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Abstract

DNA isolation and barcoding of medicinal plants are getting a great previlege and demand in recent
years. Authentification using molecular markers is necessary for idcntiiying correct raw malcrial for
herbal market in the preparation of new formulation in ayurvedic industry. The molecular
characterization of Spilanthes jpecies has not been reported in the literature. In the present smdy
attempts were made to optimize DNA isolation using the CTAB method and characterize five species of
Spilanthes. Matk and rbcL primers are universal primers used to distinguish five Spilanthes species and
their inter relationship were analysed using Clustal omega tool to draw the phylogeuy tree. Thus from the
study S. ciliata and S. calva showed similar banding pattern, similarly 51 paniculata showed similar
^OTce pattern fiom phylogeny tree analysis. The wo± can provide an effective tool for scientific
Identification of plants in phamiaceutical industiy and also help in investigations relating to
characterization of this genus.
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1. Xntroduction

In Brazil Spilanthes is commonly referred to as die toothache plant for its ability to numb the
gums and mouth and calm tooth pain when the flower buds and new leaves are chewed.
Spilanthes belongs to the femtiy of Asteraceae, and has been used in ayurveda (Sharma V, et
al., 2011) t'J Common terms used to refer plant include Jambu, toothache plant, or Paracress' It
denves the name of'toothache' plant from the compound 'spUandiol' which is sometimes used
to reduce the pain associated with toothaches and can induce saliva secretions
(^ewak,.1999; Erickson,l999; Nair 1999) P. s. sj alongside the other compound
Acmellonate (Ley. et a/..2006) Other traditional uses of this herb according to Indian
medicine are the treatment of rheumatism and inflammation, asialagogue for stammerins
tongue paralysis, stomatitis, toothache and a treatment for fever, sore throat, and gum
infections beyond these health effects, it has been used as an aphrodisiac and sexual tonic
(Abascal and Yamell).
5jD/7anr/ias has got antibacterial and antifungal properties making it an good purifying herb
used for disinfecting wounds and curing ringworm infections (Rai, 2004; Vaima, 2004-
Pandey. 2004) On the otherhand Spilanthes is also used as an antiparasitc aeent
(Ramsewak, 1999; Erickson, 1999; Nair. 1999) ^1. The present study basicaUy focussed on
the authentification of herbal drug using molecular markers like Matk and rbcL, which will
provide a data which may help the pharmaceutical industry in identification of raw'materials

2. Materials and Methods
2.1 Plant Material

In the present study, six species of the genus Spilanthes- S. calva. S. ciliata. S.tetralobeta S
paniculata. S. Uliginosa and occurring in the peninsular India were selected for th '
characterization by using the CTAB technique.

2.2 Reagents used in DNA Isolation

DNA isolation using Nucieo Spin® Plant U Kit (Macherey-Nagel)
About 100 mg of the tissue is homogenized using liquid nitrogen and the powdered tissue is
transferred to a microcentrifuge tube. Four hundred microlitres of buffer PL 1 is s^aa a a
vortexed for 1 minute. Ten microlitres of RNase A solution is added and inverted to ̂  Te
homogenate is incubated at 65^^ for 10 minutes. The lysate is transfeired to a m., i m
and centrifuged at MOOO x g for 2 minutes. The flow
IS discarded. Four hundred and fifty microlitres of buffer PC is added and mixed wdf






