The Gram Stain
PROCEDURE 

1. Heat-fix a smear of a mixture of the bacterium as follows: 
a.  Use a wire loop to remove a small amount of bacteria from the agar surface and mix it generously with the water. 
c. Using the loop, swirl the bacteria on to the slide to form a thin film 
d. Allow this thin suspension to completely air dry 
e. Pass the slide (film-side up) through the flame of the bunsen burner 3 or 4 times to heat-fix 
2. Stain with  crystal violet for one minute.

Gently wash with water.  Shake off the excess water but do not blot dry between steps. 
3. Stain with gram's iodine solution for one minute and gently wash with water. 
4. Decolorize by adding ethyl alcohol drop by drop until the purple stops flowing.  Wash immediately with water. 
5. Stain with safranin for one minute and wash with water. 
6. Blot dry and observe under microscope.

Lab write up will go on the back of the sheet.  Each group will turn in a sheet. 
1.  What kind of bacteria was present?

2.  Did mouthwash or antiseptic stop growth?

3.   Which sections had zone of inhibition (if any)
4.  Which section had the most growth

5.  What was the name of the purple stain?





Red stain?





Decolorizing agent?

6.  What was the inoculation loop used for in the lab?

7.  What was the temperature of the incubator and how long were the bacteria in the incubator

8.  What color do gram + bacteria stain?     Gram -  ?  

