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1. EAFHE

1.1 REHBELEEREGenS B - R#Gen5Eis -
Gen5 32

1.2 FOEMLAY Task Manger fRE S - BHE Al Imager Manual Mode - #5%8 Capture Now ©

X
oe
o
Task Manager
E} ﬁ Capture now...
Read Now . Open...
_ Recent
=1
Imager Manual Mode
Experiments
Protocols
Instrument Control J Create session from existing images

M |

Close
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2. IFERIVETIRE

2.1 REWHMLoad Vessel 1R & - ObjectiveZEZEMFE A ZMIREE - Vessel Type MU
EEPENMENNAREN - ABFERASET - DEGAIUse Lid FIENASTE - BE
BREOK -

| LA QO A/ TO A AR 3|

4X PLFL -
Blue 377,447 I

Well: |

Imager Manual Mode - Load Vessel

Place the vessel on the carrier and select the vessel type and objective, if
applicable.

Objective
4XPLAL

Filter

Tlumination | on || off Al

["] only show favorites

STAGE MOVEMENT
IMAGING MODE
COUNT AND CONFLUENCE

Vessel type
| 96 WELL PLATE V| [uselid

[ Use slower carrier speed

CONTROL Carrier out...
e

i

2.2 FEEHA Objective Collision Warning 115 - EREERAIZHIERE (B0 : 96
WELL PLATE) - TEXEZ 52 Yes -

Do 11| QU@ VIO A LA 25 3|

Well: | range | (0,0)

Objective Collision Warning

WARNING: OBJECTIVE COLLISION RISK

With high magnification / low working distance objectives you need to make sure the plate type you
have selected matches the plate loaded in the instrument.

A collision could result in hardware damage or the sample being dislodged from the instrument’s
carrier.

Tlumination [ on |[ off If uncertain, go to System > Plate Types to check the plate geometry definition.

STAGE MOVEMENT Plate Type: 96 WELL PLATE
IMAGING MODE
COUNT AND CONFLUENCE

CONTROL o=

["]Do not show this dialog again

Are you certain you have selected the correct plate type or sample format?
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2.3 RIEUEA Capture 5 - /£ £ Objective MUTVEE D - EINMREANMIRHEER - 2H

S FIRIIRE S S R EEIER (BN : DAPI 377,447 - BB  LEMMRS - A4
%) -

XPLAL ||
Bright Field | |

Bright Field

2.4 FHBAL  BUARGERRNE - BRBENAL - BEEZENALDBRBILDER -

25 RABFENNENNUE

- FRBRUERES  MEEIMEBOK -

X
Current selection: A1

1 2
i -
B
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2.6 [EZE|Capture fRE - B5# Auto Expose 21 Autofocus#ETEENIR LB FEE -

2.7 EEBERE  EIXIYHERUE - ZJEJoystick enabled - FIEZARZENET - #T
XYHEE) - HHEER - IMELNEARBERE - ERANSERNEHEUE -

2.8 EEFERBENE  FHIEE  OKFEER  ETHE  BARES . OfBL T
BRI < A >H/ABEE - << A >>HEBER) GANBEBEREINERUE -

29 EEBWEBANTEGER - RMEBAE N HNEREIRETHE -
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2.10 EEMNEMENBEREMENREG - oI MIZVEEPEBENEARVRIREARIK
R - UWHRBENSWAAKER - £F—EREF I HESZEAREENFE -

Bright Field

Blue 377,447
Green 469,525

Red 586,647
Bright Field
Phase Contrast
Color Bright Field

2.11 EEHHEGETON - IR A NS 8Process / Analyze 1%if -

PROCESS / ANALYZE

212 EHZEFEIASMELEE - oJFA2 5 T B3IBrightness & Contrast #5%
oh . OJRhEAuto BENREARR YL FENAEE -

B&(C
Channel;

DAPI 377,447 W

Channel properties. ..
Brightness:
+

Contrast:

Auto

Meutral Reset
Do for all channelz

- EEHRIRE
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2.13 IR FWImage Collection BI% - DIAZEUEENS B RREBRENREE - (B
a0 : BUBZEDAPI - AIZB/REHGFP HRIEFR) °

Mouse XY: 154,528

COLOR CHANNELS

Brightness & Contrast

| | | —

2.14 BEEEITEEENAE ST - oI L EZEANALYZE

CAPTURE PROCESS ANALYZE
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3. BB

3.1

3.2

R MEEPEE Image Statistics (& 247) skCellular Analysis (iR 2 47) -

ADD ANALYSIS STEP
= Image Statistics

Cellular Analysis

B AREITImage Statistics (28 247) - Data In EEM AT ELBE - BHETH
Options + BIFERRE D - A Lower value 3 Upper value KRR EREZE - EEE
BEEApply - BT & ¥ H B E R E IR EITT T -

Image Statistics

Label: <default>

Data In: 377/647 377,647 v
Threshold
[ ]Lower value: 10000
D Upper value: 55000
Analyze entire image Plug...

