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1 Startup of MACSima System

Switching on the Instrument
1. Switch on the instrument. The power switch is located on the rear side of the instrument.

The MACSima Imaging System, rear side.

Type label
b Door, closed

Ports

Syringe pump

Power switch

Power socket

Finger guard of
syringe pump

2. Tap the screen to boot the instrument and start the MACS iQ View Software Control Module.
The MACSima Imaging System, front side.

Door, closed

Buffer bottles and fl
waste bottle
/

Bottle holder

Touchscreen

Status LED

2D code reader

3. Enter your user account with the initial password “MACSima601!” attached at the bottom of the screen.

Account: Your Full Name (same 02 your nama in the PPMS sygs
Initial Password: MACS:ma601) i
Please resoet your password by yoursel! during your firet usagn

T——..

Login

Username | John Doe

Password  eeescess
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4. (Optional) Please reset your password at your first time usage as below image.

— p

Redock Grid Layer Column  Stack

Preferences

info ~ Personal Machine Updates

Account Settings
o \ 1.4.2 Usemame: Cindy CPOS
Ul Settings
Password Expiration: 203502-22
Role: esearcher [ Change Passward*]
Reset Password

The password must be at least 8 characters and contain at least one capital letter, one
number and one special character

0Old Password | | ]

Mew Password* [ ] 0

Confirm Password® [

* This field | required

-

1.4.4

5. Wait for MACSima System warmup for 2 hours (If the system is not shut off by the previous user, you don’t
need to warm up it.)
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2 Setup Experiment

2.1 Create Sample
1. Clickthe Sample Setup tab.

Sample Setup

2. Click Add + > New Sample... in the Samples table header to open the New Sample window.
3. Fillin all the required fields for the experiment. Click the Create button to save your sample.

[ZANew Sample
Name: [ Hypothalamus w
Collection Date: 2022-11-11 11:11:11 Mitteleuropaische Zeit
Project Name: [ ]
Sample Type: [Tissue v ]
Cell Type: [:—“- lect A J
Species: [Human hd ‘
Organ: [Brain A 4 ‘
Disease Type: [ ]
Diagnosis Remarks: [ W
Experimental Condition: [ ‘
Fixation Method: [PFA v w
Comment: | ‘
=

4. If allyour samples are of the same type, you could duplicate the sample created with several copies, then
the sample creation is finished.

Right-click the newly created sample and click Duplicate Sample... to open the Duplicate Sample window.
Enter the Number of Copies and edit the other fields as needed. Click the Duplicate button to create the
samples.
[ZADuplicate Sample

Number of Copies: [ 4 4 }
Name: [Hypothalamus ‘
Collection Date: 2022-11-11 11:11:11 Mitteleuropaische Zeit
Project Name: [

Sample Type: [Tissue v
Cell Type: [' Cct v
Species: | Human v
Organ: lBraln v

Disease Type: [

Diagnosis Remarks: [

Experimental Condition: l

|
1
)
J
J
W
|
J
1

Fixation Method: [PFA v
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5. If allyour samples are of different types, please create all the samples one by one until finished.
6. (Optional) If your sample is a TMA (tissue micro array) in the same chamber, please create all the samplesin

Tonsil 20 2024-07-26 11:.. Not In Use Tissue Tonsil
TISSLIe M ICIrO Array Tonsil 19 2024-07-26 11:.. Not In Use Tissue Tonsil
Tonsil 18 2024-07-26 11:... NotIn Use Tissue Tonsil
Tonsil 17 2024-07-26 11:.. NotIn Use Tissue Tonsil
Tonsil 16 2024-07-26 11.... NotIn Use Tissue Tonsil
Onah +5 2024-07-20 3 1. NothiUse Tissue Tonsil
Tonsil 14 2024-07-26 11:... Not In Use Tissue Tonsil
Tonsil 13 2024-07-26 11:... NotIn Use Tissue Tonsil
Tonsil 12 2024-07-26 11:.. NotIn Use Tissue New Sample...
Tonsil 11 2024-07-26 11:.. Not In Use Tissue New Sample Group
Tonsil 10 2024-07-26 11... NotIn Use Tissue
Tonsil 9 2024-07-26 11:.. Not In Use Tissue

