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opacity: ® 1.00
blending: transiucent v
contrast limits: @ Add labels
e o "\ Downsample None
gamma: & Add labels layer
colormap: . gray Import labels
Interpolation: nearest
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use <2> for transform - activity
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opacity: = 0.70

blending: translucent v

fabel: - 1 +

brush size: (] 10

color mode: v

contour: - 0 +

nedit dm: = P +

contiguous: Label settings

preserve \ « Autofill

labels: .

chow 4 Export labels
selected:

Connected components
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Merge nearby labels
® ROIs e/
Dilate size (jum) 1
f @ Image &

Dilate labels
Reset interpolation

Interpolate labels
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use <7> for transform, use <1> for activate the label eraser, use <2> for activate the paint brush, use <3> for activate the polygon tool, use <4> for activate the fill bucket, use <5> for pick mode - activity
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opacity: < 0,70
blending: translucent v
label: - 1 +
brush size: B 10
color mode: v
contour: = 0

n edit dim: - 2 +

contiguous: Label settings

preserve v Autofill
labels: A
Show - 1 Export labels
selected:
Connected components 1
2
1Tk o Merge tolerance (pm) 10
= =5 = Merge nearby labels create
s o
Dilate size (pm) 2 individual ROls

5 @ Image &

Dilate labels
Reset interpolation

Interpolate labels
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use <7> for transform, use <1> for activate the label eraser, use <2> for activate the paint brush, use <3> for activate the polygon tool, use <4> for activate the fill bucket, use <5> for pick mode A activity
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| opacity: 2 0.70
blending: translucent v
label: - 1 +
brush size: & 10
color mode: it v
contour: — 0 +
nedtdim: = 2 +

contiguous:

preserve

fabels:

show

selected:
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f @ Image Cd
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use <7> for transform, use <1> for activate the label eraser, use <2> for activate the paint brush, use <3> for activate the polygon tool, use <4> for activate the fill bucket, use <5> for pick mode
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Label settings
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| opacity: 0.70
| blending: translucent v

fabel: - 1

brush size: (L) 10

color mode: v

contour: - 0 +

n edit dim: - 2 +

contiguous: v Label settings

preserve v Autofill
labels: A
show ~ Export labels 1
selected:
Connected component,
- Q
O o] Merge tolerance (pm) 11 Save adjusted
Merge nearby labels labels
®» ROIs <o
Dilate size (pm) P
y @ Image Cd
Dilate labels
Reset interpolation
Interpolate labels
.
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use <7> for transform, use <1> for activate the label eraser, use <2> for activate the paint brush, use <3> for activate the polygon tool, use <4> for activate the fill bucket, use <5> for pick mode “ activity
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- TCP settinas

opacity: o 0.70 Host  localhost

blending: translucent v Port 8888

label: - 1 t <

; . Start server
brush size: & 10
color mode: - Acquisition settings
Overview directory

contour: - 0 +

neditdim: = 2 + 2
contiguous: ¥ Coarse thickness (nm):

preserve < =

fabels: ™ Fine thickness (nm): 5 choose the EM

-~
:2;:'&20: Pause before acquiring ROI¢ overview
Pause after acquiring ROls directory
- Q
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® ROIs <o
® Image (]

.
Acquisition info
Viewer Z-depth:
SBEMimage Z-depth:
Current slice thickness:
Pause status:
»
Reset view
»
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use <7> for transform, use <1> for activate the label eraser, use <2> for activate the paint brush, use <3> for activate the polygon tool, use <4> for activate the fill bucket, use <5> for pick mode “ activity
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- TCP settinas
| opacity: ® 100 Host localhost
blending: transiucent v Port ~ 8888
contrast limits: @ S
Start server
auto-contrast: once continuous
gamma: ] 1.00

Acquisition settings
colormap: A oo v Overview directory

Interpolation: nearest S\ 4 E:/Paolo/EM04652_2_slicel8/overviews/ov000 -
' - ' _ Coarse thickness (nm): 100

