
Overview 
 Collect supernatant from algae to test Lsr circuit activation, as well as E. coli for a positive 

control and a LuxS- mutant for a negative control. 

 Pellet MDAI-2 strain and resuspend in the various supernatants and check for AI-2 activity. 

Collecting AI-2 from E. coli 
 Inoculate 10 mL of LB in 50 mL tube and incubate overnight (~16 hours) at 37 oC at 200 rpm.  

 Dilute in 100 mL LB + 0.8% glucose (+ 100 µL of Amp and Kan when required) to an OD600 of 

0.02 according to dilution protocol. (0.8g powdered glucose, or 2 mL of 40% glucose) 

 Incubate cells at 37 oC, 225 rpm, in a 500 mL flask.  

 Remove 25 mL aliquots with autopipette at 3, 4, and 5 hours (OD600 ~0.3-1.0) and put in 50 mL 

tubes.  

 Immediately spin tubes down in cold room centrifuge at 5,000 rpm for 10 minutes.  

 Gently, without disturbing pellet, attach 50 mL filter tube to 50 mL tube with pellet and invert.  

 Hook filter tube to 1224 sink hose and filter supernatant. 

 Store filtered supernatant at -20 oC. 

 Modified from Singapore 2008 iGEM team. 

Collecting Supernatant from Algae 
 Acquire about 40 mL of algae at maximum density/ready to harvest stage from Bobby Levine. 

 Put algae in 50 mL tube and spin down in cold room centrifuge at 10,000 rpm (?) for 10 minutes. 

 Carefully, without disturbing pellet, attach 50 mL filter tube and invert.  

 Hook filter tube to 1224 sink hose and filter supernatant. 

 Store filtered supernatant at -20 oC. 

Testing E. coli quorum sensing response to algae AI-2/mimic 
 Inoculate 2 mL of LB + Ampicillin and Kanamycin in a 15 mL tube with MDAI-2 and incubate 

overnight at 30 oC, 200 rpm. 

 Spread plate 100 µL of overnight culture onto LB + Amp/Kan plate and incubate at 37 oC 

overnight to create a lawn. Also, store liquid culture at 4 oC overnight. 

 Remove liquid culture from 4 oC and dilute to about OD600 1.0. 

 Aliquot 1 mL of culture into 9 1.7 mL or 15 mL tubes. 

 Spin tubes in cold room centrifuge at 13,200 rpm for 10 minutes, then decant supernatant 

 Label tubes appropriately and resuspend pellet with corresponding supernatant from E. coli 

(positive and negative controls) and algae. 

 Also, divide plate into 3 appropriately labeled sections, and add 1-2 drops (~100 µL) of 

corresponding supernatant (4 hour time point for + and – controls, and algae). 



 Allow plate and liquid samples to incubate at 30 oC for 1-2 hours and analyze under UV for GFP 

activity. 

Making cell dilutions to specified OD600 
 Warm up spectrophotometer according to protocol. 

 Blank spectrophotometer with 1 mL of culture media in a cuvette (ie. LB). 

 Pipette 1 mL sample of your culture into cuvette and take reading.  

 Sample can then be diluted appropriately, for example, to go from OD600 of 1.0 to 0.5, double 

the volume of your sample by adding an equal amount of media. 

 Retest OD after mixing sample thoroughly (swirling or briefly vortexing) to attain new OD. 


