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1. Overview Title TEXT: “Drosophila Burrowing and /Tunneling Assay: A Method to Assess Tissue Hypoxia in Fly Drosophila Larvae”	Comment by Anna Justis: Don’t forget pronunciation guides- particularly for larvae	Comment by Anna Justis: Could you use “or” instead of “/”?	Comment by Anna Justis: What is the relationship to hypoxia?
0. To set up the embryo collection cages, use add fresh yeast paste to grape juice agar plates and supplemented with fresh yeast paste and attach place the plates onto cages with containing previously added male and female Drosophila flies of the appropriate genotypes. 	Comment by Anna Justis: Break this into 2 steps (for VO)
0. The odor from the yeast and grape juice is attractive and promotes egg laying by the females. flies to lay eggs on the agar substrate.	Comment by Anna Justis: How?  Nutritionally?
0. Allow egg laying for a timed period, after which, then remove the adults and incubate the embryo plates for 24 hours to obtain first instar larvae. 
0. [bookmark: _GoBack]Then, gently transfer a few individual larvae from the grape juice plate onto an agar-only test plate where a hole in the agar in the center of the plate was cut out and filled with yeast paste. To make the burrowing/tunneling plates, make a hole in the center of agar plate, and fill the hole with yeast paste. The agar plates provide a substrate for the larvae to tunnel. 	Comment by Anna Justis: Could you just leave this out?	Comment by Anna Justis: How should the VO pronounce this?	Comment by Anna Justis: Perhaps just pick one term to use within the script
0. Then transfer a defined number of first instar larvae from the grape juice plates onto the agar plates. To ensure reproducible results, ensure a low density of larvae in each plate.
0. Leave the plates in the incubator for several days.
0. Young larvae must feed to gain body weight to develop, so they burrow in the food source- the yeast pasteYoung larvae will burrow in the yeast paste. ,  
0. As they develop, larvae enter a wandering phase and tunnel away from the food to seek out a site for pupation. and eventually tunnel in the agar plate.
0. As larvae progress through development they seize cease to tunnel and pupate.  To assess hypoxia, examine the tunneling patterns larvae form in the substrate. Lack or insufficient tunneling is a sign of oxygen deprivation.    	Comment by Anna Justis: Cease?

0. In the example protocol, we will see how to set uphow to set up  the burrowing and /tunneling assay..
1. Protocol Title TEXT: “Performing a Burrowing and Tunneling Assay with Drosophila Larvae”

