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Figure 2. Samples put into
42°C incubator
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Figure 3. Salmonella Species
RT PCR (Life Technologies)
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Figure 4. Salmonella Enteritidis
RT PCR (Life Technologies)

Direct Enrichment
of Environment and
Hatchery Swabs

v
Sample enriched with TT broth
and incubated for 20-24 hours in
42°C incubator.

Key
TT: Tetrathionate
BPW: Buffered Peptone Water
MSRV: Modified Semi-solid
Rappaport Vassiliadis
TSI: Triple Sugar Iron
XLT4: Xylose Lysine Tergitol - 4
BGN: Brilliant Green with
Novobiocin
RT-PCR: Reverse Transcriptase
Polymerase Chain Reactions
NVSL: National Veterinary
Services Laboratory

SALMONELLA TESTING PROTOCOL

Indirect Enrichment
of Feed and Post-
Disinfection Swabs

Culture Identification

Molecular Identification

Salmonella Species RT PCR
(Life Technologies)

PCR Negative, p
Final Result

Pre-Enrichment

1

Sample enriched with BPW
and enriched for 20-24 hours in

»| PCR Positive |

l 37°C incubator.
Salmonella Enteritidis RT PCR
(Life Technologies)
l Take 1 mL of the BPW enriched

Inoculate 100 pL of sample onto MSRYV. sample and put into 10 mL of

Incubate for 24 hours in 42°C incubator. Read Plate. Hajna broth. Incubate for 20-24
. hours in 42°C incubator.

Delayed Incubation

Positive, | Negative, Incubate for 24

rowth on plate additional hours
Positive, Negati
growth on plate/|* " Caative ‘
Selective Media ! l
h 4

Streak onto XLT4/BGN plate and incubate for 24 hours in 37°C incubator.

Positive, indicate 3-5 suspect colonies and streak
each isolated colony onto TSI Slants.
(3 colonies = 3 slants) Incubate for 24 hours
in the 37°C incubator.

Negative, p >
Final Result

‘ Positive ‘4 § Negative,
T : : Final Result
Salmonella Enteritidis RT PCR (Life Technologies) for any )
samples that have not already been run on RT PCR.
Serotype Identification
2

Poly AI & V and O (Somatic)
Serogrouping- Plate Agglutination

Biochemical Identification 1 { l
O negative, O positive, Negative,
Biochemical testing |4 Poly AI & V Poly AI & V Final Result,
Positive Positive no salmonella
;
Final Result, £ b‘ Positive ‘
@ alrnanalle H Serotyping - Tube Agglutination

!

H phase Inversion-Sven Gard Method:
Inoculate gard plate and incubate for 1-2
days in the 37°C incubator.

!

Put onto Nutrient Agar slants, incubate
> 24 hours at 37°C, send to NVSL for
confirmation.

!

Isolates are stored for future reference.

Figure 5. MSRYV plate -
Tentative negative on left and
tentative positive on right

Figure 6. XLT4 on left
(black colonies) and
BGN on right (red colonies)

Figure 7. Triple Sugar Iron Slant
(Positive sample—pink slant,

black butt)
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Figure 8. Serotyping reagents




