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SPECIFICATIONS

Product Code:  FC20

Activity: $95% binding to human IgG

Protein A is supplied lyophilized. 

Shipped with ice pack for next day

delivery.

Stability:  Lyophilized Protein A is

stable for at least one year when

stored desiccated at -20EC.  After

reconstitution, Protein A may be

stored at -20EC in working aliquots; 

no appreciable decay in Fc-binding

activity has been detected after six

months of storage.

PROTEIN A

PROZYME® Protein A is a highly stable surface
receptor produced by Staphylococcus aureus,
which is capable of binding the Fc portion of
immunoglobulins, especially IgGs, from a
large number of species (Boyle and Reis,
1987).  One protein A molecule can bind at
least 2 molecules of IgG simultaneously
(Sjöquist et al., 1972).

Protein A may be coupled to a wide variety
of reporter molecules including fluorescent
dyes, enzyme markers, biotin, colloidal gold
and radioactive iodine without affecting the
antibody binding site.  These conjugates may
be used to track immunoglobulins in
histochemical, western and ELISA
applications.

Alternatively, Protein A may be immobilized
onto a solid support to facilitate the purifi-
cation and recovery of either polyclonal or
monoclonal immunoglobulins.  Immobilized
protein A has recently been applied
therapeutically to treat a variety of humoral
diseases (Watson et al, 1989).

CHARACTERISTICS

Molecular weight:  42,000 daltons (based
on sedimentation data; Björk et al., 1972). 
However, Protein A runs anomalously slowly
on SDS polyacrylamide gels (at an apparent
molecular weight of 55-56 kd; ibid.).

Composition:  Protein A is a monomeric
protein lacking cysteine residues.

Extinction coefficient:  E  = 1.4

Stability range:  pH 1.0–12.0

Isoelectric point:  4.85–5.10

Specificity:  Protein A will bind the Fc
portion of some human IgG subclasses (IgG1,
IgG2, and IgG4) as well as Mouse IgG2a and
IgG2b.  Protein A also binds IgGs from other
laboratory and domestic animals, including 
rabbit, pig, guinea pig and dog.

Applications:  Immunologically active
enzyme conjugates, ELISA's, dot blot and
western immunoblotting techniques, affinity
purification of polyclonal and monoclonal
antibodies, and immunoprecipitation.



ASSAY

The measurement of Protein A binding
activity is based upon its adsorption to IgG
agarose.

Reagents

PBS (25 mM sodium phosphate, 150 mM
NaCl, pH 7.0)

6-7 ml column of human IgG-agarose
(minimum of 12 mg IgG per ml agarose),
equilibrated with PBS

Procedure

1. Dissolve the Protein A sample at
~2 mg/ml in PBS.

2. Adjust spectrophotometer to read at
280 nm.

3. Determine the absorbance at 280 nm
(A280) of the Protein A sample.

4. Pre-wash the column extensively with
PBS (make sure no A280 is washing off the
column).

5. Load 5.0 ml of Protein A onto the column
and follow with 3 ml of PBS.

6. Collect the flow-through and reapply to
the column three times to ensure
complete binding.

7. Wash with 10 ml of PBS and collect with
the flow-through as the “unbound”
fraction.

8. Concentrate the unbound fraction to 1 ml
by ultrafiltration using a 10,000 mw cutoff
filter.

9. Measure the A280 of the concentrated
unbound fraction, blanking against PBS.

10. The  A280 units (absorbance times
volume) of the fraction should be less
than 5% of the A280 units loaded onto the
column (i.e. the % Binding, as defined
below, should be greater than 95.

Calculation

where:

UA280 = Absorbance of the concentrated
unbound fraction at 280 nm

Uv = Volume of the concentrated unbound
fraction

SA280 = Absorbance of undiluted protein A
sample at 280 nm

Sv = Volume of Protein A sample applied to
the column (5.0 ml)
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