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High Performance Liquid Chromatography (HPLC)
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Gradient controller

Dual pumping systems.
A valve system can be used on each pump can
provide a different solvent.

mixing tee

v
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Gradient elution method

Isocratic elution method

Finepak SIL C18

MeOH/1% AcOH(40/60)
A

MeOH/1% AcOH(30/70)

Gradient elution method

MeOH/1% AcOH
30/70—45/55
Linear Gradient. 16min

A : Chlorogenic acid

fx.""— B : Rutin

* Impurity
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Basic HPLC equipment

a - gradient controller d - column/ precolumn

b - pump/ dampning system e - detector
c - sample introduction f - data output
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solvent Cut off (nm)
acetone 330
Acetonitril 200
dichlormethan 233
ethanol 205
ethylacetate 255
methanol 206
tetrahydrofuran 230
Toluen 212
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Steric effect of adsorption Chromatography



Retention behavior

N

n-Hex/AcOEt(60/40)

n-Hex/AcOEt(50/50)

Polarity of sample components

R<P<G< P®

n-Hex/AcOEt(30/70)
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Silica-C18 Packing materials

O—Si— CH ,(CH,)1sCHj

\ 0—Si— CHZ(CH2)16CH3

O—Si—CH,
Si / CH,
\ CH3
O—Si—CH,(CH,);cCH,
CH,
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Reversed Phase Chromatography

Hydrophobic Interaction Q

CH, 'V\fw CH,COOCH,
CH CH,COOCH,

Silica-C18 (ODS)
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Reversed Phase Chromatography

Retention behavior in reversed phase HPLC
CH3CN/H20

(50/50% (60/40) ( 70/30)

.e ®=

Carbon chain length of sample
Y < (& C

A : p-Hydroxy ethyl benzoate

B : p-Hydroxy propyl benzoate

C : p-Hydroxy butyl benzoate Low Polarity of Mobile phase High
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