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Abstract

:

Isodon rugosus (Wall. ex Benth.) Codd accumulates large amounts of phenolics and pentacyclic triterpenes. The present study deals with the in vitro callus induction from stem and leaf explants of I. rugosus under various plant growth regulators (PGRs) for the production of antioxidant and anti-ageing compounds. Among all the tested PGRs, thidiazuron (TDZ) used alone or in conjunction with α-napthalene acetic acid (NAA) induced highest callogenesis in stem-derived explants, as compared to leaf-derived explants. Stem-derived callus culture displayed maximum total phenolic content and antioxidant activity under optimum hormonal combination (3.0 mg/L TDZ + 1.0 mg/L NAA). HPLC analysis revealed the presence of plectranthoic acid (373.92 µg/g DW), oleanolic acid (287.58 µg/g DW), betulinic acid (90.51 µg/g DW), caffeic acid (91.71 µg/g DW), and rosmarinic acid (1732.61 µg/g DW). Complete antioxidant and anti-aging potential of extracts with very contrasting phytochemical profiles were investigated. Correlation analyses revealed rosmarinic acid as the main contributor for antioxidant activity and anti-aging hyaluronidase, advance glycation end-products inhibitions and SIRT1 activation, whereas, pentacyclic triterpenoids were correlated with elastase, collagenase, and tyrosinase inhibitions. Altogether, these results clearly evidenced the great valorization potential of I. rugosus calli for the production of antioxidant and anti-aging bioactive extracts for cosmetic applications.
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1. Introduction


According to a survey, around 70,000 important plant species are consumed for health and wellness purposes. Besides this, industry is continuously producing a large amount of bioactive compounds, but herbal medicines and phytotherapy are still in practice in many areas of the globe [1]. Species members of the genus Isodon (Schrader ex Bentham) Spach from Lamiaceae family are known universally for their economical and medicinal worth [2]. Plants from family Lamiaceae have been explored well for their health and wellness properties such as the treatment of hypertension, fever, rheumatism, dementia, toothache, cancer, antimicrobial, hypoglycemic, phytotoxic, antidiarrheal, anticholinesterase, lipoxygenase inhibitory, bronchodilator, and anthelmintic [3,4,5,6,7,8]. Among them, I. rugosus (Wall. ex Benth.) Codd is one of the most challenging and attractive choices to characterize its potential compounds and screen the biological activities that are applicable for cosmetic aspects. This medicinal plant is present in Pakistan, and widely distributed in the Northern areas of the country, especially in Gilgit; this I. rugosus is also recognized by various vernacular names such as sperkai, boi, and phaypush [5,6]. This medicinal plant is an aromatic shrub, its stems erect with the quadrangular branches, its leaves are opposite, broadly ovate shape with green color; leaf blade consist of small stellate dendroid hairs. Its inflorescence is Cymose, each flower is white or spotted pink or violet, bilabiate form, Nutlets fruit is an oblong shape with dark brown color. From a pharmacological point of view, this Isodon species is rich in bioactive compounds, with potential applications in cosmetics, as well as, traditional and modern medicine industries. I. rugosus is an aromatic medicinal plant containing essential oils. Previous works examined its essential oil composition by GC and GC-MS analysis [5,9,10,11]. Most of the analyzed extracts came from wild fresh living plants or dry plant materials harvested from the forest or the field [5,9,10,12]. The presence of pentacyclic triterpenes and caffeic acid phenolic derivatives have been also reported in this plant [13]. Important phytochemicals including pentacyclic triterpenoids (plectranthoic acid (PA), oleanolic acid (OA), betunilic acid (BA)), and other phenolic compounds were detected in I. rugosus [13]. As in many Lamiaceae species, both rosmarinic acid (RA) and caffeic acid (CA) are the predominant phenolic compounds that could be the reason behind the antioxidant properties of this plant [14,15,16].



Human beings have extensively exploited medicinal plants as bioactive ingredients for therapeutic and cosmetic applications since ancient times [17]. The anti-aging activities of plants have been credited to their intrinsic ability to reduce free radical damages to the skin, along with their ability to modulate the activity of many enzymes involved in aging process. For example, their capacity to inhibit elastase, hyaluronidase, or collagenase involve the cleavage of extracellular matrix components, while tyrosinase inhibition involves hyperpigmentation related to skin aging, or more recently to their capacity to activate SIRT1, which is a key regulator involved in the control of both oxidative stress response and regulation of aging processes. Pentacyclic triterpenoids have been regarded as effective enzymes inhibitors that are involved in the cleavage of the extracellular matrix components [18,19], whereas phenolic acids are described as strong antioxidants and possible potent SIRT1 activators [19,20,21]. As a potential rich source of these compounds, I. rugosus could be an attractive plant for cosmetic applications, however, currently this possibility has never been explored and the rationale of the possible biological activities of this plant are therefore unknown. Moreover, slow growth, slow germination, and a conventional way of harvesting large amount of wild plants have threatened this species. Therefore, alternative strategies are now required for both its conservation and usage. In this regard, in vitro culturing techniques ensure preservation of the uncommon and scarce medicinal plant species [22]. Production of secondary metabolites via tissue culture techniques provides imperative benefits to amplify the assembly of appropriate substances. Consequently, biotechnological strategies magnify the estimation of these bioactive phytochemicals [23,24]. Herbal products have gained attention worldwide because of their production of specialized metabolites such as phenolics and pentacyclic triterpenoids [25,26].



Some in vitro cultivation has been reported on some Isodon species including I. serra [27], I. wiggthii [28] or I. amethystoides [29]. However, until now, small number of studies are available on the establishment of in vitro cultivation, phytochemical analysis, and biological activities of the resulting cultures of I. rugosus with the exception of biogenic synthesis of ZnONPs from in vitro callus culture of this plant [30]. In the present study, we report the in vitro callus establishment through optimization of hormonal combination, significant accumulation of pentacyclic triterpenoids (BA, OA and PA) and phenolic compounds (CA and RA), as well as antioxidant and anti-ageing properties of the resulting extracts for future potential cosmetic applications. As per our knowledge, the current optimization report is the first to address I. rugosus in vitro cultures as a feasible large-scale production system of bioactive phenolics and pentacyclic triterpenoids.




2. Results and Discussion


2.1. Optimization of Callogenesis from Different Initial Explants


For the determination of callus induction frequency, stem and leaf explants from I. rugosus were cultured on MS medium encompassing different concentrations (1.0–5.0 mg/L) of several PGRs (TDZ, NAA and BAP) used either alone or in conjunction with TDZ, as shown in Table 1.



Callus was initiated after 10–12 days of culturing explants. In case of leaf explants, TDZ (1.0 mg/L, 2.0 mg/L and 3.0 mg/L) and 1.0 mg/L TDZ + NAA (1.0 mg/L, 2.0 mg/L and 3.0 mg/L) led to highest callus induction (95–100%) as compared to BAP alone or combination of BAP with TDZ. NAA alone resulted in around 80% callus induction, but the value greatly increased (up to 90%) when TDZ was used in combination. Similarly, the induction frequency for stem explants was close to 100% when TDZ was employed either alone or combined with NAA (Figure 1A). However, higher concentration of all the tested PGRs restricted callus induction in both stem and leaf explants, possibly due to repression of some endogenic PGRs retarding callus formation. Indeed, changes in callus response formation have already been ascribed to diverse endogenous hormonal responses pointing to the variable sensitivity of tissues toward these PGRs. Sreedevi et al. (2013) and Anjum et al. (2017) reported similar observations [31,32]. No callogenesis was observed on MS medium lacking these PGRs, which has already been observed for various other plant species such as Stevia rebaudiana [33].



Visual morphological variations were also detected in calli (Figure 1B,C). Generally, stem-derived calli were more friable, while leaf-derived calli were compact in texture. Similar results have previously been reported for several other medicinal plant species [34,35]. We also observed that in I. rugosus, the callogenic response and morphological changes were markedly influenced by the exogenously applied PGRs. Physiological response of calli also radically varied in accordance to the type of initial explant. The potential growth rate was higher in stem-derived calli, as compared to the calli derived from leaf as starting explants.



Murthy et al. (1998) estimated that TDZ is a potent PGR for in vitro culture successive growth [36]. TDZ at a concentration of 3.0 mg/L produced highest biomass (FW 250.65 g/L and DW 18.65 g/L) in stem-induced callus cultures (Figure 2A,B). Similarly, 1.0 mg/L TDZ + 3.0 mg/L NAA resulted in FW of 140.22 g/L and DW of 14.98 g/L. Conversely, application of BAP alone or in combination with TDZ showed least response for biomass accumulation (Figure 2A,B). As for NAA, maximum biomass (FW 80.79 g/L and DW 5.98 g/L) was observed at 1.0 mg/L concentration, which then gradually decreased with increase in the concentration of NAA, as shown in Figure 2A,B. In case of leaf-derived callus cultures, optimum biomass accumulation (FW 115.2 g/L and DW 10.81 g/L) was observed for 1.0 mg/L TDZ + 3.0 mg/L NAA (Figure 2C,D). However, BAP + TDZ resulted in minimum biomass accumulation (Figure 2C,D).



