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and present the corresponding 2D projection when you set up a z acquisition.
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Focus Information
Laserfocusing enabled
Image focusing enabled- focus binning=2
Focusing each well- autofocus atfirst site in well
W1: Laserwith z-offset  8.34 im
W2: Z-offsetfrom W1 -68.4609 pm
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| 3 Load From DB

(e

D

E

F

: s DOOOO
K ~ Exportto File

4 == D)OO0®

le!he stage to that well.
Active Wavelength | DAPI VJ

Configure | Run |

°n

DLECULAR

" Load Plate Acquisition Settings

- Plates
() System Administrator [Creator Name - Plate Info]

() 10/23/19 [Date Created - Plate Info]

(3 11/19/19 [Date Created - Plate Info]

(3 11/26/19 [Date Created - Plate Info]

(13 12/02/19 [Date Created - Plate Info]

(3 12/12/19 [Date Created - Plate Info]

£5 03/03/20 [Date Created - Plate Info]

Name [Plate Info] Acquisition Name [Plate Info] ~ Barcode [..
20191127-Mito-Con-40x-2_APSHAL-6NP16Q2 23 20191127-Mito-Con-40x-2 <NULL>
20191127-Mito-Con_APSHAL-6NP16Q2_24 20191127-Mito-Con <NULL>
B 20191127-Mito-Mid-40x-2_APSHAL-6NP16Q2_25 20191127-Mito-Mid-40x-2 <NULL=
E’E‘@ 20191127-Mito-Mid_APSHAL-6NP16Q2_26 20191127-Mito-Mid <NULL>
W‘ 20191127-Mito-Rig-40x-2_APSHAL-6NP16Q2 27 20191127-Mito-Rig-40x-2 <NULL>
20191127-Mito-Rig_APSHAL-6NP16Q2 28 20191127-Mito-Rig <NULL>

Well: -, Site: - Configure € >

Plate Statistics
2
PlateN... SiteC... WellC... SeriesC... CompoundCo... ControlsC... ControlStat... Data... MeasurementsS...

yse in diagnostic procedures.

| Concel

I h u nl for
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midiConfigure Laser Settingsi
ANHBRERE

Active Wavelength DAPI ~ m 'ﬁl ‘EI_-} J E
Configure | Run I Snap Start Live Focus  Test Preview
Objective and Camera- 10X | % ’
Plate- 96 Wells (8x12) Canfigure Laser Settings. .. > iﬁi&%—“ﬁp Q ij]
Sites to Visit- multi-site Vel to well autofocus IFocus on plate and well bottom h Eé;%ﬁnﬁﬁ
icquisition
Autofocus Image-based Focusing
Wavelengths Algorithm: | Standard v Binning: E % [JCustom exposure times
W1 DAPI Allow image-based focusing for recovery from laserbased well bottom failures
W2 FITC
W3 TRITC
Display Initizl well for finding sample | First well acquired «| (A 1 =
MNumber of wells to attempt initial find sample |: =
Site Autofocus All stes hd
BHEIRET K-

(1) Focus on well bottom
(2) Focus on plate bottom, then offset by bottom thickness
(3) Focus on plate and well bottom

PR AN AN TR (3) Fib

Confidential - Coipany.Proprietary
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HAFLAR S RS B B e MRt O

(@ Configure Laser Autofocus Settings EI =] &2 * Preview Pass ol
Plate Name: 96 Wels (8¢12) ©_Focus Score- foot mean square
Mag setting:
Settings file:  C:\MX6 plates 56 Wells (8x12) plt
Save Settings Load Settings Laser Autofocus Wizard...
Plate Bottom Settings
Bottom thickness 800um | Edit Plate Bottom... .
Bottom thickness max vaniation 10um Graph Settings...
Adjacent well max variation 34um § %
Intra-well max variation 35um & Print...
- 1275
Plate max variation 600um % . Print Settings...
S e $ Difference
Coarse step fum)  [10 = Fine step um) [2 = Copy Graph to Clipboard
Copy Graph to Image...
Plate Bottom Exposure Well Bottom Exposure
Attemnpt Exposure [usg] Attempt Exposure [uz) Save Graph as Bltmap.‘.
1 10.00 1 40,00
2 |2500 > |s0O0 Show Graph Data...
3 3 1200
' Point Statistics...
Preview Pass 110833 "74_2_0 Zoom Jn/Out  (Ctrl+Click)
Note: Set the Preview Pass exposure by selecting an Z Position
exposure time above or use "Ovenide exposura” belg
Start 877.0um [] Start from cugpe®position
Range 2170um [] Overiggfenae (um) 1000 =
Step size: 10.00um [ J#fremide step (um) 10

Exposure: 50.00¢€ [ Ovenide exposure (us) 10

Find Sample Autofocus Focus Snap Close W‘j /\ m E/J IETJ EE El-‘[

difference

i




S A=FIE

=

VARN

Wi

@ Point Statistics - Previe... [-=-| B[]

Click in graph to select a point.
Shift-Click in graph to select the nearest data point

Second paint (10216.7, 87.3)
[ Difference: (754, 2,]-’5 4) |

Data Log Not Open

Open Log

Configure Log...

