
SEPERATION OF AMINO ACIDS BY PAPER 

CHROMATOLOGY  

Dr Poonam kumari 
Dept Of Zoology 

M.Sc Semester II Cc 09 

Introduction 

Chromatography, Color written work. “Chroma” is a Greek roots prefix for color 
and “graphy” is a Greek roots postfix for composing. It is  utilized to break down, 

recognize, clean & measure the mixes. Chromatography is the physical division of 
a mixture into its individual parts 

The segments to be differentiated are disseminated between two stages, a 
stationary and versatile stage. A mixture which contains the solutes is divided into 
unadulterated parts by disregarding it the stationary stage (an insoluble material) to 

which the substances stick to fluctuating degrees. The portable stage, dissolvable is 
convey the solutes over the stationary stage. 

Partition focused around the distinctive communications of the mixes with the two 
stages. Substances that adhere firmly to the stationary stage move gradually, while 
those that stay approximately or don’t stick at all move quickly.  

Chromatography might be a systematic strategy, in which the examiner takes in the 
number and nature of the parts in a little measure of a mixture, yet does not really 
confine them. A typical expository strategy is silica-gel dainty layer 

chromatography. Alternately it could be a preparative technique, in which the 
agent utilizes a vast amount of the mixture to get useable measures of every part. A 

typical preparative technique including the same stages is silica-gel segment 
chromatography. 

All chromatographic frameworks needs: 

 A stationary stage (a robust, or a fluid upheld on a strong). 
 a versatile stage (a fluid or a gas) 

 sample particles (mixture for detachment) 

Applications of chromatography 



In any synthetic or bio-transforming industry, the need to partitioned and 
decontaminate an item from a complex mixture is a fundamental and imperative 

venture in the creation line. This partition of mixtures is helpful to us in different 
ways. As, 

 Pharmaceutical industry utilizes chromatography to confine penicillin and 
different anti-toxins. 

 Proteins can even be divided into amino acids. 

 Chromatography is additionally utilized within wrongdoing scene 
examination for DNA and RNA sequencing.  

 In numerous investigative studies to recognize obscure natural and inorganic 
mixes. 

 Government research facilities used to weigh colors in nourishment and 
vegetables contained little measures of pesticides and herbicides. 

Types of Chromatography 

There are numerous types of chromatography, yet all structures take a shot at the 
same rule: 

1. Partition Chromatography which incorporates a fluid film covered in a 

dormant suitable backing. 
2. Adsorption Chromatography which incorporates finely separated robust 

working as an adsorbing surface & they are partitioned finely to build their 

surface region. 
3. Ion Trade Chromatography (which is reversible step) which incorporates 

ionic gatherings (ionic means holding distinctive charges) which are joined 
to an inactive material; this technique is utilized within purging water for 

instance & the opposition will be between the example (water considered 
portable stage additionally) & the stationary stage specifically.  

4. gel Chromatography (additionally called sub-atomic sieving/Gel 
filtration/Gel penetration/Sub-atomic prohibition) which relies on upon a 

suspension of a polymer having a suitable pore size (like agar) & is a vital 
strategy for a few examination sorts, for example, differentiating hormones, 

chemicals & organic liquids; AGAR itself is a polymer with pores, so little 
particles will enter into the pores & may leave just in the event that it 

discovered a bigger pore to enter in it 

Paper chromatography 



Paper chromatography is a logical strategy for differentiating and distinguishing 
both colored (e.g. colors) and boring (e.g. amino acids) mixtures. 

In paper chromatography, the stationary stage is an extremely uniform spongy 
paper. Cellulose (non polar) as paper sheets makes a perfect help medium where 

water is adsorbed to the cellulose filaments and structures the stationary 
hydrophilic stage. Cellulose is a polymer of the basic sugar, glucose. 

The key point about cellulose is that the polymer chains have -Goodness 

gatherings standing out all around them. The cellulose filaments draw in water 
vapor from the environment and in addition any water that was available when the 

paper was made. You can along these lines consider paper being cellulose strands 
with a meager layer of water particles bound to the surface. Non-polar particles in 
the mixture that you are attempting to particular will have little fascination for the 

water atoms joined to the cellulose, thus will invest a large portion of their time 
disintegrated in the moving dissolvable. Atoms like this will hence travel far up the 

paper conveyed by the dissolvable. They will have moderately high Rf values. 

Then again, polar particles will have a high fascination for the water atoms and 
significantly less for the non-polar dissolvable. They will consequently have a 

tendency to break down in the slim layer of water around the cellulose strands a 
great deal more than in the moving dissolvable. 

Objectives 

Identify the amino acids in unknown mixer, and calculate the R f of each amino 
acids by paper chromatography. 

Chemicals: 

2% ammonia, propan-2-ol, aluminium foil, ninhydrin spray (2% solution of 

ninhydrin in ethanol), for separate test tubes containing respectively 0.05M 
glycine, tyrosine, leucine and aspartic acid in 1.5% HCI.  

Appartus:  

Capillary tube, chromatography paper, baker, oven 

Procedures: 



1.10 cm
3
 of 2% ammonia solution is mixed with 20 cm

3
 of propan-2-ol in clean, 

500 cm
3
 beaker, and covered tightly with a piece of aluminium foil. This is used as 

the solvent for the experiment.  

2. On a clean sheet of chromatography paper with size about 12 cm by 22 cm, a 

light pencil line is marked to the bottom and about 1.5 cm away. Along this line 
ten light crosses (“x”) are marked at intervals of about 2 cm. Each cross is labeled. 
(“U” is represents the unknown amino acid mixture).  

3. Capillary tubes are used with appropriate solution and are placed on its two 
positions along the line on the chromatography paper. A spot larger than about 2 

mm in diameter is avoided on the chromatography paper. The paper is let dry for a 
few minutes in air.  

A second portion of the unknown is added to one of its two positions to make 

certain that sufficient quantities of each component of the unknown are presented 
for good visual observation when the paper is developed.  

4. The paper is rolled into a cylindrical form. The ends are stapled together in such 

a fashion that they do not touch each other. Otherwise the solvent will flow more 
rapidly at that point and is formed an uneven solvent front.  

5. When the spots on the cylindrical paper become dry, it might be necessary to 

place the paper in an oven at about 100°C for a short time. It is placed carefully in 
the beaker of solvent, and are covered carefully and tightly with the aluminium 

foil. The paper is carefully placed in order not to touch the wall of the beaker.  

6. The solvent is let to rise up the paper for at least 1.5 hours. If the time is shorter, 
the component might not be sufficiently separated for easy identification. The 

paper is removed and placed upside down on the desk top to dry. When most of the 
solvent had evaporated, the cylinder is opened by tearing it apart where it was 

stapled and hanged It in a fume cupboard.  

The entire paper is lightly sprayed with a solution of nihydrin, and is left in the 
fume cupboard until the spray solution is dry.  

7. The paper is placed in an oven at 100°-110°C for about 10 minutes, or until all 

the spots had been developed.  

8. Each spot is circled with a pencil, and is measured the distance each spot 
traveled. The center of the spot is used for measurement. The distance is measured 



for the solvent traveled at each position, and the R f values are calculated for each 
amino acid. The composition of the unknown is determined by visual comparison 

of spot colours and by comparing the Rf values. 

 

  

 
 
 