With respect to anatomical structure of callus, previous reports proved that callus induction frequency and proliferation increased considerably with the precise ratio of two exogenous hormones. Hypothetically, this was due to the effect and synthesis of endogenously grown regulators upon their exogenous presentation. Sahraoo et al. (2014) and Lee (1971) reported similar findings [37,38]. TDZ-treated tissues in combination with auxin maintain and enhance their accumulation and transport. Our data is supported by Guo et al. (2011), who confirmed that the use of TDZ alone or in collaboration with other PGRs provoke high rate of callogenesis and cell proliferation due to high intrinsic activity and low absorbance in callus [39]. The current investigation explores that despite explants used for callogenesis, maximum growth is observed with lower concentration of all PGRs, used either alone or in combination, but biomass is gradually inhibited at higher concentrations. Our data also suggests that the combined treatment of TDZ and NAA is the best for callogenesis and biomass accumulation in I. rugosus callus cultures.




2.2. Evaluation of Secondary Metabolites Production


Total polyphenols accumulation in stem-derived calli of I. rugosus on all the tested PGRs ranged from 49.99 to 90.06 mg/g DW (Figure 3).



Calli cultured on media supplemented with TDZ (1.0 mg/L) and NAA (3.0 mg/L) biosynthesized optimum levels (90.06 mg/g DW) of phenolic compounds (Figure 3A), while lowest accumulation (49.9 mg/g DW) was observed in media supplemented with high concentration (5.0 mg/L) of NAA. Phenolics accumulation in response to NAA and TDZ gradually declined with increases in hormonal concentration. However, Szopa, and Ekiert (2014) observed that PGRs directly influence the production of phenolic compounds in plants in vitro cultures [40]. Among all the PGRs, combined treatment of TDZ + NAA at low concentration exhibited maximum accumulation of TPC in stem-derived calli. Similar trend was observed for TPC in leaf-derived callus culture (Figure 3B) for which TDZ combined with NAA gave highest accumulation as compared to TDZ or NAA used alone. Faizal et al. (2017) reported that the best treatment for phenolic compounds production in red pitaya callus was 2.0 mg/L NAA + 4 mg/L TDZ, which is consistent with the results of our study [41]. Similarly, Tariq et al. (2014) also highlighted that growth regulators such as NAA and TDZ greatly influence the production of phenolic compounds, flavonoids, and antioxidants in A. absinthium cultures grown in vitro [42].



Antioxidant capacity generally correlated with TPC, thus collinear connection exists between these two variables, as evident from the literature [43,44,45]. Likewise, Khandaker et al. (2012) also indicated that the improved antioxidant activities in apple treated with different PGRs were linked with the increase in TPC [46]. A similar trend was also observed here with the quenching free radical activity (Figure S1). Our data suggests that I. rugosus extract could serve as a safe antioxidant agent.



The presence of pentacyclic triterpenes and caffeic acid phenolic derivatives have already been reported in this plant family [13,14,15,16]. Therefore, in order to make a step forward, the presence of these compounds were investigated in 12 callus cultures (hereafter called Ir#1 to Ir#12) grown on various culture media (precise PGRs composition of these media is shown in Supplementary Table S1) selected on the basis of DW accumulation, TPC and radical scavenging activity. A magnification showing and the quantification results are depicted in Table 2.



Following HPLC analysis, phenolic acids contents ranged from 488.4 (Ir#2) to 979.5 (Ir#6) µg/g DW for CA and 751.6 (Ir#2) to 2013.5 (Ir#11) µg/g DW for RA, whereas, pentacyclic triterpenoids contents ranged from 54.2 (Ir#7) to 171.2 (Ir#11) µg/g DW for BA, 198.2 (Ir#6) to 631.0 (Ir#5) µg/g DW for OA and 69.9 (Ir#9) to 454.8 µg/g (Ir#1) for PA (Figure 4). Stem-derived calli were found to be the most suitable in accumulating highest levels of different phytochemicals, except CA, while lowest amount was observed for leaf-derived calli, except BA. These results clearly evidenced that the initial explant could be an important parameter to take into account for an optimal accumulation of secondary metabolites in callus cultures of I. rugosus. Similarly, TDZ supplementation resulted in a higher secondary metabolites production in stem-derived callus as compared to leaf-derived callus grown on the same medium. On the contrary, TDZ combined with NAA favored the secondary metabolites production in callus initiated from leaf explants (Table 2). TDZ at lower concentration (1.0 mg/L) resulted in optimal production of PA (Ir#1), while higher concentration (3.0 mg/L) of TDZ favored maximum accumulation of CA (Ir#6) and OA (Ir#5), but interestingly the nature of the initial explant differed between these two conditions: leaf-derived callus for optimal CA production vs. stem-derived callus for optimal OA accumulation. CA and RA are regarded as major phenolic metabolites of plants from Lamiaceae family [47,48]. In this study, we endeavor an effort to report in vitro culture condition for accumulation and production of these phenolics and pentacyclic triterpenes metabolites in I. rugosus callus culture. Until now, no report is available on phytochemical composition of I. rugosus in vitro cultures, except GC analysis of the wild extract and characterization and composition of essential oil [11,49,50,51]. However, in vitro production and accumulation of pentacyclic triterpenes have been documented in the literature [47,52,53,54]. Fedoreyev et al. (2005) and Hagina et al. (2008) also established callus culture of Eritrichium sericeum that produced a higher amount of both CA and RA [55,56]. Some other studies dealing with biotechnological approaches to produce RA using plant in vitro cultures reported a higher amount of this phenolic [57]. However, our I. rugosus callus culture system has the advantage of producing both types of secondary metabolites. We also anticipate that elicitation strategies could further stimulate the production of these compounds in future studies.




2.3. Evaluation of Antioxidant and Anti-Aging Potential of I. rugosus Callus Extracts


A complete screen of antioxidant and anti-ageing capacities of these 12 extracts with contrasting phytochemical profiles was also evaluated in the current study (Figure 4A). For in vitro antioxidant screening, antioxidant mechanisms were based on both electron transfer (FRAP and CUPRAC assays) and hydrogen atom transfer (ABTS and ORAC assays) [58]. Besides these two antioxidant mechanisms involved in the scavenging of reactive oxygen species, transient metal ion chelation was also considered as an antioxidant mechanism, since the Fenton reaction, responsible for the hydroxyl radical formation, and subsequently, radical chain reaction propagation, could be inhibited through this chelating mechanism. The chelation potential of these extracts was evaluated by both FRAP and metal chelating assays using ferrozine. The results of this antioxidant screening are reported in Table 3. All of the callus extracts of I. rugosus exhibited marked antioxidant and chelation activities. Extract from sample Ir#11 (stem-derived calli grown on 1.0 mg/L TDZ + 3.0 mg/L NAA) displayed highest antioxidant activities for all of the assays with values of 1203.7 TEAC for DPPH, 945.8 for ABTS, 733.3 TEAC for ORAC, 535.8 for FRAP, 460.2 for CUPRAC and 54.8 µmol of fixed Fe3+. On the other hand, extract of sample Ir#2 (leaf-derived calli grown on 1.0 mg/L TDZ) presented the lowest antioxidant activities with values of 474.4 TEAC for DPPH, 434.5 TEAC for ABTS, 306.7 TEAC for ORAC, 211.9 TEAC for FRAP, 193.3 TEAC for CUPRAC, and 23.0 µmol of fixed Fe3+. Whatever the test used, ET-based assays gave higher antioxidant capacities than HAT-based assays. The prominence of this action mode suggested the occurrence of at least one phytochemical involved in this type of antioxidant mechanism in I. rugosus callus extracts. Here, stem-derived callus extracts displayed higher antioxidant activities than the callus initiated from leaf explants. Combination of NAA and TDZ appeared to potentially further this biological activity.



The next step involved the evaluation of anti-aging action of I. rugosus callus extracts (at a fixed concentration of 50 µg/mL) determined as their in vitro capacities: (1) To inhibit elastase, hyaluronidase, collagenase (Matrix Metalloproteinase type 1 (MMP1)), tyrosinase and AGEs, and (2) to activate SIRT-1 activity. Elastase, hyaluronidase and collagenase have been found to degrade extracellular matrix components in the dermis, thus leading to skin alterations including skin tonus, deep wrinkles and resilience losses [19,59,60]. Tyrosinase dysfunctions advance with aging and can lead to malignant melanoma, as well as pigmentary disorders such as freckles or melisma [61]. Oxidative stress has been found to be associated with aging and age-related diseases [62] that could lead to the buildup of advanced glycation end products (AGEs) [63]. Therefore, compounds with the ability to inhibit these enzymatic activities or processes have attracted increasing attention in cosmetics. Several studies have challenged the classical radical theory of aging [64], and SIRT-1 (a class III deacetylase) have emerged as a new key factor of longevity controlling oxidative stress effects through the stimulation of antioxidant response via FOXOs and p53 pathways [65]. A stimulation of SIRT-1 activity has been reported to be crucial in the control of oxidative stress and in the regulation of aging process [65,66]. Interestingly, phytochemicals have been reported to activate SIRT-1 homologs and to prolong life span in yeast, drosophila, and Caenorhabditis elegans models [20,67,68,69]. The identification of SIRT-1 activators is also of great interest for cosmetic applications.



