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ABSTRACT

The aim of this study was to quantify the secondary metabolites of aqueous extract of root of Clerodendrum serratum. The root of Clerodendrum
serratum was extracted by using water. The yield of aqueous extract was 10%w/w. The total phenolic, flavonoid, saponin and alkaloidal content
determined by spectrophotometric method. The amount of total phenolic in extracts was determined in comparison with the gallic acid, whereas total
flavonoid, saponin, alkaloid content was estimated corresponding to rutin, diosgenin and atropine respectively. The phenolic, flavonoid, saponin and
alkaloidal content of aqueous root extract of Clerodendrum serratum were found to be 134.4mg/g, 67.67mg/g, 38.2mg/g and 12.67mg/g respectively.
The presence of such important metabolites in C. serratum indicates its therapeutic importance in man and animal.
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INTRODUCTION

World plant biodiversity is the largest source of herbal medicine
and still about 60 —80 % world population relies on plant based
medicines which are being used since the ancient ages as
traditional health care system. Plants are biosynthesizing large
amount of secondary metabolites through various metabolic
pathways. These are very complex and having unique carbon
skeleton structures and many of them of high interest to the
pharmaceutical and chemical industry. Secondary metabolites
derived from primary metabolites showing several biological
activities which totally depend on the complex structure of the
metabolite and also on chirality.' Such natural compounds
isolated from the plant sources provide a great degree of broad
spectrum of the modern drugs as we use today. Plant derived
pharmaceuticals represent a large market value; about 25% of
today’s pharmaceuticals contain at least one active ingredient of
plant origin.?

Out of all the secondary metabolites phenols are the major group
metabolites comprising of both medicinal and nutritional
properties.”  This class of metabolite responsible for
chemopreventive properties due to its antioxidant activity,
anticarcinogenic and anti-inflammatory activity.* They are also
associated with the inhibition of atherosclerosis. It is also
reported that the anti cancer activity is associated with inhibition
of growth factor and signalling pathways.® Flavonoids, another
class of secondary metabolites having a benzo-y-pyrone ring
consider under the polyphenolic group. These compounds
possess  greater biological activity solely depends on its
chemical nature, degree of hydroxylation, polymerization or
substitutions or conjugations etc.® Due to its antioxidant activity
flavonoids are having vital role as dietary supplement and as
well as medicinal.”® Studies proven the antioxidant activity of
flavonoid even more effective than the vitamin C, E and

carotenoids.” The metabolites saponins categorize under
glycosidic group of compound comprising of either triterpene or
steroid as aglycon part and hexose and/or uronic acid as glycon
part. Saponis are popular for its haemolytic activity and foaming
properties. The one of the vital importance of saponin is
steroidal hormone synthesis and also possess significant anti-
cancer, anti-tumorigenic activity.'’Alkaloids are another
important class of secondary metabolites having minimum one
nitrogen atom either within the heterocyclic ring or outside the
ring. Alkaloids are having wide range of physiological effects
and pharmacological effects, including antibiotic, ! antifungal,
anti bacterial, anticancer,'”' narcotics, poisons, stimulants,'
antimicrobial, anti-HIV and antiparasitic activities etc.'® The
other important metabolites present in plants are terpenoids,
glycosides, lignin, coumarins, anthraquinones which also shows
versatile therapeutic activity.

Clerodendrum serratum belonging to family Verbenaceae an
Ayurvedic plant to Indian system which is rich in such
metabolites. It is a deciduous shrub widely distributed in
Western ghats.'” In Ayurveda, the plant is well known as
Bharangi (Sanskrit) and commonly known as Blue Glory
(English). As per the traditional claims the root is the potential
source of drug for ailments such as asthma, body ache,
bronchitis, cholera, dropsy, eye diseases, fever, inflammations,
malaria, opthalmia, rheumatism, snakebite, tuberculosis, ulcers
and wounds.'®® Quantification of metabolites becoming an
urgent need which scientifically demonstrates the use of any
plant traditionally. The current focus of the current study was to
ascertain secondary metabolites of aqueous extract of the root of
Clerodendrum serratum such as total phenolic, flavonoid,
saponin and alkaloids, which has not been investigated yet.
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MATERIALS AND METHODS
Collection and authentication of plant material

Roots of Clerodendrum serratum L. (Verbenaceae) was
purchased from the local market of Faizabad Uttar Pradesh,

India. The taxonomical recognition was done from
Department of Agronomy, Aacharya Narendra Dev
Agriculture Technical University, Dist. Faizabad, Uttar
Pradesh.

