
Preparations 
16/03/2021 

We've kindly received LB plates with colonies of E. coli and B. Subtilis from Avigdor's lab. The 

bacteria contained plasmids according to the following table: 

 

LB starters were prepared from one colony of each bacteria with the corresponding plasmid. The 

bacteria grew O.N in a shaking incubator at 37°C. 

The LB contained chloramphenicol, except for WT strains (lacking the plasmids), in a concentration 

of 5mg/ml or 30mg/ml for E. coli and B. subtilis respectively. 

17/03/2021 

Glycerol Stocks 

Glycerol stocks (17%) were prepared from ON cultures by mixing 462μl of bacterial starter with 

238μl of 50% glycerol.  Stocks were stored at -80°C. 

29/03/2021 

Bacteria were stroked over an LB plate containing 30mg/ml Chloramphenicol. Each plate was seeded 

with E. coli expressing one of the following plasmids: 

1. pECE59 

2. pECE59::P43(full)-sRBS-mCherry 

3. pECE59::P43(full)-sRBS-mTagBFP2  

The plates were incubated overnight at 37°C. 

30/03/2021 

All plates, except the control, contained colonies. They were transferred to a refrigerator until use. 

31/03/2021 



Two colonies from each plate were picked and transferred to 3.5ml LB+ 30mg/ml Chloramphenicol. 

Tubes were placed in a rotating incubator (200rpm, 37°C) for overnight growth. 

01/04/2021 

Minipreps were failed- unknown explanation (check washing solution 2- excess of ethanol?). The 

whole procedure will be repeated. 

05/04/2021 

Bacteria were stroked over an LB plate containing 30mg/ml Chloramphenicol. Each plate was seeded 

with E. coli expressing one of the following plasmids: 

1. pECE59 

2. pECE59:P43(full)-sRBS-mCherry 

3. pECE59:P43(full)-sRBS-mTagBFP2  

The plates were incubated overnight at 37°C. 

06/04/2021 

Two colonies from each plate were picked and separately transferred to 3.0ml LB+ 30mg/ml 

Chloramphenicol in 14ml falcon tubes. The tubes were placed in a rotating incubator (200rpm, 37°C) 

for overnight growth. 

07/04/2021 

Plasmid Miniprep 

The plasmids were purified with two different Miniprep Kits: Sigma or Geneaid. 

In both cases, in the harvesting step, 3ml LB containing bacteria were split into three 1.5ml 

microtubes (1ml/tube) and centrifuged at 12k/14kg. The supernatant was discarded and each pellet 

was resuspended with 67ul suspension solution. Then, the "split" tubes were combined to a final 

volume of approximately 200ul. 

The rest of the process was performed according to the manufacturer's protocol. 

Elution volume: 50ul. 

 

 

 

 

 

 

 

 

 



NanoDrop Results 

 

 

The plasmids were subjected to DNA electrophoresis gel (1%) in a concentration of 250ng/well: 

 

 

 

 

 

 

 

 

 

 

 

 

Loading order- Ladder and plasmids preps as indicated in the table above. 

Additionally, 5µl from each bacterial culture of B. subtilis and E. coli expressing pECE59:P43(full)-

sRBS-mCherry or pECE59:P43(full)-sRBS-mTagBFP2 were placed between a glass slide and coverslip 



to examine fluorescence intensity. In both cases, the fluorescence of mTagBFP2 protein was 

negligible. Therefore, we decided to perform our experiments with the mCherry encoding plasmid.  

19/04/2021 

Bacillus Transformation 

● We've prepared a 50ml MCx10 solution that was filtered and divided into 1ml aliquots, 

according to the B. subtilis transformation protocol.   

● LB-agar plates were prepared with and without Chloramphenicol.  

● One plate (without Chloramphenicol) was streaked with WT B. Subtilis (from glycerol stock). 

20/04/2021 

Colonies from the WT B. Subtilis plate were picked for the transformation of ECE59 plasmid (row 2 in 

table #2, 07.04.21) according to B. subtilis transformation protocol. 

21/04/2021 

One colony was picked and transferred into a 5ml LB with 5mg/ml Chloramphenicol for ON growth. 

22/04/2021 

750ul from the ON growth bacteria were mixed with 300ul glycerol 50% to create a glycerol stock. 

The stock was stored at -80°C. 

26/04/2021 

Preparation competent E. coli: 

All steps were performed according to chemically competent E. coli protocol. 

The following solutions and plates were prepared and autoclaved:  

● LB-agar plates 

● 100 ml LB medium 

● 30 ml LB medium in an Erlenmeyer  

 E. coli K-12 was streaked over the plates within a hood and then incubated ON at 37°C. 

27/04/2021 

A single colony was selected from the above-mentioned plate and transferred to a 5ml starter for 

ON growth. 

28/04/2021 

Chemically competent E. coli were prepared following the protocol. At the end of the procedure, all 

tubes were placed immediately in liquid nitrogen and then stored at -80°C. 

 

02/05/2021 



ECE-59 and mCherry plasmids prepared on 07/04/2021 were transformed into chemo-competent E. 

coli, according to E. coli transformation protocol.  

03/05/2021 

Colonies from transformed bacteria were picked and grew ON to prepared Glycerol stocks. 

 

 

 

 

 

 

 

 