The results are presented in Table 4, expressed as a percentage of relative activities compared to control (consisting in extraction solvent addition to the assay). Here, we have considered an inhibition percentage of 30% as a marked inhibitory effect, we have detected strong inhibitory actions of our extracts toward tyrosinase (up to 72.2% inhibition observed with the stem-derived callus extract, Ir#3), collagenase (up to 36.3% inhibition with the stem-derived callus extract, Ir#5), and a strong inhibition of AGEs formation (up to 34.1% inhibition obtained with the leaf-derived callus extract, Ir#12). Inhibitory effects observed for elastase and collagenase were less marked (up to 25.3% and 22.2% respective inhibition observed with the same leaf-derived callus extract Ir#12). Interestingly, we observed that TDZ alone was more efficient in inducing the anti-aging action in stem-derived callus through the inhibition of these enzymes; whereas, addition of NAA appeared to limit the effect of initial explant origin and even seemed to reverse it (compare Ir#11 and Ir#12, Table 4). With the exception of tyrosinase inhibition, Ir#12 extract (leaf-derived callus grown on TDZ (1.0 mg/L) and NAA (3.0 mg/L)) appeared to be the most promising extract for these anti-aging activities.



Conversely, stem-derived callus was more prompted to stimulate SIRT1 activity with a maximum 2-fold increase measured with Ir#11 extract (stem-derived callus grown on TDZ (1.0 mg/L) and NAA (3.0 mg/L)). An activation level that is very similar to the stimulatory effect measured with resveratrol (the reference activator of SIRT1) [20]. However, here we have to note that a simple extract was used that could be very interesting since no purification steps are needed to obtain this activation. Moreover, without minimizing the potential synergistic effects, we assumed that all these anti-aging actions could be further reinforced following the purification steps.




2.4. Correlations Analysis


Hierarchical clustering analysis (HCA) was applied first to discriminate the different sample extracts based on their qualitative and quantitative phytochemical profiles (Figure 5). Regarding this HCA, decomposition into two main groups was observed. The first cluster (i.e., cluster A on Figure 5) grouped together sample extracts with the highest phytochemical accumulation capacities, with the sub-cluster A1 rich in pentacyclic triterpenes (BA, PA, and OA) and the sub-cluster A2 accumulating highest amount of phenolic acids (RA and CA). In contrast, cluster B shows sample extracts with the lowest accumulation capacities of these compounds. While we previously observed that stem-derived callus was generally more attractive than leaf-derived callus when considering each hormonal treatment individually, here the HCA pointed that the hormonal treatment is a prominent parameter over explant origin for an optimal accumulation since both stem and leaf-derived callus sample extracts were distributed equally in both clusters. Combination of NAA with higher concentrations of TDZ (Ir#11 and Ir#12) appeared to be the most favorable hormonal balances for accumulation of both pentacyclic triterpene and phenolic acid compounds in I. rugosus in vitro cultures.



In order to rationale the apparent complex linkage between phytochemicals and biological activities, a principal component analysis (PCA) was then conducted (Figure 6). The obtained separation was satisfactory and allowed explaining 88.28% of the apparent complexity (F1×F2, Figure 6). The discrimination mainly occurred through the first dimension (F1 axis), explaining 70.13% of the apparent complexity by itself and allowing the separation of the sample extracts according to their phytochemical composition and biological activities. This point is of particular interest since it clearly evidences that it is possible to predict the antioxidant and anti-aging potential of a sample extract based on its phytochemical profile and that a direct linkage could exist between these two parameters. The second dimension axis (F2) accounted for only 18.14% of the initial variability, but intriguingly, it allowed the discrimination between: 1) Sample extracts rich in pentacyclic triterpenes and showing high inhibition capacities of tyrosinase, elastase and collagenase, and 2) sample extracts rich in phenolic acids showing the highest antioxidant activities, anti-AGEs, hyaluronidase inhibition, and SIRT1 activation. From this analysis, it appeared that sample extracts Ir#8 and Ir#11 were the most attractive for cosmetic applications looking for natural antioxidants, anti-hyaluronidase, anti-AGEs, and/or activator of SIRT1, whereas sample extracts Ir#1, Ir#2, and Ir#5 were the most promising for a natural anti-tyrosinase, anti-elastase, and/or anti-collagenase applications. Note that sample extracts Ir#3 appeared as the most potent extract for these cosmetic applications targeting the whole set of these activities.



To better assess the linkage between individual phytochemical and biological activities, Pearson coefficient correlations (PCCs) between these parameters were also calculated (Table 5). From this analysis, it appeared that the phenolic acid RA is the main contributor towards the antioxidant activities of I. rugosus in vitro cultures, with high (ranging from 0.982 for ABTS assay to 0.997 for DPPH and FRAP assays) and highly significant (p < 0.001) PCCs (Table 5). The anti-AGEs activity correlated with the presence of phenolic acids RA (PCC = 0.943, p < 0.001), and to a lesser extent, CA (PPC = 0.608, p = 0.036) could be linked to their well-described antioxidant activity [55]. Furthermore, it was observed that the pentacylic triterpene PA also significantly contributed towards the antioxidant ORAC assay (PCC = 0.604, p = 0.038). Concerning anti-aging activities, the analysis revealed a more complex linkage. The marked activation of SIRT1 activity and the anti-hyaluronidase activity appeared to be relied on RA and pentacylic triterpenes. Phenolic compounds are known as potent activator of SIRT1 activity [20], whereas both phenolic compounds and triterpenes are described as possible hyaluronidase inhibitors [70]. The marked anti-tyrosinase activity of our sample extracts was significantly linked with PA (PCC = 0.622, p = 0.031) and OA (PCC = 0.603, p = 0.038), but not with the third pentacylic terpene BA. From a structural point of view, PA and OA originate from the same olenyl cation precursor [71], which could be one explanation of this observation. The marked anti-collagenase, as well as less pronounced anti-elastase activities of I. rugosus sample extracts were correlated significantly with the pentacylic triterpenes.





3. Materials and Methods


3.1. Chemicals and Reagents


All the extraction solvents employed in this study were of analytical grade, provided by Thermo Scientific (Illkirch, France). Standards and reagents were obtained from Sigma-Aldrich (Saint-Quentin Fallavier, France).




3.2. Plant Material


The seeds of I. rugosus were obtained from wild plant species located in Khyber Pakhtunkhwa province of Pakistan in December 2015. Seeds were surface sterilized prior to culturing in order to escape contamination. The air-dried seeds were then germinated on Murashige and Skoog (MS) (1962) medium comprising 0.8% agar and 30 g/L sucrose [72]. The pH of all the media was maintained at 5.8 before autoclaving at 121 °C for 20 min. For the establishment of callogenesis, stem and leaf explants were cut out from four weeks old in vitro grown plantlets of I. rugosus and cultured at various concentrations of PGRs, either alone or in combination.




3.3. Callogenic Frequency


Three different PGRs (NAA, TDZ and BAP) at varied concentrations (1.0–5.0 mg/L), used either alone or in combination with 1.0 mg/L TDZ, were employed for callus induction in the present study. The explants were maintained in a growth room for 16/8 h (light/dark cycle) at 25 ± 1 °C. Observation of callogenic frequency and callus morphology was done on weekly basis with visual eye. Respective calli were then sub-cultured on fresh medium supplemented with the same PGRs concentrations after every four weeks of the culture. Fresh weight and dry weight were also determined for subsequent examinations.




3.4. Determination of Total Phenolic Compounds Content


For phytochemical screening, extraction from calli was done according to the method presented by Ali et al. (2013) [73]. Briefly, 100 mg of dried callus was added to 10 mL of methanol (80%) to prepare the extract. The samples were then sonicated for 10–15 min, followed by vortexing for five–seven min and the procedure was repeated twice. After centrifugation at 6000 rpm for 15 min, the supernatants were collected and kept for further analysis.



Procedure described by Velioglu et al. (1998) was adopted for the estimation of total phenolic content (TPC) using FC reagent [74]. In brief, 20 μL of sample and l80 μL of FC reagent were mixed and incubated for five min. Then, 90 μL of sodium carbonate was added to the mixture and the OD was recorded at 630 nm with the help of a microplate reader. The calibration curve (0–50 μg/mL, R2 = 0.968) was generated by using gallic acid as a standard and the TPC was expressed as gallic acid equivalents (GAE) per gram of dry weight (DW) sample. Total phenolic production (TPP) was examined by using the following equation: TPP (mg/L) = TPC (mg/g) × Dry Weight (g/L).