Fine thickness (nm): 50

Pause before acquiring ROIs

Pause after acquiring ROIs

U R (o] ROI settings
- ROI layer
*® EM overview g
® ROIs o) ROI 1D z1 (pm) z2 |
§ @& Image [
Acquisition info
Viewer Z-depth: 57.41pm
SBEMimage Z-depth:
Current slice thickness:
Pause status:
Reset view
N == a 2 - -
> Do M o b K .

use <2> for transform - activit
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TCP settinas
opacity: ® 100 Host localhost
blending: transiucent v Port ~ 8888
contrast limits: E)
sy Start server
auto-contrast: once conbnucus
(  gamma: @ 1.00 Acquisition settings
colormap: A ooy v Overview directory
interpolation: nearest v E:/Paolo/EM04652_2_slice18/overvievs/ov000
Coarse thickness (nm): 100
Fine thickness (nm): 50
Pause before acquiring ROIs
Pause after acquiring ROIs
« Q
RO e o ROI settings
\ ROI layer v
- ® EM overview (]
= ROIs o ROI 1D z1 (pm) z2 (um)
¥V @ Image [
Acquisition info
Viewer Z-depth: 41.71pm
SBEMimage Z-depth:
Current slice thickness:
Pause status:
Reset view
f \ LA L]
> Do ::f o B K

use <2> for transform 4 activity
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opacity: ® 100
blending: transtucent v
contrast limits: @ &
auto-contrast: once continuous
gamma: & 1.00
colormap: . aray v
Interpolation: nearest v
- Q
- ® EM overview G
® ROIs <o
¥ @ Image d
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Rotation Transformation

N

X = Q
Yargating Aecuistion w-

Save / load transforms
Upload transform Save transform

Reset transform
3D rotation
Show rotation

Rotate Z-Y
Rotate Z-X

Position
Apply rotation
Z alignment
Reverse Z direction
Move amount (um): - 1.00
Move down Moy

2D alianment
Euclidean

Remove outliers

Start

use <2> for transform “ activity



File View Layers

Plugins Window Help

S e G
~ Targeting Acquistion | Regstration
3 <y

Save / load transforms

opacity: ® .00 Upload transform Save transform
blending: transtucent v
contrast limits: @ ® Reset transform
auto-contrast: once contnuous 3D rotation
gamma: E<d 1.00 Show rotation
I - v
| colormap. . gray Rotate Z-Y
interpolation: nearest v
Rotate 7-X
Position
Apply rotation
. Z alignment
- Q Reverse Z direction
O e (0]
napari
- ® EM overview =
® ROIs o

-

Y @ Image
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opacity: @ 1.0
blending: transiucent v
contrast limits: @ ®
auto-contrast: once conbinuous
gamma: & 1.00
colormap: b T -
Interpolation: nearest 2 £
- Q
- ® EM overview (]
® ROIs <o
¥V @ Image [

> Deoi M

X = 0

Targeting Acquistion |

Save / load transforms
Upload transform Save transform

Reset transform

3D rotation

Show rotation

Rotate Z-Y 0.0
Rotate Z-X 0.0

Position

Apply rotation

Z alignment
Reverse Z direction

Move amount
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Save / load transforms
opacity: ¥ 4t

Upload transform Save transform
blending: translucent %
- 3 Reset transform
contrast limits
auto-contrast:

- ’ ey C N o S A s o) . 3D rotation
gamma: A g % B A : Show rotation maging M
colormap: . gray RS AN x ‘ i : ’ AR ¢ 7

A A e Ay 3 i 3 F Rotate Z-Y -0. i
interpolation:  nearest K Ny NS e el . 3 ¢ ‘ 3 osition (um) -
: A 5 AP i £ i T Rotate Z-X
4 ey g 3 2 i ckness (nm) puY
Position

Apply rotation

Z alignment
Reverse Z direction
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opacity: ® 1.00
blending: translucent v
contrast limits: @ ®
auto-contrast: once contiouous
gamma: ® 1.00
colormap: . gray v
interpolation: nearest \s
- Q
SOl SR o}
- ® EM overview ]

® ROIs <o
¥ ® Image .

