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Allergens: All Kits are Equal – but 
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Which Validation Protocol to use?
Which Reference Materials to use?
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Lot-to-Lot

Internal Standard produced from ringtrial material.

Estimated concentration 10ppm

Lot x Lot y Lot z

Vendor I Ø 8ppm 8ppm 12 ppm

Vendor II Ø 16ppm 4ppm 6ppm
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Japanese Validation Studies

MHLW released the acceptance criteria

(validation protocol) for JSM on 22nd of June, 2006.

If other kits will be validated by the protocol, MHLW will 

accept them as JSM-compliant.
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Validation Protocol
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Potential Problems

I. Specificity

� Kits have never been used on such a number of 

complex matrices

� Not each matrix can be validated

� Not every cross reactivity can be excluded

II. QA

a) control Lot-to-Lot variability across several lots

b) check kit insert ☺☺☺☺
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Processed Matrices

…especially with some highly processed matrices, different ELISA

kits can give greatly varying results…
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What do we (the users) really need?
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Facts…

The situation:

Production of ELISA kits is very competitive market

Each kit producer would like to see his kit(s) recognised

Validation is a necessary procedures for all kits

Time and financial constraints do not allow all kits to be validated in  

interlab study

Kits cannot be tested on every matrix
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Vision and Values

Kit Validation:

�Like at AOAC, different validation levels should be set that are equal for all 

kits / tests.

� These guidelines should be feasible, generic, pragmatic, internationally 

agreed and adhered to. 

� The lower level should be time-limited, i.e. if a kit is on the market for 

longer than a year and only has the lowest level of validation, it should 

loose this level automatically (assuming this kits sells well, cost / benefit 

are such that further validation can be afforded)
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Visions and Values

Kit Validation:

Validation levels:

- first stage – basic validation: to get the kit with minimal but 

efficient validation out onto the market. Validation timeframe set to 

3 months. Valid for 1 year (similar to PTM)

- second stage – thorough validation: AOAC IUPAC protocol or 

similar agreed protocol. Validation timeframe: 6months. Valid 

until kit components change (to be defined if antybody batch 

triggers or if change of chemicals  supplier is sufficient). Small trial 

if components change, This validation level can lead to 

internationally accepted standard (ISO, CEN etc.)
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Kit Validation:

Besides all other relevant factors, the matrices tested (i.e. cross-

specificities) should be the same for each kit targeting the same 

organisms (plant), e.g. „hazelnut allergen test kit” 

There should be a minimum requirement for a number of matrices to 

be tested.

Manufactures can of course exceed this and test further matrices
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Visions and Values

Generally,

a) cross specificities should not be seen a a stigma of certain 
kits

b) The information of cross specificities should be
communicated to a  central place (e.g. AOAC Presidential 
Taskforce Newsroom or similar) where kit users can inform 
themselves (with information on why this is suspected and 
how this was verified)

c) verified cross specificities should be mentioned in the 
updated kit insert

d) Kits cannot be tested on every matrix but:

i)  the matrices used in the validation study should be stated

ii)  if unexpected results are obtained with certain matrices, 
this should be communicated freely
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Take-home message

Kits on the market do work for most samples!

But all kits have their limitations

open communication on these limitations and user-
feedback

are essential to achieve best possible results for 
manufacturers and users
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Dr. Bert Popping

Director Molecular Biology & Immunology

Eurofins Scientific Group

P: + 44 776 816 6673

F: + 44 870 168 8047

E: bertpopping@eurofins.com
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ATTENTION


