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Supplemental Materials and Methods. 

 

Cytotoxicity.  

 HL-60, MCF-7, NIH-3T3, and HT-29 cells were grown to a confluence of 1 x 106 cells/mL in 

the appropriate media.  50 µL of the MCF-7, NIH-3T3, and HT-29 cells were plated into each 

well of a 96 well plate with 40 µL of DMEM.  Cells were allowed to adhere to the plate for 15 h 

at 37 °C and 5% CO2.  For the HL-60 cells, 90 µL of the cells were added to each well of a 96 

well plate.  Cl-amidine, F-amidine, doxorubicin, or ATRA (10 µL, 100 nM to 100 µM) were 

added to the plates and allowed to incubate with the cells for 24 h.  Cell viability was determined 

using the CellTiter 96 Non-radioactive Cell Proliferation Assay (Promega).  Cell viability was 

quantified as the percentage of control absorbance.  Each condition was performed in triplicate.  

The use of 1% triton served as a 100% killing control.  When possible, EC50 values were 

determined by fitting the dose response data to equation 1 using GraFit (version 5.0.11) (1), 

where [I] is the concentration of inhibitor (e.g., doxorubicin) and EC50 is the concentration of 

inhibitor that yields half-maximal cell survival.    

 

 Fractional Activity = 1/(1+([I]/EC50))              (1) 
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Western blotting. 

  HL-60 cells (~5 x 105) were added to each well of a 12-well plate and treated for 0-48 h with 

either: ATRA (1 µM), Cl-amidine (100 nM, 1 µM, 100 µM ), F-amidine (100 nm, 1 µM, 100 

µM), or PBS as a negative control.  Cells were collected after 6, 12, 24, and 48 h by 

centrifugation at 1000 rpm for 5 min at 4 °C.  Cells were rinsed twice with cold PBS and 

resuspended in SDS lysis buffer (2% SDS, 62.5 mM Tris pH 6.8 and 10% glycerol) and boiled to 

afford cell lysis and protein denaturation.  Proteins were then separated by 12% SDS-PAGE and 

transferred to PVDF for western blot analysis. The membranes were blocked with either 5% 

Nonfat dry milk or 5% BSA for 1 h at room temperature. The membranes were probed with 

either a polyclonal anti-PAD4 antibody (Abcam ab38772), a monoclonal anti-MYO antibody 

(Abcam, ab45977), a monoclonal anti-p21 antibody (Sigma, p1484), a monoclonal Alkaline 

phosphatase antibody (Abcam, ab54778), or a polyclonal anti-actin antibody (Abcam, ab1801). 

 

Myeloperoxidase activity. 

 HL-60 cells (~5 x 105) were treated with either 1 µM ATRA, 1 µM Cl-amidine, 1 µM F-

amidine, or PBS.  Cells were harvested after 24 and 48 h by centrifugation and washed twice 

with cold PBS.  The cells were resuspended in Tris lysis buffer (50 mM Tris pH 7.4, 1 mM 

EDTA, 1 mM PMSF, and 1% Triton X-100) and lysed by 3 freeze-thaw cycles.  The lysates 

were clarified by centrifugation (5,000 rpm, 5 min) and the supernatant was used for the activity 

assays: 2 µg of total protein was added to 13.3 mM Guaiacol, 16.6 mM sodium phosphate buffer 

pH 7.3 (3.5 parts Na2HPO4, 1 part NaH2PO4), and 0.27 mM H2O2 in a 96 well plate. The 
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absorbance was obtained at 470 nm every 10 s for 15 min. The rate of change in absorbance was 

determined and the specific activity of the sample was determined as previously described (2).    

 

Primers for Quantitative Real Time PCR.   

Gene specific primers included: p21 Forward 5’-CTGGAGACTCTCAGGGTCGAA -3’ and p21 

reverse 5’-GGCGTTTGGAGTGGTAGAAATC -3’;  PAD4 forward 5-

CGAAGACCCCCAAGG -3’ and PAD4 reverse 5’-AGGACAGTTTGCCCCGTG -3’;  GAPDH 

forward 5’-CGAGATCCCTCAAAATCAA-3’ and GAPDH reverse 5’-

TGTGGTCATGAGTCCTTCCA -3’.   The use of these primers has previously been described 

(3, 4). 
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Figure S1. Cytotoxic effects of  F- and Cl-amidine on HT-29 cells, a colon adenocarcinoma cell 

line.  HT-29 cells were incubated with various concentrations of F- and Cl-amidine for 24 h, at 

which point cell viability was determined using a standard MTT assay.  Each data point 

represents an average of three trials with a p value < 0.05. 
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Figure S2. Protein levels of alkaline phosphatase in HT-29 cells after treatment with F-, Cl-

amidine, or SAHA.  SAHA served as a positive control for HT-29 differentiation. 
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Figure S3. Protein levels of H3 phospho S10 and H3 in HL-60 cells after treatment with 

colcemid, F-,  or Cl-amidine.  Colcemid served as a positive control for mitotic cell arrest.  The 

levels of histone H3 were measured as a loading control.  The first lane corresponds to the PBS 

treated controls. 

 


