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Lab Activity #15 – API Tests 
 
Analytical Profile Index test strips are often used in Clinical Microbiology labs to identify organisms. 
These are essentially miniaturized versions of many of the tests we have already conducted. 
 
A. API ZYM – tests for hydrolytic enzymes present in already grown cells – uses high density 

inoculum – does not depend on growth. 
 
1. Harvest several mg cells from an actively growing TSA culture with a disposable loop and suspend 

in 3 mL sterile 0.85% NaCl solution by vortexing. 
 
2. Zero a spectrophotometer at 600 nm with a 13 x 100mm tube with 3 mL sterile 0.85% NaCl solution 

- top right dial to set wavelength to 600 nm 
- no tube, left front dial to 0% transmittance 
- blank tube (13 x 100 with sterile 0.8% NaCl, right front dial to 100% transmittance 
- press mode button to change to absorbance 

 
3. Measure absorbance of resuspended cells and add cells or dilute to achieve a turbidity of “5-6 

McFarland” which is equivalent to an Absorbance of ~0.75. (Add, vortex, measure, repeat). 
 
4. Label the tab on a plastic API strip incubation tray with the name of the organism and your initials. 

Fill the dimples in the tray with water from your squirt bottle. Remove the test strip from its 
package and place in the tray. 

 
5. Add 65 uL of the 5-6 McFarland cell suspension to each cupule on the strip. Cover and incubate at 

30C for 4-8 hrs. 
 
6. After incubation, add 1 drop ZYM reagent A, one drop ZYM reagent B, incubate for 5 min, observe 

and record intensity of color change. Score in a range from 1-5. 
 
B. API 20 NE (Non-Enteric) – Tests characteristics that distinguish many non-Enterobacteriaceae 
 
1. Zero a spectrophotometer at 600 nm with a 13 x 100mm tube with 3 mL sterile 0.85% NaCl 

solution.  
 
2. Add resuspended cells from part A to a 13 x 100 mm tube to achieve a turbidity of “0.5 McFarland” 

which is equivalent to an Absorbance of ~0.132. (Add, vortex, measure, repeat). 
 
3. Label the tab on a plastic API strip incubation tray with the name of the organism and your initials. 

Fill the dimples in the tray with water from your squirt bottle. Remove the test strip from its 
package and place in the tray. 

 
4. Add the 0.5 McFarland suspension to the NO3 - PNPG tubes (not the cupules) on the test strip. 
 
5. Open an AUX medium ampule and add 200 uL of the 0.5 McFarland cell suspension. Mix by 

pipetting up and down. 
 
6. Fill the tubes and cupules of the GLU – PAC tests with the AUX cell suspension 
 
7. Fill the cupules of the 3 underlined tests GLU, ADH, URE with sterile mineral oil. Cover and 

incubate at 30C for 24-48 hrs. 
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