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As | have mentioned in my last revision, the BLAST search
for the primers used in the study shows that these are not
species specific. Since the researchers presented that they
have successfully amplified the specific amplicon with
specific primers, the primers might be species specific
when there are mixture of only three species of Trifala
churna. If the Trifala contains adulteration of plant part of
some other species, then the primer may not work as
species specific.

I would like to suggest to perform some more experiments
with adding other species as adulteration in the Trifala
churna as negative controls.

Thank you for your valuable feedback. As per your comments, Species
authenticating primers are designed with respect to ITS regions of
Terminelia bellirica, Terminalia chebula and Phyllanthus emblica. When
the sequences of the amplicons obtained with these primers were
subjected to BLAST analysis, sequences show the most similarity with
their respective species as compared to other species as ITS are unique
in each sub species. The primers were even proven efficient in
differentiating two closely related species of Triphalai.e. Terminalia
bellirica and Terminalia chebula belonging to a same genus. According
to the BLAST results, The primer pair designed for T. bellirica gave
amplicon that was found to be specific to T.bellirica and notto T.
chebula. The same was true for the primers designed for T. chebula. So
in our humble opinion, there is no need to further carry out experiments
on adulterants in the Triphala churna. The designed primers were found
to be efficient with respect to identifying the component species of
Triphala.
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