3.5. Quantification and Identification by HPLC


The contents of caffeic acid, rosmarinic acid, oleanolic acid, plectranthoic acid and butelinic acid were determined by HPLC. Following a published protocol, a reversed-phase HPLC equipped with autosampler, Varian (Les Ulis, France) Prostar 230 pump and a Varian Prostar 335 photodiode array detector was used and controlled with Galaxie software (Varian v1.9.3.2) [19]. Briefly, the separation was achieved on an RP-18 column (5 μm, 250 × 4.0 mm id (Purospher Merck, Fontenay sous Bois, France)) at 35 °C. The mobile phase was comprised of acetonitrile (as solvent A) and 0.1% (v/v) formic acid acidified ultrapure water (as solvent B). The composition of the mobile phase varied during a 60 min run according to a linear gradient ranging from a 5:95 (v/v) to 100:0 (v/v) mixture of solvents A and B, respectively, at a flow rate of 0.6 mL/min. Detection was accomplished at 210 nm and 254 nm. Quantification and identification of each compound was done by coupling with retention times, UV spectra to those of authentic reference standards and by standard additions. Calibration curve (six points) was used to quantify each standard with the range of 0.05–1 mg/mL and correlation coefficient of at least 0.9994.




3.6. Antioxidant DPPH Assay


For this assay, 20 μL of each sample extract was combined with 180 μL of DPPH reagent and absorbance was recorded at 517 nm with the help of a microplate reader. The following equation was then used to calculate DPPH activity: % scavenging = 100 × (Abc-Abs/Abc).



Where, Abc denotes absorbance of the control, while Abs is absorbance of the sample or expressed as TAEC (Trolox C equivalent antioxidant capacity).




3.7. Antioxidant ORAC Assay


Oxygen radical absorbance capacity (ORAC) assay was carried out as suggested by Prior et al. (1998) [58]. In brief, 10 μL of the extracted sample was mixed with 190 μL of 0.96 µM fluorescein in 75 mM phosphate buffer (pH 7.4) and incubated for about 20 min at 37 °C. Then, 20 µL of 119.4 mM 2,2′-azobis-amidinopropane (ABAP) was added and the fluorescence intensity was recorded every five min during 2.5 h at 37 °C with the help of a fluorescence spectrophotometer (BioRad, Marnes-la-Coquette, France) set with an excitation at 485 nm and emission at 535 nm. Assays were made in triplicate and antioxidant capacity determined using ORAC assay was expressed as TAEC.




3.8. Antioxidant ABTS Assay


ABTS assay was accomplished with the method of Velioglu et al. (1998) [74]. Briefly, 2,2-azinobis (3-ethylbenzthiazoline-6-sulphonic acid (ABTS) solution was made by mixing equal proportion of ABTS salt (7 mM) with potassium persulphate (2.45 mM) and the mixture was kept in the dark for 16 h. The absorbance of the solution was measured at 734 nm and adjusted to 0.7 and then mixed with the extracts. The mixture was again kept in the dark for 15 min at 25 ± 1 °C and the absorbance was recorded at 734 nm using a BioTek ELX800 Absorbance Microplate Reader (BioTek Instruments, Colmar, France). Assays were made in triplicate and antioxidant capacity was expressed as TAEC.




3.9. Antioxidant FRAP Assay


Modified method of Benzie and Strain (1996) was used for the determination of ferric reducing antioxidant power (FRAP) assay [75]. In brief, 10 μL of the extracted samples were mixed with 190 μL of FRAP solution (composed of 20 mM FeCl3, 10 mM TPTZ, 6H2O and 300 mM acetate buffer (pH 3.6) in a ratio 1:1:10 (v/v/v)). Reaction mixtures were then incubated at 25 ± 1 °C for 15 min. Absorbance of the reaction mixture was noted at 630 nm using a BioTek ELX800 Absorbance Microplate Reader (BioTek Instruments). Assays were made in triplicate and the antioxidant capacity, determined using this assay, was expressed as TAEC.




3.10. Antioxidant CUPRAC Assay


Cupric ion reducing antioxidant capacity (CUPRAC) assay was evaluated by some modifications in the method of Apak et al. (2004) [76]. Briefly, 10 μL of samples and 190 μL of CUPRAC reaction solution (containing 7.5 mM neocuproine, 10 mM Cu(II) and 1 M acetate buffer (pH 7) in a ratio 1:1:1 (v/v/v)) were mixed. Reaction mixtures were then incubated at 25 ± 1 °C for 15 min and absorbance was recorded at 450 nm using a BioTek ELX800 Absorbance Microplate Reader (BioTek Instruments). Assays were made in triplicate and antioxidant capacity determined using this assay was expressed as TAEC.




3.11. Metal Chelating Activity Assay


The ferrous ion chelating activity of I. rugosus extracts was evaluated following a slightly modified method of Srivastava et al. (2012) [77]. In brief, 10 µL of extracts were mixed with ferrous iron at a final concentration of 50 μM in HEPES (pH 6.8) buffers and 50 µL ferrozine (5 mM aqueous solution). All experiments were performed in a 96-well microplates at room temperature (25 ± 1 °C). Each sample was measured with and without (blank) the addition of ferrozine. Absorbance was noted at 550 nm instantaneously after addition of ferrozine and five min later with a BioTek ELX800 Absorbance Microplate Reader (BioTek Instruments). Chelating activity values were expressed in µM of fixed Fe3+.




3.12. Collagenase Assay


Collagenase clostridium histolyticum (Sigma Aldrich) was employed for this assay and its activity was determined with the aid of a spectrophotometer by making use of N-[3-(2-furyl)acryloyl]-Leu-Gly-Pro-Ala (FALGPA; Sigma Aldrich) as a substrate in accordance to the protocol of Wittenauer et al. (2015) [78]. The absorbance decrease of FALGPA was followed at 335 nm for 20 min using a microplate reader (BioTek ELX800; BioTek Instruments, Colmar, France). Triplicated measurements were used and the anti-collagenase activity was revealed as a % of inhibition relative to corresponding control (adding same volume of extraction solvent) for every extract.




3.13. Elastase Assay


Elastase assay was performed by using porcine pancreatic elastase (Sigma Aldrich) and its activity was determined with spectrophotometer by making use of N-Succ-Ala-Ala-Ala-p-nitroanilide (AAAVPN; Sigma Aldrich) as a substrate and following p-nitroaniline release at 410 nm using a microplate reader (BioTek ELX800; BioTek Instruments) by adopting the method of Wittenauer et al. (2015) [78]. Triplicated measurements were used and the anti-elastase activity was expressed as a % of inhibition relative to the corresponding control (adding same volume of extraction solvent) for every extract.




3.14. Hyaluronidase Assay


Hyaluronidase inhibitory assay was carried out as suggested by Kolakul et al. (2017) using 1.5 units of hyaluronidase (Sigma Aldrich) and hyaluronic acid solution (0.03% (w/v)) as substrate [79]. The precipitation of undigested form of hyaluronic acid occurred with acid albumin solution (0.1% (w/v) BSA). The absorbance was measured at 600 nm using a microplate reader (BioTek ELX800; BioTek Instruments, Colmar, France). The hyaluronidase inhibitory effect was expressed as a % of inhibition relative to the corresponding control (adding same volume of extraction solvent) for every extract.




3.15. Tyrosinase Assay


Method of Chai et al. (2018) was used for the determination of tyrosinase assay [80]. In brief, L-DOPA (5 mM; Sigma Aldrich) was used as diphenolase substrate and mixed in sodium phosphate buffer (50 mM, pH 6.8) with 10 µL of I. rugosus extract. Finally, 0.2 mg/mL of mushroom tyrosinase solution (Sigma Aldrich) was added to this mixture to make a final volume of 200 µL. Control, with an equal amount of extraction solvent replacing the extract, was routinely carried out. The reaction processes were traced by using a microplate reader (BioTek ELX800; BioTek Instruments) at a wavelength of 475 nm. The tyrosinase inhibitory effect was expressed as a % of inhibition relative to the corresponding control for each extract.




3.16. Anti-AGE Formation Activity


The inhibitory capacity of AGE formation was determined as described by Kaewseejan and Siriamornpun (2015) [81]. I. rugosus extracts were mixed with 20 mg/mL BSA (Sigma Aldrich) solution prepared in 0.1 M phosphate buffer (pH 7.4), 0.5 M glucose (Sigma Aldrich) solution prepared in phosphate buffer and 1 mL of 0.1 M phosphate buffer at pH 7.4 containing 0.02% (w/v) sodium azide. This mixture was incubated at 37 °C for five days in the dark and then the amount of fluorescent AGE formed was determined using a fluorescence (VersaFluor fluorometer; Bio-Rad, Marnes-la-Coquette, France) set with 330 nm excitation wavelength and 410 nm emission wavelength. The percentage of anti-AGEs formation was revealed as a % of inhibition relative to the corresponding control (adding same volume of extraction solvent) for every extract.




