CHAPTER I

EXPERIMENTAL

3.1 Plant material

The stem barks of Croton oblongifolius Roxb. (Plao Yai) were collected from
Sakolnakorn province, Thailand, in October 1999. Botanical identification was

3.2 Instrument and Equi

3.2.1 Fourier T
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inass spectra were,, recorded on a Fisons InsE.}ments mass
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3.2.4 'H and "C Nuclear Magnetic Resonance Spectrometer (NMR)

The 'H and "C spectra were recorded on a Bruker Model AC-F 200
spectrometer operated at 200.13 MHz and a JEOL JNM-A500
spectrometer operated at 500.13 MHz.
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3.2.4 Optical Rotation

The optical rotation values were measured on a Perkin Elmer

instruments model 341 polarimeter, using chloroform as a solvent.
3.3 Chemical Reagents

3.3.1 Solvents

All solvents used in w as hexane, ethyl acetate and
methanol, were i# purified prior to use by

distillation.

3.3.2 Packing mq/

oblongifolius Roxb.
was soaked in hexane “ oom temperaturc for a week. '& hexane solution was
filtered and then evaporated amder reduced pressure to dryness, giving the hexane
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methanol, respecti ]y, giving the ethyl Jacetate crude extract (132 g) and the methanol
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Sun dried stem bark of Croton oblongifolius Roxb.(2.5 kg.)

l Hexane
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85 g, 3.4 % wt/wt)
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Scheme 1 Extraction procedure of the stem bark of Croton oblongifolius Roxb.
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3.5 Isolation of crude extract of Croton oblongifolius Roxb.
3.5.1 Separation of hexane crude extract

The hexane crude extract (50g) was separated by column chromatography
packed with silica gel 60 Art. 7734 (70 —230 mesh ASTM). The crude extract was
dissolved in a small amount of suitable solvent and mixed with silica gel (1:1) to

afford the extract paste and was p]aced on top of the column. The column was eluted

with hexane, hexane—ethyl acetate wise fashion. Each fraction was
collected, and then checked phy (TLC) to combine the

fractions which had the s&nem’ mom separation of hexane

crude extract are summari “Tabl _ cti were further purified by
column chromatography. stallizatic isolation. of'eompounds from hexane
crude extracts is shown in#Scheme?/ he 1 yurified ¢ mpounds are shown in
Table 5. /1 |

3.5.2 Separation ¢

The ethyl acetate 3¢ rac @ _ \ separated by column

730 ). The column was eluted
with hexane, hexane—ethyl acstgé;‘i:‘:@thfyl’:\; Acetaté- and ethyl acetate—methanol,
2 i
respectively. Each fragtion was collected and then checked'by TLC to combine the

‘ 1 acetate and hexane
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Sun dried stem bark of Croton oblongifolius (2.5 kg)

5 % EtOAc

30 % EtOAc
in hexane 10 % EtOAc EtOAc in hexane
l in hexane l
Compound 1 Compound 5
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. hexang.crude extract.
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