
 

                                                              Protocols l Lactobachill 

 
   Competent cells 

● Reagents: 
○ Bacteriological agar 
○ (500) Luria medium (separate 50 mL, 50 mL and 400mL) 
○ 10% glycerol 
○ (1) Agar plates LB 

● Materials: 
○ Petri Dish 
○ Inoculating loop 
○ (1) Erlenmeyer flask 100 mL 
○ Erlenmeyer flask 500 mL 
○ Spectrophotometer cuvettes 
○ Falcon tubes 15 mL 
○ (8) Falcon tubes 50 mL  
○ Eppendorf tubes 1.5 mL 

● Equipment: 
○ Autoclave 
○ Incubator  
○ Rotary shaker 
○ Centrifuge 
○ Freezer -80°C 

● Protocol: 
1. Isolation by cross streaking on petri dish until getting completely 

separated colonies. 
2. Inoculate a single colony into a flask containing 50 mL of LB medium. 

Incubate overnight at 37 ° C in a rotary shaker (250 rpm). 
3. Measure the OD600 and re-inoculate into a flask containing 400 mL of LB 

medium (Based on the following equation C1V1=C2V2, calculate the 
overnight culture volume needed to obtain the 400 mL in OD600 of ~ 0.1 ) 

4. Leave the flask in agitation at 200 rpm at 37°C and measure the OD600 of 
the growing bacterial cultures every 30 minutes (duplication rate lasts ~30 
minutes) 

5. Once the culture had reached a OD600 of 0.5-0.6 stop the incubation of the 
bacterial culture. 

6. Transfer the bacterial culture into a 50 mL falcon tube and centrifuge 
(5000-6000 rpm) for 30 minutes at 4 °C 



7. Decant the supernatant and resuspend the cell pellet in 2 mL of 10% 
glycerol. Once the pellet is resuspended, gauge until the previous volume 
of LB 

8. Centrifuge the bacterial culture (5000-6000 rpm) for 30 minutes at 4°C 
9. Repeat steps 7 and 8  
10. Decant the supernatant leaving the pellet with the less glycerol content 

possible.  
(Be careful not to lose the pellet due to the fact that it is easy to resuspend) 

11. Resuspend in 2 mL of 10% glycerol and prepare aliquots of 50 uL in 
Eppendorf´s tubes of 1.5 mL or 0.5 mL. Rapidly freeze at -80 °C. 

 
 
 
 


