General technigques

Technique

Adsorbent

Plate size

Layer thickness
Y
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EXPERIMENTAL
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b) 25% methangl in acetome
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h)

25% methanol
50% methanol
20% acetone
10% methancol

Chioroform

in ethylacetate
in dichleromethane
in chloroform

in dichlorometane
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i) 2% methancl in. benzene

J) 2% methancl in chloroform

Distance 15 cm

Temperature t Leboratory temperature (20-80°C)

Detection on chromatosraphic plate :

ht at wavelength 254 nm

a) Ultraviclet 1ig

which contain unsaturated

es gquenching spots

b)

g€), distilled water

(10 m1)
) and distilled water

l&#ach of 5§ ml, were

miﬁ&d . glm ial acetic acid and

70 ml . distilled weter were added and used as

A YEANUNITHEINT. oo, o

alkaloids ive spotedl) as positive

ARIRIR I UNINETRE

Column chromatography (CC)

Column H Flat bottom glass column

(vari&ﬁs diameter)
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Adscorbent

Silica <gel 60 (E.Merck)

Packing methaod Wet packing
Technique : Short column chromatography

Scolvent system ] 285% methancel in dichlorometane

Melting point

‘&rm:ned on 8 Gallenkamp,

MFB &85 and were

Melt ing
Melt ing point

uncoerrected.
Ultra

Ultra-vi hs¢ spectrum were obtained

lnfpared‘ bsorptxon ectrum were cbtained with a

shimmars i34 Tk Hﬂt‘é%ﬂ%ﬂ‘i
o Vb HSMGWIQ NEAAY oo

The 'H NMR and € NMR spectra were o©obtained

on two difference instuments as follows ¢

a) JEOL FT nuclear magnetic rescnance model

JNM-A 500 (Alphs Series).
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b) Bruker BZH-200 {200 MHz) spectrometer.

Chemical shifts were reported in ppm scale,

using Pyridine—ds and Acetone—d5 as operating solvent,

Mass spectroscopy (MS)

Mass spectrs ned on a Jecl FX 3000

double focusing I. Operating at 70 eV

with inlet tem

rcial and anslyticeael

grades.

Phyt (4 m‘_ﬁ
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Powder leaf ma e ial (100 g) was macerated

methﬂaugfm yg%wmmm

filtered, he filtrates was co entrated syrupy mass

unaea»maeamzu URAZNYIA s o

the m:xture was eluted by hexane, chloroform and

methanol. The extracts were evaperated to dryness under

reduced pressure for further screening procedure.
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Screening for sterols and triterpenes

Disso]ved the small amount of the hexane extract

in 3 drops of acetic anhydride, then one drep of conc
sulfuric acid was added. The developing of blue to green
colors, indiceted the present of sterols.

Screening

Dissol oform extract with

5 ml of dil HC rate was used for

the precipitat dal reagents. The

results were Dragendorff's and

Mayer's reagent.

gﬁ”,t
Screening f & J

;r R )

Dissolviﬂ sma ot I:e extracts in 2 ml
of ethanol, thed masnesium mibbons end 2 ml of conc HC1

aadmum %ﬂ%‘iﬂvﬂm:im

f}avonoids.

AW AINIURIINAE
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isclation of Chemical substances from the leaves

of Dysoxylum rande Hiern.

Extraction

Dried powdered leaves (8.5 k¥g) were macerated

three +times for 7 /’ with methancol (30, 25 and

29 2 ) The metl as concentrated under

reduced pressuw‘ \

fractionated,

(2.45 kg) which was

"on kieselguhr. It
was then elute large cone percolator

unt il the ; ﬁyp@:' Bve negetive test to

Liebermann—-Burchar hexane extract was
evaporated to drymess’ ?;f,. 60 & of hexane residue.
The residue M -~ negativ ‘:‘ elkeloids. This
residue was ?Ek urt éatia. The remaining eir

dried k:ese}guhf esidue then exhaustively eluted

chﬂw’mﬂn‘mmﬂmm G0 v of

chloroform residue dbntainangh crude @alkaloid. The
rema@iwrla \ﬂdﬂs mumaqewﬂrla gjhaustively
extra;l with methanol to give on evaporation, 1,178 g of
the methancl residue. The chloroform end methancl residue
were subjected +to column chromatography for further

purification.



Dried powdered leaves (8.5 Kg)
maecerated with MeQOH

3 times/filtered

i l

filtrate marc.,

residue (2.45 Kg)

preedsorption L;«

CHC1
chlorafor marc,
MeOH
crude alk
AY | -
ol residue - marc,
(1 178g,111)
elﬂ% A%‘iﬁl BHYNT NENNT
com ound X 0.045 ¢ +dil A H/filtrated

ARIANN U AR I NI

crude alkalo:d

cC

alkaloid Asl 0.302 &

Figure 2 The extraction and fractionation of

Dysoxytum srande Hiern Leaves.
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Fractionation of chloroform residue.
The chloroform residue (60 g,11) was disclved in
glacial acetic acid (250 ml). The acid sclution was then

diluted with distilled water (200 ml) until complete

preczp:tataon ohlorophy]l and some other chloroform

’#//d. The precipitate was

rat clear acid filtrate

soluble impurities

separated

was bas:faed wit oxide solution to

1

approximaetely pH paper as an

indicator.

