a Import files: data structure
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b Pre-processing options

1. Crop image to ROls

original image
cropped image

2. Max/Min intensity projection
Z-stack — 2D projection

3. Crop stitching artifacts
4. Adjust brightness & contrast

5. Convert into 8-bit format

Pre-processed image

ROI

d Post-processing options
1. Fill holes

2. Filtering detected features
using exclusion criteria:

* Minimum feature postion relative
to ROI
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* Minimum feature size

* Minimum planes covered
(for z-stacks)

3. Reconstruct features in 3D

C Segmentation

1. Semantic segmentation

deepflash2

2. Instance segmentation
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e Quantification

Feature count inside ROI based
on connected component algorithm

f Inspection (in GUI)

« Interactive plot of image-mask
overlay

» 2D or 3D inspection mode

g Export for statistical analysis

Quantification results as .csv or .xlsx




