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The KREX Protein Array is a slide based high-density protein microarray based on Sengenics
patented KREX™ protein folding technology [1]. The product enables highly multiplexed
detection and relative quantification of autoantibodies circulating in human blood and is intended
primarily for disease biomarker discovery. The array content comprises 1800+ immobilized, full-
length, correctly folded human proteins. The proteins are immobilized on a proprietary, planar
hydrogel surface supported by a glass slide. KREX™ technology [1] ensures that only correctly
folded proteins are immobilized onto the surface and the aqueous environment of the hydrogel
helps the proteins to maintain their native conformation. The arrayed proteins represent major
protein classes such as protein kinases and transcription factors, signalling molecules as well as

proteins acting at the extracellular environment, such as cytokines.

Each array image from your i-Ome® Discovery Protein Array experiment will be saved in a 16-bit
TIFF format. An example of an image of the array is shown in Figure 1 below. Each spot on each
array represents a protein or control probe immobilized on the array. Depending on the type of
microarray scanner you are using, the amount of serum or plasma IgG bound to each protein on
the array is typically represented in relative fluorescence units (RFU) or median fluorescence
intensities (MFI). For the purpose of this manual the term relative fluorescence units (RFU) will be

used.

To obtain the RFU for each spot on the array, you will need to analyse each TIFF image using a
compatible image analysis software*. This process involves converting each pixel within each spot
on the array image into numerical values, i.e. RFUs. A GenePix Array List (GAL) file will be required
to perform the image analysis. The GAL file contains the names and positions of all the proteins
and control probes on each array. Our Support Team would have provided you with the relevant

GAL file. You may also download the latest i-Ome® Protein Array GAL file from

References

[11  N. Beeton-Kempen et al., “Development of a novel, quantitative protein microarray platform for the
multiplexed serological analysis of autoantibodies to cancer-testis antigens,” Int J Cancer, vol. 135, pp. 1842-
1851, 2014, doi: 10.1002/ijc.28832.

* We do not provide any microarray image analysis software with any of our products. We highly recommend using
GenePix® Pro 7 Software (https://support.moleculardevices.com).
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https://sengenics.com/resources/product-information/

Table 1. Pre-requisite checklist

Description Remarks

Scanner output - Please ensure this is in TIFF
KREX Protein Array scanned images
(16 bit) format

You may download this from
KREX Protein Array GenePix Array List (GAL) file | https://sengenics.com/resources/product-

information/

GenePix® Pro 7 Software Not provided by Sengenics

Glossary:

TIFF = Tagged Image File Format represents raster images that are meant for usage on a variety of devices
that comply with this file format standard. The extensible feature of this format allows storage of multiple
bitmap images having different pixel depths, which makes it advantageous for image storage needs. Since
itintroduces no compression artifacts, the file format is preferred over others for archiving intermediate files.
The file extension for this file is *.tif".

GAL = GenePix Array List file extension is used by GenePix. It is a biological data format in the form of an
array list. Microarray technology is capable of extracting fluorescence measurements from thousands of
features at once. It is necessary that each feature has the appropriate ID and name assigned for carrying out
accurate analysis. It aids in the description of the size and position of blocks, layout of feature-indicators
consisted within, and the name and IDs of the printed substances linked with the respective feature-
indicators. The names and locations (block, row, and column) of features existing on a microarray slide are
saved in the GAL file. This data is useful in quantitative analysis of the fluorescent spots on microarrays. The
file extension for this file is *. gal'.

GPR = GenePix Results data are saved as GPR files, which are in Axon Text File (ATF) format. A Results file
contains general information about image acquisition and analysis, as well as the data extracted from each
individual feature. The GPR file is primarily associated with the GenePix Pro that is used for analysis of
biological experiments. The data gathered by biological experiment is saved in GPR files for further analysis.
The data processed during analysis is also stored in GPR files along with results of experiment conducted
by GenePix Microarray Systems. The file extension for this file is “.gpr’.
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Figure 1. An example of an image of the i-Ome® Discovery Protein Array

References

1. Beeton-Kempen, N., Duarte, J., Shoko, A., Serufuri, J.-M., John, T., Cebon, J., & Blackbumn, J. (2014).
Development of a novel, quantitative protein microarray platform for the multiplexed serological analysis of

autoantibodies to cancer-testis antigens. International Journal of Cancer, 135, 1842-1851
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2. Setting up the Software