Preparation of extract

The collected brown colored roots (100gm) were extracted
(decoction) with water (500ml) at a temperature not exceeding
110°C for 2hrs. The extract was allowed to cool and filtered &
the filtrate was lyophilized. The yield of obtained dried extract
was 10%w/w.

Chemicals

Total phenolic content, total flavonoids content, saponin content
and alkaloid content were determined by using several
chemicals/reagents which has been mentioned in appropriate
section of materials and methods. All the chemicals were
analytical grade and obtained from Sigma Aldrich Co., St.
Louis, USA. Before doing the following specific quantification
tests the extract was evaluated for the presence of preliminary
phytochemicals.”!

Spectromertric Quantification of Total Phenolic Content

Folin Ciocalteu reagent was used to evaluate the amount of
total phenolic content. Gallic acid was used as a standard for
the determination of phenolic content and it was expressed as
mg/g gallic acid equivalent (GAE). Concentration of 0.01,
0.02, 0.03, 0.04 and 0.05 mg/ml of gallic acid were prepared
in methanol. Concentration of 1mg/ml of plant extract was
prepared in methanol and 0.5ml of sample was placed in to
test and it is mixed with 2.5ml of Folin Ciocalteu reagent.
The Folin Ciocalteu reagent was previously diluted 10 fold.
The mixture is added to 2ml of 7.5% sodium carbonate. The
tubes were allowed to stand for 30 minutes covered with
parafilm at room temperature before taking the absorbance
760 nm. Reading was taken in triplicate. Folin-Ciocalteu
reagent is reactive to reducing substance including
polyphenols. This is basically a colour reaction produces blue
coloration which was measured spectrophotometrically.?
Spectrophotometric Quantification of Total Flavonoid
Content

Total flavonoids were measured by a colorimetric assay.>** An
aliquot of sample (Img/ml) or standard solutions (10-50pg/ml)
of rutin was added to a 75 pl of sodium nitrite (NaNO,, 5%)

Table 1: Standard gallic acid (concentration vs absorbance)

S. No. Conc. (ug/ml) Absorbance
Gallic acid

1. 10 0.110

2. 20 0.176

3. 30 0.247

4. 40 0.298

5. 50 0.326

solution, and mixed properly. After 5 — 6 minute, 0.15 mL
aluminium chloride (AICL;,100 g/L.) was added. Again, after
waiting a couple of times (approximately 5 min), 0.5 mL of
sodium hydroxide (NaOH, 4%) was added. The final volume
was kept at 2.5 ml with distilled water and thoroughly mixed.
Absorbance of the mixture was determined at 510 nm against
the same mixture, without the sample, as a blank. Total
flavonoid content was expressed as mg rutin/g dry weight (mg
rutin/g DW), through the calibration curve of Rutin. All samples
were analyzed in three replications.

Spectrometric Quantification of Total Saponin Content

To prepare standard curve 50, 62.5, 75, 87.5, 100, 112.5 and
125.5 pg/ml of the standard saponin solutions was placed into
test tubes and the volumes were made up with aqueous methanol
(80%, 0.25 mL). Stock standard solution of diosgenin was
prepared by dissolving 10 mg of it in a mixture of 16mL
methanol and 4 mL of distilled water. To the each aliquot
vanillin reagent (8%, 0.25 mL) and sulphuric acid (72% v/v, 2.5
mL) were added. After properly mixing the tubes were
transferred to a 60°C water bath. After 10 mins, the tubes were
cool in the ice cold water bath for 3 — 4 mins. The absorbance
was measured at 544 nm against the reagent blank. The sample
was prepared by dissolving 0.1 g of freeze dried sample in
aqueous methanol (80%, 0.1 mL). From that 0.25 mL of aliquot
was taken for spectrophotometric determination at 544 nm.*

Spectrometric Quantification of Total Alkaloid Content

For the standard curve of atropine, total 5 different
concentrations were used. 100 ppm solution was initially
prepared from atropine (1 mg in 10 ml of distilled water). From
this stock solution, exactly 0.5, 1, 1.5, 2 and 2.5 ml of atropine
solutions was transferred to five different separating funnel. To
each and individual funnels, 5 ml of phosphate buffer (pH4.7)
and 5ml of Bromocresol green (BCG) solution was added and
mixed vigorously. The formed complex mixture is extracted
with chloroform. The chloroform fraction was collected in a
10ml of volumetric flask and make up the volume with
chloroform. Absorption at a wavelength of 470 nm of each flask
was measured and calibration graph was drawn.

