
Catalog #:
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Storage:

BS688/BS689/BS690
20 Preps for each
4°C to ‐20°C*

Product information

Immunoprecipitation Kit 

Contents:

Descrip�on              BS688

10x Lysis buffer                         

PMSF                          0.6 ml

10ml

0.6 ml

T: 1‐(800) 313‐7224, W: www.biobasic.com, E: order@biobasic.com, Copyright © Bio Basic Inc. All rights reserved.

Quality-Affordable Research

QF 24 V4
CV4 2019

Procedure:

Product Description:

*: Protein A/G‐Agarose and Protein A‐Sepharose should be stored at 4°C;
 PMSF should be stored at ‐20°C; Other reagents can be stored at room 
temperature (RT). 

10 ml 

BS689 BS690

10x IP                         

SDS                          5 ml 

50 ml

5 ml 

50 ml 

NaCl                         

Protein A ‐Agarose                     0.4 ml 

10ml

‐

10 ml

Protein A/G PLUS‐Agarose                         

Protein A‐Sepharose                          ‐ 

‐

0.4 ml

‐ 

20x PBS                         

1x loading buffer                          1 ml 

20 ml

1 ml

20 ml 

Spin columns, tubes, caps                           2020 

10ml

0.6 ml

50 ml

5 ml 

10ml

‐ 

0.4 ml

‐ 

20 ml

1 ml 

20

Note: Purified an�body is required but not included as part of the kit. 

1. Add 18µl per reac�on of Protein A‐Agarose (or 18µl Protein‐A/G PLUS‐Agarose or 25µl Protein A‐Sepharose) to spin 
column (containing filter to hold agarose) and break off the  cap from the column (Do not discard the cap. The cap will 
serve in stage 10). Add 700µl PBS to wash agarose, spin; wash four �mes total. The Protein A‐Agarose is now ready to use.

Immunoprecipita�on (IP) can specifically purify a protein from a complex mixture of proteins using a specific an�body and
a matrix that binds the an�body. The matrix bound protein (via the specific an�body) can then be separated from the 
mixture by centrifuga�on. The matrices commonly used are agarose or sepharose bound Protein A or protein A/G PlUS. 
IP followed by SDS‐Polyacrylamide Gel Electrophoresis (SDS‐PAGE) and immunoblo�ng is rou�nely used in a variety of
applica�ons: to measure the molecular weights of protein an�gens, study protein/protein interac�ons, determine specific 
enzyma�c ac�vity, monitor protein post‐transla�onal modifica�ons and determine the presence and quan�ty of proteins. 
The IP technique also enables the detec�on of rare proteins, which otherwise would be difficult to detect, since 
immunoprecipita�on can concentrate them as much as 10,000‐fold.
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2. Collect cells from 5×10⁶�1×10⁷ cell culture by centrifuging at 800 rpm for 3 minutes at 4�C. Discard media and wash cell
pellet with pre‐cold PBS twice. Spin at 800 rpm for 3 minutes during each wash. Drain completely to remove PBS and keep
cell pellets. Add 1ml 1x Lysis buffer into 100mg cell pellet, vortex and homogenize them with a glass homogenizer for 
30‐50 strokes or sonicate them for 30 seconds. Repeat opera�on three �mes with 1 minute intervals. Centrifuge and 
collect supernatant as cell lysate.
3. Add 0.7ml cell lysate, add 7µl PMSF, and 1µg purified an�body into a new microcentrifuge.
4. Incubate for 1 hr to overnight at 4�C on a flat pla�orm.
5.  A�er incuba�on, transfer the cell lysate to the washed Protein A beads in the spin column.
6. Incubate for 2 hrs to overnight at 4�C on a flat pla�orm.
7.  Insert each column into the 2ml microcentrifuge tubes supplied.
8.  Spin at 12,000 x g for 30 seconds at 4�C.
9.  Wash the beads in the spin column in 700µl of 1x IP buffer six �mes; wash the beads with 0.1x IP buffer. Centrifuge the
spin column at 12,000 x g for 30 seconds.
10.  Add 40‐50 µl of 1x Loading buffer on the beads, mix the beads gently (no vortexing). 
11.  Close the spin column �ghtly with the cap.
12.  Heat samples at 95�C for 5 minutes; adsorb the water around the cap with �ssue paper or filter paper.
13.  Open the column cap, insert the column back into a new microcentrifuge tube, centrifuge at 12,000 x g for 30 seconds. 
The eluted immunoprecipitate is ready for SDS‐PAGE.

