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Affi-Gel° Hz Immunoaffinity Kit

The Affi-Gel Hz immunoaffinity kit achieves a more optimal ori-
entation of coupled antibody than currently available activated
supports which couple via primary amines. The kit contains hydra-
zide activated agarose beads which are used to couple IgG mole-
cules via carbohydrate moieties located on the Fc region of the
antibody. Fc attachment results in a higher antigen capacity than
can be achieved with conventional supports. With conventional
matrices which couple antibodies randomly via primary amine or
carboxyl groups, antibodies may be attached at or near the binding
site, resulting in loss of capacity.
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—e Carbohydrate moieties on Fc region of IgG.

*— Hydrazide functional group on gel spacer arm.

\ (/ Immunoglobulin G.

Hydrazide Coupling Chemistry

Coupling Mechanism

[n’imunoglobulins are glycoproteins which contains carbohydrate
located on the Fc region of the antibody. Periodate oxidation of

vicinal hydroxyl groups of the carbohydrate results in the forma-

tion of aldehydes for specific coupling to Affi-Gel Hz hydrazide
gel. The result is a stable, covalent hydrazone bond linkage that is
chemically resistant to many common elution conditions employed
in affinity chromatography. This stable bond, along with the ori-
ented coupling offered by the support, results in superior perform-
ance in immunoaffinity chromatography.

Increased Efficiency in
Immunoaffinity Chromatography

Immunoaffinity chromatography exploits bio-specific antigen-
antibody interactions to achieve a high degree of purification in a
single step. With the Affi-Gel Hz immunoaffinity kit, column ca-
pacity can be improved and a high degree of stability maintained.
The Affi-Gel Hz immunoaffinity kit contains everything necessary
to couple IgG, IgM and other Immunoglobulin classes, to the low
pressure agarose support for immunoaffinity chromatography
applications.

Antigen Binding Capacity of Immobilized IgG

Studies comparing the antigen binding capacity of immunoaffinity
matrices demonstrate the superior performance of Affi-Gel Hz hy-
drazide gel over CNBr-activated Sepharose® gel.

® lgG
HOH,C HOH,C

O
m NaIO4

OH

Sugar residue of carbohydrate on the Fc
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Oxidized IgG specific coupling to Affi-Gel
Hz hydrazide gel.
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Fig. 1. Binding of "“C-BSA to anti-BSA IgG immobilized on Affi-Gel Hz
(+)and Sepharose gel (4).
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Fig. 2. Binding of “C-beta-galactosidase to anti-beta galactosidase IgG
immobilized on Affi-Gel Hz (+ ) and Sepharose gel (4).

Figure 1 shows that Affi-Gel Hz gel has a 300% higher antigen
binding capacity than CNBr-activated Sepharose gel-1gG. Oxidized
IgG specific for bovine serum albumin was coupled overnight at
room temperature to Affi-Gel Hz gel or for 2 hours at room tem-
perature to CNBr-activated Sepharose gel according to the manu-
facturers instructions. Both supports were washed with 10 mM
phosphate, 0.5 M NaCl, pH 7.0, and gel volumes representing
equivalent amounts of 1gG were incubated overnight at room tem-
perature with increasing quantities of '*C-BSA. The gels were
washed several times, and the bound BSA was determined by lig-
uid scintillation counting.

Figure 2 demonstrates a 200% increase in beta-galactosidase capac-
ity for Affi-Gel Hz gel coupled 1gG affinity support over the same
antibody immobilized on CNBr-activated Sepharose gel. '*C Ila-
beled beta-galactosidase was used to determine the binding capaci-
ty of each support and the conditions and methods were as de-
scribed for Figure 1.

Immobilization Procedure

IgG to be immobilized for affinity purification should be of high
purity to maximize column capacity and effectiveness.

1. Purified IgG is exchanged into diluted coupling buffer pH 5.5
using an Econo-Pac ® 10DG column.

2. The IgG is oxidized with sodium periodate for 1 hour at room
temperature, light protected. This mild oxidation of vicinal hy-
droxyls of sugars on the carbohydrates is specific and does not
alter IgG activity (data not shown).

3. Immediately after oxidation, any unreacted periodate is re-
moved by desalting on an Econo-Pac 10DG column.

4. The oxidized antibody is allowed to couple overnight at room
. lemperature.

5. The Affi-Gel Hz gel immobilized IgG is poured into the 1x 10

cm Econo-Column® chromatography column provided, washed-

and ready for affinity purification.

Scale-Up Applications

Scale-up quantities of gel, oxidizer, and 10x buffer are available
for preparative immunoaffinity purification. Large scale purifica-
tion using Affi-Gel Hz hydrazide gel for specific IgG coupling ex-
tends the advantages in coupling chemistry from the kit to prepara-
tive applications.

Ordering Information

Catalog
Number Product Description

153-6060  Affi-Gel Hz Immunoaffinity Kit, includes
Affi-Gel Hz hydrazide gel, 5 ml in isopro-
panol; Affi-Gel Hz oxidizer, 25 mg sodium
periodate; Affi-Gel Hz 10 x coupling buf-
fer concentrate, 25 ml; Econo-Pac 10DG
desalting columns, 2; 1 x 10 cm Econo-
Column, 1; instruction manual.

153-6047  Affi-Gel Hz Hydrazide Gel, 25 m|
153-6048  Affi-Gel Hz Hydrazide Gel, 4 x 25 ml
153-6049  Affi-Gel Hz Hydrazide Gel, 500 ml
1536054  Affi-Gel Hz 10 x Coupling Buffer, 500 ml

1536055  Affi-Gel Hz Oxidizer, 250 mg sodium
periodate

732-2010  Econo-Pac 10DG Desalting Columns, 30

732-8102  Luer-Lock 2-Way Stopcocks, 10

Sepharose® is a registered trademark of Pharmacia Fine Chemicals.
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Division

Also in: Mississauga, Canada ® Ph. (416) 624-0713 ® Fx. (416) 624-3019; North Ryde, Australia ® Ph. 61-2-805-5000 ® Fx. 61-2-805-1920;
Vienna, Austria ® Ph. 43/222/82 89 010 ® Fx. 43/222/82 85 629; Nazareth, Belgium ® Ph. 32/2/91 85 55 11® Fx. 32/2/91 82 65 54; Paris,
France ® Ph. 33/1/49 60 68 34 ® Fx. 33/1/46 71 24 67; Miinchen, Germany ® Ph. 49/89/31 88 40 ® Fx. 49/89/31 88 41 00; Tai Kok Tsui,
Kowloon ® Ph. 852/789/3300® Fx. 852/789/1257; Milano, Italy ® Ph. 39/2/213 87 51 ® Fx. 39/2/213 90 32; Madrid, Spain ® Ph. 34/1/663 7085 ®
Fx. 34/1/663 9698; Tokyo, Japan ® Ph. 81-3-534-7240 ® Fx. 81-3-534-8037; Veenendaal, The Netherlands ® Ph. 31/8385-40666 ®

Fx. 31/8385-42216; Glattbrugg, Switzerland ® Ph. 41/1/810 16 77 ® Fx. 41/1/810 19 33; Hemel Hempstead, England ® Ph. 44/442/23 2552 ®
Fx. 44/442/53118; Auckland, New Zealand® Ph. 64/9/443/3099® Fx. 64/9/443/3097
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