da

5,223,773 particles for | Auto-refine
IR subunit —

bin4 (box 128,
pixel size 5.55 A)

update bin using parameters
from bin4 alignment
bin2 (box 256, pixel size 2.77 A)

Cycles of parameter
refinement

I
I |grouped CTF refinement| ~——> Multiref
Classification

Q& L Re-extract subunits I
) | :
Auto-refine 112,139,754 particles
|
|
|

3,013,260 particles

56 A 5.6 A

b

3,013,260 particles | cTF-refinement
bin1 (box 400
pixel size 1.39 A)

[ IRsubunit, 52A |

Auto-refinement

Cycles of parameter
refinement

Local-refinement I
in cryoSPARC Ilgrouped CTF reﬁnementl e | particle polishing
L

IR subunit, 4.2 A
2,093,631 particles
C1 symmetry _

Supplementary information, Fig. S2 | Cryo-EM data processing for the IR
subunit from X. laevis NPC.

a, Flowchart of data processing for reconstruction of the IR subunit to an overall
resolution of 5.6 A. This part of the data analysis only involves the bin-4 (pixel size
5.548 A) and bin-2 levels (pixel size 2.774 A). b, Flowchart of data processing for
the IR subunit to an overall resolution of 4.2 A. This part of the data analysis involves
the bin-1 level (pixel size 1.387 A). Please refer to the section “Data processing and
reconstruction of the IR subunit” in the MATERIALS AND METHODS for details.



