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PROTOCOL: Proof of the successful transformation of Bacillus subtilis

Workflow:
Isolation of the genomic DNA of Bacillus subtilis

A) Physical method

1. Prepare an overnight culture.

2. Centrifuge the cells, discard the supernatant and transfer the biomass (amount like if it was
a single colony) by microbiological loop into 200 µl of sterile water.

3. Vortex to get a homogenized solution.

4. Boil in a water bath for 10 minutes.

5. Cool in the freezer (cca for 10 - 15 minutes).

6. Centrifuge 10 minutes on maximum rpm (cca 13 000 rpm).

7. Transfer 100 µl of the supernatant into a new 0.5 ml tube.

8. Use 4 µl as a template for PCR reaction (for 40 - 50 µl reaction).

B) Chemical method (alternative, which did not work for us)

1. Suspend the colony in 50 µl of Bacillus lysis buffer: EDTA 50 mM, NaCl 0.1 M, pH 7.5

2. Incubate 5 minutes and then add 5 µl of lysozyme 10 mg/ml

3. Incubate 10 minutes at 35 °C and then add 3 µl of sarcosyl 20%

4. Vortex hard to break the cells

5. Leave it for 5 minutes, then spin and heat to 95 °C

6. Use a few µl of the supernatant for PCR

Long PCR in our case:
1. Prepare a PCR mix

Long-Range PCR mastermix (Promega) 25 µl

Primer 1 3 µl

Primer 2 3 µl

Sample 4 µl

Nuclease-free water 15 µl

Total 50 µl



iGEM team Brno _Czech_Republic a.k.a. Generation Mendel

2. Set the thermocycler and run PCR - in our cause:

Phase Temperature Time No. of cycles
Initial denaturation 94.0 6:00 1

Denaturation 94.0 0:30
30Annealing 62.0 0:30

Elongation 72.0 4:30
Final elongation 72.0 10:00 1

END 4 °C - -

3. Run agarose electrophoresis for visualization.

4. These samples were also sent to the sequencing (Eurofins), we prepared samples
according to their instructions.


