
Protocol 1 - Leakiness one day experiment 

1. Make overnight of cultures of SIEC strain with following constructs: 
2. Dilute overnight cultures 10 times and measure OD600. Make triplicates 

and continue with triplicates throughout the experiment. 
3. Calculate and dilute overnight cultures to a final volume of 10mL and an 

absorbance600nm = 0,1. 
4. Incubate the cultures for 2 hours at 37°C, 200rpm. This is for the bacteria 

to recover and get out of the Lag-phase. 
5. Add inducers - 0,5 mL of a mix of 20% arabinose and 2mM IPTG and 

incubate 37° C, 200 rpm for 2 hours.  
6. Take out 1000 µL of diluted overnight triplicates into a 1,5 mL eppendorf 

tube and mark the tubes appropriately and with t=0 and ‘p’ for pellet. 
7. Pipette 270 µL LB media into a 96 well plate for all your samples. Pipette 

30 µL of all the eppendorf tubes into their own well and mix, by pipetting 
up and down. 

8. Centrifuge the remainder of the eppendorf tubes at 10.000 rpm for 4 
minutes - while waiting, measure the absorbance600nm. 

9. From the centrifuged samples take 900 µL of the supernatant into a new 
eppendorf tube. This is the supernatant sample. 

10.Save the tubes of pellet and supernatant in the freezer. 
11.Repeat step 6-10 for t=2 hours, t=4 hours, t=6 hours, t=overnight. Tubes 

are incubated at 37CO, 200 rpm between each sample taken.  
12.Measure fluorescence and absorbance of resuspended pellet and 

supernatant*. 

 

* For the fluorescent measurement 300 µl was transferred to a plate with clear 
flat bottom and dark sides. Then a platereader, a SpectraMax M5, was used to 
measure fluorescence and absorbance of the samples. For the resuspended 
pellet, this was diluted 10-fold using LB+CAM media.  

 

Protocol 2 - Leakiness several days experiment 

1. Make overnight of cultures of SIEC strain with following constructs: 
2. Dilute overnight cultures 10 times and measure OD600. Make triplicates 

and continue with triplicates throughout the experiment. 
3. Calculate and dilute overnight cultures to a final volume of 10mL and an 

absorbance600nm = 0,1. 
4. Incubate the cultures for 2 hours at 37°C, 200rpm. This is for the bacteria 

to recover and get out of the Lag-phase. 



5. Add inducers - 0,5 mL of a mix of 20% arabinose and 2mM IPTG and 
incubate 37° C, 200 rpm for 2 hours.  

6. Take out 1000 µL of diluted overnight triplicates into a 1,5 mL eppendorf 
tube and mark the tubes appropriately and with t=0 and ‘p’ for pellet. 

7. Pipette 270 µL LB media into a 96 well plate for all your samples. Pipette 
30 µL of all the eppendorf tubes into their own well and mix, by pipetting 
up and down. 

8. Centrifuge the remainder of the eppendorf tubes at 10.000 rpm for 4 
minutes - while waiting, measure the absorbance600nm. 

9. From the centrifuged samples take 900 µL of the supernatant into a new 
eppendorf tube- This is the supernatant sample.  

10.Save the tubes of pellet and supernatant in the freezer. 
11.Repeat step 6-10 for t=Day 1, t=Day 2, t=Day 3, t=Day 4, t=Day 5, t=Day 6. 

Tubes are incubated at 16 CO, 180 rpm between each sample taken.  
12.Measure fluorescence and absorbance of resuspended pellet and 

supernatant*. 

 

* For the fluorescent measurement 300 µl was transferred to a plate with clear 
flat bottom and dark sides. Then a platereader, a SpectraMax M5, was used to 
measure fluorescence and absorbance of the samples. For the resuspended 
pellet, this was diluted 10-fold using LB+CAM media.  


