CHAPTER 2
EXPERIMENT

2.1 Plant material

The barks of Carallia brachiata Merr. were purchased from Vetchapong-osot,
a Thai medicinal plant shop, Bangkok, Thailand, in April,1999. The specimen of this
plant was compared with a voucher number BKF 127280 at the herbarium of Royal
Forest Department, Mlmstry of A Wd Cooperative, Bangkok, Thailand.
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2.2.6 Chromatotron equipment
Chromatotron equipment on Harrison Research Model 7924 T was operated

for certain separation.
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2.2.7 UV-visible spectrometer

UV-visible absorbance were obtained on UV-VIS Hewlett Packard 8452 A
diode array spectrophotometer.

2.2.8 pH meter

pH values were determined with 744 pH meter QQ Metrohm Ion analysis.

2.2.9 Gas Chromatography

Steroid analysis was carried out by SHIMADZU GC-7AG and performed at
Scientific and Technology Research Equipment Center, Chulalongkorn University.

2.3 Chemicals

chromatography, chrom é ' ; er_chromatography (PTLC) and

2.5 Bioassay Procedurgs
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2,2-Diphenyl-1-(2,4 6-tr1mtrophenyl)hydrazyl (DPPH) radical is a stable
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- TLC autographic assay”’
After delveloping and drying, TLC plates were sprayed with a 0.2% DPPH

in methanolic solution. The plates were examined 5 minutes after spraying. Active

compounds appeared as yellow spots on a purple background.
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- Spectrophotometric assay®®

Sample at various concentration (0.5 ml) were added to a 1 ml methanolic
solution of DPPH radical (final concentration of DPPH was 0.2 mM). The mixture
was shaken vigorously and then left for 30 minutes ; the absorbance of the resulting
solution was measured at 517 nm with a spectrophotometer. All tests and analyses

were run in three replicates and averaged.

% Radical scavenging = (1 — Asample/Aplank) X 100

2.5.2 Superoxide

for 20 min. The reaction was stopped by @ ng 2 ml of 69 mM sodium dodecyl
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2.5.3 Xanthine Oxidase Inhibition Assay*

The assay was performed according to the method of Noro et al. A mixture
consisting of xanthine oxidase (0.049 unit/ml, 0.04 ml), 0.1 M phosphate buffer (pH
7.5, 0.36 ml) and a test compound solution in 10% DMSO in H,O (0.2 ml) was

preincubated 10 min at 37 °C. Then xanthine solution (0.1 mM in phosphate buffer pH
7.5, 0.6 ml) was added and the mixture was incubated at 37 °C for 30 min. The

enzyme reaction was terminated by adding 1 M HCI (0.2 ml). The absorbance of

' hine oxidase inhibitory activity was
e activities of the enzyme without

reaction mixture was measured

expressed as (1 — A/B) x IOK

and with the test matew
2.5.4 Ferric /
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to 5 ml of pre-emulsion, ¢ fitral volt e was adjusted to 12.5 ml with deionized
water. The mixed solutio |
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Products Research Section, National Cancer Institute, Thailand.
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2.6 Extraction

The dried barks of C. brachiata (8,200 g) were ground to a coarse powder and
then defatted with hexane before extracted with organic solvents, dichloromethane,
ethyl acetate and methanol, respectively. The extracts were concentrated under
reduced pressure, yielding dichloromethane crude extract 15.07 g, ethyl acetate crude
extract 145.84 g and 225.54 g from methanolic crude extract. The procedures and

results of the extractions were summarized in Scheme 2.1
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Hexane crude extract

7.89 g, 0.10 % w/w
( & ° ) oromethane

 Dichloromethane crude extract
(15.07 g, 0.18 % w/w)

Ethyl acetate crude extract
(145.84 g, 1.78 % w/w)
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2.7 Separation and Purification

Dichloromethane and ethyl acetate crude extracts were fractioned by open
column chromatography on silica gel. This column was eluted by suitable solvent
system, depend on polarity of each compound. All fractions were monitored by TLC
on silica gel and the fractions with the same components were combined. Each
fraction was further purified with proper techniques such as flash column

chromatography, chromatotron, PTLC etc. The isolation of the mixtures and
compounds from dichloromethane and 1 acetate extracts of C. brachiata barks
were briefly summarized in S /espectively.
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4Scheme 2.2 Isolation procedure of the dichloromethane cru
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Ethyl acetate crude extract
(145.84 g)
[ |
1:.9 — 4.9 4:6 — 4:1 EtOAc — MeOH
EtOAc/CH,Cl, , EtOAc/CH,Cl, Brown gum
Recolumn
White powder \ :§—> 4:6
Compound 1,12 mg --..'_"f_'_:-_-._l;_ s/ "/‘* CH,Cl,

Recolumn
1:9—» 4:6
MeOH/CHCl;
Off-white powder
Compound 3, 18 mg

Scheme 2.3 etate crude extract
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