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Preparmg and Interpretmg
Cytotoxicity Data

SOFTMAX PRO

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

equivalent) software.

If the mean A450 of the control wells on plate is >0.3, the assay is complete. If the mean A450 of the

control wells on plate is <0.3, return the plates to the incubator for another 30 minutes, then read

again. Continue reading the plates every 25-35 minutes until the mean A450 of the control wells on

plate is >0.3.

« You should notice a color change in the wells when the assay is complete.

o Use the software to calculate “Result,” “% Control,” Standard deviation “stddev;,” and Coefhlicient of
Variation “CV%.

 Highlight the “% Control” and CV% columns and COPY the contents.

du yLU.puUd =14y .”

- Eﬁ Experimenti |E| o
- Plate#1 ‘ESetup| |E Template‘ ‘}:Reduch’on‘ |§ Displag‘ |E| ‘Z‘ |E| £

Plate®1

1.2 3 4 5 & 7 & g 1011 12

Al D000 Endpoirt

B 0.344 {0126 |0.257 | 0.315 | 0.377 | 0.426 | 0.375 0380 0369 0363 Lmi 450

C 0.362 10431 |0.250 0320 0341 |0.348 | 0.359 | 0.360 0353 0343 T p—

D 0.314 10,116 |0.230 | 0.299 | 0.331 | 0.339 | 0.336 | 0.332 | 0.343 | 0.339 Calibrate: On

E 0357 (0415 0243 0311|0367 0381|0382 0349 0371 |0.367 Golumn Briorty

F 0,308 {0123 |0.252 | 0.319 | 0.347 | 0.380 |0.354 |0.341 |0.345 0350 Plate Last Read:

G 032910123 10255 |0.320 | 0.345 |0.355 | 0.361 | 0.336 | 0.362 | 0.361 10:33 AM 3172008

H

Wavelength Combination: ILm1
Data Mode: Absorbance
Plate Blank Used Lm1 = 0227

This is a standard readout using SoftMax Pro.

< [ 46-16 Saporin @I@ =t
Sample |Wells| Values |R| Result 0 Concentration
Sal1 B3 0126 |E 0122 L 1 1000000.000
c3 0.131
D3 0.116
E3 0.115
F3 0123
G3 0.123
Sa02 B4 0.257 |E 0.2492 L 71.539 pE=3  100000.000
c4 0.250
D4 0.230
E4 0.243
F4 0.252
G4 0.255
5a03 BS 0.315 |E 0.314 | 90656 2.4 10000.000
4] 0.320
D5 0.209
E5 0.311
0.319

nghllght the “% Control” and “CV%”. Copy.
24 Apr 2008 www.ATSbio.com Page 1




B NN ,;
\\'\\f ‘\‘\\\\\ v 4
\ % N /,4/ &

Prepang ahd Tnterpretu;;g Cytotox1c1ty Data

Prlsm GraphPad

 You can import this data into any spreadsheet/graph X
analytic software such as Prism GraphPad. GraphPad Version 4.02, May 17. 2004

o Open the “File” menu on the toolbar and click on
“New Project”.

o Select “Create a new project” and click the “Two
grouping variables” folder and select the “Category
Graph Wlth error bal‘S” Optlon Row and column categories for two-way ANOVA and contingency tables.

« Have the software enter error bar info into i et
subcolumns as “Mean, Standard Deviation, N.” Click ﬂﬂ m mn—“ L"" LU:’

==

OK. E

Selected graph: Category graph, eror bars

To start:

" DOpen an existing file

Choose: % Typeofgraph ¢ Fomat of datatable ¢ Template

XY | One grouping variable  Two giouping variables I Survivall

Enter ermor bar info into subcolumns as:

i € Noenorbais € |3 _|; replicates (% IMean,Standard Deviation, N j

Help I Cancel | oK I

« PASTE the columns you copied from SoftMax into the “Mean” and “SD” columns.

o The % Control column from SoftMax will be pasted into the Mean column.

o The CV% column from SoftMax will be pasted in the SD column.

 Enter in the Molar concentration corresponding to each point in the “X” axis column.

% Control
CV%
" Results_| Graphs | Layouts ]||Da!a1
nalyze \Change~ |Q ™| T Now O OM %
1 X Labels A_— / c / =
’ Concentration /461’ SM /1'168 M ﬁ4-au Mab»]AP + OX7
X Mean Mean N Mean SD N
1 |0.000001 35.260 17
2 |1.000000e-007 71538 28 27 458 35
3 |1.000000e-008 90,656 24 15.474 12 19678 23
4 |1.000000e-009 101410 19 17 285 18 86.809 6.6
5 |1.000000e-010 107 241 92 26,543 0.9 103.774 92
6 |1.000000e-011 104.239 17 £5.919 30 104.521 65
« Open the “Change” menu on the toolbar and x|
click on “Format Data Table.” X Column ¥ Columns
. ] ] F h data set [condition] enter:
o Select the “Numbers (XY Graph)” option O A tile cokmmr of vas
f()r the X C()lumn and make sure that “Mean, ((: Lext [t[uarlgraph] " o |3 3: replicates to calculate errorlErs
. . . LODEL COUITIIGIOP) ' |Mean, Standard Deviation, N 7
Standard Deviation, N” is also selected for C Seies, Statat |00 |
. . :
the Y columns. “Automatic column widths” R0
should be selected as the default. Click OK.  Defauls .
[~ Make these choices defaults for future tables.
V' Automatic column widths Help Cancel | oK I
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Prism GraphPad (continued)

« Open the “Analyze” menu from the toolbar. Use “Built-in analysis” and highlight “Transforms” from
the list of options and select “All data sets” for data to analyze. Click OK.
o Choose “Standard functions” from function list and select Transform X values using “X=Log(X).”