Tonsil 8 20240726 11:.. NotIn Use Tissue CAvatio Somplx SamIo oo That:

Tonsil 7 20240726 11 Not In Use Tissue fagiosasamplee

Tonsil 6 2024-07-26 11:.. Not In Use Tissue Share..
Tonsil 5 2024-07-26 11:.. Not In Use TESTEE oy ey
Tonsil 4 2024-07-26 11:... Not In Use Tissue Tonsil
Tonsil 3 2024-07-26 11:.. Not In Use Tissue Tonsil
Tonsil 2 2024-07-26 11:.. NotIn Use Tissue Tonsil

Tonsil 1 2024-07-26 11:... Not In Use Tissue Tonsil

the array and convert them to a TMA type. Select the samples and right click-to Convert To Complex Sample.

7. (Optional) Click the SAVE button to create the TMA sample group

[} Edit Complex Sample '
Name; [TMA] ]
Comment: [ ]
Treat as complex sample (eg. TMA) @ Clear Filter . Filter to Assignable

Drag samples to add to group:

Name & |r.=ma|inn |cmamr Modified Modifier Last Usage |
e Tonsil 1 202407-26 11:.. Cindy 202407-26 11:.. Cindy 20240726 11:...
e Tonsil 10 2024-07-26 11:... Cindy 2024-07-26 11:... Cindy 20240726 11:...
e Tonsil 11 2024-07-26 11:... Cindy 2024-07-26 11:... Cindy 2024-07-26 11:...
e Tonsil 12 2024-07-26 11:.. Cindy 2024-07-26 11:.. Cindy 20240726 11:...
e Tonsil 13 2024-07-26 11:.. Cindy 2024-07-26 11:.. Cindy 2024-07-26 11....
e Tonsil 14 2024-07-26 11:... Cindy 2024-07-26 11:... Cindy 2024-07-26 11:...
e Tonsil 15 2024-07-26 11:... Cindy 2024-07-26 11:... Cindy 2024-07-26 11:...
e Tonsil 16 2024-07-26 11:.. Cindy 2024-07-26 11:.. Cindy 2024-07-26 11...
e Tonsil 17 202407-26 11:.. Cindy 202407-26 11:.. Cindy 20240726 11:...
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2.2 Assign Sample to Racks

In this step, the racks are added to the experiment and the samples will be assigned to a well in the rack(s).
1. Click the Racks Tab, you could see four Racks Templates. Select the proper one based on your sample
carrier and right click, to select New Rack From Selected Template

= Racks (x) uli I i d
Name 4. Position Type Prep Date Scan Date Owner Creati

E] MACSwell1 Template

E] MACSwell2 Template

i MACSwell24 Template

Mew Rack...

H macswell4 Tempiate

Mew Rack from selected template...

2. In the New Rack window, fill in all the required fields..

3. In the New Rack window, highlight the well located with sample(red arrow indicated). Select a sample in the
Samples window and click the plus icon to assign the sample to the highlighted well.

