
03/07/2017 
 

Program :  
- Amplification of pMyo3 

 

PCR pMyo3 
We have done three PCR (triplicate) and one control.  
A PCR mix was done for 5 PCR:  

- 167,5 µl of water 
- 50 µl of Buffer 
- 5 µl of dNTP 
- 12,5 µl of forward primer (100µM) 
- 12,5 µl of reverse primer (100µM) 
- 2,5 µl of DNA polymerase, phusion.  

The hybridization temperature is 55 °C and we let the polymerisation for 1 minutes and 10 
seconds.  

Results: 
M        T        1        2        3 

 
We expect to see a an amplification at 2 kb. We can only see the primers that dimerize and 
form the diffrents spots that we can see below, probably because we use a primer’s 
concentration to high. We have to do the PCR again.  



04/07/2017 
 

Program:  
- PCR pMyo3 and WC2 
- PCR pfrq 
- PCR WC1 
- Assembly of promoter and UNC60.  

PCR of pMyo3 and WC2: 
A PCR mix was done for 5 PCR:  
 

Buffer 20 µl  

dNTP (10 mM)  2 µl 

Primer forward ( 10µM) 5 µl 

Primer reverse (10µM) 5 µl 

Polymérase (phusion) 1 µl 

qsp H2O 67 µl 

DNA/PCR 0,5µl 

 
The final volume for one PCR is 20 µl as we want to test the conditions.  
The hybridization temperature is 56,3 °C and we let the polymerisation for 1 minutes. 
For pMyo3, we don’t have enough gDNA, so we have only one tube with 0,5 µl of DNA and 
one tube with the rest of it.  
 
 
 
 
 
 
 
 
 
 
 
 



Results 
White-collar-2 

 
We observe spots at small intensities with the correct size for WC-1  

 
 

pMyo3 
 
 
 

For this PCR, just one well works and we can observe one diffuse ladder in well number 5.                  
We have no real spot and we could conclute about one no specificle amplification of a large                 
number of sequences or one dimers’s amplification. One nother Pcr is necessary for more              
informations.  
 
 

 
 
 
 
 
 
 
 
 
 



5/07/2017 
 
 
 

Programm: 
-PCR pFRQ 

 
PCR pFRQ 
A PCR mix was done for 5 PCR 
 
 

Buffer 20µL 

dNTP (10mM) 2µL 

Primer Forward (10 mM) 5µL 

Primer Reverse (10 mM) 5µL 

Polymerase Phusion) 1µL 

qsp H2O 67µL 

DNA PCR 0,5µL 

 
 
 

Note: To prepare or volume of PCR used to revel our fragmets with a gel, we used 4µL of                   
PCR product per well and approximately 1µL of purpe gel loading dye (goal= follow the               
smaller DNA fragments during migration). To finish, 0,5µL of DNA ladder was used in the               
first well on the left) 
 

 
Results: 
 
It is possible to observe Two spots of DNA and one more with less intensity respectively in                 
well 4,5 and 6. About the size, our fragments seems to have a length more than 1,2 Kb. Or                   
pFRQ fragments should have a length of 1,113 Kb. Three hypotheses could be done. We               
amplify a nother fragments and not FRQ promoter or our fragment is bigger. Or maybe we                
have a possible problem with migration and maybe a curve appear and could explain this               
diffrence. We should make a PstI digestion to conclude because this illegal site is present in                
the middle of FRQ fragment.  
 
 



Protocol: Digestion  
For one tube,  
 
 

DNA 300ng 

Buffer  2µL 

Enzyme 0,5µL 

H2O qsp 20µL 
 
Incubate at the temperature of 37° between 20 minutes and 60 minutes 
 

10/07/2017 
 
 

Programm: 
 
PCR WC-1 and WC-2 (goal= obtain more DNA stock to do our clonings. 
PCR UNC-119 promoter with IGEM 2016 primers (goal=obtain a 2002 longer fragment            
than the 651 fragment design this year)  
 

 
PCR WC-1 and WC-2 
Two PCR mix were done for 2X 4 PCR 
 
For one mix: 

H2O 134µL 

5x Buffer Phusion 40µL 

10nM dNTP 4µL 

10µ M Forward 10µL 

10 µM reverse 10µL 

DNA polymerase  2µL 

 
gDNA……………………………………………...0,5L/ PCR tube 
 
Tube 1=H2O 
Tube 2=gDNA N.crassa 



Tube3=gDNA N.crassa 

WC-1:  
Tm =56,3°C 
size=3609pb 
elongation time=1’50’’ 
 
