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Motion correction (Relion)

CTF estimation (CTFFIND)

LoG autopicking (Relion, 51,898,826 particles)

Particle extraction (Relion, 416x416 extraction, scaled to 64x64)
2D classification (cryoSPARC)

5,695,759 particles retained, 46,203,067 particles discarded
Ab-initio reconstruction (cryoSPARC)

Heterogeneous refinement (cryoSPARC)

3,794,292 particles retained, 1,901,467 particles discarded
Re-center and re-extract particles (Relion, 320x320 extraction)
Heterogeneous refinement (cryoSPARC)

1,720,250 particles retained, 2,074,042 particles discarded
Ab-initio reconstruction (cryoSPARC)

Heterogeneous refinement (cryoSPARC)
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l Homogeneous refinement (cryoSPARC)

1,021,916 particles (5.3 A, no symmetry applied)
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Particle polishing (Relion)

Local refinement (cryoSPARC)

540,580 particles (3.6 A, no symmetry applied)

Non-uniform refinement (cryoSPARC)

Particle subtraction to remove LBD-TMD signal (Relion)
Ab-initio reconstruction (cryoSPARC)

Heterogeneous refinement (cryoSPARC)

540,580 particles retained, 481,336 particles discarded
Non-uniform refinement (cryoSPARC)

Particle polishing (Relion)

CTF refinement (Relion)

Non-uniform refinement (cryoSPARC)

2D classification (cryoSPARC)

Ab-initio reconstruction

Heterogeneous refinement (cryoSPARC)

490,046 particles retained, 531,870 particles discarded
Non-uniform refinement (cryoSPARC)

Particle subtraction to remove ATD signal (Relion)

2D classification (cryoSPARC)

483,666 particles retained, 6,380 particles discarded
Ab-initio reconstruction (cryoSPARC)

Heterogeneous refinement (cryoSPARC)

184,945 particles retained, 298,721 particles discarded
Non-uniform refinement (cryoSPARC)

184,945 particles (4.2 A, C2 symmetry)
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