Name Creation = Status sar|| [ New Rack la
' e 20240726 11.. NotinUse Tl
— Name: MACSwell4 1
o : TMA (20) 2024-07-26 11.. NotIn Use Tiss|
T - Type: £| MACSwell Four v
Tonsil .. 2024-07-2611.. NotIn Use Tiss|
Tonsil .. 20240726 11:.. NotIn Use Tiss|[| Owner:
Tonsil .. 2024-07-2611... NotIn Use Tiss{| Lot
Tonsil . 20240726 11... NotIn Use Tissl| gerial
Tonsil .. 2024-07-2611... NotIn Use Tiss|
Order:
Tonsil . 2024-07-2611... NotIn Use Tiss|
Tonsil . 20240726 11-.. NotIn Use Tiss| Preparation date:  2024-07-26 10:11:03 China Standard Time
Tonsil . 2024-07-26 11 Not In Use Tiss| Clear Filter (@ | Filter to Assignable
) ] drag samples to wells
Tonsil .. 2024-07-2611... NotIn Use Tiss
Tonsil .. 2024-07-2611:.. NotIn Use Tiss| \‘_|
Tonsil .. 2024-07-26 11... NotIn Use Tiss|
Tonsil 9 2024-07-2611:.. NotIn Use Tiss|
Tonsil 8 2024-07-26 11... NotIn Use Tiss|
Tonsil 7 2024-07-26 11... Not In Use Tiss|| ok =0 A
Tonsil 6 2024-07-26 11... NotIn Use Tiss|
Tonsil 5 2024-07-26 11 Notin Use Tiss|
Tonsil 4 2024-07-26 11:.. NotiIn Use Tiss|
Tonsil 3 2024-07-26 11... NotIn Use Tisste ouTT oI e T -
Tonsil 2 2024-07-26 11... NotlIn Use Tissue Mouse Tonsil FFPE
Tonsil 1 2024-07-26 11 Notin Use Tissue Mouse Tonsil FFPE
'+) _: Tonsil 2024-07-2517... NotIn Use Tissue Mouse Tonsil FFPE

4. Repeat this step until all samples used in your experiment have been assigned to the correct wells. (Not all
wells need to be used if you have empty wells.)
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[ZANew Rack

Name: Hypothalamus Rack

Type: [{ MACSwell Four

Lot:

Serial:

Order:

[
[
Owner. |
[
[
[

Preparation date:  2022-11-11 11:11:11 Mitteleuropaische Zeit

drag samples to wells

can

Clear Filter (@ ) Filter to Assignable

(AN

aA @

Samples: Hypothalamus 1

[ Unassign Samples ]

A

5. Click the Create button to create the new rack.
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2.3 Managing the Reagents
The software is delivered with a complete list of all pre-tested Miltenyi antibodies. This list can be extended with

non-Miltenyi antibodies. If all the reagents you used are from Miltenyi, skip2.2.1. If you used Non-Miltenyi
reagents, follow the guide below:

2.3.1 Register a Non-Miltenyi Biotec Reagent
1. Click the Reagent Definition tab

N\

cagent Definition
. The non-Miltenyi antibodies must first be added to the Reagents list.

. Click Add > Create Non-MB Reagent... in the Reagents table header to open the New Reagent window.

. Specify all the required fields for your reagent. The fields Antibody, Antibody Type, Species, Antigen, Fixation
Methods, and Fluorochrome Name are mandatory. It is recommended to collect as much information as

possible.

W N

N



HKU LKS Faculty of Medicine
Centre for PanorOmic Sciences
M d HEEAXBZHEBRFDL

Imaging and Flow Cytometry Core

| Edit Reagent

Name: FITC Anti-CD3 antibody [CD3-12]

Antibody: CD3_BW264_56|

Antibody Type: Hybridoma v

Species: Human; Mouse; Pig, Chicken, Monkey, Rhesus monkey, Dog, Horse v

Antigen: Other -
CDh3

Fixation Methods: FFFE v

Fluorochrome Mame: FITC v

Manufacturer: Abcam

Vendor:

Comment:

Is Segmentation Marker:

Storage Condition: 2-BAC v

Host Species: Rat w

Classification: v

Order Mumber:

Dilution Factor: 1:50.00 4)

Product Format: v

Clone:

Isotype: w

=3

5. Click the Save button to add the reagent to the Reagents window.

2.3.2 Creating a Reagent Panel
Creating a panelis optional but recommended if an established group of antibodies is used regularly.

