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Supplies
· 
· Specimen culture to be smeared
· Inoculation loops
· Glass slide
· Permanent marker
· Deionized water
· Tupperware container
· Glass slide holder
· Heat fixation device
· Gram Stain Kit
· Crystal Violet Reagent
· Iodine Reagent
· Decolorizer
· Advanced Counterstain
· Kimwipes
· Microscope
· Immersion oil


Methods
· Draw a circle with a permanent marker on the glass slide to indicate where specimen has been smeared, and attach metal slide holder to slide.
· Apply a drop (about 10 uL) of deionized water to the area within the circle previously drawn. Tilt glass slide as necessary to ensure water covers the entire area of the circle.
· Collect the test specimen from culture with inoculation loop.
· Apply the test specimen to the glass slide in the water within the circle. 
· With a gas burner, heat fix the smear to the slide by passing the slide through a low flame several times until all moisture has evaporated. Allow slide to cool to room temperature before staining.
· Over the Tupperware container, cover the slide with the Crystal Violent Reagent for one minute.
· Rinse the slide with deionized water, while avoiding to rinse directly inside the circle with the specimen.
· Cover the slide with the Iodine Reagent for one minute.
· Gently rise the slide with deionized water and allow to drain.
· Tilt the slide and flood the slide with a few drops of Decolorizer until no violet color runs off. This will usually take 10 seconds or less. Do not over decolorize.
· Rinse slide gently with deionized water.
· Cover slide with Advanced Counterstain for one minute.
· Rinse slide gently with deionized water. The rinse water in this step should be slightly pink. Do not over wash.
· Allow slide to drain and air dry, or gently dry with Kimwipes.
· Examine the slide on the microscope, first under 40X magnification. Adjust as necessary.
· Increase magnification to 100, and apply drop of immersion oil to lens.
· Slowly adjust microscope so 100X magnification lens gently touches the glass slide to avoid cracking/breaking the slide.
· Examine specimen and adjust as necessary.
