
Investigating localization 
within a sample section



Examples
1. Which compounds have which 
distributions within the sample section?

2. What components colocalize with 
known localization?

3. Divide up pixels into specified cluster 
numbers. 
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Steps
1. Select “Image Analysis” mode
2. Read in data
3. Read in reference images (from 

previous localization analysis)
4. Alignment (image registration)
5. ROI settings if necessary
6. Data matrix table calculations
7. Similar image extraction calculation



1. Select “Image Analysis”



2. Read in data (.imdx)



3. Read in reference images 
Load the image file to be used as a reference image.
Select from the menu bar, “File” → Reference Image Management .



3.1 The “Reference Image Management” 
screen opens



3.2 Import an image to use
Select the image to be used.
In this example, an image which was already read in is imported.



3.3 Set the imported image as a background 
image



4. Image registration
Select “Image registration”



4.1 The background image is selected



4.2 The image registration window opens
The reference image and the TIC image from MS Imaging are displayed overlaid.



4.3 Coarse image registration
Use the parameter adjustment buttons and the zoom tool on the left-hand side of the window to 
get a good match between the reference image and the TIC image.



4.4 If you need, go to next “Fine image 
registration” If a good match is achieved, select "Save".

Press “Next” for further matching if you need.



4.5 Fine image registration
The image will appear with a grid overlaid.
The image can be distorted by moving the intersections of the grid.



4.6 Example of a manipulated image



4.7 Alignment is complete, click “save”



5 Set ROI if necessary



5.1 Select the region to be processed
ROI can be depicted as squares, circles or polygons.



5.2 The ROI is listed in the ROI list.
After drawing the ROI, set the attributes.



6. pre-processing settings



6.1 Pre-processing (normalization) settings
Sets the "normalisation" criterion.
“TIC” are common.



6.2 Data matrix settings



6.3 Data matrix settings

Non-targets cut the signal intensity from the spectrum at a fixed width.
Targets specify a specific m/z value and bin size.



6.4 Data matrix calculations



6.5 Calculations window



6.6 Data matrix calculations are complete



7. Select “Similar image extraction calculation”



7.1 Select colours to be used (Grayscale in 
this case) Only single colour in the image can be handled.

Specify the colour to be used in the reference image.
For black and white photo, select greyscale.
“Number of Latent Variable” is “automatic”, which is more accurate but takes longer.
“Number of Extracted Image” is the number of m/z's that are automatically imaged.
If “Data Point Thinning” is effective, the resulting image is also thinned out.
“m/z Width for Image Extraction” is a range intended to prevent the emergence of 
similar isotope peaks, and only the m/z value with the highest regression coefficient 
within that range will be extracted.



7.2 Calculations dialogue



7.3 Similar image extraction calculation result

Images with large absolute values of the regression 
coefficients are imaged in the extraction list on the 
right-hand side.

On the left-hand side is the “Reference Image”, 
and in the centre is the “Regression Image” calculated from the MS imaging data.



7.4 Adding images to the main screen

Selecting images from the “Extraction List” and 
clicking the “Add to MS image list” button, the 
highlighted images will be added to the main screen.



7.5 The images are added to the MS image list
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