MetaXpress® 6.5 Software Guide

Discontinuous Timelapse Acquisition (Append Timepoint feature)
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Chapter Purpose

* The purpose of this chapter is to guide the user through
setting up discontinuous timelapse acquisition using the
Append Timepoint feature added in MetaXpress 6.5

 With discontinuous timelapse acquisition, the sample
plate may be returned to the incubator in between time
points, and other plates may be read in the interim.
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Setting Up a Dlscontlnuous Tlmelapse Acqwsmon

1. Open Plate Acquisition Setup

* |n the main toolbar click on

7 T
s 4 Plate Acquisition Setup

OR

o [OOOOOO0OOO000000000000000
o

Left-click to toggle a well on/off. Right-click to move the stage to that well.

* Under the Screening menu,
select Plate Acquisition Setup

- 0 ) ({CE VAR :
-rJ* -‘

l Start Live Focus  Test e

d Camera- 10X Pla
Plate- Greiner 384-well thin bot:
Sites to Visit- single site
Acquisition
Autofocus
= Wavelengths
2. Select the Configure tab o
W2 FITC
Display

10X Plan Fluor v

Camera binning: 4 + Calibration (binned): 2.58x 2.58 um

Gain: Low v

[ . 3 Save Protocol... * @ [ cose | [ Summary>> |
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|
Setting Up a Discontinuous Timelapse Acquisition

3. Configure your protocol appropriate for your assay.

Objective and Camera- 4X 5 Fh
Plate- Corning 1536-well Black-.

Sites to Visit- multi-well . .
% I_ Ffs_ e B Camera binning: 1 E" Calibration {binned): 1.67x1.61um
cquisition —

Magnification: 4% 5 Fluar -

Autofocus Gain: = ™

Wavelengths
W1 DAPI
W2 HTC

Display
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Setting Up a Discontinuous Timelapse Acquisition

4. Select the Acquisition tab
» Always Enable laser-based focusing
* For certain samples it may be necessary to Enable image-based focusing
» Optionally, enable Acquire Time Series* (generally not needed)
« Optionally, enable Acquire Z Series
« Enable Allow Appending to Existing Plate (in MX 6.5.3 and above)
* Fluidics experiments are not recommended with discontinuous acquisition
*NOTE: The Acquire Time Series option is for continuous timelapse acquisition,
for time points to be acquired with the plate left in the instrument. This can be
optionally included in a discontinuous timelapse acquisition.

Objective and Camera- 10X Plar  Autofocus options
Plate- Mimetas OrganoPlate 2- Enable laserbased focusing

Sites to Visit- single site [[] Enable image-based focusing for acquisition or laser recovery)
Acquisition Acquisition options

Autofocus [] Acquire Time Series

Wavelengths [] Acquire 7 Series
W1 TRITC

W2 DAPI
Display

[]Run Joumals During Acquisttion
[] Analyze Images After Acquisition
| [] Mllow Appending to Existing Plate |

| Directory for Stored Comection Images... | C:\Shading Images*.
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Optional: Z Series Acquisition

5. If you are using Z-series acquisition, make sure that you are only storing
the 2D Projection Image for each wavelength

Acquisition Options

20 Projection Image: i_Eest Focus

Reduce noize = 0.200 ?I

(] Digital Corfocal finfa)
Shading Comection !Dﬁ e |

Acquisition Options

£ Series: |ZSeries andp ion Image v| 20 Projection Image: i_Eeﬁ Focus

< lper h Fed 1=
\ EJEE ENAIpness EdUCE Noise DEDD T‘

[ ] Digital Confocal (info)
Shading Comection !Dﬁ w |
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Optional: Adding continuous time points

6. If you enabled the Acquire Time Series option, select the Timelapse

tab

* From the drop-down menu, select an option to Perform time series for:
- One well then the next for fast kinetic time lapse in a single well (or site). All
time points will be collected in one well before moving to the next well.
- All selected wells for long-term time lapse experiments. All wells are acquired
during each time point.
NOTE: Time points defined here will be acquired in a continuous acquisition. They
can be appended to a discontinuous timelapse experiment.

Objective and Camera- 10X Plar
Plate- Greiner 384-well thin bot!

Sites to Visit- multi-site Perform time series for: !One well then the next "
Acquisition i One well then the next

i m— Approximate minimum One row then the next

Mumber of timepoirts: 2 :.