3.17. SIRT-1 Assay


SIRT-1 activity was determined using the SIRT1 Assay Kit (Sigma Aldrich) following manufacturer instructions and fluorescent spectrometer (Biorad VersaFluor, Marnes-la-Coquette, France) set with 340 nm excitation and 430 nm emission wavelengths. The relative SIRT1 activity was revealed as a percentage relative to the corresponding control (adding same volume of extraction solvent) for every extract.




3.18. Statistical Analysis


Each experiment was carried out in triplicate and XL-stat_2018 (Addinsoft, Paris, France) was used for statistical analysis.





4. Conclusions


Our results hypothesized that cell culture protocols provide an excellent reproducible opportunity to optimize and obtain a uniform and high quality yield of the target compounds. HPLC analyses confirmed the presence of pentacyclic triterpenes namely plectranthoic acid (PA), betulinic acid (BA) and oleanolic acid (OA) and phenolic acids like caffeic acid (CA) and rosmarinic acid (RA) in all in vitro callus culture conditions. The impact of TDZ and NAA, as well as, the origin of initial explant phytochemical accumulation of the resulting I. rugosus was elucidated and correlated with relevant biological activities. Little is known about the in vitro biosynthesis, regulation, and accumulation of triterpenes and phenolic compound of Isodon genera. Hence, present research emphasizes a possible connection with respect to morphology, growth behavior and metabolic activity to produce fast-growing friable calli that is constantly able to generate the bulk of the target substances. Results showed the possibility to produce very contracting sample extracts in term of both phytochemical profiles and biological activities relying on simple and reproductive initial conditions. Taking advantage of these contrasting accumulation profiles, we have shown that I. rugosus in vitro cultures could represent a very promising and sustainable system for the production of anti-aging and antioxidant extracts for cosmetic applications. Correlation analysis further helped us to elucidate the complex link connecting phytochemicals accumulated in the callus to the biological activities of the resulting sample extracts. The antioxidant, anti-glycation, and SIRT1 activation actions relied on the presence of RA, whereas anti-tyrosinase, anti-elastase, and anti-collagenase activities were found to be linked with the occurrence of pentacylic triterpene derivatives. We anticipate that the methodology employed here could be applied to other health promoting activities of these extracts from I. rugosus in vitro cultures and to other plant production systems. Our research will facilitate, in the future, to enhance and examine the production of these bioactive metabolites on large-scale cultivation in bioreactors involving several biotechnological strategies like plant cell, tissue, and organ cultures.
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	NAA
	α-Naphthalene acetic acid



	BAP
	6-Benzyl adenine



	TDZ
	Thidiazuron



	DPPH
	2,2-Diphenyl-1-picrylhydrazyl



	HPLC
	High-performance liquid chromatography



	CE
	Callus Extract



	WPE
	Whole plant extract



	MS
	Murashige and Skoog



	TPC
	Total Phenolic Content



	TFC
	Total Flavonoid Content



	DW
	Dry Weight



	FW
	Fresh Weight



	PGRs
	Plant Growth Regulators



	ROS
	Reactive Oxygen Species



	PAL
	Phenylalanine ammonia-lyase



	FRAP
	Ferric reducing antioxidant power



	CUPRAC
	Cupric ion reducing antioxidant capacity



	ORAC
	Oxygen radical absorbance capacity



	ABTS
	2,2-Azinobis (3-ethylbenzthiazoline-6-sulphonic acid)



	AGE
	Advanced glycation end products







References


	



Abbasi, A.M.; Dastagir, G.; Hussain, F.; Sanaullah, P. Ethnobotany and marketing of crude drug plants in district Haripur. Pak. J. Plant Sci. 2005, 11, 103–114. [Google Scholar]

	



Sun, D.H.; Huang, S.X.; Han, Q.B. Diterpenoids from Isodon species and their biological activities. Nat. Prod. Rep. 2006, 23, 673–698. [Google Scholar] [CrossRef] [PubMed]

	



Akhtar, N.; Rashid, A.; Murad, W.; Bergmeier, E. Diversity and use of ethnomedicinal plants in the region of Swat. North Pak. J. Ethnobiol. Ethnomed. 2013, 9, 25. [Google Scholar] [CrossRef] [PubMed]

	



Rauf, A.; Muhammad, N.; Khan, A.; Uddin, N.; Atif, M. Antibacterial and phytotoxic profile of selected Pakistani medicinal plants. World Appl. Sci. J. 2012, 20, 540–544. [Google Scholar]

	



Janbaz, K.H.; Arif, J.; Saqib, F.; Imran, I.; Ashraf, M.; Zia-Ul-Haq, M.; Jaafar, H.Z.E.; De Feo, V. In-vitro and in-vivo validation of ethnopharmacological uses of methanol extract of Isodon rugosus Wall. ex Benth. (Lamiaceae). BMC Complement. Altern. Med. 2014, 14, 71. [Google Scholar] [CrossRef] [PubMed]

	



Khan, S.W.; Khatoon, S. Ethnobotanical studies on useful trees and shrubs of Haramosh and Bugrote valleys, in Gilgit northern areas of Pakistan. Pak. J. Bot. 2007, 39, 699–710. [Google Scholar]

	



Habtemariam, S. Molecular pharmacology of rosmarinic and salvianolic acids: Potential seeds for Alzheimer’s and vascular dementia drugs. Int. J. Mol. Sci. 2018, 19, 458. [Google Scholar] [CrossRef]

	



Mothana, R.A.; Al-Said, M.S.; Al-Yahya, M.A.; Al-Rehaily, A.J.; Khaled, J.M. GC and GC/MS analysis of essential oil composition of the endemic Soqotraen Leucas virgata Balf. f. and its antimicrobial and antioxidant activities. Int. J. Mol. Sci. 2013, 14, 23129–23139. [Google Scholar] [CrossRef]

	



Zeb, A.; Sadiq, A.; Ullah, F.; Ahmad, S.; Ayaz, M. Phytochemical and toxicological investigations of crude methanolic extracts, subsequent fractions and crude saponins of Isodon rugosus. Biol. Res. 2014, 47, 57. [Google Scholar] [CrossRef]

	



Zeb, A.; Sadiq, A.; Ullah, F.; Ahmad, S.; Ayaz, M. Investigations of anticholinestrase and antioxidant potentials of methanolic extract, subsequent fractions, crude saponins and flavonoids isolated from Isodon rugosus. Biol. Res. 2014, 47, 76. [Google Scholar] [CrossRef]

	



Zeb, A.; Ullah, F.; Ayaz, M.; Ahmad, S.; Sadiq, A. Demonstration of biological activities of extracts from Isodon rugosus Wall. Ex Benth: Separation and identification of bioactive phytoconstituents by GC-MS analysis in the ethyl acetate extract. BMC Complement. Altern. Med. 2017, 17, 284. [Google Scholar] [CrossRef] [PubMed]

	



Sadiq, A.; Zeb, A.; Ullah, F.; Ahmad, S.; Ayaz, M.; Rashid, U.; Muhammad, N. Chemical characterization, analgesic, antioxidant, and anticholinesterase potentials of essential oils from Isodon rugosus Wall. ex. Benth. Front. Pharmacol. 2018, 9, 623. [Google Scholar] [CrossRef] [PubMed]

	



Duan, J.L.; Wu, Y.L.; Xu, J.G. Assessment of the bioactive compounds, antioxidant and antibacterial activities of Isodon rubescens as affected by drying methods. Nat. Prod. Res. 2017, 26, 1–4. [Google Scholar] [CrossRef] [PubMed]

	



Abdel-Mogib, M.; Albar, H.A.; Batterjee, S.M. Chemistry of genus Plectranthus. Molecules 2002, 7, 271–301. [Google Scholar] [CrossRef]

	



Batista, O.; Simoes, M.F.; Duarte, A.; Valderia, M.L.; Torre, M.C.; Rodriguez, B. An antimicrobial abietane from the roots of Plectranthus hereroensis. Phytochemistry 1994, 38, 167–169. [Google Scholar] [CrossRef]

	



Shetty, K.; Wahlqvist, M.L. A model for the role of the proline-linked pentose-phosphate pathway in phenolic phytochemical bio-synthesis and mechanism of action for human health and environmental applications. Asia Pac. J. Clin. Nutr. 2014, 13, 1–24. [Google Scholar]

	



Tiwari, S. Plants: A rich source of herbal medicine. J. Nat. Prod. 2008, 1, 27–35. [Google Scholar]

	



