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Form 
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Appendix 10 Gram Staining  
Rationale: To start the identification process, bacterial samples need to be categorized 

into Gram positive or Gram negative. Then follow up testing can be done to further 

narrow down and identify.  

Materials: 

Previously cultured agar plates 

3 Microscope slides 

Dropper and bulb 

Crystal Violet 

Iodine  

Safranin  

dI Water 

Sterile Toothpicks  

Acetone 

Bunsen burner  

EVOS microscope and Image capturing software 

 

Procedure: 

1. On each microscope slide, add dI water to the surface, about 3-5 drops. Do this 
three times for three Gram stains per bacterial sample. 

2. From the previously cultured agar plates, isolate a colony and using a sterile 
toothpick, take a sample. Add this sample to the dI water. Do this for both 
samples on each slide.  

3. Using the Bunsen burner, wave the slide gently over the flame to heat seal the 
sample.  

4. Once sample is heat seal, flood the slide using a dropper with crystal violet. 
Leave on for 1 minute. Rinse with dI water. 

5. Flood slide with iodine and leave on for 1 minute. Rinse with dI water and raise 
with acetone right after. Make sure to only rinse with acetone for about 5-10 
seconds. Rinse with dI water again after the acetone.  

6. Flood slide with safranin and leave on for 1 minute. Rinse with dI water.  
7. Let dry and use EVOS microscope to observe and capture images.  
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Appendix 11 Malachite Green Staining 

Rationale: In the last stage of identifying Group 1 Bacillus, staining the bacterial samples 

with malachite green will reveal any strains that produce a cuboidal crystal delta-

endotoxin.  

Materials 

Microscope slides 

Sterile toothpicks 

dI water 

Previously cultured bacterial samples on agar 

Bunsen burner 

Malachite green stain  

Safranin stain 

 

Procedure: 

1. Prepare work station and attach and light Bunsen burner. 
2. On each microscope slide, add dI water to the surface, about 3-5 drops. Do this 

three times for three malachite stains per bacterial sample. 
3. From the previously cultured agar plates, isolate a colony and using a sterile 

toothpick, take a sample. Add this sample to the dI water. Do this for both 
samples on each slide.  

4. Using the Bunsen burner, wave the slide gently over the flame to heat seal the 
sample.  

5. Once sealed and dry, add 3-5 drops of malachite stain onto the samples. Let sit 
for 1 minute. Rinse with dI water.  

6. Add 3-5 of safranin to each sealed sample. Let sit for 1 minute. Rinse with dI 
water.  

7. After slides have dried, examine staining with a microscope 
 

NOTE: Samples that test positive for cuboidal crystal formation will stain green. Samples 
that test negative will stain pink.  

 

 
 
 
 
 


