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Abstract 

 

This study was carried out to evaluate the effects of ethyl methane sulfonate (EMS) on the emergence rate and seedling 

characteristics of clary sage (Salvia sclarea) and to lay the foundation for future breeding studies. S. sclarea seeds were kept at 4 

different EMS doses (0.25%, 0.50%, 0.75% and 1%) for 4 different durations (6, 12, 24 and 48 hours). Seedlings were grown in the 

greenhouse. 0.25% EMS concentration was determined as the LD50 dose for S. sclarea used in the research. Among the EMS doses, 

the highest emergence value (72.00%) was taken from the control application and the lowest value (46.94%) was taken from the 1.00 

EMS application. Among the application durations, the highest value (83.30%) gave 12hr, while the lowest value (32.15%) gave 24hr. 

Considering the Dose x Application Duration interaction, the highest (88.75%) and lowest (1.25%) values were recorded in 0.25% 

EMS-12hr and 1.00%EMS-48hr applications, respectively. Among the seedling characteristics examined, the highest values for 

seedling and root length, fresh and dry seedling weight, fresh root weight and leaf length were obtained from the 0.25% EMS-12hr 

application. The findings obtained from our study showed that as the application time and dose increased, the emergence was negatively 

affected, and that the EMS application time was more effective than the EMS application dose. 
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Introduction 

 

Türkiye is an important gene center of the Salvia 

genus. 99 species of this genus, 51 of which are endemic, 

are naturally distributed in the Flora of Türkiye (Güner et 

al., 2012). Salvia sclarea L. (Clary sage), one of these 

species and widely seen in Türkiye, is a biennial or 

perennial plant that can grow up to 140 cm, with a thick, 

erect stem branched at the top. It has lilac, white or pale 

blue flowers. The seeds are brown, round and triangular. 

Its leaves are stalked, heart-shaped, and have gray 

glandular hairs on the plant (Koul et al., 2017; Aćimović et 

al., 2018; Ranđelović et al., 2022). The plant develops 

rosette leaves the first year and blooms the following year. 

Usually flowering begins in May and continues until the 

end of August. Those whose ripening period is less than 

170 days are considered early, those whose ripening period 

is between 170 and 200 days are considered medium early, 

and those whose ripening period is more than 200 days are 

considered late (Aćimović et al., 2018).  

Clary sage is grown commercially largely in Russia, 

Bulgaria, France, and Morocco, and approximately 150 tons 

of essential oil is produced annually in these countries 

(Dzamic et al., 2008; Hristova et al., 2013; Yaseen et al., 

2015; Tuttolomondo et al., 2020). Clary sage contains a 

valuable essential oil that is widely used in perfumery 

industries as a source of fragrance with a refreshing and long-

lasting note (Yaseen et al., 2015; Sharmeen et al., 2021). 

One of the most important needs in the production of 

medicinal and aromatic plants, which are important sources 

of plant secondary metabolites with a wide range of uses 

around the world (Kumar & Gupta, 2008; Barut et al., 

2022), is the development of varieties with high yield and 

quality. Breeding studies continue based on variations 

caused by genetic and environmental factors both between 

species and between individuals of the same species. 

With mutation breeding, a wide range of genetic 

variability can be created in the plant material studied. 

Ionizing radiation (X-rays, gamma rays, neutron beams) 

and chemical agents (such as ethyl methanesulfonate, 

ethylemine, and nitroethyl urethane) are employed in 

mutation breeding to induce genetic diversity. Chemical 

mutagens are essential for generating genetic variability 

in plant breeding programs. (Maluszynski et al., 1995; 

Kumar et al., 2019). EMS (CH3OSO2C2H5) is the most 

common chemical mutagen used in plant breeding due to 

its efficacy and ease of application (Saima Mir et al., 

2021; Türkoğlu et al., 2023). Plant tissues and cells' 

cytological, genetic, physiological, and morphological 

characteristics can all be impacted by EMS, which 

impacts a very brief chromosomal region that contains 

one or more genes. EMS may alter the cytological, 

genetic, physiological, and morphological characteristics 

of plant tissues and cells by affecting a relatively brief 

chromosomal section that contains one or more genes  

(Waugh et al., 2006). High sterility is regularly caused 

by an extremely high mutation rate. Plant breeders 

therefore strive for less physiological harm and greater 

mutagenic consequences (Konzak et al., 1965; Usharani 

& Ananda Kumar, 2015). 
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Mutagen doses vary based on the mutagen type and 

plant species (Roychowdhury & Tah, 2011). Excessive 

mutagen dosages can result in lethal effects, whereas 

insufficient dosages may fail to induce the desired 

mutations. Consequently, the dosage of the mutagen must 

be titrated to achieve the desired mutation rate. High 

concentrations of mutagens can induce severe deleterious 

effects, such as reduced seed germination, seedling 

viability, pollen sterility, and plant survival. To mitigate 

the adverse effects of mutagens on plant parameters, 

further research is required to optimize application timing 

and concentrations (Siddiqui et al., 2009; Ke et al., 2019). 