Autofocus Settings
Plate Name: 96 Wells (8x12)
Mag setting: 10X Plan Flour

Settings file:  C:\MX6\plates\96 Wells (8x12).plt

Save Settings Load Settings

Plate Bottom Settings
Bottom thickness
Bottom thickness max variation
Adjacent well max variation
Intra-well max variation
Plate max variation

Step Size

Coarse step (um) /6

Plate Bottom Exposure

Attempt | Exposure (us)
1
2 1000
3 |2000

Preview Pass

Laser Autofocus Wizard...

800um | Edit Plate Bottom.
100um
300um
200um
800um

Fine step (um) }1 5

Well Bottom Exposure

Attempt | Exposure (us)

1 50.00
2 (2000
3 4000

Note: Set the Preview Pass exposure by selecting an
exposure time above or use "Override exposure” below

Start: 1332um [ Start from current position

Range: 1336um [_] Override range (um) 1000 =
Step size: 6.000um ] Override step (um) 10 =
Exposure: 5.000us [ ]Overide exposure (us) 10 =

Preview Pass




OLECULAR

“": 0 Ld
o \ B IDEVICES

AUt BIRERE

Laser: 690 nm¢

1st reflaction 2nd reflection

TR S UL TP o

Typical autofocus
reflection“Spot”

B IR AT EER 7 R AT E



AU BHRERE

Autofocus Settings
Plate Name:  96-wells test 20200526
Mag setting: 10X Plan Flour
Settings file:  C:\MX6\plates\96-wells test 20200526 plt

Save Settings Load Settings Laser Autofocus Wizard...

Plate Bottom Settings
Bottom thickness 800um | Edit Plate Bottom...
Bottom thickness max variation 100um *}i F‘E }E F L %
Adjacent well max variation 300um NN/ W IE
Intra-well max variation 200um
Plate max variation 800um

Step Size N L
Coarse step (um) |6 =] Fine step (um) 1.5 }»:: ;If jﬁ 2% E

Plate Bottom Exposure Well Bottom Exposure
Atternpt Exposure (us) il Atternpt Exposure (us)
I s = A/ oL L
! I IR JCIN [R] B
2 (1000 5 |2000 < I I/X
3 |20.00 3 400.0

Preview Pass

Note: Set the Preview Pass exposure by selecting an
exposure time above or use "Override exposure" below

Start: 632.0um [ | Start from current position

Range: 2636um D Override range (um) 1000 =

Step size: 6.000um [ Override step (um) 10 =

Exposure: 5.000us []Override exposure (us) 10 =
Preview Pass

MDLECL!_LAR Y o
DEVICES \ ‘ Confidential - Coipany.Proprietary
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Autofocus Settings
Plate Name: 96-wells test 20200526
Mag setting: 10X Plan Flour
Settings file:  C:\MX6\plates\96-wells test 20200526.plt

| SaveSettings || Load Settings | Laser Autofocus Wizard |
Plate Bottom Settings
Bottom thickness 800um ‘ Edit Plate Bottom... ‘
Bottom thickness max variation 100um
Adjacent well max variation 300um
Intra-well max variation 200um
Plate max variation 800um
Step Size
Coarse step (um) |6 é\ Fine step (um) :7‘
Plate Bottom Exposure Well Bottom Exposure

Attempt | Exposure (us) Atempt | Exposure (us)
1 1 5000
2 [1000 BT
3 izn i} 3 4000

Preview Pass

Note: Set the Preview Pass exposure by selecting an
exposure time above or use "Override exposure” below

Start: 632.0um [ Start from current position

Range: 2636um [_] Override range (um) 1000

Step size: 6.000um [ Override step (um) 10 =
Exposure: 5000us [ ]Override exposure (us) 10 o
Preview Pass

MDLECULAR
UD EVICES

Bottom thickness:

WREEE

Bottom thickness max variation:

BENMEREENRARELE

Adjacent well max variation:

LA [AREZ L BRI RARE R

Intra-well max variation:

FNLATRIENREZIBRRANESR

Plate max variation:

AR SR B FL A M AR EZ A (L BB R E SR

C fd ti | (f Heseél ch L?e onl No for use in diagnostic procedures.
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Autofocus Settings

