How to select ROIs in NovaFLIM
based on parameter - histograms.
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From Luminosa Software you can shift
to NovaFLIM analysis options by
pressing the ‘Advanced ' -button
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An image representation of various quanities.
- Analysis-specific representations cannot be deleted, only minimized.
Click on the min or max values to modify false color scaling. alternatively, click on the scale bar left of the histogram's mean to modify the minimum o right to the mean for the the maximur.
- In representations with several monochrome layers, hover the mouse over a pixel to highlight the dominant layer and to show the fitting plot will and the TCSPC decay of tha single pixel. Double-click to fix te view for this
- Right.click for export options.
the mouse wheel to zoom the representation. Py niddle mouse button to move the image detail.
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On the left-hand side one can see all
the available layers. The number of
layers and the type of the analysis.
New image displays are created simply
by dragging the layer to the main area
of the window.
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Add additional layer in a similar way.
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Image Viewer: Overview of currently available image layers representing various quantitics.

Drag-and-drop: Image layers can be dragged into the main panel of the Image Representat

ions. Several layers can be combined in one image representation. Image layer

RO istograrn

an be dragged to the Histograms page to create histograms.
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Use the scroll bar for reviewing various

images.
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Viewer: Overview of currently available image layers representing various quantities
Drag-and-drop: Image layers can be dragged into the main pancl of the Image Representations. Several layers can be combined in one image representation. Image layers can be dragged to the Histograms p ograms.
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Click and drag left or right to adjust
contrast of each layer.
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Viewer: Overview of currently available image layers representing various quantities
Drag-and-drop: Image layers can be dragged into the main pancl of the Image Representations. Several layers can be combined in one image representation. Image layers can be dragged to the Histograms p ograms.
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By clicking on the colormap and
dragging left or right on can adjust the
relative levels of the image.
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Histogram Settings.

Thveshold Maxi 10000

Viewer: Overview of currently a layers representing various quantilies
ged into the main pancl of the Image Re ta S tation. Image I an be dragged to the Hist:
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1. The ‘Phasor’ - plots are available by
clicking on the tab.

2. On top there is the multi-exponential
fit.
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Switch to tab ‘Histograms’. Here you
can produce histograms based on the
available image layers and their
corresponding parameters.

Drop parameter: new diagram.
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Drag for example the Intensity layer
and check how an 1-D histogram is
created.
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Create new histograms by drag-and-
drop function.

image layers representing various quantities.
layers can be dragged into the main panel of the Image Representations. Several layers can be combined in one image represents . d (0 the Histograms page (o creale histograms.
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You can create 2D Histogram by drag-
and- drop a layer in the y axis of an ;
pre-exisiting 1D histogram. : | weight/ROI/Frame

i1 Fuv)

N

Az L

Drop: weight/ROI/Frame

op: add param.

Drop péraméter: new diaQréfn.

How s =CHBeOCES NG e e a0

@

PicoQuanT



Help-text for the histograms appear in
the lower part of the GUI while the
mouse is hoovering over the
histogram.

Click the X’ button if you want to delete
an histogram.

y-axis. Double click on the histogram Lo change its seltings. Right click to export. (Please n

els contained in the ROL. Frames: Include only the subselection of frames.
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One can create multiple histograms by
drag-and-drop a group of layers.

Droppz? lgter: new diagram.
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Double-click on the area of the 2D
histogram or on the area of the 1D
histograms. For the case of 2D
histograms one can adjust the min and
max of both parameters. For the 1D
case one gets the min max of 1
parameter.
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Histograms: Create histograms from arbitrary image layers. To generate a 21) histogram, generate a 11 histogram, drag a second layer onto the y-axis. Double click on the histogram to change its settings. Right click (o export. (Please note: Histograms are not saved.) A

* Drag-and-drop: Any image layer from the Tmage Viewer (left) can be dragged into the Histograms panel.

* Weight/ROI/Frame: Drag-and-drop an element onto the graph to modify the histogram: Image layer: Apply as weight. ROI: Include only pixel

= RO selection in histogram: Selection options are available in histograms via right.click. Multiple ROIs are combined by an AND-operation.