To date, more than 3200 mutant varieties derived from 

200 plant species have been released for commercial 

cultivation. Nevertheless, the application of mutation 

breeding to medicinal and aromatic plants remains 

relatively limited compared to cereals, ornamental plants, 

and legumes (Kolakar et al., 2018; Saima Mir et al., 2021). 

In this study, it was aimed to determine the optimum 

dose and duration by examining the effects of different 

doses and durations of EMS on seedling development of 

clary sage. There is no clary sage variety in Türkiye. This 

study is a preliminary study of the clary sage mutation 

breeding program. At the same time, this study is the first 

report in the field of mutation breeding in clary sage. 

 

Materials and Methods 

 

This research was conducted in the greenhouse located 

at Yozgat Bozok University, Faculty of Agriculture 

(Yozgat/Türkiye). 

 

Material: Seeds obtained from Salvia sclarea plants 

(germination value average 80%) grown in the collection plots 

at Yozgat Bozok University Agricultural Application and 

Research Center were used as plant material in the research. 

 

Ethyl methane sulfonate (EMS) application: EMS to be 

used as chemical mutagen was calculated as 1 mL of 

solution for each seed, and the pH of the solution was 

adjusted to 7.5 with phosphate buffer solution. For each 

application group, the seeds were kept in the EMS solution 

prepared separately in glass conical flasks in a magnetic 

stirrer at room temperature for 6, 12, 24 and 48 hours 

without pre-soaking. Four different EMS concentrations 

(0.25%, 0.50%, 0.75% and 1%) were applied, excluding 

the control. Distilled water was used as control. At the end 

of the application, the seeds were washed 20 times with 40 

mL of pure water (Kim et al., 2006; Unan et al., 2022). 

 
Preparation of phosphate buffer solution: 
1) 100 mL 1 M K2HPO4 and 100 mL 1 M KH2PO4 were 

prepared, 
2) 70 mL of 1 M K2HPO4 is taken into a separate container, 

20 mL of 1 M KH2PO4 is added to it and the pH is fixed 
by adding 1 M KH2PO4 to 7.5 and 

3) 1 M phosphate buffer solution was diluted with distilled 
water until it reached 100 mM (Kim et al., 2006). 

 

The experiment was conducted according to the 

random parcels with 4 replications. Seeds treated with 

EMS were sown directly in vials containing 4:1 peat: 

perlite in the greenhouse (14.04.2020) and routine 

irrigation was applied. Values for emergence rate (%), 

seedling length (SL) (mm), root length (RL) (mm), fresh 

seedling weight (RSW) (g), dry seedling weight (DSW) 

(g), number of leaves (NL) (piece/plant), leaf width (LW) 

(mm) and leaf length (LL) (mm) were determined 28 days 

after sowing (11.05.2020). 10 seedlings randomly selected 

from each repetition of each dose were used in the 

measurements. Since not enough seedlings could be 

obtained from 24hr and 48hr applications of 0.75% and 

1.0% EMS doses, they were not evaluated. 
EMS LD50 value was calculated based on the seed 

emergence values based on the Spearman-Karger method. 
Application times were not considered in the calculation 
and the following formula was used (Spearman, 1908; 
Unan et al., 2022): 

 

𝐿𝐷50 =  𝐷ℎ −  [𝛴 (𝑎 ×  𝑏) / 𝑚] 
 

Dh = Highest dose for plants 
a = Half of the total number of plants reacting with two 

consecutive doses  
b = Average mortality of plants between two consecutive 

doses 
m = Number of dead plants in each group. 
 

In the formula, the number of seeds that did not 

emerge was used instead of the number of dead plants. 
 

Statistical analysis 

 
The study was established according to the completely 

randomized design with two factors (1. Factor: dose and 2. 
Factor: duration) and four replications.  Variance analysis 
(ANOVA) was performed for the significance levels of the 
data obtained from the research, and LSD (Least 
Significant Difference) test was performed for significance 
groupings (p≤0.05), and correlation analysis was 
performed for pairwise relationships between data. Mean 
and standard deviation were expressed as mean± SD. 
Statistical analysis was carried out using the MINITAB 
package program (Evans, 2009). 
 

Results 
 

Seed emergence and LD50 value: According to the variance 
analysis results of the emergence values of EMS-treated 
seeds, statistical significance was recorded at the 1% level in 
dose, duration, and dose x duration interaction. Mean values 
for seed emergence are summarized in Table 1. 

