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3.2.1 Analytical Thin-Layer Chromatography (TLC)

3.2.1.1 Normal phase Thin-Layer Chromatography

Technique
Adsorbent
Layer thickness
Distance
Temperature

Detection

: One dimension, ascending
. Silica gel 60 F,,, (E. Merck) precoated plate (Aluminium sheet)
: 0.2 mm
: Sem
: room temperature (25-3 SOC)

: 1. Ultraviolet light at 254 and 365 nm

2. Anisaldehyde reagent

3.2.1.2 Normal phase Thin-Layer Chromatography

Technigue
Adsorbent
Layer thickness
Distance
Temperature

Detection

: One dimension, ascending
. Silica gel 60 F,., (E. Merck) precoated plate (Glass plate)
: 0.25 mm
: Scm
[¢]
: room temperature (25-35 C)
: 1. Ultraviolet light at 254 and 365 nm

2. Anisaldehyde reagent
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3.2.1.3 Reverse phase Thin-Layer Chromatography

Technique : One dimension, ascending

Adsorbent : RP ¢ F)q (E. Merck) precoated plate (Glass plate)
Layer thickness 0 0.25 mm

Distance : Sem

Temperature : room temperature (25-35°C)

Detection : Ultraviolet light at 254 and 365 nm

3.2.2 Column Chromatography

3.2.2.1 Column Chromatography

Adsoerbent: Silica gel 60 (70-230 mesh); particle size 0.063-0.200 mm

(E. Merck)
Sample loading . avanofedaidesmsiendaedariazats 1l column
Detection . shamasafiuen1d (Fractions) n519a0Ud8 TLC Fananaga

¥
MIFOIUV light 9INUUN AW anisaldehyde reagent

3.2.2.2 Gel Filtration Chromatography

Gel filter . Sephadex LH 20 (Pharmacia)

Packing method . 1% Sephadex LH 20 §90favhazmefimnganfial? 24 $2Tuq
a9y column

Sample loading . avaefiedaidesmsuendaodiiozats 1l column

Detection . thauaiaiiuen 18 (Fractions) #1219 8018 TLC Fananadie

¥
MIFoIUV light VINTUHUAY anisaldehyde reagent

3.2.3 Spectroscopy
3.2.3.1 Mass Spectra
Fast atom bombardment mass spectra (FAB-MS) i8¢ Electron impact mass

spectra (EIMS) Jad01A509309 Polaris Q mass spectrometer (USA)
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3.2.3.2 Proton and Carbon-13 Nuclear Magnetic Resonance (IH and 13C-NMR)
Spectra
'H NMR (500 MHz) 18 °C NMR (125 MHz) spectra Ja@781n3098 Bruker 500

spectrometer (USA)

3.2.3 msnilinageugnimainw
L-DOPA, Kojic acid (Acros Organics, USA), Methanol A.R.grade (Carlo Erba, Italy),
Mushroom tyrosinase (Sigma-Aldrich, USA), L-ascorbic acid (Carlo Erba, Italy)
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mzay d@ruluivadiulueendlrediiiazals hexane 1NTUNINABAIY methanol A59aY 2 L
o @ 1 a 4 ° T 9/3}
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3.4 MINATOUGNBNITINW
d
3.4.1 qw%ﬁ’ma%afémgﬁmﬁﬁ DPPH radical scavenging assay
FIHTANANOIVUAIAZAWAI methanol 1U5VUTA5IHTE 1 mgml @uesh
S .t o d
dosmanamoy 20 pl a3lu 96-well plate M1Atiuldansazars DPPH 180 i Au'lAiunai 30
A e A ~ Yy A oA . o
HWIN I9AINITAANAULN (Absorbance) N1 570 nm Taole in30aiie microplate reader ATUIU %
Y
= o o A . P ..
m‘séfmwyaaaﬁz MNITNABDI 3 1 (triplicate) Taodl L-ascorbic acid (i1 positive control
d ¥
3.4.2 msngnidudueulalInlsFue
o @ A v o v @ a ¥
FIeNsanareIUnIoaIuana 1118281898 methanol U51UUS1a5 1% 1A 1 mg/ml
1513 L-DOPA 20 pl 8411 96-well plate l)iamsndosmsnaaoy 20 pl fUa15aza18 tyrosinase
20 ul ‘u'zuﬁqm‘ﬁ@uﬁ 3242 °C ﬁﬂﬂﬁ”@mms@@ﬂﬁmm (Absorbance) 1 490 nm Taeld microplate
o 1 (;’; o ~ o g’ [ 3/ .. . I
reader A% % Maduduon land InTsGua ¥insneand 3 4 (riplicate) Taald Kojic acid 1111