Plate Name:  96-wells test 20200526
Mag setting: 10X Plan Flour

Settings file:  C:\MX6\plates\96-wells test 20200526 plt

Save Settings Load Settings \ ‘ Laser Autofocus Wizard... \

Plate Bottom Settings .
Bottom thickness 800um ‘ Edit Plate Bottom... C O a rS e S t e p -
Bottom thickness max variation 100um *H ‘Pﬂ _|_J: iﬁ
Adjacent well max variation 300um _[’ Hj
Intra-well max variation 200um
Plate max variation 800um

Step Size Flﬂe Step
Coarse step (um) |6 j:— Fine step (um) ‘ QHEI _i/J—l;lr] ﬂf iﬁ

Plate Bottom Exposure Well Bottom Exposure

Attempt Exposure (us)

Attempt Exposure (us)

1 5
2 2000 I
3 400.0 Hide Back Forward Home  Print
Contents Index Search A
Type in the word(s) to search for STEP S1ZE
[coarse ~» || Astep is an increment of an objective's vertical (Z-axis) movement. The laser autofocus system first moves the objective up the Z-axis to search for the plate
Preview Pass bottom using the (large) step size. Then, to refine its search, the laser autofocus system moves the objective down the Z-axis using the fine (small) step
i ) List Topics Display size. Click here to see an illustration of the 2 and fine step search process.
flote Setifie Fewaw hass srposuro by skl an Step sl d di the objective that ing. The | the depth of field, the | the EREIEES step. Typically, the fi ize I
N " : " Select topic:  Found: 10 ep sizes vary depending on the objective that you are using. The larger the depth of field, the larger the EREIEE step. Typically, the fine step size is
exposure time above or use "Override exposure” below Tite Location  Rank| || @pproximately 10-25% of the Em’step size. For example:

Start: 632.0um [_| Start from current position ::,T:,‘u:,::i'm ::z :: ; Depth of field X the TR sep e B, Then the fine step size might be...
Range: 2636um [ JOverriderange (um) 1000 =] T e ‘T:x e 3 =

Step size: 6.000um [ Override step (um) 10 = Sehman s Mo 3 iaox [Rarromwest [is 025

Exposure: 5000us []Override exposure (us) 10 2

| Preview Pass

Confidential - CBUSFARYE

only, Not for use in diagnostic procedures.
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Autofocus Settings
Plate Name: 96-wells test 20200526
Mag setting: 10X Plan Flour
Settings file:  C:\MX6\plates\96-wells test 20200526.plt

[ Save Settings Hﬁ Load Settings ] Laser Autofocus Wizard...

Plate Bottom Settings
Bottom thickness 800um | Edit Plate Bottom...
Bottom thickness max variation 100um
Adjacent well max variation 300um
Intra-well max variation 200um
Plate max variation 800um
Step Size
Coarse step (um) |6 E] Fine step (um)
Plate Bottom Exposure Well Bottom Exposure

Atterpt | Exposure (us)

Attempt | Exposure (us)

1 50.00
2 |2000
3 4000

Preview Pass

Note: Set the Preview Pass exposure by selecting an
exposure time above or use "Override exposure” below

Start: 632.0um [ ] Start from current position

Range: 2636um [ Override range (um) 1000 =

Step size: 6.000um [ Override step (um) 10 =

Exposure: 5000us []Overide exposure (us) 10 s
Preview Pass !

MOLECULAR
DEVICES

Plate Bottom Exposure:

R JEE BRI ]

Well Bottom Exposure:

FLIEBRICI [H]

1. ALEBICH 8 & TARIEBRESCH H]
2. BIEDERICH S THEEY BRI H]

. . gr research use only, Nog for yse in diagnostic procedures.
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Laser Autofocus Wizard

Plate 96 Wells (3¢12)

(O
O
©0
OO
(O[e}
OO

MNumber of rows:

EIE
Well
diameter (um):

7000 |2

Calumn
offset (pm):

14330 |2

Row
offset (pm):

11240 |2

Edit Plate Bottom Settings...

MNumber of columns:

m_E

y Calumn

OO ™ F

Row
% O e
) . Well

depth {um):

12000 |2

spacing (um):

spacing (pm):

Save Configuration...

Circle
Plate

127.8

Plate
width {mm):

855 |2

. Plate

143 |2

Laser Autofocus Wizard...

Well shape:

length {mm):

height {mm):

Plate Acquire LAF Setup Wizard

LAF Setup Wizard for 96 Wells (8x12)

Creating optimized laser autofocus settings is a 2 step process:

1. Measure bottom variation across the entire plate.

2. Calculate a set of tiered exposure levels to use for successive LAF attempts

during plate acquisition.

