Flow CAST®

Intended Use

The Flow CAST® is a Research Use Only test for the
assessment of basophil activation upon stimulation with
specific allergens. The test employs flow cytometry to
determine the percent of basophil activation by
measuring the number of basophils expressing the CD63
cell surface marker in K-EDTA whole blood samples.

For laboratory use only.

Principle of the Assay

Flow CAST® is a basophil activation test (BAT) that reproduces
an allergic reaction in a blood test. At the core of the assay
is the ex vivo stimulation of basophils in an individual's
whole blood with specific allergen, followed by flow
cytometric determination of basophil activation.

Basophils are stained using two fluorescent labelled
monoclonal antibodies: anti-CCR3-PE for selection and
anti-CD63-FITC for the determination of the activation
status. Basophils are identified by gating as CCR3pos/
SSClow, and their activation status is assessed through CD63
expression.

The assay’s readout is indicated as the ratio of CD63
positive basophils to total basophils (%CD63).
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Interpretation of Results

Result Interpretation
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11 peer-reviewed studies

distinguishing

Flow CAST® is available for Research Use Only in the US. For product
availability outside the US, please contact BUHLMANN Laboratories for
further information.

Performance Characteristics

Basophil Recovery > 500 basophils/tube

Within-laboratory precision <25 % CV for stimulus
Performed according to CLSI guideline EP05-A3 and ISO
standard 15197:2013

Reproducibility <25 % CV for stimulus
Performed according to CLSI guideline EP05-A3 and ISO
standard 15197:2013.
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Rate of IgE non-responder below 5%
In a study of 130 healthy blood donors, only 1 person had a
poor response to FCcERI receptor crosslinking, resulting in a

non-responder rate of 0.77%. Most donors (81.5%) showed a
strong response with an activation rate exceeding 50%.

Numbers of samples / per kit

Number of allergens Individuals

1/1 conc. 25
2/1 conc. 20
3/1 conc. 16



Flow CAST®

Pre-Analytics

Sample required « EDTA whole blood
Sample storage - Store at 2 - 8°C (do not freeze)
+ Process within 48h
« Drug allergens: Process within 24h

Collection - K-EDTA venipuncture tubes must be
filled at least half-way

No interference from the most common antihistamine were
detected up to a specified concentration. For further detail
refer to the IFU.

Processed Specimen Storage

Processed cells using standard protocol are fixed. Fixed cells
may be stored at 2-8°C for 5 days for subsequent acquisition.

Equipment

+ Flow cytometer equipped with a 488 nm (blue) laser
source with emission filters for PE and FITC channel

«  Water bath or incubator (37°C)

« Centrifuge

+ Polystyrene or polypropylene tubes

« Sterile or ultrapure water

CAST® Allergens

*ordered separately, refer to allergen list

Preparation:
+ Add 250 pl Stimulation Buffer to prepared allergens

« Use freshly reconstituted allergens for stimulation

« Use up 4 stimulations for each allergen vial

Sample Preparation Layout

For each sample prepare single tubes for controls and desired allergens
under examination.

PB= Sample Background

PC1 = Stimulation control with anti-Fc €RI AbFc

PC2 = Stimulation control with fMLP

A1-1 = Allergen 1 with dilution 1
A1-2 = Allergen 1 with dilution 2 etc.

Procedure (~ 60 minutes)
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Data Acquisition and Interpretation
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*to be adapted according to the Flow Cytometer in use orde”ng code:

Flow Cytometry acquisition FK-CCR-U 100 iasts (o

Flow CAST® is available for Research Use Only in the US. For product
availability outside the US, please contact BUHLMANN Laboratories for
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Fixation step: 30 min incubation (light protected) J -
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