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Where innovation starts

rotocol bacteria culturing for microfluidics

This protocol is for culturing fluorescent bacteria to use them in a microfluidics
device.
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Growth of small bacterial cultures:

Fill 12 mL sterile culture tubes with 5 mL LB. Work near the Bunsen burner flame

Add 5 pL kanamycin (30 pg/mL) to the cultures

Pick cells from the glycerol stock using a sterile pipette tip and eject the pipette tip into the
culture tube

Grow the bacteria overnight at 37°C and 250 rpm

Protein expression:

Transfer 100 uL of the small culture to new 10 mL LB culture (with 10 pL kanamycin (30
ug/mL))

Grow the bacteria at 37 °C and 250 rpm

Measure OD, a cell division cycle takes ~20 minutes. OD measurement first requires blank
measurement with LB

When OD = 0.6 continue with next step.

For a 5 mL culture: add 5.62 pL IPTG from the 1M stock.

Perform protein expression for ~15 h at 25 °C and 250 rpm.

Spin down the cells for 15 min at 3,000 xg.

Discard supernatant.

Add 1 ml PBS and transfer to 1,5 mL Eppendorf microcentrifuge tube.

Spin down the cells for 1 min at 13,000 xg.

Discard supernatant

Add 1 ml PBS

Fill 1 OD cuvette with 1 mL dH20 for blank OD measurement.

Fill 1 OD cuvette with 950 pL dH20 and 50 pL of culture sample (dilution of 20x)

Measure OD, this has to be lower than 1, otherwise make a higher dilution.

Calculate OD of culture sample. (If you made a dilution of 20X then the OD of the culture is
20X the OD of the dilution.

Calculate amount of cells in culture.
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