If necessary, you will be asked to load a ‘dry’ plate into the instrument for measuring

bottom variation.

Mext you will be asked to load a plate containing sample in the wells for calculating

exposure times.

The opportunity to perform exposure measurements for multiple objectives will be

available.

<< Back

Next>>

Cancel




Laser Autofocus Wizard

Plate Acquire LAF Setup Wizard X

Measure Bottom Variation

Well selection
O Al wells Sflection pattem:
(®) Groups of wells | Jeckerboard incluging A1 w

Group size {NxN): |2 3 Gap betwesn gioups: (0 ¥
Selecting more wells takes longer to finish mezaurement but provides mare robust
autofocus settings, especially for plates with a large amount of variation

Performing measurements on muttiple stes/well is slower
but provides intra-well variation data, which may result in
faster steto-site LAF.

Plate Acquire LAF Setup Wizard

Measure Bottom Variation

The following magnification setting will be used to measure plate bottom variation:
10X Plan Apo Lambda

Time estimate:  0:02:24

<< Back Cancel

Press Next>>to measure new bottom varnation settings

<= Back l Next>> l Cancel

Confidential - Coipany.Proprietary

Measure Bottom Variation

Load a DRY plate into the instrument
Open door/clamp Close door
Select LAF step sizes fum)
(®) Existing values fiine step = 2.0, coarse step = 10.

(D) Calculated values ffine step = 0.6, coarse step =
lbased on objective N.A)

oy

[+ Allow Extreme Variation (Example: Thin bottom plastic plate)

<< Back I Startz> I

Cancel




’ X »YMOLECULAR

. o . SJDEVICES
Laser Autofocus Wizard

Plate Acquire LAF Setup Wizard X Plate Acquire LAF Setup Wizard
Measure Bottom Variation Status M Bottom Variation S c
96 Wells (8x12,
1 2 3 4 5 6 7 &8 9 10 11
Plate bottom thickness
Typical thickness {um): 800.0 Variation (+/-): 0.0
Plate bottom variation
Minimum Maximum Average Std. Dewv.

Adjacent wells {um): 0.0 00 00 00
Intra-well {um): 00 0.0 0.0 0.0

Plate maximum variation {um). 54.0

L 1 0@ | OOk

Elapsed time: 0:00:00
Estimated time remaining: 0:00:01

W success some failures W all failed

v

Magnification setting: 10X Plan Apo Lambda
Curent well/site: C3 site 10of 2
Status: Running

All LAF searches succeeded!

Thickness and average bottom variation
Typical thickness (um): 800.0
Adjacent wells {um): 0.0
Intra-well {um): 0.0

<< Back

Cancel <¢Back i Next>> Cancel
. . ar research use.only. Not for use in L“Hgﬂ()SU })VUCEULHE‘ .
Confidential - C8)§; Zigeofal
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Laser Autofocus Wizard o -t

Plate Acquire LAF Setup Wizard X Plate Acquire LAF Setup Wizard
Calculate Exposure Parameters Exposure Measurement Summary
—
SRR Minimum Maximum Average Std. Dev.
Plate bottom exposure jus): 200 200 00
Well bottom exposure fus): 300 300 30.0 0.0
LAF search step sizes (um)
Fine step = 1.0 Coarse step = 5.0
j:% /\q:% Plate bottom exposures jus) ‘Well bottom exposures {us)
Select the medium that will be used when running this plate | I ;tdpass- ig ;:tdpass— ig
magnification setting to use for calculating exposure times S Ya o pass- . pass- .
%R ,ﬁiﬁ{ﬁ 1 3Ird pass- 240 Ird pass- 380

Medium:
Aqueous media v Refractive ind: 133

Magnification setting for calculating exposures:

10X Plan Apo Lambda

10X Plan Apo Lambda
| 20X Plan Apo Lambda

setting . .
Plan Fluo VD
ffine step = 2.0, coarse step = 10.0)

NIRRT ® ®
Press Next>>to \neasure new exposure j& % % /%%ﬁ <VI_‘ ﬁ T’E
HEZH

ffine ste

All LAF searches succeeded!