Notes:
1. 1x cell lysis buffer can be used in most cell lysis processes (Add SDS if needed in 1:200,). 
2. It is important to add protease inhibitors (such as PMSF, apro�nin) to the cell lysis solu�on. 
3. The number and type of washes are important when dealing with non‐specific binding. 
4. When exhaus�ve removal of SDS is required, 0.1x IP buffer can be replaced by PBS.
5. To reduce background caused by non‐specific adsorp�on of irrelevant cellular proteins to the 
    Protein A‐Agarose, a pre‐clearing step can some�mes be useful:
a) Add 18µl of the Protein A‐Agarose suspension (add 1µg of control IgG if possible) and to the cell extract sample in a
 microcentrifuge tube, and incubate for 1hr at 4�C in a rocking pla�orm.
b) Pellet the beads by centrifuga�on at 12,000 x g for 30 seconds and collect the supernatant in a fresh tube. The sample
is now ready for immunoprecipita�on as described.
6. When non‐specific background binding of proteins are observed, it may be necessary to modify the washing protocol
and increase the stringency of the washing condi�ons by adding salt and/or SDS as follows: 

Washes              Op�on 1

First 2                          

Next 4                           1x IP Buffer

1x IP Buffer/ 0.1%SDS

1x IP Buffer

1x IP Buffer/ 0.5M NaCl

Op�on 2 Op�on 3

Last 1                          0.1x IP Buffer or PBS 0.1x IP Buffer or PBS  

1x IP Buffer/ 0.5M NaCl/ 0.1% SDS

1x IP Buffer

0.1x IP Buffer or PBS 

7. In cases where Protein‐A does not bind to the specific an�body efficiently, use Protein‐ A/G Plus or adding a bridging 
an�body between the specific an�body and the Protein‐A may be helpful. 
a) Wash the Protein A‐Agarose beads twice with PBS.
b) Add 5 to 10 µl of the bridging an�body and incubate for 30 minutes to 1 hour at room temperature. Wash twice with
PBS. The Protein‐A complex is ready to be used. 
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PRODUCTS ARE INTENDED FOR BASIC SCIENTIFIC RESEARCH ONLY.
NOT INTENDED FOR HUMAN OR ANIMAL USE.

1. If no signals or signals are weak; check the following:
a. To reduce risk of an�gen degrada�on during sample prepara�on, add protease inhibitors.
b. Increase the concentra�on of the primary an�body and prolong the incuba�on �me.
c. Shorten the washing �mes; use washing buffers with lower stringency (no detergent).
d. Prolong the incuba�on �me with protein A‐agarose (overnight). 
e. Check the affinity of the primary an�body to protein A‐agarose if the binding affinity is low, change to an appropriate matrix.
f.  Increase the amount of protein applied to the gel.
g. Check for efficient blo�ng. Change the transfer condi�on, buffer etc.
h. Check the detec�on system or prolong the detec�on �me.

2. If background is too high, check the following:
a: Increase rounds of pre‐absorp�on to remove all proteins binding non‐specifically to protein A;
b: Increase the washing �me of the an�body‐Protein A‐Agarose complex or increase the stringency of washing condi�ons.
c: Avoid touching the membranes; Use clean equipment, fresh buffers and new membranes.
d: Dilute the protein concentra�on in the sample; decrease the an�body concentra�ons. 

Troubleshooting:
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