How to register a new plate type
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How to register a new plate type
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TEBBFUTFADTL— FEBRLET, e B

Objective and Camera- 10X Plar

N [N N — . Plate I%Wel\s(mm "I ‘Save Cortiguraion..
'ﬂ;{@ﬂ’;f@ 701/_ '\ 75\ b%vij_o #%thk L\i’-%/ﬁ\ e Number of Nulmbewf Well Wel gPlate

Sites to Visit- single site
shape. bottom bottom:

1. T9eWells (8x12)| L < & 384 Wells (16x24) | o= g&i;} ﬁ@“””?x”
ERIRLET, e — “7{09 = [oo =

O gﬁsa(un) [%O suamu:m fiﬁml
O pow_Js CEE

— N 2 .A S i Mt o ot
L —H—F I~\\7\7r Hh A& mjb ﬂiuxmo_ﬁ@—u\ 08 e T 2 L=
l¥ Autofocus X 7 X° Configure 7 (ZFR < T7 —H° S
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Summary 5>

2. BMTBTL— FOTEBHREZNZAASL ey e e @RS (B

review

Objective and Camera- 10K Plar 96 Wells (@12) ~ l Save Cenfiguration. l
i j’ Plate- 96 Wells (8x12)
° Sites to Visit_singlesite | Mumberct  Numberof Wel Wel Plte N
—_— st columns: shape: bottom: bottom:

S e o N R L ——" e ook ~|  |Rat Continuous
N L — —H — 7 B Autofocus o
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AN%5ET L7 Save Configuration =7 Y v & r@O e
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{ Edt Plate Bottom Settings . | Laser Autofocus Wizard

Save Protocal...* @ Close Summary >>

Plate Acquisition- Save Configuration >

3. Plate configuration name f(C 7L — FZ&Z AL

TSave 7 Uy o LET, Plate corfiguration name:
Coming CellBIND 96 3340

J&l/ﬂFlﬁ—?‘/\“/fX’G‘L;t\ A—H—= (%%)\:\Li | | Cancel

YRIETI U7 A=<y b BED .
ADDEBERTEMITALSICLTWET, ET L
ZDBWTL—EFHHY FT,

4. Save $5 &, Plate X7 DT L— bENEIHIN I s @Eelv A
£97,

Objective and Camera- 10X Pl
Plate- Corning CellBIND
Sites ta Visit- single site

Plate Coming CelBIND 36 3340 hd

{ Save Configuration... ¢

Wl Plate
e shape: bottom: bottom:

Acquisition & [ = Crde Fat Continuous

B Autofocus
Wavelengths Well Column
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Autofocus X 7 % 7 U v 7 L . Configure Laser
Settings =7 U v o7 L%1,
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ZANNLET, ANWTHEIETREDK 1 L —
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Z D StepSize DANEXFYL > X LT RTHT
LN F 97, Plate Acquisition Setup @ Objective and
Camera X 7 CHYL V> XZYNEHEZ BT X
AT7ATZHAL AL THEIYL v X £\ T
EHRNICEETEET,

Plate Bottom Exposure (& Z DTS5 L —H —H4 —
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>
Active Wavelength | TL ~ @ ﬂ' (o= V E
B Conligure || Snap Stanlve Foous Test T
Objective and Camera- 10X Plar || Laserbased Focusing
Plate- Corning CellBIND 96 3 ICmﬁgure Loser Setings |
Sites to Visit- single site
T — 5eus on plate and wel bottom -
I Autofocus Image based Focusing
——— ———————— Aigorithm:  Standard ~|  Binning: |2 s Custom exposure times
wiTL
Display E— Alow image-based focusing for recovery from laser based wel bottom failres
(D Configure Laser Autofocus Settings [f=-ll@ ]| e (@ Configure Laser Autofocus Settings =2 RIS
Autofocus Setings Autofocus Settings
= Somem v Plate Name: Coming CelBIND 96 3340
Mag setting: 10X Plan Apo Lambda Mag setting: 10X Plan Apo Lambda
7 SEESESTAECEIND 96 3340pt Settings fie:  C:\MXG\plates\Coming CelIBIND 96 3340.pl
Save Seftings || Load Seffings || Laser Autofocus Wizard Save Sefings || Load Sefings || Laser Autcfocus Wizard
Plete Bottom Seftings Plate Bottom Setings
Bottom thickness 100um | Edt Plate Botiom Bottam thickness 100um | Edt Pete Bottom
Boftom thickness mar variion  15um Botiom thickness max varision ~ 15um
Adiocent well max variction 50um Adiacent well max varafion 50um
Intra-well max variation 50um Intra-well max varigtion 50um
Plate max varition 642um Plate max variation 842um
Step Sizs Stzp Sze

