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Solvent Strength

Reversed Phase Normal Phase

Water Haxane
DMSO 1-=Chlorobutane

Methanol Methylene Chloride
Acetonitrile Acetonitrile
Tetrahydrofuran




Mobile phase solvents

Polarity
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« HPLC grade solventJl 2 21 &< 18 mega ohmO| &},
« Low Viscosity

- Z0H2H 4 A, (miscibility No. XtJF 15 0| 8tH)
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« UV cutoff, refractive index7t £ 2 Z0H.




> Solvent Delivery Pump(ZX) ™
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U™ B0 Z=/4H( Isocratic Mode)
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THi 20 =4 (Gradient Mode)

1) single pump

solvent B e mixer

solvent A / j\ e
O O

| Low pressure]

(low price, easy use)
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Pump Module-types:
« Isocratic pump - Delivers constant mobile phase composition;
solvent must be pre-mixed,;
«|lowest cost pump
« Gradient pump - Delivers variable mobile phase composition;
«can be used to mix and deliver an isocratic mobile phase or a
gradient mobile phase

—Binary gradient pump —delivers two solvents
L | =] 1

—Quaternary gradient pump —four solvents
_—
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> Injectory F5

— Rheodyne injector (Valve injector) (Manual inje
— Automatic injector

Typical sample volumes are 5—to 20—microliters (uL).




Rheodyne injector (Manual injector)
1. =20l loopoll 23l Hali&, FUZ B35t Al loop wH (THE)
2. Sample loop M[& 0] 2
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Autosampler Injector

1. Auto addition S 2 AEHA MMM SEA
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Autosampler Injector




Sample preparation




Sample filtration
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Filtration and Centrifugal Separation

® In general, filter every
sample before injection!

® |tis convenient to use a
disposable filter with a
pore diameter of approx.
0.45 uym.

® Centrifugal separation is
applicable for samples | |
that are difficult to filter. ' Syringe
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- E7| (Degassing)
Ol &0 =5 air, oxygen, bubbleX|*
O & 23] degassingA|Z! 7| AFESHOF StC} BHSF bubbleOl
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XHHC &48 &S = UL
— Vacuum Degassing(Xl S EH7|)
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— Helium(or Nitrogen gas) Sparging
. X7 0[S A0] sparging

— Ultrasonication(Z=-S I} LtAf)




icreases which interferes with the separation

process, steady baseline & shape of the peak.

Hence de-gassing is very important and it can be done |

various ways.




1 to the solvent container.

But it is not always reliable & complete.

] ” !UM PURGING: (or nitrogen gas is used)
Done by passing Helium through the solvent.

This is very effective but Helium is expensive.

1I1) ULTRASONICATION:

Done by using ultrasonicator which converts ultra high

frequency to mechanical vibrations.




Degassing Methods

Calcium___
chloride

Pressure-resistant
rubber tubing

)
| {
Loosen the cap a little ? 4—_Condenser

tube with bully

- Trap

(3as in contact with liquid
+ is mobile phase vapor
+ Mobile phase bottle

Mobile phase bottle

Warm bath

Slightly warmer than
room temperature
(max. +5 °C)

* Ultrasonic cleaner




Solvent delivery systems

- Continuously provide eluent (solvent).

- Provide accurate mobile phase compositions.

- Includes solvent reservoirs, inlet filter, and degassing
facilities which works in conjugation

Inlet Filters

Stainless Steel or glass with 10 micron
porosity.

- Removes particulates from
solvent.




The End.



