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Gram Stain
1) Prepare a heat fixed slide of B. circulans by heat sterilising an inoculating loop using a bunsen burner and then collecting some plated culture on it. The culture is then smeared in a small area on a glass slide using a drop of water.

Before operating bunsen burner, ensure all flammable material is removed from the immediate area

No gloves are to be worn while operating bunsen burners

2) The slide is then heat fixed by passing the slide through the hottest part of the ‘blue’ bunsen flame until all the water has evaporated as demonstrated by your demonstrator
Ensure the slide is only passed through the flame and not held within in it to prevent the slide heating up and injuring the operator

3) Transfer the fixed slide to the staining station and place the slide on the rack provided.

4) Whilst wearing gloves follow the table below to perform the staining procedure as demonstrated by your demonstrator
	Reagent
	Action
	Time

	Crystal Violet
	Flood
	1 min

	Water
	Rinse
	5 sec

	Gram’s Iodine
	Flood
	1 min

	Water
	Rinse
	5 sec

	Absolute Alcohol
	Rinse gently
	5 sec

	Water
	Rinse
	5 sec

	Safranin
	Flood
	1 min

	Water
	Rinse
	5 sec

	
	Blot dry with tissue
	


5) Following staining procedure transfer slide to a light microscope for viewing. Follow all demonstrators directions regarding microscope use
Use 95% ethanol to clean stage and 100x objective lens

To use 100x objective lens ensure immersion oil is used
Spore Stain

1) Prepare a heat fixed slide of B. circulans by heat sterilising an inoculating loop using a bunsen burner and then collecting some plated culture on it. The culture is then smeared in a small area on a glass slide using a drop of water.
Before operating bunsen burner ensure all flammable material is removed from the immediate area
No gloves are to be worn while operating bunsen burners

2) The slide is then heat fixed by passing the slide through the hottest part of the ‘blue’ bunsen flame until all the water has evaporated as demonstrated by your demonstrator.
Ensure the slide is only passed through the flame and not held within in it to prevent the slide heating up and injuring the operator

3) Transfer the fixed slide to the staining station and place the slide on the rack provided.

4) Whilst wearing gloves follow the table below to perform the staining procedure as demonstrated by your demonstrator.
	Reagent
	Action
	Time

	Malachite Green
	Flood
	Continuous heating over 5min

	
	Heat using alcohol burner and add more stain as needed to prevent evaporation
	

	
	Cool slide
	5 min

	Water
	Rinse
	5 sec

	Safranin
	Flood
	1 min

	Water
	Rinse
	5 sec

	
	Blot dry with tissue
	


Do not handle slide whilst it is being heated over the alcohol burner or while it is cooling to prevent injury to the operator
6) Following staining procedure transfer slide to a light microscope for viewing. Follow all demonstrators directions regarding microscope use

Use 95% ethanol to clean stage and 100x objective lens

To use 100x objective lens ensure immersion oil is used

As per Risk Assessment all persons performing a Gram/Spore satin must wear Lab Minimum PPE (gown, closed shoes and gloves and eye protection when prompted) at all times.





Spill procedures may apply – Demonstrator supervision








