
LAB NOTEBOOK JUNE 2017 

13th JUNE :  
 
Goal of the day: To test competent cells (E.coli, strain DH5α) made by IGEM 2016. 
  
Summary: 

- Preparation of LB medium 
- Transformation of competent bacteria 

 
1- Preparation of LB medium with agar + Chloramphenicol 

 
       1- Procedure:  

Component Volume and Mass 
Bactotryptone  5g 

Yeast Extract 2,5g 
NaCL 5g 

Agar 6g 

Adjust with water to 500 mL 

Autoclave  

Chloramphenicol (1000X) 500 μL 
Pour into petri plates and let solidify 

       
Comment :  

- We have replaced Bactotryptone by peptone since we had no more 
bactotryptone in the lab. 

- We add Chloramphenical as an antibiotic because our standard 
backbone has a resistance to chloramphenicol. 

 
2- Transformation by Heat shock of our competent cells 

We want to test the efficiency of 2 samples of competent cells made by IGEM Bordeaux 2016. 
 

1- Procedure  
Go to: parts.igem.org/Help:Competent_Cell_Test_Kit 
 
Comment : 

- for step n°9 : we did not add 950 μL of SOC media but 200 μL of LB media 
ð total reaction volume = 250 μL 

- We didn’t made any negative control (a plate with bacteria without the plasmid). It is not 
important because our transformed bacteria are red, but DO NOT FORGET NEXT 
TIME. 

 
  



14th JUNE: 
 
Summary: 
- Reading and analyse of the transformation results 
 

1- Results of the test of competent cells 
Cfu = colony forming unit 

- Efficiency (in cfu/μg) =
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Datas : 
Volume DNA added = 1 μL 
Volume plated = 100 μL 
Total reaction volume = 250 μL 
 

Sampl
e 

DNA 
concentratio

n 

Plate 
n° 

Number 
of 

colonies 

Amount 
of DNA 
plated 

(ng) 

CFU Average (1) 
Average 

(2) 

with the 
red 

sticker 

100 1 53 0,04 1325*10^3 
1591,67*10^3 

2,5*10^6 

2 73 0,04 1825*10^3 
3 65 0,04 1625*10^3 

50 4 35 0,02 1750*10^3 
2550*10^3 5 23 0,02 1150*10^3 

6 95 0,02 4750*10^3 
10 7 14 0,004 3500*10^3 

3500*10^3 8 16 0,004 4000*10^3 
9 12 0,004 3000*10^3 

With 
the 

green 
sticker 

100 10 61 0,04 1525*10^3 
2225*10^3 

2,1*10^6 

11 132 0,04 3300*10^3 
12 74 0,04 1850*10^3 

50 13 7 0,02 3500*10^2 
1550*10^3 14 23 0,02 1150*10^3 

15 63 0,02 3150*10^3 
10 16 8 0,004 2000*10^3 

2583,33*10^3 17 16 0,004 4000*10^3 
18 7 0,004 1750*10^3 

 
The efficiency that we obtained is lower to the one we should have: 10^6<10^8. 
We should have about 1,5$10^8 to 6*10^8 cfu/ μg. 
But we will continue with these competent cells. 
 
  



15th JUNE: 
 
Summary: 

- Made petri plates with LB medium + Chloramphenicol 
- Started a culture of the transformed bacteria in order to do a mini prep 

 
1- Plates with LB medium+agar+Chloramphenicol 

1- Melt the LB medium + agar (500 μL) 
2- Add 500 μL of chloramphenicol into the melted medium 
3- Pour into plates and let solidify 
4- Place into cold storage 

 
2- Start a culture of transformed bacteria (DH5alpha transformed with 

PSB1C3) in order to do miniprep 
1- Put 8 μL of Chloramphenicol into 8mL of LB medium into a tube for bacteria culture. 
2- Harvest one colony on our plates with transformed bacteria with PSB1C3 and put it into the 

tube. 
3- Let it grow at 37°C with agitation. 

 
  



16th JUNE : 
 
Summary : 

- Miniprep on the overnight culture 
 

 
We used the SIGMA-ALDRICH kit (“ouvert le 17/11/2016” is written on it). 
We did the miniprep on 4 mL of culture. 
 

1- Procedure 
1- Harvest and lyse bacteria 
Pellet cells from 1-5mL overnight culture 1 min and discard supernatant. 
Resuspend cells in 200 µL Resuspension Solution. Pipette up and down or vortex. 
Add 200 µL of Lysis Solution. Invert gently to mix. Do not vortex. Allow to clear less than 5 minutes. 
Comment : Prior to first time, be sure to add the RNase A to the Resuspension Solution. 
2- Prepare cleared lysate 
Add 350 µL of Neutralization Solution (S3). Invert 4-6 times to mix. 
Pellet debris 10 minutes at max speed. 
3- Prepare binding column 
Add 500 µL column preparation solution to binding column in a collection tube. 
Spin at 12000 g, 1 minute. Discard flow-through 
4- Bind plasmid DNA to column 
Transfer cleared lysate into binding column 
Spin ½-1 minute. Discard flow-through. 
5- Wash to remove contaminants 
Add 750 µL Wash solution to column. Spin ½-1min. Discard flow-through 
Spin 1 minute to dry column. 
Comment: prior to first time use, be sure to add ethanol to the concentrated Wash Solution. 
6- Elute purified plasmid DNA 
Transfer column to new collection tube. 
Add 100 µL Elution Solution. Spin 1 minute. 
 
Comment: 
We let the lysis solution operate only for a few second (less than 1 minute). The samples may be 
completely unusable. 
 
  



19th JUNE : 
 
Summary: 

- Analyse of the results of the first miniprep (cf. 16th JUNE) 
- Start of a culture of transformed bacteria in order to do a second miniprep 

 
1- Analyse of the results of the miniprep 

 
Recovery and purity may be determined by spectrophotometric analysis.  
The ratio of absorbance at 260 nm to 280 nm (A260/A280) should be 1,7 to 1,9. 
(The size and quality of DNA may be determined by agarose gel electrophoresis or pulsed field 
electrophoresis.) 
 

sample 1 2 3 4 
260/280 1,55 1,50 2,26 2,70 
260/230 0,59 0,48 13,61 -1,30 

Concentration 6,1 6,5 3,1 3,2 
 
Comment : 
The samples or completely unusable. We have to do a mini prep again !!!! 
 

2- Start a culture of transformed bacteria (DH5alpha transformed with 
PSB1C3) in order to do miniprep 

1- Put 8 μL of Chloramphenicol into 8mL of LB medium into a tube for bacteria culture. 
2- Harvest one colony on our plates with transformed bacteria with PSB1C3 and put it into the 

tube. 
3- Let it grow at 37°C with agitation. 

  



 
 

 
 

 
 

 
 


