In the Gram stain procedure, Step 1 involves staining with the crystal violet, Step 2, flooding with Gram's iodine, what step comes next?

  a. Flood the slide with 95% alcohol for 30 sec. or until all stain rinses off.    

  b. Blot the slide dry.    

  c. Place the slide under the microscope for examination.    

  d. Cover the slide with the safranin   

a. Flood the slide with 95% alcohol for 30 sec. or until all stain rinses off.

This is correct, after the mordant treatment comes decolorization.
Before safranin is added to cells undergoing a Gram stain, what color would Gram negative cells appear if you were to observe them?

  a. clear    

  b. pink    

  c. purple    
a. clear

this is correct. Before the counterstain, safranin, is added, Gram negative cells are clear.

Observe the plate(streakpoor2). What conclusion can you make?
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  a. This is a pure culture.    

  b. This is a mixed cultre.    

  c. This is a culture of Gram positive and Gram negative bacteria.    

  d. Need more information to make a conclusion.    

d. Need more information to make a conclusion.

E.coli is a Gram negative rod shaped bacterium. Observe the photo. Which best describes the image? 
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  a. cells stained with basic dye crystal violet.    

  b. cells stained with Gram stain.    

  c. cell stained with indirect stain nigrosine (black dye).    

  d. cells unstained and observed with phase contrast microscopy.    

b. cells stained with Gram stain.

This is correct. Gram stain differentiates between Gram negative and Gram positive cells and Gram negative cells are seen as pink after safranin is added.

A bacterial colony is best described as 

  a. a group of bacterial cells    

  b. the progeny of one bacterial cell    

  c. a mixture of one or more cell types.    

  d. a multicelluar organism.    

b. the progeny of one bacterial cell

This is correct. One bacterial cell plated on a solid sruface divides and over time produces a colony of cells

Observe the plate(streak3). Is this a pure culture?
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  a. Yes    

  b. No,    

  c. Need more information to make a conclusion.    

a. Yes

This is correct. All colonies have the same morphology.

Observe the cells stained with the Gram Stain. The cells are from 24 hour cultures. A Gram stain control indicates that the staining technique worked well. What can you conclude from looking at the slide (grammix3)? 
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  a. This is a mixed culture.    

  b. This is a pure culture    

  c. Not enough information is given to make a conclusion.

a. This is a mixed culture.

This is correct. Two cell shapes are observed. Some organisms are Gram Positive and some are Gram negative

Positive or direct staining may be described as

  a. when the cell is left unstained while the background is stained.    

  b. when colored light is used to give the cell the appearance of being stained.    

  c. when an acidic dye is used.    

  d. when a basic dye is used.    

d. when a basic dye is used.
Positive staining is when the cell is dyed by a positively charged or basic dye. The cell membrane has an overall negative charge and will interact with the dye. The cell will be colored as a result of direct staining.  

This is a mixture of Gram positive and Gram negative cells stained with a simple stain (crystalviolet). What conclusion can you make from this image(simplestain)? 
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  a. The cell wall types of the two cell types differ.    

  b. The shapes of the two cell types differ.    

  c. The cells are non-motile.    

  d. One cell type has LPS (lipopolysacharide) and one does not.

b. The shapes of the two cell types differ. 

This correct. The two cell shapes can be observed.

In a negative or indirect staining procedure, using the black dye nigrosine, a bacterial cell would appear 

  a. Black    

  b. Red    

  c. Purple    

  d. Unstained.    

d. Unstained.
This is correct! The cell will repel the dye. The background will be black and the cell will be colorless.

A simple stain may be used in conjunction with light microscopy to:

  a. to increase contrast between specimen and background    

  b. differentiate among different types of organisms    

  c. increase resolution    

  d. decrease the light scatter    

a. to increase contrast between specimen and background
A specimen air dried onto a slide is passed through a flame to:

  a. fix cells to the slide    

  b. increase contrast between specimen and background    

  c. inhibit motility    

  d. steam stain into specimen    

a. fix cells to the slide

this is correct. Passing the specimen through the flame after air-drying heat fixes the cells to the slide

The stained bacterial cells in the image(Gram6) are approximately 1.5 micrometers in diameter. Predict the total magnification in use.

  a. 40X magnification    

  b. 100X    

  c. 400X    

  d. 1000X    

d. 1000X
Match the following with the role in the Gram Stain.

Preview columns: 

Alcohol 

Safranin 

Gram's iodine 

Crystal violet 

decolorizer 

counterstain 

primary stain 

mordant

Alcohol — decolorizer Correct 

Safranin — counterstain Correct 

Gram's iodine — mordant Correct 

Crystal violet — primary stain Correct 

What is the role of alcohol in the Gram Stain process?

  a. It is helpful when fixing the cell to the slide.    

  b. It is used as a decolorizing agent that allows differential release of the primary stain.    

  c. It acts as a common dye used in positive or direct staining.    

  d. It is used as a mordant to increase binding affinity.    

b. It is used as a decolorizing agent that allows differential release of the primary stain.