For the preparation of the sample the plant extract (1mg/ml) was
dissolved in 2N HCI and then filtered. The pH of the extract
was adjusted to neutral with 0.1 N NaOH. One ml of this
solution transferred to a separating funnel and to that mixture 5
ml of Bromocresol green solution along with 5 ml of phosphate
buffer was added and mixed properly. The formed mixture was
extracted further with chloroform (5ml) and transferred to 10 ml
of volumetric flask and make up the volume with the same
solvent. The absorbance of the complex in chloroform was
measured at 470 nm.***’

Table 2: Standard rutin (concentration vs absorbance)

S. No. Conc. (ug/ml) Absorbance
Rutin
1. 10 0.135
2. 20 0.151
3. 30 0.165
4. 40 0.177
5. 50 0.201
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Table 3: Standard diosgenin (concentration vs absorbance)

Table 4: Standard atropine (concentration vs absorbance)

S. No. Conc. (ng/ml) Absorbance
Diosgenin S. No. Conc. (ng/ml) Absorbance
1. 50 0.172 Atropine
2. 62.5 0.189 1. 50 0.122
3. 75 0.207 2. 100 0.159
4. 87.5 0.279 3. 150 0.188
5. 100 0.321 4. 200 0.207
6. 112.5 0.384 5. 250 0.229
7. 125.5 0.418
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RESULTS AND DISCISSION concentration ranges from 10 - 50 pg/ml with a regression co-

The activity of any kind of phytomedicine is principally
depending upon the presence of phytochemicals. In this study,
we have quantified the presence of total phenolic, total
flavonoid, total saponin and total alkaloidal content. The content
of total phenol in the aqueous extract of C. serratum was
obtained from gallic acid standard curve. The observed
absorbance and calibration curve and of gallic acid is tabulated
and figured in table no 1 and figure 1 respectively. Line of
regression from gallic acid graph was used for estimation of
phenol content in the aqueous extract of C. serratum. From
standard curve of gallic acid line of regression was found to be y
= 0.005x + 0.065 and R*> = 0.976. The total phenolic content
expressed as mg gallic equivalents (GAE)per gram of sample
(mgGAE/g). The total phenolic content in extract was
134.4+0.917 in mg/g equivalent of gallic acid.

Flavonoid is one of the important phenolic compounds existing
in nature.”® The total flavonoid content for aqueous extract of C.
serratum was measured with the aluminium chloride
colorimetric assay where rutin was used as standard. The
absorbance of rutin is tabulated in table 2. The rutin solution of

efficient (R?) = 0.985 (Figure 2). The slope (m) and intercept
found to be 0.001 and 0.118 respectively. The total flavonoid
content (mg of rutin equivalent/ g dry material) of the extract
was found to be 67.67+3.512.

In the current study, we also quantify the saponin
spectrophotometrically at 544 nm by using diosgenin as
standard. Table 3 is shows the absorbance of diosgenin at
different concentration. The total saponin content is expressed in
mg/g equivalent of diosgenin. The total saponin in the extract
was calculated from the regression equation obtained from the
calibration curve of diosgenin (y = 0.003x + 0.028, R? = 0.970)
(Figure 3). The total saponin in the extract was found to be
38.2+1.311 in mg/g equivalent of diosgenin.

There are several methods reported for quantification of alkaloid
like HPLC*® gas chromatography’’, electrochromatography’'
fluorimetry® etc., but in the current work we used the most easy
and rapid, accurate spectroscopic method. The alkaloidal content
was examined in plant extracts was expressed in terms of
atropine equivalent as mg of AE/g of extract. The absorbance of
atropine at different concentrations is showing in table 4. The
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standard curve equation y = 0.006x — 0.003, R2 = 0.997
showing in figure 4. The Total Alkaloid content (mg/g
equivalent of Atropine) present in the aqueous extract of C.
serratum  was 12.674£3.786. The presence of these
photochemicals indicates its therapeutic importance. The
medicinal properties'’?° of C. serratum might be due to above
phytochemicals.

