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Creating a New Multi-well Plate Template
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Chapter Purpose

The purpose of this chapter is to guide the user in creating and
configuring new multi-well plate templates. This process
iIncludes entering and testing the plate dimensions.

This chapter will not cover running the Laser Autofocus Wizard
and troubleshooting laser autofocus failures. Refer to
corresponding chapters for details on these procedures.
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For research use only. Not for use in diagnostic procedures.



Creating a New Multi-Well Plate Template

1. In the Plate Acquisition Setup
dialog
« Select the Plate tab

i. Select a Plate Name in the drop down
menu that is similar to your plate (i.e.

Exp:iment— S:r;ple Ul:SX Plate name: | Greiner 36-Well plastic LI Save Corfiguration... | p I ate type I m a n Ufa Ctu re r’ Wel I fo rmat)
ames and Description . y
Objective and Camera- 10X Plan | “ Enter the manUfaCtU rer S plate

Plate- Greiner 96-Well plastic
Wells to Visit- 2 of 96
Sites to Visit- single site

dimensions into each of the boxes
iii. Click on the Save Configuration
button
iv.In Save Configuration window,
change the plate name, ideally
including brand, well format and part
number, then click Save

Timelapse- 10 time point(s)
Fluidics
Acquisition Loop

Autofocus
W1 DAPI
W2 FITC

Journals- 0 selected

Display Settings

Post Acquisition

Summary

Plate Acquisition- Save Configuration ,m

Save Settings. .. Summary ... - Ereviousl} HNext | Close |

Plate corfiguration name:
Coming 36-well PN 2coo0
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Running the Laser Autofocus Wizard

Ohiecth od o) O Dlay
|l Plate- 96 Wells (8x12)
Acquisition
Autofocus
‘Wavelengths

WL FITC
W2 FITC
Display

2.

Refer to chapter Running the Laser

Autofocus Wizard for New Multi-

Well Plates for details

 |If Laser Autofocus settings have
never been configured for the
plate, a red box should appear on
the Plate tab

 |If Laser Autofocus settings have
not been configured for objective
chosen, a red box should appear
on the Autofocus tab

*NOTE* Laser Autofocus settings are copied from
the original template to the new template; Molecular
Devices recommends to always run Laser
Autofocus Wizard on new templates.

*NOTE* The behavior may be different in older
versions of software. In older versions, Laser
Autofocus settings were not copied to the new plate

file, and no red warning was shown. #QIMOLECULAR
L 2D EVICES
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Maklng Sure Plate Dimensions are Correct

Magmﬁcauon' 10X Plan Fluor

After LAF settings have been created, it

Camera binning: 1 Calbration (binned): 130 1.30um

= may be necessary to check that the
plate dimensions are correct on the
e Plate tab. Molecular Devices

recommends to have a plate with
sample in the 4 corners of the plate,
however, not necessary.

Site Ia:rout nwell Spacing fum):

Columns: 0 H Image size: 70Z.00x 702.00 pm

—4| T Ccust Tradofmewrgyx_ B H ] ]
P S | At 1. On the Objective and Camera tab:
Total Sites: . 25

« Select the 10x objective
« Set Camera Binning to 1

| Tiestes || Fitstestowel |

2. On the Sites to Visit tab:
« Select Fixed Number of Sites
« Set Columns and Rows so that the
total number of sites cover the entire
(2 well. Typically four (2 X 2) sites for
384-well and twenty-five (5 X 5) for
96-well plates at 10X.
¢ Set SRaC|ng to0

For research use only. Not for use in diagnostic procedu
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T
Making Sure Plate Dlmen3|ons are Correct

3. On the Wells to Visit tab, right-click on o —
well A1 to move to that well. It should be e HE e
. . . “Plate- 384 Wells (16:24) 3 0 o o
highlighted in black. B N sl
4. On the Sites to Visit tab, right-click on site Srreeie Sl 1 = 11 1 e
. Autofocus %Illllllllllll DEEEEEEEE
1 to move to that site. It should turn dark o B I R R I
Diplysetings | [N EAEAAEEEEEAAAAAEIEEEEEE
green e e e
5 On Plate A isiti Set to the W1 s NN N S HH S A SR
- n Flate Acquisition setup, go 1o the T o
50 0 o o
tab: 01 S S T
Left-click to toggle a well on/off. Right-click to move the stage to that well.
- If there is sample on the plate, verify that — B
the appropriate filter set is selected from e
the lllumination setting drop-down menu. W i
Otherwise, select DAPI e
« Click Test Settings to focus and snap an e —
image . —
* Adjust the Exposure and Post-laser e Qered
offset as nee.d.ed S0 that .the borders of e
the well are visible in the image.
Exposure @
llumination setting: | DAPI v (oo pot ] [ g ]
Exposure ms): 2 S Target maxintensty: 45000 %
Autofocus options
o)

