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How was the TET activity measured? 

 According to Coulter et. al. for Ten Eleven Translocation (TET) activity measurements, 

an Epigentek Epigenase 5mC hydroxylase kit was used1.  The kit provides the user with a 

microplate containing wells that are coated with a methylated substrate.  TET promotes DNA 

demethylation by binding to CpG-rich regions; it is assumed that the methylated substrate 

provided in the kit is thus high in CpG-rich material.  Active TETs were not provided by the kit, 

but were obtained from Dr. Hongjun Song’s laboratory; TET1 was the dioxygenase used.  A 

hydroxymethylated standard is included in the kit, thus allowing for the quantification of the 

TET hydroxylases used by the experimenter.  The hydroxymethylated standard is thus the 

control for this experiment.  Once the TET1 is inserted into the wells and the reaction occurs for 

60 to 90 minutes, the hydroxymethylated products can be recognized by a specific antibody 

provided by Epigentek, followed by a detection antibody that recognizes the first antibody.  An 

enhancer solution is added along with the detection antibody, all provided along with the kit.  A 

color developing solution is then added to the wells, allowing for measurement of activity by 

absorbance.  The proportional enzyme activity can be measured colorimetrically at 450nm on a 



 

 

spectrophotometer.  The activity of TET is proportional to the optical density intensity measured.   

  

 “Primers used in hydroxymethylated/methylated DNA immunoprecipitation were as 

follows: LINE1 forward, TGCGGAGAAATAGGAACACTTTT and reverse, 

TGAGGAATCGCCACACTGACT; 14-3-3 forward, CATTTAGGCAGTCTGATTCC and 

reverse, GCTCACGCCTGTCATCTC; glutamate-cysteine ligase catalytic subunit (GCLC) 

forward, CGTCCCAAGTCTCACAGTCA and reverse, CTTTACGCAAACGCGACATA.”1 

 For the purposes of the hydroquinone experiment, the hydroxymethylated product formed 

during the Epigentek assay kit was measured within a standard curve, with activity calculated as 

ng/min/mg.  The overexpression of the TET1 catalytic domain was used as a positive control. 
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