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ACID PHOSPHATASE REAGENTS 
Ready to use reagent 

 

 
 

 Intended use 
Acid Phosphatase Reagents is indicated for the confirmation test of 
Clostridium perfringens colonies according to ISO 14189. 

 
  Composition 
 ACID PHOSHATASE REAGENT -VIAL A 

   1- Naftyl phosphate monosodium salt 0,08 g  

  Acetic acid    0,0012 ml 

  Sodium acetate    0,0016 g 

  Purified water    4 ml 
   ACID PHOSHATASE REAGENT -VIAL B 

   Fast Blue B    0,16 g 
  Acetic acid    0,0012 ml 

  Sodium acetate    0,0016 g 

  Purified water    4 ml 
 

 
Introduction and principle of the method 
Acid phosphatase catalyzes the hydrolysis of the naphthyl phosphate, releasing alpha-naphthol and phosphate and forming 
an azo dye with the Fast Blue B which results in the development of a purple color. The acid phosphatase test is indicated 
as confirmation test of C.perfringens colonies grown on TSC Agar and sub-cultured on blood agar, according to ISO 14189. 
 
Reagent characteristics 
Acid  Phosphatase Reagent- Vial A: clear colorless solution 
Acid  Phosphatase Reagent -Vial B: cloudy brown-orange solution with possible precipitates  

 

Content 

Acid  Phosphatase Reagent- Vial A: vial with dropper cap containing 4 ml of solution. 
Acid  Phosphatase Reagent- Vial B: vial with dropper cap containing 4 ml of solution. 
Both reagents are ready-to-use for performing the acid phosphatase test. 

 

Not supplied materials 
Microbiology loops, filter paper, culture media, thermostat and laboratory instrumentation. 

 

Specimens 
The test is performed on microbial colonies grown on Columbia Blood Agar or Blood Agar plates or other suitable 
medium according to ISO 14189. 

 

Technique 

 Obtain the specimen from primary isolation culture streaked on Blood Agar or Columbia Blood Agar or Tryptic 
Soy Agar plates. 

 Incubate at 36 ± 2 ° C for 21 ± 3 hours in anaerobiosis. 

 streak some colonies grown on the incubated medium as described above on filter paper and add 1-2 drops of 
Acid Phosphatase Reagent- Vial A and immediately afterwards 1-2 drops of Acid Phosphatase Reagent- Vial B. 

 Wait 3-4 minutes for reading the results. 
 

Reading and interpretation 
Positive test: the development of a purple color after 3-4 minutes from the addition of the reagent indicates the positivity 
to the test of the acid phosphatase. 
Negative test: if there is no purple color development, the test is considered negative. 
Clostridium perfringens develops black or gray to brown-yellow colonies on TSC Agar, positive for acid phosphatase 
testing. 

 

Acid Phosphatase Test: 

C.perfringens (+), C.bifermentans (-) 
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Quality Control 
It is user responsibility to carry out quality control in accordance with the regulations in force on the subject and 
according to his own Laboratory experience. The following table shows some useful strains for quality control. 

 

CONTROL STRAINS ATTENDED RESULTS 
C.perfringens ATCC 13124 purple color development 

C.perfringens NCTC 8238 purple color development 

C.bifermentans NCTC 506 NO purple color development 

 
Notes: ATCC is a registered trade mark of American Type Culture Collection; NCTC is a registered trade mark of National Collection of Type Culture 

 
Precautions 

 Readings over 4 minutes may give dubious or confusing results. 

 The reagent described is classified as dangerous according to current legislation; consult the safety data sheet 
available on the website: www.biolifeitaliana.it. 

 The reagent described provides qualitative results, is for professional use and must be used only in laboratory 
by appropriately trained operators, with approved methods of asepsis and safety against pathogens. 

 The reagent described is not a sterile product. 

 Sterilize the filter paper with the colonies before elimination. Dispose in accordance with current legislation. 

 Do not use the reagent beyond the expiration date. 

 The presence of precipitates in the reagent does not affect performance; however, it can be filtered before use 
on filter paper. 

 The Certificate of Analysis of the product can be downloaded from the site www.biolifeitaliana.it 
 

Storage 
Store in original packaging at 2-8 ° C away from light. In these conditions the product is valid until the expiration date 
indicated on the label. 

 

References 
• ISO 14189:2013. Water quality-Enumeration of Clostridium perfringens-Method using membrane filtration. 

 
Packaging 

 

Product Type Cat. N° Pack size 

Acid Phosphatase Reagents liquid 192010 4+4 mL 
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