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6. Double-click the following:
a. Item 3: Integrated Morphology: Load statChoose the DAPI.IMA file that was copied
onto your system
b. Item 8: Integrated Morphology: Load stat@hoose the FIT.IMA file that was copied
onto your system
Click Save at the bottowf the journal editor.
Fromthe Journal enu, click Edt Journal andocate the nely copied jarnal, % paitive
cells_setup.jnl.
Note: It is rot necessaryo update th links for ths setup journal.
9. Fromthe Reiew Screen Data dialog box (AppsReview Screen Data), open the data set.
10. On the Vevelengths tab, click the check-box néxteach wavelength that you want to use for
your analysis. One wavelength should repre@enpositive signal and a second wavelength
should represent the nuclear stain.
11. Click Apply to view a montage window (HFSVavelength) of the selected sites.
12. Click a site within thenontage window to open new age window of the selectesite as shown
in Figure 1.

Figure 1

Opening an | mage of a Site
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13. Fromthe Journal renu, click Run Journakhen choosés postive cells_etup.jin

14. Follow the instructions (seldtte nuclear stain, select the saafjrset threshold, and so on).
15. Fromthe Journal mnu click Run Journakelect% positive élls.jin.

16. Check the dta set to jude if the d&a is coning out of here is acctgble.

Run th e jour nals from re view scre en data
To run the journals from the Review Scrdé2mta dialog box, copiete the following steps:

1. Open the data set using the Review Scizata dialog box (Apps > Review Screen Data).
2. Selecthe Run Assajtab at the bottorof the dialog box.
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3.
4.

Click Selet Assay and locate the jmal % positive cells.jn/
Once selected, clickRun assay foall positiors.

Optimize the conditions to your specific cell population

Integra ted Morphome try Analy sis state files :

Changes mght need to be adle to tke different state files ithe cells you are working with have different
size or shap characteritcs. Todeternine whether changes areasssary conplete the éllowing
procedure:

1.

2.

> w
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9.

Open one or wre of the inages of interesising either Open frorthe File nenu or Review
Screen Data frorthe Apps renu.

Threshold the imges using the samethods perdrmed in the nain journal, in which the image
is first corrected to flatten the background.

a. Fromthe Pocess renu, click Ratten background.

b. Type an object size of 25 in the Object Simx. This nurber mght need to be changed.
Press F1 for more instructions, thditk See Also on the help toolbar.

c. Inthe nain journal, the DAPI/nuclar image is nanually thresholded. Frortine Measure
menu, click Threshold Irage and change theayscale linits until the objects of interest
are included (highlighted).

d. The secondary probe age should be thresholded austically for light objects. Click the

i

Threshhold icon on the left side of theaige window , then clickAuto thresholdfor
light objects.

Fromthe Measure renu, click Integrated Morphodry Analysis.

Fromthe Integrated Morphoary Analysis dialg, click Load state. The Load StatéeB dalog

box opens. Load either DARa for the nucleipr FITC.ima for the secondary signal.

Use the Inage Selector to choose one of theges of interest.

In the Set Paraeters for box, click Gassifying.

Review the parasters list to verify thathe appropriate parasters are selected.

Change the ranges when needed or include othampizrs sich as thelsape factor to be one

specific in your object classification.

Note: This tinction is used to exclude any objeatsl/or cells that aneat of interest to the

investigator. This mght include large cell clups,debris of dead cells, debris frostaining, and

SO on.

Click Measure. All objects thateet the critea for your classification selection areeked green;

all excluded objects regim red or yar selected threshold color.

10. Modify or leave alone the classkition settings so that all of thejects of interest are green and

the objects not of interest are your threshold color.

11. Once the settings arercect, sve the setthgs by clicking Save State. The Integrated

Morphonetry: Save State dialog box opens.

12. In the Integrated Morphaatny: Save State diafy box, click Integrated Mphonetry State, then

click OK.