Select the well-level results to show:

Data Format Color Effect ~
Mean <Decimal, 0= <Blue scale=
0 |Min <Decimal, 0= <Blue scale=
0 |Max <Decimal, 0= <Blue scale=
[ |stdDev <Decimal, 0= <Blue scale=
O |ew <Decimal 3= <None=
|:| Saturated Pixels Pct <Decimal, 3= <None=
|:| Focal Height <Decimal, 3= <None=
O FM Ratio <Decimal, 3= <None=
O Total Intensity <Decimal, 3= <None=
[ | Totalarea <Decimal, 3= <None=
O Confluence «Decimal, 3= <None=
O  |width <Decimal, 0= <None= v



”t.".- Agllent yVé’Level Biotechnology Inc.

EEEMRRKRIDBRAT

3.3 EBEMowmIosE - MIERZEME - FAnalyze entire imagef] AEUH - WEHEH S Plug °
Image PlugiBRkiRE S - aJLUEEDTEE - 2 RIBER - EAFEEERAR - K/hg
FABERERE - BB%ok - AIAHITIEEEE -

Image Statistics

Label: <default>
Data In: 377/647 377,647 p

Shape size: X |452 um Y: | 452 um
Threshold (=]

Position relative to the center of the image:

Image Plug

Plug shape: Disc/Ellipsis v |

[ Lower value: 10000

Y: um
I:‘ Upper value: 55000 : :

[J1nvert plug
D Analyze entire image

Select the well-level results to show:

Mouse XY (pm):
=

JE 11

Grid
Data Format Color Effect ~ Show/Hide a grid
Mean <Decimal 0= =Blue scale:
O |min <Decimal,0> =<Blue scale
[0 |max <Decimal 0> <Blue scale=
[ |stdDev <Decimal 0> <Blue scale:
O |ev <Decimal, 3> <Mone>
[0 |Saturated Pixels Pct <Decimal 3= <Hone>
O Focal Height Hone:
[  |Fm Ratio <Hone:
O |Totalintensity <None;
[ |TotalArea Hone:
[ |confluence <Hone:
O |width Hol v

0K Cancel Help Load Test Image Cancel Help

34 REAEJResults N - BIOJBRIEOMEEE - (BN : FHEEE -~ &/NVRCEE -
BAENRE - MBECEE - BEBNBEXRS)

Q@M AN/OOA A= dES
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3.5 PDIFFEEIEIE Cellular Analysis - Data In ZEEM DRI E Y BE - 2h#Options + O/ i%
ERE PETRE

3.6 Primary Mask and Count 3Bz Threshold (Bi{&) - Min. Object size (E%/J\E%%) .
Max. Object size (RAFBEIR)HENTEE - EEERIEApply - BEJLIAZEAuUto - FEE
IBER - NEMEB AN+ ILREE -

Cellular Analysis X

Primary Mask and Count Secondary Mask Calculated Metrics Subpopulation Analysis

Channel: 377/647 377,647 e
Threshold
[ ]Auto Value: 5000
Background: Dark &7

Split touching objects

Fill holes in masks Advanced detection options...
Object selection
Min. object size: 5 pm
Max. object size: 100 ul

[ ]Indude primary edge objects

Analyze entire image Plug...
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3.7 EASecondary Mask7 B - default 52 E & B 1#2)% Measure withing a Primary mask
A Hfrprimary maskiaE R P EFIANEEE - EMo T EMEE - oIk EMeasure
within a Secondary mask - WolEE " o LNEE ) stE " EFEAMR, - oJRhE
Threshold>Auto - FEIAZEETERIE - BRIRG ZBEEADPPlY -

Cellular Analysis X

Primary Mask and Count Secondary Mask Calculated Metrics Subpopulation Analysis

377/647 377,647

In addition to the measurements done with the Primary mask that results from object detection, you can perform other
measurements with a secondary mask applied to the detection channel,

Measure within a Secondary mask
™ 0 @

Distance from Primary mask: Ring width:

[] Threshold

Auto

Count Spots 1 5 Advanced options...