1. Inthe Panels Window, click Add icon > New Panel... in the Panels table header

2. Specify all the required fields for the panelin the New Reagent Group window.

3. Sortthe antibody in the Reagents Window, select the antibody that you used in your experiment, and click the add
button to add them to the New Reagent Group Window.



HKU
Med

LKS Faculty of Medicine
Centre for PanorOmic Sciences
FEXEZTHEBRFPL

Imaging and Flow Cytometry Core

"-\.r Rea gents E

T Filters AND

Species [sny of)

Human .~

OR

G T + i ©Q coz [x]

Mame Antigen Antibody Flugrachrom,

: Q :.cnst?{n.. CO31T (BSTZ)  CD317_REAZOZ APC

AMND
Fluorochmome (any of)

APC

AND
Vendor (any of)
MB
AND

Fixation Method (aey of)

FFPE

AND
Antibody Type (any of}
REA

AMD
Search String

Ch3 ~

I 538PT |_TACPP
ACSA-2 ACTEC

Actin (Smooth Muscle)

AKT Pan (PEE)

Antibody Type

Bt

Hybridoma (7] REA

REAL

€9 @ coo0S(L. CO305(LART) CD30DS_REA44T APC
£) @ coiantib. co3 CD3_REATIS1  APC

" Pansls []
Name

00000

BioQC plate, human, PFRA, v
REAscreen MAX, mouse, PF
REAscresn, MAX, human, Fi
REAscreen MAX, hurman, P

REAscresn MAX, mouse, PF

" Mew Feagent Group

Name 20240726 Immung-oncology. mouse, FFPE
Comment

Application:

Category

Drag reagents or panels o add to panel

Hame A Owner Antigen Antibody

: Q q CO3 A Ch3 CO3_REATTST

Do Oo @1
Flugrechrom... Vendor Q
APC ME

man, FF
man, FF

B-ameolo

4. Untilyou filled the New Reagent Group with all the antibody you will use in your imaging. You could remove the
wrong antibody that you added by clicking the “Minus” button. Click the Create button to create the panel

11
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2.4 Creating aProcedure
1. Click the Procedure Creation tab.

Procedure Creation

2. Select atemplate from the Procedures window.

3. The Procedures window already contains templates for unstained and DAPI-prestained samples as well
procedures for all available REAscreen Antibody Panels. The unstained template still requires DAPI in a specific well,
the DAPI-prestained template can be used directly.

» Procedures [x] BT + i 4
Name Type Version Comment
F——=———=—=—=-=-=-=-- . |
I, ——
—— —— o —— o — ] ¥
BicQC plate, human, FFA, version 01 MICS Standard
FEAsoreen MAX, mouse, PFA, wersion 01 MICS Standard
FEfsoreen, MAX, human, FFPE, version 01 MICE Standard
FEAAcreen MAX, hurman, PFL version 01 WICS Standsrd
REASCTee MLY, moiise, PRA varsion 02 MICS SaEndard
FEAscraen BMAY, hsmam, FFPE, version OZ MIC S S3andard
REAsCIeen MAX, human, PFA, version 02 MIC S Standard
FEAsorsen Immuno-oncology, fruman, FFPE, version 01 MICS Standard

2. Click Add > Create From Template... in the Procedures table header.
3. Enter the name for the panel in the New Procedure window

e —
Advanced View P
~ a8+ @
1@ St DAPI Staining §.
b30) Se.
Modified By: John Doe
1@ Define RO
Comment Standard procedure «@ s
Type: MICS Standard - 5@ En.
Version @ Restain Nuclei  Restaining Frequency: B cycles Dilution Factor: 1:50 Incubation Time: 10
Name . Fluorachrom... Antibady Antiy

4.Drag panels and/or reagents from the Inventory, Panels, and/or Reagents window to the New Procedure window.

