| Using Real-Time RT-PCR to Measure
CELERA Gene Silencing by RNAI

]

Lee Honigberg', Stefany Snyder’, Jill Spoerke', Kathleen Shelton?

'Celera Genomics, South San Francisco, CA *Applied Biosystems, Foster City, CA

We have applied the recently discovered techniques for RNAi in
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Using Assays-On-Demand to measure knockdown, we tested .
candidates siRNA sequences in batches of three per gene until 2o

a successful siRNA was found. For a subset of genes, a 2™ s
potent siRNA was generated to allow confirmation of phenotyp-
ic effects using two independent knockdown reagents.
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o A Figure 4: Screening siRNAs for knockdown using Assays-on-Demand to quantitate mRNA levels.
emrpt Sty - i - coz1 oo — Al For each gene, siRNAs were tested in batches of three until a potent siRNA was identified (indicated by
i . e e S o red arrow). Sample data for 8 genes is shown. In screening 356 siRNAs against 64 genes, the average
One-tube TagMan RT-PCR was performed using Amplitag Gold number of siRNAs screened in order to find one that induced >80% knockdown was 4.2.
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96-well plates and cells were harvested 48hrs after transfection.
One tenth of the RNA from each well was analyzed by TagMan Gene Biression ooz e o e A Figure 5: Successful siRNAs identified for a set of 50 genes. Each column shows TagMan quantitation
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A Figure 6: Identification of a 2nd siRNA for confirmation. For siRNAs that induced a particular cellular
A Figure 3: Sample standard curves for 8 Assays-on-Demand TagMan reagents. Ct is the PCR cycle at phenotype (not shown), more siRNA sequences were screened to find a second potent siRNA. Sample
which amplification signal is detected above threshold. In total, 65/67(97%) Assays-on-Demand reagents data showing knockdown with two independent siRNAs is shown for 13 genes. Phenotypic assays were
passed standard curve tests. then tested for confirmation using these siRNA pairs.
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