[ oarse step (um) |0 5 IHne step um) |0 5

Coarse step um) 3 : Finestepum) 05 |3
o o

Attempt | Exposure (us) Attempt | Exposure [us]
. 1

Aitempt_|_Esposure fus] Attempl | Evposure (us]

2 2 2 2
3 3 3 3
Preview Pass Freview Pass

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

Nte: Set the Preview Pass exposure by selecting an
expasure tine above or Use “Ovenide expasure” below

Start 10036um [] Start from current postion Start 10088um [] Start from curent position
Range. 1414um [JOvemide range um) 5000 B Range: 1434um [] Ovenide range {um)
Step size: 0.000um [_]Overide step um) 10 < Step size: 3.000um [] Overide step (um) 10
Exposure: 0.000us [ ]Overide exposure us) 10 = Exposure: 0.000us []Ovenide exposure (us) 10
Preview Pass Preview Pass
Find Sample Autofocus Focus Snap Close: Find Sample Autofocus Focus Snap I Ciese I
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7L — F DEEDFE
7L — b DJEE L. Laser Autofocus Wizard R L TEBRO L — FEFEB L 9,
TL—bDOEDCDESDREIZ, FRT27L—FORENKELEDbOABRWVWRY, —ELIFTAIE+2TT,

R— . Active Wavelength | TL ~ 07 'ﬁ' [s}s] \/ E
7. Plate X 7IZ&R Y | Laser Autofocus Wizard = 7 U v

B Configure | | Snap Statlive Focus Test =
Coming CelBIND 96 3340 - Save Configuration
7 [/ i a o Number of el el Plate
columns shape bottom battom
122 Cicle  ~ Flst v Continuous

Display

.
Waeng: {OO Semeer [ Gy i
W1TL (6350 & OO 9000 |5

Row
fe)o uﬂsst(un] {%O spacing e
3000 |

aw 5 (un) demh (un)
O O 11200 10670

Edit Plate Bottom Setlings Laser Autofocus Wizard.

Settings have not been generated by the Laser Autofocus Wizard for this plate | lnore

Save Protocol...~ @ Close Symmary >>

8. Laser Autofocus Wizard ER L £, .
Next #7 Y v 2o LET,

@ @neirees

LAF Setup Wizard for Coming CellBIND 96 3340
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 acquistion.

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

Next you will be asked to load a plate containing sample in the wels for calculating

exposure times.
The opportunity to perform exposure measurements for multiple objectives will be
available:
<< Back Next>> Cancel
Plate Acquire LAF Setup Wizard X

9. Measure Bottom Variation (ZCH W T, AXD & 5 (C

Measure Bottom Variation

i Well selection

Well selection % Groups of wells, Corners and center T ]
Groups of wells [Comers and Center

IZ. Sitesper well % Multiple sites,5 (5% E L £9, PR oo

Selecting mare wells takes longer to finish mesaurement but provides more robust
autofocus settings, especially for plates with a large amourt of variation

Sites per wel
. lPerforming measurements on multiple sites/well is slower
. o NS . . @Muliple stes 9 5}l6 ¢t provides intra-well variation data, which may resutt in
Well selection D /XX — %> Group size. Sites per = ——— et stesone LAr :

well @?&Li ﬁ?_%)7 L— ki }/_l‘:\[//c\_hﬂpﬂ%z g 9 10 11 12

/
Lxd A OOOOOQQOOOOO
° = @@OOOCOOOO0O®
c OOOOOOOOO00O0
Next #7 v o LFET, SO CO00 | 0000V

+ @@OOO0COOO0®

Time estimate:  0:02:30

<< Back Next»> Cancel
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Next #7 U wv 27 LET,
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— BT

FL— FOEDEE DORE
DEEHNRKELEDLLBEWERY .
+2TY,
ICEHFINTWE T L—MIc LT, L= —
BAREOBERBEL DA% ERT 2551 Use
existing settings Z 7 V) v 7 L T Measure Bottom
Variation D X7 v 7% XAF¥ v 7L £, FIE 15 IC
EAET,

Open door/clamp 35 & U Close door Z7 U) v 7 L
TERBAL, AT Y7L — b EANE

T (BT L—bHHEREINET,)

TL—bFDEDEHRHL100um LT TH %35

Allow Extreme Variation (CF = v 7 % AL £ To

start #7 U v o L, 7L— b OEEDRE % BA

LXd,

MENTT TS ANOD XA T OTAERRIN
£9,

EREEZL CNext 27w LET,

Wizard =¥ 7T 3 23551L Cancel 27U v 7 L&
ER

WD DT 2 LHBEETRRSNTWLTH,
HFEBICE B TRRIN ST Successfully & 5%
LI NnTUONIZFICEEIIH Y £H A,
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Measure Bottom Variation

The following magnification setting will be used to measure plate battom variation

NOTE: battom variation

calculated by the setup wizard. It is recommended that new settings be calculated.

