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1. Purpose

This document defines a method of adjustment for Spatial Offset Calibration in
ASSIST page. This procedure is to be used in the event the spatial offset calibration
fails. This procedure is for the ImageStreamX ™ instruments and is developed for
internal use by Amnis engineers and technicians to ensure optimum performance of
the ImageStreamX ™ instruments.

2. Overview
The Spatial Offset Procedure will involve the following steps:

A. Locate X and Y offset alignment screws on Filter Stack 1 (Channels
1-6) and Filter Stack 2 (Channels 7-12) (If Installed)
B. Run Spatial Offset Calibration from ASSIST tab in INSPIRE

C. Adjust offset alignment screws.

A. Locate X and Y offset alignment screws on Filter Stack 1
and Filter Stack 2 (if installed)
1. Locate Filter Stack 1 (Channels 1-6) and Filter Stack 2 (Channels 7-12)

PE "
/.;

Filter Stack 1
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Locate X offset alignment screws and note unique position of 6 & 12
~ \

X offset alignment

X offset alignment
screw pattern,
Filter Stack 2

0]0
€l101C

Y offset alignment
screw pattern,
Filter Stack 1

Locate the X & Y offset alignment screws for channel 11 on Filter Stack 2
(note: channel 5 is fixed).
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Filter Stack 2

X offset alignment
Screw

B. Run Spatial Offset Calibration from ASSIST tab in INSPIRE
From ASSIST tab within INSPIRE, click the Spatial Offsets Calibratiom

aad|
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Make sure settings in Spatial Offsets Calibration are as follows: “Continuous
Mode” box checked, and “Num samples” set to 50.

E Spatial Offsets Calibration

Parameters

Mum Settings |

Channel OF [nterest

FEX

Murn zamples |5E1

Iv Continuous Mode

Total Range |

[dle

D atabaze Setting

AS5I5T =0ffzets_Gen?

AS55I5T YOffzets_Gen?

A5SIST. Spatialdffzetziin
ASSIST Spatialdffzetzid ax
AS55I5T . Spatialdffzetz2ndR eftdin

Saved Walue | Result Walue
-0.40-0.27 ...

0430440

-0.95

0.95

-5.00

ASSIST . Spatialdffzetz2ndReftdas | 5.00

Stark

[

Click “Start”

1. Double click on any of the Database Settings in the Spatial Offsets Calibration
window to open the Spatial Offsets Calibration Results window.
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o Spatial Offsets Calibration

Parameters
Murm Settings Channel OF Interest
MNum samples | [v Continuous Mode

Tatal Bange [
Double Click within

this box: I
Idle 1
D atabaze Setting SavedValue | Resultalue
AS55I5T #0ffsets_Gen2 -0.40-0.21 ..
ASSIST vOffsets_Gend 04504410,
ASSIST SpatialQffsetzMin 085
ASSIST SpatialQffsetziax 0.95
ASSIST Spatialdffsetz2ndRefkdin | -5.00
ASSIST SpatialQffsetz2ndReftd ax | 5.00

Start

To open this Window:

E Spatial Offsets Calibration Results
1 2 3 4 5 6 7 8 k] 1 11 12

-059 -0.23 -017 020 -0.22

b HOftsets_Gen2 -0.37 -0.20 -0.07 -0n4 0.00 -0.06 0.00
032 0.08 -2.95 -0.26

YOffsets_Gene 0.47 054 068 045 0.00 0.04 -0.23 -0.2z

The Spatial Calibration Results window should now be updating with values in
each channel and X and Y position
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C. Adjust offset alignment screws

1. While monitoring window adjust X and Y spatial offset screws located in
steps above (numbers on screw positions correspond with channels) to
achieve values of less than 0.2. The adjustment is very sensitive so small
adjustments are needed. The spec is a value of less than 0.5 (note:
Channel 11 spec is less than 2).

