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While system reads the plate, all images are automatically processed in the background. ① Adjust settings for cell count by selecting “TSF DAPI” images to display. ② Select well of choice by double clicking. A new window will pop up. Select one of the images.
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① Select analysis tab. ② In pop-up window select “cellular analysis: cell count”. Click “OK”. ③ Deselect RFP and brightfield channels. ④ Tick “highlight objects” box.
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① Click “options” to open menu. ② Adjust size and intensity threshold to include all nuclei but exclude debris. Click “OK”. ③ “Apply changes” in lower left to also transfer settings to other images.
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In similar manner as before, select a well and image with high amount of calcification to best adjust signal to noise ratio, click “analysis” tab in the task menu. This time select “Image statistics”. ① Deselect DAPI and brightfield channel. ② Click “options” to open the menu. ③ Tick box “threshold outliers”. ④ Adjust thresholds upper and lower values. Signal should only be counted if its above background and excluded if debris / artefacts. See next picture for how to determine non-subjective threshold. The 4 images below show examples of a threshold set to high, too low and accurate. All signal that appears as bright orange spots in the normal image should be counted. Once satisfied click “OK” and ⑤ “apply changes” to transfer settings to all other wells. Other wells should be checked if threshold is accurately selected.
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To set threshold value for signal above background ① select the line tool from the task bar. A window will pop-up. ② Draw a line through a patch of signal, but make sure to also include area of background. ③ A graph will appear in the pop-up window, showing a peak representing your signal above the background line. The 25% peak hight value represents recommended threshold. It is also recommended to measure multiple signal patches to ensure selection of the right threshold. While selecting patches of signal, selecting regions with very high signal strength may results in a threshold that neglects medium / lower signal. It is therefore recommended to select patches of medium to low signal above background. 
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① Example: Threshold too low. ② Example: Threshold too high. ③ Example: Accurate threshold. ④ Same image, with “threshold outlier” box unticked, representative of calcification signal in the RFP channel. Images ③ and ④ should closely relate.
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Once cell count and RFP thresholds are set. Data can be exported. ① Select plate of interest. ② In the drop down menu multiple parameters can be selected for export. Of relevance might be cell count, RFP area and “area / cell” which is the metric used for comparison between groups (See images below for examples). ③ Click excel button next to the drop-down menu to export the data directly into excel.
[image: Graphical user interface, application

Description automatically generated]
[image: Graphical user interface

Description automatically generated]

[image: Graphical user interface, application

Description automatically generated]
image50.emf









1


image7.emf









1


image60.emf









1


image8.emf









1


image70.emf









1


image9.png




image10.png
DE | Q@ e .
g ’ F - T By i ¥ ; Mean [Tsf[RFP 531,503]] 1455
" : & Min [TsfRFP 531,593]] 1000
Max [Tsf[RFP 531,593]] 35293
Std Dev [Tsf[RFP 531,... 942
CV [TsfRFP 531,593]] 64,752
Saturated Pixels Pct [T... 0,000
Focal Height [TsfIRFP 0,000
FMRatio [TsfRFP 531... 0,000
Total Intensity [Tsf[RF... 382787018,000
Total Area [Tsf[RFP 53... 683431,365
Confluence [TSfIRFP 5... 23,774
Width [TSfRFP 531,59... 1973
Height [TsfRFP 531, 1457
mageSaiice
—
Lower value:
Upper value:
A —
e
0
o

‘Saturated Pixel Pct
FocalHeight
P Ratio

goooooooo

Close Image set

jo) c

. Straks regen

0250
2 B




image11.png




image12.png
7 Analyze Tool -

q Mouse XY: 908,501 Image-Level resuls:

COLOR CHANNELS Name Ve
Mean [Tsf[RFP 531,503]] 8862
Vi e 3553 5000

Max [TSfRFP 531,593]] 35293
St Dev [TSfIRFP 531,... 3787

CvITsRRP S3L53] 42,734
Saturated PixelsPet T... 0,000
Focal Height [TSfIRFP ... 0,000
FMRatio [Tsf[RFP S3L... 0,000

Total Intensity [Tsf[RF... 23067157,000
Total Area [TSfIRFP 53... 6762,557

0,235
. 1873
1457
ANALYSIS SETTINGS
Type:
. Analyze entire image: Pl
» . Select the welldevel resufs to show:
Data Format Color Effect ~

Calcifcation:Mean [TSRFP 531.5
Caiification:in [TSMRFP 531,593
Calcfation: Max [TsTRFP 531,59
Calcifcation: Sta Dev [TSRFP 531
Caifcation: CV [TsRFP 531,593
Calcifcation: Saurated Picls Pt [
Calcifcation: Focal Height T TRFP

goooooooo

Calcification: Fi Rafio [TSIRFP 53

Apply

E
= o @ A Straks regen





image13.png
E3 GenS Image Prime 3.10 - 220225_Day13_calcif_assy48_niko.xpt" [created from calcification end-point imaging 48 well prt]

11 Protocol
1§ Procedure
@ Plate Layout
Dsta Reduction
(4 Report/Export Builders

35 Plte 1

&% Audit Tral

Matix | statistics

[2 [ 3 T &« T 5 [ 6 [ 7 ]
mm | wm | wm | owm | wm | nmm

2 2 2 2 2 2

2

2

2
2
2

2

No calculation in progress

Read from reader

File Plate

Window

Protocol Take3

System  Help

AP NUM SCRL




image14.png
E3 GenS Image Prime 3.10 - 220225_Day13_calcif_assy48_niko.xpt" [created from calcification end-point imaging 48 well prt]

