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6. Double-click the following: 

a. Item 3: Integrated Morphology: Load state. Choose the DAPI.IMA file that was copied 
onto your system.  

b. Item 8: Integrated Morphology: Load state. Choose the FITC.IMA file that was copied 
onto your system.  

7. Click Save at the bottom of the journal editor.  
8. From the Journal menu, click Edit Journal and locate the newly copied journal, % positive 

cells_setup.jnl. 
Note: It is not necessary to update the links for this setup journal.  

9. From the Review Screen Data dialog box (Apps > Review Screen Data), open the data set.  
10. On the Wavelengths tab, click the check-box next to each wavelength that you want to use for 

your analysis. One wavelength should represent the positive signal and a second wavelength 
should represent the nuclear stain.  

11. Click Apply to view a montage window (HTS - Wavelength) of the selected sites.  
12. Click a site within the montage window to open new image windows of the selected site as shown 

in Figure 1. 
Figure 1 
Opening an I mage of a Site  

 
A04 was clicked on and the following image window appeared 

 
13. From the Journal menu, click Run Journal, then choose % positive cells_setup.jln.  
14. Follow the instructions (select the nuclear stain, select the signal, set threshold, and so on).  
15. From the Journal menu click Run Journal, select % positive cells.jln.  
16. Check the data set to judge if the data is coming out of here is acceptable.  

Run th e jour nals from re view scre en data 
To run the journals from the Review Screen Data dialog box, complete the following steps: 

1. Open the data set using the Review Screen Data dialog box (Apps > Review Screen Data).  
2. Select the Run Assay tab at the bottom of the dialog box.  
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3. Click Select Assay and locate the journal % positive cells.jnl.  
4. Once selected, click Run assay for all positions.  

Optimize the  conditions to your specific cell population  

Integra ted Morphome try Analy sis state files : 
Changes might need to be made to the different state files if the cells you are working with have different 
size or shape characteristics. To determine whether changes are necessary, complete the following 
procedure:  

1. Open one or more of the images of interest using either Open from the File menu or Review 
Screen Data from the Apps menu.  

2. Threshold the images using the same methods performed in the main journal, in which the image 
is first corrected to flatten the background.  

a. From the Process menu, click Flatten background.  
b. Type an object size of 25 in the Object Size box. This number might need to be changed. 

Press F1 for more instructions, then click See Also on the help toolbar.  
c. In the main journal, the DAPI/nuclear image is manually thresholded. From the Measure 

menu, click Threshold Image and change the grayscale limits until the objects of interest 
are included (highlighted).  

d. The secondary probe image should be thresholded automatically for light objects. Click the 

Threshhold icon on the left side of the image window , then click Auto threshold for 
light objects.  

3. From the Measure menu, click Integrated Morphometry Analysis.  
4. From the Integrated Morphometry Analysis dialog, click Load state. The Load State Files dialog 

box opens. Load either DAPI.ima for the nuclei, or FITC.ima for the secondary signal.  
5. Use the Image Selector to choose one of the images of interest.  
6. In the Set Parameters for box, click Classifying.  
7. Review the parameters list to verify that the appropriate parameters are selected.  
8. Change the ranges when needed or include other parameters such as the shape factor to be more 

specific in your object classification. 
Note: This function is used to exclude any objects and/or cells that are not of interest to the 
investigator. This might include large cell clumps, debris of dead cells, debris from staining, and 
so on.  

9. Click Measure. All objects that meet the criteria for your classification selection are maked green; 
all excluded objects remain red or your selected threshold color.  

10. Modify or leave alone the classification settings so that all of the objects of interest are green and 
the objects not of interest are your threshold color.  

11. Once the settings are correct, save the settings by clicking Save State. The Integrated 
Morphometry: Save State dialog box opens.  

12. In the Integrated Morphometry: Save State dialog box, click Integrated Morphometry State, then 
click OK.  

13. Repeat steps 4 - 12 for the remaining State file from line 4.  

Configure Standard Area 
To enable your journal(s) to run most effectively, you might need to modify the object Standard Area. 
This parameter is dependent on your cell size. Measurement of Standard Area assigns counts to an object 
based on size. For example, an object with an area of two times the standard area will receive a standard 
area count of two; an object with three times the standard area will receive a standard area count of three, 
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and so on. Using this option enables clumps of cells to be recognized as two or more separate cells, based 
of the size of the standard area that you specified. This parameter can be changed in the setup journal % 
of positive cells_setup.jnl. The Configure Object Standards dialog box can be used to set the size of the 
object Standard Area. 

To change the Object Standard Area, complete the following procedure:  

1. From the Measure menu, click Configure Object Standards. The Configure Object Standards 
dialog box opens.  

2. In the Standard Area box, type or select an appropriate value for the Standard Area.  
3. Click OK.  
4. Save the journal.  
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Journals  
To save these journals onto your computer, right-click each link and select "Save Target As..."  

! All Cells.ima  
! Dapi.ima  
! Fitc.ima  
! Positive Cells.ima  
! Threshold All Cells.gth  
! % of Positive Cells.jnl  
! % of Positive Cells_Setup.jnl  
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