Application Note

HYCOR Specific IgE Insect Venom tests
compared to other test manufacturers

HYCOR continuously works to ensure the quality and clinical performance of our allergy testing products.
Though there is no “gold standard” for specific IgE measurement, we periodically compare our products to
those available from other manufacturers in response to customer queries. As an example, we demonstrate
here the performance of the HYCOR allergy product line vs. anather widely used method for a selection of
insect venoms, including two hornet species, two wasp species, and honeybee.

For each product, we assayed several dozen patient samples including high positives, low positives, and
negatives, and compared HYCOR results to those of InmunoCAP® FEIA (ImmunoCAP), in a blinded study in
which the ImmunoCAP testing was conducted at IBT Reference Laboratory, Lenexa, Kansas, a CLIA-licensed
commercial clinical laboratory that routinely performs specific IgE testing. Positive results, on the HYCOR
method, calibrated against the international WHO IgE standard, were then plotted for each patient against
the ImmunoCAP result and the slope of the resulting line was determined via Passing-Bablok analysis. In
this analysis, a slope between 0.75 and 1.5 indicates overall correlation between the two methods, though
considerable variation may sometimes be seen between assay results on individual samples.

The following table summarizes the results:

Allergen Passing-Bablok Slope (log/log) vs InmunoCAP® FEIA
Honeybee 0.82
White-faced hornet 1.19
Common wasp 1.1
Paper wasp 1.40
Yellow hornet 1.03

This good correlation clearly demonstrates that HYCOR's assay technology responds comparably to that of
the Phadia ImmunoCap method in measuring the presence of allergen-specific serum IgE in patient samples
for these venom allergens.

HYCOR's assay technology provides the ability to assess the patient’s response to a wide variety of
naturally occurring protein components. It would be possible for HYCOR to obtain artificially elevated
results by “spiking” our allergen preparations with genetically modified material, but we feel that the
most accurate results are obtained by challenging the patient’s serum with only naturally occurring
material that originates with the actual allergen source.

In terms of analytic sensitivity, there is a difference between the HYCOR and ImmunoCAP results on certain
samples. This point is illustrated with comparative results on 10 samples with 13 shown in the table below.
Similar data was produced with each of the five insect venom allergens studied.

Allergen: 13 — Common Wasp (Yellow Jacket — Vespula Spp.)

SAMPLE ImmunoCAP® FEIA at IBT (kIU/L) HYCOR TMP at HYCOR (kU/L)
13-007 <0.10 0.02
13-008 <0.10 0.05
13-021 <0.10 0.11
13-024 <0.10 <0.01
13-025 <0.10 <0.01
13-057 <0.10 0.06
13-061 <0.10 0.06
13-064 <0.10 <0.01
13-066 <0.10 0.09
13-068 <0.10 0.07
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The HYCOR assay is capable of quantitating results below 0.1 kU/L, and thus provides quantitative results
for these samples, most of which fall in the equivocal or Class | range.

ImmunoCAP, on the other hand, does not quantitate in this range and reports all the samples as
negative. We do not consider this to be discordance, but rather a difference created by the different
low-end quantitation of the two assays. Only in one case has HYCOR's lower quantitation level actually
created a discordance in results: Patient 13-021 is reported as 0.11 kU/L, positive, whereas ImmunoCAP
reports it as less than 0.10 kU/L, which ImmunoCAP classifies as negative. The discordance in this case
is the result of the lower positive cut-off capability of the HYCOR method.

In summary, there is little difference, in general, in quantitation of results between ImmunoCAP and
HYCOR. Quantitative differences between methods may occur for certain individuals, but such differences
are normally not greater than one “Class.” We suspect such cases are created by different approaches
to antigen presentation by the two companies: HYCOR relies exclusively on naturally occurring antigens,
presented in a context as near as possible to what the patient actually encounters in the environment,
and we feel this is the most accurate and true-to-life result. Only in the case of very low positives (below
0.1 kU/L) do we find a difference in sensitivity between the two methods.

On the following pages are shown log/log plots of quantitative assay results in kU/L for these five insect
venom products.
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HYCOR, an Agilent Technologies division, manufactures and markets
high-quality diagnostic products used in clinical laboratories throughout the
world. We are committed to providing clinicians with the highest value in terms
of innovation, reliability, and customer service. Agilent Technologies, a premier
measurement company, shares this commitment and brings substantial resources
to the task. Agilent Technologies’ Life Sciences are helping scientists advance
basic research, discover the genetic causes of disease, and accelerate the
discovery and development of biomarkers and therapies. In close collaboration
with colleagues throughout Agilent, HYCOR is advancing new products and
technologies that are designed to improve patient care and contribute to

healthcare cost containment on a global basis.
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