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1. Overview Title TEXT: Local Heat Probe Assay: A Method for to Assessing Nociception to of High Temperatures inby Drosophila Larvae	Comment by Elvin E Morales: Should we stick with this or say “Thermo-nociception”? I wrote it like this to differ more from the title of the protocol paper.	Comment by Emanuela Zaharieva: Good idea, don’t change
1.1. A local heat probe assay involves direct stimulation of a localized area on of the cuticle of Drosophila larvae with a heated probe to measure if and how they detect and respond to harmful temperatures, also known as thermal nociception.	Comment by Emanuela Zaharieva: This is a good introductory sentence. However, I think it will be hard to visualize. Try to incorporate this information as part of the active voice narration. 
1.2.  To begin, collectTo prepare Drosophila larvae for a heat probe assay, collect animals atof the desired developmental stage, and transfer individual single larvae onto a flat surfacetest plate with a thin film of water.
1.3. [bookmark: _gjdgxs]The water ensures thatallows the larvae tocan move freely and respond to the heat probe without sticking to the plate’s surface. 
1.4. [bookmark: _sgso9ltkwd3l]Drosophila larvae detect noxious thermal stimuli through multidendritic sensory neurons in their epidermis known as nociceptors. These don’t fire until a certain sensory threshold is reached, such as potentially harmful high temperatures. 	Comment by Elvin E Morales: I moved the explanation of the sensory neurons over here because it allowed me to provide a bit more context as to why the heat probe need to be set to a high temperature. It also seems to flow better if I place it here.
1.5. Set your the heat probe to a  very high temperature that will overcome this sensory threshold and cause the nociceptors to fire.
1.6. and Ggently press the tip of the probe against the larva to apply heat . The larva will respond to the noxious temperature with thermo-nociceptive behaviors--withdrawing from the probe.
1.7. [bookmark: _GoBack]Stop when the larva until it stops moving and aexhibits a three hundred and sixty-degree-roll  away from the heat probe nocifensive response is achieved or until when a defined period time has elapsed. Record the response time.
1.8.  
1.9. [Add a step briefly describing the multidendritic sensory neurons, the essential information is in the middle paragraph of the ABSTRACT. Also that they won’t fire unless a threshold is reached]
1.10. Measure thermo-nociceptive behaviors by recording how long it takes for the larvae to respond to the probe within a defined period after it is applied. 
1.11. In the following example protocol, we will see a demonstration on how to performof a localized heat probe assay on early third instar Drosophila larvae. 
2. Protocol Title TEXT: Performing a Local Heat Probe Assay on Drosophila Larvae

Sources:
· https://bio-protocol.org/e2737
· https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4965000/
· https://www.pnas.org/content/early/2019/06/17/1820840116
· https://journals.plos.org/plosone/article?id=10.1371/journal.pone.0032878