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

Configure Standard Area

To enable your journal(s) to runast effectivey, you mght need to rdify the object Standard Area.
This parameter is dependent on youaell size. Measureant of Standardrea assigns counts to an object
based on s& For example, an objewith an aea of two times the tandad arexwill receive a sandard
area couhof two; an object with thieetimes the andad areawill receive a standal aea counof three,
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and so on. Using this option enables ghsnof cdls to be recognized as two orane separate cells, based
of the size bthe standard area thaiwyspecifiedThis paramster can be changed in the setup jourdsal
of positive cells_setup.jrifhe Configure Object Standards dialmx can be used to set the sizeéhaf
object $andard Area.

To change the Object Standard Areanplete the following procedure:

1. Fromthe Measure renu, click Configure Objecbtandards. fie Configure Object Standards
dialog box opens.

In the Standard Area box, type or selecappropriate value fahe Standard Area.

Click OK.

Save the jornal.
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% 2 Show Megzage and Waitl"Individual Data i, MO TIMEOUT]

% 3 Show Meszage and Waitl"'The main journal " WO TIMEOUT]

% 4: Open Surmmary Log(OPENDDE and ASKMODE, ™'

% 5 Open Data Lag[OPEMDDE and ASEMODE, ™)

% B Annotate Log File[DATA, “well Location, T otal Cells, Positive cells, Awvg. Inten
% 7. Show Meszage and ‘W ait["ln the nest step ", HO TIMEOUT)

0? 3: Select Image("'Select Probe 1 image"']

E 3 AllCellz: = Image.Mame

% 10: Show Mezzage and "W ait]"In the next step " WO TIMEOUT]

o ? 11: Select Image("'Select Probe 2 image"]

B 12: PosCellz = Image.Mame

% 13: Show Meszage and Wait["In the nest step ", MO TIMEQUT)

o ? 14: Configure Object Standards(50, 0, 255)

.'ﬂ,'ﬂ 15: Owenarite "FBG All Cells' = Flatten Background["%aICells%", 25, Fluorescer
% 16: Show Mezzage and "W ait] 'Fleasze set the th.", MO TIMEOUT]

O 0 17 Threshold Image("FEG Al Cels”. 1311, £5535)

h 18: Save Gray Threshold"FBG Al Cellz", "Threzhald All Cells™]

@ “* End of Journal =
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Eu'hu:-w tezzage and Walt[ I-'Iease check that...”, WD TIMEDQUT]
ﬁ 158: Integrated Morphometry - Measure[ 'FBG Poszitive Cells", -1]

E 17: PozitiveCellz = Meazurement"'IbMA Summany', "Count™]

E 18: Averagelntenzity = Meazurement[" kM4 Summan”, VAverage"]

E 19: perCposcellz = if [TotalCellz<> 0, [Pos/ TotalCells)*100, -1]

E 20: Log Y ariable(Label, HOMEWLIME]

g 21: Log Yanable[T otalCells, HOMEWLINE]

g 22: Log Yanable[PositivelCells, MOMEWLIMNE]

g 23 Log Yarablel&veragelntenzity, MONEWLIME]

g 24: Log Yariable(perCposcells, MOMEMWLIME]

ﬂg 28: Set Logging Row and Column[DaTa, RELATMWERDW and ABSOLL
® “* End of Journal =

Journals
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13
% 14: Integrated Morphometry - Load Statel"'FBG Pogtive Cells”, "Posite,

. 16: Integrated Morphometry - Log Datal''FBG Positive Cells”, SUMMARY,

1

To save these journals onto your computer trayick each link and dect "Save Target As..."

All Cells.ima

Dapi.ima

Fitc.ima

Positive Cés.ima
Threshold Al Cells.gth

% of Positive Cellsjnl

% of Positive Cells Stup.jnl
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http://support.discovery-1.com/journals/D50011AllCells.ima
http://support.discovery-1.com/journals/D50011Dapi.ima
http://support.discovery-1.com/journals/D50011Fitc.ima
http://support.discovery-1.com/journals/D50011Positivecells.ima
http://support.discovery-1.com/journals/D50011ThresholdAllCells.gth
http://support.discovery-1.com/journals/D50011Perpositivecells.jnl
http://support.discovery-1.com/journals/D50011Perpositivecells_setup.jnl
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