
[image: S:\Molecular_Toxicology\NIOSH_metals\MSM\NIOSH Liver Manuscript\Figures\S1.png]Figure A. Ct data used for microarray dose selection. Three liver samples were randomly selected for each condition and total RNA extracted using Trizol solution per the manufactures instructions. SYBR Green based qPCR was performed as previously described (Permenter et al., 2011). 
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Figure B. Time-dependent changes gene expression. The figure shows hierarchical clustering of the genes that were enriched in the IPA canonical pathways (Table 2) on each day for each metal. The values shown in the heat map are the log2 ratio of change of the genes.
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	Cd Mid
	Cr High

	
	Day
	1
	3
	7
	1
	3
	7

	Atf3
	Array
	1.30
	1.05
	-1.04
	2.57
	1.74
	-1.04

	
	qPCR
	-1.02
	1.06
	1.05
	1.87
	1.97
	-1.20

	C5
	Array
	1.71
	1.27
	1.14
	-1.10
	1.01
	1.03

	
	qPCR
	1.95
	1.27
	1.41
	-1.41
	-1.02
	1.19

	Emp1
	Array
	1.74
	1.62
	1.20
	1.35
	1.27
	1.01

	
	qPCR
	1.81
	1.56
	1.53
	1.27
	-1.04
	1.20

	Fabp1
	Array
	-1.35
	1.01
	-1.03
	-1.14
	-1.04
	1.01

	
	qPCR
	-2.10
	-1.10
	1.08
	-2.52
	-1.17
	1.22

	Hmox1
	Array
	2.41
	1.61
	1.27
	1.38
	1.13
	-1.04

	
	qPCR
	2.71
	1.46
	1.27
	1.33
	1.27
	-1.11

	Mt1a
	Array
	12.74
	3.69
	3.87
	3.27
	1.14
	5.06

	
	qPCR
	21.46
	3.07
	7.10
	1.28
	1.79
	8.50



[bookmark: _GoBack][bookmark: OLE_LINK16][bookmark: OLE_LINK15]Table A. Comparison of fold-change values between microarray and qPCR for select genes. The fold-change in gene expression was compared between the qPCR data and our microarray data. As expected, there is a good correlation between qPCR gene expression values and microarray platform results (r2 = 0.87). Furthermore, for every condition where the microarray identified a change of at least 1.5 fold, the qPCR confirmed a fold change of at least 1.5 in the same direction. Potential sources of variability between the two methods likely arise from differences in probe sequence and target location, as well as the limited sensitivity of microarray platforms for detecting weakly expressed genes (Canales et al., 2006). Data pairs for genes which changed 1.5 fold in the array data have been highlighted in red. SYBR Green based qPCR was performed as previously described (Permenter et al., 2011). Fold-change was calculated using the ΔΔCt method. 
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