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1. Overview Title TEXT: Injection of Adult Drosophila Flies: A Method for Delivery of Fluorescein-Labeled Particlesof Compound or Label Delivery	Comment by Anna Justis: This can be a general description of the technique

1.1. Prepare tapered injection needles by pulling thin- walled glass capillaries using a needle puller.
1.2. 
1.3. [bookmark: _Hlk20864528]Hold a needle under a microscope and break the tip, making sure that the needle shank is sturdy enoughopening is just large enough to pierce the adult fly cuticle without wounding it more than necessary.	Comment by Anna Justis: You generalized this step apropriately.	Comment by Anna Justis: This isn’t quite right.  Generally, the needle tip is broken to enlarge the opening (by removing the thinnest part of the needle tip)	Comment by Elvin E Morales: You are absolutely right. After reading a few papers I realized that different settings on the needle puller produce different types of needle tip shapes and the type most commonly used for Drosophila injections is already sturdy enough to begin with. The ones I was used to using on zebrafish had really long tips and was taught that it had to be cut mainly so that they wouldn’t bend. 
1.4. 
1.5. [bookmark: _1fob9te]Measure your the injection volume by loading your needle with a sterile dye and salt buffer solution and then ejecting it onto a drop of mineral oil on a stage micrometer.
1.6. 
1.7. The Use the scale on the micrometer allows you to measure the diameter of the ejected droplet, which can be used to calculate the volume dispensed and calibrate your injector settings accordingly.	Comment by Anna Justis: Edited to use imperative mood.	Comment by Elvin E Morales: Although calibrating your injector settings is one of the main reasons you measure droplet size and volume it does not specifically mention doing this in the video or in the protocol text, should I take it out?	Comment by Anna Justis: Leave it in.  This is exactly the type of background that is useful to include.
1.8. 
1.9. Load the needle with your injection solution and mount it onto an injection nozzle.
1.10. 
1.11. Anesthetize vials of 4 to 7-day oldyour flies with CO2 and arrange them on a CO2 fly pad that will maintain keep them anesthetized during the injection process..
1.12. 
1.13. Once the flies are in a the desired correct orientation for your experiment, proceed with the injections.
1.14. 
1.15. After injections are done, secure the flies on a glass slide, making sure they cannot move for image acquisition. 

1.16. In tThe following example protocol, we will demonstrates injectioninject of adult Drosophila flies with fluorescein-labeled bacteria particles for in vivo imaging and quantification of fly phagocytic immune response.	Comment by Anna Justis: I removed the details that are not included in the protocol clip.



2. Protocol Title TEXT: Fluorescein-Labeled Particle Injection into Adult Drosophila Flies to Measure Phagocytic Immune Response In Vivo
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Sources:
· https://www.microscopemaster.com/microscope-stage-micrometer-and-measurements.html
· https://www.tritechresearch.com/MINJ-DROS-FP.html
· https://www.jove.com/video/1115/microinjection-of-zebrafish-embryos-to-analyze-gene-function
· https://www.sdbonline.org/sites/2008ShortCourse/Mullins-Morpholino2.pdf
· https://www.ncbi.nlm.nih.gov/pubmed/6632960
· https://www.future-science.com/doi/pdf/10.2144/02332rr03

