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1. Overview Title TEXT: Lifespan Protocol for Drosophila melanogaster: Generating Survival Curves to Identify Differences in Fly Longevity 	Comment by Emanuela Zaharieva: Good title! 
1.1. Start by co-housing a set number of male and female Drosophila [pronunciation] melanogaster [pronunciation] -- , fruit flies --, in a vial containing cornmeal medium. This allows for a consistent density of offspring.
1.2. Allow the female flies to lay eggs, then remove the adult flies. The eggs will become larvae, pupae, and finally adult flies in a span of 10 days.	Comment by Emanuela Zaharieva: Key concept: Females are allowed to lay eggs for a few days after which the parent flies are removed to avoid overcrowding from additional progeny. 

Key concept: Drosophila larvae will progress through development, pupate and adults will eclose in about 10 days at 25 degrees Celsius. To synchronize collection of 1day old flies, empty the vials on day 9 to discard individuals that have eclosed earlier than their cohort. Then, proceed with collecting 1day old flies across several days. 

Key concept: Males and females of the same age are housed together for a few days to allow for mating, since unmated flies have altered lifespans  


Please rewrite in your own words. 
1.3. New flies emerging earlier than their cohort should be removed before Day 9.
1.4. Divide the now synchronized flies into groups for the control and experimental conditions. Co-housing of male and female flies allows mating, prevents removing a variable unwanted alterations to the lifespan of the fliesthat affects lifespan.	Comment by Emanuela Zaharieva: See comment for 1.2. 
1.5. After several days, separate the flies by sex into groups. Place an equal number of flies into the corresponding experimental condition.
1.6. [bookmark: _GoBack]Every 3 days, transfer the living flies into a new vial, and record the number of dead flies. Repeat this process until all the flies have died.  and you have enough replicates. 
1.7. After at least three replicate experiments, Pplot the mean percentage of surviving flies by day to generate mean survival curves for each condition.
1.8. In this example, we will see how to generate survival curves for Drosophila melanogaster cohorts treated with different endocrine disrupting chemicals.
2. Protocol Title TEXT: Lifespan Differences in Drosophila melanogaster Treated with Endocrine Disrupting Chemicals (EDCs)
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