Additional Information
Supplementary Fig.1 Natural Killer Cells Purity
Supplementary Fig.1 legend: Natural Killer cells purity. Data is presented as mean ± SEM. The purity for NK cells (CD3- CD56+) was 94.4 ± 0.80% for ME/CFS and 94.1 ± 1.15% for HC as determined by flow cytometry. Cells were acquired at 10,000 events using the BD X20 flow cytometer (BD Biosciences, San Diego, CA, USA), using the following gating strategy: (A) Lymphocytes were gated using the SSC-A and FSC-A. (B) CD3 negative cells were selected from the lymphocyte population. (C) NK cells were identified as the CD negative and CD56 positive population. (D) Bar graphs representing NK cell purity (%). Abbreviations: NK, natural killer cells; ME/CFS, mylagic encephalomyelitis/chronic fatigue syndrome; HC, healthy control; SEM, standard error of mean.
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Supplementary Fig.2 Simultaneous Imaging of Ca2+ Influx into the Cytoplasm and Mitochondria
Supplementary Fig.2 legend: Simultaneous cytoplasmic and mitochondrial Ca2+ influx imaging. NK cells stained with Fluo-8 and Rhod-2 were imaged simultaneously confirming downstream TRPM3 -dependent Ca2+ influx into the mitochondria. (A & B) NK cells from a HC participant and ME/CFS patient, respectively stained with Fluo-8 and Rhod-2. (C) Fluorescence intensity curves for ROIs illustrated in (A). (D) Fluorescence intensity curves for ROIs illustrated in (B). The dotted lines indicate F0s and corresponding T1s for each stimulation condition. Abbreviations: Ca2+, calcium; HC, healthy control; ME/CFS, mylagic encephalomyelitis / chronic fatigue syndrome; ROI, region of interest; 4-( FCCP, Carbonyl cyanide trifluoromethoxy) phenylhydrazone; Fmax, maximum fluorescence; F0, minimum fluorescence; PregS, Pregnenolone sulphate. Imaging analysis was performed using cellSens Dimension Desktop by drawing perimeters around ROIs, then edited using Adobe illustrator. Time lapse fluorescence Graphs were constructed using Origin software.
[image: Y:\Repos\BEBERLY\ARTICOLORS\2026\Mayonaise\5-12-26\12865_2026_849-CEdone\received\Supplementary Figure 2.tif]
Supplementary Fig.3 TRPM3 Inhibition using Ononetin in Freshly Isolated NK Cells
Supplementary Fig.3 legend: TRPM3 inhibition using ononetin in NK cells. We applied the specific TRPM3 blocker ononetin to confirm TRPM3-dependent Ca2+ mobilisation. TRPM3 inhibition and activation was examined employing the following sequence: 60s of baseline imaging in 0mM Ca2+; addition of 1.8mM Ca2+ buffer for 3 minutes; inhibition by Ononetin alone for 3 minutes; combined treatment with PregS and Ononetin for 3 minutes; TRPM3 activation by PregS alone for 3 minutes; 1 µM FCCP to induce mitochondrial uncoupling for 3 minutes. The responses were observed to decrease upon addition of ononetin. (A & B) Examples of Fluo-8 time-lapse fluorescence intensity curves for ononetin and PregS responses in NK cells from HC and ME/CFS patients, respectively; (C & D) Rhod-2 time-lapse fluorescence intensity curves for ononetin and PregS responses in NK cells from HC and ME/CFS patients, respectively. The dotted lines indicate F0s and corresponding T1s for each stimulation condition. Abbreviations: Ca2+, calcium; TRPM3, transient receptor potential melastatin 3 (TRPM3); PregS, Pregnenolone sulphate; ME/CFS, mylagic encephalomyelitis / chronic fatigue syndrome; HC, healthy control; ROI, region of interest; Fmax, maximum fluorescence; F0, minimum fluorescence. Imaging analysis was performed using cellSens Dimension Desktop by drawing perimeters around ROIs, then edited using Adobe illustrator. Time lapse fluorescence Graphs were constructed using Origin software.
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