R B B A 2 St ot (P73

j\i_:/l\jilﬁ ’ ?& /fE//I ji E‘J %Iz %j(i/ Save settings and measure with another objective \_’ //T_Ji ‘F o /I\CF@ %%‘
% :%EP Discard settings and measure with another objective #jz 7/% 7
<< Back Next>> Cancel << Back Cancel

Confidential - Coipany.Proprietary
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0 : e dDEVICES
Laser Autofocus Wizard B coror i ooy e ‘Ye)
Autofocus Settings '
Plate Name: 96 Wells (8x12)
Mag setting:
Settings file: C:AMXE\plates\96 Wells (8x12) pit
Save Settings Load Settings Laser Autofocus Wizard ..
(@ Configure Plate Bottom Settings EI = | 2 Plate Bottom Settings
Plate Mame: 96 Wells (3x12) S e B 800um| | Edit Plate Bottom...
Setings file:  C:\MX6\plates\95 Wells (¢12)pi Setom thickness mx varation
SEISERE . P Adjacent well max variatio Hum
Save Settings Load Settings Intra-well max yadeton 35um
Pl variation 600um
Plate Bottom Settings

. Step Si
Mote: All values are optical measurem ==

Coarze step {um) |10 = Fine step {um) (2 =
Bottom thickness {um) I: I:
i L Plate Bottom Exposure Well Bottom Exposure
Bottom thickness max variation (um)
Atternpt | Exposure [uz) Atternpt | Exposure [uz)
Adjacent well max variation {um) 1 10.00 1 000
Intra-well max variation {um) & 2' 2 BO.00
k] RO.O0 3 1200
Plate max varation {um)
Preview Pass
Close
Note: Set the Preview Pass exposure by selecting an
exposure time above or usze "Cvemide exposure” below
Start: 877.0um [] Start from cument position
Range: 2170um [] Ovenide range {um) 1000 =
o . N Step size: 10.00um [] Overmide step {um) 10 =
fi5¢ laser autofocus wizard

Exposure: 50.00us []Overide exposure fus) 10

Ja, HEAME T2 HAEA Feven Pas

Find Sample Autofocus Focus Snap Cloze

A




’ .T’i ) MOLECULAR

o DEVILES

A~ FHLaser Autofocus Wizard,
i BB RE?

. . Qr research use.only. No for yse in diagnostic procedures.
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o . RIDEVICES g
AUt B RERE MIZ-1 Yo

= S fehr L
AR SEWE
Configure |  Run| Preview
Objective and Camera- 10X Plan
! Plate Name: |96 Wells (8x12) v] Save Configuration...
Plate- 96 Wells (8x12)
gies 0 Vis'e mulisiie Number of rows: Number of columns: Well shape:
Acquisition ‘: S x =
3 + 12 = Circle v
Autofocus ‘ ‘
Wavelengths Well Column Plate
O O diameter (um): G_@ spacing (um): length (mm):
W1 DAPI = = Lisssssnenas 7S
7000 S 9000 - 1278 (=
waric 38 m = |88 =t
Display
Column Row Plate
_@’ O offset (um): O spacing (um) width (mm):
OO 14380 3 O 9000 2 2]
Row " Well Plate
’@ O offset (um): depth (um): height (mm):
O O 11240 : 12000 : 143 :
Edit Plate Bottom Settings... Laser Autofocus Wizard...

Confidential - Coipany.Proprietary
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O S IDEVICES
At B RE R EMRIE-2

Autofocus Settings
Plate Name:  96-wells test 20200526
Mag setting: 10X Plan Flour
Settings file: C:AMX6\plates\96-wells test 20200526 plt

Save Settings Load Settings Laser Autofocus Wizard...
Plate Bottom Settings

Bottom thickness 800um | Edit Plate Bottom...

Bottom thickness max variation 100um

Adjacent well max variation 300um

Intra-well max variation 200um

Plate max variation 800um
Step Size

0

Coarse step (um) E; Fine step (um) .
Plate Bottom Exposure Well Bottom Exposure /73\%” {XLIE“SJEGD Slze }H:I BOttom EXpOSUI’e

Atternpt Exposure (us) Attempt Exposure (us)
1 1 50.00
] 2 200.0
3 3 400.0

Preview Pass

Note: Set the Preview Pass exposure by selecting an
exposure time above or use "Override exposure" below

Start: 632.0um [ | Start from current position

Range: 2636um D Override range (um) 1000 =

Step size: 6.000um [ Override step (um) 10 =

Exposure: 5.000us []Override exposure (us) 10 =
Preview Pass

Confidential - Coipany.Proprietary
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Autofocus Settings
Plate Name:  96-wells test 20200526
Mag setting: 10X Plan Flour

Settings file:  C:\MX6\plates\96-wells test 20200526.plt i P reV | e\/\/ P a S S 7 iz ﬁﬂﬂ&%ﬂ, IJ-I%