The =alk ust ively extracted

with chloroform t ie alkalocid residue.

it was  then silica gel column

in dichlorometene as

an eluent. ,' \‘ ml, each) were

collected and Eﬂth- fiE}]ly washed with
methanol. Those qf imilar frgotions, on TLC plates were

combined ﬁ uﬂg m'ﬁ w ‘5 W&’] a i'ave negative

tested w:th modified thgendorfﬁ;s reagent/ and were
discaradwr]liaﬁﬂnim uwagmgja’m il:t ocn TLC
plate wgen sprayed with wmodified Dragendofff's reagent.
They were combined and evaporated to give residue wﬁich
was crystallized in methanol/acetone and subsequently
recrysta}lized in wmethancl to yield 0.045 g (0.0005 %)

of colorless needles, designated as compound X.
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Fractions 6-21 . gave negative test with modified
Dragendorff's reagent and were discarded. Fractions 22—26‘
gave an identical alkaloid positive spot on TLC plate.
They were combined and evaporated to give residue which
was crystallized in wmethanol/acetone and subsequently

recrystallized in metheancl +to yield 0.083 g (0.001 %)

ted as alkaloid AS;'

-of pale yellow crysta W

—3

Fractio idue.

The m = e 111) was dissclved
in ¢&glacial a > ‘Z;J } M ‘he ecid solution was
then diluted (1,050 ml1) wuntil
complete precip hyll end some other
methanol soluble i urred. The precipitate

The clear acid

was separated t.ion.

:  monium hydroxide
solutien to aﬁ: ,musing universal pH

paper ‘as &n 1ndagetor.

ﬂUﬂ’JVlWI‘ﬁWMﬂ‘i

alkaline extract was exhaust i ly extracted
with Qlw‘r}amﬂ,ﬂ gmu%qch&qa &’d residue.
It was divided into four portions, each portion (11 &)
was subjected to silice gel coclumn chromatosgraphy, using
25% methanol in dichlorometane as an eluent. One hundred
and ten fractions (40 ml, each}) were collected and the
column was eluted with methanol. Those similar fractions

ocn TLC pleates were combined and evaporeated.
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Fract ions 1-64 gave negative tested with
modified Dragendorff's reagent and were discarded.
Fraction 65-110 <gave an identical alkaloid positive
spot on TLC plste. They were combined and evaporeted
toc give residue which was crystallized in methanol #o

yeild 0.302 g (0.0036%) of pele yellow crystals, wes

designated as alkaloiﬂ

Characterizatioﬁ o

Alkaloi as pale yellow
crystals, recry It gave positive
test with modi gent. It is soluble
in water, metha in other non poler
organic solvents.

hRf Value - =,
A |

\ 7

y ]

a) 17.3 (‘25% methano in acetone)

ﬁ%ﬂ’é‘ﬂ&l‘ﬂﬁﬂﬂ?ﬂ‘ﬁ

.7 (30% methanol in loroform)

q maaamm AMINYINY
10.7 (30% methancl in benzene )
(Figure 11)

d) 4 (25% methancl in ethyl acetate)
{Figure 12)
e) 30.7 (50% methanol in dichloromethane)

{Figure 13)
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Melting Point

218-219°¢C

Molecular Weight

3056

Molecular formutl

Amax

b
-

Infared absorpti

i i¥

P 1) o 1V
e AALASDIYNAINYNAY

(EIMS)

m/z (% ret int) 305 (15.20), 277 (5.00), 276
(29.35), 219 (7.58), 205 (16.55), 71 (15.83),58 (100.00),

44 (35.24), 43 (49.28), 42 (29.27).



Proton nuclear magnetic resonance (1H NMR)

(500 MHz, Pyridine—ds) {Figure 17)

6 1.83 (bd,J=11 Hz,1H>), 6 2.16 (bd,J=11 Hz,1H),
6 2.18 (s,3H), 6 2.23 (s,3H), 6 2,34 {bd,J=11 Hz, 1H),

6 2.86 (m, 2H), 6 3.12 (bd, J=11 Hz, 1H), 63.61 {bd,

J = 13.4 Hz, 1H), 6 ), 6 6.12 (s, 1H), & 6.73

(s, 1H).

(125 MHz, Pyri

{6 19.9 Y, (6.38.12, CH),

(6 46,009, CHa), 242, CHa), (6 69.83,
CH), (6 101.50, ¢y, (6 108.42, CH),

+40, €),(6 165.08,C),

(6 108.48, C), (6

(5 166.80, ,,—4

Iy {

Character:zationib Compound X,

ﬂuEI’J’VIEWI‘WEI’]ﬂ‘i

Campound X was fobtaine de,. 8s  colonless needles

,,ec,yammmmmn NI

methanol, acetone.

hRf Value

a) 46.7 (20% scetone in chloroform)

(Figure 23)



b) 78.7 (10% methanol in dichloromethane)

{(Figure 24)

c) 10 (Chloroform)

(Figure 258)

d) 64.7 (2% methanol iﬁ chloroform )

{Figure 26)

e) 30.7 (2%

(Figure 27

Melt ing point
275-278°
Molecular weightl
192

Molecular form e
W

AU INYNTNYINT
o B BT B W

Infrared sbsorption spectrum (Figure 29)

v max (KBr) (om ') 3400, 1650, 1620, 1560,

82

1508,
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1470, 1420, 1020, 850.

Mass spectrum (Figure 30)
(EIMS)
m/z (% rel int) 182 (100.00), 164 (40.938), 163

(30.08), 182 (18.27), 136 (7.58) 124 (28.72), 96 (14.08),

69 (33.20) 39 (20.3

Proton nuclesar

(200 MHz, Acetc

6 2.36 21 (d, J= 2 Hz,1H)

6 6.36 (d, J=2 2.88 (s, 1H).

Carbon nuclear ma

{50 MHz, Acetone-d

Y

e

(619,72, CH_ Va4, cH>, (699.06, CH),

i¥ |

(6 104.33, ¢), (& 208.33,CH),n( 6 158.66,C), (6 162.74,C),

e RUE SEUTRIINS
AN INAE
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