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BOPESi N, fith Direct alignments 1 ) Beam shift, 8 f Multifunction X/Y JFEE0H¥ 6 BE#%
I Intensity BEEF CHEE AL (R ZRAE AN/, 2L 5 AL
HBERNT K TFLHHE), sl Z-Focus 4k4: % f=
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Square ] K/NRGE (K2 FRE B —MON 54-62 5K/h) . 41 Maps I f W ELAE view B0, B
Mag—SA2600x (411 Map Hij SerialEM ] Setup H' view—Expose time %4 0.5s/1s).

4.2 X B B3 map BfF
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Site: 7676% 7420 bin 0.5 TilE .00 1l einias Kinds = e |

Stage-7646, 49849 Def 0.00 Sk 7108 5750 Save b =
7 C A=A Titsanes I Ny file ctaioap
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® M5 — /> Poly JF 4K BT 45 ) Poly+F, Bl £ New file at item. 7E % I % %
Montaged images Al fit montage to polygon — 1 23 7R«

@& E map WSH, —HWEINSE, S OK-OK, Wil 23 fis,
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_pddpoms | - eolopse I ShowAcquke I~ Edimode [ EditFocus
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peldFaygon |
Matem | I |
z

)
GoToXy
GoTeHvZ

o Ta er
e

Find Holes in Reguiar Grid...
A4 Grid ot P
A Gy e et O
Divide Points inko Grouss.
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#1 Note: |
I¥ Acquire () [ Tiltseries
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= MRC stack file

€ HODF etack il
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Save nonfloat date as
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& Montaged images
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FITTING TO NAVIGATOR AREA: Change mag
to adjust number of piscas. Changing mag.
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ZSUUﬂ Binning: 1 ﬂ

Pixel size 1.60 nm

Number of pieces in % ,lﬂ_ﬂ " ,ﬂ_ﬂ
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Save
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Sebun Guper Montage
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Polygor Super Montage 2
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[” Bracket lastfilterthreshold walues
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mean cutoff {i 47 B M, e MR A ANE . Fofth = XU S, BRI 3 30 B A Oy 4k
K3 P hole MHFHita A RE (L, KN A I hole BL BoR4rth, AT TN A, &kl
I hole Mt AM LI t0 . E5EFLZ S5, A Group of +¥ff items H AIAL{E LK — 4 Square
TSI ECE, KA Group MUEUE IS BT A E LIS EL, K2 13 —BCh 54-62
ik /he

5.3 F3)i hole: ESLAN)E, AT BN A FriRial, %% Hole f¥) map 41l 29
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A

18 B BNk FL AR 5.1-5.3 %658 T map (¥ Hole.

Lobst [ I~ Regstrationport 1 | I~ Cornerpont 1 i

Caolor |Blue | ¥ Oraw [~ Rotate when load [~ Foranchor stata
#242 Nate: |Sec 0 - mzp02 mre -
I Acquire (&) [ Tiltseries [T Newfile atiter I~ | Newfil2 etgroup
Set File F -r.'uc.I Imaging 4| Ts Parama I Flleng 31 Foasas |
AddStage Pos | megistraton | ﬂ Draw: ™ Allreg ™ Mone [ Lahels
Add Points | M Collapse ™ ShowAcguire [~ Editmode [T EditFocus
Add Polygon Label Color b Z Type Reg. Acg. MNots
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_ GoToxvz | Group of 476 ftems, D 3191, labels 32-1 to 32-476
Go To Marker Group of 4 items, ID . 8334, labels 37 to 40
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Newien
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Realign to ltem |

Bl 29
7B TU R IEM A
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W& Focus {, flf (min-1.8, max-2); 7 EarlyReturnNextShot 0 Fij+#: Cln# = %dE &

Fio WSR2, A,

19—



script 20: data_collection -]
<- | Editar > Up |Script Down
Indent; _ Fix Increase | Reduce

Tabor * to complete command
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Script 20: data_collection -]
< |Editor > Up |Script Down
Indent.  Fix Increase | Reduce

Tabor * to complete command

b find GroupStatus for current item It is 1 far first &

# acquire item in the group.

# It is recommended to hawve the first item in the group to be the focus position

hacroMName data_collection

delay =15
Focusloop =5

Loop 10
AreDewarsFilling
Filling = $reportedvaluel
If $Filling ==
Braak
Endif
Delay 2 min
EndlLoop

LongOperation Bu 2

ReportGroupStatus
GS = freportedvaluel

If $GS ==
RealignToNawvitern 1
Repartaviem

Loop 10000
It §TargetStep < $Step
Break
Enlif

EndLoop

Targetindex = $reportedvaluel
Grouplndex = $Targetindex / $GroupSize
TargetStep = $Groupindex

TargetStep = $TargetStep - $Step

Toline | Save Save As

e:chio F-

reportclock

Autafocus -1

hreak

endit
endif

EndLoop

Endif

TargetDefocus = $MinDefocus + $FocusRange / $Step * $TargetStep
Echo TargetDefocus is $TargetDefocus

target_valuve = $TargetDefocus

Loop $FocusLoop

reportAutofocus

recent_valug = frepartecialugl

move_value = -1 *$recent_value + $target_valuve
it $move_value <0

it $move_value > 0.2
echo —> focus error $move_value micron

it smove_value < 0.2
echo —> focus error $move_value micran
break

MoveStage 00 $move_value
echo—> Z moved $move_value micron

UpdateGroupZ

FealignToNavitem 1

= |

echo R
Delay $delay

EarlyReturnNextShat 0

reportclock

k|

6.2 ESH: WK 31 Pox, WEEHIG, 1L setup P AWK SHAF L E . 1

K2 #/&: Exposure time:8s, Frames:32, Frame time:0.25. Dose rate 10 e/pixel/s, Total dose:60
e/A%. riili Set File Options, 7 MBS A A2 fiig 2, EIRARR, LAL GRS E8ORIR Y. R
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