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The media derived from the monocultures made in step 1 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

Preparing Monocultures: Primary goal is to extract and sterilize media from K.Xylinus and
E.coli.

1. Take out each monoculture from the incubator. The media within the culture should be
cloudy, indicating bacterial growth. Prepare five 2 mL falcon tubes, and label from which
culture the media was extracted from.

2. Using a 100 ul pipette, extract 200 ul of the media from the monoculture tube and place
into the falcon tube.

3. Centrifuge falcon tubes for 5 minutes at max speed
4. Take out falcon tubes from the centrifuge and extract the media into another 10 mL tube,

while being mindful to not agitate or remix the supernatant at the bottom of the tube.
5. Repeat steps 3-4.
6. Place the sterilized media into the fridge at 10 degrees or less. Monitor for microbial

growth and contamination.

Making K.Xylinus monocultures with purified E.coli media: Primary goal is to use the
sterilized media from E.coli to grow a K.Xylinus monoculture.

1. Use the K.Xylinus monoculture method’s steps 1-3 from STEP 1: Monoculture Protocol
for K. Xylinus and E.coli to prepare a sample of K.Xylinus bacteria

2. As colonies form, take out the 10 mL purified E.coli HS media tube and leave it to warm
to room temperature. Use aseptic technique for the next steps.

3. Use an inoculating loop to scrape a single colony from the 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.

Making E.coli monocultures with purified K.Xylinus media: Primary goal is to use the
sterilized media from K.Xylinus to grow a E.coli monoculture.

5. 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.

6. As colonies form, take out the 10 mL purified K.Xylinus HS media tube and leave it to
warm to room temperature. Use aseptic technique for the next steps.



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

8. 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.


