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Pierce® Protein A/G Plate IP Kit 

Number Description 
45350 Pierce Protein A/G Plate IP Kit, contains sufficient reagents to process 48 samples with the 

appropriate controls or 192 total immunoprecipitation reactions 
 Kit Contents: 
 Protein A/G Coated 96-well Strip Plate, 2 each 
  Binding Capacity: 2-3 μg/well 
  Coating Volume: 100 μl 
 Uncoated 96-well Strip Plate (white), 2 each 
 BupH™ Phosphate Buffered Saline Pack, 1 pack, results in 0.1 M phosphate, 0.15 M NaCl, pH 7.2 

when reconstituted with 500 ml of ultrapure water 
 Surfact-Amps® X-100, 6 × 10 ml vials of 10% Triton® X-100 
 Elution Buffer 50 ml, pH 2.8, contains primary amines 
 Neutralization Buffer 12 ml, pH 8.5, contains primary amines 
 Sealing Tape for 96-well plates, 18 sheets 
 
 Storage: Upon receipt store at 4°C. Product shipped at ambient temperature. 
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Introduction 
The Thermo Scientific Pierce Protein A/G Plate IP Kit contains all the necessary reagents to perform IPs in a 96-well 
microplate format. The Protein G or A/G coated plate can be used to either add the antibody directly to the plate followed by 
the antigen-containing material, or the antibody-antigen immune complexes may be prepared first and then added to the plate. 
After wells are washed to remove nonbound materials the immunoprecipitated protein is recovered using an elution buffer 
and is then analyzed by SDS-PAGE.  

The Pierce Protein A/G Plate IP Kit enables many samples to be processed at the same time. Furthermore, this method 
produces consistent results with replicates and with repeat experiments. Tedious wash steps are eliminated, allowing a higher 
throughput mode of sample processing. The kit also can be used for co-immunoprecipitation (co-IP) experiments. The strip 
format of the coated plate is particularly useful when only part of the plate is needed. The combined use of the plate format 
with a multichannel pipettor allows better sample handling with reduced effort. 
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Important Product Information 
• Because Protein A/G binds antibodies reversibly, the antibody will co-elute with the antigen and result in detection of the 

antibody and antigen on a gel or Western blot. If the antibody co-migrates with the antigen, IP samples may be 
electrophoresed using reducing conditions to change the antibody and antigen band patterns. By including the 
appropriate controls and evaluating samples using reducing and non-reducing conditions, the band(s) of interest can be 
identified by the process of elimination. For a Western blot, a primary antibody from a different species or a biotinylated 
antibody and enzyme-labeled streptavidin can be used to eliminate detection of the IP antibody.  

• Perform all steps at room temperature unless otherwise indicated.  

• Use laboratory tape to secure the strips on the frame to prevent strips from detaching during wash steps. 

• For optimal results, use an affinity-purified antibody. Note that when using serum, the antibody that is specific for the 
target antigen may comprise only 1-2% of the total IgG in the serum and will result in low antigen yields. Typically, 
rabbit serum contains ~10-12 mg/ml IgG and mouse serum contains ~6-8 mg/ml IgG. Some species may contain up to 
30 mg/ml IgG. The average total IgG concentration for ascites fluid is ~1-10 mg/ml. If using tissue culture supernatant 
(serum-free medium), the average IgG concentration is 0.05 mg/ml and may be too dilute to effectively capture enough 
antigen for analysis. For best results concentrate tissue culture supernatant to at least 0.5 mg/ml before forming the 
immune complex. 

• The amount of antigen and incubation time needed are dependent on the antibody-antigen system used and will have to 
be optimized for each specific system. 

• The antigen and antibody samples MUST NOT contain SDS. 

 
Additional Materials Required  
• Lane Marker Reducing Sample Buffer (5X) (Product No. 39000) or Lane Marker Non-Reducing Sample Buffer (5X) 

(Product No. 39001) 

Note: Other sample buffers may be used. Example sample buffers recipes are provided in the Additional Information Section. 

 
Procedure for Plate Immunoprecipitation  
Procedural Note: For best results use an antibody solution volume of 50-200 μl and an antigen sample volume equal to or 
greater than the antibody volume. Use an Elution Buffer volume that is equal to the antibody volume; however, because the 
Protein A/G coated volume is 100 μl, it is not advantageous to exceed this volume for elution.  
 
A. Bind Antibody to the Protein A/G Plate  
1. Prepare the IP Buffer by dissolving a BupH PBS Pack in 450 ml of ultrapure water. Add 5 vials (50 ml) of the Surfact-

Amps X-100 to the PBS buffer. Mix well. For long-term storage add 0.05% sodium azide. Store IP Buffer at 4°C.  

