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Background
Activation of the classical complement pathway begins with binding of an activating substance (e.g. immune complex) to
the C1q molecule of C1. This, in turn, activates the C1r(2)C1s(2) sub-units, resulting in cleavage of C4 to C4b near the
amino terminus of the gamma chain releasing C4a in the process. The short-lived C4b molecule can bind covalently to
membranes or other surfaces via either an amide or ester bond. This is an inefficient process that is limited to the
immediate vicinity of the C1 complex. C4b then takes part in the classical convertase enzyme. Because of the short life
of the C4b molecule much of the C4d is free and circulates in serum.

Both bound and free C4b are strictly controlled in vivo. The ability of C4b to participate in classical pathway activation
and opsonization reactions is inhibited by a single site cleavage of the alpha chain by Factor I. This reaction requires either
C4 binding protein or CR1 as a cofactor. This initial cleavage inactivates C4b resulting in iC4b. Further degradation of this
molecule by Factor I produces the C4c and C4d fragments. Both of these fragments can be produced in fluid phase or
on target surface.

Specificity
The specificity of the monoclonal antibody was established via a series of immunoassays that utilized highly purified C4,
C4c and C4d. First, the antibody was shown by ELISA to bind to purified C4d immobilized in microtiter wells. Second,
C4b, iC4b, C4d and human serum, but not C4c or intact C4, were shown (via inhibition EIA) to inhibit the binding of this
antibody to immobilized C4d. Similarly, using radiolabeled C4c and C4d, this antibody was shown to immunoprecipitate
C4d, and not C4c.

Specifications
Volume/vial: 100 μL 
Storage: 2°C to 8°C* (≤ 30 days)
Concentration: 1.0-1.2 mg/mL
Buffer: Borate Buffered Saline
Isotype: IgG1k
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Also available:

Monoclonal Antibodies

   MicroVue C4d EIA Kit – Cat. #A008
   Monoclonal Anti-Human C4(C4c) – Cat. #A211
   Monoclonal Anti-Human C4(C4d) 0.1 mL – Cat. #A213

Monoclonal Anti-Human C4(C4d) 0.5 mL – Cat. #A253
Purified Human C4 Protein – Cat. #A402
Monoclonal Anti-Human C4(C4d) – Cat. #A704
   (Biotin labeled)

*For long-term storage (> 30 days), aliquot and
store at ≤ –20°C. Avoid repeated freeze-thaw.

Applications
Because specific techniques differ from lab to lab, the provided information should be used as a guideline only. (Data on
File at Quidel). As C4b has a short half life in vivo, C4d is an excellent marker for classical complement activation in vivo
or in vitro and is therefore the basis of the MicroVue™ C4d EIA Kit (Cat. #A008).

Applications of this antibody have been evaluated by various research facilities, and include EIA,1 IHC,2,3,4 and Western Blot.4
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