Considering the doses, the highest seed emergence 
(72.00%) was taken from the control application, followed 
by 0.25%, 0.50%, 0.75% and 1.00% EMS doses, 
respectively. Among the four-application duration, the 
highest seed emergence was recorded in 6hr and 12hr 
applications (79.15% and 83.30%, respectively). The 
average emergence value was determined as 34.13% in 
applications made for 24hr and 48hr. According to dose x 
duration interaction, the highest seed emergence (88.75%) 
was obtained from the 12hr application of 0.25% EMS 
dose. Values very close to this rate were recorded at 0.50%, 
0.75% and 1.00% EMS doses of the same duration and 
0.25% and 1.00% EMS doses of 6hr (Fig. 1). These 
applications were statistically in the same group (Table 1). 
It was determined that the effect of application duration on 
the seed emergence rate was higher (Fig. 2). 
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Table 1. Mean values and difference grouping of emergence rates of S. sclarea seeds applied with EMS (%). 

EMS 

(%) 

Application duration 

6hr 12hr 24hr 48hr Mean 

Control 72.00 ± 7.87b1 72.00 ± 7.87b 72.00 ± 7.87a 72.00 ± 7.87a 72.00A 

0.25 84.75 ± 6.5a 88.75 ± 2.22a 39.00 ± 5.77b 47.25 ± 9.81b 64.31B 

0.50 75.75 ± 9.18ab 86.75 ± 4.35a 31.25 ± 14.31b 39.00 ± 15.53b 58.19C 

0.75 78.50 ± 7.68ab 84.25 ± 3.86a 10.50 ± 8.35c 14.50 ± 12.92c 47.67D 

1.00 84.75 ± 7.32a 84.75 ± 5.91a 8.00 ± 4.16c 1.25 ± 1.26d 46.94D 

Mean 79.15A 83.30A 32.15B 36.11B  

LSD (DOSE 0.05) = 5.946 LSD (DURATION 0.05) = 5.319 LSD (DOSEXDURATION 0.05) = 11.893 
1The difference between means indicated with the same letter is statistically insignificant 

 

 
 
Fig. 1. Change in emergence values according to doses and durations of EMS application. 

E0: Control, E1: % 0.25 EMS, E2: % 0.50 EMS, E3: % 0.75EMS, E4: % 1.0 EMS- D1:6 hr, D2: 12 hr, D3: 24 hr, D4: 48 hr] 

 

 
 

Fig. 2. Effect of duration and dose of EMS on emergence ratio. 

 

LD50 lethal concentration estimate for EMS: In 

determining the LD50 dose, EMS doses were considered, 

ignoring the application times used in the study. Control 

(0.0%), 0.25%, 0.50%, 0.75% and 1.0% EMS doses were 

used in the study. LD50 dose was determined according to 

the proportion of seeds that did not emerge. The evaluation 

made using the Spearman-Karger equation is summarized 

in Table 2. The lowest emergence was recorded at the 

highest EMS dose (1.00%). 

As a result of the calculations, 0.25% EMS 

concentration was determined as the LD50 dose for S. 

sclarea used in our study. 
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Table 2. LD50 value of EMS doses according to the Spearman-Karger Method. 

EMS Dose  

(%) 

Dose difference 

(a) 

Number of seeds that do not 

show emergence (m) 

Average number of seeds showing 

no emergence (b) 

Product  

(axb) 

0 - 14 -  

0.25 0.25 17.84 15.92 3.98 

0.50 0.25 20.91 19.38 4.845 

0.75 0.25 26.17 23.54 5.885 

1.00 (Dh) 0.25 26.53 26.35 6.588 

   Total product 21.298 

   LD50 0.25 

 

 
 

Fig. 3. Impacts of EMS applications on the investigated seedling characteristics. 

(Letters from 1 to 13 on the horizontal axis in the graphs indicate EMS applications. 1-Control, 2-0.25% EMS-6hr, 3-0.25% EMS-12hr, 

4-0.25% EMS-24hr, 5-0.25% EMS-48hr, 6-0.50% EMS-6hr, 7-0.50% EMS-12hr, 8-0.50% EMS-24hr, 9-0.50% EMS-48hr, 10-0.75% 

EMS-6hr, 11-0.75% EMS-12hr, 12-1.00% EMS-6hr, 13-1.00% EMS-12hr) 

 

Seedling characteristics: The average values of seedling 

characteristics obtained according to the applications in the 

research are presented in Table 3. Since there was not 

sufficient emergence in the 24hr and 48hr periods of the 

0.75% EMS and 1.00% EMS doses, they were excluded from 

evaluation. The change caused by EMS applications in the 

investigated seedling characteristics is presented in Fig. 3. 

The longest seedling length (24.81 mm) was recorded 

in the 12hr application of 0.25% EMS dose. This value was 

followed by 6hr application of 0.50% EMS dose and 12hr 

application of control and 1.00% EMS dose, respectively. 

