
INTENDED USE 

TestOxidase™ Reagent is a qualitative method for the determina-
tion of bacterial cytochrome oxidase.

SUMMARY AND EXPLANATION

Cytochromes are heme-containing proteins and are oxidative
enzymes in the respiratory chain of bacteria which utilize free
oxygen as a terminal electron acceptor. TestOxidase™ Reagent
reacts with oxidized cytochrome C to form a coloured complex.
Therefore, the test is positive for bacteria, which contain
cytochrome C as part of their respiratory chain, and negative for
bacteria, which do not contain cytochrome C. 

PRINCIPLE OF THE PROCEDURE

TestOxidase™ Reagent is based upon the oxidation of tetram-
ethyl-p-phenylenediamine by bacterial cytochrome in the pres-
ence of atmospheric oxygen to form a purple coloured com-
pound  (Wurster’s blue).

REAGENTS

Pro-Lab TestOxidase™ Reagent PL.390 is supplied as 15 mls sta-
ble liquid reagent in an opaque dropper vial.  Each vial contains
sufficient tetramethyl-p-phenylenediamine solution for 400 tests.

FORMULA

0.3% N,N,N’,N’- tetramethyl-p-phenylenediamine in 0.003 M
buffer containing reducing agents and organic stabilizers.

PRECAUTIONS

1. Pro-Lab TestOxidase™ Reagent PL.390 is intended for In Vitro
use only.

2. Do not use the TestOxidase™ Reagent after the expiry date
shown on the product label.

3. Avoid contact with skin, eyes and clothing. 
Flammable.    

4. The reagent should appear colourless, cloudy or very light tan.
Do not use if the TestOxidase™ Reagent is purple.

5. During and after use, handle all materials in a manner con-
forming to Good Laboratory Practices and consider at all
times that material under test should be regarded as a poten-
tial biohazard if mishandled.

6. The procedures, storage conditions, precautions and limita-
tions specified in these directions must be adhered to in order
to obtain valid information.

STORAGE

Store Pro-Lab TestOxidase™ Reagent PL.390 at controlled room
temperature (15° – 30°C) in the original container.  Do not freeze
or overheat. Protect from light. Keep the screw cap tightly closed.
Product stored under these conditions will be stable until the
expiry date shown on the label.

MATERIALS REQUIRED BUT NOT PROVIDED

1. Inoculating loop 
2. Filter paper strips or pads 
3. Incubator 
4. Supplemental media 
5. Quality control organisms

PROCEDURE

Clinical specimens should be inoculated onto appropriate isola-
tion media to obtain well-defined isolated colonies for testing.
Only fresh isolates (18 – 24 hours old) should be used since older
cultures or deteriorated media may lead to aberrant results.

1. Direct (Colony) Method:
a. Add one drop of TestOxidase™ Reagent to a well-isolated

colony on the surface of recommended agar medium.
b. Observe the colony for a colour change within 30 seconds.  (If

the test isolate produces excessively mucoid or slimy colonies,
allow up to 1 minute for colour development.)

2. Filter Paper Method:
a. Add 1 to 2 drops of TestOxidase™ Reagent to any convenient

size of filter paper. Wait 1 to 2 minutes for proper reagent
redistribution.

b. Using a wooden mixing stick or disposable inoculating loop
(nichrome wire loops are not recommended), remove a medi-
um size colony from the surface of the recommended agar
medium and rub the inoculum onto the reagent-saturated
area of the filter paper.

c. Observe the filter paper for colour change within 30 seconds. 

QUALITY CONTROL

For laboratory quality control, the following reference strains are
recommended:

Organism Expected Results

Escherichia coli ATCC 25922/NCTC 12241 Negative
Pseudomonas aeruginosa ATCC 27853/NCTC 12934 Positive
Pseudomonas aeruginosa ATCC 25668/NCTC 10662 Positive

Each lot of TestOxidase™ Reagent is subject to quality control at
Pro-Lab. 

INTERPRETATION OF RESULTS

Negative reaction: The absence of a distinct blue or purple 
colour.

Positive reaction: The production of a distinct blue or purple 
colour.

LIMITATIONS OF THE PROCEDURE

1. Pro-Lab TestOxidase™ Reagent PL.390 is for IN VITRO
DIAGNOSTIC USE only, and should be used by properly
trained individuals.

2. Results inconsistent with other biochemical reactions or with
the organism should be repeated

3. If conflicting information is obtained, the user should conduct
additional testing procedures to resolve difficulties.
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