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OBJECTIVE
Alpha-1-Acid Glycoprotein (AGP) is an acute phase protein. It
is a potential biomarker of systemic tissue injury and
inflammatory disorders. AGP also non-specifically binds with a
variety of circulating drug molecules, affecting their PK/PD
patterns. While working with an AGP ELISA kit we observed
that contrary to popular belief, substitution of kit calibrators with
bulk material for the sake of long term consistency may not
necessarily be useful.
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Fig. 2: Precision Profile and Curve Fit Algorithm
(Method A)

Table 3: Dilutional Linearity

Table 6: Precision of Measurements in Plasma

Controls (Method B)

INTRODUCTION
AGP is synthesized in the liver and released into the blood
during inflammatory events. Increased plasma and urine levels
of AGP can predict an increased risk of heart disease and
chronic kidney disease, along with being a biomarker for
alcoholism and acute inflammation. Decreased levels of
plasma AGP in severe septic shock patients can be used as a
prognostic indicator of patient mortality. In view of the
association of AGP levels with various disease states, AGP can
be used as an easy to measure biomarker in clinical settings
and drug development programs.

•
•

Samples diluted between 5000 to 40000-fold dilutions
ranged from 79.9 to 119.3 %AR.

Plasma control samples showed excellent Inter- and Intra-assay precision of measurements.
Concentrations determined in plasma control samples can be used as nominal concentration when these samples are used
for stability evaluation experiments.

Table 7: Pros and Cons of Using Non-Kit and Kit

Reference Material

Table 1: Precision & Accuracy (Method A)
Table 4: AGP Stability in Human Plasma

METHOD
• Method A: A commercial ELISA kit for quantification of AGP
in human plasma (K2EDTA) was run with substituted
calibrators. Five levels of qualification samples (QS) spiked in
PBST-BSA, and 3 levels of endogenous AGP in normal
human plasma were used to establish and validate the assay
performance characteristics.
• Method B: The same commercial ELISA kit for the
quantification of AGP was run with kit calibrators. Five levels
of qualification samples (QS) spiked in assay diluents were
used to establish dynamic range of quantification and
precision and accuracy of measurements.

Short-term stability of AGP in Human Plasma was established.

All five levels of QS spiked with AGP were within the acceptance criteria of ≤ 20% CV and %RE for all levels except the LLOQ,
which had an acceptance criteria of ≤ 25% CV and %RE.

Fig 3: Precision Profile and Curve Fit Algorithm
(Method B)

SUMMARY and CONCLUSION
Table 2: Method Selectivity

Fig. 1: AGP : Drug Binding Protein & Potential

Biomarker

Table 5: Precision & Accuracy (Method B)

An ELISA kit for quantification of AGP was initially qualified using
bulk reference material from a non-kit manufacturer (Method A).
Later, consistent preparation of calibrators using this bulk material
became difficult (material was discontinued). Consequently, method
performance was successfully re-qualified using the AGP provided
in the kits (Method B).
Based on our experience the following is recommended:
• Preferably secure the bulk reference material from the kit
manufacturer. This will assure availability of material for the
life cycle of kit.
• If non-kit material is selected it should only be obtained from
a well established manufacturer that can provide
assurances of product availability.
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