Supplement 1. Workflow of spectra analysis using MZMine 3.4
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Supplement 2. Permutation validation test was carried out through MetaboAnalyst v6.0 on PLS-DA result confirming the validity of the analysis with data overfitting
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Supplement 3. Permutation validation test was carried out through MetaboAnalyst v6.0 on OPLS-DA result confirming the validity of the analysis with no data overfitting with the valid model
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Supplement 4. Heatmap of all 12 H. itama bee bread samples (ungrouped)

image1.png
Mass detection

Chromatogram
building

Chromatogram
resolving

Deisotoping

Alignment

Gap filling

Normalization

« Algorithm: centroid
« Noise level: 1.0E3

« Minimum highest
intensity: 1.0E3

« Group intensity
threshold: 1.0E4

« Scan to scan
accuracy: 0.005 m/z
or 15 ppm

« Chromatographic
threshold: 85%

« Minimum search
retention time:
0.050

» Minimum relative
height: 0.001%

» Minimum absolute
height: 1.0E3

» Minimum ratio of
peak top: 2.00

« Peak duration
range: 0 — 1.00

« Filter: 13C isotope

« m/z tolerance: 0.001
m/z or 3 ppm

« Retention time
tolerance: 0.02
absolute min

« m/z tolerance: 0.001
m/z or 3 ppm

« Retention time
tolerance: 0.06
absolute min

« Intensity tolerance:
20%

» m/z tolerance: 0.002
m/z or 5 ppm

« Retention time
tolerance: 0.06
absolute min

« Mode: Linear
normalizer or
average intensity

« Measurement type:
peak area

« Outcome: .mgf and
.csv files.
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