Irterval: One column then the next
Wawvelen gths All selected wells
W1 DAPI Duration: 10
W2 FITC
Timelapse- 2 time points
Display
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Optional: Adding continuous time points

/. If you enabled the Acquire Time Series option, on the Timelapse tab
» Enter the Number of timepoints
« Set the Interval: time between each image taken (ms, sec, min, or hr)
» Set the Duration: total time of experiment (ms, sec, min, or hr). This is
equivalent to Interval x Number of timepoints
NOTE: Time points defined here will be acquired in a continuous acquisition.
They can be appended to a discontinuous timelapse experiment.

Objective and Camera- 10X Plar
Plate- Greiner 384 -well thin bot:
Sites to Visit- multi-site Perform time series for: [_Elne well then the next >

Acquisition

Number of timepoints: 2 +

Approcdmate minimum time interval; 2.6 sec

Autofocus
Wavelengths
W1 DAPI
W2 FITC
Timelapse- 2 time points
Display
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MX 6.5.0 — 6.5.2: Configuring Protocol

8. Add an appropriate Folder Name and Barcode.
9. Click Acquire Plate to begin acquisition of the plate

e (v 836V (63 (/| M)

R An | Snap Stat Live Focus  Test e

FolderName [fppend Example < | Barcode [Barcode12345 s || |

Plate Name My Plate 1 | Description  [Plate Sereen
Storage Location | ImagesFS <]

Exposure Tme fms)  Bright Sample  Snap  Test Focus Offset (um)

DAPI | AtoBpose | [100 12 [ @ @

FITC (AwmEpose |20 Bl O [g&§| [«

Texas Red LAmobpose |15 ] O |faf &/

®
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MX 6.5.3 and above: Configuring Protocol

8. Add an appropriate Folder Name, Plate Name, and Barcode.
9. Click Acquire Plate to begin acquisition of the plate

Active Wavelength | DAPI

Snap 5tart Live Focus  Test

Configue Run |

Folder Name  [Append Example s~ | Barcode [Barcode12345 s | | |

Plate Name |I'u'I:.r Plate 1

h ~.-| Besmiion Plate Screen Barcode 12345 \

Storage Location i ImagesF5

DAPI
FITC

Texas Red

10

v|

Exposure Time {ms) Bright Sample  Snap  Test Focus Offset (um)
CAwbeose |10 [ O (SR |of (G| [T
(mtogese |0 | O fe§ (o] (Cdeise|f
(Awobpose | [5 B O (SR |of [Cdedc] p5 g
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MX 6.5.0 — 6.5.2: Configuring Protocol

10. The next time you acquire the same plate to the same database with the
same protocol, match the Folder Name and Barcode. The software will
automatically append it to the existing plate as a new time point.

o (et o 03 63 69 [ B

Confi Run I Snap Star Live Focus

Folder Name  |Append Example  <immmms Barcode [Barcode 2345 <

Plate Name My Plate 1 Description [Plate Screen
Storage Location | ImagesFS v

wmmlli Aplate matching this barcode and folder exists, Plate 22 will be appended
Exposure Time {ms) Bright Sample.  Snap  Test Focus Offset (pm)

DAPI [AtoBpose | [0 ] O [fef (& [Cioias]| 3 3

FITC (AtoBpose |20 O [QeR [of] [Clodae| f_F

e (Aseee |5 O @l (e 5 s

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



MX 6.5.3 and above: Configuring Protocol

10. The next time you acquire the same plate to the same database with the
same protocol, match the Folder Name, Plate Name, and Barcode. The
software will automatically append it to the existing plate as a new time
point, if the “Allow Appending” option is enabled.

..... | _ i f
Active Wavelength !EI.AF‘l VI m: @q |bj | ¢| ‘ E
| Run I Snap Start Live Focus  Test Bhecvicn
Folder Mame  [Append Example h Barcode [|Bancode12345 _
Plate Name || My Plate 1 _ e Description Plate Screen Barcode 12345
Storage Location iﬂ@ﬁFS-_ =
ﬂ'ﬂis acquisition will append to Plate 22 as a new time point because it has the same Barcode, Folder, and Plate Names. Configure  Load Protocal
Exposure Time {ms) Bright Sample  Snap  Test Focus Offset {um)
DAPI | AtoBpose | 10 5| O |{e§ |&f [Cdouae| 3 7
FITC | AmoBpose | 200 3] [0 |§6R |&f [Coodae |5 3
Texas Red [MtoBpose |15 5| O |(SY [&f [Cooime| 5 &
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MX 6.5.0 — 6.5.2: Configuring Protocol