Ying, Q.L.; Rinehart, A.R.; Simon, S.R.; Cheronis, J.C. Inhibition of human leucocyte elastase by ursolic acid. Evidence for a binding site for pentacyclic triterpenes. Biochem. J. 1991, 277, 521–526. [Google Scholar] [CrossRef][Green Version]

	



Coricovac, D.O.; Soica, C.O.; Muntean, D.A.; Popovici, R.A.; Dehelean, C.A.; Hogea, E.L. Assessment of the effects induced by two triterpenoids on liver mitochondria respiratory function isolated from aged rats. Rev. Chim. 2015, 66, 1707–1710. [Google Scholar]

	



Howitz, K.T.; Bitterman, K.J.; Cohen, H.Y.; Lamming, D.W.; Lavu, S.; Wood, J.G.; Zipkin, R.E.; Chung, P.; Kisielewski, A.; Zhang, L.L.; et al. Small molecule activators of sirtuins extend Saccharomyces cerevisiae lifespan. Nature 2003, 425, 191. [Google Scholar] [CrossRef]

	



Boots, A.W.; Haenen, G.R.; Bast, A. Health effects of quercetin: From antioxidant to nutraceutical. Eur. J. Pharmacol. 2008, 585, 325–337. [Google Scholar] [CrossRef] [PubMed]

	



Tiwari, K.N.; Sharma, N.C.; Tiwari, V.; Singh, B.D. Micropropagation of Centella asiatica (L.), a valuable medicinal herb. Plant Cell Tissue Organ Cult. 2000, 63, 179–185. [Google Scholar] [CrossRef]

	



Renouard, S.; Corbin, C.; Drouet, S.; Medvedec, B.; Doussot, J.; Colas, C.; Maunit, B.; Bhambra, A.S.; Gontier, E.; Jullian, N.; et al. Investigation of Linum flavum (L.) hairy root cultures for the production of anticancer aryltetralin lignans. Int. J. Mol. Sci. 2018, 19, 990. [Google Scholar] [CrossRef] [PubMed]

	



Thaniarasu, R.; Kumar, T.S.; Rao, M.V. Mass propagation of Plectranthus bourneae Gamble through indirect organogenesis from leaf and internode explants. Physiol. Mol. Biol. Plants 2016, 22, 143–151. [Google Scholar] [CrossRef]

	



Rakotoarison, D.A.; Greesier, B.; Trotin, F.; Brunet, C.; Luyckx, M.; Vasseur, J.; Cazin, M.; Cazin, J.C.; Pinkas, M. Antioxidant activities of polyphenolic extracts from flowers, in vitro cultures and cell suspension cultures of Crataegus monogyna. Pharmazie 1997, 52, 60–64. [Google Scholar] [PubMed]

	



Pietta, P.G. Flavonoids as antioxidants. J. Nat. Prod. 2000, 63, 1035–1042. [Google Scholar] [CrossRef] [PubMed]

	



He, H.; Xian, J.; Xiao, S.; Xu, H. In vitro culture and rapid propagation of Isodon serra. Chin. Tradit. Herbal Drugs 2001, 32, 255–256. [Google Scholar]

	



Thirugnanasampandan, R.; Mahendran, G.; Bai, V.N. High frequency in vitro propagation of Isodon wightii (Bentham) H. Hara. Acta Physiol. Plant. 2010, 32, 405–409. [Google Scholar] [CrossRef]

	



Duan, Y.; Su, Y.; Chao, E.; Zhang, G.; Zhao, F.; Xue, T.; Sheng, W.; Teng, J.; Xue, J. Callus-mediated plant regeneration in Isodon amethystoides using young seedling leaves as starting materials. Plant Cell Tissue Organ Cult. (PCTOC) 2018, 1–7. [Google Scholar] [CrossRef]

	



Siddiquah, A.; Hashmi, S.S.; Mushtaq, S.; Renouard, S.; Blondeau, J.P.; Abbasi, R.; Hano, C.; Abbasi, B.H. Exploiting in vitro potential and characterization of surface modified Zinc oxide nanoparticles of Isodon rugosus extract: Their clinical potential towards HepG2 cell line and human pathogenic bacteria. EXCLI J. 2018, 17, 671. [Google Scholar] [PubMed]

	



Sreedevi, E.; Anuradha, M.; Pullaiah, T. Plant regeneration from leaf-derived callus in Plectranthus barbatus Andr. [Syn.: Coleus forskohlii (Wild.) Briq.]. Afr. J. Biotechnol. 2013, 12, 2441–2448. [Google Scholar]

	



Anjum, S.; Abbasi, B.H.; Hano, C. Trends in accumulation of pharmacologically important antioxidant-secondary metabolites in callus cultures of Linum usitatissimum L. Plant Cell Tissue Organ Cult. 2017, 129, 73–87. [Google Scholar] [CrossRef]

	



Mathur, S.; Shekhawat, G.S. Establishment and characterization of Stevia rebaudiana (Bertoni) cell suspension culture: An in-vitro approach for production of stevioside. Acta Physiol. Plant 2013, 35, 931–939. [Google Scholar] [CrossRef]

	



Cheng, H.; Yu, L.J.; Hu, Q.Y.; Chen, S.C.; Sun, Y.P. Establishment of callus and cell suspension cultures of Corydalis saxicola Bunting, a rare medicinal plant. Z. Naturforsch. C 2006, 61, 251–256. [Google Scholar] [CrossRef] [PubMed]

	



Vijaya, T.; Reddy, N.V.; Ghosh, S.B.; Chandramouli, K.; Pushpalatha, B.; Anitha, D.; Pragathi, D. Optimization of biomass yield and asiaticoside accumulation in the callus cultures from the leaves of Centella asiatica. URBAN. World J. Pharm. Sci. 2013, 2, 5966–5976. [Google Scholar]

	



Murthy, B.N.S.; Victor, J.; Singh, R.P.S.; Fletcher, R.A.; Saxena, P.K. In vitro regeneration of chickpea (Cicer arietinum L.): Stimulation of direct organogenesis and somatic embryogenesis by thidiazuron. Plant Growth Regul. 1996, 19, 233–240. [Google Scholar] [CrossRef]

	



Sahraoo, A.; Babalar, M.; Mirjalili, M.H.; Fattahi Moghaddam, M.R.; Nejad Ebrahimi, S.S.N. In-vitro callus induction and rosmarinic acid quantification in callus culture of Satureja khuzistanica Jamzad (Lamiaceae). Iran. J. Pharm. Res. 2014, 13, 1447–1456. [Google Scholar]

	



Lee, T.T. Cytokinin-controlled indoleacetic acid oxidase isoenzymes in tobacco callus cultures. Plant Physiol. 1971, 47, 181–185. [Google Scholar] [CrossRef]

	



Guo, B.; Abbasi, B.H.; Zeb, A.; Xu, L.L.; Wei, Y.H. Thidiazuron: A multi-dimensional plant growth regulator. Afr. J. Biotechnol. 2011, 10, 8984–9000. [Google Scholar]

	



Szopa, A.; Ekiert, H. Production of biologically active phenolic acids in Aronia melanocarpa (Michx.) Elliott in vitro cultures cultivated on different variants of the Murashige and Skoog medium. Plant Growth Regul. 2014, 72, 51–58. [Google Scholar] [CrossRef]

	



Faizal, A.; Fadzliana, N.; Sekeli Rogayah, S.; Shaharuddin Azmi, N.; Abdulla Janna, O.A. Addition of l-tyrosine to improve betalain production in red pitaya callus. Pertanika J. Trop. Agric. Sci. 2017, 40, 521–532. [Google Scholar]

	



Tariq, U.; Ali, M.; Abbasi, B.H. Morphogenic and biochemical variations under different spectral lights in callus cultures of Artemisia absinthium L. J. Photochem. Photobiol. 2014, 130, 264–271. [Google Scholar] [CrossRef] [PubMed]

	



Younas, M.; Drouet, S.; Nadeem, M.; Giglioli-Guivarc’h, N.; Hano, C.; Abbasi, B.H. Differential accumulation of silymarin induced by exposure of Silybum marianum L. callus cultures to several spectres of monochromatic lights. J. Photochem. Photobiol. B 2018, 184, 61–70. [Google Scholar] [CrossRef] [PubMed]

	



Kim, D.O.; Chun, O.K.; Kim, Y.J.; Moon, H.-Y.; Lee, C.Y. Quantification of polyphenolics and their antioxidant capacity in fresh plums. J. Agric. Food Chem. 2003, 51, 6509–6515. [Google Scholar] [CrossRef] [PubMed]

	



Djeridane, A.; Yousfi, M.; Nadjemi, B.; Boutassouna, D.; Stocker, P.; Vidal, N. Antioxidant activity of some Algerian medicinal plants extracts containing phenolic compounds. Food Chem. 2006, 97, 654–660. [Google Scholar] [CrossRef]

	