This manual instruction is based on i-Ome Discovery Array. Other KREX Protein Array would apply

similar to this protocol. The GenePix® Pro 7 Software will allow you to perform microarray image

analysis either manually or in batches of up to 1000 TIFF files. A manual extraction only allows you

to analyze one image at one time and this will require a manual input from the user for each step

of the process. A batch extraction will allow you to automatically analyze multiple images in one

process. To perform the image analysis for the i-Ome® Discovery Protein Arrays, please follow the

recommended settings below:

1)

Image Extraction Instruction Manual — v2.0 — July 2024

Launch the software:

i.  Plug the GenePix® Pro dongle into your computer. This is provided with the purchase of

GenePix® Pro 7 Software.
ii. Launch GenePix® Pro 7 Software.

To access the setting functions, click the ‘Options’ icon
main window.

«r

CF,| on the right-hand side of the

Automatically set the wavelength name for batch analysis: Typically, a scanned array or slide

will have  the following name  format:
‘'scannerlD_SlidelD_ScanNo.tiff . Click on the ‘Batch
Analysis’ tab and make sure that the suffixes of image
file names (_S01, _F.tif, _532, 635) are added into the
‘Input’ boxes under the column corresponding to
user’s scanner wavelength setting.

By default, Genepix read the suffix of image as scan
01 (double digit number), of which a suffix will be
labelled as ‘S01’. When a slide is scanned using
Agilent G4900D, this suffix is standardised with the
Genepix format. However, different scanner may
indicate a different suffix. | this instance, the section in
input 4 (image on the right, red box) needs to be
amended accordingly, and this should be applied to
each wavelength, if the slides was processed with dual
colour assay.
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\ Options

Display I File Open I File Save | Folders | Other | Print

‘Workflow I Analysis Batch Analysis Alignment
Input
Group single-image TIFF files when their file names end in:
|_635 [_532 534 [_488

or [ _635_nm [ 532_nm | [532_om  |_488_nm

lor I_w1 [_w2 I_w3 I_wd

or |_S02 |_ch2 |_ch3 _cha

or |_F.ti |_F.tif |_Fti [

or |_S01 [_so [ [

or |_F F I l

Non Axon TIFF files
Override assign images dialog prompt (as described below)

For multi-image TIFF files GenePix Pro will use the following
wavelength names.

1st
635

2nd
532

For single-image TIFF files GenePix Pro will use the column position
where it finds the matching end of file name (in the ‘Input’ group) to
select the wavelength name as entered above.

3d
534

4th
488

E.g if a non-4xon file ends in '_cy3" and "_cy3" is entered in the
second column of the "Input” group, then GenePix Pro will use
whatever is entered under "'2nd" as the wavelength name.

X

Cancel

o]

Help




sengenics

For example, in a slide processed using dual colour assay, if the file name ends with ‘_S001.tiff’,
change the information in input 4'_S01" to *_S001". Enter ‘635’ in the first column followed by '532".
If the file name ends with '_S001.tiff’", change '_S01’ to ‘'S001’. Make sure that the ‘Override assign
image dialog prompt’ check box is ticked. Click ‘OK’ to save the settings.

NB: Our lab protocol uses AF55-equivalent and AF647-equivalent fluorescence, corresponding to
wavelengths of 635 nm and 532 nm respectively.

If the TIFF images file name ended with

. . . . X Opti X
multiples different suffixes, enter those suffixes prons
. . Display l File Open ] File Save | Folders | Other | Print |
into corresponding columns e.g.: Workllow | Analysis Batch Analysis |  Alignment |
Input
Group single-image TIFF files when their file names end
|_532 |_635 |_594 |_a88
o or |_532_nm |_635_nm |_594_nm |_488_nm
Name
or I_wl I_w2 _w3 I_w4
R 5G19378660_11205_1{S002 sjLsoss [ ch2 Leh3 Lchd
> O |_soo2 |_soo2 | F.Aif |_F.uf
R] SG19378660_11206_2| S003 of |_S003 [_so03 | S01 [_so1
of |_S006 |_soos F |_F
R| SG19378660_11209_4| S003
o Non Axon TIFF files
Rl SG1 9378660-1 1210-3 -5006 v Override assign images dialog prompt (as described below)
For multi-image TIFF files GenePix Pro will use the following

wavelength names.
1st 2nd 3rd 4th
[s32 635 594 488

For single-image TIFF files GenePix Pro will use the column
position where it finds the matching end of file name (in the
‘Input’ group) to select the wavelength name as entered above.

