
Conjugation Assay Protocol 

 

1. Materials: 

 Donor Strains: S17-1 with pARO190 & S17-1 with sgRNA and dCas9 in 

pARO190 

 Recipient Strain: JM109 with RFP (Cam resistant) 

 Liquid Media: LB+Carb, LB+Cam, EZ-rich media with Cam, EZ-rich media 

with Carb 

 

2. Procedure 

1. Grow overnight cultures of donor and recipient strains in LB+Carb and 

LB+Cam, respectively. 

2. Measure the OD600 of the overnight cultures. 

3. Centrifuge the overnight cultures for 20 minutes at 2,500 rpm in a 4˚C 

centrifuge. Discard the flow-through and resuspend the pellet with EZ-rich 

media without any antibiotics. 

4. Repeat step 3 two more times for complete removal of antibiotics. 

5. Resuspend in EZ-rich media (same volume as the overnight culture). 

Measure the OD600 of the resuspended culture. 

6. Make co-cultures of the two strains. Make two sets of co-cultures so that the 

expected starting OD600 value would be 2.0 and 0.05 each, respectively. 

Incubate at 37˚C for 8 hours at a shaking speed of 300 rpm. 

7. Make serial dilutions (original, 10-2) of the donor and recipient cells. Mix them 

together to create the co-culture (in EZ-rich defined media). Incubate at 37˚C 

for 8 hours at a shaking speed of 180 rpm. 

8. After incubating the co-cultures, spin down the culture for 10 minutes at 2500 

rpm or 1.0 g speed. Resuspend them in sterilized 1x PBS buffer, and 

vigorously mix the co-culture by vortexing. 

9. At the same time, make 100x dilution of the final culture and start a new 

culture with EZ-rich + Cam and EZ-rich + Cam + Carb. Add inducer at the 

same time and then incubate at 37˚C. 

a. If you are doing this in a glass culture tube, incubate at 180 rpm. 

b. If you are doing this in a deep 96-well plate, incubate at 1200 rpm. 

10. Incubate for up to 8-10 hours and then measure the fluorescence. 


