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TK Toxicokinetics g%ﬁiiﬁgg%aé .
PK Pharmacokinetics Y EREF §
SD Study director AR EEE “':?
MRD Minimum required dilution BNERIEER s
LLOQ Lower limit of quantification EE TR ,%
ULOQ Upper limit of quantification EE MR %
QC Quality control REEHE .
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S/N ratio Signal to noise ratio S/NLE
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Protein Blockers
« Bovine serum albumin (BSA) (1~3%)
« Non-fat dry milk or Casein (0.1~0.5%)
« Whole normal sera (~10%)
 Fish gelatin
« ZOMth : HERD 7Oy X 7HFl

- PAEBE : E7F>ht4>BSA)  BEDGIEHR (X741 F25 DG2018-39)

- EREE (F—E&%)  BSA>HEAV>XRFXLINY (RTF4F26 DG2018-
39)
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» Polyethylene glycol (PEG) [RiESdghadd it Sl i
+ Polyvinyl alcohol (PVA) o SN ERO 7R I A=
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ICH-M10 : EEREICRIT 2188
« 4.1.2 Critical Reagents

- Critical reagents, including binding reagents (e.g., binding proteins,
aptamers, antibodies or conjugated antibodies) and those containing enzymatic
moieties, have direct impact on the results of the assay and, therefore, their
quality should be assured.

- Critical reagents bind the analyte and, upon interaction, lead to an instrument
signal corresponding to the analyte concentration.

- The critical reagents should be identified and defined in the assay method.

vioanalysisforum_jp/

- Reliable procurement of critical reagents, whether manufactured in-house or
purchased commercially, should be considered early in method development.

/L
I

hitp://

- The data sheet for the critical reagent should include at a minimum identity,
source, batch/lot number, purity (if applicable), concentration (if applicable) and
stability/retest date/storage conditions.
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ICH-M10 : MRDI=F84 3188

e 7.4 Minimum Required Dilution

MRD is a dilution factor employed in samples that are diluted with
buffer solution to reduce the background signal or matrix
interference on the analysis using LBA. The MRD should be
identical for all samples including calibration standards and the

QCs and it should be determined during method development.

hitp://bioanalysisforum.jp/

If MRD is changed after establishment of the method, partial
validation is necessary. MRD should be defined in the Validation

Report of the analytical method.
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CH-M10 : REHIEIT 2 EE

« 4.2.3 Calibration Curve and Range

The calibration curve demonstrates the relationship
between the nhominal analyte concentration and the
response of the analytical platform to the analyte.

Calibration standards should be prepared in the same
biological matrix as the study samples. The calibration range
Is defined by the LLOQ, which is the lowest calibration
standard, and the ULOQ, which is the highest calibration
standard.
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There should be one calibration curve for each analyte
studied during method validation and for each analytical run.
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ICH-M10 : QCi\Z*—lt:FaﬁT%IEE

« 4.2.4.1 Preparation of Quality Control Samples

The QCs are intended to mimic study samples and should be
prepared by spiking matrix with a known quantity of analyte,
storing them under the conditions anticipated for study
samples and analysing them to assess the validity of the
analytical method.

The QCs should be prepared at a minimum of 5
concentration levels within the calibration curve range: The
analyte should be spiked at the LLOQ, within three times of
the LLOQ (low QC), around the geometric mean of the
calibration curve range (medium QC), and at least at 75% of
the ULOQ (high QC) and at the ULOQ.
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ICH-M10 : iR IZ B3 218 8

« 4.2.2 Selectivity

Selectivity should be evaluated at the low end of an assay
where problems occur in most cases, but it is recommended
that selectivity is also evaluated at higher analyte
concentrations.

Selectivity should be evaluated at the low end of an assay
where problems occur in most cases, but it is recommended
that selectivity is also evaluated at higher analyte
concentrations.
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Therefore, selectivity is evaluated using blank samples
obtained from at least 10 individual sources and by spiking
the individual blank matrices at the LLOQ and at the high
QC level.
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ICH-M10 : BE%IcET2EE

« ICH-M10 Guideline
4.2 Validation
4.2.4 Accuracy and Precision

4.2.4.1 Preparation of Quality Control Samples
4.2.4.2 Evaluation of Accuracy and Precision
4.3 Study Sample Analysis
4.3.1 Analytical Run

4.3.2 Acceptance Criteria for an Analytical Run
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ICH-M10 : BE <B4 31EH

e [CH-M10 Guideline

Accuracy:

The degree of closeness of the measured value to the nominal or known
true value under prescribed conditions (or as measured by a particular
method). In this document accuracy is expressed as percent of the nominal
value.

Accuracy (%) = (Measured Value/Nominal Value)

Precision:

The closeness of agreement (i.e., degree of scatter) among a series of
measurements. Precision is expressed as the coefficient of variation (CV) or
the relative standard deviation (RSD) expressed as a percentage.

%CV = (Standard Deviation/Mean) x 100
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ICH-M10 : ERE®EICET2EE

e [CH-M10 Guideline
4.2 Validation

4.2.6 Dilution Linearity and Hook Effect

*4.3 Study Sample Analysis (< Dilution Linearity (CB83 3 52# (& 4L

Dilution Linearity:

A parameter demonstrating that the method can appropriately analyse samples
at a concentration exceeding the ULOQ of the calibration curve without =
influence of prozone (hook) effect and that the measured concentrations are not = £
affected by dilution within the calibration range in LBAs.
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ICH M10 : RE ¥ IR+ 21EE

4.2.7 Stability

Stability evaluations should be carried out to
ensure that every step taken during sample
preparation, processing and analysis as well
as the storage conditions used do not affect
the concentration of the analyte.
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