
Minimal Inhibitory Concentration

Date (June 24, 2022) - MIC of antifungals - MG
The purpose of this experiment is to assess the lowest concentration of an antimicrobial agent
that prevents visible growth of an organism. This assay can be used to test the MIC of nisin,
which can inform how concentrated the nisin has to be in order for the bacterial cellulose
product to be fully functional.

Materials
● Müller-Hinton agar and broth (MHB)
● Bacteria or fungi (for tests)
● Antimicrobial agent (for tests)
● Elisa microplate
● Glass tubes

Methods
MIC

1. Prepare the media Müller-Hinton (MH) agar broth
a. Prepare Müller-Hinton broth with agar
b. Prepare MHB plates

2. Streak the bacteria onto agar plates without inhibitor
a. Incubate plates for 18-24h at 37℃
b. For each isolate, select 3-5 morphologically identical colonies.

3. To a glass tube, add:
a. The 3-5 morphologically identical colonies
b. 5mL MH broth

4. For the cultures in the previous step:
a. Measure OD450 of these cultures
b. Make dilutions to unknown volume of MHB to OD450 = 0.01

5. Prepare ELISA plate as pictured below:



a. Pipette 50µl of MHB into column 2-11
b. Add 100µl MHB into column 12
c. Add 100µl of the antibiotic into column 1
d. Withdraw 50µl from each well in column 1, add this to the corresponding wells in

column 2.  Mix by pipetting up and down 4-6 times.
e. (this makes column 2 a twofold dilution of column 1)
f. Repeat step 10 down to column 10 - discard the withdrawn solution from column

10.
6. Vortex the bacterial suspension from step 4

a. Add 50µl of the suspension to each well in columns 1-11
7. Cover the plates with parafilm (make a tight seal to prevent evaporation)

a. Make 3 plates total (triplicates) to reduce error
8. Incubate the plate at 37ºC for 16-24h

9. Measure the growth by determining OD450.
10. Compare the data from the three triplicates, and exclude any deviations
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