WC-2: 
Tm =56,3°C 
size=1658pb 
elongation time=50’’ 

 
Results: 

 
 

 

PCR for UNC-119 (2002pb) 
 PCR mix were done  5 PCR 



 
 

H2O 67µL 

5x Buffer Phusion 20µL 

10nM dNTP 2µL 

10µ M Forward 5µL 

10 µM reverse 5µL 

DNA polymerase  1µL 

 
gDNA……………………………………………...0,5L/ PCR tube with 10nM/µL  
 
Tube 1=H2O 
Tube 2=gDNA C.elegans 
Tube3=gDNA C.elegans 
Tube4=gDNA C.elegans 
Results:                       X    MT  H2O DNA DNA DNA MT    X 

 
 
2 PCR worked and 2 DNA spots at 2000pb can be observed in wells 4 and 5. Well number 2 
presents a ladder wich could be explained with less DNA matrix and one amplification of our 
forward dimers that dimerize together. This same phenomenon are less but present in the 
other well with DNA and could confirm this fact.  
 



Construction of downstream and upstream plasmid 
In order to do the directed mutation on our promoters and our genes, we have to put them in                   
a plasmid that will be used in the assembly kit. The downstream plasmids are pSB1T3               
containing the gene and the upstream plasmids are pSB1A3 with promoters.  
The PCR are digest with EcoR1 and Pst1 as the plasmid are linearized with extremities due                
to cut of those enzyme.  
The mix of digestion:  
 

Buffer 
(CutSmart) 

30 µl  

Water 258  µl 

EcoR1 6 µl 

Pst1 6 µl 

DNA (PCR) 1 µl for each tube 

 
The differents mix are incubated at 37°C for 10 minutes then the enzyme are inactivated at                
80° during 20 minutes.  
The product of digestion are placed with the linearized plasmid with the ligase T4.  
 

PCR 2 µl 

Plasmid 2 µl 

10X T4 DNA Ligase Buffer 2 µl 6 µl 

T4 DNA ligase 1 µl 3 µl 

H2O 11 µl 33 µl 

This protocol was done on pUNC-119 (700 pb) and pMYO-2 (900 pb). The product was               
conserved at -20°C. 

 

11/07/2017 

PCR for UNC-119 (2002pb) 
 For one mix: 



H2O 134µL 

5x Buffer Phusion 40µL 

10nM dNTP 4µL 

10µ M Forward 10µL 

10 µM reverse 10µL 

DNA polymerase  2µL 

 
gDNA……………………………………………...0,5L/ PCR tube 
 
Tube 1=H2O 
Tube 2=gDNA C.elegans  
Tube3=gDNA C.elegans 
Tube4=gDNA C.elegans 
Results:  
          MT   H2O   Tub1  Tub2 Tub3   MT 

  
We obtained 3 significants spots in well 4,5 and 6 wich have a size of 2000pb. Our Unc-119                   

has been ampified and we have to purify it.  
 
 
 
 



Bacterial transformation 
 
The competent bacteria are put in contact with 2 µl of plasmid pSB1A3 containing pMYO2 or                
pUNC-119.  
During 20 minutes, the mix is at 4°C then a thermic choc is done at 42°C during 30                  
secondes. The bacteria will be spread on LB + ampicilline.  
 

12/07/2017 

Colony PCR 
 
In order to be sure if the bacteria have the plasmid we want, we’ve done a PCR on the                   
colony we obtain. To do that, we use the same conditions than precedently except that we                
use a bacterial colony instead of DNA. The temperature hybridation is 55°C and the              
elongation time is 1 minutes.  

Results  

 
 
The fragment we obtained is not at the right size. The fragment can be the plasmid                
backbone, that bring the ampicillin resistance at the bacteria. The digestion of the plasmid              
may be done correctly in order to construct our first downstream and upstream plasmid. 
 



13/07/2017 

Digestion of plasmids 
The condition used are the same as precedently.  
Plasmid digested:  

- pSB1A3 
- pSB1T3 

Ligation 
The condition are the same as precedently.  
We construct plasmids:  

- pSB1A3 + UNC119 (700bp) 
- pSB1A3 + MYO2 
- pSB1T3 + WC2 

17/07/2017 

Transformation bacterial 
The conditions used are the same as usual.  
The transformation are made with the plasmid containing unc119 and myo2.  
The bacteria are spread on LB + ampicillin medium.  

Digestion of plasmids 
Same condition as usual 
Done on pSB1K3, because we don’t have enough tetracycline for the selection of bacteria.  
Then the plasmid is ligated with WC2, using the same condition as usual.  