-~ " ses

> DeoiE M 0

| ‘ Success

Image rotated successfully

OK

Targetng Acquistion | Regstration

Save / load transforms
Upload transform Save transform

Reset transform

3D rotation
Show rotation

Rotate Z-Y -0.1
Rotate Z-X -0.1
Position 0.26

Apply rotation

Z alignment
Reverse Z direction
Move amount (um): 1.00
Move down Move up

2D alianment
Euclidean v

Remove outliers

Start

use <2> for transform A activit
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Save / load transforms
Gpaoty: ® 1.00 Upload transform  Save transform
biending: translucent A

- Reset transform
contrast limits: @

auto-contrast: once continucus F 3
3D rotation
gamma: [c) 1.00 Show rotation
olo = v
colormap | oy L] Rotate Z-Y -0.1
interpolation: nearest v
Rotate Z-X -0.1
Position 0.26
Apply rotation
Z alignment
~ O * Reverse Z direction
LS SR 0] Move amount (um): — 1.00 +
0 EM overview | Move down Move up
® ROIs <a
2D alianment
LU Image Euclidean >
Remove outliers
Start
-
=
\ _-ns
> Deo:iEf o BN .

use <1> for pan/zoom “ activity
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‘ ) Save / load transforms
opacity: ® 100 Upload transform Save transform
blending: translucent v
: Reset transform
contrast limits: @
auto-contrast: once confinuous 3D rotation
gamma: ) 1.00 Show rotation
ol B v
colormap A ooy Rotate Z-Y -0.1
interpolation: nearest w
Rotate Z-X -0.1
Position 0.26
Apply rotation
Z alignment
= Q v Reverse Z direction
O S o] Move amount (um): — .0a -
5 B EM overview [ Move down
@® ROIs <
2D alianment
! Image Cd Euclidean
Remove outliers
Start
]
- W wes
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use <2> for transform “ activi
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opacity: & 1.00
blending: translucent v

contrast limits: @

auto-contrast: once corfinuous
gamma: D 1.00
colormap: . gray v
interpolation: nearast w,
= Q
L SR 0]
- ® EM overview (P
® ROIs <o
s Image ]

X « Q

Targeting Acquistion | Regstration

Save / load transforms
Upload transform Save transform

Reset transform

3D rotation

Show rotation
Rotate Z-Y -0.1
Rotate Z-X -0.1
Position 0.26

Apply rotation

Z alignment
v Reverse Z direction

Move amount (pm): 1.00

Move down Move up _

2D aliar
Euclide

Rem

use <2> for transform A activity
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Save / load transforms

i ® Lo P Upload transform  Save transform
blending: v

point size: ) Reset transform

Symbol: = ; A : 3D rotation

face color: #1F77baff i ) v Show rotation

border color: dimgrey L 17 : E \ : e e Rotate Z-Y

display text: L ' i i i . & : S : R , Rotate Z-X

out of slice: 25
Position

Apply rotation

Z alignment
v Reverse Z direction

Move amount (um):
Move down
2D alianment
Euclidean

Remove outliers

L

use <4> for pan/zoom, use <5> for transform, use <3> for select points A activity
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opacity: 0.50 B
blending: translucent ’.
contrast limits:
auto-contrast: once continuous
gamma: 1.00
colormap: . gray
interpolation:  nearest select points for registration on EM and X-ray
sequentially
(images change automatically)

Ul (0]

) EM overview_pts

® EM overview Cd

& Image_pts

& Image -l

® ROIs <o

o i M T

Targetng Acquistion  Regstration

Save / load transforms
Upload transform Save transform

Reset transform

3D rotation
Show rotation

Rotate Z-Y 0.1
Rotate Z-X -0.1
Position 0.26

Apply rotation
Z alignment
v Reverse Z direction
Move amount (pm): 1.00
Move down Move up
2D alianment
Euclidean
Remove outliers