11 Protocol
1§ Procedure
@ Plate Layout
Dsta Reduction
(4 Report/Export Builders

35 Plte 1

&% Audit Tral

Matrix

Statistics

2 2 2 2 2 2

88.735

m e

2

2

No calculation in progress

Read from reader

@ 10°C Zonnig

File Plate

Window

Protocol Take3

System  Help

AP NUM SCRL




image15.png
D 6 tma Pne .0~ 20062, Suyth bl sy plasg” frestud oom avihostion e pub aghng 40 wil o)





image1.png
GenS Image Prime 3.10 - PATAV3_7dxpt" [created from calcification end-point imaging 48 wellprt]

File Plate Protocol Take3 Window System Help

Bad. * . Q2

File vax
&1 Protocor®
§ Procedure
Plate Layout L
& Data Reduction Matrix  Statistics 8
[# Report/Export Builders -
.25 Plate Data: | Picture [TsADAPL 377,447+ 531, (B ecit watrix
&% Audit Tral Picture [DAPL 377,447 PP 531,593 sorcht Feld] 8
Pictire [TSADAPL 577,447 +RFP 531,553 +6right k]
Cel Count
picture Hstogramisze] (CellCount)]
A | |calcficaton Total Area [TsfRFP 531,593
Caldficaton / cel
Create new Matrx.
) ------
) ------
3
Mask Brghiness & Cortrast_| [ elp
Montage
[ [
[ [
‘Alpositons

Ready

Calculating Cel Count: 85

Read from readier

AP NUM SCRL
0944

17/02/2022




image2.png
File Plate Protocol Take3

File vax
[
= Protocor
) Procedure

@ Plate Loyout
& Data Reduction
[3 Repor/Export Buiders
Plate 1*
Audit Trl

Ready

Window  System  Help

= s

Ana

DHEI | Q| YOO A A | #S H R

COLOR CHANNELS

Brightness & Contrast

TfIDAPI 377,447)

[ TsfBrghtrie

| |

Twant to setup a new Image Analys's data reducton step

Twant to edit an existing Image Analysi step

select: [

Image Statistics Calification:Total ArealTsfIRFP 531,593]

Highloht pixes

NAVIGATION

===
e
Inoge-Levelreuts: [
Colar Analysis[TsfDAPL 377,711 ]
Ve
5
W
are
Gl ot o

[ &
e —

[MeanT [realTSRF [Vea o

# |See | Area |DA.. [P531533] 4R
1483 LBIE43 1221 1803 S
2 a4 615 16063 615 7
3 2e 63 1758 s s
4 158 77 647 w u
B 72 1% ™ 6
5 10 o35 S5 935 1
7 187 m 756 m 1
EREX] &3 2175 &3 s
s 0 w08 18022 w6
0 32 s w7621 = 7
1250 %3 1701 w7
2 20 552 250 s 7
1 w3 a4t as 0V
< >

[-Hoiont pixes
[ hveshold auters

Fighicht objects:

o [wr T

Mask: Primary

Spots
[ shon ncex

O Filobiects [Csstings..._]

No calculation in progress

Read from readier

CAP NUM SCRL

17/02/2022




image3.png
4 Mouse XY: 378,95
COLOR GHANNELS . 11| Q@M /IO A A an |34 | ~
€ q N )
[ Tsfoap1 377,447 3 S . D
ﬂ I+
- 0 3 ® ® & ~
[ TsFRFP 531,593] 0 ¢ O
— s o
[ wsffBright Fiekl] O < 0 -
ol | ° o
~
ALY O .
» o) G -
O &
. D A
& o 0
o
O G & N
B
@ 9 U
. -~
y
o = -
O
& o & ® o
Options ‘4
i & O
C X .
P G .
a
\_
e
~
e
3
Q o
é O N
APPLY CHANGES | [ Addimage set
Saveimage
Cancel Close Image set BaRac2
2 x2 B8 O G OB |

17/02/2022




image4.png
Mouse XY: Image-Level resuls:

COLOR CHANNELS Name Ve
Mean [Tsf[RFP 531,503] 13384

Vi e $3,553] 1008

Max [TSfRFP 531,593]] 35293
Std Dev [TSfIRFP 531,... 3525

v TsRFP S31,593]) 25,208
Saturated PixelsPet [T... 0,000
Focal Height [TSfIRFP ... 0,000
FMRatio [Tsf[RFP S3L... 0,000

Total Intensity [TSf[RF... 8761145,000
Total Area [TSfIRFP 53... 1813,394

0,063
. 1873
1457
Image Statistics
ANALYSIS SETTINGS
Type: ©
o
analyze entre image
Select the welldevel resufs to show:
Data Format Color Effect ~

ean
i

ax

staDey

o

Saturated Pces Pet
FocalHeignt

it Ratio

goooooooo

c
T ~ @ P Suaksregen WD o, B

0948




image5.png
q Mouse X 1064,505

COLOR CHANNELS

11| Q OEN| VIO A A o |3 4 B

erghtness & Contrast
[ Tsfioapr 377,447)

'— — ]

TSfRFP 531,593] 1345

Hohlght ixls
[ satursted
InRols

Chann
ANALYSIS SETTINGS on a dark background

4] Line Prof

Type:

wor
roge Sttt M \

T PEAK=T9621

s a—

START

Optons

1000 Apm

APPLY CHANGES Addimage set

Save image

Cancel Close Image set

m B8

e
oz N

@ 10°C Zomig | T dx




image6.emf









1