Click OK.

Analyze Data E x|

— Analysis

% Builtin analysis.

" Use saved method.

" Method by example. Analyz;

e and graph the same as another table in this project.

Lype

" Curves & regression
" Statistical analyses
" Data manipulations
" Simulate and generate
" Clirical lab

(% Recently used

Nonlinear regression (curve fit

Linear regression

Frequency distribution

Smaoth, differentiate or integrate curve
Fit spline/LOWESS

Data to analyze

+ Al data sets

" Selected datasets ~ Select... I

Cancel I oK I

Help |

Parameters: Transforms :

- Function List —| Standard functions j

™ Interchange X and Y (then transform as specified below).

|

™ Transform Y values using [7=7 71 vI
€ Different K for each data set @ Same K for &l data sets

Y

x|

~When it is impossible to transform a SD or SEM

mindividual Y values

€ Transform the average of replicates

New graph
’V [V Create a new graph of the results

Help Me Decide

Cancel I OK I

o Open the “Analyze” menu again from the toolbar and highlight “Nonlinear regression (curve fit)”
from the list of options. Built-in analysis should already be selected as well as all data sets selected for
data to analyze. Click OK.

o From the Classic Equation selections, highlight “Sigmoidal dose response.” Select “Fit a curve with
nonlinear regression.” Click OK.

Analyze Data ! x|

Analysis
% Builtin analysis.
" Use saved method.

" Method by example. Analyze and graph the same as another table in this project.

~Type

€ Curves & regression
" Statistical analyses
" Data manipulations
€ Simulate and generate
 Clinical lab

¢ Recently used

Transforms

Nonlinear req
Linear regression
Frequency distribution

Smooth, differentiate or integrate curve
Fit spline/LOWESS

Data to analyze

& All data sets

" Selected data sets Select... |

Cancel I oK I

Hep |

Parameters: Nonlinear Regression (Curve Fit) 3

Equation | Comparison | Constaints | Inial values | Weighting | Dutput | Range |

[~ Choose

@ Classic equations " More equations

View Equation
Delete

Hove Up
Move Down

pon:
One site competition

Two site competition

Boltzmann sigmoidal

One phase exponential decay

Tuwo phase exponential decay

One phase exponential assaciation
Two phase exponential association
Exponential growt

Power series: Y=A""B + LD
Polpnomial First Order [straight fine)
Polynomial Second Order [Y=A4 + B + C%°2) |

Also calculate Fit?
I Showthe [35% confidence band ] ofthe bestiit curve | | @ Fita curve with
I Unknowns fiom standard curve nonfinoa! egreesion

 Dontfit
I™ Runs test (Plot the curve defined
™ Residuals

by the initial values.)
I~ Doseratios for Schid piot

I™ KifromIC50. Kd= ligand]=

HelpMeDecide|  Cancel | [T 0GR
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Prism GraphPad (continued)

o After completing all the transformation steps, the software calculates the results. The calculation of
major importance is the “EC50” listed on line #6 for each sample.

o Click on the “Graphs” folder.

 Click on any of the graph axes. Adjust
the parameters for all the axes.

 Click on any point/symbol from one
of the lines on the graph. Adjust what
color or symbol you want the lines and
points to be.

Results

[Norin it of Transtorm of Data 1 =] [Table of resus
nelyze Atrarge- (FF A TMN »OOS kBB 2 0 X% A4 -
1 A B C
] 46-16 Saporin 21-163 OX7-SAP 54-80 Mab-ZAP + OX7 -
Y Y Y
1 [Sigmoidal dose-response
2 |Bestit values
3 BOTTOM 27.04 16.42 17.08 20,62
] 4 TOP 102.5 102.3 108.0 101.¢
5 LOGECED -6.880 -10.86 -8.676 -0.66
6 ECsD 1.293e-007 1.368e-011 2.109e-009 2,142
7 |Std. Error
n| 8 BOTTOM 5.866 1139 7.702 8.33¢
9 TOP 1.651 0.8180 3748 4.03:
10 LOGECE0 0.1268 0.03883 0.1938 0.23:
| 11 [95% Confidence Intervals
12 BOTTOM 11.96 10 4212 134810 19.35 -2.725 10 36.88 -0.81
13 TOP 95,25 to 106.8 99.98 to 104.7 98,36 to 117.6 91.51
14 LOGECE0 -7.214 to -B 562 -10.96 ta -10.76 -8.17410-8.178 -9.27
15 ECE0 5.107e-008 to 2.740e-007 1.087e-011 to 1.722e-011 B.696e-010 to 6.644e-009 5.352
16 |Goodness of Fit
17 Degrees of Freedom 5 5 ] 5
18 R* 0.9526 09987 0.9665 0.9567
19 Absolute Sum of Squares 7445 14.92 3275 379.¢
dl20 | syx 3.660 1727 6094 871t
& | Data o] Resufs | Graphs | Layous | [Transtom of Data 1 graph = E::E: 52

General R ais I Left Y ads | Right ¥ ais I

lxl
£ Data Tables
Data 1
E-£7 Info
€} Projectinfo
-7 Results
[£] Transform of Data 1
[=1-|1z] Nonlin fit of Transform

=5 Graphs
Data 1 graph
Transform of Data 1 gr|
] Layouts

FI® @ 833 | SKNew - =ténayze A\Changer

BMMITMN ~OOOC[RE|B 7 0 x* % A & o-

“[1£] Equation
Table of results
Curve

A
Ppearancs

Gaps and Diection |Stmdard

j Seale: ILinea

L«

Transform of Data 1:Transformed data

YTitle
o
s

™

—lﬁ 15 14 13 12 11 ll] 9 —8 —7
Concentration

RUEEEE N oriin fit of Transform of Data 1:46-16 Saparin
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