
[image: image1.jpg]7. Make certain that sample wells left by comb are completely submerged. If dimples are noticed around wells,
slowly add buffer until they disappear.

8. The gel is now ready to load with DNA.

Note: If this will be your stopping point for the lab period, cover the electrophoresis chamber to prevent gel from
drying out.

Procedure B: Load Gel

Use micropipet to load contents of each reaction tube into a separate well in gel. Use a fresh tip for each reaction
tube.

1. Draw sample into pipet or gel-loading device.
2. Steady pipet over well using two hands.

3. Be careful to expel any air in micropipet tip end before loading gel. (If air bubble forms a cap over well,
DNAVIoading dye will flow into buffer around edges of well.)

4. Dip pipet tip through surface of buffer, position it over the well, and slowly expel the mixture. Sucrose in the
loading dye weighs down the sample, causing it to sink to the bottom of the well. Be careful not to punch tip
of pipet through the bottom of the gel.

Procedure C: Electrophorese

1. Close top of electrophoresis chamber, and connect electrical leads to an approved power supply, anode to
anode (red-red) and cathode to cathode (black-black). Make sure both electrodes are connected to same
channel of power supply.

2. Turn power supply on and set voltage as directed by your instructor. Shortly after current is applied, loading
dye can be seen moving through gel toward positive pole of electrophoresis apparatus.

3. The loading dye will eventually resolve into two bands of color. The faster-moving, purplish band is the dye
bromophenol blue; the slower-moving, aqua band is xylene cyanol. Bromophenol blue migrates through gel a
same rate as a DNA fragment approximately 300 base pairs long. Xylene cyanol migrates at a rate equivalent
to approximately 2000 base pairs.

4. Allow the DNA to electrophorese until the bromophenol blue band is about 2 cm from the end of the gel. You
instructor may monitor the progress of electrophoresis in your absence; in that case, omit Steps 5 and 6.

5. Turn off power supply, disconnect leads from the inputs, and remove top ofelectrophoresis chamber.

6. Carefully remove casting tray, and slide gel into staining tray labeled with your group name. Take gel to your
instructor for staining.

Questions

1. Compare the fingerprints of the Pennsyivania, Alabama, and Missouri virus isolates. What can you conclude
about the virus infecting the Missouri patients®

2. Why would the restriction fragment patterns from two different viruses be different?
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