Press Use Existing Settings to use these settings

or

Press Next >>to measure new bottom variation settings.

10X Plan Apo Lambda

settings already exist for this plate. These settings were not

Use existing settings

<<Back || Nex>> | Cancel

Measure Bottom Variati

Load & DRY plate into the instrument.

Open door/clamp Close door

Select LAF step sizes
(®) Existing values

(O Calculated values
{based on objective MN.A)

[] Allow Extreme Viarition (Example: Thin bottom plastic plate)

(um)
fine step = 0.5, coarse step = 3.0)
fine step = 0.6. coarse step = 4.9)

<< Back Start>> Cancel

Plste Acquire LAF Setup

Wizard X

Measure Bottom Variation Summary

Well Depth

Measured Well Depth (um): 11065.0

Original Well Depth (ym}:

Plate bottom thickness
Typical thickness {um):
Plate bottom variation

Adjacent wells (pm):
Intra-well {um)

Plate maximum variation

11200.0

785.0 Varniation (+/-): 27.8
Minimum Maximum Average Std. Dev
16.1 502 310 18
31 1438 86 40
(um): 1042

All LAF searches succeeded!

Flate bottom measurements

(®) Save settings
() Discard settings

freplace existing measurements)
{keep existing measurements)

<< Back Next>> Cancel
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L—Y—F— 72— HXDL—F— A DREL

TL—bDEDESZAELIE. -7+ —DhZXBL—Y-—0BXEREZRELL £7,

INEHYL Y X ZEICEET DHENHY £,

L —H — D EXEME % &EI L. Laser Autofocus Wizard Z £ L TEEINICIT D AiE L. FEITITY> HENH Y
£9,

Laser Autofocus Wizard ZfEFA L T 7L — FDEDEI ZAIE L& L. TNIHEWCBBRENLZITI ERH T
ER

KEL Y AP —EOSEERL > XTI, Laser Autofocus Wizard IC & 2 BEIREILAEE L W &M Z W=, BE
BEAFIEEZFYy 7L RDYICp. 10 L—H—F— b7+ —HRREDFHRE (774 Fa—=v7)
DFIETHREEITVNET,

Laser Autofocus Wizard % {£F L 7- HEi&E L

P— . Active Wavelength | TL ~ 07 'ﬁ' [s}s] \/ ,E
13. Plate X 7IZ&® Y . Laser Autofocus Wizard = 77 U - B Gt [ | " S Sailve Foom Tl g
sLsT. e
/_\ ‘“‘—S BB [ E Dr: ~ Fat v Erms
TL—brDEDODEIDRERT> TWRWEG e 50 i
ﬁﬁ——ﬁ g“j@@@@
£, p.4a. 7L — FOEEDREDFIEIZHE>TT s |OO FF OO

L — FOEBEEEHL T AL, 08“3&&”1 [ 8:

Next &2 Uy LTy (¥ — REEDET, e

Settings have not been generated by the Laser Autofocus Wizard for this plate | lnore

Save Protocol...~ @ Close Symmary >>

m.%t%ﬁéﬂfméib—hﬁﬁtfb—ﬁ—
BAREOBBREDOAZERT 5HE .
T4 Y= FD& EP’C%/T\&‘W’LZ)E.@&/f
7 12H LT Use existing settings =7 U v 7 L T
Measure Bottom Variation D X 7 v 7% X ¥ v 7L

i __a_ %J]'E 15 & i __a_ Press Use Existing Settings to use these settings
.

Press Next >>to measure new bottom variation settings.

Measure Bottom Variation

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

NOTE: bottom variation settings already exist for this plate. These settings were not
calculated by the setup wizard. It is recommended that new settings be calculated.

<«<Back || Cancel
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15. TN T, Calculate Exposure Parameters & 3217 L %

16.

