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Catalase Test 

3% Hydrogen peroxide: Look for bubbles. 
Safety Warning: To contain potential aerosols perform in 
a BSC, covered petri dish or sealed tube.  

Spot Indole Test

Cinnamaldehyde reagent (preferred): Look for blue color. 

Kovac’s reagent: Look for pink color. Most accurate when 
performed in incubated Tryptone/Peptone Broth. 

Oxidase Test (Tetramethyl reagent) 

Positive: Deep blue to purple color in 10-30 sec. 
Weak Positive: Color change in 30-60 sec. 
Negative: No color change in 60 sec. 

Motility 

Compare the uninoculated tube with the inoculated tube 
Negative: See only growth in the line of inoculum (no 

fuzziness or spreading and media is clear).  
Intermediate:  Just starting to see growth out from the 

line of inoculum (fuzzy) but media is still clear. 
Positive: See distinct growth out from line of inoculum 

into the media (not clear). 

Motility with TTC 

Triphenyltetrazolium chloride (TTC): A colorless dye in the 
medium that turns red when bacteria reduce it.  

Warning: TTC inhibits some bacteria.   
Look for evidence of spreading of growth away from the 

line of inoculum.  
Negative: See only the red in the line of inoculum (no 

fuzziness or spreading and media is clear).  
Intermediate:  Just starting to see growth out from the 

line of inoculum (fuzzy) but media is still clear. 
Positive: See distinct growth out from line of inoculum 

into the media (not clear). 

Urea 

Positive test: Development of an intense magenta to 
bright pink color in 15 minutes to 24 hours.  
Note:  
Yersinia spp. – urea agar or broth (Christensen)  
Brucella spp. – urea agar or broth, or disks/tablets 

Arginine Decarboxylase 

Compare the uninoculated Base with the inoculated Base 
and Arginine tubes to determine color changes.  
1st Step - Base only (no Arginine): Look for color change 
inoculated base to yellow, golden or grey yellow (see NF 
Base) to indicate that the organism utilized the glucose 
and pH decreased. 
2nd Step - Arginine: Look for color change in inoculated 

base and arginine back to purple indicating 
decarboxylation of Arginine occurred and pH increased. 

Negative Control - Arginine tube yellow indicating no 
decarboxylation: E. coli ATCC® 25922 

Positive Control - Arginine tube purple indicating 
decarboxylation: P. aeruginosa ATCC® 27853 

Non-Fermenters that are Arginine positive (suspect 

Burkholderia spp.): Color change is more subtle. Base is 

golden or grey yellow and Arginine tube maybe lighter 

shade of purple. 


