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L. marthii
L. rocourtiae
L. fleischmannii
L. weihenstephanensis
L. floridensis
L. aquatica
L. cornellensis
L. riparia
L. grandensis
L. booriae
L. newyorkensis

17 17 17 17 speciesspeciesspeciesspecies

Listeria species

L.monocytogenes
L.innocua
L.ivanovii
L.seeligeri
L.welshimeri
L.grayi

EN ISO 11290-1&2 under revision (include all other Listeria spp)
To check the methods’ ability to recover and detect the newly identified Listeria
species. 
� growth and colony characteristics on commonly used Listeria selective 

isolation agars, 
� reaction to some biochemical tests,
� growth performance in the selective enrichment broths in the presence or 

absence of other Listeria spp., in particular L. monocytogenes
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Objective  : 

� To evaluate the ability of the updated Standard 
EN ISO 11290-1&2 methods to detect and identify newly 

discovered Listeria spp

� To evaluate the impact of strain over-growth during each 
step of the enrichment process in mixed cultures with 

L.monocytogenes (false negative results)
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1. Inclusivity of the method 

� 1.1- Detection of the new Listeria species

� 1.2- Colonies aspect on commonly used Listeria selective isolation agars

2. Results to confirmation tests

� 2.1- Results to phenotypic and biochemical tests

� 2.2- Additional confirmation tests for genus identification

� 2.3- Additional confirmation tests for species identification

3. Growth in selective enrichment broths, and impact on Lm 

analysis:

� 3.1- Growth rates

� 3.2 - Evolution in co-cultures with Lm

� 3.3- Inhibitory activities
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� Preliminary results will be presented

� For each criteria, each species (11) is studied

� Need 3 repetitions /condition

� End of the project: end 2015
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1. Inclusivity of the method 

1.1- Detection of the new Listeria species
o L. cornellensis
o L. grandensis
o L. rocourtiae
o L. weihenstephanensis

Difficulty to 
detect them
after the 1st  
and/or 2 nd

enrichment

Preliminary results :
2 other repetitions
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� 1.2- Colonies aspect on commonly used Listeria selective 

isolation agars

TSAYE

Oxford Palcam

ALOA

Rapid L mono

Aspect of colonies:
- At 30/37°°°°C

- After 24/48/72 h of incubation



Palcam

L. monocytogenes

Aloa : halo

Tsaye

Rapid Lmono
Aloa

Palcam

Rapid Lmono

TSAYE

Preliminary
results :
2 other

repetitions

L. rocourtiae

Colony aspect on commonly used Listeria selective isolation agars
Montage image: Béatrice Tésolin

Satisfactory aspect (in accordance with genus Listeria and 
≠ species monocytogenes)
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2. Results of confirmation tests
� 2.1- Results of phenotypic and biochemical tests

ConfirmationConfirmationConfirmationConfirmation testtesttesttest ResultsResultsResultsResults obtainedobtainedobtainedobtained withwithwithwith new new new new 

speciesspeciesspeciesspecies

Gram +

Catalase +

Motility nd

Hemolysis -

CAMP -

VP nd

Xyl / Rham +/- (T°C)

Preliminary results :
2 other repetitions

Confirmation test satisfactory (Motility, VP?) 
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Api Listeria : L.fleischmannii incubated at 37 °°°°C and 30°°°°C

37°°°°C

30°°°°C
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� 2.2- Additional confirmation tests for genus identification:

EURL Molecular serotyping scheme :
prs gene (specific of Listeria genus) :

Out of 13 strains tested : for 9 strains : no amplification
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� 2.3- Additional confirmation tests for species identification:

-Select other genes specific of the Listeria genus available in
the literature (iap gene or others ?).
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3. Growth in selective enrichment broths, and 
impact on Lm analysis:

� 3.1- Growth rates:

Growth curves for each strain will be determined in Half
Fraser and Fraser broths.

� 3.2 - Evolution in co-cultures with Lm:

To check the evolution of relative proportion of any given 
species over the enrichment process. 

� 3.3- Inhibitory activities:

The new Listeria spp. will be screened for the production of
inhibitory activities. BHI & Half Fraser broth cultures will be
filter sterilized and tested for inhibitory activity by drop testing.
Cross-testing will be carried out against a standard test panel
consisting of a variety of Lm and of Listeria spp.



LM DETECTION & ENUMERATION IN PRESENCE OF NEW LISTERIA SPECIES

17

1. Context and objectives

2. M & M / preliminary results

3. Conclusion



LM DETECTION & ENUMERATION IN PRESENCE OF NEW LISTERIA SPECIES

18

� Detection of new species :

� -/+ detection after enrichment

� Aspect on selective agar satisfactory (no false +

results with Lm)

� At 1rst sight, if Lm + other L. spp> detection of

Lm correct (no false – results with Lm)

� Overview of the preliminary results
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� That was just a preliminary conclusion !

� Many experiments to be further conducted

(detection) and others to start

To characterize the species of Listeria recently

identified
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L. marthii
L. rocourtiae
L. fleischmannii
L. weihenstephanensis
L. floridensis - L. aquatica
L. cornellensis - L. riparia
L. grandensis - L. booriae
L. newyorkensis
L.innocua - L.ivanovii
L.seeligeri - L.welshimeri
L.grayi
L.monocytogenes
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Culture en BHI 24h (6h + 18h)

Semaine 48 NOM 30°C 37°C 30°C 37°C

-7 -8 -5 -6 -7 -8 UFC/ml 30°C

Calcul dilution 

pour 

100UFC/ml

UFC/ml 

37°C

1 MONO 128 18 115 10

1,44E+09 0,1ml 10-6 1,24E+09

2 innocua 145 9 70 10

1,53E+09 0,1ml 10-6 7,91E+08

3 floridensis 166 17 115 7

1,81E+09 0,1ml 10-6 1,21E+09

4 aquatica 214 16 117 17

2,29E+09 0,05 ml 10-6 1,32E+09

5 cornellensis 99 11 117 35

1,09E+09 0,1ml 10-6 1,49E+07

6 riparia 111 11 83 5

1,21E+09 0,1ml 10-6 8,75E+08

7 grandesis 111 10 124 0

1,20E+09 0,1ml 10-6 1,24E+07

8 rocourtiae 109 7 171 22 2

1,15E+09 0,1ml 10-6 1,91E+08

9 marthii 138 18 72 7

1,54E+09 0,1ml 10-6 7,84E+08

10 fleischmanii 207 18 155 18

2,23E+09 0,05 ml 10-6 1,71E+09

11 coloradonensis 234 35 152 14

2,66E+09 0,05 ml 10-6 1,65E+09

12 fleischmanii 179 20 172 16

1,97E+09 0,1ml 10-6 1,87E+08

13 weihenstephanensis 67 4 210 28 4

7,06E+08 0,2ml 10-6 2,35E+08

14 weihenstephanensis 52 2 177 2

0,00E+00 0,2ml 10-6 0,00E+00
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� Aspects of colonies on Rapid L mono

And other species
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� Aspects of colonies on Rapid L mono
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