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HRP Development Pack
Item No. 502870

Materials Supplied                                                                                                                                                                                                                                                                

Item Number Item 1 ea 
Quantity/Size

5 ea 
Quantity/Size

Storage Temperature

400074 TMB Substrate Solution 1 vial/12 ml 5 vials/12 ml 4°C

10011355 HRP Stop Solution 1 vial/12 ml 5 vials/12 ml RT

Storage and Stability                                                                                                                                                                                                                                                                 

Store individual components as directed in the Materials Supplied section and use before the expiration 
date indicated on the label. 

Precautions                                                                                                                                                                                                                                                             

TMB Substrate Solution is supplied as a clear solution. If contamination has occurred, the solution may 
turn blue in color and should not be used. It is sensitive to light and should be stored in the original amber 
vial. 

The HRP Stop Solution in this pack contains an acid. Wear appropriate protection and use caution when 
handling this solution. 

Description                                                                                                                                                                                                                                                             

The HRP Development Pack provides a high-sensitivity and low-background chromogenic substrate to 
measure the enzymatic activity of HRP. When HRP is present, the TMB Substrate Solution reacts with 
peroxide to form a blue-colored compound that shows peak absorbance at 605 nm. The intensity of this 
color reflects the level of HRP activity. Adding HRP Stop Solution transforms the blue color to yellow, 
shifting the absorbance peak to 450 nm. This step halts the reaction and stabilizes the color, allowing precise 
measurement at 450 nm using a plate reader or spectrophotometer.

ELISA Application                                                                                                                                                                                                                                                            

1.	 Equilibrate the reagents to room temperature before use.
2.	 Add 100 µl of TMB Substrate Solution (Item No. 400074) to each well of the plate.  
3.	 Incubate the plate protected from light. Optimal development is obtained using an orbital shaker at 

room temperature for a minimum of 20 minutes in the dark. NOTE: The presence of a precipitated product 
indicates HRP oversaturation and necessitates optimization of the assay conditions, such as enzyme dilution 
or incubation time.

4.	 Add 100 µl of HRP Stop Solution (Item No. 10011355) to each well of the plate.
5.	 Wipe the bottom of the plate and read at a wavelength of 450 nm.
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