11. If either the Folder Name or the Barcode does not match, the plate will be
acquired as a separate, new plate.

Active Wavelength | Texas Red v ‘Ei: 'ﬁl! |f:rc} | */! B ‘
o R | Snap Start Live Focus Test )
Folder Name  |Append Example | Barcode I[ l
Plate Name  |My Plate 1 | Description  |Plate Screen _ k,
Storage Location | ImagesFS vl | Acquire Plate
Active Wavelength | Texas Red v ‘Ei: 'ﬁl! |f:rc} | */! B ‘
o R | Snap Start Live Focus Test )
Folder Name lAppend Example 2 | T W Earcode 12345 |
Plate Name | My Plate 1 | Description [Plate Screen _ ?,
Storage Location | ImagesFS vl | Acquire Plate.
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MX 6.5.3 and above: Configuring Protocol

11. If the Plate Name, Folder Name, or Barcode does not match, the plate will
be acquired as a separate, new plate.

1 1 1
e — 86 v M
Corfi Run I ; Snap Stat Live Focus  Test Provien.
Different Folder Name: Foder Name.[fopend Example 3 | Barcode [Boroseizts | >
Plate Name |M)' Plate 1 Vl Dot Plate Screen Barcode12345 / W
Storage Location ilrnag?esFS Vl Acquire Plate
I | | [ |
b Wt [5A61 SO J(GIRCIEVARNY
Corfi Run I Snap Stat Live Focus  Test Pre_m;
. L. Folder Name |Append Example | Barcode | |
Different or Missin =2
erento ssSing A ] Descrption [Pte Screen Barcode 2345 ; .
Ba rCOd e : Storage Location ilrnagesFS Vl Acqire Plate

1 | 1
e Vvl 049 . 86 o v B
= ; Snap Start Live Focus  Test -
H . Confi Run I Preview
Different Plate Name: ~ ===
Folder Mame IADDEHd Example I Barcode IEarcode‘IZ‘.l-ﬁ I
Plate Name |M)' Plate 3 v| Description Fldr somen Samods 1245 : lm_?/
Storage Location ilrnag?esFS V| Acquire Plate
This acquisition will acquire & new plate, Select one of the existing Plate Names to append it a8 a new time point. Corfigure
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Entering Barcodes

The Barcode can be entered manually or with a barcode scanner. Only
alphanumeric characters should be used. There is no length requirement.

Note: The Barcode field is cleared after every acquisition. If you are reusing a

manually entered barcode, keep a copy of it in the Description field (which is retained
with the protocol) so that you can easily copy it to the Barcode field.

e Waveergh  [Tomshed v ko3 6 €0 v | B
Confi Run I Snap Start Live Focus  Test Froview.
Folder Mame  [|/Append Example Barcode |Barcode12345
Plate Name My Plate 1 Description  |Barcode 12345 I B
My expenment details | iR
Storage Location :hna_gesFS V! Acquire Plate
A plate matching this barcode and folder exists, Plate 22 will be appended
Exposure Time {ms) Bright Sample. Smap  Test Focus Offset {pm)
ol 0 @[ (el 5
e 0 (5[] [chise] b
Texas Red O €8 |« [Coae| 5
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Locating the Protocol

» The Protocol should match previous protocols used for the same plate.
 If you did not save your previous protocol, use the option to Load From

Plate.

s

| Protocols in Database

‘|| Protocal 1
Protocal 3

RS - T ~
Load Plate Acquisition Protocol =
R

A e b L ET

Load From File ||

Lt nad From Flate

Load From DB
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Error Handling

 |If an inappropriate protocol is selected, an error is displayed and you
cannot append to the existing plate.

Site selection has changed: Plate type and/or well selection changed:

Plate Acquisition > Plate Acquisition X

9 The site setting does not match the previous single site option.

The number or the position of wells does not match the previcus
settings.

Wavelength selection has changed: Z-Series option set to save all Z planes:

Plate Acquisition X Plate Acquisition X

9 Mumber of wavelengths do not match the previous settings.

ey %
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The combining selection of Z series and 20 projection image is not
allowed for appending time.




Support Resources

 F1/HELP within MetaXpress® Software

« Support and Knowledge Base: http://mdc.custhelp.com/

« User Forum: http://metamorph.moleculardevices.com/forum/

* Request Support: http://mdc.custhelp.com/app/ask

« Technical Support can also be reached by telephone:
« 1(800)635-5577
« Select options for Tech Support - Cellular Imaging Products -
ImageXpress Instruments
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