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Introduction

Applications For
Secondary Antibodies

In many biological assays, the target antigen is visualized
indirectly. That is, the secondary antibody, bound to the primary
antibody, produces the signal. Since many secondary antibodies
can bind to one primary antibody, the result is signal amplification
and increased sensitivity.

The choice of the appropriate secondary antibody is determined
by the specifications (i.e. species, subclass, and fragment type)
of the primary antibody and the application. Proteintech®* offers
a variety of secondary antibodies suitable for Western Blotting,
ELISA, cellular imaging, and flow cytometry:

- Enzyme/Biotin conjugated
- Conventional fluorescent conjugated

Immunofluorescence Staining Immunohistochemistry

Piot O3, gated on POLEL
Proteintech
10782-2-AP

Flow Cytometry

*Proteintech® and the Proteintech logo are trademarks of Proteintech Group registered in the US Patent and Trademark Office.



Selecting A Suitable
Secondary Antibody
For Your Application

Understanding
Common Secondary

Antibody Nomenclature

Seconday Antibodies

Understanding the needs of the primary antibody and assay-
dependent requirements are essential for selecting an appropriate
secondary antibody.

1. Host Species Of Primary Antibody

The secondary antibody has to be raised against the host species of the primary antibody (e.g.,
anti-mouse, rabbit, rat).

m Mouse Goat m Rabbit m Sheep
Rat Bovine m Human m Swine

2. Class Of Primary Antibody

In addition to the host specificity, the secondary antibody also has to be specific for the isotype
of the primary antibody (e.g., 1gG, IgA, IgM).

1gG (H+L), heavy and light chain 1gG3
1gG1 1gG, Fc, receptor binding
1gG2a IgA
1gG2b IgM
3. Antibody Fragments

F(ab’)2

If the primary antibody is not the

whole antibody but a fragment, H H
the secondary antibody should [ <9
also be fragment-specific to reduce i DL | Fab)
noise signal (e.g., F(ab’)2 fragment \ ,
secondary antibodies penetrate
tissue easier in IHC).

Fc

1gG

4. Assay Relevance

The intended application determines the type of conjugate (eg., enzyme or
fluorescent conjugated).

5. Additional Purification Steps

A common purification technique for secondary antibodies is High Affinity Purification, resulting
in reduced non-specific binding. In addition, secondary antibodies can go through an additional
purification step to reduce potential cross-reactions with other species. Therefore, the secondary
antibody solution is passed over different columns containing sera proteins of different species
to filter out the non-specific secondary antibody (e.g., for multi-stainings).

F(ab’)2-Goat anti-rabbit cross-absorbed IgG/IgA/IgM, FITC conjugate
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Fragment Host Primary Isotype
Antibody Specificity

Host Secondary Purification Label
Antibody
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E n Zy me CO nj u gate d / Conjugate  Host Reactivity Application Catalog Number
Biotin Secondary AntibOdies HRP Goat Mouse ELISA, ICC, IHC, WB SA00001-1
HRP Goat Rabbit ELISA, ICC, IHC, WB SA00001-2
HRP Goat Rat ELISA, ICC, IHC, WB SA00001-15
HRP Goat Human ELISA, ICC, IHC, WB SA00001-17
Goat Mouse ELISA, ICC, IHC, WB SA00002-1
Goat Rabbit ELISA, ICC, IHC, WB SA00002-2
Goat Rat ELISA, ICC, IHC, WB SA00002-9
Goat Human ELISA, ICC, IHC, WB SA00002-8
Biotin Goat Mouse ELISA, FC, ICC, IHC, IF, WB SA00004-4
Biotin Rabbit Goat ELISA, FC, ICC, IHC, IF, WB SA00004-1
CO nve nti O n a l Conjugate Host Reactivity Application Catalog Number

Goat Mouse FC, IF SA00003-1
Goat Rabbit FC, IF SA00003-2
Goat Rat FC, IF SA00003-11
Goat Human FC,IF SA00003-12
Rabbit Goat FC, IF SA00003-4
Goat Rabbit FC, IF SA00008-2
Donkey Goat FC, IF SA00008-3
Goat Mouse FC, IF SA00007-1
Goat Rabbit FC, IF SA00007-2
Goat Human FC,IF SA00007-10
Rabbit Goat FC, IF SA00007-4
Goat Mouse FC, IF SA00009-1
Goat Rabbit FC, IF SA00009-2
Rabbit Goat FC, IF SA00009-4

Fluorescent Conjugated
Secondary Antibodies
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OPTIMIZE YOUR
ANTIBODY EXPERIMENTS
WITH PROTEINTECH

Request your free technical guide from ptglab.com.

Pproteintech® \ ~ protelr
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CONTACT U5

Proteintech Group PHONE
US Head Office
FAX
ADDRESS
EMAIL

1(888) 4PTGLAB

(1-888-478-4522)
(toll free in USA),

or 1(312) 455-8498
(outside USA)

1(312) 455-8408

Proteintech Group, Inc.
5400 Pearl Street, Suite 300,
Rosemont, IL 60018, USA

proteintech@ptglab.com

Proteintech Europe  PHONE
United Kingdom FAX

ADDRESS

EMAIL

+44 (161) 8393007
+44 (161) 2413103

Proteintech Europe, Ltd.
4th Floor,

196 Deansgate,
Manchester, M3 3WF

europe@ptglab.com

Proteintech Europe  EmalL
Germany

germany@ptglab.com

Sales and technical support only.

Proteintech PHONE
China Office

FAX
ADDRESS

EMAIL

027-87531629
or 4006-900-926
027-87531627

Wuhan Sanying Biotechnologies
D3-3, No.666 Gaoxin Avenue,

Wuhan East Lake Hi-tech Development Zone

Wouhan, Hubei, P.R.C

service@ptglab.com

Support

Available 24 hours via Live Chat and 9-5
(CDT) via phone.

Email support also available.

LIVE CHAT
www.ptglab.com

TWITTER
@proteintech

BLOG
www.ptglab.com/news/blog

YOUTUBE
www.youtube.com/Proteintech
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We are ISO 9001 and
I1SO 13485 accredited.




