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Instrument

Nikon Eclipse Ti2 inverted microscc

Obj gr Obj A Lig ce
WF? 20x 0.75 NA
LED
WF? 10x 0.45 NA

Dye

Hoechst

FITC -Alexa488 - GFP
TRITC - Cy3 - RFP
Cy5

Excitation
Laser Line
(nm)
395/25
470/24
555/25
640/30

Emission
Filter
(center/band
nm)

460/25
535/20
620/30
670/25

Binning

Comment

Well name as prefix

Objective type as suffix

No suffix — 20x/0.75 NA objective (9 images per well)
“10X” suffix — 10x/0.45 NA objective (1 image per well)
Single z plane



ImageXpress
Micro Confocal
(IXM-Confocal)

Nikon 20x

0.75 NA Plan Apo
Lambda (Part No.
1-6300-0295)

Laser

Organelle or

Laser

Dichroic

Dye s:rlLl:llgLenl Excitation Filter Filter v time indo | Gain Binning
y Penta Band:
’l‘)"""T’gc‘;eé% Mitochondria 640 nm 405/470/555/6 669 - 693 nm 40 ms !
eep Re 40/730 nm Sl_r:gle plane,
wil
Phalloidin " launcher, with 9
Alexa Fluor 569 Actin 577nm 593 nm 604-644nm |50 ms sites/well took 3.2
Wheat-germ Penta Band: hrs to image the
agglutinin Alexa  Golgi 555 nm 405/470/555/6 7956105 45 g entire plate--
Fluor 555 40730nm "M IConthﬂa' )
launcher: using
SYTO 14 Nucleoli 520 nm 532 nm 542-582nm 3 ms dual micro-lens
RNA 521/547 spinning disk
. . Penta Band: confocal launcher
iglcaagﬁj‘g'g‘ag Egﬂgs;s;”"c 470 nm 405/470/555/6 506 — 534 nm 6 ms to even
40/730 nm fluorescence
Penta Band: background
Hoechst 33342 Nuclei 405 nm 405/470/555/6 42954745 30 g
40730nm "™
MitoTracks Penta Band:
Do Rod 633 Mitochondria 640 nm 405/470/555/6 669 - 693 nm 5 ms
eep Ref 40/730 nm
Phalloidin Actin 577 nm 593 nm 604-644nm 30ms
Alexa Fluor 569
Wheat-germ Penta Band: Single plane,
agglutininAlexa  Golgi 565 nm 405/470/555/6 37956105 4 g without confocal
Fluor 555 40/730 nm launcher, with 9 1 (1.1elcnt)  1x1
SYTO 14 " sites/well took 3.2
RNA 521/547 Nucleoli 520 nm 532 nm 542 -582nm 3 ms hrs to image the
. . Penta Band: entire plate
Concanavalip & ENAOPAsmic 470 nm 405/470/555/6 506 — 534 nm 3 ms
lexa Fluor eticulum 40/730 nm
Penta Band:
Hoechst 33342 Nuclei 405 nm 405/470/555/6 295 = 4745 7 g
40730 nm "™
Penta Band:
Hoechst 33342 Nuclei 405 nm 405/470/555/6 4295 =445 430 ms
40/730nm "M
MitoTracks Penta Band:
Deso Red 633 Mitochondria 640 nm 405/470/555/6 669 - 693 nm 100 ms
eep Re 40/730 nm
: Single plane (60
Phalloidin " - p
Alexa Fluor 569 Actin 577 nm 593 nm 604 - 644 nm 500 ms um p!nhole), with
Wheat-germ Penta Band: took 1hr to i
agglutinin Alexa  Golgi 565 nm 405/470/555/6 5795~ 6105 490 mg the entire plato
Fluor 555 40730nm "M
SYTO 14 v
RNA 521/547 Nucleoli 520 nm 532 nm 542 -582nm 150 ms
c lin A Endopl . Penta Band:
oncanavalin ndoplasmic 476 nm 405/470/555/6 506 — 534 nm 150 ms
Alexa Fluor 488 Reticulum

40/730 nm

Camera

26 MP PCO.
SDK



Power [%] Exp-Time [ms] Power [%] Exp-Time [ms]

