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Hela cell line RNA (Ambion, Cat. # 7852)

UHR total RNA (Stratagene, Cat. # 740000)

Spleen total RNA (Ambion, Cat, # 7970)

Placental total RNA (Ambion, Cat. # 7950)
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1. 5 nM forward & reverse primer, 100 nM ProbeLibrary probe
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Z1% 1. Size distribution of amplified cDNA across total RNA input. Amplified cDNA using

50, 20, and 5 ng of total HeLa RNA show consistent profile and size distribution across
RNA input range upon analysis of Agilent Bioanalyzer traces.
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Z1E! 2. gPCR and yields reproducibility across total RNA input and transcript abun—
dance. 50, 20, and 5 ng of HelLa total RNA were amplified in triplicate. qPCR results for 7
transcripts show reproducible and consistent results with and without purification of am-
plified cDNA. Yields, shown on the left axis of the graph, also show highly reproducible
degrees of amplification across inputs
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Z12! 3. gqPCR and yields reproducibility across multiple product lots. 5 ng of UHR total

RNA was amplified in triplicate for 3different lots of the Ovation RNA Amplification System
V2. qPCR results for 5 genes show reproducible and consistent amplification. Amplified

cDNA yields, shown on the left axis of the graph, also show very consistent amplification
across multiple lots.
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Fold Change is cosnsitent across many genes
expect a 2 fold change (100% Placenta vs. 50% Placenta)
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Z1E 4. gPCR data shows expected and consistent fold change: Using a tissue mixing

model, amplification of 5 ng of a 100% Placenta RNA sample vs. a 50% mix of Placental
and Spleen RNA and consequent gPCR assays of a panel of 18 Placenta—specific genes
showed that the expected 2 fold changes observed and maintained across the different
transcripts. The rightmost 4 genes in the graph are housekeeping genes, andthe very
rightmost gene, RPL35-1was used as a normalization gene.
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and labeled in duplicate, and hybridized to HG-U133A 2.0 GeneChip arrays, show ro—
bust and reproducible array metrics.

R?*= 0.994 ,/
Call Concordance= 93. 2%

Z1E 6. High reproducibility demonstrated by signal correlation and call concordance

1 5 ng of HeLa RNA, amplified, fragmented and labeled in duplicate, as previously
described show high signal correlations of R of 0.994 and call concordance of 93.2%
demonstrating very high level of reproducibility between independently processed
samples.
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