10



...0..." Agllent &Vé’Level Biotechnology Inc.
C

Discovering EIS%EE#@*—I-?;ZHR{ﬁﬁBEﬂj

new boundaries

3.8  RCalculated Metricst®BfiIeF - TJERIMEEVEE - EEABEEENEE - oA
B - B BIEAPply ©

Cellular Analysis X

Primary Mask and Count Secondary Mask Calculated Metrics Subpopulation Analysis

Select the well-level results to calculate: All None
Calculate Show Data Name Format Color Effect
Cell Count <Cell Count= <Decimal 0= <Blue scale>
Object Size
O [0  Object Area
O [] Object SumArea
O O Object Mean[377/647 377,647]
O [] | Object Area_2[377/647 377,647)
O []  Object Sum Area_2[377/847 377 847]
O [ Oblect Mean_2[377/647 377,647]

Generate object mask files Select or create object-level metrics of interest...

3.9 X Subpopulation AnalysistBIF - E&AZIBIRGEFEAMML - DI REEAJDFTIGEREIRMF -
B DIZARARE - ARFHER/) -  BiE AR BFEE EX8E KEXARE -
MBS RELSEE - BT EIEApPlY -

Cellular Analysis X

Primary Mask and Count Secondary Mask Calculated Metrics Subpopulation Analysis

Subpopulations

Cell Category Criteria Add
Subpopulation 1 Size>100
Edit
Delete
OK Cancel Help
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3.10 MERRIERRE - A Results B - JERARTEE - (HIA0 : ABARREL -

. II\II

AR~
K- EE - B BEE - £X8E - RXEEE - MREEE) -

e, B

QAWM N/OOA Abe#HES | WB

o
'

311 BELHT

‘l]]]]
5
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>*_
i
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o
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g
F
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ar
i

- BEAR - EHEZoom In - BIOIHIK
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3.12 A LAN/NAERBIIEISHRANAE - dNBAEEGRANEESESIM N AH
IKFEEEI TGN -
CEMQOMAMNOOA A #H S| w B
=),
=1

U

12 22.1 383 19717 383 13361 383 6680

I Edit step... Delete step...

Highlight pixels

Highlight objects

Channel: I Deconvolved[Tsf[DAPI 377,447]]

Mask: Primary
Spots:

[ show index
[ | Fill objects

3.14 MR DHTIERR - BB N J5Add step - BISEA AT -

Add image set
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4.1 HEHR Task Mangerf3& o - EiEZ lIRead Now - FHZE New EABFHER

Task Manager

]

Imager Manual Mode
Experiments
Protocols

=

Instrument Control

Existing Qrotocol

Recent
AdilentxQ2 prt

Protocol1.ort

Take3 Application:

‘Nucleic Acid. Ouantification
Protein A280

Exit Gen5

4.2 [REHAIProcedurefR & - Plate Type THUTVEEPEIMMENAABER - BB FAR
FZEF - RUse LidRIER S 1B ET 2% -

& Procedure - CytationC10 (Com1)

Select steps
Actions

Image

Read

Set Temperature
Shake

Dispense
Kinetic

Plate Type: 96 WELL PLATE ~ | Use lid

Favorite Labware Name Wells ~

---

Select wells: Take3_Default

Start Kinetic
Monitor Well
Append Reads
Pause

Delay

Plate Out/In
Stop/Resume
Process Mode

Well Mode
Plate Mode
Hit Pick
Other

Comment

Options

24 WELL PLATE 24
48 WELL PLATE 48
384 WELL PLATE 384
72 WELL PLATE TERASAKI 72
60 WELL PLATE TERASAKI 60
96 WELL PLATE TERASAKI 96
96 WELL PLATE HELMA

6 WELL PLATE

12 WELL PLATE

96 WELL PLATE METRIC

BIOTEK BIOCELL PLATE

1536 WELL PLATE

Description

Validate OK Cancel Help

14
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4.3 R 77 Select StepsHActionst@ IS - FHE Image - SLFEZEE Read - /1R Detection Method
AP EEImage - EEZIHEOK -

& Procedure - CytationC10 {Com1) X

Select steps Plate Type: [ 96 WELL PLATE v| Huselid

Actions Cuvette

Image Select wells: (®) Per step () At runtime
Read

Description Comments

>et [emperature O
Shake

Dispense
Kinetic

Start Kinetic
Monitor Well
Append Reads
Pause

Delay

Plate Out/In
Stop/Resume
Process Mode
Well Mode
Plate Mode
Hit Pick
Other

Comment

Options

Validate Cancel Help

4.4 HEERImaging Step 1R8% - Magnification T $i7 T 8 88 op 32 EVAR {5 BB RO 35 (2 2R (BN -
4x ~20x) °
Imaging Step-Inverted imager

