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Before developing a coculture, it is necessary to determine the growth of each bacteria that will
be placed in the coculture independent of each other in co culture growth conditions. The intent
of this first step is to test the conditions (pH of 5 and temperature at 30 degrees) on the growth
of both K.Xylinus and E.coli. The BC yield and cell quantification protocols will be used to
determine the growth rates of K.Xylinus and E.coli independently after developing the
monocultures. The media derived from the monocultures will also be used for step 2 to aid in
determining if the extracellular secretions from either bacteria impact the growth of the other,
and ways to negate/encourage a negative/positive change, respectively.

Methods
E.coli monoculture: Primary goal is to develop a standing liquid E.coli monoculture that will be
grown at projected co culture conditions of pH of 5 and temperature of 30 degrees.

1. Use the GFP Plasmid Insertion Into E.coli Protocol to prepare E.coli that can express
GFP. Plate and place into an incubator at 37 degrees overnight for cloning.

2. After 24 hours prepare liquid HS media and place 10 mL into a plastic tube. Use aseptic
technique for the next steps.

3. Use an inoculating loop to scrape a single colony from the overnight culture. Swirl the
loop into the media.

4. Place the plastic tube into an incubator for the next 48 hours at 30 degrees. Do not
agitate the culture. Record observations every 24 hours.

K.Xylinus monoculture: Primary goal is to develop a standing liquid K.Xylinus monoculture
that will be grown at projected co culture conditions of pH of 5 and temperature of 30 degrees.

1. Use the K.xylinus Plating Methods Protocol to plate a seed of BC containing the
K.Xylinus on a solid HS media agar plate. Place in an incubator at 30 degrees overnight
without agitation.

2. After 24 hours, take the petri dish out of the incubator. Use aspect technique for this
step. Take an inoculating loop and scrape off a small sample of bacteria that is located in
the circumference of the BC seed - its appearance should be beige/cream in color and
slightly translucent. Take a solid HS media agar plate and make a streak plate using the
bacteria on the inoculating tube.

3. Leave the sample for 48 - 72 hours at 30 degrees until multiple colonies begin forming
that match up with the colony morphology of K.Xylinus using the Colony Morphology For
Cell Quantification Protocol protocol.

4. As Colonies begin to form, prepare liquid HS media and place 10 mL into a plastic tube.
Use aseptic technique for the next steps.

5. Use an inoculating loop to scrape a single colony from the culture. Swirl the loop into the
media.

6. Place the plastic tube into an incubator for the next 48 hours at 30 degrees. Do not
agitate the culture. Record observations every 24 hours.


