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Heatmap - an expansion of 7’
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Different colour schemes - to suit your needs
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Escin effect across multible hole numbers
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Detection and filtering of outliers
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Detection and filtering of outliers
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L’ analysis

o Z' is a quality parameter that you can use to evaluate your assay.
Data variability Data variability
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s I : eparation : ; your negative and positive controls that can result in false
v . . .
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L’ analysis

The analysis reads the fractional response

Compounds ‘ Solutions | Cells |

e ———C— that has been setup in the Analysis
L = settings.
L
The average and SD are calculated from
H your controls and you tell the analysis
D which sites are used as controls by
e naming them Pos01/NegO1.
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Examples on how to use the tool -

Test if the Z' can be used to determine how many replicates are required for
IC;, determination?

Experimental outline + Use Compound Editor in DataControl to decrease replicates (n=2)

1. Run a full plate dose reponse
experiment with e.g. 6 concentrations

0 1 3 10 30 100
(one full and one no effect).

Content of Plate

. ) . 1 2 3 4 5 B T 3 9 011 1213 |14 (15 (16 Q17 (18 (19 (20 21 |22 |23 |24

2. Determine Z' using No and Full effect BEEPVEFSERERFEYE ERERYEYE ERERPEYE EREEFEYE ERERPRE
data and increase Replicates. s |5 |6 |65 5|6 |65 |5 |6 |615|5 6|65 |5|6|6ls5]5]6]6¢6

7 T 3 ] 7 T 3 ] 7 T 3 ] 7 T 3 ] 7 T 3 ] 7 T ] ]
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3. Use Compound Editor to decrease
replicates.
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Puff: 5 mL at 40 mL/s (125 ms)
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* 2nd Pyff gives smaller current due to desensitization; longer inter-puff
interval is required for recovery from desensitization.




Z' analysis — TRPa1 EC Ca?* blocker assay

Example curves from n=8, n=4 and n=2
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i : ‘ "One Shot” TRPal with extracellular Ca?* antagonist dose reponse data was analysed with the Z' tool

o [T PO by adding a set of 32 positive and negative controls in each end if the dose response curve.
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ST The number of repeats were increased to demostrate the effect on 7'. It was found that n=4 should be
g . sufficient for running the assay.

- — The dose resonse curve was then broken down into groups of 1, 2, 4 and 8 replicates per

E-u— concentration and the resulting EC50's collected.

w8 - It was found that 5 curves fell out of the 3 fold band @ n=2, 1 @ n=4 and 0 @ n=8

3 2

Hide Compounds
a



Z' analysis — P2X3 ATP EC50
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_ ’ o P2X3 ATP dose reponse data was analysed with the Z' tool by adding a set of 32 positive and negative
P ol d d - controls in each end if the dose response curve.
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e | ! Midudud . The number of repeats were increased to demostrate the effect on Z'. It was found that n=1 should be
s , il i . sufficient.
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. . il The dose resonse curve was then broken down into groups of 1, 2 and 4 replicates per concentration
——— i s and the resulting EC50's collected. It was found that all curves fell within a 3 fold band.
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Z' analysis — P2X3 ATP EC50

Example curves from n=4, n=2 and n=1
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P2X3 ATP dose reponse data was analysed with the Z' tool by adding a set of 32 positive and negative
controls in each end if the dose response curve.

The number of repeats were increased to demostrate the effect on Z'. It was found that n=1 should be
sufficient.

The dose resonse curve was then broken down into groups of 1, 2 and 4 replicates per concentration
and the resulting EC50's collected. It was found that all curves fell within a 3 fold band.



