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1. Overview Title TEXT:  Ethanol Fixation and DAPI Staining:  A Method to Visualize DNA in C. elegans
1.1. [bookmark: _GoBack]Start with a drop of buffer solution on a microscope slide and transfer intact worms to the droplet.
1.2. [bookmark: _gjdgxs]Once the worms are in place, use a lint-free tissue to soak up and remove the buffer.  
1.3. Fix the sample by bathing the specimens with 90% ethanol several times, allowing it to evaporate after each application.	Comment by Anna Justis: I changed “washing” to “bathing” because “washing” is usually used in bio protocols to describe steps that are simply rinsing a sample or removing a previous reagent before proceeding.  I want to avoid any confusion.
1.4. [bookmark: _sgso9ltkwd3l]Once the ethanol has evaporated after the final rinse, add a solution containing the nucleic acid dye—DAPI [pronunciation]—to the sample.  
1.5. DAPI binds preferentially to adenine [pronunciation] and thymine [pronunciation] bases in the minor groove of D.N.A.  When bound, the DAPI-D.N.A. complex absorbs UV light and emits visible blue light.
1.6. Next, add an anti-fade preservative to extend the shelf life of the sample, apply a coverslip, and seal it to the slide.
1.7. Then, use a fluorescent microscope with a blue filter to visualize DAPI bodies, which, depending on the cell and its cycle status, can represent single chromosomes [pronunciation], sister chromatid [pronunciation] pairs, or whole nuclei [pronunciation].  
1.8. In this experiment, we will count DAPI stained sister chromatid pairs in oocytes to identify tetraploid strains of Caenorhabditis [pronunciation] elegans.
2. Protocol Title TEXT:  Identifing Tetraploid Oocytes



Sources:
· General information about DAPI stain.  Millipore Sigma website https://www.sigmaaldrich.com/catalog/product/roche/10236276001?lang=en&region=US&utm_medium=cpc&utm_source=bing&utm_term=dapi%20staining&utm_campaign=Roche%20Products%20(Bing%20ebizpfs)&utm_content=roche/10236276001
· Wilson, W. D., Tanious, F. A., Barton, H. J., Jones, R. L., Fox, K., Wydra, R. L., Strekowski, L.  “DNA Sequence Dependent Binding Modes of 4’,6-Diamidino-2-phenylindole (DAPI),”  Biochemistry, 1990, 29, 8452-8462.  
· Spectrochemical information on DAPI.  ThermoFisher Scientific website.  https://www.thermofisher.com/document-connect/document-connect.html?url=https%3A%2F%2Fassets.thermofisher.com%2FTFS-Assets%2FLSG%2Fmanuals%2Fmp01306.pdf&title=REFQSSBOdWNsZWljIEFjaWQgU3RhaW4=


