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Stem-bark and leaves were dried and pulverized and stored in dark. The
dried powder (RM-Ac) and methanol extracts were prepared through

percolation method for 90 days at room temperature by use of centrifugal
filter device (Millipore-MilliQ Plus Water Purification System). Then, the

extract (RM-Ac) was concentrated at 50C and stored in deep freezer until
assayed. Approximately 5 g of extract was suspended in 100 ml of water,
and the pH was adjusted to 7.5 by the use of 2M ammonium hydroxide

solution. The neutralized sample was filtered by the use of sterile syringe
fitted with filter membrane (0.45 µm), and the extracts was kept in deep
freezer until assayed. Methanol was utilized as solvent to obtain a clear

extracts of RM-Ac by boiling at 25C for 90 min. The concentrated extract was
centrifuged at 4000rpm for 10 min, and the filtered extracts was kept in

deep freezer until assayed. Both the extracts were separately diluted with
methanol to the final concentration of 10%, and used in this study In DPPH

radical scavenging assay, the chemical reaction by free radical 1,
1-diphenyl-2-picrylhydrazyl is disrupted by the action of antioxidants. In this

work, the antioxidant potential of RM-Ac was checked by measuring the
absorbance at 517nm. The absorbance values of the samples are directly

proportional to their concentration [ 18 ]. After 30 min of reaction, a
decrease in the absorbance value of the reaction mixture is indicative of the

radical scavenging activity of the samples. The percentage inhibition of
DPPH radicals by the RM-Ac was calculated from the following relation: %

inhibition = (A control–A sample)/A control x 100, where A control is
absorbance of a reaction mixture without sample and A sample is

absorbance of a reaction mixture containing the sample at a particular
concentration. The IC50 of the RM-Ac was determined for the assay using

the following formula: IC50 = 500/C0, where IC50 is the concentration of the
antioxidant that provides 50% inhibition, C0 is the initial concentration of the

antioxidant [ 19 ].
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autoimmune disorders, asthma,
obesity, and health conditions that

include osteoporosis, HIV/AIDS,
rheumatoid arthritis, multiple

sclerosis and cancer. In current
experiment, superoxide radical
assay was performed for all the
prepared lichen samples using

NBT. NBT produces a blue/purple
colored complex called N-formazan

by reacting with the superoxide
free radicals that are converted
from active oxygen species. The

concentration of 1, 2, 3, 4, 5, 6, 7,
8, 9 and RM-Ac required for 50%

reticence of superoxide free
radicals was found to be 81.5, 60.0,

98.0, 99.75, 40.0, 37.25, 38.0,
36.0, 62.5 and 99.75g/mL,

respectively, whereas standard
was 35.5g/mL (Fig. 2 ). 5ec8ef588b
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