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No sample size calculation was performed. The number of plates used to determine microplate performance was based on previous reported
methodology (Lilyanna et al 2018, Journal of Applied Laboratory Medicine, Vol. 2(5), 687-699). The number of rats used in the experimental
MI model was based on tissue and plasma samples that are available from our previous published study (Zhou et al. 2019, Molecular Therapy:
Nucleic Acids, Vol 17, 185-197).

No data was excluded.

Microplate well variability was evaluated on all 96 wells for each plate. This was performed at three different antigen coating concentrations
and performance testing was done on 7 microplates per concentration. With limited plasma availability from each animal, measurement of rat
plasma ANKRD1 was performed in duplicates in one assay. Intra-assay CV of all plasma ANKRD1 reported are less than 12%.

Microplates were randomly picked from one batch lot for each plate type. Rat body weights were measured and cardiac function (ejection
fraction) were assessed by echocardiography for all the animals at baseline. Surgery was scheduled for equal number of sham and LAD (left
anterior descending coronary artery) ligation operations per day performed in random order.

Blinding was not possible for the microplate performance evaluation because their physical characteristics are visually distinct. Blinding for all
other experiments is not necessary as the focus of the study is on antibody utility/characterization/validation and not biological effects of
treatment groups.

The monoclonal antibodies used in this study were all developed in-house within the corresponding author's laboratory. The
polyclonal antibody against full-length human ANKRD1 is from Atlas Antibodies (HPA038736; lot number A106040)

Validation of the monoclonal antibodies developed in this study is fully described in the main text and supplemental materials of this
manuscript.

The H9c2 cell line was obtained from ATCC (ATCC no. CRL-1466, lot number 60279340).

Species authentication by ATCC as per Certificate of Analysis; our laboratory did not conduct any verification procedures
ourselves.

Mycoplasma contamination-free as confirmed in ATCC Certificate of Analysis obtained upon receipt of cell line. ATCC