ER
Medium % Aqueous media ICZE L £,
NextxZz27 Vw2 LET,

Calculate Exposure Parameters (CHE W T, A D K

2 12 Well selection Z Groups of wells, Corners and

center |[Z. Sites per well Z Multiple sites, 3 (5%
LExd,

Well selection M /XX —>X> Group size. Sites per
well DT, BHFT 2L — MG L CEHERE
L£d,

BEROL Y XPKEL Y ZEFERT 2HEIE.
TL— bORICEET DV L TORENTTR
BN, T DN EEELTEHZHDT L TAE
ZITOLDICKRELET,

Next =7 w7 LXT,

Page 7 of 17

How to register a new plate type

Calculate Exposure Parameters

Select the medium that will be used when running this plate type. Then select the
magnification setting to use for calculating exposurs times

Medium
Refractive index:  1.33

1 setting for calculating exposures:
[10% Plan Apo Lamoda -]

Select LAF step sizes (um)
(®) Existing valuss fiine step = 0.5, coarse step = 3.0)
O Calculated valuss
{based on objective N.A)

fine step = 0.6, coarse step = 4.9)

Press Next >>to measure new exposure settings.

<< Back Next>> Cancel

Plate Acquire LAF Setup Wizard

Calculate Exposure Parameters
Well selection
O Al wells Selection pattem:
(®) Groups of wels Comers and Center ~

Group size (NxM): |2 5

Selecting more wells takes longer to finish mesaurement but provides more robust
autofocus settings, especially for plates with a large amount of variation.

Sites per well

2] Performing measurements on multiple sites/well is slower
(®) Multple stes IZ =| but provides intra-well variation data, which may result in
(O Single stte faster site4o-site LAF.

8 9 10 11 12

g
A..OOOOOOOO..

+ @@OOO0O0OO 00

Time estimate:  0:01:30
NOTE- due to the working distance of the selected objective, wells at the edge of the
plate have been excluded from this search to prevent collisions with the edge

<<Back || Next>> | Cancel
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17. Open door/clamp ¥ & U Close door 7 U v 7 L Cteiate Exponre Porancters x
F7zBE L. FIE 16 TIEE L7 2 )LHIK
BRTOHEZINTWE L —bE2XT—YICA
nEd,
ST
LAF search type &, 10 fZLL ELOXYL » X DiFE (e e
14 Plate and well bottom, 4 fELLF OFIH) L 20 © e et | Pt et i
32214 Plate bottom only %3237 L £ 9, O et ry ) 1y e e el
Start x 7 Uy 7 L A— b T7A—H ML —Y—
DEXFHEORELZHBL £,
o [ -
e e A Setop Wi x

18. AIEATT I 5L, AHOXA T ATHRRIN T R —

Exposure variation

Minimum Maximum  Average Std. Dev
i —g— Plate bottom exposure (us): 8.0 100 84 07
Well battom exposure fus): 200 200 w7 451
LAF search step sizes (um)
Fine step = 0.5 Coarse step = 3.0
%j: % % EE L/ i _a— Plate bottom exposures (us) Well bottom expasures (us)
[Z1W st pass- 80 Tst pass- 200

2nd pass- 50 2nd pass- 60.0

WEDDDY T LHEEBRRTHS < DHERH S il o 01
BbY EHA, §§
20 EUEDOIHL > X2EWTEL DT 2L

KBERRICHEZGE, BEROFRENE > TLA (1]
WATBEMED ® W T, AL TR,

All LAF searches succeeded!

oL > X F 5 Calculate Exposure
Parameters % %751*3?‘ %5 a4 Save settings and

Save settings and exit wizard

Save settings and measure with another objective

measure with another objective =7 ') v 7 L TF —

B 15 SR Y. BADNML Y REER L TR T
ZHR)RLEY,

TARTOXIYL > XIZH W T Caleulate Exposure

Parameters % &7 L 72355 |4 Save settings and exit

wizard Z 7 U v 2 L T Laser Autofocus Wizard % &

TLET,
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19. F— b7 —HZAEENMFENT 2 T & 2 HER
£9,
Autofocus % 7 @ Configure Laser Settings %= 7 | v
7LET,
FEOV b OKBERY Y T A>TWE T x
W) 2E7Y Y 7 TERIRLET,
XATATETIZHS Find Sample 7 U v 7 L
£9,
L= —F— b7+ —DXHNEEICHEEL TV
LI Focus found & X vt —IUARREI N, BEIR o e
BENThNET, 7
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L—H—F— b7+ —HRABREDFHRTE (774 Fa—=v%)
Kzl vy XP—EOEEERL » X TlE. Laser Autofocus Wizard I & 5 BEIRBILAEH L W2 LA Z W=, BF)
FECFIEZZXF Y 7L, FBHTORBECZTVETD,
%ﬁ%&@7v—#?#—b7¢—bzﬁébtm-ému<<mot%é CZOFIRICES>TA= M7 H —
BREEHRT DL THET A ENTEET,

R () Plate Acquisition Setup - Objective and Camera (E=SEch ~=
20. Objectiveand Camera X 7%= 7 Y v o7 L£7, ot T ISR

Magnification T EZ 1T O XL > X & FIRL - e
9,

Lehi click to toggie a well on/off._ Right-click 1o move the stage (o that wel

)11

review

Mogescaion: ([ 10% Pon g L g |
Camera binring Calbration tbinned): 13528 13528 um

R

W2 FITC
W3 Gy5
Z Series- 8 planes
Display

e @ T | [

21, Autofocus 5757 v 7 LET T N

iIililililllilililll Well: BOZ Configure

0000000000
000000000

Well to well autofocus % Focus on Plate and well /]
bottom IZEXE L £, ﬂ:
Configure Laser Settings =7 ) v 7 L £ 9, <@

Lefi-cick to loggle a wellon/ofl._ Rightdick 1o

Active Wavelengn  [TL | ---- .