Khandaker, M.M.; Boyce, A.N.; Osman, N.; Hossain, A.S. Physiochemical and phytochemical properties of wax apple (Syzygium samarangense [Blume] Merrill & L. M. Perry var. Jambu Madu) as affected by growth regulator application. Sci. World J. 2012, 13, 728613. [Google Scholar]

	



Ikuta, A.; Kamiya, K.; Satake, T.; Saiki, Y. Triterpenoids from callus tissue cultures of Paeonia Species. Phytochemistry 1995, 38, 1203–1207. [Google Scholar] [CrossRef]

	



Raudone, L.; Zymone, K.; Raudonis, R.; Vainoriene, R.; Motiekaityte, V.; Janulis, V. Phenological changes in triterpenic and phenolic composition of Thymus L. species. Ind. Crop Prod. 2017, 15, 445–451. [Google Scholar] [CrossRef]

	



Zeb, A.; Ahmad, S.; Ullah, F.; Ayaz, M.; Sadiq, A. Anti-nociceptive Activity of Ethnomedicinally Important Analgesic Plant Isodon rugosus Wall. ex Benth: Mechanistic Study and Identifications of Bioactive Compounds. Front Pharmacol. 2016, 7, 200. [Google Scholar] [CrossRef]

	



Verma, R.S.; Pandey, V.; Chauhan, A.; Tiwari, R. Characterization of the essential oil composition of Isodon rugosus (Wall. ex Benth.) Codd. from garhwal region of western himalaya. Med. Aromat. Plants 2015, S3, 002. [Google Scholar]

	



Hussain, I.; Khan, A.U.; Ullah, R.; SAlsaid, M.; Salman, S.; Iftikhar, S.; Marwat, G.A.; Sadique, M.; Jan, S.; Adnan, M.; et al. Chemical composition, antioxidant and anti-bacterialpotential of essential oil of medicinal plant Isodon rugosus. J. Essent Oil Bear. Plants 2017, 20, 1607–1613. [Google Scholar] [CrossRef]

	



Pandey, H.; Pandey, P.; Singh, S.; Gupta, R.; Suchitra Banerjee, S. Production of anti-cancer triterpene (betulinic acid) from callus cultures of different Ocimum species and its elicitation. Protoplasma 2015, 252, 64–655. [Google Scholar] [CrossRef] [PubMed]

	



Srivastava, P.; Chaturvedi, R. Simultaneous determination and quantification of three pentacyclic triterpenoids—Betulinic acid, oleanolic acid, and ursolic acid in cell cultures of Lantana camara L. In Vitro Cell. Dev. Biol. Plant 2010, 46, 549–557. [Google Scholar] [CrossRef]

	



Bakhtiar, Z.; Mirjalili, M.H.; Sonboli, A.; Farimani, M.M.; Ayyar, M. In vitro propagation, genetic and phytochemical assessment of Thymus persicus a medicinally important source of pentacyclic triterpenoid. Biologia 2014, 69, 594–603. [Google Scholar] [CrossRef]

	



Fedoreyev, S.A.; Inyushkina, Y.V.; Bulgakov, V.P.; Veselova, M.V.; Tchernoded, G.K.; Gerasimenko, A.V.; Zhuravlev, Y.N. Production of allantoin, rabdosiin and rosmarinic acid in callus cultures of the seacoastal plant Mertensia maritima (Boraginaceae). Plant Cell Tissue Organ Cult. (PCTOC) 2012, 110, 183–188. [Google Scholar] [CrossRef]

	



Hagina, Y.V.; Kiselev, K.V.; Bulgakov, V. Biotechnological analysis of caffeic acid metabolites possessing potent antinephritic activity. Chin. J. Biotechnol. 2008, 24, 2140–2141. [Google Scholar]

	



Khojasteh, A.; Mirjalili, M.H.; Hidalgo, D.; Corchete, P.; Palazon, J. New trends in biotechnological production of rosmarinic acid. Biotechnol. Lett. 2014, 36, 2393–2406. [Google Scholar] [CrossRef]

	



Prior, R.L.; Cao, G.; Matin, A.; Sofic, E.; McEwen, J.; O’Brien, C.; Lischner, N.; Ehlenfeldt, M.; Kalt, W.; Krewer, G.; et al. Antioxidant capacity as influenced by total phenolic and anthocyanin content, maturity, and variety of Vaccinium species. J. Agric. Food Chem. 1998, 46, 2686–2693. [Google Scholar] [CrossRef]

	



Liyanaarachchi, G.D.; Samarasekera, J.K.; Mahanama, K.R.; Hemalal, K.D. Tyrosinase, elastase, hyaluronidase, inhibitory and antioxidant activity of Sri Lankan medicinal plants for novel cosmeceuticals. Ind. Crop. Prod. 2018, 31, 597–605. [Google Scholar] [CrossRef]

	



Boran, R. Investigations of anti-aging potential of Hypericum origanifolium Willd. for skincare formulations. Ind. Crop. Prod. 2018, 31, 290–295. [Google Scholar] [CrossRef]

	



Briganti, S.; Camera, E.; Picardo, M. Chemical and instrumental approaches to treat hyperpigmentation. Pigment Cell Res. 2003, 16, 101–110. [Google Scholar] [CrossRef]

	



Finkel, T.; Holbrook, N.J. Oxidants, oxidative stress and the biology of ageing. Nature 2000, 408, 239. [Google Scholar] [CrossRef] [PubMed]

	



Gkogkolou, P.; Böhm, M. Advanced glycation end products: Key players in skin aging? Dermato-Endocrinology 2012, 4, 259–270. [Google Scholar] [CrossRef] [PubMed]

	



Harman, D. Aging: A theory based on free radical and radiation chemistry. J. Gerontol. 1956, 11, 298–300. [Google Scholar] [CrossRef] [PubMed]

	



Hori, Y.S.; Kuno, A.; Hosoda, R.; Horio, Y. Regulation of FOXOs and p53 by SIRT1 modulators under oxidative stress. PLoS ONE 2013, 8, e73875. [Google Scholar] [CrossRef]

	



Ghosh, H.S. The anti-aging, metabolism potential of SIRT1. Curr. Opin. Investig. Drugs 2008, 9, 1095–1102. [Google Scholar]

	



Viswanathan, M.; Kim, S.K.; Berdichevsky, A.; Guarente, L. A role for SIR-2.1 regulation of ER stress response genes in determining C. elegans life span. Dev. Cell 2005, 9, 605–615. [Google Scholar] [CrossRef]

	



Bauer, J.H.; Poon, P.C.; Glatt-Deeley, H.; Abrams, J.M.; Helfand, S.L. Neuronal expression of p53 dominant-negative proteins in adult Drosophila melanogaster extends lifespan. Curr. Biol. 2005, 15, 2063–2068. [Google Scholar] [CrossRef]

	



Viswanathan, M.; Guarente, L. Regulation of Caenorhabditis elegans lifespan by sir-2.1 transgenes. Nature 2011, 477, E1. [Google Scholar] [CrossRef]

	



Lee, K.K.; Cho, J.J.; Park, E.J.; Choi, J.D. Anti-elastase and anti-hyaluronidase of phenolic substance from Areca catechu as a new anti-ageing agent. Int. J. Cosmet. Sci. 2001, 23, 341–346. [Google Scholar] [CrossRef]

	



Moses, T.; Papadopoulou, K.K.; Osbourn, A. Metabolic and functional diversity of saponins, biosynthetic intermediates and semi-synthetic derivatives. Crit. Rev. Biochem. Mol. Biol. 2014, 49, 439–462. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Murashige, T.; Skoog, F. A revised medium for rapid growth and bio assays with tobacco tissue cultures. Physiol. Plant. 1962, 15, 473–497. [Google Scholar] [CrossRef]

	



Ali, M.; Abbasi, B.H. Production of commercially important secondary metabolites and antioxidant activity in cell suspension cultures of Artemisia absinthium L. Ind. Crop. Prod. 2013, 49, 400–406. [Google Scholar] [CrossRef]

	



Velioglu, Y.S.; Mazza, G.; Gao, L.; Oomah, B.D. Antioxidant activity and total phenolics in selected fruits, vegetables, and grain products. J. Agric. Food Chem. 1998, 46, 4113–4117. [Google Scholar] [CrossRef]

	



Benzie, I.F.; Strain, J.J. The ferric reducing ability of plasma (FRAP) as a measure of “antioxidant power”: The FRAP assay. Anal. Biochem. 1996, 239, 70–76. [Google Scholar] [CrossRef] [PubMed]

	



Apak, R.; Güçlü, K.; Özyürek, M.; Karademir, S.E. Novel total antioxidant capacity index for dietary polyphenols and vitamins C and E, using their cupric ion reducing capability in the presence of neocuproine: CUPRAC method. J. Agric. Food Chem. 2004, 52, 7970–7981. [Google Scholar] [CrossRef] [PubMed]