This is the correct answer! The alcohol allows the release of the crytal violet iodine complex by dissolving the lipid in the Gram negative cell walls. The dehydrating effect of the alcohol causes the peptidoglycan-rich cell wall of the Gram positive cells to shrink, holding the crystal violet-iodine complexes in the cells.  

During the Gram stain procedure you forget to use alcohol to decolorize. What color would the Gram negative E.coli appear? 

  a. Pink    

  b. Purple    

  c. Green    

  d. Clear    

b. Purple

This is correct. If one forgets the decolorizing step. The cells will remain purple from the use of the primary stain.

Observe the cells which have been stained with the Gram Stain. A Gram stain control shows that your technique worked well. The cells used for the stain were from a 62 hour culture. What can you conclude (BacilVar)?
a. This is a mixed culture.

b. This is a pure culture 

c. Cannot determine from the information provided.

c. Cannot determine from the information provided.

Because the stain is old and must be repeated with overnight culture.

A Gram positive cell appears purple during the Gram stain: 

  a. after the crystal violet is added.    

  b. after the iodine is added.    

  c. after the alcohol is added.    

  d. All of the above.  

d. All of the above.

this is correct. The Gram positve cell will stain purple as a result of interaction witht the positively charged dye, crystal violet. The crystal ciolet will not be removed by subsequent steps of the stain. At the completion of the Gram stain the Gram positive cell will be purple. 

Before safranin is added to cells undergoing a Gram stain, what color would Gram negative cells appear if you were to observe them?

  a. clear    

  b. pink    

  c. purple    

a. clear

this is correct. Before the counterstain, safranin, is added, Gram negative cells are clear. 

Below are pictured two streak plates(coloniesPanel). What can you conclude from these Two streak plates?

  a. Both plates are the same organism.    

  b. Two pure cultures have been isolated.    

  c. The results are inconclusive. No isolated colonies can be observed.    

b. Two pure cultures have been isolated.

Observe the plate (streak2). What can you conclude?
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  a. This is a pure culture.    

  b. This is a mixed culture.    

  c. Thisi is a mixture of mold and bacterial colonies.    

  d. Need more information to make a conclusion.

b. This is a mixed culture.

This is correct. This is not a pure culture as a variety of colony morphologies can be seen.

Methylene blue, crystal violet, and safranin are all basic dyes. What color would each stain the Gram positive bacterium Staphylococcus aureus?

  a. Staphylococcus aureus is Gram positive, it would stain purple.    

  b. Staphylococcus aureus would not stain.    

  c. Staphylococcus aureus is Gram positive, it would stain pink.    

  d. Blue, purple, or pink depending on the stain.      

d. Blue, purple, or pink depending on the stain.

This is correct! With a simple staining proecedure where positively charged dyes are used, the bacterium would take up the color of the stain.  

A bacterial culture is stained with the Gram stain procedure. You observe the organism with the microscope and see pink spherical objects (gram2). What conclusion would you make? These bacteria are:  

  a. Gram positive rods    

  b. Gram positive cocci    

  c. Gram negative rods    

  d. Gram negative cocci    

d. Gram negative cocci

The Gram stain procedure differentiates between: 

  a. Eukaryotes and prokaryotes    

  b. types of bacteria based on cell wall structure    

  c. Prokaryotes based on motility    

  d. Cells with positively charged surfaces and those with negatively charged surfaces.

b. types of bacteria based on cell wall structure

This is correct! Gram positive bacteria will stain purple and Gram negative bacteria will stain pink.  

Observe the streak plate(streak4). What can you conclude?
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  a. This is a pure culture.    

  b. This is a mixed culture.    

  c. No conclusion can be made.    

c. No conclusion can be made.

This is correct. The Streak Plate was not completed. Isolated colonies were not achieved. No Conclusion about the purity of the culture can be made.  

A mordant is used in the Gram stain to 

  a. rinse primary stain from the cell.    

  b. stain Gram negative cells.    

  c. increase the binding affinity of the primary stain.    

  d. stain the Gram positive cell while not staining a Gram negative cell.    

c. increase the binding affinity of the primary stain.

this is correct. Iodine, Gram's mordant increases binding affinity of the primary stain.

What quality determines a "good" streak plate?

  a. Nice clear streaks on the plate.    

  b. Physical dilution of the original culture to allow the observation of isolated colonies.  

b. Physical dilution of the original culture to allow the observation of isolated colonies.

Observe the cells stained with the Gram stain(gram3). Is this a pure culture?
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  a. No, This is a mixed culture.    

  b. Yes, This is a pure culture    

  c. Cannot determine from the information provided.

a. No, This is a mixed culture.

This is correct. There are a mixture of rods and cocci
