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# 1. Proposed conceptual pillars for validation of antibodies.

I Tagged
Validation Genetic Orthogonal Independent protein IMS
strategy antibody .
expression

Validation The Expression of | Expression of | The target The target

principle expression of | the target the target protein is protein is
the target protein is protein is expressed captured
protein is compared compared using a tag, using an
eliminated or | with an using two preferably antibody and
significantly antibody-inde | antibodies expressed at analyzed
reduced by pendent with endogenous using mass
genome method non-overlappi | levels spectrometry
editing or ng epitopes
RNA
interference

Validation Elimination Significant Significant Significant Target

criteria or significant | correlation of | correlation of | correlation protein
reduction in protein levels | protein levels | between peptides
antibody detected by detected by antibody-labeli | among the
labeling after | an antibody two different ng and most
gene and an antibodies detection of abundant
disruption or | orthogonal recognizing the epitope tag | detected by
MRNA method (eg, independent MS following
knockdown MS) regions of the immunocaptu

same target re
protein

Suitable for WB, IHC, WB, IHC, WB, IHC, WB, IHC, ICC, | IP/ChIP

these ICC,FS, SA, | ICC,FS,SA, | ICC,FS,SA, | FS

applications IP/ChIP, RP RP IP/ChIP, RP

The abbreviations are Immunocapture mass spectrometry (IMS), Western blot (WB),
immunohistochemistry (IHC), immunocytochemistry, including immunofluorescent microscopy, (ICC), flow

sorting and analysis of cells (FS), sandwich assays, including ELISA, (SA), immunoprecipitation (IP),
chromatin immunoprecipitation (ChIP), and reverse phase protein arrays (RP).
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