BIOL 110 Lab		Penn State Lehigh Valley
Procedure for Casting Gel, Loading Samples and Visualizing DNA

Gels can be cast directly in the gel box by using the casting gates with the gel tray.

Step 1. Seal the ends of the gel tray securely with the casting gates.

Step 2. Prepare a total of 40 mL of a 1% w/v agarose solution. To do this mix 40 mL of 1X TAE in a graduated cylinder and pour into an Erlenmeyer flask. Add 0.40 g of agar powder to the flask. 

Step 3. Microwave your solution in the flask for 1 minute. The solution should be boiling and all agar powder should be fully dissolved. Add 30 seconds of microwave time as necessary. Use hot mitts!!

Step 4. Cool the agarose to at least 60°C. This is about the same temperature as a hot cup of coffee. 

Step 5. Once the solution has cooled, add 8 uL of SYBR green to the solution and swirl the flask until evenly mixed.  

Step 6. Place two 8-well combs into the appropriate slots of the gel tray, in the slot on the black node side. This way the DNA will “run to red”. Pour the solution slowly to prevent bubbles from forming, until the solution is nearly at the top of each individual comb. You may not need to add ALL of the solution to get to the proper level. 

Step 6. If bubbles do develop, push them towards the casting gates of the gel so they will not obstruct the movement of the DNA. Allow the gel to solidify at room temperature for 10 to 20 minutes — it will be translucent when ready to use.

Step 7. Carefully remove the combs and casting gates from the solidified gel.

Step 8. Pour 1X TAE solution into the buffer chamber until the entire gel is immersed, including the wells.

Step 9. On a piece of parafilm, mix the Wolbachia PCR and COI1 PCR products from each sample, add 10 uL of each and mix together. You should have a total of six mixtures made.

Step 10. Pipette 10 uL of each mixed DNA sample directly into the well. With both rows of 8 well combs, both groups can load up their samples on a single gel.

Lane 1		DNA Standard
Lane 2		Arthropod #1 Wol + COI1
Lane 3		Arthropod #2 Wol + COI1
Lane 4		Wol Pos Wol + COI1
Lane 5		Wol Neg Wol + COI1
Lane 6		gDNA control Wol + COI1
Lane 7		water control Wol + COI1
Lane 8		EMPTY

Step 11. Secure the lid on the gel box. The lid will attach to the base in only one orientation: red
to red and black to black. Connect the electrical leads to the power supply.

Step 12. Turn on the power supply. Set it to 100 V and electrophorese the samples for
25 minutes

Step 13. When electrophoresis is complete, turn off the power and remove the lid from the gel
box. Carefully remove the gel tray and the gel from the gel box. Be careful, the gel is
very slippery. Nudge the gel off the gel tray with your thumb and carefully slide it into the Transilluminator.

Step 14. Make sure the tinted screen is down in position and switch on the transilluminator.