	



Srivastava, N.; Chauhan, A.S.; Sharma, B. Isolation and characterization of some phytochemicals from Indian traditional plants. Biotechnol. Res. Int. 2012, 2012, 549850. [Google Scholar] [CrossRef]

	



Wittenauer, J.; Mäckle, S.; Sußmann, D.; Schweiggert-Weisz, U.; Carle, R. Inhibitory effects of polyphenols from grape pomace extract on collagenase and elastase activity. Fitoterapia 2015, 101, 179–187. [Google Scholar] [CrossRef]

	



Kolakul, P.; Sripanidkulchai, B. Phytochemicals and anti-aging potentials of the extracts from Lagerstroemia speciosa and Lagerstroemia floribunda. Ind. Crop. Prod. 2017, 109, 707–716. [Google Scholar] [CrossRef]

	



Chai, W.M.; Huang, Q.; Lin, M.Z.; Ou-Yang, C.; Huang, W.Y.; Wang, Y.X.; Xu, K.L.; Feng, H.L. Condensed tannins from longan bark as inhibitor of tyrosinase: Structure, activity, and mechanism. J. Agric. Food Chem. 2018, 66, 908–917. [Google Scholar] [CrossRef]

	



Kaewseejan, N.; Siriamornpun, S. Bioactive components and properties of ethanolic extract and its fractions from Gynura procumbens leaves. Ind. Crop. Prod. 2015, 74, 271–278. [Google Scholar] [CrossRef]








[image: Ijms 20 00452 g001 550]





Figure 1. (A) Callus induction frequency (%) for stem and leaf explants under different PGRs concentrations. Values are means ± SE from three replicates; (B) Effect of 5 weeks old culture media containing various PGRs on callus induction and growth of stem explants; (B1) TDZ 1.0 mg/L; (B2) NAA 4.0 mg/L; (B3) BAP 2.0 mg/L; (B4) 1:1 TDZ 1.0 + NAA 1.0 mg/L; (B5) TDZ 1.0 + BAP 4.0 mg/L; (C) Effect of 5 weeks old culture media containing various PGRs on callus induction and growth of leaf explants; (C1) TDZ 3.0 mg/L; (C2) NAA 3.0 mg/L; (C3) BAP 4.0 mg/L; (C4) TDZ 1.0 + NAA 1.0 mg/L; and (C5) TDZ 1.0 + BAP 5.0 mg/L. 
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Figure 2. Time-course fresh and dry weight of callus cultures at different PGRs (in mg/L). (A) Fresh weight for stem-derived callus culture (in g/L); (B) dry weight for stem-derived callus culture (in g/L); (C) fresh weight for leaf-derived callus culture (in g/L); and (D) dry weight for leaf-derived callus (in g/L) cultured on MS medium fortified with TDZ, NAA, BAP (1.0–5.0 mg/L), TDZ (1.0 mg/L) + NAA (1.0–5.0 mg/L), TDZ (1.0 mg/L) + BAP (1.0–5.0 mg/L). Values are means of three replicates with standard deviation. 
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Figure 3. Comparison of total phenolic content (TPC) and total phenolic productivity (TPP) of extracts at different PGRs. (A) TPC (in mg/g DW) for stem-derived callus culture; (B) TPC (in mg/g DW) for leaf-derived callus culture; (C) TPP (in mg/L) for stem-derived callus culture; and (D) TPP (in mg/L) for leaf-derived callus cultured on MS medium fortified with PRG (TDZ, NAA, BAP (1.0–5.0 mg/L), TDZ (1.0 mg/L) + NAA (1.0–5.0 mg/L), TDZ (1.0 mg/L) + BAP (1.0–5.0 mg/L)). Values are means of three replicates with standard deviation. 
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Figure 4. (A) Chemical structures of main phytochemicals accumulated in callus cultures of I. rugosus caffeic acid (CA, 1) rosmarinic acid (RA, 2) betulinic acid (BA, 3) oleanolic acid and (OA, 4) plectranthoic acid (PA, 5); (B) Magnification of typical HPLC chromatograms showing the correct separation of the main phytochemicals accumulated in callus cultures of I. rugosus. 






Figure 4. (A) Chemical structures of main phytochemicals accumulated in callus cultures of I. rugosus caffeic acid (CA, 1) rosmarinic acid (RA, 2) betulinic acid (BA, 3) oleanolic acid and (OA, 4) plectranthoic acid (PA, 5); (B) Magnification of typical HPLC chromatograms showing the correct separation of the main phytochemicals accumulated in callus cultures of I. rugosus.



[image: Ijms 20 00452 g004]







[image: Ijms 20 00452 g005 550]





Figure 5. Hierarchical clustering analysis (HCA) of twelve I. rugosus callus extracts related to their phytochemical profile. 
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Figure 6. Principal component analysis (PCA) of the different phytochemicals and biological activities of I. rugosus callus extracts. Variance of factor 1 (F1) = 70.13% and of factor 2 (F2) = 18.14%. 
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Table 1. Callogenesis, initiation (day) and morphology of stem and leaf callus under different PGRs after 5 weeks of culture.
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S. No.

	
Treatment (mg/L)

	
Callus Initiation (day)

	
Callus Induction Frequency (%)

	
Callus Color

	
Callus Texture

	
Degree of Callus Formation




	

	

	
Stem

	
Leaf

	

	

	
Stem

	
Leaf

	






	
0

	
Control (MS0)

	
-

	
-

	
-

	
-

	
-

	
-

	
-




	
1

	
MS + TDZ 1.0

	
10

	
14

	
80–100

	
DG

	
F

	
C

	
+++




	
2

	
MS + TDZ 2.0

	
10

	
14

	
80–100

	
DG

	
F

	
C

	
+++




	
3

	
MS + TDZ 3.0

	
10

	
14

	
80–100

	
DG

	
F

	
C

	
+++




	
4

	
MS + TDZ 4.0

	
10

	
14

	
80–100

	
DG

	
F

	
C

	
+++




	
5

	
MS + TDZ 5.0

	
10

	
14

	
80–100

	
DG

	
F

	
C

	
+++




	
6

	
MS + NAA 1.0

	
12

	
12

	
40–60

	
SG

	
F

	
C

	
++




	
7

	
MS + NAA 2.0

	
12

	
12

	
40–60

	
SG

	
F

	
C

	
++




	
8

	
MS + NAA 3.0

	
12

	
12

	
40–60

	
SG

	
F

	
C

	
++




	
9

	
MS + NAA 4.0

	
12

	
12

	
40–60

	
SG

	
F

	
C

	
++




	
10

	
MS + NAA 5.0

	
12

	
12

	
40–60

	
SG

	
F

	
C

	
++




	
11

	
MS + BAP 1.0

	
20

	
20

	
20–30

	
SLG

	
F

	
C

	
+




	
12

	
MS + BAP 2.0

	
20

	
20

	
20–30

	
SLG

	
F

	
C

	
+




	
13

	
MS + BAP 3.0

	
20

	
20

	
20–30

	
SLG

	
F

	
C

	
+




	
14

	
MS + BAP 4.0

	
20

	
20

	
20–30

	
SLG

	
F

	
C

	
+




	
15

	
MS + BAP 5.0

	
20

	
20

	
20–30

	
SLG

	
F

	
C

	
+




	
16

	
MS + TDZ 1.0 + NAA 1.0

	
8

	
8

	
90–100

	
FG

	
F

	
C

	
+++




	
17

	
MS + TDZ 1.0 + NAA 2.0

	
8

	
8

	
90–100

	
FG

	
F

	
C

	
+++




	
18

	
MS + TDZ 1.0 + NAA 3.0

	
8

	
8

	
90–100

	
FG

	
F

	
C

	
+++




	
19

	
MS + TDZ 1.0 + NAA 4.0

	
8

	
8

	
90–100

	
FG

	
F

	
C

	
+++




	
20

	
MS + TDZ 1.0 + NAA 5.0

	
8

	
8

	
90–100

	
FG

	
F

	
C

	
+++




	
21

	
MS + TDZ 1.0 + BAP 1.0

	
-

	
-

	
-

	
-

	
-

	
-

	
-




	
22

	
MS + TDZ 1.0 + BAP 2.0

	
-

	
-

	
-

	
-

	
-

	
-

	
-




	
23

	
MS + TDZ 1.0 + BAP 3.0

	
-

	
-

	
-

	
-

	
-

	
-

	
-




	
24

	
MS + TDZ 1.0 + BAP 4.0

	
-

	
-

	
-

	
-

	
-

	
-

	
-




	
25

	
MS + TDZ 1.0 + BAP 5.0

	
-

	
-

	
-

	
-

	
-

	
-

	
-








Values are means ± SD from three replicates. Note: No callus (−), Scanty callus (+), Moderate callus (++), profuse callus (+++). F friable, DG dark green, FG fresh green, SG snowy green, SLG snowy light green.
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