Objecti ificati Objecti i Objecti A Imaging Mode Channel Dye Excitation(nm) Emission(nm) (BIN2) (BIN2) (BIN1) (BIN1)

DNA Hoechst 375 435-480 50 60 100 80

ER Concanavalin A 488 500-530* 30 60 80 60

Confocal RNA SYTO 14 488 515-550* 20 60 80 60

AGP WGA-Phalloidin 561 570-630 60 60 100 60

Opera Phenix Plus 20 Water ] Mito Mitotracker DR 640 650-760 20 60 80 60
DNA Hoechst 375 435-480 20 20 50 20

ER Concanavalin A 488 500-530 15 15 40 15

WideField  RNA SYTO 14 488 570-630 20 20 50 20

AGP WGA-Phalloidin 561 570-630 50 20 90 20

Mito Mitotracker DR 640 650-760 15 15 50 15



ObjectiveMagr Objectivelmme ObjectiveNA LightSource Laser Power ExposureTime Channel Excitation Emissions Binning Pixel size

20% 200 ms Ch1 Excitation 405 nm Emission 447/60
20% 200 ms Ch2 Excitation 488 nm Emission 525/50
20X Dry 0.75 Laser 20% 200 ms Ch3 Excitation 488 nm Emission 617/73 1x1 0.325
30% 300 ms Ch4 Excitation 561nm Emission 617/73
20% 300 ms Chs Excitation 640 nm Emission 708/75
20% 300 ms Ch1 Excitation 405 nm Emission 447/60
20% 300 ms Ch2 Excitation 488 nm Emission 525/50
40X Dry 0.95 Laser 25% 300ms  Ch3 Excitation 488 nm ~ Emission 617/73 1x1 0.1625
40% 400 ms Ch4 Excitation 561nm Emission 617/73

25% 300 ms Chs Excitation 640 nm Emission 708/75



Excitation Laser Line

Emission Filter

Instrument Objecti gnit Objectiy Objecti Li p eTime Laser Power Channel Dye (nm) (center/band nm) Binning
80% Ch1 Hoechst 405 445/45
30% Ch2 ConA 488 525/50
Yokogawa CV8000 20X Water 1 Laser 100 ms 60% Ch3 Pha/WGA 561 600/37 1x1
80%  Ch4 Mitotracker 640 Zg:;il(;;ge/ze for
30% Chs Syto14 488 600/37

Optical Configuration: Three step acquisition - 2-channel acquisition of (ConA, Pha-WGA), (Mitotracker & Syto14), and (Hoechst) alone.

Single fluorescent planes in optimal focal plane

Not Complete?

Pinhole

50um



Microscope Channel Excitation (nm) Emission (nm)
Nuclei 405 452/22.5 429.5
ER 470 520/14 506
Molecular Devices - RNA 520 562/20 542
ImageXpress Micro Confocal Golgi 555 595/15.5 579.5
Actin 577 624/20 604
Mitochondria 640 681/12 669
DNA 375 457.5/22.5
ER 488 515/15 435
Opera Phenix Plus - Confocal RNA 488 532.5/17.5 500
AGP 561 600/30 515
Mito 640 705/55 570
DNA 375 457.5/22.5 650
ER 488 515/15
Opera Phenix Plus - Widefield RNA 488 600/30 435
AGP 561 600/30 500
Mito 640 705/55 570
DNA 405 447/60 570
ER 488 525/50 650
Yokogawa Japan RNA 488 617/73
AGP 561 617/73
Mito 640 708/75
DNA 405 445/45
ER 488 525/50
YYokogawa US WGA 561 600/37
Mito 640 708/75 (or 676/29 for some plates)
RNA 488 600/37
DNA 395/25 460/25
Nikon ER 470/24 535/20
RNA/AGP 555/25 620/30
Mito 640/30 670/25

474.5
534
582

610.5
644
693

480
530
550
630
760

480
530
630
630
760

452 |
520
562
595
624

457.5
515
5325
600
705

4575
515
600
600
705

225

20
155
20

225
15
17.5

452/22.5
520/14
562/20
595/15.5
624/20
681/12

457.5/22.5
515/15
532.5/17.5
600/30
705/55

457.5/22.5
515/15
600/30
600/30
705/55