Stop

use <2> for transform - activity
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_ Save / load transforms
Upload transform Save transform

opacity: 0.50
blending: transiucent ;t
050 Ls 55
e R : Resel transform
auto-contrast: once cortinuous e JL) |Otat|on
gamima: 1.00 Show rotation
colormap: A oy Rotate Z-Y 0.1
interpolation: nearest
Rotate Z-X -0.1
Position 0.26
Apply rotation
Z alignment
v Reverse Z direction
i ) Move amount (pm): 1.00
% EM overview_pts Move down Move up
® EM overviev =
sl 2D alianment
@ Image_pts Similarity
& Image -l ;‘:rc\:;:reig\;l
* ROIs Affine
can select different
transformation methods
Output is automatically updated
in the viewer
Pl
> Do @M T "

use <2> for transform A ac
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Targetng Acquiston [Regstration|

: Save / load transforms
opacity: 2 0.50 Upload transform  Save transform
blending: translucent W
contrast limits: @ @ Reset transform
auto-contrast: once continuous 3D rotation
gamma: @ 1.00 Show rotation
( S v :
colormap | ooy Rotate Z-Y » -0.1
interpolation:  nearest v -~
Rotate Z-X y -0.1
Position i 0.26
Apply rotation
. Z alignment
« Q v Reverse Z direction
EEL ) (0] Move amount (pm): ~ 1.00 B
® EM overview (¥ Move down Move up
f ® Image (" :
: 3 2D alianment
® ROIs <o Similarity ¢
Remove outliers
Start
-~ W wes
> Deoeo:fN o BN W 24867

use <2> for transform - activity



File View Layers Plugins Window Help

. Q X « Q

Targetng Acquiston [Regstration|

: Save / load transforms
opacity: 2 0.50 Upload transform  Save transform
blending: translucent. v
contrast limits: @ @ Reset tran
auto-contrast: once continuous 3D rotation
gamma: @ 1.00 Show rot;
( - v
colormap | oy Rotate Z-Y
interpolation:  nearest v :
Rotate Z-X y -0.1
Position i 0.26
Apply rotation
. Z alignment
- 2 v Reverse Z direction
L ) (o] Move amount (pm): ~ 1.00 B
® EM overview (¥ Move down Move up
f ® Image (" s
: 3 2D alianment
® ROIs <o Similarity ¢
Remove outliers
Start
-~ W wes
0 eo::N o BN W 24867

use <2> for transform - activity
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TCP settinas
opacity: 0.70 Host localhost
blending: transtucent . Port 8888
label 1 :
Start server
brush size: 10 3

Acquisition settings

color mode:
Overview directory

contour:
n edit dim: 2 E:/Paclo/EM04652_2_slicel8/overviews/ov000
ctogus: I t Coarse thickness (nm): 100
preserve ! L : - ; 5
labels: ; ' Fine thickness (nm): 50
show S Pause before acquiring ROIs
selected :

Pause after acquiring ROIs

ROI settings
ROI layer ROIs

4
Q
&

® ROIs <
11D
® EM overview o ROI I ROIs
— 24 27.50 55.50
@ Image d
. select ROls

26 33.50 50.50
21 38.50 59.50
22 38.50 57.50

Acquisition info
Viewer Z-depth: 41.80pm

SBEMimage Z-depth:

Current slice thickness:
Pause status:

Reset view

>—D’€D\555ﬁ 0 M »”

use <7> for transform, use <1> for activate the label eraser, use <2> for activate the paint brush, use <3> for activate the polygon tool, use <4> for activate the fill bucket, use <5> for pick mode A activity
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ICP settinas

opacity: 0.70 Host locaihost
blending: transiucent Port 8888
label: 1
Start server
brush size: 10
color mode: Acquisition settings
Overview directory
contour: 0
n edit dim: 2 E:/Paoclo/EM04652_2_slicel8/overviews/ov000
conbiguous: W h e Coarse thickness (nm): 100
preserve S
labels: ‘ : Fine thickness (nm): 50
show Pause before acquirina ROIs
selected: 3
: Pause after ¢ . . .

o : . Can adjust cutting thickness
e n g [0} g ROI settings

- - P S Coarse thickness (nm) =

S </
ROI ID cutting thickness for low
» EM overview - . . 9
7 resolution Imaging, same as
- Image aal

selected in SBEMimage for
initial overview before
registration

Acquisition info
Viewer Z-depth: 41.80pm

SBEMimage Z-depth:
Current slice thickness:
Pause status:

Reset view
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I'CP settinas

opacity: 0.70 Host locaihost
blending: translucent Port 8888
label: 1
Start server
brush size: 10
color mode: Acquisition settings
Overview directory
contour: 0
n edit dim: 2 3 E:/Paclo/EM04652_2_dlicel8/overviews/ov000
conbiguous: W . g Coarse thickness (nm): 100
preserve ¥ e ) .
labels: ; s Fine thickness (nm): 50
-
show Pause before acquiring ROIs
selecteq: e
Pause after acquiring ROIs
U S (0] ROI settings .
ROI layer Use case (e.g.) ROl deepin
® ROIs 84 the specimen -> pauses
ROI 1D 1
v EM overview = £ before ROI -> can refocus
* Image il

Acquisition info
Viewer Z-depth: 41.80pm

SBEMimage Z-depth:
Current slice thickness:
Pause status:

Reset view
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I'CP settinas

opacity: 0.70 Host locaihost
blending: translucent Port 8888
label: 1
Start server
brush size: 10
color mode: Acquisition settings
Overview directory
contour: 0
n edit dim: 2 : E:/Paolo/EM04652_2_dlicel8/overviews/ov000
coniiguou=: - ? S Coarse thickness (nm): 100
preserve ¥ e i .
labels: ; s Fine thickness (nm): 50
.
show Pause before acquiring ROIs
selecteq: -
Pause after acquiring ROIs
SO S (0] ROI settings
ROI layer
® ROIs i Use case (e.g.) confirm that
01 1D a
o EM overview = B 21 the complete region of
. o = interest was acquired

Acquisition info
Viewer Z-depth: 41.80pm

SBEMimage Z-depth:
Current slice thickness:
Pause status:

Reset view




Output in SBEMimage

check if ROl positions are
correct

Main Controis - C O
File Setting Configuration C atior npo Expor . Help
actve) Main controls  Focustool  MNotes  Array  MUiSEM  Tests
SEM Overviews Tile grids Manual commands
ZEISS GeminiSEM | % | |0V DO v| [&] || [mm crDo v] [x] Approach |
Beam 1.40 keV / 300 pA OVsize: 4096 x 3072  Grid size: 18 X 15 | sweep |
Magnification 122.0 Tile size: 4096 x 3072 W
Grab frame
Microtome/Stage Dwell time 0.8 ps Active tiles 0 |
Gatan 3View i3 Debris detection area: Pixel size  10.0 nm Screenshot
, 0, 4096, Z
Lot coifirmed o [0, 0, 4096, 3072] Dwell time 1.6 ps w_{ s
X:-79.431  Y:-226.726 Location: Location of tile 0: —_— —
Z: 42.063 X: 94.324, Y: -270.714 X: 0.913, Y: -265.607 | EHT ON/OFF |
Stack acquisition
E:/Pa0lo/EM04652_2_ slice18 €] | Electron dose (min.. m 0.03 .. 30.0 electrons per nr
Target Z depth (um):20.0  Slice thicknessS0 nm Tie acquisition area:Z depth:;  Dota vohume

E-mail monito ... |
Take overviev | ... |
Debris detecti ... ]

ey

[] "ask user me [ ... ]

[ oisk mirrorin [,
[[] image monitoni| ... |
Focus tracki ... |

ey

Plasma clea [

2025-05-15 1
2025-05-15 1

VYWY

2025-05-15 19:(
2025-05-15 19:{
EXCEPTION occur

TCP
g TCP

for details.

