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Cryo-EM maps and atomic coordinates are deposited to the Electron Microscopy Data Bank (EMDB) and Protein Data Bank (PDB) databases, respectively. The
accession codes are EMD-25667 [https://www.ebi.ac.uk/pdbe/entry/emdb/EMD-25667] and 7T3P [http://dx.doi.org/10.2210/pdb7t3b/pdb] for pre-active A,
EMD-25668 [https://www.ebi.ac.uk/pdbe/entry/emdb/EMD-25668] and 7T3Q [http://dx.doi.org/10.2210/pdb7t3q/pdb] for pre-active B, EMD-25669 [https://
www.ebi.ac.uk/pdbe/entry/emdb/EMD-25669] and 7T3R [http://dx.doi.org/10.2210/pdb7t3r/pdb] for pre-active C, EMD-25670 [https://www.ebi.ac.uk/pdbe/
entry/emdb/EMD-25670] and 7T3T [http://dx.doi.org/10.2210/pdb7t3t/pdb] for active, and EMD-25671 [https://www.ebi.ac.uk/pdbe/entry/emdb/EMD-25671]
and 7T3U [http://dx.doi.org/10.2210/pdb7t3u/pdb] for inactive states, respectively. Reagents and other materials will be available upon request from E.K. with a
completed materials transfer agreement.

The following previously published cryo-EM maps and atomic coordinates were used;

EMDB ID: EMD-20849 [https://www.ebi.ac.uk/pdbe/entry/emdb/EMD-20849], Cryo-EM structure of type 3 IP3 receptor revealing presence of a self-binding
peptide.

PDB ID:6UQK [http://dx.doi.org/10.2210/pdb6uqk/pdb], Cryo-EM structure of type 3 IP3 receptor revealing presence of a self-binding peptide.

PDB ID:6DRC [http://dx.doi.org/10.2210/pdb6drc/pdb], High IP3 Ca2+ human type 3 1,4,5-inositol trisphosphate receptor.

PDB ID:6DQV [http://dx.doi.org/10.2210/pdb6dqv/pdb] Class 2 IP3-bound human type 3 1,4,5-inositol trisphosphate receptor.

PDB ID: 5TAL [http://dx.doi.org/10.2210/pdb5tal/pdb], Structure of rabbit RyR1 (Caffeine/ATP/Ca2+ dataset, class 1&2).

PDB ID:7M6A [http://dx.doi.org/10.2210/pdb7m6a/pdb], High resolution structure of the membrane embedded skeletal muscle ryanodine receptor.

846,122 single particle images from 42,261 micrographs were used for 3D reconstructions. No statistical methods were used to determine
sample size for EM data.

Particles were excluded based on the 2D and 3D classifications.

Datasets collected on 4 different grids prepared from the same purification prep were highly similar and combined for the final analysis.

The datasets were randomly split in two halves which were refined independently. Resolution was assessed based on the Fourier shell
correlation between the half maps at the 0.143 threshold criteria.

Blinding is not applicable to this study since the samples investigated are required to be known.




