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Processing ITC data using ORIGIN 5.0

1. Launch the MicroCal processing software (Origin 5.0 with Microcal ITC

=k
feature) Microcal Inc. ITCInk  jeon on a desktop.
2. The following window appears:
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3. Click “Read Data” and open the data file : “*.itc” in this case “RNAse****.itc”

4. Once the data file is loaded, the following window appears:
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5. At this point the data can be corrected for heat of dilution of the ligand (which are
the heats observed at the end of titration, where no binding events are happening and

majority of heat observed are from dilution of titrant).

6. Go to “Window” (on the main tab) “Name of the data file” selection (in this case

“window” —“RNAse103007”)

7. The following window appears:
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8. Scroll down to the last injections and compute an average value for NDH for the last
5-15 injections; make sure these injections are really of similar heats and represent
pure dilution effects; for the RNase103007 file, this value is ~-1073.

9. Go to “Math” —“Simple Math” on the main tab.

10. The following window appears:
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11. Select “RNase*** NDH” press “=>" button and populated the Y1 window

12. Choose the “operator” as

[T 1]

and populate

the “Y2” window with the average heat

of dilution computed in step 8 (for RNase10300, the value is “-1073”).
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13.Click “OK” to subtract the heats of dilution from all measured heats.
14.Change display window to “DeltaH” (“window” — “DeltaH”).

the heats should be corrected for heat of dilution as illustrated:
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15.You may correct the concentrations at this point if needed, but choosing
“Concentration” and changing the values for cell and ligand.
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16. Remove the results for first injection by choosing “Remove Bad Data” (under
“Data Control” section on left hand side); select the data point for the first injection

and hit “enter” key, which should delete the result for first injection:
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17. Now you are ready to choose the model for fitting the data from the “Model
Fitting” section.
18. For single sets of sites: choose “One Set of sites” and the following window appear:
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with the initial guesses computed by the software and the red curve for fitted values
displayed on the “DeltaH” window:
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19. Choose “1 Iter.” (single iteration and monitor the progression to make sure the fit is
converging properly and eventually do “10 Iter.” until the Chi-Sqr value does not

change with subsequent iterations.
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20. Choose “Done” and the results will be displayed on the DelatH page:
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