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Practical No. -9- 
 
Testing Faeces for Occult Blood: 
Bleeding into the gastrointestinal tract may be rapid with the vomiting of blood 
(haematemesis) or the passage of blood through the rectum (melaena).  When 
the bleeding is chronic with only small amounts of blood being passed in the 
faeces, the blood (or its products) is not recognized in the faeces and is 
referred to as occult (hidden) blood. 
Choice of test: 
Chemical tests to detect occult blood are based on the principle that 
haemoglobin and its derivatives react in a similar way  to peroxidase enzymes, 
i.e. a peroxide such as hydrogen peroxide to a chromogen such as benzidine, 
0-tolidine, guaiacum, 2,6-dichlorophenolindophenol or a minophenazone.  
Oxidation of the chromogen is shown by the production of a blue, blue-green, 
or pink colour. 
Principle of the a minophenazone test: 
Haemoglobin and its derivatives catalyze the transfer of oxygen from hydrogen 
peroxide to a minophenazone. Oxidation of the minophenazone produces a 
blue colour. 
Reagents: 
-Acetic acid, 10 % v/v     Reagent No.  2 
-Alcohol, 95 % v/v      Reagent No.  9 
-Hydrogen peroxide (H2O2)    Reagent No.  46 
10 vos solution* 
*A 10 vol. (volume) hydrogen peroxide solution means that 1 volume will give 
10 volumes of oxygen at NTP on complete degradation.  If the solution 
available is 100 vols. dilute 1 in 10 with distilled water to obtain a 10 vols 
solution.  Store in a tightly stoppered dark bottle away from light and heat. 
Working  Aminophenazone reagent: 
The amounts given are sufficient for 1 test with positive and negative controls.  
Prepare fresh as follows: 
Alcohol, 95 % v/v      15 ml 
Acetic acid, 10 % v/v     1 ml 
4-Aminophenazone* (4-aminoantipyrine)..  0.4g 
Dissolve the minophenazone in the alcohol solution and immediately before 
use add the acetic acid. Mix well. 
Method: 
1).  Dispense about 7 ml of distilled water into a wide bore test tube. 

A 10 ml syringe may be used to dispense the water. 
2).  Add a sample of faeces about 10-15 mm in diameter (taken from various 

parts of the specimen).  Using a glass or plastic rod, emulsify the faeces in 
the water. 

3). Allow the faecal particles to settle or centrifuge the emulsified specimen. 
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4).  Take three completely clean tubes and label them: 
 
T  --Patient’s test 
Neg  --Negative control 
Pos   --positive control 
 
5). Add to into each tube as follows: 
Tube  
T………..5 ml supernatant fluid from emulsified faeces 
Neg……..5 ml distilled water 
Pos…...…5 ml distilled water in which 50 ul (.05 ml) of whole blood has been 
mixed. 
6). Layer 5 ml of working aminophenazone reagent on top of the fluid in 
each tube (i.e. pipette down the side of each tube).  Do not mix. 
A 5 ml syringe may be used to dispense the reagent. 
7). Add 10 drops of the 10 vols hydrogen peroxide solution. Do not mix. 
Allow to stand for 1 minute. 
8).  Look for the appearance of a blue colour where the aminophenazone 
reagent meets the sample or control solutions. 

Report the results as follows: 
 

No colour change Negative 
Pale blue Positive + 
Dark blue Positive  + + 
Blue-black Positive + + + 

 
Negative control: This should show no colour change.   
positive control:  This should show a positive reaction. 
False reactions: 
A false positive reaction may occur if the faeces contains peroxidase-like 
substances particularly meat (myoglobin), fish, or green vegetables. To avoid 
this it is best if the patient does not eat these foods for at least 1 day before the 
test specimen is obtained. 
Note: If the test is negative but there is high clinical suspicion, a further two 
specimens should be tested to detect bleeding which be intermittent. 
Interpretation of results: 
The commonest causes of positive occult blood tests in tropical and other 
developing countries are hookworm infection, peptic ulcer, and bleeding from 
esophageal varies due to cirrhosis of the liver. 
Other causes include carcinoma in the gastrointestinal tract, erosive gastritis 
due to alcohol or drugs, or swallowed blood from recurrent nosebleeds. 
Revision for direct smear.  Unknown stool sample. 
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Add 5 ml of working aminophenazone to each tube (Do not mix). 
-Add 10 drops of H2O2 (Do not mix). 

Fig. 15.  Occult Blood Test 
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