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AIM: Transformation of plasmids pET43.1a.C162 in DH5α (2nd test) 
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2 solutions of plasmids pDG022 were dosed by spectroscopy UV-visible using the equipment 
UV5 Nano Mettler Toledo at 260 nm.  

We observe non-constant concentration between each measurement, probably due to a 
problem of homogeneity of the media. We have decided not to use these plasmids for the 

following experiences 
A solution of pET43.1a.C162 was dosed using the same method 
The concentration measurements are repeatable, and we obtain an average concentration 
after 3 measurements of 42,4ng/µL. If we observe the figure of the spectre we obtain a high 
of absorption at 260nm 
2 different solutions of pET43.1a.C162 are prepared using the initial solution at 42,4ng/µL. 
A first solution is prepared by diluting the initial solution by a factor 4, by diluting 2,5µL of 
mother solution in 7,5µL of water. We obtain a solution of 10,6ng/µL.  
A second solution is prepared by diluting the initial solution by a 10factor, by diluting 1µL of 

mother solution in 99µL of water. We obtain a solution at 42,4pg/µL 
3 tubes are placed on ice 

In each tubes are added 66µL of cells DH5alpha using a P100 pipette 
In the first tube we add 1µL of pET43.1a.C162 solution at 10,6ng/µL. The media is gently 

taped and left on ice for 30minutes 
IN the second tube we add 1µL of pET43.1a.C162 solution at 42,4pg/µL. The media is gently 

taped and left on ice for 30minutes 
IN the last tube the negative control is done, by adding 1µL of sterile water. The media is 

gently taped and left on ice for 30minutes 
The tubes are then placed on a floater in a water-bath at 42°C for 40 seconds 

Then the tubes are quickly placed on ice for 3 minutes  
In each tubes are added 630µL of SOC media at room temperature (previously heated at 

37°C in a water-bath)  
The tubes are the placed and taped on a rack, the placed in the incubator at 37°C at 150rpm 

agitation for 40minutes 
5 petri dish containing LB/carbenicillin previously heated at 37°C, are taken out 
In the first 2 petri dish we insert and spread 200µL and 496µL of the first media of 
pET43.1a.C162 respectively. In the 2 others we insert and spread 200µL and 496µL of the 
second media of pET43.1a.C162 more diluted.  
In the last dish we insert and spread 200µL of exclusively the cellular media for the negative 
test.  
The petri dish are placed in the incubator at 37°C for 15H 
 
Observations after 15H 
In the cell media containing the plasmid pET43.1a.C162 we observe colonies of bacteria. The 

transformations seem to have worked, because the DH5alpha cells survived to the antibiotic 
media.  



IN the cell media containing only DH5alpha cells (negative test) no bacterial colonies are 
observed, proving that the antibiotic media doesn’t allow cell survival.  

The dishes are sealed with parafilm and stored at 4°C 
 

 
 

 
 

 
 

AIM : Petri Dish preparation 
33 Dish total 
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A bottle containing 500mL of LB/agar previously prepared is placed in a water-bath at 42°C, 
to melt the gel.  
At this mix we add 400µL of a carbonicillin solution at 50µg/mL  
20mL of the mix is then poured in each petri dish (beware of bubbles) using a graduated 
pipette and an electric pro-pipette  

The LB/agar bottle is regularly replaced in the 42°C water-bath, to maintain the liquid state 
of the mix 

We leave the gel rest at room temperature  
Then the Petri Dish are stored at 4°C or placed at the incubator at 37°C for immediate use.  