3

se (@)stop Flush, Lack, Load | Retun Sample | Dusl Prime | Prine Beads Ink Fluides | Seeriize | Abort Script Sotup ASSIST [ Advanced 5

iz | Channels | Channeld Charrel 5 Channel 6 Chamnel 7 i EI e S Ll i Spatial Offsets Calibration

Saved Value | Result Valie
040021
0480440,

ishlin 035
ASSIST.Spatiallffselshlar LES
ASSIST.Spafiallffsets2ndRiefMin |-5.00
ASSIST.SpatialDffsets2ndRefay

» KOffsets_Gen2
YOffeets_Gen2

— Parameters

Mum Settings |1 Channel OFf Interest |5
Num samples IED ¥ Continuous Mode

Total Fange |1—
EENEEEEEEEEEEEENNENEEEEEEEEEENENEEEN

Collecting 5 amples

Databaze Setting SavedValue | Result Value
ASSIST XOffsets_Gen2 0.40-0.21 ..

ASSIST YOifsets_Gen2 0450440,

ASSIST SpatialdffsetzMin -0.95

ASSIST Spatial0ffsetatan 095

ASSIST Spatialdffsetz2ndReftin | -5.00

ASSIST Spatialdffsetz2ndRefMax | 5.00

N
Stop | Save |I
——
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2. With 12-channel systems, to align channel 3, go to Advanced Setup,
Illumination, Mirror, select Primary Camera.

Setup ] AGSIST  Adwanced Setup l

Flow Speedl Camera  lllumination lDi$|:uIa_l.J| .-’-'u:quisitiun] AutaSampler Cnnfiguration] bl ML
Erightfield
q Brightfield
On/Off: \ ) |ntensity: 22
Charnel: [1and  w| SaveRefV | Setlntensy | 30000 9

Cuztom Erightfield Configuration

On/OfF  Intensity  Fief ¥ OndDff  Intenslty  Ref v
led.7 QP [0z H 20 = Ledsto (B [Eedos =
Led28 (B [ezes= [fa0 = Ledsnn (B [w337 o [oeo =
led3.9 QP [o0 S [1s & Ledeiz (B [#1: s =

Mirror Adjustor

Current Position: 2575 At Reverse Limt Home 1: [1275 Go Set
' .

Absolute Move: j I—D Home 2: | 3925 Go Set

Fielative: ﬂ j 0 Reset Home 3. 12575 ﬂ ﬂ

Aperture Setting bdirrar
" Full M& [EDF and special imaging modes) " Primany Camera
J ' |ntermediate [higher res, medium contrast) " Secondary Camera
3 " Default [highest contrast, A5515T] + Both Cameras

Excitation Lazers
OndOff  Intensity [miwf]  Filker In? Ons0fF  Intensity [miw]  Filker [n?

s05om B [o00 = T s2om (B[00
saem () [0 = W g2em (B 1500
setem (W) [loo=] sem (D [150 =

Lazer Alignment... |
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. With 12-channel systems, to align channel 7, go to Advanced Setup,

[llumination, Mirror, select Secondary Camera.

Setup ] AGSIST  Adwanced Setup l

Abgolute Move: j ID—
] Relative: ﬂ j ID—

Aperture Setting
" Full M& [EDF and special imaging modes)

' |ntermediate [higher res, medium contrast)

" Default [highest contrast, A551ST)

Excitation Lazers

Flow Speedl Camera  lllumination lDi$|:uIa_l.J| .-’-'u:quisitiun] AutaSampler Cnnfiguration] bl ML
Erightfield
q Brightfield

On/Off: \ ) |ntensity: 22

Charnel: [1and  w| SaveRefV | Setlntensy | 30000 9
Cuztom Erightfield Configuration

OndOff Intensity  Refy OndOfF  Intenzity Fief W

Led1.7 3 3 Ledd.70 | ® 3 =
Led2.8 LB 3 3 Led® 11 LB 3 =
Lled3. 4 El El led6.12 (B El =
Mirror Adjustor

Current Position: 2575 At Reverse Limt Home 1: [1275 Go Set

Reset

OndOff  Intensity [miwf]  Filker In? Ons0fF  Intensity [miw]  Filker [n?
405 nm C.) m B 592 rm C_.) ’m I
488 nm Q m v E42 tim C_.) ,m I
setm () [ion=] rasem () [150 =

Lazer Alignment... |

Home 2: | 3925 Go Set
Home 3:  |2575 Go Set

Mirror

" Primany Camera

I " Secondary Camera I

(+ Both Cameras




