
 
 

EXPERIMENT-5 

ISOLATION OF PURE CULTURE BY MULTIPLE STREAK AND OTHER 

TECHNIQUES 

AIM: Isolation of pure culture by the use of plate, streak plate and spread plate techniques. 

 

REQUIREMENTS: 24 hours nutrient broth culture of bacillus, E.coli, sterile nutrient agar,       

Sterile Petri plates, marking pencil. 

     

PRINCIPLE: 

  Pure culture is the culture which contains descendants obtained from single patent cell. 

The microbial population in environment (air, water, soil) includes many species of bacteria, 

fungi, algae which usually exists in mixed cultures. To study these microbes pure culture is 

required. Generally two techniques that is streak and pour plate methods are used to isolate pure 

culture. In streak plate method a loop full of culture is streaked across an agar medium. The 

streaking is done in different directions. This thins out bacteria and the individuals are separated 

from each other. In case of pour plate technique the mixed culture is diluted in the tubes of agar 

and cooled to the temperature of 400C. After the dilution process the agar culture are poured into 

Petri plates and kept for incubation and the separated colonies will be observed. Pour plate 

method was first developed by Robert Koch. The streak plate procedure is another example of 

isolation technique and it was developed by loeffer and gaffey. 

 

PROCEDURE:  

POUR PLATE TECHNIQUE: 

1. Take sterile Petri plate and write your name with marking pencil and microorganism used 

and temperature of incubation on the bottom of the plate. 

2. Place the agar tube into the boiling water bath for melting 

3. Wipe the tube to remove any superficial moisture 

4. Inoculate the melted agar deep with bacillus and E. coli and mix the contents of the tube 

by placing the tubes between the palms and rotating it several times 

5. After mixing remove the cotton plug. Flame the mouth of agar deep tube and raise the top 

of the Petri plate just enough to empty the inoculated agar into the Petri dish 

6. Rotate the Petri plate gently to distribute the agar evenly 

7. After the agar has cooled and solidified incubate the Petri dish 

 

STREAK PLATE TECHNIQUE: 

1. Melt and cool a nutrient agar deep in a manner similar to the above method. 

2. Wipe the outside of the tube to remove any water present. 

3. Remove the cotton plug, flame the mouth of the tube and pour the content into the 

Petri plate. 



 
 

4. Rotate the Petri plate and allow the agar to cool and solidify. 

5. Remove the loop full of growth from the tube of bacillus and E.coli using aseptic 

techniques. 

6. Take the agar plate in the left hand so that the Petri plate bottom rests on the palm of 

the hand and the top can be manipulated up and down with the thumb. 

7. Lift the Petri plate cover and place the inoculums at the edge of agar farthest from you. 

Streak the inoculums from side to side lines covering approximately one quarter of the 

plate.   

8. Lower the top of the plate and flame the inoculating loop. 

9. Rotate the Petri plate on quarter of a full turn. Raise the top and cool the inoculating 

loop by touching the agar surface away from the set of streaks. 

10. Lower the top of the Petri plate and follow the same steps once again with another 

plate. Incubate the Petri plates for 24 - 48 hours. 

 

SPREAD PLATE TECHNIQUE: 

PRINCIPLE: 

 It is helpful in the separation of organism which is in a low population density in a mixed 

population of microorganisms. In this technique microorganisms spread on the solidifying agar 

medium with a sterile L shape glass rod. 

 

REQUIREMENTS: 

 Nutrient broth culture of bacillus, E.coli, Nutrient agar plate, L shaped glass rod, 95% alcohol. 

 

PROCEDURE: 

1. Inoculate nutrient agar plates with bacillus and E.coli. 

2. Sterilize the bent glass rod by dipping in 95% alcohol. 

3. Aseptically transfer loop full of culture in the centre of the appropriately labeled nutrient 

agar plates. 

4. Place the inoculated plate on the turn table. Remove the cover of Petri dish and spin the 

turn table. Lightly touch the sterile bent rod to agar surface and move it back and froth 

while the turn table is spinning for spreading the culture over the agar surface. 

5. Replace the Petri dish cover when the turn table stops spinning. Immerse the bent rod in 

alcohol and re - flame to sterilize. 

 

OBSERVATION: 

 

 

REPORT :                

 

 