[Laserwith zoffset ~ ~| 10 3

DizneStagel abek ADL : Site 1 ; PlaneZBositic
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T
Making Sure Plate Dimensions are Correct

 “Plate Acquisition and Control ugﬁ
Plate Navigation Acquisition Control
R z [ LoadSettings.. | [ Summay.. |
E]%E] % L S?;i?::&“ ][ Setwp.. |
Wel AQ1 2000 5xpetimenlName ) |
) A1 | Stepsie: A ,ﬁ%"—g
6. Go to Screening > Plate Cow )| (e Comen)Come
" mgm [ EiectPlste | [ Auwoocus | [ Preview | [ AcquiePlate |
Acquisition and Control
@ [ Resetix | [ cose ]

B “CopyofDAPI0%) [ | 53| || B “Copyofbapt2 o) [S & |8

7. Click on the Show Live button

8. Move to each of the corner sites
of the well (right click in site
map) and verify that you can see
the well edges

9. For example, in the images to
the right, we see that the well A1
of this 384-well plate is shifted
down and to the right

'R ;
m 7 PlaneStagel abel: A01 : Site 3 ¢ PlaneZPositio
L]
l
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T
Making Sure Plate Dimensions are Correct

8. If the wells are shifted right or left, the Column offset needs to be
adjusted on the Plate tab

* Increase this number to shift the well
left, Decrease this number to shift the
well to the right

* Adjust the number and click the Save
Configuration button

* Right-click on any other well in the
plate and right-click again on A1 for
the settings to take affect & — S

 Repeat the above steps until the well S | i
appears to be centered

* You can use the Line region tool to
measure distances

« Begin by drawing a line from the
image edge to the nearest well border.
Divide this number by two and adjust
the Column offset by this amount

* In the example to the right, Column
offset was increased by 200 pm in
order to shift the well left.

For research use only. Not for use in diagnostic procedures.
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Making Sure Plate Dimensions are Correct

9. If the wells are shifted up or down, the Row offset needs to be adjusted on
the Plate tab

» Increase this number to shift the well
down, Decrease this number to shift
the well up

» Adjust the number and click the Save
Configuration button

* Right-click on any other well in the
plate and right-click again on A1 for
the settings to take affect

* Repeat the above steps until the well
appears to be centered

* You can use the Line region tool to
measure distances

» Begin by drawing a line from the top
of the image to the border of the well.
Divide this number by two and adjust = Selb ) o= )
the Row offset by this amount

 In the example to the right, Row offset g
was decreased by 200 ym in order to | & O 6 C ‘ @‘

shift the well up

For research use only. Not for use in diagnostic procedures.



Making Sure Plate Dimensions are Correct

10. After A1 has been centered, check the
upper right hand corner of the plate

« Move to the upper-right hand corner well
(i.e. A12 for 96-well and A24 for 384-well)

* On Plate Acquisition and Control, click on
the Find Sample button, then the Show
Live button

* Right-click on each corner site and
examine the well

 If the well is shifted right or left, Column
spacing will need to be adjusted

*NOTE* Remember to right-click on another
well and then right-click on the well of
interest after saving changes to the plate in
order to activate the new plate dimension
settings

i

'+ < Plate Acquisition Setup - Plate.
Experiment- Enter Plate Name Here
Names and Description
Objective and Camera- 4X Plan A.
Plate- 384 Wells (16x24)

Sites to Visit- single site
Timelapse- 1 time point(s)
Acquisition Loop

Autofocus

W1 DAPI
Journals- 0 selected
Display Settings
Post Acquisition
Summary

Plate name: (384 Wells (16x24) -

Number of rows:
16 &

O % [EE
m=
T 55
OO = -

" Wel
depth (um):
12000 1]

(ufm) o
mmi

[ Edt Plate Bottom Settings... | [ _Laser Autofocus Wizard... |

[save setings..] [ Summary... ] (W Brevious | Net | [ Gose |

For research use only. Not for use in diagnostic procedures.




T
Making Sure Plate Dimensions are Correct

12. Check the bottom corners of the plate “NOTE” Remember to right-click on another
well and then right-click on the well of

interest after saving changes to the plate in
Move to the bottom left (i.e. H1 for 96-well  order to activate the new plate dimension

or P1 for 384-well) settings

* On Plate Acquisition and Control, click on

the Find Sample button, then the Show e e
Live button Epemert SN g (00520 Sl =
* Right click on each corner site and — me e
examine the well e — gm S 1]
- If the well is shifted up or down, Row e — |
Spacing will need to be adjusted T S TTIT =
] o
- Lastly, check the bottom right well (i.e. e ®
H12 for 96-well or P24 for 384-well) e i R e

« |f all corner wells are centered, click on
the Save Configuration button one more
time to confirm settings have been saved.

i
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