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Observed (=raw) Data
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gPCR Analysis Principle
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Definition of PCR efficiency

|

100
\

10 -

0.1 -
0.01 -
0.001 -
0.0001 -
0.00001 -

0.000001 -

0.0000001 -

0.00000001 , w ! ; ! | | |
0 5 10 15 20 25 30 35

am
- Jan M Ruijter, gPCR Event March 2009 Heart Failure Research Centre ——




100

10

1

0.1

0.01

0.001

0.0001

0.00001

0.000001

0.0000001

0.00000001

- Jan M Ruijter, qPCR Event March 2009

Efficiency and Baseline
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N0 Efficiency and Baseline
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N 100 Effect of Baseline Error
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Recognizing Baseline Error
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Baseline Estimation Principle
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Baseline Estimation Algorithm
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w - L INnRegPCR Baseline Correction
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v o, dPCR Analysis per Sample
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gPCR Analysis per Sample
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Efficiency derived from Standard Curve
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Efficiency derived from Standard Curve

5 dilutions
5 replicates per dilution

} 3125 standard curves
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Efficiencies derived from Standard Curve
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Efficiency derived from Standard Curve
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Efficiencies derived from Standard Curve
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Variation of individual PCR Efficiencies
GAPDH: 20 biological samples, 10 replicates/sample
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gPCR Analysis per Sample

=

individual
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Karlen et al. 2007
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Efficiency and Bias

PCR efficiency
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Efficiency derived from Standard Curve
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Efficiency derived from Standard Curve
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Efficiency derived from Standard Curve

5 dilutions
5 replicates per dilution

} 3125 standard curves
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Efficiencies derived from Standard Curve
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Bias from using the Wrong Efficiency
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Bias from using the Wrong Efficiency
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Unbiased N, with Mean Efficiency
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Baseline Model ?
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Baseline Model ?

unbound Sybr Green
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