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After 30 minutes in the incubator, read your plates on a plate reader using SoftMax Pro (or equivalent)
software.

If the mean A490 of the control wells on plate is >0,.250, the assay 1s complete,

If the mean A490 of the control wells on plate is <0.250, retum the plates to the incubator for another 30

minutes. then read again. L A ket o o B it
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You can import this data into any spreadsheet/graph analytic u

software. Here is an example using Prism GraphPad., ‘ | Craghtn Vo L0 Moy 1. 2006
‘ -
l. Open the “File™ menu on the toolbar and chick on PRI M

“New Project™, This window opens up. Select “Create a

new project” and click the *Two grouping variables™ ot :m-:] ‘ ”'“":
folder and select the “Category Graph with error bars"” B - S (. A
option, Have the software enter ervor bar info into | Orm g vanatin T Poorg switie | G|
subcolumns as “Mean, Standard Deviation, N.” Click Pom e suhown catoquins 45 S sup ANVl carinpuey Sy
OK. i I 4l
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“Paste™ the columns you copied from SOFTmax into the “Mean™ and “SD” columns. “% Control

The % Control column from SOFTmax will be pasted into the Mean column in Prism
and the CV% column from SOFTmax will be pasted in the SD column in Prism.
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“Mean. Standard Deviation, N” is also :
selected for the Y columns. “Automatic " Detouds - =3
column widths™ should be selected as the : - wmm““m“
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Open the “Analyze™ menu from the toolbar and this window pops up. Use “Built-in analysis™ and highlight
“Transforms™ from the hist of options and select “All data sets™ for data to analyze. Click OK.

e
[ TR
U send netod
T pwtad by o Aty wd gt B e w wi (bl B gt

L

b

77 Gt b g

Open the “Analyze™ menu again from the
toolbar and highlight “Nonlinear regression
(curve )" from the hist of options. Built-in
analysis should already be selected as well
as all data sets selected for data 1o analyze.
Chick OK.,

T
[T
e v metid
T Mol by s Aehin wid Gl T L Tl o B et

u

4/24/2008

This window pops up. Choose “Standard functions”™
from function list and select Transform X values using

“X=Log(X).” Chick OK.
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This window pops up. From the Classic Equation
selections, highlight “Sigmoidal dose response.” Select
“Fita curve with nonlinear regression,” Chck OK.
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After completing all the transformation steps, the

software calculates the results. The calculation of major

importance is the “ECS0™ listed on line #6 for cach
sample.

Click on the “Graphs” folder and this appears.
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the graph axes oo
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Here is the final graph. You can add the text
with the ECSO/EDS0* values from the results
page to the graph and color code them,

*ECs0 is the concentration at which S0% of maximal
effect is observed,

ED50 s the Median Effective Dose (produces desired
effect in SO% percent of population).
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