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Searching for a bata-lactamase gene in Elizabethkingia miricola
2882: E.mir ATCC33958 bla2882
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Results

Our Nitrocefin saturated disk did not change allowing us to conclude that our gene of Elizabethkingia

terium are @ Miricola was not a bata-lactamase gene. During the experiment we had many successful results leading up to this
1e bacteria conclusion.

. So, when After we ordered and received our PCR primers, we PCR amplified our bata-lactamase predicted gene

t by pumping putting our sample through thermocycler and adding it to an argrose gel. We used electrophoresis to extract the
antibiotic. DNA and examine if the length of our DNA which matched with the number of base pairs in our gene (shown in
of figure 2). We then used ligation of PCR product to plasmid vector for molecular cloning followed by heat shock
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MATERIALS AND METHODS

|.. We started off our experiment by finding the forward and reverse primer for our gene.
Each primer had to be between |8-30 bases and end on G/C.
The first 23 nucleotides of the DNA sequence, ATGCTGCATATACAGATTITTCE, is the forward primer
And using the website 10w Do ormatics org/sme/ ey comp i, we took the stop codon and found the reverse primer,
TTATTTTAAAAATGGATTATGTTL.
Then submitted our primers to Professor Canaan who ordered them.
2. The next week Professor Canaan gave us the primers so we set up the PCR reactions.
All reagents on ice and then used a micropipeter to aspirate the different samples and slowly dispense them in the 70 ul of dH,[.
Added |0 ul of 10 X Tag buffer, 10 ul of 10X dNTP's (all 4), & ul of E. miricola gDNA (28 ng/ul), 2 ul of F-primer, Z ul of R-primer, and | ul Tag polymerase.
Turned in our final solution to Professor Canaan wha ran it through a thermocycler.

3. Then we used agarose gel electrophoresis to determine if the PCR worked.

We used a pipter extracted our Tag DNA solution and added it to the DNA gel electrophoresis, so the |ab assistants could run it through the machine. Which
separates by size and shows it with tracking dyes, xylene cyanol and Bromophenol blue.

4. Set up ligation reactions of our PCR product with the vector DNA
We took the vector DNA and our PCR product and glued them together by using a pipter to add the necessary samples.

2 ul of 10X Ligase buffer, Z ul of Linear Plasmid Vector, 4 ul of PCR product, | ul of T4 DNA Ligase Enzyme to Il ul of dH,[.
Turned in our final solution to Professor Canaan who stored it over night at |6 degrees Celsius.

2. Next we did heat shock transtormation of ligation mixtures into E. coli cells R Py
For the transformation of E.coli by heat shock we obtained 20 ul of competent E. coli cells, added Z ul of our ligation mixture, “flicked” 3x to mix and then places B
on ice for [3-40 minutes.

Then the solution went through heat shock at 42°C (water bath) for 30 seconds, it then returns to the ice bath, where we added 200 ul recovery broth (at room
temperature).
We turned the samples in to our TAs, and our TAs incubate sample at 37°C for | hour, plated aliquots on kanamycin agar plates, incubated at 37°C
overnight, and parafilm and transferred plates to the refrigerator for storage.

E. Checked transformation plates for transformants
Counted number of colonies per plate. (See Results)

7. With the assistance of Dr. Matts, true recombinant clones were identified.

Screened individual colonies for the cloned fragment.

8. A clone was tested, by the TA's, for beta-lactamase activity
Using nitrocefin saturated disks, we tested for beta lactamase activity by qualitative colormetiric assay.

We took the nitrocefin saturated disk and applied our clone, and then let it sit for 30 minutes to see if the disk changed color to red, which would prove that our
clone of Alizabethkingia mirico/s. |s a bata lactamase gene.
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