	1.  Part 1                                         (150`)
DNA samples used for this experiment  will be usually produced by extraction of different kinds

 of tissues followed by purification using adsorp-

tion column chromatography.
Because of  lack of time we obstain from extrac-

tion and purificaton of DNA to get pure DNA 
our experiment.

For our experiment we use six ready prepared 
DNA  samples which are taken from one family:

father (F), mother (M), 4 children (C1-C4).

      The  DNA is well purified and may be used 

       immediately for PCR.

      2 working groups (a = pair and b = impair)

      form one group which has to test the DNA 

      samples of one family.

      Impair group:   father and C1, C2

      Pair group:       mother and C3, C4     

2. Part 2 
Preparing of PCR  tubes     (30 `)

  2.1 Put the 6 PCR tubes into the die adapter tubes

        and label them as following:

      F, M, C1, C2, C3, C4

Put the adapter-tubes containing the PCR 

      tubes  on ice for cooling.
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2.3 Pipet  20 µl of DNA solution  of each sample   

           1-6 into the cooled PCR tubes and pipet the

      PCR-preparations according to the following  

      diagramm:

	2.4 Mix your PCR-preparations by pipeting up
      and down or by snipping the tube using your   

      finger.

Nr

Sample

DNA

Mastermix

Primer

1

F

20 µl

25 µl

5 µl

2

M

20 µl

25 µl

5 µl

3

C1

20 µl

25 µl

5 µl

4

C2

20 µl

25 µl

5 µl

5

C3

20 µl

25 µl

5 µl

6

C4

20 µl

25 µl

5 µl

2.5   Cool your PCR-preparations on ice until    

       starting PCR for amplification!    

       ( maximum 20`)
3. Part 3  

Procedure of PCR (3 h)
    


 Carry out the PCR according to the temperature   

 program of the thermocycler!

    ! 
Pay attention on the position of your samples in the thermocycler to avoid confusion! 
Make sure that your tubes are correctly closed!
4. Part 4
     Evidence of PCR-products by

      

     Agarose-gelelectrophoresis         ( 2 h)

  4.1 According to your assignment give evidence of 
         the  PCR-products by carrying out agarose-

         gelelectrophoresis! 

  4.2.
According to your assignment dye your gels and analyse them!

 


NCL:         Protocol   of    NCL-PCR