E.g. if a non-Axon file ends in"'_cy3" and "'_cy3" is entered in the
second column of the "Input” group, then GenePix Pro will use
whatever is entered under ""2nd" as the wavelength name.

OK | Cancel Help
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5) Setting up the spot alignment (recommended): Under the ‘Alignment’ tab:
i. Select 'Align Features/Find circular features’,

ii. Select ‘Resize features during alignment’. Set the minimum and maximum diameter % to
50 and 200 respectively.

iii.  Select ‘Limit feature movement during alignment’. Set the ‘Max translation’ to 60.
iv.  Select ‘Align Blocks/Estimate warping and rotation when finding blocks'.
v. Click 'OK".

i\ Options X
Display ] File Open I File Save I Folders I Othe By I
Workflow I Analysis ] Batch Analysis
 Align Features
éind circular features
Find square features

¢ Find iregular features
™ Fill ireqular features

esize features during alignment
Minimum diameter (%); |5U o
Maximum diameter [%): |200 =

imit feature movement during alignment
Max translation (um): Isg =
Flag features that fail background threshold crilelia:l Not Found v I

Composite pixel intensity (CPI) threshold to include IU—
a pixel in a feature during alignment:

—&lign Blocks

[V Estimate warping and rotation when finding blocks

—&utomatic Image Registration

. welsl |10 = Allow sub-pixel
Max translation [pixels): I~ L

0K I Cancel | Help
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6) Setting up the image display (recommended):

i.  Under the ‘Display’ tab, select ‘Colour Mode/Two-color mode’ and click OK.
i. Please re-start the software after changing the colour mode to reboot the software.

A Options X
‘Workflow I Analysis | Batch Analysis | Alignment |
Display | File Dpen I File Save | Folders I Other | Print |
Feature Viewer
Field of view (um): |200 =
[V Show feature indicators

[V Show X, in pizels (Image tab only)

Zoom
Show |3 2 feature diameters when zooming to a feature

™ Maintain zoom when opening images

Color Mode

(" One-color mode
-color mode

" Four-color mode

ok | Cancel | Hep |

iii. Select the "Color Selection’J icon. Click ‘Use wavelength colors’ and the ‘Manual’ option,
followed by selecting the color ‘Green’ for 532 and ‘Red’ for 635. Click 'OK".

A Color Selection X
~Wavelength Channel Color————————— [~ Ratio Channel Color
& Use wavelength colors & Use wavelength colors
(" Use laser colors " Use laser colors
anual @ Manual

Wavelength 532: | vI Wavelength 532: IGreen vl
Wavelength 635: |Hed 'I Wavelength 635: IHed :I'

" Grayscale " Manual
" Rainbow 1 Ratio (635/532): |F€ed-Green 'I
" Rainbow 2

" Custom Define... | Ratio Display

" Full range [square root transform)
" Preserve high intensities

" Preserve middle intensities

" Preserve low intensities

™ Invert colors

0K I Cancel Help
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iv. Next, click the ‘Laser Settings’ icon and input ‘635’ for "Wavelength #1' and ‘532’

for "Wavelength #2" as shown in the image below. Click ‘OK’

A Laser Settings X

Pixel Size (pum): 10 =

Wavelength #1 [nm).  |635 v
Wavelength #2 (nm): -

0K I Cancel Help

NB: The default setting for GenePix® Pro 7 Software will output the GPR files to include all
the information required for you to do your downstream data processing and analysis. When

using the software for the first time, we would advise to check that the following columns

are available in your GPR files:

GeneSymbol - this will contain the feature identifier (i.e. names of all the antigens
and control probes on the array)

Block — this corresponds to the block number(s) on the array.

F532 Median - this corresponds to the foreground median RFU of each spot on the
array

B532 Median - this corresponds to the background median RFU of each spot on the
array. Maintain the default setting for the background calculation as ‘Local feature
background median’.
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3. Performing a Batch Image Analysis

1) To upload your images, click on the ‘Batch Analysis’ tab.

A GenePix Pro -- Analysis Only (4000B)

Image | Histogram | Lab Book [Batch Analysis) Resus | Scater Plot | Report |

~Image
' Praview (635/532)
" Wavelannth R385

2) Click the ‘Add’ button and navigate to the folder where your TIFF images are stored. Select
the TIFF images (you can select multiple images at one time) you wish to analyze and click
‘Open’.