CONCLUSION

Estimation is the foundation which provides prospect to concret
the use of certain traditional values. From the current study, we
can conclude that aqueous extract of C. serratum have a
significant amount of secondary metabolites like phenolic
compounds, flavonoids, saponins and alkaloids. Further, the
presence of these secondary metabolites with proven potential as
bioactive class can be further explored for isolation of specific
compound for the natural drug development process

REFERENCES

1. Eric Francotte, Wolfgang Lindner. Chirality
Research. Hoboken(NJ): John Wiley & Sons; 2007.

2. Akinmo-laudn AC, Ibukun EO, Afor E, Obuotor EM,
Farombi EO. Phytochemical constituents and antioxidant
activity of extracts from leaves of O. Gratissimum,
Scientific Research Essays 2007; 2:163-166.

3. Martinez-Valverde [, Periago MJ, Ros  G. Nutritional
importance of phenolic compounds in the diet. Archivos
Latinoamericanos de Nutricion 2000; 50:5-18.

4. Huang WY, Cai YZ, Zhang Y. Natural phenolic compounds
from medicinal herbs and dietary plants: potential use for
cancer prevention. Nutrition and Cancer 2010; 62:1-20.

5. Wahle KWJ, Brown I, Rotondo D, Heys SD. Plant phenolics
in the prevention and treatment of cancer. Advances in
Experimental Medicine and Biology 2010; 698:36-51.

6. Kelly EH, Anthony RT, Dennis JB. Flavonoid
antioxidants: chemistry, metabolism and structure-activity
relationships. Journal of Nutritional Biochemistry 2002;
13:572-584.

7. Cook NC, Samman S. Review: flavonoids-chemistry,
metabolism,  cardioprotective  effects and  dietary
sources. Journal of Nutritional Biochemistry 1996; 7:66—76.

8. Rice-Evans CA, Miller NJ, Bolwell PG, Broamley PM,
Pridham JB. The relative antioxidant activities of plant-
derived polyphenolic flavanoids. Free Radical Research
1995; 22:375-383.

9. Dai J, Mumper R. Plant phenolics: extraction, analysis and
their antioxidant and anticancer properties. Molecules 2010;
15:7313-7352.

10. Man S, Gao W, Zhang Y, Huang L, Liu C. Chemical study
and medical application of saponins as anti-cancer agents.
Fitoterapia 2010; 81:703-14.

11. Tim Cushnie TP, Benjamart Cushnie, Andrew JL.
Alkaloids: An overview of their antibacterial, antibiotic-
enhancing and antivirulence activities. International Journal
of Antimicrobial Agents 2014; 44:377-86.

12. Medeiros CS, PontesFilho, Camara NT, Lima-Filho CA,
Oliveira JV, Lemos PC et al. Antifungal activity of the
naphthoquinone  beta-lapachone against disseminated
infection with Cryptococcus neoformans var. neoformans in
dexamethasone-immunosuppressed Swiss mice. Brazilian
Journal of Medical Biological Research 2010; 43:345-49.

13. Goijman SG, Stoppani AO. Effects of beta-lapachone, a
peroxide-generating quinone, on macromolecule synthesis
and degradation in Trypanosoma cruzi. Archives of
Biochemistry and Biophysics 1985; 240:273-80.

in Drug

14. Cruz FS, Docampo R. Boveris, A. Generation of superoxide
anions and hydrogen peroxide from beta-lapachone in
bacteria. Antimicrobial Agents and Chemotherapy 1978;
14:630-33.

15. Ziegler J, Facchini PJ. Alkaloid biosynthesis: Metabolism
and trafficking. Annual Review of Plant Biology 2008;
59:735-69.

16. Bouayad N, Rharrabe K, Lamhamdi M, Nourouti NG, Sayah
F. Dietary effects of harmine, a B-carboline alkaloid, on
development, energy reserves and a amylase activity
of Plodia interpunctella Hubner [Lepidoptera:
Pyralidae]. Saudi Journal of Biological Sciences2011;
19:73-80.