New Procedure
Advanced View b
~Na+@

Mame  [Hypothalamus MICS Procedure (Unstained Sample) = - _ _ >

1= Sta DAP1 Staining 5.
Creator. John Doe =

2@ s
Modited Br: John Doe

1@ Define Aot
St HotinUse
Comment Standard procedure B 5
. prr— v e
Version «@ RestainWucle  Restaining Frequency. Boycles  DilbonFactor 1:50  Incubation Time: 10

Drog reagents paneis bave to make them available to the procedure

~ Fluorochrom... Antibody  Antiy

= TRAI85(CD147) Antibody, anti.. APC
= © aTubuln Antibody, antiwman, . FITC

= © pCatenin Antibody, antihuman.. PE

[[unassign Selected Reagent(s) | [ Recalculate Gycles with Selected |

Recalculate Cycles cancel |

12
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5. If you added or removed antibodies in New Procedures Window, you could click Recalculate Cycles to
calculate a procedure.

= New Procedure

Advancea view b
\Na+ @
Nome: Hypothalamus MICS Pracedure (Unstained Sampie) - - - -
1@ sta DAP! Staining §.
Creator;  John Doe
2@ se.
Modified By: John Doe
1@ Define Rols
Satws  NollnUse
Comment | Standard procedure c =
Trpe MCS Standard v| |50 £,
Version: 1.0 s Restain Nuciel  Restaining Frequency: Bcycles  Dilution Factor: 1:50 Incubation Time: 10
Drag e ents/panels v to Make LM avaLADIE o Ihe procecuss - - - -
B SR = 76 R BCatenin Antib, TRA1.85 (CD14
Name 4 Fluorachrom... Antibody  Anti| = = .

Ru aTubalin Antibo.

DAPI Staining Solution DAPI DAPI

TRA1-85 (CO147) Antibody, anti... APC

® aTubulin Aniibody, antuman, . FITC
@ pCatenin Antibody, antiuman.. PE

TRA185_REA. TR
alpha_Tubulin_ aT.
beta_Catenin_. BC

Recalculate Cycles

Cancel Create

6. Optional: Adjust the numerical values (Dilution Factor, Incubation Time, Exposure Time Coefficient, Erase
Method, Bleach Energy, and Wash Dilution) in each step of the procedure to suit your needs.

= New Procedure

Orag reapents/aness baveto make Lo avatsdle o e procecure
Name . Fluorochrom... Antibody

Scan Configuration:

RegiontoScan:  |Entrewel W

Advancea view b
\Na+ @
Nome: Hypothalamus MICS Pracedure (Unstained Sampie) - - - -
1@ sta DAP! Staining §.
Creator;  John Doe
2@ se. |
Modified By: John Doe
1@ Define Rols
Satws  NollnUse
Comment | Standard procedure c =
Trpe MCS Standard v| |50 £,
Version: 1.0 s Restain Nuciel  Restaining Frequency: Bcycles  Dilution Factor: 1:50 Incubation Time: 10

= TRA1-85(C0147) Antibody, anti.. APC

QTRESITNREA hagnincation: |20

@ Tubulin Antibody, antihwman, . FITC alpha Tuulin_. o7 QSRR Signal -
B-Catenin Antibody, antihuman.. PE

Scan [ DAPI EFTC PE

[ unassign Selected Reagent(s) ][ Recalculate Cycles with Selected ] Exposure Time Coefficier

00% b || 20 4p | | 320 L1

Recalculate Cycles

@ arc
100% 49

Cancel Create

Any deviation from the recommended values is the responsibility of the user.

7. Click the Create button to save the procedur

13
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2.5 Creating an Experiment
In this step, the previous inputs are combined into an experiment.

