Supplementary material

Brief Report
Sex steroid hormone analysis in human tear fluid using a liquid chromatography — mass
spectrometry method

Alexandra Robciuc!?, Hanna Savolainen-Peltonen?, Mikko Haanp&a?, Jukka A. O. Moilanen® and
Tomi Mikkola!

Supplementary figure S1A: E1 chromatograms in blank samples. Parent and transition ions
E: [M-H]- m/z 269.1 to m/z 269.1 and m/z 145.0 in O pmol/L standard sample and water blank
sample. No internal standard was added to the water blank.
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Supplementary figure S1B: E2 chromatograms in blank samples. Parent and transition ions
E> [M-H]- m/z 271.2 to m/z 271.2 and m/z 183.1 in 0 pmol/L standard sample and water blank
sample. No internal standard was added to the water blank.
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Supplementary figure S1C: P4 chromatograms in blank samples. Parent and transition ions
P4 [M+H]+ m/z 315.1 to m/z 109.1 and m/z 96.9 in 0 pmol/L standard sample and water blank
sample. No internal standard was added to the water blank.
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Supplementary figure S1D: T4 chromatograms in blank samples. Parent and transition ions
T4 [M+H]+ m/z 289.1 to m/z 109.1 and m/z 97.0 in 0 pmol/L standard sample and water blank
sample. No internal standard was added to the water blank.
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Supplementary figure S1E: A4 chromatograms in blank samples

. Parent and transition ions

A4 [M+H]+ m/z 287.1 to m/z 109.2 and m/z 97.2 in 0 pmol/L standard sample and water blank
sample. No internal standard was added to the water blank.
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Supplementary figure S1F: DHEA chromatograms in blank samples. Parent and transition
ions [M+NH4]+ m/z 306.1 to m/z 253.1 and m/z 213.3 in O pmol/L standard sample and water
blank sample. No internal standard was added to the water blank.
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Supplementary figure S2A: E1 LOQ chromatogram and S/N ratios. Parent and transition ions
Ei [M—-H]- m/z 269.1 to m/z 269.1 and m/z 145.0 in 10 pmol/L standard sample. Left panel shows
calibrator chromatogram, while on the right is presented *3C-estrone IS. The high S/N ratio (36.5

and 26.6, respectively) permitted extrapolation of the LOQ to 5 pmol/L.
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Supplementary figure 82B: E2 LOQ chromatogram and S/N ratios. Parent and transition ions
E2 [M-H]- m/z 271.2 to m/z 271.2 and m/z 183.1 in 10 pmol/L standard sample. Left panel shows
calibrator chromatogram, while on the right is presented 3C-estradiol IS. The high S/N ratio
permitted extrapolation of the LOQ to 5 pmol/L.
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Supplementary figure S2C: P4 LOQ chromatogram and S/N ratios. Parent and transition

ions P4 [M+H]+ m/z 315.1 to m/z 109.1 and m/z 96.9 in 50 pmol/L standard sample (S/N=132).
Left panel shows calibrator chromatogram, while on the right is presented **C-progesterone IS.
The high S/N ratio permitted extrapolation of the LOQ to 10 pmol/L.
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Supplementary figure S2D: T4 LOQ chromatogram and S/N ratios. Parent and transition ions
T4 [M+H]+ m/z 289.1 to m/z 109.1 and m/z 97.0 in 50 pmol/L standard sample (S/N=99.5). Left
panel shows calibrator chromatogram, while on the right is presented *C-testosterone IS. The
high S/N ratio permitted extrapolation of the LOQ to 10 pmol/L.
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Supplementary figure S2E: A4 LOQ chromatogram and S/N ratios. Parent and transition ions
A4 [M+H]+ m/z 287.1 to m/z 109.2 and m/z 97.2 in 50 pmol/L standard sample (S/N=171.0). Left

panel shows calibrator chromatogram, while on the right is presented 3C-androstenedione IS. The
high S/N ratio permitted extrapolation of the LOQ to 10 pmol/L.
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Supplementary figure S2F: DHEA-LOQ chromatogram and S/N ratios. Parent and transition
ions — ammonium adduct [M+NH4]+ m/z 306.1 to m/z 253.1 and m/z 213.3 in 0.5 nmol/L standard
sample (S/N=182.0). Left panel shows calibrator chromatogram, while on the right is presented

13C-DHEA 1S. The high S/N ratio permitted extrapolation of the LOQ to 0.1 nmol/L.
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Supplementary figure 83: T4 . Parent and transition T4 [M+H]+ m/z 289.1 to m/z 109.1 and
m/z 97.0. Left panel shows analyte chromatogram, while on the right 3*C-testosterone IS.
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