Methods S1: Cryo-EM processing schematics, related to Figures 1-6
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Processing Schematic 1.
Cryo-EM processing schematic of CAND1-SCF™XW" data collected from Glacios



Processing Schematic 2
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Processing Schematic 2.
Cryo-EM processing schematic of CAND1-SCFSKP2 data collected from Glacios



Processing Schematic 3
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Processing Schematic 3.
Cryo-EM processing schematic of CAND1-SCFF&*°¢ data collected from Glacios



Processing Schematic 4

(2X)-SCFrewr

1,971 micrographs
1,541,265 particles

3D classification

multiple 2D Classification
519,076 particles

3D Refinement 3D Refinement
3D classification no align 7.7A 7.73A 3D Refinementx2
106,687 particles 102,996 particles with and without

'tay '7’"‘\ i | ) l ‘ mask
HIad &R

3D Refinement
7.73A
95,731 particles

KX
.

full pixel extract

4 . B 3D classsification no align

o %] 3 i . .
2 e 0% 1% 0% $0% 1%y
&I . ;ih-;l; :’fm“ ?W " 4
3D refinement/Postprocess 3D refinement/Postprocess T i CR R (R Ve N P N
D o p FOR @ Y \\\‘;V’.’Q o \‘4\/ A '2« gy Wt
7.54A 8.15, { & W 3 d“: & .o ] (y

42,006 particles 28,057 particles 3D refinement/Postprocess - S < W &

6.7A
102,996 particles full pixel extract

+
3D Refinementx2
with and without mask

3D Refinement
7.18A
33,454 particles

Processing Schematic 4.
Cryo-EM processing schematic of CAND1(2X)-SCF™*W data collected from Glacios



Processing Schematic 5
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Processing Schematic 5.
Cryo-EM processing schematic of CAND1-SCF™XW" data collected from Krios



Processing Schematic 6
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Processing Schematic 6.
Cryo-EM processing schematic of CAND1-SCF™*W (SKP1AA) data collected from Glacios
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Processing Schematic 7.
Cryo-EM processing schematic of CAND1-SCFSXP2 data collected from Krios



Processing Schematic 8
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Processing Schematic 8.
Cryo-EM processing schematic of CAND1-SCFsXP2 (SKP1AA) data collected from Krios



Processing Schematic 9
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Processing Schematic 9.
Cryo-EM processing schematic of CAND1A B-hairpin-SCFKP2 data collected from Krios



Processing Schematic 10
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Processing Schematic 10.
Cryo-EM processing schematic of CAND1A B-hairpin-SCFFW7 data collected from Glacios



Processing Schematic 11
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Processing Schematic 11.
Cryo-EM processing schematic of CAND1-CUL1-RBX1 data collected from Krios



Processing Schematic 12
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Cryo-EM processing schematic of CAND1 B-hairpin++-SCFKP2 data collected from Krios



Processing Schematic 13

-CUL1-RBX1

2,131 micrographs 2x bin | multiple 2D classification
- 5
1,683,753 particles 469,294 particles 3D classification

3D refinement 3D refinement
& &

masked

ki
masked 3D refinement

3D refinement

3D refinement 3D refinement
7.73A 7.73A
108,665 particles 99,000 particles
3D classification no align t=4 3D classification no align t=4 l

R o0 b o %o

3D refinement 3D refinement 3D refinement
7.73A 7.73A 8.6A
64,628 particles 30,698 particles 12,020 particles
l 3D classification no align t=4 l full pixel extract l full pixel extract

3D refinement 3D refinement

RO & ) o Avd ‘: G y 7.73A 8.87A
\,\“} \f“ O W *’q ‘ 30,698 particles 12,020 particles

2D classification no align l

3D refinement
7.73A
38,030 particles

3D refinement/Postprocess
9.1A
12,020 particles

l full pixel extract

3D refinement/Postprocess
6.1A
38,030 particles

3D refinement/Postprocess
7.73A
27,998 particles

Processing Schematic 13.
Cryo-EM processing schematic of CAND1A B-hairpin-CUL1-RBX1 data collected from Glacios



Processing Schematic 14
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Processing Schematic 14.
Cryo-EM processing schematic of CAND1-SCFSKkP2
with substrate complex p27-CKSHS1-CyclinA-CDK2 data collected from Glacios
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