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Sample size

Data exclusions

Replication

Randomization

Blinding
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The mass spectrometry imaging raw data generated in this study have been deposited in the MassIVE database under accession code MSV000092935
[doi:10.25345/C5S17T379]. GNPS FBMN molecular networks and annotations are available at https://gnps.ucsd.edu/ProteoSAFe/status.jsp?
task=9a6f6b34367f4ff69d81c9efe6aedd03.
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No sample size calculation was performed. The sample size of n=4 was chosen to demonstrate the reproducibility of the developed algorithms
across multiple measurements. The study itself focuses on the SIMSEF acquisition technique to enhance the annotation confidence in MALDI
imaging studies.

No data was excluded.

MZmine processing parameters and steps were exported to batch files. The batch files successfully reproduce the obtained results of the data
analysis. The obtained SIMSEF schnedules of the same dataset match on every replication attempt. The SIMSEF scheduling algorithm was
tested on four tissue sections. For each tissue section, the algorithm reproduces the MS2 schedules if the input parameters are the same.
Between the different tissues, comparable results are achieved with regard to annotation numbers.

The study focuses on data acquisition techniques and did not require randomization, because no biological meaning is derived in this study. All
datasets originate from the same animal and represent consecutive thin-sections.

The study focuses on data acquisition techniques and did not require blinding, because no biological meaning is derived in this study. All
datasets originate from the same animal and represent consecutive thin-sections.




