
Monday:  

12:00 Prepare gibson reactions for 
9 constructs, leave heated 
 

Jonas and Vita 

14:00 Do heat shock 
transformation of top 10 
competent cells and  
 

14:20 Put cells on 37°C 

15:00 Prepare LB-agar medium 
 

15:05 Autoclave medium 
 

16:30 Release from autoclave 
 

16:31 Add kanamycine to LB-agar 
 

17:00 Remove cells from 37°C 
and plate cells 
 

17:30 Clean up lab 
 

 

Tuesday:  

9:00 Find that colonies have 
grown 
 

Jonas, Vita & Lander 

9:15 Set up 75 colony PCR 
reactions by pricking 
colonies, the used colonies 
for the positive control were 
plated a week earlier & have 
been previously confirmed 
to contain the vector 
 

11:00 Place in thermocycler 
 

11:15 Make agarose gels 
 

13:00 Put PCR products on gel 
 

14:00 Find out the bad news 
 



-Gibson reaction 

Add together the following  
1.25µL of construct DNA  
1.25µL of linearized vector  
2.5µL of Gibson mastermix  

Incubate this for at least 30 minutes at 50°C  
 

-Heat shock transformation 

In this step we will transform competent cells with the vector (hopefully) containing our construct.  
1. Take competent cells out of the -80°C freezer. When collecting the tubes, put them on 

ice directly and let them thaw on the ice  
2. Add 2.5µl of Gibson mix to the cells, label the eppendorfs well!  
3. Let incubate on ice for 5 minutes  
4. Heat shock the mixture by putting the Epp's on a hot plate (42°C) for 1 minute  
5. After heat shock, let them rest on ice for 5 minutes  
6. Add 700 µl of LB to the Epp's  
7. Put the Epp's on an incubator at 37°C for at least 30 minutes  

 

-LB-agar preparation 

25g/l 'high salt LB' and 1.5% agar  
 
For 500 ml’s of LB-AGAR 

1. Take a 1L erlenmeyer  
2. Add 12.5g of high salt LB powder to the erlenmeyer  
3. Add 7.5g of agar to the erlenmeyer  
4. Add water until a total weight of 500g is reached  
5. Seal erlenmeyer with aluminum foil and label  
6. Autoclave (see below for how-to)  
7. Wait until you can safely and comfortably touch the bottle for 10 seconds (this takes about 

half an hour after releasing your medium from the autoclave) , add the desired amount 
of kanamycin; fill the plates and let them cool before storing them in a plastic bag in the 
cold room. Waiting to add the kanamycin is a crucial step, if ignored you will burn the 
antibiotics and your plates are a free for all for bacteria to grow.  
 

-Autoclaving 
  

1. Open lid of autoclave only if T<100°C and the overpressure valve is not open (this means 
that all the steam has gone and you can safely open)  

2. Put your sealed bottles in (never have the bottles too full: you’ll end up with agar all 
over the machine, and don’t close the lid entirely (you don’t want your bottles to 
explode)) 

3. Close the autoclave and press start  
 
 
 
 
  



-Plating 

1. Spin the Epp's on the table centrifuge at 1.2rcf for approximately one minute, to pellet 
down all the cells.  

2. WORK IN THE FLOW HOOD FROM THIS POINT ON! Discard the supernatant, but not all of 
it. Make sure there is a little left in which you can resuspend the cells. (The goal of this 
step is to get rid of the excess LB, otherwise it takes ages to plate).   

3. Take kanamycine plates and label them well (e.g. ENA1B-HI Cx, fill in x with construct 
number). Add the resuspended cells on the plates and add some sterile glass balls (can 
be found on Inge's bench labeled 'iGEM') onto the plate.  

4. Close the plate and swirl/shake to let the balls roll all over the plate, thereby spreading 
the cells over the plate. Do this for at least 3 minutes  

5. Use tape to secure the lid onto the plate and stack the plates upside down in a plastic 
bag. Incubate in the plastic bag overnight at 37°C.  

-Colony PCR 

1. Take the plates on which colonies have grown, mark (with a number) on the backside of 
the plate 5 colonies you will be picking later  

2. Prepare PCR tubes (one for each colony + a positive control) by labelling them and filling 
them with 8µl of pure water  

3. Make a Colony PCR master mix: for each tube you will need 10µL of Dreamtaq, 1µL 
forward T7 primer (@10µM), 1µL reverse T7 primer (@10µM). Calculate the total 
amount needed for all PCR tubes and throw everything together in a master mix, which 
you will later use to fill the PCR tubes. (this way you reduce the risk of forgetting to add 
something to a PCR tube)  

4. WORK IN THE AREA OF AN OPEN FLAME: take everything you need  
The labeled PCR tubes  
The backup plate  
The original plates  
The + control plate (labeled 'positive control')  
Sterile toothpicks + a container to trash the used ones  

  
5. Repeat this procedure for every colony  

a. Take a sterile toothpick and scrape some of the colony onto the toothpick  
b. Stab the toothpick into the backup plate at the appropriate place  
c. Put the toothpick in a PCR tube so that the remaining colony can dissolve in 

the water  
d. Do the same for the positive control, there you only need to pick one colony 

of the 'positive control plate'  
6. Once done, remove all the toothpicks and add 12µL of the prepared master mix to every 

tube. Close the tubes  
7. Use the 'Dreamtaq protocol' preset on the PCR machine 
8. Run a gel of the PCR results to see which colonies had a succesful transformation. The 

transformation was successful if you see a band that is slightly upshifted compared to 
the positive control. No band could mean contamination.  

-Agarose gels 

Make a 0.8% agarose solution in TAE buffer 1x (50ml should be enough)  
NOTE: if you want to use this gel for colony PCR you need to add mid-Green dye into the gel If 
using dreamtaq green: ADD 10µl/100 ml of midori green or you don’t see anything!   
  
Run the gel at 120V for 20min (submerge it completely in TAE buffer)  
Load 5µL of ladder/sample/….  