= Zoom: Use the mouse wheel for zooming into images. Press the middle mouse button/w

s contained in the ROL Frames: Include only the subselection of frames.

ol to move image section.
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Right click on any point of the 2D E PR e i i

histogram. Select ‘Range ROI’ from the
menu.
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Histograms: Create histograms from arbitrary image layers. To generate a 21) histogram, generate a 11 histogram, drag a second layer onto the y-axis. Double click on the histogram to change its settings. Right click (o export. (Please note: Histograms are not saved.) A

* Drag-and-drop: Any image layer from the Tmage Viewer (left) can be dragged into the Histograms panel.

* Weight/ROI/Frame: Drag-and-drop an element onto the graph to modify the histogram: Image layer: Apply as weight. ROI: Include only pixels contained in the ROI. Frames: Include only the subselection of frames

= RO selection in histogram: Selection options are available in histograms via right.click. Multiple ROIs are combined by an AND-operation.

= Zoom: Use the mouse wheel for zooming into images. Press the middle mouse button/wheel to move image section.
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histogram. Select ‘Range ROI’ from the
menu.
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Histograms: Create histograms from arbitrary image layers. To generate a 21) histogram, generate a 11 histogram, drag a second layer onto the y-axis. Double click on the histogram to change its settings. Right click (o export. (Please note: Histograms are not saved.) A

* Drag-and-drop: Any image layer from the Tmage Viewer (left) can be dragged into the Histograms panel.

* Weight/ROI/Frame: Drag-and-drop an element onto the graph to modify the histogram: Image layer: Apply as weight. ROI: Include only pixels contained in the ROI. Frames: Include only the subselection of frames

= RO selection in histogram: Selection options are available in histograms via right.click. Multiple ROIs are combined by an AND-operation.

= Zoom: Use the mouse wheel for zooming into images. Press the middle mouse button/wheel to move image section.
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Select an area in the 2D histogram and
see the changes in the active ROI.
Pixels belonging to this selection of the
2D histogram get selected for the ‘
currently active ROI and are
highlighted in red.

@

PicoQuanT



—EX

@ Imaging Anlysis: AtoG OniineFssiFLIM [Hessurement: FLIW
conture Aveut

Help-text appears in the lower part of
the GUI as the mouse is hoovering X
over the ROI-selector area. '
You can type a name in the ROI.
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Expet RIS
ROl Sclector

frrames: 1
ROI Selector: Selection of individual ROIs for further analyses. Click on the edit box below a ROI o rename it.
» Double-click on ROI to visualize and apply it to the currently selected frame. Fitting dat, Lifetime histogram and phasor will be updated.

= Import/export (context menu): ROIS can be imported/exported as text file (.dat file extension). Pixels excluded from the ROI are marked with "0". The RO table has the dimension of the unbinned image siz
" el clect ROIS by left-click. <CTRL>: add RO to selection, <SHIFT> select range. Selected ROTs will be marked green. Drag-and-rop selection onto histogram to apply as filter.
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Click the ‘New ROI’ button. The
current ROl is saved while a new
active ROl is created.
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ROI Selector: Selection of individual ROIs for further analyses. Click on the edit box below a ROI (o rename it

= Double-click on RO to visualize and apply it to the currently selected frame. Fitting data, Lifetime histogram and phasor will be updated.
= Import/export (context memu): ROIs can be imported/exported as text fil (dat file extension). Pixels excluded from the ROT are marked with "0". The ROI table has the dimension of the unbinned image size.
= Selection for Histograms: Select ROIs by lefl-click. <CTRIL>: add ROIS to selection, <SHIFT>: select range. Selected ROIs will be marked green. Drag-and-drop selection onto histogram to apply as flter
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Double-click on the saved ROI and you
will get the decay, fit and phasor plots
corresponding to the ROI.
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This process can be repeated more
times.
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By doubleclicking in any ROI , one can
quickly inspect the corresponding
phasor plot.
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