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DISCLAIMER

¡ The intent of the presentation is to collect best practices, case studies, and opinions of industry 
experts (you) to develop a suggested standard for moving forward

¡ On-going conversation to be presented and discussed at various meetings

¡ Results will be compiled, and recommendations added to the 
(forthcoming) NAb Harmonization Paper and as an addendum to the ADA Harmonization Paper 
(published 2021)



CROSS VALIDATION IN A QUALITATIVE IMMUNOASSAY – SOME 
DEFINITIONS

¡ Cross validation: Cross validation is a comparison of validation parameters of two or more 
bioanalytical methods or techniques that are used to generate data within the same study or 
across different studies. Also, cross validation is necessary when sample analyses within a single 
study are conducted at more than one site or more than one laboratory.

¡ Method transfer: specific activity which allows the implementation of an existing analytical 
method in another laboratory. A method transfer may be conducted at any stage in the life cycle of 
a method and requires transfer from the initializing site (originator) to either another internal 
site(s) or to an external receiving laboratory (recipient).The principle goal of method transfer is to 
demonstrate that the method is appropriately transferred and validated at the receiving laboratory

¡ Cross-comparison: proposed term when describing a cross validation-like activity for assays such 
as ADA or NAb, given the unique parameters and semi-quantitative/qualitative nature of these 
assays



WHY

Comparison of validation parameters/data from two 
different methods or the same method used by 
different sites within a study

To determine if the data is comparable within or 
across studies
• Pool data for overall impact
• Assess patient factors

Study needs
Location
CRO utilization
Site change

Previous focus on PK
Shared matrix QCs
Nonpooled study samples (or pooled incurred study samples)
A priori criteria in defined plan or SOP

Regulatory request
Current guidance clear for PK, no guidance for 
ADA/NAb
Industry suggested “best practice”



CHALLENGES ¡ ADA/NAbs require independent lab specific 
validations

¡ Cut point (s)

¡ Sensitivity

¡ Drug tolerance

¡ Positivity rate

¡ Titer

¡ Critical reagents 

¡ Blank control pool

¡ Platform

¡ Procedure (method transfer)



CROSS COMPARISON BEST PRACTICES

Needs

¡ Standard procedure for cross-comparison

¡ Controls

¡ Samples

¡ Performance Criteria

¡ Procedure

¡ Comparison model

¡ Statistical evaluation

¡ Definition of “comparable”

Allowances

¡ Risk assessment

¡ Justification based on study needs

¡ Mitigation strategy

¡ Surrogate samples

¡ Independent assay performance

¡ Cut point

¡ Sensitivity

¡ Platform, reagent or procedure differences



PROPOSED PROCEDURE

¡ Reference lab prepares samples, provides to test lab blinded

¡ Run once due to expected limited volume if using patient samples

¡ Spiked/prepared samples can be run over multiple panels (for example, samples prepared at low, 
mid, high, blank, run at n=6)

¡ Regulatory requests to see samples near the cut point

¡ Evaluate in lab specific method with lab specific criteria (cut point)

¡ Expectation: assays are “similar” in sensitivity, positivity rate

¡ If sensitivity varies, evaluate based on less conservative level



ADA

tier evaluation criteria

Controls NC screening method performance 
acceptance per validated 
method criteria for assay 

controls• Surrogate PC approximating low, mid, 
high PC

screening, 
confirmatory, titer

Samples

• sufficient number of (recommend 20-
40) representative patient samples 

and/or 
• spiked surrogate/prepared samples at 

levels approximating low and high

screening, 
confirmatory, titer

positivity rates match within 
80%; titration dilution within 

+/- 1 dilution or X% within MSR 
of original assay

POSSIBLE PARAMETERS



Cell based NAb

tier evaluation criteria

Contr
ols NC confirmatory

method performance 
acceptance per 

validated method 
criteria for assay 

controls including 
ratio limits of LC/DC 

and/or DC/NC

• Surrogate PC 
approximating low, mid, 
high PC

• Ligand (LC) and/or drug 
control (DC)

confirmatory

Sampl
es

• sufficient number of 
(recommend 20-40) 
representative patient 
samples 

and/or 
• spiked 

surrogate/prepared 
samples at levels 
approximating low and 
high 

confirmatory positivity rates match 
within 80%

plate based NAb
tier 

evaluation criteria

Cont
rols

NC confirmatory method 
performance 

acceptance per 
validated method 
criteria for assay 

controls

• Surrogate PC 
approximating low, 
mid, high PC

confirmatory

Samp
les

• sufficient number of 
(recommend 20-40) 
representative patient 
samples 

and/or 
• spiked 

surrogate/prepared 
samples at levels 
approximating low and 
high

confirmatory positivity rates 
match within 80%



STATISTICAL 
EVALUATION

¡ Relationship between test and reference lab titers –
concordance using Linear Statistical Relationship

¡ Non-parametric methods to assess relationship

¡ Cohen’s Kappa Test – agreement strength between 
positive/negative results*

¡ Titer agreement to assess concordance*

¡ Others?

What defines 
“comparable”?

* Rachel Palmer, 2021 WRIB



CASE STUDY

¡ Mora, et al. Strategies for 
method comparison 
when changes in the 
immunogenicity method 
are needed within a 
clinical program (2020)

¡ Focus on method 
change, not cross-
comparison

Strategy:
• Rigorous comparison: driven by the immunogenicity risk assessment of 

the program or health authority feedback. Requires the use of a large 
number of samples for the comparison

• Simple/abbreviated comparison: immunogenicity poses a low risk to 
the patient population. Data may be summarized across studies, but 
pooling of datasets generated with different methods is not needed.

• Alternative comparison: comparisons using incurred samples may not 
be operationally feasible or needed.
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