(For Xu’s Lab users only)
Flexstation for Ca2+ detection

1. Cell preparations in 96-well plates
1) HK2 cells are grown for one to two days in DMEM/F-12 medium containing 5 mM glucose and supplemented with 10% fetal calf serum (FCS), 10 mM HEPES and 100 units∙mL-1 penicillin and 100 µg∙mL-1 streptomycin. 
2) The inducible TRPM2 cells were cultured and maintained in the same medium as the HK-2 cells and the expression was induced by tetracycline (1 µg∙mL-1 ) as we described previously [13]. All the cultures were maintained at 37 °C under 95 % air and 5 % CO2. On the day of the Ca2+ signal measurement, the cell density should reach 80-90%. 
[bookmark: _Hlk53315729]2. Cell loading with Fura-PE3/AM
[bookmark: _Hlk53320668]1) Fura-PE3/AM (1 mM) were made up as stock solution in 100% dimethyl sulphoxide (DMSO). The stock solution can be stored at -20 °C for at least one month.
2) The working solution for cell loading was comprised of 2 μl of the stock solution in 1 ml of Ca2+ -free solution (2 μM Fura-PE3/AM final concentration).  
3) Wash cells grown in 96-well plates with PBS at 100 μl/well 2 times gently using a multichannel pipetter at room temperature. 
[bookmark: _Hlk53317731]4) Add the Fura-PE3/AM loading solution at 50 μl/well and incubate the plate at 37 °C for 0.5 h. 
[bookmark: _Hlk53322737][bookmark: _Hlk53322769]5) Wash cells 3 times with PBS. After the last wash, the cells were pretreated with 100 μl of different concentrations of dapagliflozin (0.01 μM, 0.1 μM, 1 μM, 5 μM, 10 μM) in Ca2+ free buffer for 5 min. Arrange to have the serial dilutions of dapagliflozin and the corresponding negative controls in the same column of the plate because FlexStation 3 reads one single column at a time.
(For inducible TRPM2 cells, the loading procedure of Fura-PE3/AM is similar to that in HK-2 cells. The non-induced TRPM2 cells are regarded as negative controls. The cells were pretreated with 10 μM Dapagliflozin in standard bath solution (with 1.5 mM Ca2+).
3. Preparation of compound plate 
1) During the 0.5 h cell loading period, prepare TG and Ca2+ with Ca2+ free solution at the desired concentrations. 
2) Pipette 250-300 μl of the TG or Ca2+ solutions separately into two single columns of 96-well compound plate. 
(For inducible TRPM2 cells, the cells were incubated in standard bath solution, H2O2 at the desired concentration were added into one column of 96-well compound plate).
4.Plate reading in FlexStation 3 
1) Turn on the system (FlexStation 3, computer, and the SoftMax Pro 5.4.6 software) 
2) Save the experiment with a new file name. At the set-up, choose FLEX mode and setup the running parameters.
3) Place the reading plate, compound plate, and a new black tip box to the appropriate trays in FlexStation 3 and click "read" button. The FlexStation 3 will read one column at a time and add compounds at the preprogrammed time points. 
4) Experimental data may be processed directly using the SoftMax Pro 5.4.6 software or exported for further analysis of the ratio of Ca2+ dye fluorescence (F340/F380).