() GenePix Pro - US11223910.026782_501_F if
Inage | Hologem| LsbBook BachAnaet | Reuls | Scote P Rep |

Lockin: | FUPPEL v] & & ok BB

g
1
2
3
Il D
5
Cods Bf Remove| I I I
Z] — ]
E}
10
| Iteml % Not Foundl Bad i
1

) |usn22390,026.. |ust1zzson0 6.

Usnzzsin s

1 R S A LSy

i
1®
3
1l
2
13
US11223910 006

) 006...| US11223910_026... | US11223910.026.. | US11223910,026.. | US11223910_026.. | US11223910,026.. | US11223910_026.. | US11223910 006...

USTI223910.006.. | US11223910.026... | US11223910.026.. |US11223910.026.. | US11223910.026., | UST1223810.026..

v
Forane,  [USTTZZ3810_02672_S01_Fo “USTI223510 06703 _SO1FofUST1220910 026788 SO Fof”USTI2Z810 926789 SO0 FoF "USt12
Fionlhpe: [moe AL GP5 s (38 s E

L]

2 i ardnsipe
Fain  Coigaetignen
W any

T Run i s comy e M e 1 e Feaes
I Seve ey

m '] Go Eot

Rty lanahis Orkp)

Image Extraction Instruction Manual — v2.0 — July 2024 Page 11 of 19



@sehgehics

3) Users need to set up the location of the output files from the batch analysis.
Recommendations: Create a folder named ‘GenePix Output’ under the same path as the
location of your TIFF images. Select ‘Use folder options’ under ‘Location of Generated Files'.
Click the 3 dots (Options) button to select the location where the output files will be saved.
Select ‘Browse’ to navigate to the location of the folder created and click ‘OK'.

Location of Generated Files

Image | Histogram | LabBook Baich Analysis [Resuts
o s acrs S ¢ |Jse folder opti
(" Same as images se folder optio e
Reset ‘_l  Same asimages Uulﬁhqﬁw‘;-JJ
tem | % Not Found | Bad Blocks — ST T GAL B BPS. T Output Sefings (GPS) | Resuls GPR)
Ready US11223910_027321_S01_F uf Inm.mmmlngd US11223910_ 027321 S0..  US11223910_
2 Ready US11223910_027322_S01_F it Immunome 280717.gal US1|R3§|I‘I_D2’?322._SI1., US11223910_
3 Ready US11223910_027369_S01_F.uf Immunome 280717.gal US11223910_027369_S0..  US11223910_
4 Ready US11223910_026380_501, FN Immunome 280717.gal US11238|I1 meaau S0.. US11223910_
5 Ready US11223310_026343_S01_F i Immunome 280717 gal UST1223910_026343.50..  US11223910_
3 Ready US11223910_026344_S01_F uf Immunome 280717 gal US11223910_026944_S0..  US11223910_
‘X Options x< I:
Workflow | Analysis | BatchAnalysis |  Alignment |
Display | FieOpen | FieSave Folders | Other | Print

— Destination Folder for Save, Export and Open Dialogs
€ Last accessed folder for each file type (default)

& Specified folder for all file types:
[D:\Uncompleted\.. \images
—_—
© Specified folde for individual file types: Reset Al I

IDocumen(s\ AData I

Auray Lists (.gal) IDocumenls\ A\Settings
Results (.gpr) IDocumenls\ \Data Br I
Reports (htm)  [Sample Scripts

4) Upload the GAL file: Select all of the uploaded TIFF images (you may use the CTRL+A
command to do this). Click ‘Select GAL file...” on the top of the panel or right click on your
mouse and click ‘Select GAL file..." and navigate to the location of your GAL file.

Imaga | Hizragram | Lab Dock ~ Batch Andyric. | awbz | Scamar Fice | Aapon |
1. Snlnct imagn fim andd GAL o1 (iP5 fine to procase

| Ramove | _feset m Sekrrs | 7 Viewtie anca o
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5) Select the latest i-Ome® Discovery GAL file and click ‘Open’.