Configure | Run | review
Objective and Camera- 20XPh1 | aserbiased Focusing
Plate- CIBIND 96 334 ||| Corfigure Laser Settings.

single site
Welto wel autofocus | Focus on plate and well bottom M |

l Autofocus | | Image-based Focusing
avelengths

vethe stage tothat wel

Algorithm: | Standard ~|  Bining: Custom exposure times

Allow image-based focusing for recovery from laserbased well bottom failures

Intial well forfinding sample [Fys; el acquired "Bl =
Number of wellsto attempt initial find sample:

View Focusing Details.

s |

@
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22. Configure Laser Autofocus Settings X A 77 0 7 A%k

23.

24.

REINET,

EEDOY b OKBERY Y T A>TWE Y x
W) #HEIU Y TRERIRLET,

XA T7ATETIZHS Find Sample =7 1) v 7 L
£,
L—H—F— b7+ —HXAEBITHEREL TUW
1L Focus found! & X v — Y HAERRE N, B
BREIMThNET,

AN D & 512, Focus Found! & IR & 71, BIREUS
NERICITHONZ D THNITHABOKLEILH )
FHA,

OK %# 7 ') v & L . Configure Laser Autofocus Settings
LA TAY% Close TAALU CFIEZHKRT LT
Sy,

AR D &L S IZ. Focus NOT Found! & RS 7zl |
XA TRATDTFEDT [Exposuretimefor ~ was
overexpressed| & FRIN7-HE(IZ. mBILT B
MENPBHY X9, ROFIRICHEARET,

How to register a new plate type

Autofocus Settngs
Pl Name: - Coming CelBIND % 3340

Mag sting: 20 P S Flan Fluor ELWD ADM
Setingsfie:  C:\MX6\plates\Coming CeIBIND % 33405t

Seve Setinge

Sep
Coars

cdepbm) I |5 Fresepm) [05
Pte Batom Bxposure el Botom Exposure

Aot Erpoue ().
1

ERRET]
ERmELL

Prtocol " |Fle: HTSTrpSiteHTS S

ek 802 Confgre
1|2]3|a|s|e|7|a]|o|w0|1]2

Load Protocol. et Pte

Load Setngs || Laser Ascfocus Vizard

295um | Edh Plte Boton.

B
- I00

28k

@' o v B

Siep Sartlve Focus Test

Peven
R 4072 Clovendermgn i) 5000
Sepsze:  3000um [JOvenide stop m) i
Exposure: 2000us [JOvenide exposure fus) 10
e
'mdswv\:. Asecn | [ FonaSo | | Come
g 575yt et soquted =l
b westo et et sonle [5 15
e Focuang Dt
et @ o= =
Plate Acquisition s
Focus found!
! Final focus position: 10424.3 um
Elapsed time: 2.0 secs
Laser Autofocus Results:
Fine z-position: 104240
Focus score: 19.4
Exposure time for plate bottom search: 8.0 usecs
Exposure time for well bottom search: 20.0 usecs
Plate Acquisition X
Focus NOT found!
! Elapsed time: 15.7 secs
Laser Autofocus Results:
Flate bottom search failed!
Total number of jogs attempted for failed searches: 4
Plate Acquisition *
Focus found!
! Final focus position: 10425.5 um
Elapsed time: 19.1 secs
Laser Autofocus Results:
Fine z-position: 10425.2
Focus score: 118.3
Exposure time for plate bottom search: 40.0 usecs
was overexposed and exposure time reduced
Exposure time for well bottom search: 600.0 usecs
was overexposed and exposure time reduced
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(D Configure Laser Autofocus Settings [Modified] EI =] 23

25. Configure Laser Autofocus Settings %X 1 7 0 7 (R Autcfocus Seftngs

Plate Mame: Coming CellBIND 96 3340
U i a‘ o Mag setting: 10X Plan Apo Lambda
Settings file: C:\MXE'plates'Coming CellBIND 36 3340 pit