15099.5 pm2 20.00 ym  65.4 GB

Estimated total duration (imaging / stage moves / cu
1dl4h44min  (79.9% / 15.9% / 4.2%)

Estimated date and time of complet
2025-05-16 at 07:17:13 (0 d 10 h 33 min remaining

Use TCP
Current Z depth  14.550 pm  (shice no. = 27
Host |[localhost |
' START =l | 72%
' Port |ssss iz

ACTIVATE ARRAY GRID

UPDATE GRID TILES WITH MASK
ADD ARRAY GRID

comman ACTIVATE ARRAY GRID
command: UPDATE GRID TILES WITH MASK

{BEMimage. log and output in console window

2025-05-15 20:41:32 | CTRL : Performing user-requested stage move.
2025-05-15 20:41:44 | CTRL : User-requested stage move completed.
2025-05-15 20:43:23 | CTRL : Stack started.
2025-05-15 20:43:23 | CTRL : Settings saved to disk.
2025-05-15 20:43:24 SEM : current WD/STIG_XY: 5.613945, -2.593627, 0.508597
2025-05-15 20:43:26 | CTRL : Checking for TCP remote commands.
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: ADD ARRAY GRID
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: ACTIVATE ARRAY GRID
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: UPDATE GRID TILES WITH MASK
%g%;—os-lg 20:23:%; CTRL & Froccessjlng TCP comang: ADD ARRAY GRID
: . I | | . . : -05-15 20:43: CTRL : Proccess TCP command: ACTIVATE ARRAY GRID
All gride | |Show tile previews v AllOVs v | | Refresh OV(s) Image stub | Zm mls oo L 2025-05-15 20:43:27 | CTRL : proccess;‘:g TCP cocmang: UPDATE GRID TILES WITH MASK
: 2025-05-15 20:43:27 | CTRL : Proccessing TCP command: ADD ARRAY GRID
= ] show imported_] Show stub OV _QJ ~/| Show stage posit ~ FOV:522.2 pm % 417.7 pm 2] | [2025-05-15 20:43:27 | CTRL : pProccessing TCP command: ACTIVATE ARRAY GRID
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: UPDATE GRID TILES WITH MASK
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: ADD ARRAY GRID

28
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opacity: 0.70
blending: translucent

Iabel: 1

brush size: 10

color mode:
contour:
n edit dim: 2

conbiguous:

[H'PSF,."VF:

labels:

show

selected:
® ROIs <
@® EM overview -
* Image Cd

> Deoi:ifh

ROIs [14-11219]: 0

Help

Congrats you've done it!

largeting 'Acguistion Regstration

TCP settinas
Host

Port
Stop server
Acquisition settings
Overview directory
E:/Paclo/EM04652_2_shice18/overviewss/ov000
Coarse thickness (nm): 100
Fine thickness (nm): 50
Pause before acquiring ROIs
Pause after acquiring ROIs

ROI settings
ROI layer ROIs

ROI ID z1 (pm) Z2 (pm)
24 27.50 55.50
26 33.50 50.50
21 38.50 59.50
22 38.50 57.50

Acquisition info
Viewer Z-depth: 41.80um

SBEMimage Z-depth:
Current slice thickness:
Pause status:

Reset view




Resuming from saved transformation
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Import X-ray, labels and EM
F‘yleJ View Layers Plugins Window Help OverViewaS preViOUSlydescribed i

P —

Targeting Acquistion Regstration

Import taraetina imaae
Import targeting OME-Zan_

“ activity
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- 0 X » O

fargeting Acquistion Regstration

-,
P <y
opacity: ® 100
blending: transiucent
contrast limits: @ Add labels
auto-contrast: oncs ‘\ Downsample None
gamma: & Add labels layer
colormap: . gray Import labels
Interpolation: nearest
\ v
- Q
O SR ]
5 ® Image )
\
- \ ann
> DOeoo:iE M o BN o 4

use <2> for transform ~ activity
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» Q ’ X » 0
- Targeting | Acquistic
& <3

- TCP settinas
| opacity: ® 100 Host localhost
blending: transiucent v Port ~ 8888
contrast limits: @ S
Start server
auto-contrast: once continuous
gamma: ] 1.00

Acquisition settings
colormap: A oo v Overview directory

Interpolation: nearest S\ 4 E:/Paolo/EM04652_2_slicel8/overviews/ov000 -
' - ' _ Coarse thickness (nm): 100

Fine thickness (nm): 50

Pause before acquiring ROIs

Pause after acquiring ROIs

U R (o] ROI settings
- ROI layer
*® EM overview g
® ROIs o) ROI 1D z1 (pm) z2 |
§ @& Image [
Acquisition info
Viewer Z-depth: 57.41pm
SBEMimage Z-depth:
Current slice thickness:
Pause status:
Reset view
N == a 2 - -
> Do M o b K .

