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@ | don’t have that much money; | will buy
the best scope and put it in an old lab
space without renovation.
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@ (s corrector only offers low
aberration if it is trained to
compensate the deviation
from the aligned condition.

G BOth ar.e more SenSitive to ' http://rsta.royalscietypublishing.org/c
the environment changeand _ ontent/367/1903/3665

stay tuned for shorter time. I8



Phase Plate Slot 6

@ Best value



- THuG hevelihay madizindaen  vilil buy
the best.sc e and EI;{_: &"n an old lab
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Follow the requirement from the manufacturers

% Top equipment failure resulting scope down time
@ HVAC(0.8°Cp-pin24hr,0.3°Cp-pinthr)
@_; Water chi"er Pixel mean for preset hln

@ Grid autoloader

@ Energy filter ZLP fail to align
Cs corrector misalign

Beam shifts away
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@ Visible Thon rings
@ Pt/Ir or right thickness of carbon
@ Grating replica if carbon is thin

@ Isotropic information transfer
® Gold diffraction ring from
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' Pa’ssm orel Science (2014) 3{46:13#—1580 |
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® Aldolalse F

& Herzik et. al.
https://www.biorxiv.org/content/early/2017/05/25/141994

@ B-galactosidase
@ Bartesaghi et. al. Science(2016) 348:1147-1151

@ Glutamate Dehydrogenase
®@ Merk et al Mol Pharmacol (2016) Ra*GAc-c1



SEMC Operations i FEI e Gotan
Krios1 testing | @ Titan Krios , K2 Summit

Direct Detector

Fourier shell
correlation curve
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Gold-standard FSC curve for
\the T20S reconstruction.

(A) Isosurface representation of the T20S map. (B) An a-helical D
segment from one B subunit (PDB: 1PMA) is shown in ribbon
representation docked into the corresponding region of the
reconstruction. (C) Representative 2D class-averages (box size
27.5x27.5nm). (D) Angular distribution plot.

CryoEM reconstruction of the T20S

Imaging parameters Imaging statistics:

17jun09g experiment : 371 enn-a-DW images collected
130,290 Appion picks  : 371 enn-a-DW images
111,721 particles : after 2D classification (3.084)

N_lagnl_f |c?t|on. 22’;00)( 98,207 particles : after 3D classification (3 of 5 classes - 2.98A)
Pixel size: 1.07235A/px 30,585 particles (1 of 5 classes - 3.084); 70,640 particles (2 of 5 classes - 3.024);
Camera: K2 counting, 300 ms 105,373 particles (4 of 5 classes - 3.024)

— 44 frames 30,585 part split into 3 and rerun: 10,150 part — 3.16A | 20,321 part - 3.12A | 30,585 part — 3.08A
Camera settings: 13,200 ms exp  Sample: T20S proteasome [gift from Yifan Cheng (UCSF)]
Dose: 49.90 e~/A? Reconstruction: Relion 2 3D refine

Grid loaded: 17jun09
Session: 17jun09g




[ 1 standard Titan
B Titan+GIF

B Titan+GIF+Cs-corr




@ Beamllmage shlft used

EPU: Hole Centering

Leginon: Image Shift targeting
SerialEM: Beam/Image Shift targeting




=y

and weak point to the
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orr ; orkflow v,aliclﬁtion test with test protein is

@ Itis unclear when beam/image shift targeting will

fail, yet.
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