1. Clickthe Experiment Planning tab.

Gl

E J -] | IA N \‘ ' F [ 1
2. ClickAdd > New Experiment... in the Experiments table header
3. Specify all the required fields for the experiment. It is recommended to collect as much information as

SETTING UP AN EXPERIMENT

New Experiment
Clear Filter Filter to Assignable
w Metadata
Name: Hypothalamus Experiment
Description:
Project:
Keywords:
Organization:
Purpose:
Conclusion:
Configuration State: | In Planning v
Type: Tissue v
¥ Estimated Resources
Average # ROIs / Well: | 1 114
Average Size / ROI. 1 mm? O
Runtime: N/A
Dataset Size: N/A
Available Disk Space: N/A
Drag Sample Racks to List
Name A Type Scan Date

4. Dragtherack(s) fromthe Racks windowto the New Experiment window. Only racks with assigned samples
can be added.
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New Experiment
Clear Filter (@ ) Filter to Assignable
w Metadata Drag Procedure to well - 4 more wells of this rack can be processed
- Ty
Name: [Hypothalamus Experiment J
1

Description: [ ]
Project: [ ]
o [ J ) -
Organization: [ J
Purpose: { ]
Conclusion: [ ] B
Configuration State: [In Planning v ]
Type: [TISSUE v ]

w Estimated Resources C
Runtime: N/A D
Dataset Size: N/A
Available Disk Space: N/A

Drag Sample Racks to List
Name A Type

= Hypothalamus Rack MACSwell Fc

[ Unassign Sample Racks ] [ Unassign Procedures J[ Skip well J

5. Dragthe procedure(s) from the Procedures window to the wells used in the New Experiment window. Procedures
can be assignedto multiple wells with different samples. Samples that are not used do not need to be assigned a
procedure.

New Experiment

Clear Filter (@ ) Filter to Assignable
W Metadata No more wells of this rack can be processed

Name: Hypothalamus Experiment

Description:

Project:

Keywords:

Purpose:

Conclusion:

Configuration State:

In Planning v
-

Type: Tissue

[
[
(
(
organization: |
(
(
[
[

w Estimated Resources C

Average # ROIs / Well: [ 1 4 ]

Average Size / ROI [ 1 mm?# ‘) ]

Runtime: 6m1s
Dataset Size: 520 GB
Available Disk Space: N/A

Drag Sample Racks to List
Name A Type Scan Dat

= Hypothalamus Rack MACSwell Four

Unassign Sample Racks [ Unassign Procedures J[ Skip Well J

15
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6. Optional: Click the well(s) to see the assigned procedure and sample.

7. Optional: Specify the Average # ROIs / Well and the Average Size / ROl to get a Runtime and Dataset Size
estimate.

8. Click the Create button to save the experiment.

9. Click the Info button in the Experiments table header.

[ X Experiments (%) BH'Y + il (Q
Name W Metadata
J
V4 Hypothalamus Experiment
s Rack Name:
(11 Reagent rack 1 Reagent rack 1

E] Hypothalamus Rack
Rack Type:

Matctiale MACSwell Deepwell Plate

Creation Date:
2023-07-09 16:05:57 Mitteleuropaische Sommerzeit

Preparation Date:

Scan Date:

Creator:
System User

Lot Number:
Serial Number:
Order Number:

Rack ID:
{ac47dbc7-e3c8-48ee-b305-18d9e6b24329)

W Layout

( Export |

Total 1 0 Filters 1 Results
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10. Click the Export button to save the pipetting scheme as PDF.

o' Export as PDF ? b7
Look in: Select... IO © 0 @ [
&y My Computer Name . Size  Type Date Modified

i 0SDisk (C:) File..lder 07.02.2023 01:08

File name: PipettingScheme_231111_391607.pdf

Files of type: | PDF-Files (*.pdf) W Cancel

17
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2.6 Running an Experiment
1. Click the Experiment Planning tab.

"

Experiment Planning

2. Right-click the experiment and click Run Experiment... to open the Loading... window.
3. Hold the rack(s) in front of the 2D barcode reader. Make sure the 2D barcode is clearly visible.
4. Optional: Enter Lot Number and Order Number for your rack(s).

A Loading.. - =]

Door is open ¥ Metadata

Rack Name:
Hypothalamus

‘Sample Name (position):
thalamus 4 (01)

Scan the barcode 1 confirm the product
of enter manually.