2. Determine the number of strips required and leave these strips in the plate frame. (For a suggested experimental design, 
see the Additional Information section). Secure strips in the frame with laboratory labeling tape to prevent strips from 
detaching during the procedure. Carefully remove the remaining strips and store them with desiccant in the original 
pouch. Seal the pouch and store at 4°C.  

Note: After completing the IP procedure, retain plate frame for the remaining strips. The strips cannot be reused.  

3. Wash each well three times with 200 μl IP Buffer. 

4. Dilute the antibody in IP buffer to 10-100 μg/ml and add the antibody solution to the wells (see Procedural Note at the 
beginning of this section for appropriate volumes to use). 

Note: If the antibody solution is dilute (i.e., < 1 μg/ml), add the antibody solution in three separate aliquots and incubate 
for 20 minutes each. For example, when using 500 μl of a dilute antibody solution, add 166 μl of the solution to the well 
and incubate for 20 minutes. Remove the incubated sample and repeat this procedure twice using the remaining solution. 

5. Cover the strip wells with Plate Sealing Tape and incubate at room temperature for 1 hour.  

6. Wash wells five times with 200 μl IP Buffer. 
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B. Capture Antigen (Immunoprecipitation) 
1. Dilute the antigen sample or lysate 1:1 to 1:100 in IP buffer and add to appropriate wells (see Procedural Note for 

appropriate volumes to use). 

Note: If the antigen solution is dilute (i.e., < 0.1 μg/ml) and is in a large volume, add the antigen sample in three separate 
aliquots and incubate for 20 minutes each.  

Note: For co-IP applications, pre-mix the antigen and the corresponding protein to allow the protein:protein interaction 
to occur and then add it to the plate.  

2. Cover wells with Plate Sealing Tape and incubate at room temperature for 1 hour.  

3. Wash wells five times with 200 μl IP Buffer. Incubate the last wash for 5 minutes. 

 
C. Elute the Immune Complex and Prepare Sample for SDS-PAGE  

Caution: If native conditions will be used for gel electrophoresis, DO NOT transfer samples to the supplied polystyrene 
plate. Transfer the samples to labeled polypropylene tubes or polypropylene plates. Native sample buffer promotes 
protein binding to polystyrene plates and may result in sample loss. 

1. Add sample buffer (see Additional Materials Required Section) to the wells of the white, uncoated collection strips using 
the same number of strips as used for the IP procedure. The final concentration of sample buffer should be 1X when the 
other components are added (see Table 1 for examples of volumes to add).   

Table 1. Examples of sample preparations.  
  Sample Buffer (μl) 

Elution Buffer (μl) Neutralization Buffer (μl) 
2X 5X 

50 5 50 10 
100 10 100 20 

Note: Save the unused white collection strips in the resealable bag for future use. 

2. Add Neutralization Buffer to the wells containing the sample buffer. Add a volume that is equal to 10% of the Elution 
Buffer volume to be used (Table 1).  

3. Add Elution Buffer to the wells containing the immune complex. Incubate the wells for 10-15 seconds. The elution time 
MUST NOT exceed 1 minute. 

4. Use a multichannel pipettor to transfer the eluted proteins to the white collection strips prepared in steps 1-2. 

5. Store plate at 4°C until evaluation by SDS-PAGE using either of the following options: 

• Non-Reducing: Denature samples by heating the covered plate for 5 minutes in an oven pre-heated to 85-100°C. 
Allow plate to cool to room temperature before applying sample to the electrophoresis gel.  

• Reducing: If a reducing sample buffer was not used, reduce samples by adding 20 mM DTT or 10 mM TCEP or     
β-mercaptoethanol to the wells and mix. Place the covered plate in a 95°C oven for 5 minutes. Allow plate to cool to 
room temperature before applying sample to the electrophoresis gel.  
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Troubleshooting 
Problem Possible Cause Solution 

Sample does not contain sufficient 
antigen to detect 

Concentrate the sample before IP, or incubate the wells 
three times with the dilute antigen sample 

Antibody concentration is insufficient 
to capture the antigen 

Concentrate the antibody or incubate the plate wells three 
times with the dilute antibody solution 

Incomplete cell lysis or the protein 
may not have been expressed 

Verify protein expression and efficiency of lysis by SDS-
PAGE analysis of the crude lysate 

Antibody cannot bind antigen Obtain new antibody 
Elution buffer not efficient at 
disrupting antibody-antigen 
interaction 

