
Supplementary Figure Legend 

As2O3 treatment does not alter Akt1 promoter transcription or translation in NB4 cells.  

A) NB4 cells were transfected by electroporation with a pGL3Basic empty vector or with 

the same vector containing a 568 bp fragment of Akt1 promoter controlling the 

expression of luciferase gene.  After the transfection, cells were treated with As2O3 (0, 

0.5, or 1 µM) for 48 hours and luciferase activity was assayed. Data are expressed as 

means ± SEM of ratios of pGL3B-568 luciferase activity to empty vector luciferase 

activity.  B) ChIP assays for histone H3 and histone H4 acetylation were performed with 

NB4 extracts treated with 5 µM As2O3 for 6 hours or 1 µM TSA for 1 hour. As a negative 

control for the assay, extracts from untreated cells were immunoprecipitated with a rabbit 

IgG antibody instead of antibodies against H3 or H4 acetylation. Real-time PCR data 

were calibrated to the untreated control and normalized with sample inputs of chromatin 

harvested before immunoprecipitation of proteins.  C)  NB4 cells were treated with  4µM 

actinomycin D for 24 hours, then treated with 5 µM As2O3 for 0, 2, 4, 6, and 8 hours. 

RNA was isolated and Northern blotting was performed.  Graph represents average 

densitometry of Akt1 mRNA with (▲) and without As2O3 (■) treatment (n=2). 

 

Methods for Supplementary Figures 

Transfection and luciferase gene assays.  Transient transfection of NB4 cells were 

performed by electroporation using the Gene Pulser apparatus (Bio-Rad).  Briefly, 1 x 

107 cells were transfected with 10 µg of either the pGL3-Basic empty vector, the pGL3-

B-568- or the pGL3-1401 luciferase reporter constructs kindly provided by Dr. Susanne 

Dihlmann (University of Heidelberg, Germany). After transfection, cells were diluted 



with fresh media and transferred into 6-well plates and treated with increasing 

concentration of arsenic for 48 hours.  Cells were then washed and lysed using the 

LumiGLO kit (Promega, Madison, WI, USA).   

Chromatin immunoprecipitation (ChIP).  ChIP assays were performed as previously 

described(1). Solubilized chromatin was prepared from 5 x 105 NB4 cells treated with 

5µM As2O3 for 6 hours or 2µM TSA for 1 hour. The chromatin solution was diluted 4-

fold with ChIP immunoprecipitation (IP) buffer (0.01 %SDS, 1.1% Triton X-100, 1.2mM 

EDTA, 16,7mM Tris pH8.1, 16.7mM NaCl, protease inhibitors) and precleared with 

salmon sperm DNA protein-A beads with BSA supplementation. The precleared 

chromatin solution was used in immunoprecipitation assays with an anti-acetylated H3 

antibody (Upstate, Charlottesville, Virginia, USA), an anti-acetylated H4 antibody 

(Upstate) or an anti-rabbit IgG antibody (Sigma) as a negative control.  After washing, 

the protein-DNA complexes were eluted from the beads, reverse crosslinked at 65oC, and 

DNA was then purified using a PCR purification kit (QIAGEN, Mississauga, ON, 

Canada).  AKT1 ChIP primers upstream from the transcriptional start site were designed 

using the Primer Xpress software from Applied Biosystems (Foster City, CA, USA).  The 

sequences of the PCR primers are as follows: forward 5’-

TCCAGGGAACTGTGTTCAATTACA-3’ and reverse 5’-

TAAGCTCTCTGACCCCCATCTG-3’.  Quantitative real-time PCR using a 7500 Fast 

Real-Time PCR System was performed using the Power SYBR Green PCR Master Mix 

(Applied Biosystems). 

Northern blotting.  Cells were cultured in presence or absence of 5 µM As2O3 for 24 

hours, then with 4 µM Actinomycin D for different time points.  Total RNA was isolated 



using Trizol reagent (Invitrogen, Burlington, ON, Canada) as recommended by the 

manufacturer.  20 µg of RNA was electrophoresed on a 1% formaldehyde agarose gel 

and blotted onto Zeta probe transfer membrane (BioRad, Mississauga, Ontario, Canada).  

Probes were labeled by random priming (Amersham/GE Healthcare).  Hybridization and 

autoradiography was performed as previously described (2).  Primer sequences used to 

amplify the AKT1 (112 bp) probes from cDNA were previously published (3). 
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