Transformation 
The condition are the same as usual except the DNA and the bacteria are placed at 4°C only 
10 minutes.  
The bacteria are spread on a LB+kanamycin media.  
 



18/07/2017 

Results of transformation 
 

Control LB+ampicillin 6 

LB+ampicillin myo2 6 

LB+ampicillin unc119 (700) 4 

LB+kanamycine 0 

Transformation 
The bacteria are transformed with the same plasmid and they are put at 4° 20 minutes, for 
all the construction with the correct media.  

19/07/2017 

Ligation of pSB1A3 with unc119 or myo2 
The condition are the same except, i double the volume of reaction.  

Transformation 
We use the same condition as usual.  

25/07/2017 

 

Results of transformation 
For the transformation of thursday, we have: 
-          Myo2 →  7 
-          Unc-119 →  1 

PCR colony 
There were done on the transformation from Thursday and from Wednesday. The mix was              
done as usual. The temperature of hybridization is 58° and the time of polymerization is 30                
seconds. 
There are 9 tubes for myo2 and 3 for unc-119. 



Results 

 

Extraction of gDNA of C.elegans 
We take petri dishes with worm starved and we put the worms in 15ml of distilled water.                 
Centrifugation at 400G for 2 minutes. The worms are washed two times more with the same                
conditions. The supernatant is discarded.  
The DNA is extracted with the NucleoSpin Tissue kit (Macherey-Nagel). The worms are             
resuspended in Lysis Solution (Buffer T1) and then freeze at -20°C during 1 hour. Then the                
sample is unfreezed and 25 µl of protease K at 22,5 mg/mL is added. The sample is                 
incubated at 56°C during the night.  

26/07/2017 

Extraction of gDNA of C.elegans (suite) 
Add 200 µl of B3 solution. Wait for 10 minutes. Add 210 µl d’EtOH 100%. Vortex rigorously.                 
Load everything on Nucleospin Tissue Column and centrifuge 1 minute at maximum speed.             
Add 500 µl of BW buffer and centrifuge one minute at max speed. Discard flowthrough then                
add the B5 buffer and centrifuge in the same condition. Discard flowthrough. Centrifuge             
again. Place the column in a new tube. Heat milliQ water at 70°C. Add 100 µl in the column                   
and wait 1 minute, then centrifuge at max speed for 1 minute.  
 
 
PCR Myo-3 with new primers  



One  PCR mix were done for 4 PCR of 50µL 
 
For one mix: 

H2O 165,5µL 

5x Buffer Phusion 50µL 

10nM dNTP 5µL 

10µ M Forward 12,5µL 

10 µM reverse 12,5µL 

DNA polymerase  2,5µL 

 
gDNA elegans……………………………………………...10nM…..1µL/ PCR tube:  
 
Tube 1=H2O 
Tube 2=gDNA elegans 
Tube 3=gDNA elegans 
Tube 4=gDNA elegans 
Tm: 53,7°C 
Size=1985pb 
Elongation time=1min 
 
Results: 

 
We have one spot in water control well with a size of 2000pb. We are not sure about our                   
fragment that we amplified and present in wells 1,2and 3. A new Pcr has to be done to have                   
more data.  



 
 
New PCR Myo-3 with new primers  
One  PCR mix were done for 4 PCR of 50µL 
 
For one mix: 

H2O 165,5µL 

5x Buffer Phusion 50µL 

10nM dNTP 5µL 

10µ M Forward 12,5µL 

10 µM reverse 12,5µL 

DNA polymerase  2,5µL 

 
gDNA elegans……………………………………………...10nM…..1µL/ PCR tube:  
 
Tube 1=H2O 
Tube 2=gDNA elegans 
Tube 3=gDNA elegans 
Tube 4=gDNA elegans 
Tm: 53,7°C 
Size=1985pb 
Elongation time=1min 
 
Results: 

 
We obtained exactly the same result. Primers or water should be contaminated. A last PCR               
has to be done to find what material is contaminated with many controls. 
 



 
 PCR Myo-3 with new primers (goal=find contamination)  
One  PCR mix were done for 4X 2 PCR of 20µL 
 
Two parameters are changed in this experiment in order to control if water or primers are                
contaminated.Indeed a new stock of water and primers are used at 10nM. We changed our               
Phusion (polymerase) but the same dNTP are used.  
 
