The Gram staining

I. Prepare a Slide Smear:
1. Transfer your sample:
i. Bacterial colony: add a loop of water or PBS buffer onto the slide and aseptically transfer a bit of colony to the slide. If your colony is very dry, use a wet loop to pick it up. Spread the colony along the slide to have areas of low concentration (thin film). 
ii. Soil: resuspend a small amount of soil samples (fill the Eppendorf tube up to 100uL) in 1 mL of PBS. Spin down briefly. Transfer 5-10 uL of the sample on the slide. Spread the sample to an even thin film.
2. Allow to air dry
3. Fix with 99.9% methanol: add 2-3 drops of the methanol and let it air dry before staining / Alternatively, heat fix but rapidly passing the slide over the flame.

II. Gram staining:
1. Flood the fixed smear with Gram's crystal violet Solution. Let stand for 60 seconds.
2. Pour off the stain and gently wash with tape water from a faucet or a plastic water bottle.
3. Flood with Gram's iodine Solution. Allow it to remain for 60 seconds.
4. Pour off the iodine solution and gently wash with tape water. Shake off the excess water from the surface.
5. Decolorize with Gram's Decolorizer Solution until the blue dye no longer flows from the smear. Further delay will cause excess decolourization in the gram-positive cells, defeating the purpose of staining.
6. Gently wash the smear with tape water.
7. Counterstain with Gram's safranin Solution for 60 seconds.
8. Wash off the red safranin solution with water. Blot with paper to remove the excess water. 
9. Examine the finished slide under a microscope.
10. Start with a low magnification and work up to 100X, however for 100X use a small drop of the immersion oil. 
11. Observe and note if your organism is gram positive or negative, the shape of the cell and their arrangement. Determine if your organism is likely a fungus. 
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