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Step by step Guide for eC-CLEM AutoFinder Automatic registration in 2D or 3D. Use DataTest1.zip



Open both light and electron microscopy images Drag and drop



Display your images at your convenience On the left panel, the top part has several tabs.
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Below, the color display is tunable (1) channel by channel (2) Check the metadata and edit them if necessary (3). Pay attention to the pixel size (3.94nm for EM_Qdots100-HighMag; 110 nm for Flurorescnet micrograph-8bits)
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Find what can be common in both modalities In this example, the channel 1 will display Fluorescence qdots, also visible in EM



qdot



qdot



Uncheck boxes of channel you do not want to display



Type « eCCLEM » in the search bar Select AUTOFINDER to launch it



eC-CLEM Autofinder starts If the plugin is not already installed, it will automatically download and install it. No Icy restart is required after installation



Some help is displayed: yo make it disappear: DOUBLE CLICK (left mouse button) on it



eC-CLEM Autofinder Help To start with AutoFinder, you can use the wizard : press the I need Help Button that will launch the autofinderwizard.



Select the configuration the more similar to your configuration In our case, we are looking for spot pattern (EM image) lost in spot constellation (LM image), 1. select it and 2. press play
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Spot detector is launched 1.You can close the tool tip messages by double clicking. 2. You can also close the wizard now.
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Start by detecting the spot in LM image: example of automatic detection
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Check that the channel to be used for spot detection
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1: go to preprocessing menu 2 Channel 0 here is indeed showing qdots
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Check the detection mode
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1: go to Detector Panel 2 : Select the detection mode: here Bright spot over dark background 3: Select the scale of the spot detector:
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Activate Export to Roi 1: go to Output panel
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2 : Check the box: Export to ROI 3: Start the detection
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Check the ROI New Roi have been created for each spot. You can zoom it to check the detection if needed.
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Select beads on EM image: example of manual selection 1.



1: Select The Roi tools POINT



2.



2: position the point on a qdot, pressing the CTRL key. You do not need to be super accurate here.
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Select beads on EM image: example of manual selection 1.



Go on selecting point (still with the CRTL key pressed)



2.



Try to favorize been exhaustive on a small area (because the algorithm will consider a circle around your point)



3.



1. If you know already that an aggregate will not appear as several beads in fluorescence, add only one point to the aggregate
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Launch the automatic registration with EcClem Auto Finder 1. Select the EM image with ROI as source image 2. Select the fluorescence image as target image 3. Choose Find Small part in bigger field of view 4. Check the box target on source: it will generate both the source image on target image and the target image on source image 5. We have only a very few qdots on EM (11) and a lot in LM (782), we need not to be much more flexi ble here, we do not expect too much of outliers (good detection in LM, manual detection in EM). ChANGE THE DEFAULT PARAMATER from 70% to 90% (percentage of target point to keep).
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Launch the automatic registration with EcClem Auto Finder 1.



1. With this first method, no transform was found. You are advised to augment the tolerance (maximum distance) or to decrease the proportion of point: but here we know that our detection are accurate, so we rather test the other method.



2.



2. Try the second initialization (Find small part in bigger field of view (Reverse) ), and press Play
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Check the results 1.
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This time we got a hit, 10 roi points have been matched over the 12 point contained in the candidate circle.
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Check the results Note that tere is a random parameter in the algorithm and that the result can slightly differ. 1.



1. Source point in red on target point with source image positioned, with the final metric (i.e average distance between kept points and the number of kept point)



2.



2. Corresponding overlay, change the LUT if needed
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Check the results You can also link the source image with the ‘target aligned on source’ to check
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