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Types of secondary labels for different immunoassays

Type of Imnmunoassay

A
F a )

ELISA Western Immunohistochemistry Flow cytometry m
" Blotting ' . ; !
Immunocytochemistry

Enzymes (usually
HRP or AP), biotin

Fluorescent label,
biotin
v
Secondary Antibody Conjugate Type
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Use a secondary antibody,
pre-adsorbed with serum,
for western blotting. Ideal also for
immunohistochemistry and multi-color
imaging where multiple primaries and
corresponding secondaries
are used.

For IHC, the secondary antibody
should be pre-adsorbed against the
same species as the sample on
which the detection is performed.

Use affinity purified antibodies to
give the lowest amount of
non-specific binding whereas
IgG fractions contain high
affinity antibodies.
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Choosing the relevant secondary antibody for your application

What is the host species
of your primary?

Rabbit Mouse Rat
Use anti-rabbit antibodies Use anti-mouse antibodies Use anti-rat antibodies

Importance of knowing the isotype
of the primary antibody

Human immunoglobulin classes,

Other type of reactivities
subclasses, types and subtypes

Secondary isotype directed against Classes or isotypes: Subclasses: Types:
primary isotype antibody IgG( heavy -chains),  IgG1( 1 heavy-chains), _ light-chain, Subtypes:
IgM( ), IgA( ), 1gG2 ( 2),1gG3( 3), light-chain (1), 1, 2, 3, 4
| IgE( ),1gD( ) 15G4( 4)TgAT( 1) TgA2( 2)

IgA2 ( 2)
Monoclonal primaries are mainly
raised in mouse, rabbit and rat

Polyclonal primaries raised in « Polyvalent antibodies react with all classes
P . rabbit, goat, sheep or donkey
For example if primary monoclonal antibody

B * Anti-Fc or heavy-chain( , , , ,and )antibodies react
is mouse IgG1, choose anti-mouse IgG are usually IgG isotype with the

. heavy-chain only

Anti-F(ab) or whole molecule antibodies react with heavy and
May also choose a less specific F(ab) Typically choose anti-IgG H&L . light-chains independently of the class
fragment anti-mouse igG

secondary antibody Anti light-chain ( and ) antibodies react with all classes since
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