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Laboratory Guidebook 
Notice of Change 

 
Chapter new, revised, or archived: MLG 8 Appendix 1.05       
 
Titles:  Flow Chart Specific for FSIS Laboratory Isolation and Identification of Listeria 
monocytogenes. 
 
Isolation and Identification of Listeria monocytogenes (Culture Method only) 
 
Effective Date:  08/16/21     
 
Description and purpose of change(s): Replaced VITEK® 2 Compact system with Bruker® 
MALDI Biotyper.  Removed use of Genprobe. 
 
 
 
 
 
 
 
 
 
 
 



 
 

Flow Chart Specific for FSIS Laboratory Isolation and Identification of  
Listeria monocytogenes. 
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D
ay

 1
 

D
ay

 3
 

D
ay

 2
 

D
ay

 4
 

D
ay

 5
 

(+) 

25 g of product + 225 ml UVM1 incubate @ 30°C for 20-26 hrs 
125 g of product +1125 ml UVM1 incubate @ 30°C for 23-26 hrs 

   Sponge sample + 225 ml UVM1 incubate @ 30°C for 20-26 hrs 

 

D
ay

 6
 

CONFIRMED POSITIVE 
ISOLATE 

 

(+) 

(-)* 
Transfer colonies to 

HL5 agar plates. 
Incubate @ 35°C for 

18-26 hrs 
 

Reincubate 
MOX @ 35°C 

for total time of 
48-56 hrs 

1) Streak HL for purity @ 35°C, 18-26 hrs. 
2) Streak SBA for confirmation tests and 
incubate @ 35°C, 16-24 hrs. 
 

Pr
es

um
pt

iv
e 

(+
)*

 

Examine HL plates for 
β-hemolytic colonies 

Examine MOX for typical colonies 

 (-) 

Restreak on SBA for 
purity  

Examine morphology 

Perform Bruker® 

MALDI Biotyper 
 

(-)* 

Examine HL plates for 
β-hemolytic colonies.  

(-)* 

Re-examine MOX for 
typical colonies 

Pr
es

um
pt

iv
e 

(+
)*

 

(+) 

Inoculate HL and 
SBA** 

(+) 

 
L. mono (+) 

Confirmed 
Positive* 

 

Perform Bruker® 

MALDI Biotype 
analysis  

Atypical isolates streaked on HL  
and incubated overnight 

This chart represents the 
best-case scenario.  
 
Analyses may take longer 
due to analytical testing 
circumstances.  
 
   *Results are reported 
 
  
 
***Reincubate negative   
      MOX for total time of   
      48-56 hrs if rapid      
       screen is positive 
  
 

Transfer colonies to HL5 plates 
Incubate @ 35°C for 18-26 hrs 

 
 

Streak onto MOX plates 
Incubate @ 35°C for 24-28 hrs 

(+) 

(+) (-) 

(-)* 
 

L. mono (+)  
Confirmed Positive* 

 

(+) 

(+) 
Follow Day 5 protocol for 

morphology. Confirmed (+) 
possible on Day 7 or 8 

(+) 
Follow Day 4 protocol 

for MOX (+). 
Presumptive (+) 

possible on Day 6.  
Confirmed (+) possible 

on Day 8 or 9. 

Re-examine for 
morphology 

Transfer 0.1 ml to MOPS-BLEB3 
Incubate @ 35°C 18-24 hrs 

 

Perform 3M™ 
Molecular Detection 

Assay 2 –  
L. monocytogenes 4  

  

MOX 
Plate*** 

Direct Plate 0.1 ml onto MOX2 plate 
Incubate @ 35°C for 24-28 hrs 

 

Pick 
isolates to 
cryobeads 

for storage. 
 

FSIS Labs: Pick 
isolates to BHI deep 

for further 
characterization 

testing at EL-MCB7 
 

(-) 
Follow Day 5 protocol for 

morphology. Confirmed (+) 
possible on Day 8 

Examine 
morphology 

Screening assay and MOX must both 
be (-) to report sample as negative  

(-)* (-)* 



 
 

Isolation and Identification of Listeria monocytogenes (Culture Method only) 
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D
ay

 1
 

D
ay

 3
 

D
ay

 2
 

D
ay

 4
 

D
ay

 5
 

(+) 

(-) 
 

    25 g of product + 225 ml UVM1 incubate @ 30°C for 20-26 hrs 
125 g of product +1125 ml UVM1 incubate @ 30°C for 23-26 hrs 

Sponge sample + 225 ml UVM1 incubate @ 30°C for 20-26 hrs. 
 

 

D
ay

 6
 

CONFIRMED POSITIVE 
ISOLATE 

 

(-)* 

Transfer colonies to 
HL4 agar plates. 

Incubate @ 35°C for 
18-26 hrs 

 

Reincubate 
MOX @ 35°C 
for total time 
of 48-56 hrs 

Pr
es

um
pt

iv
e 

(+
)*

 

Examine HL plates for 
β-hemolytic colonies.  Examine MOX for 

typical colonies 

 (-) 

Restreak on SBA for 
purity** 

Examine 
morphology 

Perform Bruker® MALDI 
Biotyper analysis  

(-)* 

(-)* 

Examine HL plates for 
β-hemolytic colonies.  

Pr
es

um
pt

iv
e 

 

(+) 

Inoculate HL and 
SBA** 

(+) Perform Bruker® MALDI 
Biotyper analysis  

Atypical isolates streaked on 
HL and incubated overnight 

This chart represents the 
best-case scenario.  

 
Analyses may take longer 
due to normal analytical 

circumstances. 
 
* = results are reported 
** = HL purity and SBA    
        are optional. 
 

Transfer colonies to HL4 plates 
Incubate @ 35°C for 18-26 hrs 

 
 

Streak onto MOX 
plates. Incubate @ 35°C 

for 24-28 hrs 

(+) (+) (-) 

(-)* 

L. mono (+)   
Confirmed Positive* 

 

(+) 
 

(+) 
Follow Day 5 protocol for 
morph/ (+). Confirmed (+) 

possible on Day 7 or 8 

(+) 
Follow Day 4 protocol for 
MOX (+). Possibility of 
Presumptive (+) Day 6; 
Confirmed (+) Day 8/9. 

Re-examine for 
morphology 

MOX 
Plate 

Primary enrichment plating 0.1 ml onto MOX2 plate 
Incubate @ 35°C for 24-28 hrs 

 

Pick isolates to cryobeads for storage. 
 

(-) 
Follow Day 5 
protocol for 
morph/ (-). 

Confirmed (+) 
possible on Day 8. 

Examine 
morphology 

Transfer 0.1 ml to MOPS-BLEB3 
Incubate @ 35°C for 18-24hrs  
     
             
 

Reincubate MOX 
@ 35°C for total 
time of 48-56 hrs 
 

1) Streak HL for purity**@ 35°C, 18-26 hrs if needed 
2) Streak SBA** for confirmation tests and incubate 

@ 35°C, 16-24 hrs. 
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(-) 
 

L. mono (+)  
Confirmed Positive* 

 

Re-examine MOX 
for typical colonies 
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