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Materials and Methods  
 
Plating of HTB9 cells 
 For immunofluorescence assay, cells were plated at 100,000 cells/well.  For cell viability 
assay, cells were plated at 20,000 cells/well. Cells were grown for 2 days prior to inoculation.  
 
In vitro inoculation of UPEC  

Cells were starved overnight at 37ºC. Both UPEC strains (FIM H+, FIM H-) were also 
grown overnight at 37ºC. The volume of bacteria required to inoculate at 2 MOI was calculated 
the next day with spectrophotometer at OD 600. After inoculation, cells were cultured at 37ºC 
for 2 hours. 3 PBS (with Gentamycin sulphate) washes were performed after. Cells were then 
grown in media (with serum and gentamycin) with or without 500nM of UNC1999 at 37ºC. This 
protocol followed Tolg et al (2011).   

 
Cell Tilter-Blue cell viability assay 
 Resazurin dye was added to each well on a 96 well plate. The cells were then incubated at 
37ºC for 2 hours. A fluorescent plate reader quantified the fluorescence levels. If cells are viable, 
resazurin is reduced to resorufin. This protocol followed O'Brien, J. et al. (2000). 
 
Immunofluorescence assay (IFA)  
 After cells were fixed, 10% triton-X was added to each well. Cells were then washed 
with PBS for three times. A blocking agent was added to cells after. Primary antibody, PCNA 
was added subsequently. Cells were incubated overnight at 4ºC. Secondary antibodies and HO 
dye were added the next day. This protocol followed Tolg et al (2011).  
 
 
Results  

 
 
Figure 1. UNC1999 at 500nM can effectively inhibit EZH2’s function without affecting cell 
viability. Graphs show there is no significant difference in the concentration of resorufin 
produced in HTB9 cells with and without UNC1999 at 500nM.  UNC1999 is a specific chemical 
catalytic inhibitor of EZH212.  
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