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Supplementary Figure 1: Volcanos plot showing differences in lipid composition between PNT1a and prostate cancer
cell lines. (a) Illustrates comparison between PNT1a and all three prostate cancer cell lines. (b-¢) Shows comparison between PNT1a and
individual prostate cancer cell lines as indicated. The x-axis shows fold change relative to PNT1a, where 1 indicated no difference between
cell lines. The y-axis shows log  adjusted p values. The dashed horisontal line represents statistical significance threshold (p < 0.05). n =

6 for each cell line.
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Supplementary Figure 2: PCA showing the variability of the C-H and C=0 stretching regions between PNT1a and
prostate cancer cells. (a, ¢) PCA scores plots comparing PNT1a (black circles) and prostate cancer cell lines DU145 (green squares),
22RV1 (blue triangles) and LNCaP (red diamonds), using 3000-2800 cm!, (a) or 1750-1700 cm™! spectral regions (c). (b, d) PCA loadings
plots obtained for PC-1, which contributed to (b) 98% and (d) 81% variability.
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Supplementary Figure 3: Phosphorescence intensity of ReZolve-L1™ in prostate cell lines. (a-d) Representative
micrographs showing PNT1a and prostate cancer DU145, 22RV1 and LNCaP cells (a-d; phase gradient contrast) stained with ReZolve-
L1™ (a-d)). Prostate cells were fixed with 4% PFA. Scale bars, 100 um. (e) Histogram showing comparative analysis of ReZolve-L1™

phosphorescence intensity in prostate cell lines. One-way ANOVA and Tukey’s multiple comparison test showed significant differences
between the means in designated groups (depicted by different letters on the bars, p < 0.05).
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Supplementary Table 1: Lipid species in differentiation of prostate cancer

See Supplementary File 1



Supplementary Table 2: Position and assignment of FTIR lipid bands of interest found in prostate cells

Cell line v(CH) v, (CH,) v(CH,) v, (CH) v(CH,) v(C=0)
PNTla 2900 2832 -2959 2877 -2928 2854 1738
DU145 2896 2828 2959 2875 2923 2851 1744
22RV1 2897 2826 2959 2875 2924 2852 1745
LNCaP 2898 2827 2959 2875 2923 2852 1738

The band assignments and wavenumber data (cm™) were obtained from the analysis of second derivatives of the lipid
spectra. v — stretching, as — antisymmetric, s — symmetric.



Supplementary Table 3: Position and Assignment of IR lipids bands of interest found in prostate cells

Lipid v(CH) v, (CH,) v(CH,) v,(CH) v(CH,) v(C=0)
Phosphatidylethanolamine -295 9 -2922 2852 1741
Phosphatidylcholine 2959 2922 2852 1739
Sphingomyelin 2961 2876 2921 2852

Sphingosine 2990 2957 2876 2917 2849

Cholesterol 2900 2962 2867 2932 2846

Cholesteryl acetate 2908, 2824 2968 2939 2861 1732
Cholesteryl behenate 2892 2957 2871 2917 2850 1739
Fatty acid 2958 2876 2918 2850
Triacylglycerides 2960 2875 2928 2855 1745

The data were obtained from the analysis of second derivatives of the lipid spectra.
v — stretching, as — antisymmetric, s — symmetric.
IR lipids bands reviewed in [14, 15].



