmolytes accumulation, maximal antioxidant enzyme activity, phenolic,
anthocyanin contents, and essential oil components were measured by applying 100 mM
NaCl. These results indicate that understanding the relationship between the production of
secondary metabolites and salinity tolerance can lead to improving the yield of functional
secondary metabolites. Moreover, in vitro cultures provide a valuable method for the
successful production of essential and valuable secondary metabolites. These findings
suggest that the callus culture is the most reliable for producing secondary metabolites of
C. copticum under salt stress.
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