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Tobacco BY2- Cells  “dark-culture”

Every week re-inoculation with:

· 1-2 ml of the old culture
, 

· in 70 ml  Medium “BY-2” (stored at RT, in the dark),  

· in 250-300 ml sterile flasks,  

· on a shaker (120 RPM),  

· at 24 °C in the dark. 

“BY-2” Medium:

· MS salts 4,3 g/l

· myo-Inositol 100 mg/l

· Thiamin-HCl 1 mg/l

· 2,4-D 0,2 mg/l

· KH2PO4 255 mg/l

· Sucrose 30 g/l

pH = 5,8 

autoclave

store at RT in the dark

Stocks: 

· Thiamin 1mg/ml in dest. H2O; filtrate sterile and store at –20°C

· 2,4-D 1 mg/ml in 1/10 ml EtOH and 9/10 ml dest. H2O; filtrate sterile and store at –20°C

To start a Backup-culture, spread 2 ml of cell culture on a Petri-dish containing cell culture-medium + plant-tissue-quality agar (7-8 gr/liter), keep at 24°C and re-inoculate every 2 weeks fresh plates from the old ones.

Arabidopsis thaliana var. Columbia 0 – Cells  “dark-culture”

Every week re-inoculation with:

· 10 ml of the old culture
, 

· in 50 ml  Medium “MSCol” (stored at 4°C, in the dark),  

· in 250-300 ml sterile flasks,  

· on a shaker (120 RPM),  

· at 24 °C in the dark. 

“MSCol” Medium:

· MS salts 4,3 g/l

· Nicotin acid 1 mg/l

· Pyridoxin-HCl 1 mg/l

· Thiamin-HCl 10 mg/l

· myo-Inositol 100 mg/l

· Sucrose 30 g/l

pH = 5,8 

after autoclave add 2,4-D 1 mg/l

store at 4°C in the dark

Stocks: 

· NPT-Vitamins: Nicotin acid 1 mg/ml + Pyridox-HCl 1 mg/ml + Thiamin-HCl 10 mg/ml in dest. H2O; filtrate sterile and store at –20°C

· 2,4-D 1 mg/ml in 1/10 ml EtOH and 9/10 ml dest. H2O; filtrate sterile and store at –20°C 

To start a Backup-culture, spread 2 ml of cell culture on a Petri-dish containing cell culture-medium + plant-tissue-quality agar (7-8 gr/liter), keep at 24°C and re-inoculate every 2 weeks fresh plates from the old ones.

� Cell culture from Dr. Pankaj Dhonukshe, ZMBP - Developmental Genetics, Tübingen, Germany


� Cell culture from Dr. Karen Schumacher, ZMBP - Plant Physiology, Tübingen, Germany
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