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Product Specification Sheet 

 
Glutathione-Agarose (Aff matrix) 

 

����   Cat.  GSSH15-AS  Glutathione-Agarose  SIZE:  �   1 ml  �   5 ml column 
 

 
Expression of genes in E. coli or yeast or baculovirus offers a 
convenient system to produce large amounts of recombinant 
proteins that may otherwise be difficult to isolate from natural 
cells and tissues. Very often antibodies to these newly identified 
proteins are not available to study its biochemical properties, 
monitor protein expression, and purification. In order to 
circumvent this problem, short pieces of well-defined peptides 
(Poly-His, Flag-epitope or c-myc epitope or HA-tag) or small 
proteins (bacterial GST, MBP, Thioredoxin, b-Galactosidase, 
VSV-Glycoprotein etc) are often cloned along with the target 
gene. Proteins are expressed as fusion proteins. Antibodies to 
these fusion-tags are already available to monitor fusion protein 
expression and purification. Therefore, fusion-tags serve as 
universal tags much like secondary antibodies. Many tags have 
their own characteristics. Poly-His-fusion proteins (6 x His) can 
bind to Nickel-Sepharose or Nickel-HRP. GST-fusion proteins 
can bind to glutathione-Sepharose. Glutathione agarose offers a 
rapid, mild and non-denaturing affinity purification method for the 
purification of GST or GST fusion proteins (GST, glutathione 
peroxidase, glyoxalase I and recombinant GST fusion proteins).  
 
Source of Product 
 
Glutathione attached using at 12 atom spacer and via the 
sulfur to epoxy activated 4% crosslinked agarose beads.  
It contains 10-20 umol glutathione/ml of beads. Binding 
capacity is ~5-10 mg GST.  See the procedure below. 
 
It is provided as 1 ml beads in a buffer containing 0.05% 
azide as preservative in an appropriate chromatography 
column.  It can be used for affinity purification.  Store 
agarose column at 4oC. 
 
Preparation of Glutathione Agarose Column 
 
The agarose beads can be used in a batch purification 
(without the column) using low speed centrifugations (10-
20 seconds at 200-500 g at room temp) to pellet the 
beads and remove the supernatants or wash buffers).  
Purification can be performed in the tube (batch 
purification) or use the supplied column.  
 
Break-off the lower tip of the column and attach the 
column to a stand.  Drain water and wash with 
appropriate buffer (PBS) prior to the usage.  The column 
is ready for further processing. 
 
Purification of GST or GST fusion proteins 
 
The procedure is described for using 1-ml column but it 
can be scaled up for larger size column or adapted for 
batch purification.  DO not let the beads or the column 
run dry at any time after swelling.  All processes can  

be performed at room temp or at 4oC for temp sensitive 
proteins. 
 

1. Wash the beads with 10 ml PBS to remove any 
additives.   

2. Prepare cell lysate in 10 mM Tris, pH 6.5-9.5.  The 
buffer may also contain suitable anti-protease 
(PMSF, EDTA) and detergents (up to 1% Triton, 10 
mM DTT, 0.03% SDS, 1% Tween-20 do not 
interfere).  Add Triton X-100 to a final concn of 1%.  
Centrifuge the lysate at 10,000 g at 40C for 15-30 
min or filter through 0.45 micron filters. 

3. Load the cell lysate to the column and let it run 
using the gravity flow.  Recycle the lysate 3-4 times 
to improve binding to the column.  Alternatively, the 
beads can be drained and then the column close 
with the supplied yellow cap.  Add the lysate to the 
beads, close the column and let it ,mix for 30-60 
min at room temp.  Drain the column. 

4. Remove the unbound proteins by washing with 10 
ml of PBS pH 7.4.   

5. Elute bound proteins with 5 ml of elution buffer (50 
mM Tris-HCl pH 9.5 and 5-10 mM reduced 
Glutathione).  

6. Free glutathione should be removed by dialyses 
against PBS or other buffers and the proteins 
analyzed SDS-PAGE or Western. 

 
Regeneration and Storage of the column 
 

1. Wash the column with 5 mls of 0.1M borate buffer 
pH 8.5 containing 0.5M NaCl.   

2. Wash with 5 mls of deionized water. 
3. wash with 5 mls of 0.1M acetate buffer, pH 4.5 and 

0.5M NaCl. 
4. wash with 5 mls of deionized water. 
5. Wash column with PBS pH 7.4 containing 0.1% 

sodium azide.  Store column at 4oC until use.  Do 
NOT freeze.  

 
This product is for in vitro research use only. 

 
Related material available from ADI 
 
Purified GST, Monoclonal anti-GST, GST Coated ELISA 
plates; Anti-Goat HRP conjugates’  
 
Anti-GST agarose, GST-Agarose 
 

GSSH15-AS 71215A 