Save Settings Load Settings Laser Autofocus Wizard.
Plate Bottom Settings
Bottom thickness 800um | Edit Plate Bottom...
Bottom thickness max variation 100um
Adjacent well max variation 300um + 3 Preview Pass =8 EoR === |
Intra-well max variation 200um
Plate max variation 800um
Step Size
Coarse step (um) |6 < Fine step (um) 1.5 z
Plate Bottom Exposure Well Bottom Exposure
Atternpt Exposure (us) Attempt Exposure (us)
2 10.00 2 200.0
3 20.00 3 400.0

Preview Pass

Note: Set the Preview Pass exposure by selecting an
exposure time above or use "Override exposure” below

Start: 632.0um [ Start from current position
Range: 2636um [_| Override range (um) 1000 z
a Z Position
Step size: 6.000um [ Override step (um) 10 =
Exposure: 5000us []Override exposure (us) 10 =

Preview Pass




' ("qi ) MOLECULAR

e DEVACES
AUt BB RERERIZ-4 » 0O

Plate Name:  96-wells test 20200526
Mag setting: 10X Plan Flour
Settings file: C:\MX6\plates\96-wells test 20200526.plt

Save Settings Load Settings. Laser Autofocus Wizard...
Plate Bottom Settings
Bottom thickness 800um | Edit Plate Bottom...
Bottom thickness maxvariation ~ 100um R
£ %, JSTh)ik” "k
Adjacent well max variation 300um e ﬁl:] %%/ﬁ I—I%\—% [JXX&%—J”J ) Sta I’t Curl’eﬂt l:l
Intra-well max variation 200um
Plate max variation 800um 1] 7
Range”, #H¥&E"“Override range”
Step Size
Coarse step (um) [6 = Fine step (um) [15 »:—“
Plate Bottom Exposure Well Bottom Exposure
Exposure (us) Atternpt Exposure (us) — N ey Ay ry Q EE /4= EI:’
T o FHNEETHERETIE s
2 200.0
3 400.0

Preview Pass

Note: Set the Preview Pass exposure by selecting an
exposure time above or use "Override exposure” below

Start: Current Start from current position

Range: 1000um [v] Override range (um) :

Step size: 6.000um [ ] Override step (um) 10 =

Exposure: 5.000us [_|Override exposure (us) 10 =
Preview Pass

Qr re e rch use only, Nog for use in diagnostic procedures.
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File Edit Control Measure Screening Window Help

D”'E §x|@ Acquisition Setup... “@%g%‘!’g [mljog\vc @lﬁ

Review Plate...
Plate Utilities...

Plate Annotation...

Slide Scanning
Analyze Images
System Maintenance

Plate Acquisition

Add Custom Module To Database [DB].. = — -
ustom Module To Database [DB]. Plate Navigation Acquisition Control

Help Add Analysis To Database [DB]...
- Start Auto Run Mode [DB].. XY z | Loadibrotacols | ‘ AT ‘
Run IX Taskbar Installer Auto Run Plate Statuses [DB]... E| |Z’ E e —— ‘ B Protocor | ‘ Setup... |
E} E Plate Name:
Well: AOT, Site: 1 Z:0.00 Experiment1 |
Wavelength:
GoTowel: sep [0 2| wiooan v
. GoToAl | FindSample | SnapCument | Statlve
| EectPate || Auofocus || Preview | AcquirePlate
@ | ResetlX  Clse

- . r research u _Noi for yse in diagnostic procedures.
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AUt BEREWERIZ-5

. HEIN R GIIER, 103 TR GTIERE PR S EHA
. EXE“Start Current”f1“Range” £, E#r“Preview Pass”
. Ok T EMEL R REB

. HEA-BME, {Ri%“Well depth”AHC, 9 Y4FIC{E % HC-(A-B)

Configure ‘ Run ]

Preview
Objective and Camera- 10X Plan Plate Name: |96 Wells (8x12) = e g
Plate- 96 Wells (8x12)
S‘t'eS. FO i it e Number of rows Number of columns: Well shape:
Acquisition s s M2 z A
Autofocus ‘
Wavelengths Well Column Plate
iameter (um): spacing (um): length (mm):
@le] - ] o
W1 DAPI lor= 7000 |2 Yo 9000 |2 1278 2 Z Position
W2 FITC
Display
Column Row Plate
_@ O offset (um): O spacing (um): width (mm):
O O 14380 : 80 9000 : 85.5 ;:
Row . Well Plate
@ O offset (um): depth (um): height (mm):
OO 11240 (2 12000 2 143 2
Edit Plate Bottom Settings... Laser Autofocus Wizard...
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AUt BAREREE-

Autofocus Settings
Plate Name: 96-wells test 20200526

e e o MEDRRENIE AR ELIR BN AR ENRERE,

Settings file:  C:\MX6\plates\96-wells test 20200526.plt

Save Settings Load Settings Laser Autofocus Wizard... o }—~— I =
H—FTREREMIREEETSE

Plate Bottom Settings
Bottom thickness 800um | Edit Plate Bottom...
Bottom thickness max variation 100um E = 0 = ||[= 8=
Adjacent well max variation 300um |
Intra-well max variation 200um e
Plate max variation 800um tido
Step Size | Seme———
Coarse step (um) |6 < Fine step (um) |15 =]
: : D Preview Pass.
Plate Bottom Exposure Well Bottom Exposure
Attempt Exposure (us) Attempt Exposure (us)
I o
2 10.00 2 200.0
3 20.00 3 400.0 !