The root lengths of the seedlings took values between 9.81 

mm (0.75% EMS-12hr) and 12.40 mm (0.25% EMS12-hr).  

The highest fresh seedling weight was recorded in the 

12hr application of 0.25% EMS dose and the 6hr 

application of 1.00% EMS dose. These values were 

followed by 0.25%-6hr, 0.50%-6hr, control, 0.75%-6hr, 

1.00%-12hr, and 0.75%-12hr applications. These 

applications were statistically in the same group. The 

lowest fresh seedling weight was recorded in the 48hr 

application of 0.50% EMS dose. The highest dry seedling 

weight (0.1275 g) was determined in the 12hr application 

of 0.25% EMS dose. This application was followed by 

0.50% EMS-12hr (0.1209 g) and 1.00% EMS-6hr (0.1206 

g). Although the lowest value (0.0510 g) was obtained 

from the 48hr application of 0.25% EMS dose, 24hr 

applications of 0.50% EMS and 0.25% EMS doses (0.0586 

g and 0.0646 g) gave similar values and were statistically 

in the same group.  

The highest fresh root weight (0.3088 g) was recorded 

in the 12hr application of 0.25% EMS dose. This 

application was followed by a 12hr application of 1.00% 

EMS dose (0.2839 g). The lowest value (0.0531) was 

measured in 48hr of application of 50% EMS dose. The 

highest dry root weight (0.0389 g) was recorded in the 12hr 

application of 0.25% EMS dose, followed by 0.50% EMS-

12hr (0.0292 g). The lowest root dry weight (0.0059 g) was 

determined in the 48hr application of 0.50% EMS dose. 

LW 

SL RL FSW 

FRW DSW DRW 

LL NL 
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The highest number of leaves in the seedlings, 6 

pieces, was obtained from the application of 0.25% and 

1.00% EMS doses for 6 and 12hr, 0.50% EMS for 6hr and 

0.75% EMS for 12hr. These applications were followed by 

control, 0.50% EMS-6hr and 0.50% EMS 24 hours. The 

lowest value, with 3.15 pieces, was recorded in 0.75% 

EMS-6hr and 0.50% EMS-48hr applications. The longest 

leaf width (13.7665 mm) was taken from the 12hr 

application of 1.00% EMS dose. This application was 

followed by 0.25%-12hr (13.5815 mm), 0.25%-6hr 

(12.9750 mm) and 0.25%-24hr (12.7775 mm) applications, 

respectively. These four applications were statistically in 

the same group. The shortest leaf width (6.4792 mm) was 

obtained from the 6hr application of 0.75% EMS dose. The 

longest leaf length (33.4350 mm) was measured in 12hr 

application of 0.25% EMS dose. This application was 

followed by 0.25% EMS-24hr (31.2710 mm), 0.25% EMS-

6hr (31.1593 mm), 0.75% EMS-24hr (30.7775 mm) and 

1.00% EMS-6hr (29.9600 mm), respectively. These four 

applications were statistically in the same group. The 

shortest leaf length (19.7400 mm) was recorded in the 48hr 

application of % 0.25 EMS dose. 

The effects of the EMS application dose and duration 

used within the scope of the study on the examined 

characters are presented in Fig. 4. 

 

LD50 = Dh – [Σ (a × b) / m] 

 

LD50=1.00-[21.298/26.53]=0.197 ≌ 0.2 

 

In our study, when EMS applications were compared 

with the control group, it was observed that some of the 

characters examined changed their binary relationships 

with each other (Tables 4 and 5). 

 

 
 

Fig. 4. Change in seedling characters according to doses and durations of EMS application. 

(Color scale: Red to green through black. 0 hr control application on horizontal axis. 1, 2, 3, and 4 next to the characters indicate the 

doses of 0.25% EMS, 0.50% EMS, 0.75% EMS and 1.0% EMS, respectively) 
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Table 4. The observed correlation coefficients among the characters examined in control group plants1. 

 
1Correlation Coefficient: 0.00-0.10 negligible correlation, 0.10-0.39 weak correlation, 0.40-0.69 moderate correlation, 0.70-0.89 strong 

correlation, 0.90-1.00 very strong correlation (Schober et al., 2018). 

 

Table 5. The observed correlation coefficients among the characters examined in plants treated with EMS1. 

 
1Correlation Coefficient: 0.00-0.10 negligible correlation, 0.10-0.39 weak correlation, 0.40-0.69 moderate correlation, 0.70-0.89 strong 

correlation, 0.90-1.00 very strong correlation (Schober et al., 2018). 

