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Use of proprietary Salmonella detection kits for detection and identification of

Salmonella spp. in bivalve molluscs, live echinoderms, gastropo d tunicates.

This advice note provides guidance on the use of proprietary methods for t ion of Salmonella

spp. in live bivalve molluscs (LBM) and other mollusc species in the co OffICIa| Controls. This \/
guidance was produced in response to a question from the NRL netw onitoring bacteriological

and viral contamination of bivalve molluscs at the NRLs workshop 6 ( erlln) on the use molecular

based detection systems. However, the principles described h n be applied to rna ve 6
(proprietary) methodologies irrespective of the basis of th hls te has o] produ Q
consultation with the European Union Reference Laborator, @ eféhce i

to 1SO/TC34/SC9/WG3 Method Validation — protoco ve

r& !fere e an 0
alternative methods implemented by a single IaborQ{I ?
Official Controls for Salmonella spp. in Bj ollo@llve % gastro@;y

tunicates Y
The reference method for detection o la,i s IS 79 ! \ 0 ). pllcatlon
i de N e 25 ling plan n=5,
Q reviously noted
alin/pyoduction sisn fo eseen [Resolution 4,

of this control is performed as a fo ab
c=0) for products placed on thew a

10" NRLs workshop h : f : i 6/ workshowp/weymoul
For the most part, Offigi ‘ i

Product Testing (EP ).

011 resolutions.pdf].

EU Referen d

EN/ISO Is 579-1i a nvent| acterlologlcal qualitative method which

requires ary h f|sh gen e ¥ a non-selective liquid media followed by a

sec y semi- seIectlve on differentiating media and downstream
atlon by sub cu |f|e It e C ntlflcatlon Colony identification is by application

& f a suite of bioche tests P esuI nflrmed within 5 days of sample collection.

Use of Altern Det of Salmonella spp. in Bivalve Molluscs

Provision in the EU r SaImoneIIa

Note 2, sectlon of EN 579-1 states that alternative procedures can be used for isolate

confirmation ed thv% ity of the alternative procedure is verified. Suitably verified proprietary
fore be used to confirm identification of colonies as an alternative to the

identifica its can
applicati he traditional biochemical tests set out in ISO 6579-1. Where laboratories choose

! Note ISO 6579- published as part of the M/381 CEN mandate will replace ISO 6579 in subsequent revisions
of Commission Regulation (EC) No. 2073/2005.
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to use alternative methods to those prescribed in ISO 6579-1 for isolate identification, a secondary
validation or laboratory verification should be carried out. Advice on scope and design of such verification
studies can be obtained from the EURL. Laboratories choosing to use alternative identification methods,
should be able to provide National accreditation bodies, National or EU Reference Laboratories or
Competent Authorities, details of secondary validation and supporting data for audit on request.

There is no specific provision in EN/ISO 6579 or EN/ISO 6579-1 for use of alt e methods for
identification of Salmonella spp. for screening from enrichment broths. %

Provision in the microbiological criteria

Article 5 of Commission Regulation (EC) No. 2073/2005 on microbiolog cg(wrla states that the use of
alternative analytical method is acceptable when the method is\Validated agalnst t S|gnate

i in accordanc proto

set out in EN/ISO standard 16140 or other |nternat|onally a % oco mg he
alternative (proprietary) methods have been validated a S @ & hodin ce
with EN/ISO 16140 (part 2) and certified by a recognis R, Va ) I‘OVISI

exists for use for Official Controls. Certification of must inc de rele nt
food categories and food types (e.g. raw bival oI cas that the al t
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method replaces the full reference method

Any laboratory wishing to use an altern ropri n aIt t| to ap ion of the
reference method should ensure '& @
e The validation has been und n f corre
e That the validation h ed vah at| g ce Mn body e.g. AFNOR,
MicroVal. V Q
e That the certific I de on th dc \Q S, foo\ s and food items?, and that
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Where labo
someti

Accpedita
\ ratories undert stln f € ompetent Authority Official Control programme
& ust be accredlted IS IE for écific test method used.
Approval by C
Member State Comp 2 tho respon5|ble for OCT, consequently for all OCT the testing
laboratory shoul & mal I for the use of alternative methods by the relevant Competent
Authority priort n Off i trol programmes.

Supervisiog, E oficiency Testing

Official tori rtaking OCT do so under the supervision of the relevant National Reference
Labor @ hould include use of the alternative method in NRL/EURL proficiency testing (PT).
Laboratories usi Iternative methods in PT should notify the scheme organisers and provide details of
the method in use.