Preview Pass

Note: Set the Preview Pass exposure by selecting an
exposure time above or use "Override exposure" below

@ Point Statistics - Previe... [-=-| & [p5]

Click in graph to select a point.
Shift-Click in graph to select the nearest data point

= Active poirt (94625, 163 7)
Range: 2636um [_] Override range (um) Al > - CEECR
Step size: 6.000um [ Override step (um) 10 = [ Diference: (7542] 76 4) |

Slope |
10 =

Exposure: 5000us [ ] Override exposure (us) 4 - Data Log Not Open

Preview Pass Open Log Corfigure Log...

Start: 632.0um [_] Start from current position
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| ImageXpress Micro Ohbjective Settings

— Objective Labelz Fefraction Medium / Index- — Mum. Aperture— —Warking Distance —

Obijective #1 605 Plan Fluor
Objective #2 |4>< FPhL Flan Fluor
Obiective #3 |10 Plan Fluor

Objective #4 | 60 Plan Fluor | = |
Bl Plan Fluor ELWD
B Plan Fluor
r— Objective Paral 60X S Plan Fluor ELWD
B0+ Plan Apo Lambda
B0+ Ph2 Plan Fluar EL'wD DLL
B Ph3 Flan Apo Oil Dk
E0x PhZ 5 Plan Fluor ELWD ADL
Position 2 Z 0 100 CFI L PLAM EFI

100 Plan Fluar h

Position 3 2 Offzet ID 3:
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o RWKRFREEES T —MrERNERRF (0.172RK) 5 X ZHRE AT LA .
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f i ~| [ jo7 [15 i

Faram Group

Position 12 0

ch u for use in diagnostic procedures.
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Correction Collar

v

If you are using an objective with a correction collar, ensure that the correction collar is set
appropriately for the plate you are using

v"high numerical aperture dry objectives (numerical aperture of 0.8 or greater)

Correction Collars

Microscope Image

Adjustment of Objective Adjustment of Objective
Correction Collars

Microscope Image

. Nosepiece
—Threads

LensTriplet
Correction
Collar
Moveable
| Lens Group
Lens Doublet
Meniscus
Lens
Front Lens

Nosepiece
{— Threads

LensTriplet
Correction
i Collar
—— Moveable
| Lens Group
= Lens Doublet
Meniscus
Lens
Front Lens

TR IR R BUE

Choose a Specimen

Microscope Focus

Choose a Specimen Microscope Focus
o n u
¥%l: Difference x 1.59

Sk . (of ion Colla
PEHE: Difference x 1.52 e

Correction Collar
4 15 2 25

4 15 2 25

170um /5 FZ 1Y 3% 35 St n] B 821 210, 17
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ImageXpress Systems
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— Protocoi®7 5 N
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MDCStore Solution

- REWIE

Image Analysis Data Mining
MetaXpress and AcuityXpress Software
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10-Bit Range (0-1023)
12-Bit Range (0-4095)
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v Auto Scale ¥ DAPI-2 (24%)

Scale Within Active Region
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Scale Image...
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Bit depth : 16 bit
Resolution : 2048 x 2048
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Active Wavelength [@ [ﬁ] [b—d] m E

Configure | Run | Snap Start Live Focus Test

Preview

Objective and Camera- 20XPla :
Plate- Greiner 384-well Mg icston. AUty fyp vl b

Sl.te.s.to N single sad Camera binning: 1 ‘%ﬂ Calibration (binned): 0.34x 0.34um
Acquisition —

Autofocus

Wavelengths

W1 FITC i i : ; Y 2 X v
Acquisiion Mode: S MR AT jij? |7§| 'ng /\] j( N &{E f’E

Display E + E J ’ % »&

Widefield {Confocal Out) ~ N R
| T K, EfgE), —RRiEE2
RIS R R = 1)

Q) o] (sman)
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Camera Binning

Binning
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Gold
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Configure LUT...
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(916, 804) -> 22661 1 pixel = 0.1747 um 2.53 GB physical memc

40x DAPI-FITC-B6_B06_s1_w27DCDDCBC 25% 11 (916, 804) -> 22661 1 pixel = 0.1747 um 2.66 GB physical memory 6.12 GB virtual memory
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| @ save "Transfluor L15 s2 w2" As X

@ MetaXpress

File Edit Control Measure
New...
Open...
Open Special
Open in 4D Viewer...
Close...