 

To determine the relationships between the characters 

examined in the study, correlation analysis separately was 

carried out with the data obtained from the plants in the 

control group and treated with EMS (Tables 4 and 5). In 

control group plants, a positive relationship was 

determined between SL and RL (very strong) and FSW 

(strong). A negative relationship was observed between SL 

and NL. It was recorded positive relationships between SW 

with DSW (strong), and FRW with DRW, LW, LL 

(strong), and DRW with LW, LL (very strong), and LW 

with LL (very strong). A negative correlation was found 

between NL and all other features except DSW. Especially 

a very strong negative relationship was determined 

between NL and DRW, LW and LL (Table 4). 

Mostly strong-very strong and positive correlations 

were detected in the relationships between the examined 

traits in EMS-applied plants (Table 5). 
 

Discussion 

 

Sudden hereditary changes that occur in the genotype 

of an organism are called mutations, and an organism with 

such hereditary changes is called a mutant. Such genetic 

changes may occur naturally at a very low rate. However, 

it can also be induced experimentally with the help of 

various physical and chemical mutagens (Mba, 2013; 

Zakir, 2018). 

In plant breeding programs, induced mutagens have 

contributed greatly by creating mutant varieties with 

improved and desired genetic changes in agronomically 

important traits of plants (Mba, 2013). 

The basic principle is to determine the most 

appropriate mutagen dose and duration for mutagens used 

in mutation breeding studies. As the applied mutagen dose 

increases, the mutation frequency also increases. However, 

it increases in physiological damages. For this reason, it is 

of great importance to determine the mutagen application 

dose, which varies according to species and varieties, and 

the dose that reduces growth by 50% (LD50) before starting 

breeding studies (Durga Devi et al., 2021; Raina et al., 

2022). Regarding EMS doses, the term low or high dose is 

relative, and the optimum dose may differ depending on 

the genotypes used (Shamshad et al., 2023). 

In a study examining different doses and durations of 

EMS in Chia (Salvia hispanica L.); 12hr of 0.37% EMS 

and 6hr of 0.76% EMS applications reduced the 

germination rate of seeds by 50%. It was determined that 

3hr and 6hr applications of the highest concentration, 1.6% 

EMS, reduced the germination rate by 10% and 27%, 

respectively. For this reason, it has been stated that a 

concentration of 0.37-0.76% EMS by volume for a period 

of 9-12hr was found to be appropriate to induce mutation 

in this species (Thaboran et al., 2020). 

SL RL FSW NL FRW DSW DRW LW

RL 0,995

FSW 0,734 0,711

NL -0,684 -0,675 -0,037

FRW -0,241 -0,262 -0,749 -0,534

DSW 0,402 0,428 0,812 0,375 -0,983

DRW 0,387 0,369 -0,277 -0,934 0,8 -0,681

LW 0,429 0,4 -0,196 -0,934 0,772 -0,655 0,992

LL 0,386 0,381 -0,311 -0,937 0,784 -0,658 0,991 0,969
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In the study carried out to examine the mutagenic 

effects of EMS on a local fenugreek (Trigonella foenum-

graecum L.) variety; EMS concentrations of 0.1%, 0.2%, 

0.3%, 0.4%, 0.5%, 0.6%, 0.7%, 0.8% and 0.9% were applied 

to fenugreek seeds. The germination percentage of the seeds 

was calculated, and 0.4% EMS dose was determined as the 

LD50 value (Kavina et al., 2020). In a different study, the 

highest decrease in the germination rate of Vernonia 

(Centrapalus pauciflorus) seeds (10%) was recorded at the 

highest EMS dose (1.1%) and the longest application time 

(2hr)  (Hadebe et al., 2017). Similarly, there was 0% 

germination in soybeans (Glycine max) treated with 0.9% 

EMS for 24hr, and 70% germination was achieved with the 

lowest application time of 12hr- 0.3% EMS (Espina et al., 

2018). It has been reported that the decrease in germination 

percentage may be due to the degradation of meristematic 

tissue at the cellular level (Sharma & Swaminathan, 1969; 

Jayakumar & Selvaraj, 2003). 

Considering the doses in our study, the highest 

emergence value (72.00%) was taken from the control 

application. Among the four application periods, the highest 

emergence values were recorded in the 6hr (79.15%) and 

12hr (83.30%) applications. The average emergence value 

was determined as 34.13% in applications made for 24hr and 

48hr. When doses and durations were evaluated together, the 

highest emergence value (88.75%) was obtained from the 

12hr application of 0.25% EMS dose. Values very close to 

this rate were recorded at 0.50%, 0.75% and 1.00% EMS 

doses of the same period and 0.25% and 1.00% EMS doses 

of 6hr, and 0.25% EMS concentration was determined as the 

LD50 dose for S. sclarea. 