Save Settings” Load Settings Laser Autofocus Wizard...
. Plate Bottom Settings
¥ 9. Plate Bottom Exposure Attempt 1 ? Exposure Bottom thickness 785um | Edt Plate Bottom...
Bottom thickness max variation 35um
WE2 Uy 7ICEY AL TA R LTHD Preview S
Intra-well max variation 22um
. S = — Plat iati 314,
Pass =7 ') v 7 L. Preview Pass 7' 7 7 Z &R & N e:a”a” . -
ep Size
‘t}_- i -a— Coarse step {um) (3 = Fine step {um) (0.5 =
o
Plate Bottom Exposure Well Bottom Exposure
Attempt | Exoozure (uz] Attermpt | Exposure [ug]
L 1 | E— 1 [Boo
W< DA DY 1 LT Brightest Pixel (FRe2) D75 2o 2
TORREHER L, E—7 DRI HERETE S
Freview Pass

Exposure BRI ZH#EE L £ 9, #BF. Plate Bottom

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

Exposure Li 5 - 30 |.lS T\—i_éj\ 6: to - 7 7& EE E?E\T\\ % Start 9320um [] Start from cument position

N Range: 1566um [ ] Ovemide range (um) 1000 o
%) Li —a_ T\ —a_o Step size: 3.000um []Ovemide step fum) 10 =
tO__ 7 ﬁ{ 2 Kfﬁ,ﬂfc i);_é Li\ Plate Bottom T\ LiE Exposure: 3.000us []Ovemde exposure fus) 10 =

Preview Pass
DE=J7ITEE LTIV,
Find Sample Autofocus Focus Snap Close®
kS > = | a =) 5] 3

E— 7 DA HEFE TE7- 5. Preview Pass T

E— 7 Oz /R LA H 5. Plate Bottom
Exposure Attempt 1 DIEZ D L DL L.
Brightest Pixel (RE2D 7 7 7) O E— 2 H'60-100
BELRDLIICLET,

9711.4 1010

Z Position
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@ Configure Laser Autofocus Settings [Modified] EI = || 2

26. [EBKIC. Plate Bottom Exposure Attempt 2 ¥ & O Auifocus Settings
Plate Mame: Coming CellBIND 96 3340
- Mag setting: 10X Plan Apo Lambda
Plate BOttom Exposure Attempt 3 U) Exposure 4(% (I; Settings file:  C:\MXE'plates'Coming CellBIND 96 3340 pit
2 LY T . 7 IJ v 7 C: J: U N\ /r 3 /r [\ [/ T 75\ l\o Save Settings” Load Settings Laser Autofocus Wizard. ..
Plate Bottom Settings
Preview Pass =7 1) v 27 L T Preview Pass 7 7 7 e Rl = EC
Bottom thickness max variation 35um
— Adjacent well max variation Bdum
% i'%ﬂ—\ é ‘d— i TO Intra-well max variation 22um
Plate max variation 31dum
Step Size
W< DA DY LT Brightest Pixel (&) D57 Conetmim) [ Fretmwim 15
. _ s Plate Bottom Exposure Well Bottom Exposure
7 0) ﬁjlqu % E&‘ E’ZL:,{ N /57\ 0) %'f}‘? T\ t - 7 b\ﬁjﬁk T\ g Atternpt | Exposure [us] Attermpt | Exposure [ug]
1 2000 1 E0.00
5 (= N N 2 [j7.000 2 |e0o0
% & 212, Plate Bottom Exposure Attempt2 5 L T 2 2w

Plate Bottom Exposure Attempt 3 D Exposure {E %
_ Preview Pass
BELET,

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

S — ° N Start 9320um || Start from cument position
i Brlghtest PiXE| (iﬁé 0) 7 7 7) 0) t - 7 75\\ Range: 1566um [ Overmide range (um) 1000 =
Step size: 3.000um []Ovemide step fum) 10 =
Attempt 2 T3 100 — 200, Attempt 3 TlE 225 B%w MMDWWJ;MW: :

% E K\_ %) %%E o Preview Pass

Find Sample Autofocus Focus Snap Close”
e Attempt 2 @ Exposure time (X Attempt 1 D 2
o || B £2
5. Attempt 3 (I Attempt 1 D 3 — 4 (ZF2E D =
. o root mean square
BENEZ, :

e Well Bottom Exposure (& Plate Bottom Exposure
FVBHBREREICAY T WV, A, FHFIC
£ o TIFFERT %,

Z Position

Eflor—2n7L— bR kL (ZPosition=9653). &
BloE—2o A Y LR b L (R 10425) Z5rd, L7-
NoT. 7L—FDEEIZH 770 ym TH 3 LHETE S
N3,

