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For autofluorescence imaging, 2-3 independent cultures were imaged with 4-6 images for each condition yielding 500-5000 cells. The number
of cells for each condition has been provided in the figure legend. For flow cytometry, 20000 events were collected for each sample. 3
independent samples were collected for each condition. The replicates and sample size were based on our previous studies by using single cell
OMI data and preliminary data for statistical power.

No data was excluded

Data were acquired from multiple independent replicates and has been indicated in the manuscript. All attempts at replication were
successful. Independent replicates were performed more than two weeks apart. Independent cell lines were evaluated over two years apart.

All OMI data from day 1 cells were randomly partitioned into training and test datasets using 15-fold cross validation, with training and test
proportions of 80% and 20%, respectively

Imaging and differentiation were performed by T.Q. Single cell analysis was performed by A.R.H and K.S. Multivariate analysis and
classification were performed by T.M.H.

anti-cTnT (ThermoScientific, catlog: MS-295-P1, Lab Vision; 1:200) and secondary antibody (Thermo Fisher; goat anti-mouse, Alexa
Fluor 488; 1:500)

Antibody validated as noted on the manufacturer's website. Anti-cTnT was validated using commercially available iPSC-derived
cardiomyocytes as positive control and hiPSC as negative control. The dilution of the primary antibody was adopted from the
instruction http://tools.thermofisher.com/content/sfs/brochures/D11736~.pdf provided by thermoscientific.

WA09, WA13, IMR90-4, and 19-9-11 were purchased from Wicell. NKX2.5EGFP/+ hPSC (ES03) was gifted from a previous
collaborator (Sean Palecek's lab at the UW-Madison). No federal funding was involved in this project with embryonic stem
cell lines.

WA09, WA13, IMR90-4, and 19-9-11 were purchased from Wicell and authenticated by Wicell with MTAs.




