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PathHunter® EPO Bioassay Kits
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Epoetin Drugs’ Mechanism of Action

Existing assays

1. TF-1 Proliferation assay

* 72-96 hours incubation times
* Low S:B ratio
* Cell culture required

2. Mouse RBC production

* Animal-based assay

* High cost & variability

S. Elliott et al. / Experimental Hematology 2008;36:1573-1584
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Inactive Fragments Active Enzyme

Enzyme Donor, ED Enzyme Acceptor, EA %’G

Hydrolyzed
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Simple, Homogenous & Rapid Protocol
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Plate Ready-to-Assay Cells Treat with Agonist/Molecule

Add molecules

Read Luminescence

Add Detection
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Assay Optimization: Cell Number & Plating Time
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Plating Time: 4 hours
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Plating Time: 24 hours
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Plating Reagent: CPO Plating Reagent: CP5
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High Reproducibility of EPO assay
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Cell recovery: 0-4 hour

Epo incubation:

16hous @ 37C
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Expected Measured _Mean EpoR BioAssay: Linearity
Potenc . Recove RSD,
Potency Potency SD o
y ry 0 - 150 —
> y= 0.8768*x + 5.700
Day 1 126 5 r’=0.9551
o
Day 2 135 % 100 - °
y 150% 132 5.2 88 3.94 S
Day 3 135 g g
e 50 =
Day 1 128 ©
Day 2 116 0
Y 125% 121.3 6.1 97.1 5.04 > o . . . .
Day 3 120 =8 o 50 100 150 200
Expected Relative Potency, %
Day 1 57
Day 2 62.2
i 75% 61 36 81.3 5.83
Day 3 63.8 Precision: 6.36%
L] o
Day 1 54.9 Accuracy: 92.9%
Day 2 46.2
y 50% 52.6 5.6 105.1 10.61
Day 3 56.6
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Matrix Tolerance
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HillSlope EC50 S/IB
50% Human serum | 1.523 7653e011 | 2.3
30% Human serum | 1.211 1623e010 | 2.5
20% Human serum | 1.609 1272e010 | 2 5
10% Human serum | 0.9733 1.886e-010 | 3 9
Mo Human Serum 1.110 1.803e-010 | 47
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Benefits for “Ready-to-Use” Bioassay Kits
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Functional response based on drug MOA

Verified and Qualified with innovator’'s marketed drug
Simple protocol; Rapid results

Specific and Sensitive assay

Highly reproducible

High tolerance of matrix components (serum & plasma)

Readily Implement with Optimized kit

Frozen ready-to-assay cells
Bioassay Detection Reagents
Cell Plating Reagent

Dilution Buffer

Control Agonist

Tissue Culture-Treated Plates

Drug Discovery & Development Phase-Appropriate Solutions | Our Expertise in Your Hands — Discover Confidently



. . = eurofins
For More Info, Questions or Technical Support N DiscoverX

The Eurofins Discovery PRODUCTS COMPANY

Web:
Cell-Based Bioassays for Biologics

Technical Support
For NA:

DRX_SupportUS@eurofinsUS.com

For Europe, Africa & Middle East:
DRX SupportEurope@eurofinsUS.com

For Asia-Pacific:
AsiaPacificSupport@eurofins.com

Drug Discovery & Development Phase-Appropriate Solutions | Our Expertise in Your Hands — Discover Confidently Rev: 20200709


https://www.discoverx.com/products-applications/cell-based-assays-for-biologics
mailto:DRX_SupportEurope@eurofinsUS.com
mailto:AsiaPacificSupport@eurofins.com

