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MONO  CONFIRM  TEST 

For the identification of Listeria spp. and the confirmation of Listeria monocytogenes 
 
 
INTRODUCTION AND PRINCIPLE 
MONO CONFIRM TEST is a micromethod based upon four biochemical reactions for the identification of 
Listeria spp. and the differentiation between Listeria monocytogenes from the other non-L. 
monocytogenes listerial species. The substrates are dried into plastic microwells; the kit supplies 12 
strips with 8 microwells; with each strip it is possible to test 2 strains cultivated onto a selective or 
non-selective medium. Listeria spp. are differentiated from the other genera by means of β-
glucosidase test and the acid production from arabitol and α-methyl D-glucoside. L. monocytogenes 
is identified by the detection of a new specific D-aminopeptidase enzyme which is present in all non-
pathogenic Listeria species and is absent in  L. monocytogenes strains.   
 
REAGENTS AND MATERIAL PROVIDED 
o 12 strips with 8 microwells each for carry out 24 tests. The following tests are performed into the 

microwells with the following dried substrates: 
 

WELLS TESTS SUBSTRATES 

A or E acid production from arabitol (ARA) D-arabitol 
B or F  acid production from α-methyl- D-

glucoside (MEGLU) 
α -methyl-D-glucoside 

C or G beta-glucosidase (X-GLUPY) 5-bromo-4-chloro-3-indolyl-beta-D-
glucopyranoside 

D or H D-aminopeptidase (AMP) aminoacil β- naphtylamide 
 
o 1 frame with the lid 
o Dimethylaminobenzaldehyde 5% solution in HCl 10%, 4 ml 
o 24 plastic pipettes 
o Standard  Mac Farland n. 2 
o 1 Product Information and result reporting paper 
 
MATERIALS REQUIRED BUT NOT SUPPLIED 
o Inoculation Fluid (24 tubes) Biolife code 524510  
o 2-3 ml tubes 
o Sterile saline solution 
o Sterile swabs 
o Incubator 
o Refrigerator 
 
SPECIMENS 
The sample consists of colonies isolated on an agar medium 
 
TECHNIQUE 
1. Take pure colony from Listeria Selective Media, (excluding Mc Bride Agar), or from a subculture  

onto a non selective media (Tryptic Soy Blood Agar or Columbia Blood Agar), check for Gram 
staining, motility, catalase and oxidase. Listeria strains are short Gram positive rods, motile at 
25°C but not at 37°C, catalase positive, oxidase negative.  According to official suggestions, 4 to 
6 suspected colonies per isolation plate should be separately  identified, because different 
species of Listeria may grow together from the same sample. 

2. Prepare 1 ml of bacterial suspension in sterile saline solution or into the Biolife Inoculation Fluid 
(code          524510) with a turbidity equal to Mc Farland n° 2 (between 6 and 8 colonies.) 

3. Transfer the needed strips onto the frame 
4. Distribute 3 drops of bacterial suspension into the wells A-B-C-D or E-F-G-H by means of the 

supplied plastic pipettes.  
5. Cover the inoculated strips with the lid and incubate at 37°C for 18 - 24 hours 
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6. Read the reactions which do not need the additional reagent in the wells A-B-C (or E-F-G): ARA, 
MEGLU, X-GLUPY 

7. Add one drop of dimethylaminobenzaldehyde reagents to the well D (or H) and read the reaction  
AMP 

8. Record the positive and negative results and identify the strains according to the below schemes 
9. Wash with a disinfectant the frame and the lid after the use. 

 
  RESULTS READING 

 
TEST 

 
POSITIVE  REACTION 

 
NEGATIVE  REACTION 

Arabitol (ARA) straw colour blue or blue-green colour 
Methyl-glucoside (MEGLU) straw colour blue or blue-green colour 
Beta-glucosidase(X-GLUPY) blue - clear blue colour colourless 
D-aminopeptidase (AMP) yellow colour 

(after dimethylaminobenzaldehyde addition)
Colourless      
(after dimethylaminobenzaldehyde 
addition) 

   
 RESULTS INTERPRETATION 

ARA MEGLU X-GLUPY D-AMP IDENTIFICATION 
- - - * Not-Listeria sp. 
- + + * Not-Listeria sp. 
- - + * Not-Listeria sp. 
- + - * Not-Listeria sp. 
+ - - * Not-Listeria sp. 
+ - + * Not-Listeria sp. 
+ + - * Not-Listeria sp. 
+ + + + Listeria sp. not-monocytogenes 
+ + + - Listeria monocytogenes 

 
* When even one of the tests ARA, MEGLU, X - GLUPY is negative, do not read the AMP reaction 
 
QUALITY CONTROL 
If the quality control is performed by the user, the following strains are recommended: positive 
control: L.monocytogenes ATCC 13932 or ATCC 19111, negative control: L.innocua ATCC 33090 
 
LIMITATIONS 
The test must be performed with colonies cultivated onto a selective plating medium for Listeria 
isolation (e.g., ALOA, PALCAM, Oxford, ). Non selective media as well as Mc Bride Selective Agar 
are not useful. 
 
PERFORMANCE 
Performance was evaluated using 156 L.monocytogenes strains and 77  Listeria “non 
monocytogenes” strains. All the “non monocytogens” strains were correctly identified  at the genus 
level; all L.monocytogenes strains were identified at the species level and differentiated from the 
Listeria “non monocytogens” strains. 
 
PRECAUTIONS 
1. Dimethylaminobenzaldehyde 5% solution is yellow coloured. 
2. The regents dried into the wells have the following colours: wells A-E blue green, wells B-F blue, 

wells C-G colourless, wells D-H colourless. In case of remarkable changes of the colours of the 
reagent or the wells, discard the product and have a consulting advice from our technical 
assistance. 

 
WARNINGS 
1. MONO CORFIM TEST is for professional use only. 
2. MONO CORFIM TEST is for in vitro diagnostic use and only adequately trained and qualified 

laboratory personnel must use it.  
3. The wells are for single use only; they cannot be subdivided. 
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4. Observe approved biohazard precautions and aseptic techniques. Sterilize all biohazard waste 
before disposal. 

5. Precautions for hazardous product: Dimethylaminobenzaldehyde solution is classified Xn 
according to EU Directives. Consult the Material Safety Data Sheet before the use.  

 
STORAGE  
Store the kit at 2-8°C and use within the expiry date reported on the label. Keep the plate in their 
own original packaging, well closed at 2-8°C.  
 
PACKAGING 
193000 Mono Confirm Test 24 tests 
 

 


