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Sample preparation
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Volume: 3ul Blot force: -6: 0O
Blot time: 2.5 s
Wait: 0 s
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Temp: 10 C

Unravelling biological
macromolecules with cryo-
electron microscopy.
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Microscope setup

- Magnification: 75 000x ; pixel size: 0.859A

= (C;=2000, C2 =50 (70), Obj 100
defocus range: [-0.4;-3.6:0.2]
Cs-corrector: on

dose ~ 56 e/A?s, recorded (12 frames) ~44e/A%s



Data acquisition

“day!! 1 \

- - 3783 I\/Ilcrographs . ) o

day” 2 / 960 GB A 2991 "good” Micrographs
“day!! 3 |

792 "bad” Micrographs
(21%)

Micrograph: 7 frames In single stack, ~235MB each



Preprocessing / Motion correction

MotionCor2 after

before




Preprocessing / Manual sorting




Preprocessing / Sem

l-automated picking

e2boxer.py

Swarm tool

1-3k particles

2D Class

references for Gautomaitc




Preprocessing picking

Gautomatch

references

>500k particles
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Rellion / Particle extraction&binning

256
C2
512 2
pixel: 1.718 A
Cl
S (unprocecced) 128 C4
O oo S
pixel: 0.859A — pixel: 3.436 A
64 C8
64

pixel: 6.872 A



Rellon / 2D CIaSS|flcat|on runl (C8)

150 classes
20 1t

ice/em%lasses

443K particles




Relion / 2D classification: run2 (C8)

120 classes
20 1t

334K particles




Relion / 3D refinement (C4)

Reported res: 6.9 A



Relion / 3D classification (C4)

10 classes

it

Class 1 - #1 (36k)
Class 2 - #2,3 (161Kk)
Class 3 - #4,6,8 (85k)
Class 4 - #7 (1.8k)
Class 5 - #9(41k)




Relion / 3D classification (C4)




Relion / 3D refinement (C2). Class 2

Reported res: 3.89 A



Relion / 3D refinement (C2). Class 5

Reported res: 4.99 A
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