(81

[Ccancel ][ confirm Loading and Close boor |

5. Place the sample racks(s) on the indicated imaging stage rack position(s). The stage is moved into the
correct position by the instrument.

18
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6. Clickthe Confirm Loading and Close Door button. The door on the instrument closes and opens again as
indicated by the animation on-screen.

A Loading.. - =]
Mount Hypotnalamus Rack (5 e ¥ Metadata
Rack Name:
nstall Waste Bottie Reagent rack 1
nstat ] | RackiD.
nstall Running Butfer Bottie (Btalfc1casi4301a594-504ec1699516)
L S
Name DAPI Staining Solu.
[ ] | Volume. 60
Rack pos: A
| Name MACSma Running
Volume 2400
/ fackges A:
Hame a Tubulin Antibody,
L Clone
) Flutachrome FiTC
Nolume, 30,
[ cancel ] confirm Loading and Close Door

7. Place the reagent rack.

8. Clickthe Confirm Loading and Close Door button. The door on the instrument closes and opens again as
indicated by the animation on-screen.

A Losding.. R

¥ Metadata

1,
(12614€29-2495-4810bba6-554034304944)

Name:

{

Waste

‘Check waste bottie i status everyday and empty
i needed to avoid run pauses caused by ful
waste bot

9. Empty the waste bottle.

Check the fill status of the waste bottle daily. Ask Technical staff to empty if necessary to avoid run pauses

caused by a full waste bottle.

19
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10. Click the Confirm Loading button. Check the storage solution

A\ Losding... _ a
Mount Hypothalamus Rack ~ Metadata

Mount Reagent rack 1 >

instanl Waste Battie

{9cafbdc2-dase45c] -baeedD10234270 1)

age Sohu
Install Running Bufter Bottle MACSima Storage Solution
Install System Gutter Bottle

Storage
Solution

Previous

ot rovdig

Check fill status of the storage solution. Ask Technical staff to replace the bottle if necessary.

11. Click Confirm Loading. Check the running buffer

A Loading.. - =]
Mount Hypothalamis Rack ¥ Metadata

Mount Reagent rack 1 o

Install Waste Bottle (36053609-7bSe-4060bas7-1 6056938 ebe)
Install Storage Solution

Name:
" ] fher Bott MACSima Running Buter
Instan System Butter Bottie

Running Buffer

Check the fill status of the running buffer. Ask Technical Staff to replace the bottle if necessary.

12. Click the Confirm Loading button. Check the system buffer

A Losding...

phet o
Mount Hypothalamus Rack

¥ Metadata

10:
(82¢18735-2010431301174c95519e931c

Name:
. MACSma System st

System Buffer
‘Check Nll status of the system everyday
mnnnm:‘ogu-,pu—-mum:
new bottie during an imaging step.

o tovdng

Check the fill status of the system buffer. Ask Technical Staff to replace the bottle during the imaging step if
necessary.
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13. Click the Confirm Loading button. Click the Start Experiment button.

A Ready to start expesiment - a
Mount Reagent rack 1

Install Waste Bottie

Install Storage Solution

Install Running Butfer Bottie

Install System Butfer Bottle

14. Wait untilthe preview scan has finished. The Edit Experiment - ROl Definition window opens.

Edit Experiment - ROI Definition
W ROI Definition

Zoom-._

[ % Reset View ][ Fit Selected ]

(Name Positior

" Hypothalamus Rack

Hypothalamus 1

Hypothalamus2 Bl
Hypothalamus3 C1

Hypothalamus4 D1

[ Reset All to Linear ][ Auto-contrast All ]

I scv-001sTsR01w-A0. @
Il scv-o01stsR-01w-n0.. @
Il scw-001 stsR-01.W-0.. ()
I scv-o01stsRo1w-R0.. @

I scv-001 sTsR-01w-0.. @
-

) Metadata

0

) Estimated Resources

Il

Contrast
Brightness
Gamma

[k Cursor

/\/ Polygon

—

[J Rectangle

O Circle

Samples:
Procedures: ..

