
 

Transzyme HMT PRMT8 Assay Kit                                          
                                                                                      Quick Guide for Product Number 9060 
  

 

                                     

                5500 Nobel Drive, Suite 230, Madison, WI 53711 USA  
 

  866.313.7881  
 

  www.bellbrooklabs.com      Biology at Work 

 
 

 
We recommend that first time users read the Transcreener EPIGEN MT Technical Manual before 
relying on the Quick Guide.  

 

What you’ll need: 
 Fluorescent plate reader capable of measuring Fluorescence Polarization 

(See reverse side for instrument settings) 
 Non-Binding Black Assay Plate (Corning 384 plate #3676 highly recommended) 
 Ultrapure Water free of contaminating nucleases 

 

HMT Reaction Reagents: 
All PRMT8 reaction reagents are diluted in HMT Enzyme buffer (supplied at 10X) which should 
be at a 1X final concentration with 4 mM DTT.  
1) Test compounds: Dilute inhibitors or other compounds to be tested at 2X desired 
concentration in 1X HMT Enzyme Buffer.  
2) Enzyme: Dilute PRMT8 to 3X final concentration in 1X HMT Enzyme Buffer.  Please see 
Certificate of Analysis for optimal PRMT8 Enzyme concentration, as this information is lot-
specific.  Mix gently (do not vortex) and store on ice.  
3) Substrate Mix: Dilute SAM to 12 µM and GST-GAR  to 30ng/µL in 1X HMT Enzyme Buffer. 
 

Detection Reagents: 
1) Stop Mix:  Use undiluted 
2) Detection Mix: 8X MT Detection Mix, 40 µg/mL of AMP2/ GMP2 Antibody (see Technical 
Manual for Transcreener EPIGEN Methyltransferase Assay). 
 

Protocol:  

 Add PRMT8 Reaction components in the order indicated in Fig 1; include desired control 
wells (e.g., minus test compounds, minus enzyme, minus peptide/protein substrate).  
Please treat the PRMT8 enzyme gently, as dilute enzymes are easily denatured!  

 Addition of substrate initiates the PRMT8 reaction; mix plates well and place at 30°C 
immediately after this addition for 2 hours.  
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 Mix again after adding Stop Mix. Detection Mix can be added at anytime within 30 
minutes of stopping reactions.  

 Plates can be read at any time from 1.5 to 16 hours after addition of Detection Mix. 
 

FAQs: 
Q. Is it necessary to do an enzyme titration to find the optimal PRMT8 enzyme concentration? 
A. No, the EC60, which is the optimal PRMT8 Enzyme concentration for a good signal window 
under initial velocity conditions, is shown on the Certificate of Analysis for each lot of enzyme. 
Note that significant changes to reaction components or incubation times or temperatures 
may change the EC60 concentration. 
Q. What is the magnitude of the signal that I should expect using these conditions? 
A. When using the EC60 concentration of enzyme as recommended in the Certificate of 
Analysis, one should expect a 100 mP shift.  
Q. What controls should be included? 
A. When screening or profiling inhibitors, two types of controls are needed at a minimum: a) 
negative (“no enzyme”) control wells to calculate the decrease in polarization caused by 
enzyme activity; this control defines the upper limit (highest polarization value) of the assay 
window b) positive (“no inhibitor”) control wells lacking any test compounds to determine the 
full activity of the MT enzyme being screened.  This control defines the lower limit of the 
assay window.  Z’ values are usually calculated from these two types of controls.  
Q. Why is my assay window small? 
A. Several freeze thaws can cause SAM hydrolysis and this may decrease the assay window. To 
avoid multiple freeze thaws aliquot SAM after initial use to be used for subsequent 
experiments. Also ensure that all buffers are made up in nuclease free water.  
 

Instrument Settings: 

 
For a full list of instruments and instrument specific application notes visit us on the website 
at (www.bellbrooklabs.com/transcreener_instrument_validation.htm) 


