
POC assay- Calibration 
 

03/05/2021 

B. subtilis expressing the ECE-59 and mCherry were streaked over an LB-Agar plate with 30mg/ml 

Chloramphenicol. Plates were incubated ON at 37°C. 

04/05/2021 

Colonies from the transformed E. coli and the B. subtilis plates were picked into a 5ml-LB starter with 

the appropriate antibiotic concentration. 

05/05/2021 

POC assay calibration#1: 

The 5ml starter was centrifuged 1ml at a time in a microcentrifuge tube, at 4500rpm for 3min. In 

each centrifugation, the supernatant was discarded leaving the pellet intact. After all the 5ml from 

each starter were centrifuged, the pellet was re-suspended with 1ml minimal medium (M9+trace 

elements and 0.3% glucose), centrifuged again to wash the bacteria from residual LB media (x2). It is 

possible that the multiple centrifugation steps killed some bacteria!  

Following washing steps, the clean pellet was re-suspended with 1ml minimal medium. 200ul from 

each bacterial culture was diluted in 5ml minimal medium in 14ml falcon tubes (1:25), with 

measured OD600 of ~0.2. The tubes were incubated in a rotating incubator, 200rpm and 37°C for 

3.5hrs. Then, the bacteria were diluted in 50ml tubes to OD600 of ~0.05-0.08, and 200ul were 

transferred to a 96-well plate for turbidity and fluorescence measurement via the plate reader. 

Unfortunately, the assay was failed.  

18/05/2021 

B. subtilis and E. coli expressing the ECE-59 and mCherry plasmids were streaked over an LB-Agar 

plate with 30mg/ml Chloramphenicol. Plates were incubated ON at 37°C. 

19/05/2021 

Colonies from the E. coli and B. subtilis plates were picked into a 4ml-LB starter with the appropriate 

antibiotic concentration, in duplicates (two tubes from each E. coli/B. subtilis plate). 

20/05/2021 

POC assay calibration#2: 

The fluorescence measurement was performed in two manners: 

1. Single endpoint from LB starters 

2. Continuous measurement during 15hrs. 

3. Two mediums were tested for bacterial growth- M9 and SMM. 

In the morning, the starters were transferred into 15ml tubes and centrifuge at 4000rpm for 2min at 

RT. The supernatant was discarded and the pellets were re-suspended with 1ml PBSx1 (sterile). - x2 

(the procedure was repeated twice to wash traces of LB medium). 

In the last PBS wash, the re-suspended pellet was transferred into two- 1.5ml microtubes (500ul to 

each tube) and centrifuged again as mentioned above. The PBS was discarded and the pellets were 



re-suspended with 1ml of either M9 complete medium (see assay protocol) or SMM. The 

resuspended bacteria (all 1ml) were transferred into 14ml falcon tubes already containing 4ml of 

M9/SMM*. All tubes were incubated for 4hrs in a shaking incubator (200rpm, 37°C). Following 

incubation, OD600nm was measured and the bacteria were diluted to obtain an OD600nm of 0.05, 

0.1, and 0.2. Then, 200ul for each sample was loaded in triplicates in a 96-well plate (see scheme- 

well1). The plate was placed into a TECAN plate reader for ON growth (15hrs). 

*SMM solution: 

First prepare SMSx2: 

Dissolve the following compounds in 100ml DDW and autoclave the solution: (final conc. in SMSx1) 

- 400mg (NH4)2SO4 (15.13mM) 

- 2.8g K2HPO4 (80.4mM) 

- 1.2g KH2PO4 (44.1mM) 

- 200mg Na3C6H5O7 (3.87mM) 

- 40mg MgSO4.7H2O (0.81mM) 

SMM: mix 50ml SMSX2 with 48ml sterile DDW, add 1ml 50% glucose and 1ml Trace solutionx100. 

For the single endpoint, bacteria from an LB medium were diluted to obtain an OD 600nm of 0.2, in 

a final volume of 4ml LB with the appropriated antibiotic concentration. Two hours later, the 

bacteria were centrifuged and washed as mentioned above (the same procedure as in the morning), 

but in the last step, it was resuspended with 4ml PBS. OD600nm was measured, and the bacteria 

diluted to obtain an OD600nm of 0.1, 0.2, and 0.3 (Bacillus only), and 200ul were loaded into a 96-

wells plate. The turbidity (at OD600nm) and mCherry signal were measured with TECAN plate 

reader. 

The bacteria grew in both M9 and SMM. However, in SMM, B. subtilis completed all steps of 

bacterial growth, unlike E. coli that wasn’t completed the logarithmic phase. Thus, we decided to 

perform the assay with an M9 medium, in which both species grew up to the stationary phase. 

06/06/2021 

POC assay calibration#3: 

This time we tested the impact of glucose concentrations in M9 medium on bacterial growth and 

fluorescence.  

B. subtilis and E. coli expressing the ECE-59 and mCherry plasmids were streaked over an LB-Agar 

plate. Plates were incubated ON at 37°. 

07/06/2021 

E. coli plates weren't growing due to LB-agar collapse.  

Colonies were picked from each plate and transferred into a 7ml LB in 14ml falcon tubes. E. coli 

colonies were taken from plates of the previous week. 

Tubes were incubated ON at 37°C and with 200rpm shaking. 

We prepared starters in duplicates (originated from different colonies). 

 

 



 

 

08/06/2021 

In the morning, the starters were transferred into 15ml tubes and centrifuge at 4000rpm for 2min at 

RT. The supernatant was discarded and the pellets were re-suspended with 1ml PBSx1 (sterile). This 

step was repeated again. 

The PBS was discarded and the pellets were re-suspended with 1ml of either M9 complete medium 

with 0.5% or 1% glucose. The resuspended bacteria (all 1ml) was transferred into 14ml falcon tubes 

already containing 4.5ml of M9. All tubes were incubated for 3hrs in a shaking incubator (200rpm, 

37°C). Following incubation, OD600nm was measured, and the bacteria were diluted to obtain an 

OD600nm of 0.05, 0.1, and 0.2. Then, 200ul for each sample was loaded in triplicates in a 96-well 

plate, and 100ul of mineral oil was placed on top of it (to avoid evaporation). The plate was placed 

into Biotek Synergy HT 2011 plate reader for ON growth (17hrs). 

Since glucose concentrations weren’t showed a significant effect on bacterial growth, we decided to 

perform the next experiments with the recommended concentration of 0.5%.  

 