2 For definitions see 1SO 16140-1
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Annex | - Example secondary validation technical protocol
Principle

Comparative LODsodetermination is used for secondary validation of qualitative methods (e.g. Salmonella
spp.). The estimated LODso determined for the alternative method is compared to the, LODso reference
value or the estimated LODso determined from a validated reference method. Wher&%ﬂation data for
a specific food type is not available (e.g. raw bivalve molluscs) the recommen ODso determined
should be equal or lower than 3 cfu/test portion on each separate test occasi
Y,

Note. This secondary validation protocol only applies where the referenc%

is to be replaced in its ?\/

entirety with an alternative method. < ’ Q.

Selection of food items 0 Q‘ A\

The user laboratory should carry out this technical protoc Q ntlr% Qd it .e. O

oysters, mussels, or clams, etc) from the relevant food ¢ e roce% Iv %
@n part

e
molluscs). Further details and definition of food cate Sar in 1SO 50
and 2. This verification procedure should be undert emséﬁtommonly sted inthe
abo

laboratory and claimed in the scope of the app

inocula can be either,

Experimental Design % Q §
Prepare Salmonella spp. culturesx %% QJ. o o [tures for

e Culture collectio

Inoculation Ieve @
e The hig @ |noc bé’e ion Q
° Thﬁ edi ve in shall /2 dil @ of the high-level inoculum to give an

d |nt |at -15
low-level mocul Iut| |gh level inoculum to give an estimated low

veI of 1 -3 cfu/ on
&As a minimum, pr ider?\v;est po fthe food item. The food item must be demonstrated
not to be natu i \ h@ /a spp.

inocu vel (e.g. 20 cfu/test portion)

e Characterised laborato %ISO om th@i cate ory er te?V
e Reference material § ?\ O A?\

Inoculate 2 portlo J

Inoculate 2 portlé an inte te inoculum level (e.g. 10 cfu/test portion)

Inoculateg s oculum level (e.g. 2 cfu/test portion)
Retai ns a@‘u lated blanks.

@

At the same tln‘@gnoculatlon of the test portion determine the concentration in the inoculate by plating
the high-level inoculum, at least in duplicate, onto a non-selective medium (e.g. plate count agar, nutrient
agar).

The inoculated test portions shall be tested according to the full protocol of the alternative method being
verified. Estimation of the LODs is calculated by reference to the number of positive and negative results.
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LODso can be calculated by reference to Table 1 and 2. The estimated LODso should be adjusted according
to the level of the high-level inocula and dilution factor for subsequent inocula levels.

Repeat the procedure on at least 2 further occasions separated by at least 7 days.

Acceptance criteria

All high-level inoculated test portions should return positive results, if negative res ﬁwbtained in the
test portions inoculated with high-levels, the experimental protocol should be rep .

All uninoculated blank test portions should return negative results, if pos%@lts are obtained in the ‘ \/

blank test portions, the experimental protocol should be repeated. 2
Raw, unprocessed bivalve molluscs validation data are not inclu i Annex C of IS 6579—1:\
validation data and performance criteria. Therefore, it is reco thag the LODsg ined usi 6
this technical protocol should be equal or lower than 3 cqungﬁon h se% st on. Q
Table 1: Example calculation of estimated LODs, basQﬂ~ e nu\gf posifjve résults %el Q%
contamination Q é O~L ?\

AN

\

High-level Intermediate- Low-level

Example | inoculation level inoculation | inoculation Blank Estimated LODs,

No. (ca. 10 x LODso/ | (ca. 5 x LODso/ (ca. 1 x LODso/ control (cfu/test portion)
test portion) test portion) test portion)

1 2/2 IW1L0Dso

2 t 1 x LODsg

3 2 x LODsp

4 2 x LODsp

5 3 x LODsp

6 4 x LODsg

7 Unreliable result

5Xx LODso

8 x LODso
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Table 2: Example calculation of estimated LODs, using a known inocula concentration

High-level Intermediate-level Low-level ]
Example | . ) ) ) ) ] Blank Estimated
No inoculation inoculation inoculation control LOD
’ (20 cfu /test portion) | (10 cfu /test portion) | (2 cfu /test portion) %0
1 2/2 2/2 2/2 0/2 ! <2.0
2/2 2/2 1/2 Q) " |20

2/2 2/2 0/2 /2 4.0

.
2/2 1/2 2/2 ,.‘(, 0/2 4.0 Qﬁ%’
2/2 1/2 1/2 \\\J 0/2 Qs.o \‘\

2
3

4

5

6 2/2 1/2 O/OV % 0/2 | C)%
7 2/2 0/2 @v O ~{J/S(v é&i Ie«:%
8 2/2 0/2 Q 1/@‘ ‘!Q_ﬁ/z 10 \4

9 2/2 0/2 ~('0 N /2\/

)
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