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Strategies for Determination of NAb Cut-Points

» Outcome of survey on NAb cut-points and discussions within the EBF NAb
group

» What to consider when setting a neutralising antibody cut-point
— Validation cut-points
— Matrix — appropriateness of study population
— Number of samples
— Balanced design
» Validation cut-point versus in-study cut-point
— Study population versus validation population
— Number of pre-treatment samples available
— Inter individual variation
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7 NAb Assays are Part of the Tiered Approach

» NADb assays are part of the tiered approach for immunogenicity testing
requested by authorities

positive

v il Characterization Assays
(Isotype; Specificity eg.)

Neutralizing Anti-Drug Antibody (NAb)
Assay

» Cut-points for NAb determined with 99% confidence (1% FPR)
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Determination of a Validation Cut-Point — Choice of Matrix

Recommendations for matrix What do people typically use

» Healthy matrix individuals
o For Ph |, rare target population

o In study cut point will be evaluated based on
actual trial population

> Disease state matrix Other: _
— obtained commercially - Both normal and diseased Healthy
— Pre-treatment samples from study population - Multiple disease states

> FDA: Where feasible, the cut-point should be ‘

statistically determined using samples from
treatment-naive subjects. Treatment-naive subjects Commercial disease-state
could be healthy individuals, or a patient population

not exposed to a therapeutic protein product,

depending on the stage of assay development or

validation and the availability of samples.
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Determination of a Validation Cut-Point

» Number of individuals
— 230 individuals, either healthy or representative of study population

» Balanced design
— 6 set ups, 2 analysts, multiple days, independent assays etc
— Statistical evaluation
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From Validation to Real Sample Analysis

» How do you determine whether your validation cut-point is appropriate for the
study population?
— By performing in-study population-specific cut-point analysis using pre-
dose samples to compare with the validation cut-point
o Use range of false positive rates?
o Is this suitable if targeting 1% FPR?

— Analysis of pre-dose samples for cut-point determination
o Is your LPC still positive with trial population cut-point
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7 In-study Cut-Point Setting

» Do you routinely assess in-study cut-points for your NAb assays?

Other: If the assay is used for new disease indication

Only if the validation ‘ Yes
cut-point isn't

appropriate ‘

No
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7 How to set the In-Study Cut-Point

> In-study cut-point with ADA negative pre-dose samples from trial population

» For high-risk project: In-study cut-point should be determined as soon as the
first 30 individuals are screened and included in the study

» Use minimum of balanced design keeping in mind the availability of the pre-
dose samples

o Run pre-dose samples at least 2 — 3 times, different days

» High inter-individual variation in pre-dose samples (unreasonably high
cut-point )
o Use two pre-dose samples preferably to establish intra individual variation
o Compare pre-dose and post dose sample from same individual
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7 In-Study Cut-Point Setting

» How many pre-dose samples do you test/include to evaluate an in-study
cut-point?

— minimum 20 samples

— at least 30 samples

— minimum 20, but preferably at least 30

— 30 or more

— 25-50 samples, if possible, but will use fewer if that's all that's available
— 30- 60

— Approx. 100
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» Do you use a balanced design for evaluating the in-study cut-point?

Other

- if possible, sometimes
sample volume does not
allow

- Mostly not due to informed
consent constraints

Yes
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7 When to Report NAb Result and with what Cut-Point?

> In general wait until in-study cut-point has been evaluated before NADb is reported
» Report NADb at end of trial for final DBL
> If interim NAb reporting is needed before an in-study cut-point can be evaluated

— You may need to re-evaluate the cut-point as new samples become available
— Consider reporting NAb data as "preliminary” in interim data set

— Include up-front in SAP that data will be preliminary and subject to change if cut-
point changes
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> If sample results have already been reported to stakeholders before
calculation of an in-study cut-point changes, what do you do?

» Report only at end of trial

we only report at the end of trial just before DBL

preferred not to provide the results before having the confirmation of in-study
cut point, but if needed, we need to provide revised results with explanations.

If an in-study cut point, this is discussed with the Sponsor prior to calculating
and implementing the cut point. Then, once the cut point is calculated, the
results are re-evaluated. If Sponsor requests, the data will be reported both
against the validation cut point and against the in-study cut point.

» Interim Reporting

first results are provided with "disclaimer" preliminary data.

| analyse the samples that is available multiple times, and calculate an "interim"
cut point. This is then updated when more samples are - Able. If | have access
to samples from same disease population, | would ~* '\Q e there in the
“interim" cut point O

<
Initial results reported with 1 < .ding cut point may change. After
establishment of in-stuc” 6@ ~int, we report the updated/final results.

8

* 6
Clear communicatior, (0\0 Jata during study are preliminary results that might
change. AN
'

in(ﬁate that sample results are a preliminary indication until the CP is
determined appropriate

We mention this in the Statistical analysis plan. For the 'interim' reporting of NAb
results, where you cannot assess the suitability of the CP yet, we say in the SAP
that the results may change upon final reporting due to the fact that the CP may
change.
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Recommendations from EBF NAb Team

» Use a minimum of 30 individuals
» Healthy or disease state (if possible)
» Analyse ADA negative pre-dose samples from trial population
— Confirm appropriateness of cut-point
» For in-study cut-point use a minimum of balanced design
» Report NAb at the end of trial or after appropriate cut-point has been evaluated
» Re-evaluate cut-point during the trial if needed
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Contact Information

Questions: info@e-b-f.eu

EBF European Bioanalysis Forum vzw

www.e-b-f.eu
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http://www.e-b-f.eu/