Seedling development in the M1 generation is 

generally used as a tool to decide the natural effects of 

different physical and chemical mutagens (Tadege et al., 

2008; Mba et al., 2010; Aviya, 2018). As it is known, EMS 

affects the growth and development of the plant to which it 

is applied. Increasing EMS application time and dose 

reduces the survival rate of seedlings (Muñoz-Miranda et 

al., 2019). In Coriandrum sativum, the survival rate 

decreased by 42.84% at the highest EMS dose (0.5%) and 

application time (5h)  (Kumar & Pandey, 2019). A similar 

result was recorded by (Sharamo et al., 2021), who studied 

barley (Hordeum vulgare). It is stated that this may be 

related to the fact that seeds left exposed for shorter periods 

of time absorb lower amounts of mutagen and this causes 

less harmful effects compared to those exposed for a longer 

time (Kulkarni, 2011). As seen in Figure 4, similar results 

were found in our research. 
It has been emphasized that seedling characteristics 

such as seedling height, root length, root and shoot biomass 
decrease proportionally with increasing EMS dose and 
application time (Talebi et al., 2012; Sharamo et al., 2021). 
On the other hand, it has been observed that the effect of 
application time on seedlings is more effective than the 
dose (Gerami et al., 2017). In our study, the lowest values 
in the seedling characters of S. sclarea were obtained from 
the 48hr application of 0.50% EMS dose. Positive effects 
of low dose and short application time on seedling 
development were observed. The highest values in SL, RL, 
FSW, FRW, DSW, and DRW properties were taken from 
0.25% EMS-12hr application. It was observed that the 
findings we obtained from the research were compatible 
with the literature data. 

Conclusion 

 

The effectiveness of mutagen in mutation breeding 

studies varies depending on the plant species and plant 

material studied, the dose and duration of mutagen applied. 

Therefore, it is necessary to determine the effective mutagen 

dose and duration at the beginning of mutation breeding 

studies. In our study, 0.25% EMS concentration was 

determined as the LD50 dose for S. sclarea used in the 

research. Research findings have shown that EMS 

application duration is more effective than EMS application 

dose. In mutagen studies, the duration of application 

administration must also be considered when determining 

the appropriate dose. Since it is the first mutation study 

conducted in Salvia sclarea, we think that the findings will 

make significant contributions to the literature. 

 

Funding: This work was supported by the Scientific 

Research Projects Coordination Unit of Yozgat Bozok 

University [Grant numbers 6602c-ZF/19-334.] 

 
References 

 

Aćimović, M., B. Kiprovski, M. Rat, V. Sikora, V. Popović, A. Koren 

and M. Brdar-Jokanović. 2018. Salvia sclarea: Chemical 

composition and biological activity. JATEM, 1: 18-28. 

Aviya, K.L.M. 2018. Efficacy EMS and DES on Mutagenesis and 

seedling characters of Eleusine coracana L. Gaertn. J. 

Ecobiotech., 10: 9-11. 

Barut, M., M.A. Nadeem, Ö. Akgür, L.S. Tansi, M. Aasim, M.T. 

Altaf and F.S. Baloch. 2022. Medicinal and aromatic plants 

in the omics era: Application of plant breeding and 

biotechnology for plant secondary metabolite production. 

Turk. J. Agric., 46: 182-203. 

Durga Devi, M., C. Subesh Ranjith Kumar, J. Rajangam, C. 

Author, S. Santha and C. Sankar. 2021. Determination of 

lethal dose (LD50) and effect of physical and chemical 

mutagenesis in acid lime var. PKM 1. Pharm. Innov., 10: 

583-588. 

Dzamic, A., M. Sokovic, M. Ristic, S. Grujic-Jovanovic, J. 

Vukojevic and P.D. Marin. 2008. Chemical composition and 

antifungal activity of Salvia sclarea (Lamiaceae) essential 

oil. Arch. Biol. Sci., 60: 233-237. 

Espina, M.J., C.M.S. Ahmed, A. Bernardini, E. Adeleke, Z. 

Yadegari, P. Arelli, V. Pantalone and A. Taheri. 2018. 

Development and phenotypic screening of an ethyl methane 

sulfonate mutant population in Soybean. Front. Plant. Sci., 

9: 394. 

Evans, M. 2009. MINITAB manual. W H Freeman. 

Gerami, M., H. Abbaspour, V. Alah, G. Omran, H.A. Pirdashti 

and P. Majidian. 2017. Effect of chemical mutagen on some 

biochemical properties of Stevia rebaudiana Bertoni. 

University of Mazandaran Journal of Genetic Resources J. 

Genet., 3: 26-35. 

Güner, A., S. Aslan, T. Ekim, M. Vural and M.T. Babaç. 2012. 

Türkiye Bitkileri Listesi (Damarlı Bitkiler). Nezahat 

Gökyiğit Botanik Bahçesi ve Flora Araştırmaları Derneği 

Yayını, İstanbul. 

Hadebe, S.T., A.T. Modi and H.A. Shimelis. 2017. Determination 

of optimum ethyl methane sulfonate conditions for chemical 

mutagenesis of selected vernonia (Centrapalus pauciflorus) 

accessions. S. Afr. J. Plant Soil, 34: 311-317. 