Step Label: <default>|

Magnification: 4X PL FL b |]mage: 3475 % 3475 pm Full WFOV ~

Binning: |:| Autofocus binning Capture binning (affects exposure)

15
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45 EEAL LA FullPlate | yosh . iz A0S - TER A RERN . KEE2®8
SHEBIS BB S - RIBEAEERN - BEClear all - #EEEIATINIE - FREM
EEREDIE  BEEEOK -

n e

Current selection: Full Plate

--------- -
--------- -

G

4.6 Color MUZVEE - BEMAEARAERENIRREERCIRE (HIU . EFCDAPI 377,447 -
ARRE - X EeRREy - AUE) -

16
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4.7 Exposuref@fi - Ol ZEAutoETE BB HAZE - WRLEWellsI??? - EEETENFAR
RIALRINIE - SofBhE » | EAFHEIVETEICHEE -

Channels

w o

Fluorophore ‘

Confocal Disk Wide Field

Color 377/647 377,647 b
Exposure Auto
Wells: 2

Focus options...

48 EHWHNFZ—EHARHNTE  RIREF2AENBEBAME— - HRRESRE L -

Channels
™ O ®2
Fluorophore ‘ | |
Color 377/647 377,647 e GFP CY5 469,685 b
Exposure Autu Auto
Wells: e Wells: L
Focus options... Focus options...

17



4.9 JKChannel 1773 - 2 Focus Options 1% - X BEIEERIEY - FaE8 A ER"Autofocus

4.10
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with optional scan” - & A B 4 o] Bkia LE 0 8%

Channel 1: 377/647 377,647

(®) Autofocus

(O)Fixed focal height [bottom elevation (3000 pm) + offset]
Focal height from beacon(s) [beacon elevation + offset]
Focal height from first channel (+ offset)

Perform illumination correction
Autofocus Options

Use default focus method

Use default focus method settings

Auto Exposure Options

Prioritize speed over image-quality
- Advanced options -

Use default integration threshold
Integration threshold (msec):

Gain threshold:

Target exposure %:

SKip %:

Channel 2: 377/647 377,647

() Autofocus

O Fixed focal height [bottom elevation (3000 pm) + offset]
Eocal helght from heacon(e) [haacop clovation o offset]

(®) Focal height from first channel (+ offset)

Offset (um): D

Perform Iuminaton correcton

Autofocus Options

Use default focus method

Use default focus method settings

Auto Exposure Options

Prioritize speed over image-quality
- Advanced options -

Use default integration threshold
Integration threshold (msec):
Gain threshold:

Target exposure %:

Skip %:

Autofocus with optional scan

Vibration Detection Options
CV Threshold:

Images to average:

(1=disabled; >1=enabled)

B2 —{Echannel ¥ £ 5% -

X

Autofocus with optional scan

Vibration Detection Options
CV Threshold:

Images to average:

(1=disabled; >1=enabled)

Cancel Help

EEEMRRKRIDBRAT

% Channel 2~4 fJFocus options - OJ##E Autofocus (BENEIEE) - EFIEIMEOK - 3§
= focal height from first channel -

18
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4.11 ESEAKBEMNE ARG - o] L2 Define Beacon BEA X BIREHEMNE - &
J EAFEELREANIREAINIE - 3ol /X Horizontal offset from center of wellF]

Vertical offset from center of well #i A E1& - ¥ XEAY H@MNNUBETERE

|| Define beacons £l
Horizontal offset from center of well: D pm
Vertical offset from center of well: l:l pm

glng e Image
[]z-Stack

[ IMontage

4,12 EREBEAREFE® - 2EMontage - EREEBFINERIT BB ILTER - i Montage

(rows x columns) B BMARE - IS AER/EIE @ BHAHESERE -

4.13 RTile Overlap fMI9 - FEE& A Auto for stitching - AZE 4 E R kB D8 -

4.14 BEECustom - OJEXEREEERIIEEE - 75"COIumns ‘R AZE - B0 AR
S EIREERE (BN 0 /RAEH M AESE - 5005 » -500 %1Ek®) - IKRows &7 HE
AZE - BIOJFAZE MBS & BIRIEERE (BIE0 : 0 %*ﬁwﬁﬁ’ﬁxig_ 500 mESE -
HAEkR) - TEFRERAEEOK BT -

() single Image Set

(®) Image Montage Sooooooos J:....._...J: __________
() Image Z-Stack %ol E 2000708 : :
Montage {rows x columns): 3 X T JE"'"""J: """""