use <2> for transform - activit



| B8 napari

File View

Window

“ Q X » 0

Targeting |Acquistion Registration

Layers Plugins Help

TCP settinas
opacity: ® 100 Host localhost
blending: transiucent v Port ~ 8888
contrast limits: E)
sy Start server
auto-contrast: once conbnucus
(  gamma: @ 1.00 Acquisition settings
colormap: A ooy v Overview directory
interpolation: nearest v E:/Paolo/EM04652_2_slice18/overvievs/ov000
Coarse thickness (nm): 100
Fine thickness (nm): 50
Pause before acquiring ROIs
Pause after acquiring ROIs
« Q
RO e o ROI settings
\ ROI layer v
- ® EM overview (]
= ROIs o ROI 1D z1 (pm) z2 (um)
¥V @ Image [
Acquisition info
Viewer Z-depth: 41.71pm
SBEMimage Z-depth:
Current slice thickness:
Pause status:
Reset view
f \ LA L]
> Do ::f o B K

use <2> for transform 4 activity




‘ napari

iflle View Layers Plugins

Window Help

- 0 X » O
= Targeting Acquistion |F
3 <y
Save / load transform
opacity: ® 100 Upload transform form
blending: transiucent v
contrast limits: @ & Reset tr7
auto-contrast: once continuous 3D rotation
gamma: @ 1.00 Show
ol - v
I H ooy Rotate Z-Y
Interpolation: nearest v =
Rotate Z-X
Position
Apply
- Z alignment
- Q Reverse Z direcl
U S (0] Move amount (pm
\
- ® EM overview [ E Y Move down
® ROIs < - A
2D alianment
¥ ® Image Cd Euclidean

Remove outliers

Start

»
\

>_D'60"555ﬂ 0 F K ' - »

use <2> for transform - activity
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View Wind

File

Layers Plugins

a

XA P

opacity:
blending: transtucent
label 1

brush size:

color mode:
contour:

n edit dim
contiguous:

preserve
labels:

show
selected

- Q

S R

® ROIs
® EM overview

& Image

-

> 0O0®o:f

use

ow

8]

A

5]

0

»

<7> for transform, use <

resume with steps as

previously described e

-

1> for activate the label eraser, use <2> for activate the paint brush, use <

3> for activate the polygon tool, use <4> for activate the fill bucket, use <5> for pick mode

T'argetng Acguisition

TCP settinas
Host localhost

Port 8888
Start server

Acquisition settings
Overview directory

E:/Paoclo/EM04652_2_slice18/overviews/ov000

Coarse thickness (nm): 100
Fine thickness (nm): 50
Pause before acquiring ROIs
Pause after acquiring ROIs
ROI settings
ROI layer ROIs
ROI ID ROIs
24 27.50 55.50
select ROls
26 33.50 50.50
21 38.50 59.50
22 38.50 57.50
Acquisition info
Viewer Z-depth: 41.80pm
SBEMimage Z-depth:
Current slice thickness:
Pause status:
Reset view
»




Output in SBEMimage

check if ROl positions are
correct

Main Controis - C O
File Setting Configuration C atior npo Expor . Help
actve) Main controls  Focustool  MNotes  Array  MUiSEM  Tests
SEM Overviews Tile grids Manual commands
ZEISS GeminiSEM | % | |0V DO v| [&] || [mm crDo v] [x] Approach |
Beam 1.40 keV / 300 pA OVsize: 4096 x 3072  Grid size: 18 X 15 | sweep |
Magnification 122.0 Tile size: 4096 x 3072 W
Grab frame
Microtome/Stage Dwell time 0.8 ps Active tiles 0 |
Gatan 3View i3 Debris detection area: Pixel size  10.0 nm Screenshot
, 0, 4096, Z
Lot coifirmed o [0, 0, 4096, 3072] Dwell time 1.6 ps w_{ s
X:-79.431  Y:-226.726 Location: Location of tile 0: —_— —
Z: 42.063 X: 94.324, Y: -270.714 X: 0.913, Y: -265.607 | EHT ON/OFF |
Stack acquisition
E:/Pa0lo/EM04652_2_ slice18 €] | Electron dose (min.. m 0.03 .. 30.0 electrons per nr
Target Z depth (um):20.0  Slice thicknessS0 nm Tie acquisition area:Z depth:;  Dota vohume