Hristova, Y., V. Gochev, J. Wanner, L. Jirovetz, E. Schmidt, T. 

Girova and A. Kuzmanov. 2013. Chemical composition and 

antifungal activity of essential oil of Salvia sclarea L. from 

Bulgaria against clinical isolates of Candida species. J. 

BioSci. Biotech., 2: 39-44. 



BELGİN COŞGE ŞENKAL ET AL., 8 

Jayakumar, S. and R. Selvaraj. 2003. Mutagenic effectiveness and 

efficiency of gamma rays and ethyl methane sulphonate in 

sunflower. Madras Agric. J., 90: 574-576. 

Kavina, J., V.S. Ranjith and B. Sathya. 2020. Effects of EMS on 

chlorophyll mutagen in fenugreek (Trigonella foenum-

graecum L.). J. Med. Plants Stud., 8:01-05. 

Ke, C., W. Guan, S. Bu, X. Li, Y. Deng, Z. Wei, W. Wu and Y. 

Zheng. 2019. Determination of absorption dose in chemical 

mutagenesis in plants. PLoS One, 14: e0210596. 

Kim, Y., K.S. Schumaker and J.-K. Zhu. 2006. EMS mutagenesis 

of Arabidopsis. Arabidopsis Protocols, 323: 101-104. 

Kolakar, S.S., S. Nadukeri, S.A. Jakkeral, D. Lakshmana, M. 

Hanumanthappa and S. Gangaprasad. 2018. Role of 

mutation breeding in improvement of medicinal and 

aromatic crops: Review. J. Pharm. Phytochem., 3: 425-429. 

Konzak, C., R. Nilan, J. Wagner and R. Foster. 1965. The use of 

induced mutations in plant breeding. Efficient chemical 

mutagenesis. Report of the FAO-IAEA Technical Meeting, 

held in Rome, 25 May 1 June 1964. Pullman, USA. pp. 49-70. 

Koul, S., T. Kaur, R. Bhat, K. Bindu, A. and S.K.-R. Kumar. 

2017. Morpho-chemical characteristics of Salvia sclarea L. 

at two different locations in Jammu and Kashmir. Res. 

Paper, 4: 19-26. 

Kulkarni, G.B. 2011. Effect of mutagen on pollen fertility and 

other parameters in horsegram (Macrotyloma uniflorum 

(LAM.) VERDC). Biosci. Discov., 2: 146-150. 

Kumar, G. and A. Pandey. 2019. Ethyl methane sulphonate 

induced changes in cyto-morphological and biochemical 

aspects of Coriandrum sativum L. J. Saudi Soc. Agric. Sci., 

18: 469-475. 

Kumar, J. and P.K. Gupta. 2008. Molecular approaches for 

improvement of medicinal and aromatic plants. Plant 

Biotechnol. Rep., 2: 93-112. 

Kumar, S., G. Katna and N. Sharma. 2019. Mutation breeding in 

chickpea. APAR, 9: 355-362. 

Maluszynski, M., B.S. Ahloowalia and B. Sigurbjörnsson. 1995. 

Application of In vivo and In vitro mutation techniques for 

crop improvement. Euphytica, 85: 303-315. 

Mba, C. 2013. Induced mutations unleash the potentials of plant 

genetic resources for food and agriculture. Agronomy, 3: 

200-231. 

Mba, C., R. Afza, S. Bado and S. Mohan Jain. 2010. Induced 

mutagenesis in plants using physical and chemical agents. In: 

(Eds.): Davey, M.R., P. Anthony. Plant Cell Culture: Essential 

Methods. Wiley-Blackwell, Oxford, UK, pp. 111-130. 

Muñoz-Miranda, L.A., A. Rodríguez-Sahagún, G.J. Acevedo 

Hernández, V.O. Cruz-Martínez, M.I. Torres-Morán, R. 

Lépiz-Ildefonso, R.C. Aarland and O.A. Castellanos-

Hernández. 2019. Evaluation of somaclonal and ethyl 

methane sulfonate-induced genetic variation of Mexican 

oregano (Lippia graveolens H.B.K.). Agronomy, 9: 166. 

Raina, A., R.A. Laskar, M.R. Wani, B.L. Jan, S. Ali and S. Khan. 

2022. Comparative mutagenic effectiveness and efficiency 

of gamma rays and sodium azide in inducing chlorophyll and 

morphological mutants of cowpea. Plants, 11: 1322. 

Ranđelović, M., B. Zlatković, M. Jovanović, B. Miladinović, M. 

Milutinović, D. Pavlović, S. Branković and D. Kitić. 2022. 

Morphological and anatomical analysis of the clary sage herbal 

drug (Salvia sclarea herba). Lekovite Sirovine, 42: 24-33. 

