
General protocols: 

LB medium preparation: 
Dissolve 25g LB per 1L of DDW and autoclave. While using, open the bottle under a 
flame. 

 

LB-agar plates preparation: 
Weight 25g LB powder and 15g Agar per 1L of DDW, dissolve, and autoclave. Note that 
the agar will dissolve during boiling in the autoclave. Let the solution cool to 50°C, then 
add antibiotics (if necessary) in the appropriate concentration. Mix and pour 20ml per 
10cm plate. Let the LB-Agar solution solidify and transfer to the refrigerator. Don’t 
forget to label the date and antibiotics concentration. Place the plates on top of each 
other while their bottom facing up. 

 

Overnight starter: 

Materials and solutions: 
- LB-agar plate with appropriate antibiotic 

- LB medium 

- Antibiotics (Chloramphenicol 5mg/ml) 

Equipment: 
- Incubator 

- Rotating incubator  

- Bunsen  

Procedure: 
- Streak bacteria (from glycerol stock) over an LB-agar plate. 

- Grow overnight in an incubator at 37°C. 

- Pick a single colony to 4ml LB medium in a 14ml falcon tube 



- Incubate at 37°C while rotating at 200rpm for ~16hrs. 

Glycerol stock preparation: 
- Mix 500µl of the overnight starter with 200 µl of 50% glycerol. 

- Label the tube and store it at -80°C. 

Agarose gel electrophoresis: 

Materials and solutions: 
- Agarose (A9539, Sigma) 
- 1mg/ml Ethidium bromide solution (BP1541, hylabs) 
- TAE buffer x50 (bio-lab, 002050237500) 
- DNA loading dye x6 
- DNA ladder 

 

Equipment: 
- Balance 
- Erlenmeyer 
- Casting tray 
- Well combs 
- Microwave 
- Power supply 
- Gel box 
- Gel imager (azure biosystems) 

Procedure: (For 1% agarose gel) 

Gel preparation:  

- Weight 1gr agarose into an Erlenmeyer. 
- Add 100ml TAEx1 and microwave for approximately 1min with occasional swirling.  
- Allow the solution to cool to 50°C (~5min), and add one drop of Ethidium bromide 

solution. 
- Swirl the solution and pour it slowly into the casting tray with the well-combs in place. 
- Allow the gel to solidify completely (~20min). 

 



Loading the gel: 

- Fill gel box with TAEX1, until the gel is covered. 
- Mix 2 µl of DNA loading dye x6 with 10 µl of the sample. 
- Take out the well comb gently. 
- Load 12 µl sample in the well and 2 µl of loading dye in the right/left wells.  
- Run the gel at 120v until the dye line is approximately 75-80% of the way down the gel. 
- Turn OFF power, disconnect the electrodes from the power source, and then carefully 

remove the gel from the gel box. 
- Visualize DNA fragments with a gel imager and save the images. 

 