E-mail monito ... |
Take overviev | ... |
Debris detecti ... ]

ey

[] "ask user me [ ... ]

[ oisk mirrorin [,
[[] image monitoni| ... |
Focus tracki ... |

ey

Plasma clea [

2025-05-15 1
2025-05-15 1

VYWY

2025-05-15 19:(
2025-05-15 19:{
EXCEPTION occur

TCP
g TCP

for details.

15099.5 pm2 20.00 ym  65.4 GB

Estimated total duration (imaging / stage moves / cu
1dl4h44min  (79.9% / 15.9% / 4.2%)

Estimated date and time of complet
2025-05-16 at 07:17:13 (0 d 10 h 33 min remaining

Use TCP
Current Z depth  14.550 pm  (shice no. = 27
Host |[localhost |
' START =l | 72%
' Port |ssss iz

ACTIVATE ARRAY GRID

UPDATE GRID TILES WITH MASK
ADD ARRAY GRID

comman ACTIVATE ARRAY GRID
command: UPDATE GRID TILES WITH MASK

{BEMimage. log and output in console window

2025-05-15 20:41:32 | CTRL : Performing user-requested stage move.
2025-05-15 20:41:44 | CTRL : User-requested stage move completed.
2025-05-15 20:43:23 | CTRL : Stack started.
2025-05-15 20:43:23 | CTRL : Settings saved to disk.
2025-05-15 20:43:24 SEM : current WD/STIG_XY: 5.613945, -2.593627, 0.508597
2025-05-15 20:43:26 | CTRL : Checking for TCP remote commands.
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: ADD ARRAY GRID
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: ACTIVATE ARRAY GRID
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: UPDATE GRID TILES WITH MASK
%g%;—os-lg 20:23:%; CTRL & Froccessjlng TCP comang: ADD ARRAY GRID
: . I | | . . : -05-15 20:43: CTRL : Proccess TCP command: ACTIVATE ARRAY GRID
All gride | |Show tile previews v AllOVs v | | Refresh OV(s) Image stub | Zm mls oo L 2025-05-15 20:43:27 | CTRL : proccess;‘:g TCP cocmang: UPDATE GRID TILES WITH MASK
: 2025-05-15 20:43:27 | CTRL : Proccessing TCP command: ADD ARRAY GRID
= ] show imported_] Show stub OV _QJ ~/| Show stage posit ~ FOV:522.2 pm % 417.7 pm 2] | [2025-05-15 20:43:27 | CTRL : pProccessing TCP command: ACTIVATE ARRAY GRID
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: UPDATE GRID TILES WITH MASK
2025-05-15 20:43:27 | CTRL : Proccessing TCP command: ADD ARRAY GRID
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. napari

File View

&7 E@

opacity:
blending:

label:

brush size

color mod
contour:

n edit dim

contiguous:

preserve
labels:

show
selected:

=

SE S

> DOeo:if

@]

el

a

[14

v

Layers Plugins

transiucent

1{8]13
EM overview

Image

11 219): 0

Window

2 Py

0.70

bl

Help

0

Congrats you've done it!

largeting 'Acguistion Regstration

I'CP settinas
Host

Port
Stop server
Acquisition settings
Overview directory
E:/Paclo/EM04652_2_shicel8/overviews/ov000
Coarse thickness (nm): 100
Fine thickness (nm): 50
Pause before acquiring ROIs
Pause after acquiring ROIs

ROI settings
ROI layer ROIs

ROI ID FAN(T39)] z2 (pm)
pL 27.50 55.50
26 33.50 50.50
21 38.50 59.50
22 38.50 57.50

Acquisition info
Viewer Z-depth: 41.80um

SBEMimage Z-depth:
Current slice thickness:
Pause status:

Reset view
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