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Immunogenicity Assay of Biologics Using ECL
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Tablel Antigens and antibodies used

Abbrewatlc.)n of Name of Antibody/Antigen Specification Supplier
analyte antibody
MADb1 MAB287 Mouse IgG1 R&D Systems, Inc.
MAb2 MAB1072 Mouse MAb Chemicon (Millipore Corp)
MAb3 BM802 Mouse IgG1 Acris Ab GmbH
Poly1 AB-286—-NA Total Rabbit IgG R&D Systems, Inc.
Poly2 LS-C-11323 Rabbit Polyclonal (IgG) Life Span Bioscience
ESPO Recombinant Kyowa Hakko Kirin
Pharma.
EPO Hum.an. Prospec—Tany
EPO-a Erythropoietin— & Techno gene Ltd.
Table2 Assay Condition
Assay format Drug Detection antibody
Direct coating method ESPO Use (D* for MAb1 to 3

Use @** for Polyl and 2

Indirect coating method

Biotin labeled EPO-a

Use (D* for MAb1 to 3

Bridging assay

1. Biotin labeled EPO—-a
2. SULFO-TAG labeled
EPO-a

Not used

1 * : SULFO-TAG labeled goat anti-mouse IgG antibody
@** : SULFO-TAG labeled goat anti—rabbit IgG antibody

Table 3 [CEHEEME. MEEMREZ. TYyPoIT7vt/ DRIERRERLES,

Table3 Detection range

AbbreV|at|<?n of analyte Direct coating method Indirect coating method Bridging assay
antibody
MAb1 78.1~5,000 ng/mL 0.012~500 ng/mL 4.88~2,500 ng/mL
MAb2 Not detected 0.049~200 ng/mL 4.88~2,500 ng/mL
MAb3 Not detected 0.2~200 ng/mL 4.88~2,500 ng/mL
Poly1 39.1~5,000 ng/mL 39.1~2,500 ng/mL
Poly2 39.1~5,000 ng/mL 39.1~2,500 ng/mL
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(1) Direct coating method
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Fig. 1 Calibration curve of direct coating method

(2) Indirect coating method
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Fig.2 Calibration curve of indirect coating method



(3) Bridging assay
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Fig.3 Calibration curve of bridging assay
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https://www.scas.co jp/services/lifescience/pharmaceuticals/concentration/new—modality.html
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https://www.scas.co jp/technical-informations/technical-news/pdf/tn376.pdf
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