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Protocol status: Working
We use this protocol and it's working
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Abstract
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Inoculation VK: Spread B. subtilis out of cryo on LB plate and apply GN 37°C or W 30°C

Single clone in 5 ml Paris Medium (test tube) on incubator roller or plate washer with 1 ml Paris Medium (saves
one day work)

Inoculation of 2,5 ml Paris Medium (test tube) from VK (dishwasher or liquid-UK) to OD580=0,2

4h incubation on incubator roller at 37°C

1 ml pellet cells in Eppi (Tmin, max, table centrifuge)

Resuspend the pellet in 1 ml Paris medium with 10 % (v/v) glycerol.

Store 100 pl aliquots at -80 °C

Thaw aliquots at 37 °C, add 900 ul Paris medium and 500-1000 ng plasmid DNA (test tube)

Incubate 6 h in the incubator roller at 37°C

Pellet cells, remove 800 pl, resuspend and plate the rest (for normal transformer on LB+antibiotic, for upp mutants
FB medium with 5-fluorouracil)

concentrations of antibiotics: Kanamycin 50 yg/ml, Neomycin 5 yg/ml, Erytromycin 1 yg/ml, Tetracycline 20 yg/ml,
Chloramphenicol 5 yg/ml, Linkomycin 25 yg/ml

protocols.io | https://dx.doi.org/10.17504/protocols.io.76vhre6 October 14, 2019 4/5



https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.76vhre6

€3} protocols.io Partof SPRINGERNATURE

protocols.io | https://dx.doi.org/10.17504/protocols.io.76vhre6 October 14, 2019 5/5



https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.76vhre6

