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TMB Microwell Substrate Stop (STOP1) 
Stop and stabilize TMB substrate reactions. 
 
Stop Solution for TMB Microwell Substrates (STOP1) is a one-component ready-to-
use liquid formulation of acidic reagents. It is suitable for all endpoint ELISAs using a 
tetramethylbenzidine (TMB) substrate reaction for color development. 
 
TMB substrates (such as SUB1 #6276, SUB2 #6275, and SUB3 #6277) react with 
peroxidase enzymes to yield a soluble blue reaction product. When the reaction is 
stopped with STOP1, the chromagen changes from blue to yellow, which is stable for 
1 hour, and can be read at 450 nm. For best results, the absorbance should be 
monitored and read before values exceed 2.0 OD units. 
 
Use of STOP1 can increase the absorbance value up to 3-fold, so the reaction 
should be stopped before the color intensifi es. If the reaction yields fi nal OD 
values above 2.0, it is recommended to dilute the samples, antibodies, or conjugates 
to fall within the target range, or to decrease the incubation periods. 
 
STOP1 is ready to use at 1X. Equal volumes of TMB microwell substrate and 
stop solution should be used. For example, add 100 μL substrate to each well, 
incubate, then add 100 μL STOP1. Allow STOP1 to equilibrate to room 
temperature prior to use. 
 
SPECIFICATIONS 
• Clear liquid 
• 1X ready to use 
• Read absorbance at 450 nm 
 
STORAGE 
• Room temperature or refrigerated 
 
WARNING 
• For research use only. 
• Not for human or drug use. 
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Size 100 mL  
 
HOW TO USE 
 
1. Run standards, controls, samples, and conjugates in the 
ELISA as usual. 
2. Add the TMB substrate to each well. For example, use 100 μL/well. 
3. Let the substrate incubate 10-60 minutes. 
4. Stop the reaction by adding an equal volume of STOP1 to every 
well of the plate. If 100 μL/well substrate was used, then add 100 μL/well STOP1 to 
the substrate. 
5. Read the plate within 1 hour; absorbance at 450 nm. 
6. Analyze the data. 