Close All Images...

Save...
Save As... h
Save Partial As...

ST L BN
e JR K s2 Frintensity,
IMRBELFIRE,
T E Save AsikFF

bmpzkjpgis =

v] @ % = @~
Screening Window Help o
Ctrl+N ;:,:-":.: ""’;".":‘i:_gi
Ctrl+O T ROt
RN
: PR
b s iR
I
Ctrl+W . . .
cted Demo images Experimentl E.. frogeggs.tif
for HCS.tif
Ctrl+S
Ctrl+Shift+S
L@ matrix.tif muscle.tif sural.tif
PR

v [ &EE |

MetaSeries Single/Multi—plane TIFF (% vl b=
MetaSeries Single/Multi—plane TIFF(*. t1f)
#EBh (1)

Streaming MetaSeries Format(*. smf

MetaMorph TIFF File Format(k. tif)

Metamorph Stack File Format(#. stk)
PEG File Format(*. jpz)

EMP File Format(*. bmp

Bio—Rad MRC500(*. pic)

Win View SPE(*. spe)

Wi |Transﬂuor_1.l 5_s2_w2. TIF

RIFZEEI(T):

Saving will lose information

The image format that you have selected is not
capable of saving all of the information associated
with this image.

ff you do not save this image as a TIFF file, the following
information will be lost:

Annotation Text
Spatial Calibration
Stage Position

Save as TIFF Save Anyway

RAKI RAII N
15 J9tif FTILIE =
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Paste... Ctrl+V - =]
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Graphics > Rename Image... Al
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P ‘rirc (25%) i‘ﬂ@ Process > Annotate Image... 2
Stack i Duplicate Image/Plane... Ctrl+D
Preferences... Duplicate Image/Plane with Zoom... Alt+Z
Configure Default Paths... Duplicate As Displayed

QMetaXpress
File Edit Regions Stack Acquire Devices Display frocess Log Measure Journal Screening Apps Mobile Window

EEHHBSESX| @ @ | Ey Adjug Digital Contrast... B
ROOBNVC R | @ % 4% Contflast Shortcuts >

S AV EB R DD Scale'Image...

Graphics > Calibration Bar...
Date/Timés.

Paint Region...

T *G11 G11 Green-201 (25%)
Intensity Profile...
Overlay Images...
Arrow...
Text...

Color Combine...

Color Separate...

Color Align... Gray Wedge...

Split View...

Deinterlace...

Rotate...

Show/Hide Image at Full Screen...

Set Image Zoom...

Stretch and Mirror...




0

5 — » O

Image: G11G11 Green-201 r
Label:  180um :

Bar size (um): [180

TP *G11 G11 Green-201 (25%)

Thickness (pixels): 78

Bar Orientation
(® Horizontal
O Vettical

Stamp Location
@ Image
(O Measurement Oveday  Fed

Color:

Bar border color: Color...

Fill interior area of bar Color...

Draw label onto image Color...

[[] Erase image behind label

Font.. | MS Sans Serif Regular 23
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Color Combine...
Color Separate...
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Deinterlace...
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Show/Hide Image at Full Screen...
Set Image Zoom...

Stretch and Mirror...
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Select Plate...| |Search...

HCT in MG CF60 20xPA 247-240-65_APSHAL-24GLJR2_8

Export Protocaol...

Print Table

Load Selected Images

Reset Image Displays

Navigate Selections |-« || e Clear Selection

Cellular Results... @ Close
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Live cel imaging 3 days-1_MD-CHINAPC_6
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Stes
[T Al Stes

ad

T ommoi0@ e

7£ Screening---Review plate

date E3THZEM movie RI% N e
?E Anabysis: | <Cel Sconing> =) [ Corfigure Seign.. |
Settings: | 141016-TEST gl v Edtist..] | Crosie Cusiom Modde |
Seting  Classfies cells 25 postive/negative usng 2 wavelengths. n
description:

Run on: Timelapse:

gmm g::mﬁ:w [[EHEE

@ Displayed site () Selected time point

Stack of all time points Run Analysis I

—

[#] Log into the database

Selections [In Green]

[Rssst Image Displays | [ Celular Feautis.. |
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Live cell imaging 3 days-1_MD-CHINAPC_6
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~] [ Configure Settings... ! .
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>
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