2 KROE—UNW T 7 7OHRREICHEWVIGZEIF, L —
P—F— b 743 —HRODXF v VHEEIATNTLS
DT, 7ILDFERE (Well Depth) DEZEFAET 5,
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How to register a new plate type

@ Configure Laser Autofocus Settings [Modified] EI =] 2=

Autofocus Settings
Plate Mame: Coming CellBIND 96 3340

Exposure 1% 7 U v Z1CEUNA T4 b LTH et 10¢ i s Lo

Seftings file: C:\MXE'plates\Coming CellBIND 96 3340 plt

27. #t L T, Well Bottom Exposure Attempt 1 O

'\O Preview Pass 7& 7 U vy 7 L\ PreVieW PaSS 7‘\3 7 Save Settings® Load Settings Laser Autofocus Wizard. ..
Plate Bottom Settings
% i‘%ﬂ__\ é _d— i g_o Bottom thickness 785um | Edit Plate Bottom...
Bottom thickness max variation 35um
Adjacent well max variation E4um
Intra-well max variation 22um
S — Plat: it 314,
W< DA DT = JLT Brightest Pixel (FR€8) D . esmamn . .
ep Size
7 0) ﬂz ‘,iji 7& EE Eyg L l:° — 7 0) ﬂzﬁ bfﬁﬁ E?;L? T\\ g %) Coarse step um) |3 = Fine step um) |05 =
1% N 1%
:l: . Plate Bottom Exposure Well Bottom Exposure
EXpOSU re HT_T FlEﬁ 7& ?&A—E L/ i —a—o Atternpt | Exposure [us) Atternpt L Esnosure (sl
N N 1 |3000 1
B, Well Bottom O E'— 7 AR T 2354, — 2 2o

713 2 A& H &4 F 9, Well Bottom TldHD £ —
7L:5EE [/T<f£é L\o Preview Pass

Mote: Set the Preview Pass exposure by selecting an
exposure time above or uge "Overide exposure” below

EOE—I0AYFL—a3vIELTWTHR

Start 9320um [] Start from cument position
o % U i _d— /V Range: 1866um [] Ovemide range (um) 1 00 =
= ) Step size: 3.000um [] Ovenide step fum) 10 B
Exposure: 60.00us []Ovemide exposure fus) 10 =
| Preview Pass |
E— 7 DA HEF TE /-5, Preview Pass T
Find Sample Autofocus Focus Snap Cloge”
E—27 D %ZHE L&A 5. Well Bottom :
0 o [@ ][ =
Exposure Attempt 1 OHE%Z D L3 DIE® L.

Brightest Pixel (FRE2D 7 Z 7) O E— 2 H'60-100
BELLRDEIICLET,

1010
Z Position
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28. [A%EkIC. Well Bottom Exposure Attempt 2 £ & O

Well Bottom Exposure Attempt 3 @ Exposure 1#(C
2WT, 72U 7ICkYUnaAZ4bLTH D
Preview Pass =7 Y v 2 L T Preview Pass 7' 7 7
ZRRSEETS,

W< DA DT = LT Brightest Pixel (FR€e) D75
TORREER L. ROZHETE—IAKTE
% &£ 512, Well Bottom Exposure Attempt 2 5 X O}

Well Bottom Exposure Attempt 3 O Exposure &%
HELET,

e Brightest Pixel (RED T 7 7) ODE—7H,
Attempt 2 TIl& 100 — 200, Attempt 3 Tld 225
HRBADHIEE,

e Attempt 2 @ Exposure time (& Attempt 1 @D 2
&, Attempt 3 |$ Attempt 1 D 3 — 4 ZFZED
(ERNEE

e Well Bottom Exposure (& Plate Bottom Exposure
LY HERERBEICHRYXRT L, A FHFIC
&> TUILHEERT 5,

29. =% IC FindSample 27 ) v 7 L CTL —H—F—

30.

b7 —AZADNEBICHEET S L 2HERLE
T, MED R ITNIL Focus found! & X v £ —T A
KRN, BREEDMTHONET,
SaveSettings = 7 U v 7 L TIREZRTF L. Close
OV LTRATRTZEHALET,

UEogFe., AT WYL IZNZENICD
WTHEYIRLITWET,
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(D Configure Laser Autofocus Settings [Modified] EI =] 23

Autofocus Settings

Plate Mame: Coming CellBIND 56 3340

Mag setting: 10X Plan Apo Lambda

Settings file: C:\MXE'plates'Coming CellBIND 36 3340 pit

Save Seftings” Load Settings Laser Autofocus Wizard...
Plate Bottom Settings
Bottom thickness 785um | Edit Plate Bottom...
Bottom thickness max variation 35um
Adjacent well max varation 64um
Intra-well max variation 22um
Plate max variation 314um
Step Size
Coaree step fum) |3 = Fine gtep {um) (0.5 =
Plate Bottom Exposure Well Bottom Exposure
Attempt | Exposure [us] Attermpt | Exposure [us]
1 3000 1 BOLA0
2 7000 2 100.0
] 16.00 3

