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Introduction

• Chromatography is a separations method that relies on 
differences in partitioning behavior between a flowing mobile 
phase and a stationary phase to separate the components in a 
mixture

• A column holds the stationary phase and the mobile phase 
carries the sample through it. carries the sample through it. 

• Sample components that partition strongly into the stationary 
phase spend a greater amount of time in the column and are 
separated from components that stay predominantly in the 
mobile phase and pass through the column faster.
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Retention time tR, represents the time elapsed from the sample introduction to 
the detection of the peak maximum on the chromatogram.

Holdup time or dead time to: is the time required for the mobile phase to pass 
through the column.

Adjusted retention time tR’ : the difference between the retention time and the 
hold-up time
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Retention factor: k

Capacity factor: α

Resolution factor: R
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Effect of column length on resolution
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Effect of mobile phase composition
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Invention of Chromatography

• 1900s - Michael S Tswett – separation of chlorophyll and other 
pigments from plants
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Phases for separation techniques

01-Feb-2010   M Subramanian

www.m
subbu.in



Sample Types and Sensitivity Ranges
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