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Number Description 
28997 TNBSA (2,4,6-trinitrobenzene sulfonic acid), 5% w/v in methanol, 100mL 
 Molecular Weight: 293.17 
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 Formula: C6H3N3O9S 
  

 Storage: Upon receipt store at-20°C. Product is shipped at ambient temperature.  
 
Introduction 
Thermo Scientific TNBSA (2,4,6-trinitrobenzene sulfonic acid) is a rapid and sensitive reagent for quantitating free amino 
groups. TNBSA reacts with primary amines to form a highly chromogenic derivative, which can be measured at 335nm. 
TNBSA can be used for measuring amines, sulfhydryls, hydrazides, and ε-amino groups of L-lysine. 

 
Example Protocol for Quantitating Amino Groups 
A. Materials Required 
• Reaction Buffer: 0.1M sodium bicarbonate, pH 8.5 

• 10% sodium dodecyl sulfate (SDS) in water 

• 1N HCl 

 
B. Method 

Note: To quantitate amines in a sample, compare results to a standard curve generated with an amine-containing 
compound (e.g., amino acid) dissolved in a series of known concentrations. Dissolve or dialyze the standards into the 
Reaction Buffer and assay using the same reaction conditions as the unknown samples.   

1. Immediately before use prepare 0.01% (w/v) TNBSA using Reaction Buffer as the diluent. 

2. Dissolve proteins directly in Reaction Buffer at 20-200µg/mL. Alternatively, for proteins already in solution, the buffer 
can be changed by dialysis. Dissolve small molecules, such as amino acids, in reaction buffer at 2-20µg/mL. 

Caution: Avoid Tris, glycine or other buffers containing free amines.   

3. Add 0.25mL of the 0.01% TNBSA to 0.5mL of each sample and mix well. 

4. Incubate at 37°C for 2 hours. 

5. Add 0.25mL of 10% SDS and 0.125mL of 1N HCl to each sample. 

6. Measure the absorbance at 335nm. 
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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 product instructions are available at www.thermoscientific.com/pierce. For a faxed copy, call 800-874-3723 or contact your local distributor. 
© 2012 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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