Tile Overlap

() No overlap (®) Auto for stitching () Custom

Columns: 197 pm Rows: 145 pm

Advanced options... Cancel Help

19
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4.15 [B1B|/EAProcedurefi& - TEDescription BT O] BRCHIZ LR - BREIHEOK -

& Procedure - CytationC10 (Com1) X

Select steps Plate Type: | 96 WELL PLATE v | [V]uselid

Actions T

Image Select wells: (®) Per step () At runtime
Read

Set Temperature
Shake

Dispense
Kinetic

Description Comments
©Image (4x): DAPI 377,447

Start Kinetic
Monitor Well
Append Reads
Pause

Delay

Plate Out/In
Stop/Resume
Process Mode
Well Mode
Plate Mode
Hit Pick
Other

Comment

Options

Validate Cancel Help

20
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5 /E (Bottom Elevation)

ETENENINEEREABRS
IEfERYFLER - BHERR Copy -

5.1

; Gen5 Image Prime 3.12

SE - ®E

‘&Va,Level Biotechnology Inc.
D
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new boundaries

T 2% E75 System>Plate

EEEMRRKRIDBRAT

Type - #h%E

File Take3 Window | System | Help B | Plate Types X
! ] H Instrument Configuration... Plate Types: (2
Favorite Labware Name Wells A Add Plate ...
D Instrument Control » L Corning 24 well 24
n L Corning 24 well Fluoroblok 24 Add Labware...
o Diagnostics » L Corning 24 well for AutoScratch 24
9 L Corning 384 flat bottom 384 Copy...
o L Corning 384 Low volume round bottom 384
* Plate Types... O Corning 384 well 384 View/Modify...
5 L Corning 384 well 3573 384
2, Optics Library » L Corning 384 well black clear bottom 384 View/Compare...
% L Corning 48 well 48
Corning 6 well 6
@ H = Delete
3 Document lerary ;l Corning 96 well black clear round bottom ULA 96
') L Corning 96 well flat bottom 96
S ’d ] Corning 96 well for AutoScratch 9%
3 C .. LJ g 96 well for AutoScratd
g Elk SdmEEtoioy gogln L Corning Petri Dish 100 mm 1
- B L] Corning Petri Dish 60 mm 1
0 OJ Costar 1 x 8 flat bottom a6 Import...
Q BSEisetipy ; Costar 12 well 12
L Costar 24 well 24
Database Configuration... L Costar 48 well Nl
;Cj' Preferences... 2D
N iption RE&EF - B 27 Eh1
5.2 RXPlate Description {R&EF - B &H - #EAH Imaging Parameters 1% - #1T7Bottom

Elevationz% <& °

Plate Description

1

Name: ell black clear round bottom ULA- Copy| Catalogue # oK
Manufacturer: ‘ Corning ‘ ‘ 4520 ‘

Cancel
Display Filter: Microplate v

Help
Number of Rows: Number of Columns:
Plate Width: 85480 pm Plate Length: | 127760 pm

Lid Parameters...

Plate Height: 14400 pm Stacked Height: | 12649 pm

Plate Lid adds: 2745 pm [M1nclude Lid Parameters
Wells
Top Left Y: 11090 pm Top Left X: pm
Bottom Right Y: 74340 um Bottomn Right X: pm Auto Map...
Welll Shape: (®)Circle (O Rectangle
Well Diameter: um
[ slide Holder
Slide Width: 0 um Slide Length: 0 um

POOOCLCOCLOR
v]elelelele! olelelelelo)
w]e]elelelelelolelelel0)
vlelele]els;ele[elole]0
@OOOOOOOOOO@
olelelslole; elelelele]o)
GOOO0COCOCo00

21
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5.3  Plate Description — Imaging Parameters{R & & - B él, EITHE -

Plate Description - Imaging Parameters X

Bottom Elevation (1): pm H (Distance from top of carrier lip to focus position)

Define Accessible Bottom Focus Region
X/Y Positions (3)

Generate default values from existing well definitions

Top Left Y: um Top Left X: pm
Bottom Right Y: pm Bottom Right X: pm

Bottom thickness (2): pm  (Distance from bottom elevation to lowest position in bottom region)
Max distance below carrier: D pm  (Max distance below the top of the carrier outside the bottom region)

0
—

>

Update Display

0000000
9101010IGI010;
91G101010101810;
0000000
0000000
0000000
91S1010ICI01E:
00000000
00000000
00000000
00000000
0000000

54 FHRIAGENHEMNER  BEXL T Save settings - THABREHLSENRTE -

Save setlings

Cancel Help

i

22