Freview Pass

Mote: Set the Preview Pass exposure by selecting an
exposure time above or use "Overide exposure" below

Start 9320um [ ] Start from cument position
Range: 1566um [] Ovemde range (um) 1000
Step size: 3.000um []Ovemide step fum) 10
Exposure: 1800us []Ovemide exposure fus) 10
Preview Pass
Find Sample Autofocus Focus Snap Close®
o || =

a0

10103.2 10495.0 10

Z Position

type
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References

KR1L—YV—F—b7+—HREERTyTHL4X

Objective Mag and Type Phase Contrast NA  Working Distance (mm) LAF coarse step size (um) LAF fine step size (um)
1x 1x Plan Achromat ' 6500-0119 no 0.04 3.2 25 25
2x 2x Plan Apo 1-6300-0451 no 0.1 8.5 25 10
4x 4x S Fluor 1-6300-0189 no 0.2 155 15 3
4x 4x Plan Apo 1-6300-0121 no 0.2 15.7 15 3
4x 4x Plan Fluor DL 1-6300-0292 Yes, PhL 0.13 16.2 25 5
10x 10x Plan Fluor 1-6300-0190 no 0.3 16 5 1
10x 10x S Fluor 1-6300-0122 no 0.5 1.2 2 0.3
10x 10x Plan Apo 6500-0120 no 0.45 4 3 0.5
10x 10x Plan Fluor DLL 1-6300-0294 Yes, Phl 0.3 16 5 1
10x 10x Plan Fluor DL 1-6300-0293 Yes, Phl 0.3 15.2 5 1
20x 20x Super Plan Fluor ELWD cc 0-2 mm 6500-0108 no 0.45 81-70 3 0.5
20x 20x S Fluor 1-6300-0411 no 0.75 1 1.2 0.2
20x 20x Plan Apo 1-6300-0196 no 0.75 1 1.2 0.2
20x 20x Plan Fluor DLL 1-6300-0295 Yes, Phl 0.5 21 3 0.5
20x 20x Super Plan Fluor ELWD ADM cc 0-2 mm 6500-0111 Yes, Phl 0.45 81-70 3 0.5
20x 20x Water Apo LambdaS LWD WI 5075816 no 0.95 0.95 0.8 0.3
40x 40x Super Plan Fluor ELWD cc 0-2 mm 6500-0109 no 0.6 3.7-27 15 0.3
40x 40x Plan Apo Lambda cc 0.11-0.23 mm 1-6300-0412 no 0.95 0.16 - 0.25 0.6 0.1
40x 40x S Fluor cc 0.11-0.23 mm 1-6300-0197 no 0.9 0.3 0.6 0.1
40x 40X Water Apo LambdaS LWD WI 5075817 no 1.15 0.59 0.5 0.1
40x 40x Plan Fluor Oil 2 1-6300-0416 no 1.3 0.2 0.5 0.1
40x 40x Plan Fluor DLL 1-6300-0297 Yes, Ph2 0.75 0.72 1.2 0.2
40x 40x Super Plan Fluor ELWD ADM cc 0-2 mm 6500-0112 Yes, Ph2 0.6 3.7-27 15 0.3
60x Super Plan Fluor ELWD cc 0.1-1.3 mm 6500-0110 no 0.7 1.8 - 2.62 1.2 0.2
60x Plan Apo Lambda cc 0.11-0.23 mm 5038915 no 0.95 0.11-0.21 0.6 0.1
60x Plan Fluor 1-6300-0414 no 0.85 0.3 0.6 0.1
60X Water Plan Apo VC XA WI 5075818 no 12 0.28 0.5 0.1
60x Plan Apo Oil ? 1-6300-0417 no 14 0.21 0.5 0.1
60x Plan Fluor ELWD ADL cc 0.1-1.3 mm 6500-0113 Yes, Ph2 0.7 1.8 - 2.62 1.2 0.2
100x 100X CFI L PLAN EPI cc 0-0.7 mm 1-6300-0419 no 0.85 1.2-0.85 0.6 0.1
100x 100x Plan Fluor Oil 2 1-6300-0418 no 13 0.2 0.5 0.1

https://support.moleculardevices.com/s/article/ImageXpress-and-MetaXpress-Working-distances-and-recommended-LAF-

step-sizes-for-different-objectives
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