17. Amin I, Tan SH.  Antioxidant activity of selected
commercial seaweeds. Malays. Journal of Nutrition 2002;
8:167-17.

18. Manjunatha BK, Krishna V, Pillaiah T. Flora of Davanagere
District, Karnataka, India. New Delhi: Regency Pulications;
2004.

19. Keshavamurthy KR. Medicinal plants of Karnataka.
Bangalore: Karnataka Forest Department;1994.

20. Manjunatha BK, Krishna V, Pillaiah T. Flora of Davanagere
District, Karnataka, India. New Delhi: Regency Pulications;
2004.

21. Kumar S, Bhardwaj A. Comparative, qualitative and
quantitative chemotypic characteristic among north Indian
Tribulus terrestris. Int. Res. J. Pharm. 2012; 3:212-218.

22. Maurya S, Singh D. Quantitative Analysis of Total Phenolic
Content in Adhatoda Vasica Nees Extracts. International
Journal of Pharmtech Research 2010; 4:2403-2406.

23.Zou YP, Lu YH,Wei DZ. Antioxidant Activity of a
Flavonoid-rich Extract of Hypericum perforatum L. in vitro.
Journal of the Science of Food and Agriculture 2004;
52:5032-39.

24. Zengin HW, Aktumsek A, Guler GO, Cakmak YS,
Yildiztugay E. Antioxidant properties of methanolic extract
and fatty acid composition of Centaurea urvillei dc. Subsp.
hayekiana Wagenitz. Records of Natural Products 2011;
5:123-132.

25. Rajat Buragohain R. Screening and Quantification of
Phytochemicals and Evaluation of Antioxidant Activity of
Albizia chinensis (Vang). One of the Tree Foliages
Commonly Utilized for Feeding to Cattle and Buffaloes in
Mizoram, International Journal of Current Microbiology and
Applied Sciences 2015; 49:305-313.

26. Fazel Shamsa, Hamidreza Monsef, Rouhollah Ghamooshi,
Mohammadreza Verdian-rizi. Spectrophotometric
determination of total alkaloids in some Iranian plants. Thai
Journal of Pharmaceutical Sciences 2008; 32:17-20.

27. Raheleh Zareel, Mona Farhadi, Zeinab Mohammdzadeh and
Golam Reza Goudarzi, Extraction and comparison of
alkaloids in different organs during different phonological
periods of Nitraria schoberi. Annals of Biological Research
2013; 4:130-135.

28. Kennedy DO, Wightman EL. Herbal extracts and
phytochemicals: plant secondary metabolites and the
enhancement of human brain function. Advances in
Nutrition 2011; 2:32-50.

29. Qi M, Wang P, Lang YX, Lang JL, Fu RN. Simultaneous
determination of caffeine, theophylline, and theobromine by
HPLC. Journal of Chromatographic Science 2002; 40:45-8.

30. Cai J, Liu B, Lin P, Su Q. Fast analysis of nicotine related
alkaloids in tobacco and cigarette smoke by megabore
capillary gas chromatography. Journal of Chromatography
A 2003; 1017:187-93.

31. Pagliariussi RS, Frietas AP, Bastos JK. A quantitative
method for the analysis of xanthine alkaloids in

64



Raj Kumar Tiwari et al. Int. Res. J. Pharm. 2016, 7 (12)

Paulliniacupana (guarana) by capillary gas chromatog-
raphy. Journal of Separation Science 2002; 25:371-4.

32. Masatoki K, Hirokazu T. Fluorometric reactions of purines
and determination of caffeine. Talanta 2000; 36:1171-5.

Cite this article as:

Raj Kumar Tiwari, Udayabanu M and Silpi Chanda.
Quantitative analysis of secondary metabolites in aqueous
extract of Clerodendrum serratum. Int. Res. J. Pharm.
2016;7(12):61-65 http://dx.doi.org/10.7897/2230-8407.0712148

Source of support: Nil, Conflict of interest: None Declared

Disclaimer: IRJP is solely owned by Moksha Publishing House - A non-profit publishing house, dedicated to publish quality research, while
every effort has been taken to verify the accuracy of the content published in our Journal. IRJP cannot accept any responsibility or liability for
the site content and articles published. The views expressed in articles by our contributing authors are not necessarily those of IR]JP editor or

editorial board members.

65