[ Continue ROI definition later ] 0 Experiment Awaiting Input [ Abort Experiment ][ Continue Experiment ]

15. Zoom into the preview picture of the first well by using the Zoom slider or your mouse wheel. Adjust the
contrast, brightness, and gamma values
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Zoom == ‘ 1% O ‘

[ &’ Reset View ][ Fit Selected ]

[ Reset All to Linear ][ Auto-contrast All ]

B scv-001.sTsR-01w-n0.. @
I scv-001.sTsR-01w-R0.. @

B scv-001_sTSR-01_W-Ao.. o

I scv-001sTsR-01 w-ro.. @

[ ccnoonistsr0iw.an @O

0

Contrast ‘ 0.0000 O
Brightness ‘ 0 O ‘
Gamma | 1.000 4)‘]

16. Select a drawing tool (Polygon, Rectangle, or Circle).
[\ Cursor ]

N/ Polygon

[] Rectangle

O Circle

17. Draw one or more regions of interest (ROI).
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18. Check autofocus for all ROls in the first well.
Auto Focus

Refine AF

Method [Cons1ant Height

Exposure Time 50 ms

Offset Range -10.00 pm Min/Max £ 30.00 pm Step: 1 um

Z-Offset 0pm { |

[ Apply to all ROIs in Well ]

19. Optional: Click Refine AF to set the Method, Exposure Time, Offset Range, and Z-Offset. Click “Apply” to

Auto Focus
Method Constant Height v ]
Exposure Time -50 ms 4 | Apply I
OffsetRange | -10.00 ym 4 \ Min/Max | 30.00 pm 4) | step:1um
Z-Offset Loum 4P| -

[ Revert H Accept J

check the live view of current focus. Change the Z-Offset to change autofocus. Change Exposure Time if the

signalin live view is too bright or dim.

20. Click the Accept button to use the auto focus settings.
21. Repeat steps 18- 20 for all wells in the experiment.

22. Click the Continue Experiment button to start the measurement. A message reminds to set the auto focus

for all ROls. If you confirm the autofocus for each ROl is ok, click “Yes” to continue experiment.

A\ Continue Experiment X

Did you verify autofocus on every ROI?

o B

23. You could leave now, and the system will do automatic cycling staining and imaging for you. If it is a long-
term imaging (e.g., 3-7 days), please remind Technician to refill the imaging buffer during office hours in case

experiment suspension due to insufficient buffe
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3 Backup Data and Shut Down System

1. Wait until the experiment is finished.
2. Click the Begin unload button to open the Unloading... window.

A Unlosding R

Door is open

Please remove sample rack

Confirm Unloading and Close Door

3. Remove the sample racks(s) on the indicated imaging stage rack position(s). The stage is moved into the
correct position by the instrument.

4. Click the Confirm Unloading and Close Door button. The door on the instrument closes and opens again as
indicated by the animation on-screen.

A Unloading... R

Door is open ¥ Metadata

Volume:

NNNNNN

Confirm Unloading and Clase Door

5. Remove reagent rack.

6. Click the Confirm Unloading and Close Door button. The door on the instrument closes and the
instrument is now in standby.

7. Right-click the executed experiment and select Back-up... to create a backup of the raw and processed
images in SSD borrowed from CPOS or your own formatted SSD. (If you will use the SSD borrowed from
CPOS, after the backup to your own laptop, please format the borrowed SSD before returning.)
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Back Up
Experiment: Hypothalamus Experiment
23,04 GB
Juni 27,2023
John Doe

Size:
Captured:
Creator:

Storage location to save into*:

Local Folder...

* This field is required

Cancel

8. Notice: Ensure that a backup has been created before deleting an experiment. Deleting an experiment
deletes all measurement data.

9. Exitthe software

10. Shut down the hardware. The power switch is located on the rear side of the instrument
11. Record logbook with your experiment real execution start and end time.