positive control
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3.5.1 MSUENANSaNATY Methanol 9101
9
o o ar 3| ! o 1 =
Wensanatu methanol 30 g wwenliduduadadosdlemaiin  adsorption
¥ 5 . a2 v Y @ o
column chromatography Taald silica gel (1l stationary phase [TUAUNITHYEHITAWRINIQZAEY
g 4 ) @ o o &
ethyl acetate mﬂumﬂawmmwmummmmmma AU
Ethyl acetate 100
Ethyl acetate:Methanol  95:5
Ethyl acetate:Methanol  90:10
Ethyl acetate:Methanol 85:15
Ethyl acetate:Methanol ~ 80:20
Ethyl acetate:Methano! 75:25
Ethyl acetate:Methanol  70:30

Ethyl acetate:Methanol  65:35

Ethy! acetate:Methanol 60:40

Ethyl acetate:Methanol  50:50

Ethyl acetate:Methanol  40:60

Ethyl acetate:Methanol  20:80

Ethyl acetate:Methanol 10:90

Methanol 100%

Lﬁudauﬁﬁ'@'ﬁQﬂma@ﬂwm%ax 250 ml W3vuiienuAazanasade TLC vmiusw

duaRART Y TLC (TLC patterns) Amiloudu 3daefy fufuey Iddmafannd iy
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3.5.3 msuanmw‘%qw*é AH-1, AH-2, AH-3
3.5.2.1 MIUANAI1FDINAIUANA AS

Wauanagey A5 (0.8 g) ‘JJWLLEJﬂﬂﬁ‘U??!%%?]}%EJ column chromatography
Taauendae gel filtration column chromatography Taald sephadex LH 20 i stationary phase au
mobile phase 19 methanol smshuasatesimilousuing spot danasadosdie uu TLC
FUnAKATINMIAANAULAS ultraviolet TIATUB1INAU 254 nm vz I8 dLAAAGDE 5 fractions 1)1
FaUann A-53 (0.07 2) WUAADAIY column chromatography Taeld C-18 reverse phase silica gel
R stationary phase ozl 40% water 114 methanol 13114 mobile phase wldasdsznen AH-1 (4
mg) UATaIUANA A-54 (0.05 g VIEAADAY column chromatography Taeldf C-18 reverse phase

o3| o3|
silica gel 1u stationary phase uaz 14 40% water 11 methanol (11 mobile phase @151U52noU AH-

2 (4 mg)

3.5.2.2 MIMBAAITNNAIUANA A6
thamasadosii A6 (1.0  uendas W uena1s3gnsaaY column
chromatography Taouendig gel filtration column chromatography Taoly sephadex LH 20 i
stationary phase 1 mobile phase 14 methanol mmﬁ’mﬁﬁ@é@ﬂﬁmﬁ@uﬁuhﬂ spot dauana
6906199 VU TLC FUNAKATINNITRANTHIAA ultraviolet finnwenndu 254 nm 1z lddmade
898 4 fractions W1dIUENA A-71 (0.17 2) YMONABAY  column chromatography Tagld c-18
reverse phase silica gel i stationary phase uaz 19 40% water 11 methanol (3114 mobile phase 9%

1@essyneou AH-3 (10 mg)

u tadal = v o c’\fl =) =) Qd
3.6 MM IC, vosgnimueyyadaszuaziudueulailnlsdavesmsuigns
‘ o '
Susumame I1C,, veeansusgns IfimTouasanududy 1 mg/ml 11niLReNABDA 4-5
o ' a @ J o .
anudiudy MmsnereuAnitumsana viim 1C,, voia15a81151nTY GraphPad (Prism,

USA
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