Wash plate with 1 M sodium borate buffer, pH 8.0 and 
use 3.5 M MgCl2 to elute antigen (sample needs to be 
dialyzed before SDS-PAGE analysis) 

Antibody not bound by Protein G Verify that the antibody binds Protein A/G or use 
Streptavidin Kit (Product No. 45360) with biotinylated 
antibody for the capture of the antigen 
Use a more sensitive detection method Detection method not sensitive 

enough to detect antigen Use 5X Sample Buffer instead of 2X Sample Buffer so 
that the sample applied to the gel is more concentrated 

No antigen detected  
 
 
 
 
 
 
 
 

Antigen may not be binding to the 
membranes chosen for transfer 

Use a different membrane for the protein transfer 

Some bands may be the antibody Perform recommended controls and/or increase number 
of washes 
Add a blocking protein, such as BSA, to the antigen sample 

Too many bands 
detected  
 Nonspecific binding of proteins to the 

plate Centrifuge lysate at 10,000 × g for 30 minutes before 
adding to the plate 

 
Additional Information 
A. Suggested Experimental Design (samples and controls) 

Control Antibody Antigen 
Test + + 

No Antigen + - 
No Antibody - + 

Protein G or A/G - - 
 
B. SDS-PAGE Sample Buffer Recipes 

Sample Buffer Component Volume 
2X Native Tris-Glycine Sample Buffer 0.5 M Tris•HCl, pH 8.8 

Glycerol 
0.1% Bromophenol blue 
Ultrapure water 

4.0 ml 
2.0 ml 
0.5 ml 
3.5 ml 

2X Tris-Glycine SDS Sample Buffer 
(denaturing, non-reducing) 

0.5 M Tris•HCl, pH 6.8 
Glycerol 
10% (w/v) SDS 
0.1% Bromophenol blue 
Ultrapure water 

2.5 ml 
2.0 ml 
4.0 ml 
0.5 ml 
1.0 ml 

 
C. Please visit the our web site for additional information on this product including the following item: 
• Tech Tip: Binding characteristics of Proteins L, A, G and A/G to immunoglobulins  
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Related Thermo Scientific Products 
88013 Nitrocellulose Membrane, 0.2 μm, 7.9 × 10.5 cm, 15 sheets/pkg 
88114  PDVF Membrane, 0.45 μm, 7.9 × 10.5 cm, 15 sheets/pkg 
34075  SuperSignal® West Dura Extended Duration Substrate, 100 ml 
34080  SuperSignal West Pico Chemiluminescent Substrate, 500 ml 
24612  Silver Stain Kit II 
24590 GelCode™ Blue Stain Reagent, 500 ml 
15033 Microplate Strip Well Ejector, 1/pkg. 
20490 TCEP•HCl, 1 g, potent, water-soluble, odorless reducing agent  
77720 Bond-Breaker TCEP Solution, Neutral pH, 5 ml 
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SuperSignal® Technology is protected by U.S. Patent # 6,432,662. 

This product (“Product”) is warranted to operate or perform substantially in conformance with published Product specifications in effect at the time of sale, 
as set forth in the Product documentation, specifications and/or accompanying package inserts (“Documentation”) and to be free from defects in material and 
workmanship. Unless otherwise expressly authorized in writing, Products are supplied for research use only. No claim of suitability for use in applications 
regulated by FDA is made. The warranty provided herein is valid only when used by properly trained individuals. Unless otherwise stated in the 
Documentation, this warranty is limited to one year from date of shipment when the Product is subjected to normal, proper and intended usage. This 
warranty does not extend to anyone other than the original purchaser of the Product (“Buyer”). 
No other warranties, express or implied, are granted, including without limitation, implied warranties of merchantability, fitness for any particular 
purpose, or non infringement. Buyer’s exclusive remedy for non-conforming Products during the warranty period is limited to replacement of or 
refund for the non-conforming Product(s).  
There is no obligation to replace Products as the result of (i) accident, disaster or event of force majeure, (ii) misuse, fault or negligence of or by Buyer, (iii) 
use of the Products in a manner for which they were not designed, or (iv) improper storage and handling of the Products. 
 
Current versions of product instructions are available at www.thermo.com/pierce. For a faxed copy, call 800-874-3723 or contact your local distributor. 
© 2010 Thermo Fisher Scientific Inc. All rights reserved. Unless otherwise indicated, all trademarks are property of Thermo Fisher Scientific Inc. and its 
subsidiaries. Printed in the USA. 
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