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Figure 2. Raw fluorescence data obtained with one
assay and two master mixes with the same ROX™ level.
The difference in signal is due to the master mix
composition. Reaction was performed on an Applied
Biosystems 7900HT Fast Real-Time PCR System with a
VIC® MGB probe. The X axis shows the emission
wavelength of the fluorophore and the Y axis shows the
intensity of the emission.
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Figure 3. Master Mix A and Master Mix B

were used to amplify RNase P in equal

amounts of human gDNA using the
Applied Biosystems 7500 Real-Time
PCR System. Figure 3A shows the Rn

versus cycle number and the baselines
for both reactions. Figure 3B shows the
Log (AARnN) versus cycle number. The
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threshold (green) is set at the same level
for both master mixes. The CT value of
Master Mix B (CTB) is earlier than that of
Master Mix A (CTA) for identical
concentrations of target, reflecting the
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lower baseline of Master Mix B.
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Figure 4. Master mixes containing 3 different concentrations of ROX™ were used to amplify the TGF beta assay on the
Applied Biosystems 7900HT Fast Real-Time PCR System using the 96-well block. Figure 4A shows the CT value and
Figure 4B shows the standard deviation with variable ROX concentrations. Decreasing ROX concentration gives an

earlier CT but increases the standard deviation.
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Figure 5. The blue standard curve has an

- - -\ Eluz Green
a5 |# == Slaps 3m+38 A4z efficiency of 100% (slope is -3.3). The green
S ey i standard curve has an efficiency of 78% (slope is

-4). Amplification of the Y quantity gives an earlier

CT with low efficiency condition (green) compared
to the high efficiency condition (blue). With a lower
20 ] quantity (X) there is an inversion and the low

efficiency condition (green) gives a later CT

LE+00  E+01  1E+02  1E+03  AE+04  1E+08 compared to the high efficiency condition (blue).
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Figure 6. Accurate calculation of PCR efficiency
depends on the range of template amount used for the
serial dilution used to calculate the efficiency. With a
2-fold dilution with 5 points (orange), the potential
artifact is higher than for the 10-fold dilution with 5
points (blue).
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Figure 7. Example of R2 value calculated for 2 straight lines. A: There is a direct relation between x and y values.

B: There is no relation between x and y values.
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Figure 8. Normal distribution and standard deviation. (A) shows a normal distribution of data. If the PCR efficiency
is 100% there is one CT between the mean of 2-fold dilution samples (sample X and sample Y). To be able to quantify
both samples in 99.7% of cases, the standard deviation has to be less than 1 CT divided by 6 standard deviations
(1/6=0.167), shown in (B). To be able to quantify both samples in 95% of the case, the standard deviation has to be
less than 1 CT divided by 4 standard deviations (1/4=0.25), shown in (C).
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