For one mix: (stock water and stock primers 10nM) 

H2O 43,2µL 

5x Buffer Phusion 12µL 

10nM dNTP 1,2µL 

10µ M Forward 3µL 

10 µM reverse 3µL 

DNA polymerase  0,6µL 

 
 
For one mix:(new water and stock primers 10nM) 

H2O 43,2µL 

5x Buffer Phusion 12µL 

10nM dNTP 1,2µL 

10µ M Forward 3µL 

10 µM reverse 3µL 

DNA polymerase  0,6µL 

 
 
For one mix:(stock water and new primers 10nM) 

H2O 43,2µL 

5x Buffer Phusion 12µL 

10nM dNTP 1,2µL 

10µ M Forward 3µL 

10 µM reverse 3µL 

DNA polymerase  0,6µL 

 



 
 
 
For one mix:(new water and new primers 10nM) 

H2O 43,2µL 

5x Buffer Phusion 12µL 

10nM dNTP 1,2µL 

10µ M Forward 3µL 

10 µM reverse 3µL 

DNA polymerase  0,6µL 

 
Tube1: negative control with stock water and stock primers  
 
Tube2: negative control with new water and stock primers 
 
Tube3: negative control with stock water and new primers 
 
Tube4: negative control with new water and stock primers 
 
Tube5:  gDNA elegans with stock water and stock primers 
 
Tube6: gDNA elegans with new water and stock primers 
 
Tube7: gDNA elegans with stock water and new primers 
 
Tube8: gDNA elegans with new water and new primers 
 
Results: 
 
 
 
 
 
 
 
To conclude: Our water is contaminated and we have to change it! 
 
 



 
 
 
 
 
 
PCR UNC-60::GFP (3376pb) 
  
 
One PCR mix were done for 4 PCR of 50µL in order to have more dna material to clone this                    
fragment into our pSB1K3 and transrform E.coli. 
 
For one mix: 

H2O 165,5µL 

5x Buffer Phusion 50µL 

10nM dNTP 5µL 

10µ M Forward 12,5µL 

10 µM reverse 12,5µL 

DNA polymerase  2,5µL 

 
unc-60::GFP construct Jean……………………………………………...1µL/ PCR tube:  
 
Tube 1=H2O 
Tube 2=DNA 
Tube 3=DNA  
Tube 4=DNA  
Tm: 54°C 
Size=3376pb 
Elongation time=3min 30sec 
 
 
 
 
 
 
 
 



 
 
 
Results: 

 
 
Wells number 2 ,3 and 4 present one spot corresponding of the            
desire size of  approximately 3,4Kb.  
 
 
 
PCR UNC-60::RFP (1217pb) 
  
 
One PCR mix were done for 4 PCR of 50µL in order to have more dna material to clone this                    
fragment into our pSB1K3 and transrform E.coli. 
 
For one mix: 

H2O 165,5µL 

5x Buffer Phusion 50µL 

10nM dNTP 5µL 

10µ M Forward 12,5µL 

10 µM reverse 12,5µL 

DNA polymerase  2,5µL 



 
unc-60::RFP construct Jean……………………………………………...1µL/ PCR tube:  
 
Tube 1=H2O 
Tube 2=DNA 
Tube 3=DNA  
Tube 4=DNA  
Tm: 54°C 
Size=1217pb 
Elongation time=1minsec 
Results: 
 

 
Just Well number 5 works and we see the desire size of unc-60::RFP of              
1,2 Kb. We have to purify it.   
 
 

PCR purification 
We use the kit ? 
We prepare the column with 500 µl of Preparation solution and we centrifuge at 12 000 rpm 
during 30 seconds. We discard the eluate. I used 125 µl of Binding solution for 25 µl of PCR 
product (5V for 1V). I put the PCR product first in the column and then I add the binding 
solution. Centrifuge at 12000 rpm during 1 minute. Discard the eluate and keep the column 



and tube. Add 500 µl of Wash solution, centrifuge and discard the eluate. Centrifuge again 
during 2 minutes, in order to eliminate the remaining ethanol. Place the column in a new 
tube. Add 50 µl of Elution solution and let incubate at room temperature for 1 minute. Then, 
centrifuge at maximum speed during 1 minute. 
The product can be stored at -20°C. 
Thanks to the nanodrop, I measured the DNA concentration.  
-          Unc-119 : 13.8 ng/µl 
260/280 = 1.97 
260/230 = 1.93 
-          Myo2 : 11,6 ng/µl 
260/280 = 1.93 
260/230 = 1.43 

PCR 
The conditions are the same as usual except that the temperature hybridization is 54° and 
the time of polymerization is 3’30’’. 

Transformation of RFP-UNC60 
The conditions are the same as usual. The transformed bacteria are spread on LB + 
ampicillin media.  
 
 
 
 


