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Materials and Methods

Standards and Reagents

Standards; BHT (Butylated hydroxytoluene) and (+)-catechin, were purchased from Sigma (St.
Louis, MO, USA). 2,2-diphenyl-l-picrylhydrazyl (DPPH~ was obtained from Alfa Aesar (Ward
Hill, MA, USA). All other chemicals were obtained from Sigma Chemical Co. (St. Louis, MO,
USA). Methanol was obtained from Pronalab (Lisbon, Portugal).

Plant Collection and Extraction

Samples were collected from Penang, Malaysia, on June of 2007. Plants were identified by a
botanist of School of Biological Sciences, Universiti Sains Malaysia, Penang, Malaysia. Flowers,
leaves, stem and pod of selected plants were dried (room temperature) and powdered with a
mortar.

Preparation of Plant Extracts

Some 100g of dried and powdered plant material were extracted at room temperature with 500 mL
of methanol under constant shaking for 24 h. After filtration, the methanolic (MeOH) solutions
were evaporated to dryness in a rotary evaporator for the antioxidant assays.

DPPH Radical-scavenging Activity

Yarious concentrations of C. surattensis extracts (50.0 Ill) were mixed with 5.0 rnl of methanolic
solution containing DPPH radicals (0.004% w/v). The mixture was shaken vigorously and left to
stand for 30 min in the dark (until stable absorbance values were obtained). The reduction of the
DPPH radical was determined by reading the absorbance at 517 nm. The radical-scavenging
activity (RSA) was calculated as a percentage of DPPH discoloration, using the equation: % RSA
= [(AOPPH - As)/AoPPH] x 100, where As is the absorbance of the solution when the sample extract
is added at a particular level and AOPPH is the absorbance of the DPPH solution (Oktay et aI.,
2003) The extract concentration providing 50% of radical scavenging activity (EC50) was
calculated from the graph of RSA percentage against extract concentration. BHT was used as
standard.

Statistical Analysis

For all the experiments three samples were analysed and all the assays were carried out in
triplicate. The results are expressed as mean values and standard error or standard deviation (SD).
The differences between the C. surattensis extracts were analysed using one-way analysis of
variance (ANOYA), followed by Tukey's HSD Test with a = 0.05. This treatment was carried out
using the SPSS v. 12.0 programme.

Results and Discussion

There is a strong need for effectual antioxidants from natural resources as alternatives to synthetic
antioxidant in order to prevent the free radicals implicated diseases which can have serious effects
on the cardiovascular system, either through lipid peroxidation or vasoconstriction Therefore, in
this study, the antioxidant properties of the methanol extracts of leaves, flowers, stem and pod of
C. surattensis were evaluated. The antioxidant properties of the methanol extracts of leaves,
flowers, stem and pod of C. surattensis were examined for DPPH radical scavenging activity
according to the method described and the results of the screening are shown in Fig.l as
comparable with known antioxidant BHT.
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