Roychowdhury, R. and J. Tah. 2011. Chemical mutagenic action 

on seed germination and related agro-metrical traits in M1 

Dianthus generation. Curr. Bot., 2: 19-23. 

Saima Mir, A., M. Maria, S. Muhammad and S. Mahboob Ali. 

2021. Potential of mutation breeding to sustain food security. 

Gen. Variation, 85-96. 

Shamshad, A., M. Rashid, L. Jankuloski, K. Ashraf, K. Sultan, S. 

Alamri, M.H. Siddiqui, T. Munir and Q. uz Zaman. 2023. 

Effect of ethyl methane sulfonate mediated mutation for 

enhancing morpho-physio-biochemical and yield 

contributing traits of fragrant rice. Peer J., 11: e15821. 

Sharamo, F.F., H. Shimelis, B.M. OlaOlorun, H. Korir, A.H. 

Indetie and J. Mashilo. 2021. Determining ethyl methane 

sulfonate-mediated (EMS) mutagenesis protocol for 

inducing high biomass yield in fodder barley (Hordeum 

vulgare L.). Aust. J. Crop Sci., 15: 983-989. 

Sharma, R.P. and M.S. Swaminathan. 1969. Radiation and 

radiomimetic substances. Mutation Breeding FAD (DAE 

Sud.). pp. 70-78. 

Sharmeen, J., F. Mahomoodally, G. Zengin and F. Maggi. 2021. 

Essential oils as natural sources of fragrance compounds for 

cosmetics and cosmeceuticals. Molecules, 26: 666. 

Siddiqui, M.A., A. Khan and A. Khatri. 2009. Induced 

quantitative variability by gamma rays and ethyl methane 

sulphonate alone and in combination in rapeseed (Brassica 

napus L.). Pak. J. Bot., 41: 1189-1195. 

Spearman, C. 1908. The method of ‘right and wrong cases 

(‘Constant stimuli’) without gauss’s formulae. British J. 

Psychol., 2: 227-242. 

Tadege, M., J. Wen, J. He, H. Tu, Y. Kwak, A. Eschstruth, A. 

Cayrel, G. Endre, P.X. Zhao, M. Chabaud, P. Ratet and K.S. 

Mysore. 2008. Large‐scale insertional mutagenesis using the 

Tnt1 retrotransposon in the model legume Medicago 

truncatula. The Plant J., 54: 335-347. 

Talebi, A.B., A.B. Talebi and B. Shahrokhifar. 2012. Ethyl 

methane sulphonate (EMS) induced mutagenesis in 

Malaysian rice (cv. MR219) for lethal dose determination. 

Amer. J. Plant. Sci., 3: 1661-1665. 

Thaboran, S., D. Ketthaisong and C. Lapjit. 2020. Effects of time 

and concentration of ethyl methane sulfonate (EMS) on chia 

(Salvia hispanica L.). Acta Hortic., 1298: 491-496. 

Tuttolomondo, T., G. Iapichino, M. Licata, G. Virga, C. Leto and 

S. La Bella. 2020. Agronomic evaluation and chemical 

characterization of Sicilian Salvia sclarea L. Accessions. 

Agronomy, 10: 1114. 

Türkoğlu, A., K. Haliloğlu, M. Tosun, H. Bujak, B. Eren, F. 

Demirel, P. Szulc, H. Karagöz, M. Selwet, G. Özkan and G. 

Niedbała. 2023. Ethyl methane sulfonate (EMS) mutagen 

toxicity-induced DNA damage, cytosine methylation 

alteration, and iPBS-retrotransposon polymorphisms in 

wheat (Triticum aestivum L.). Agronomy, 13: 1767. 

Unan, R., I. Deligoz, K. Al-Khatib and H. Mennan. 2022. 

Protocol for ethyl methane sulphonate (EMS) mutagenesis 

application in rice. Open Res. Eur., 1: 19. 

Usharani, K.S. and C.R. Ananda Kumar. 2015. Mutagenic effects 

of gamma rays and EMS on frequency and spectrum of 

chlorophyll mutations in urdbean (Vigna mungo (L.) 

Hepper). Ind. J. Sci. Technol., 8: 927-933. 

Waugh, R., D.J. Leader, N. McCallum and D. Caldwell. 2006. 

Harvesting the potential of induced biological diversity. 

Trends Plant Sci., 11: 71-79. 

Yaseen, Mohd., B. Kumar, D. Ram, M. Singh, S. Anand, H.K. 

Yadav and A. Samad. 2015. Agro morphological, chemical 

and genetic variability studies for yield assessment in clary 

sage (Salvia sclarea L.). Ind. Crops Prod., 77: 640-647. 

Zakir, M. 2018. Mutation breeding and its application in crop 

improvement under current environmental situations for 

biotic and abiotic stresses. IJRSAS, 4: 1-10. 

 


