Antimicrobial testing (Kirby-Bauer disc diffusion test)

I. Prepare bacterial suspension:
1. Fill the 15 mL falcon tube with 3 mL of sterile PBS. 
2. Pick a colony of the tested bacterial strain and resuspend it in PBS.
3. Measure optical density (OD) using a spectrophotometer. The aim is to reach the OD of the McFarland 0.5 standard. 
4. Add more colonies if needed. Resuspend thoroughly before measuring OD.
II. Inoculate plate:
1. Immerse a sterile swab into the bacterial suspension and saturate it.
2. Press the swab against the inside of the tube to remove the excess of the bacterial suspension.
3. Inoculate the surface of the R2A plate using the swab. Cover the entire surface of the plate. Don’t forget to rotate the swab to evenly distribute bacteria
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4. After the entire surface has been inoculated once, rotate the plate 60° and repeat the swabbing (without putting back the swab into the bacterial suspension).
5. Repeat step 4.
6. Allow the plate to sit up for 10 minutes before placing the discs.
III. Place the discs:
1. Using sterile forceps, take the antimicrobial disc from the cartridge. 
2. Place the disc on the surface of the agar and gently press on the centre of the disc.
3. Sterilize the forceps and repeat steps 1 and 2 to apply the next disc.
4. Let the plate sit up for 10-15 minutes.
IV. Incubate plates inverted at room temperature. 
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