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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Author Affiliations
	Dominik J. Fiegle1, Tilmann Volk1, Thomas Seidel1
1Institute of Cellular and Molecular Physiology, Friedrich-Alexander University Erlangen-Nürnberg
	Dominik J. Fiegle1, Tilmann Volk1,2, Thomas Seidel1,2
1Institute of Cellular and Molecular Physiology, Friedrich-Alexander University Erlangen-Nürnberg
2Muscle Research Center Erlangen (MURCE), Friedrich-Alexander-Universität Erlangen-Nürnberg, Erlangen, Germany

	2.
	Introduction
	This may particularly damage cardiomyocytes located at the chunk edges; although the myocytes

are most likely to be released by enzymatic digestion.
	This may particularly damage cardiomyocytes located at the chunk edges although these myocytes

are most likely to be released by enzymatic digestion.

	3.
	Introduction
	Most protocols mention short transportation times to the laboratory as a prerequisite for best results.
	Most protocols mention short transportation times to the laboratory as a prerequisite for good results.

	4.
	Introduction
	Female Wistar rats (150–200 g) were commercially obtained, anesthetized by injecting 100 mg/kg of thiopental-sodium intraperitoneally, and euthanized by cervical dislocation followed by thoracotomy and excision of the heart. Human cardiac tissue samples were collected from the left-ventricular apical core during implantation of mechanical assist devices, from septal myectomy, from tetralogy of Fallot corrective surgery, or from the free left-ventricular wall of explanted hearts. The following protocol describes the isolation from human ventricular tissue. The isolation of rat cardiomyocytes was performed accordingly, but with different enzymes (see Table of Materials). A schematic workflow of the protocol is

illustrated in Figure 1.
	Please move this Paragraph to Protocol Section directly after the Ethics Statement:

Patients gave their written informed consent prior to tissue collection.
[Paragraph].

1. Preparation of buffers, solutions, and enzymes

	5.
	Step 3.1
	CAUTION: Human cardiac tissue is potentially infectious. Always use gloves. Carefully handle used blades and discard in safety containers.
	CAUTION: Human cardiac tissue is potentially infectious. Always use protective wear and follow safety regulations of your institution. Carefully handle used blades and discard in safety containers.

	6.
	Step 3.3.1
	Mount an unused razor blade to the blade holder of the vibratome and calibrate the vibratome by adjusting the z-deflection of the blade if possible.
	Mount a new razor blade to the blade holder of the vibratome and calibrate the vibratome by adjusting the z-deflection of the blade if possible.

	7.
	Step 3.3.6
	Check cardiomyocyte alignment under a standard light microscope.
	Check cardiomyocyte alignment under a standard light microscope with a magnification of 40-100x.

	8.
	Representative Results
	In total, the method was applied to myocardial specimens from 30 human hearts with transportation times of up to 36 h. From 23 of the 30 specimens’ viable cells were obtained for subsequent experiments (see also Supplemental Table 1).
	In total, the method was applied to myocardial specimens from 30 human hearts with transportation times of up to 36 h. From 23 of the 30 specimens viable cells were obtained for subsequent experiments (see also Supplemental Table 1).

	9.
	Figure legend of Figure 1
	(step 6) The extracellular calcium concentration is raised slowly with adaptation intervals of 5 min from 5 μM to 1.5 mM.
	(step 6) Slow rise of the extracellular calcium concentration from 5 µM to 1.5 mM in intervals of 5 min.

	10
	Figure legend of Figure 2
	Representative light micrographs of cardiomyocytes isolated either via coronary perfusion (Perfusion), from vibratome-cut tissue (Myocardial slices), or from minced tissue (Tissue chunks).
	Representative light micrographs of rat cardiomyocytes isolated either via coronary perfusion (Perfusion), from vibratome-cut tissue (Myocardial slices), or from minced tissue (Tissue chunks).

	11.
	Figure legend of Figure 2
	*p < 0.05.
	*p < 0.05, after multiple comparison correction. 

	12.
	Figure legend of Figure 5
	(D) Calcium transient obtained by averaging the fluorescence of each pixel along the scanned line from the image in C and normalization to baseline values before stimulation (F/F0).
	(D) Calcium transient obtained by averaging the fluorescence of each pixel along the scanned line from the image in C and normalization to baseline values before stimulation (F/F0). All experiments were performed at room temperature.

	12.
	
	On the other hand, for whole rabbit hearts, it was shown that functional differences between fresh hearts and hearts exposed to cold ischemia in extracellular solution containing 30 mM/L BDM were negligible31, and the same may be true

in this case.
	On the other hand, for whole rabbit hearts, it was shown that functional differences between fresh hearts and hearts exposed to cold ischemia in extracellular solution containing 30 mM BDM were negligible31, and the same may be true

in this case.
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