R GenePix Pro - Analysis Only (40008) - o X
Imsge | Hitoram] LabBook BalchAnabsis | Resubs | Scater Pt | Repor | e
1. Select andGAL hd
Location of Generaled Fies 6
Add. | Remove| Reset Setoct GPS...| 7 View fls names ory [(‘ Samo as imagos @ Use fokdor optos .| hd
e | X Not Found | Bad Blocks | Progress Images / [ingut GAL or GPS [ Outpus Settings (GPS}] Results (GPA] I ~ @
1 ‘Walinglor GPS/GAL  US11223910_02837_SO1_F US11223910_029376_S0.. US11223910_023376,S01... | e
2 Wating for GPS/GAL  US11223910_029377_S01_F.& US11223910_028377_50...  US11223910_023377_501.... E
3 Waiing for GPS/GAL  US11223910_(peaza so st rowzen. coemaepy
4 Woaiing for GPS/GAL  US11223910.0 R Load Amay List X Pl
; ye mam 8.
Waitng for X N T —| . =4
7 Woailng for GPS/GAL LS g Lookin: | ) GALfies « @ cf D1 Q
8 ‘Waiting for GPS/GAL ~ US11223910_( ) D1....
s Wating for GPS/GAL  Ustizzastoq Name Oate modified ey
10 s 1 [Pises-crav2 22/2/2021921 AM GAL P |
n -0 33606-SENGENICS-ImmuSAFE_COVID+ (4) W122020341°M  GAL P
13 - 3} 3686-SENGENICS-ImmuSAFE_COVID+_Sept 2020 19/11/20209:56 AM GAL .~ )
u 0 33695-SENGENICS_CUSTOM_PHARMA WN/200956AM  GALPL... ]
I -0 33765-SENGENICS-ImmuSAFE_COVID+ 117272021 339PM oL i ==
7 .q 33796.1_Sengenics immunome AxCESS Amay 20/5/202112:22 PM GAL . =
18 0 33796 SENGENICS 2420 107aM  GAL Ph... E-
2 Lf ooty waaza G B
2 g (33802 CTA V2 BARRAY 16/2/2021 827 AM GAL ...
g 3843 E_2ARRAY._BatchCl 20/5/2021 243PM GAL :«~
H T Sengenics 0404192 312/2020851 AM GAL by
% B immunome 280717 12/6/2020 10:00 PM GAL P s
% ... rl
z pr..
2 pr.- (=]
] =
2 for GPS/GAL b ¥
& Wakn foe RPR/S1 11811279910 m A yicd
2 Akgn <l > D
- ol
4 Configure Algnment .
J Asgn | Fonane: 37561 Somporics imumome ACESS Ay o] aa
v : [GenePx 3 Cancel S|
T Runthisfag foahures query afes Anabsis: [Ex 1-Fox Fearwes Resoltpe: | Aoy Lk Flon € 00 d e | ] and feg maiching foatuss ex:[Absert < 6
I SavetoAcuty Help —
Process E
CNet Ga Go I Export ofs|

6) Set your analysis parameters: At the bottom of the window, under ‘2. Align and analyze’,
select 'Align’, ‘Analyze’ and select ‘All" in the Process box.

2. Align and analyze

Configure Alignment

Run this flag features query after Analysis: IEH» 1: Fair Features

v align
IV Analyze

-

Process
" Next Export
——————™

7) Click ‘Go’ to initiate the batch analysis. There are 3 output files that will be generated from
the image analysis; GPR (GenePix Results containing numerical values from the extracted
images), GPS (GenePix Settings file) and JPEG (the image file of the tiff images) files. Only
the GPR files will be used for downstream processing and analysis. Each set of output files
will have the same name as the TIFF images.
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1) Repeat the steps outlined in section 3.3) above.

v

2) Upload your TIFF image: Click on the file  icon and click ‘Open Images...". Navigate to
the folder where your TIFF image is stored. Select the image to analyze. Only one TIFF
image can be analyzed at a time.

X Ganeix Pro - Anslysis Only (40008) - 8
Image | Histogram | Lab Book | Batch Anabeis | Resue | Scates Pl | Repot |

r image:
€ Proviow (535/522)

€ Wavelengh 638

@ Wavelength 52

€ Ratio (635/532) |

i

%,I.l @)
= A
52 ]|
[SEETE]
Llwiis

|2

lolCler

A

7o

[©[F1H| ¥ 21202/ 1] Elok|d|6|e|e

Bhock  Festure:
XY )
Nae:
W &5
im
Rotis 1635/522)
Ry Somams [1 2
[Daka Ukoge: Urirwed [Goeree: natiound _ [Dek = 136768 Wobacode & (6 Tuntidy
R GenePix Pro — Analysis Only (40008) - a
Image | Histogram | LabBook | Batch Anabeis | Resuts | Scamer Piot| Report |
image
€ Preview (638/532)
€ Wavslangh 635
@ Wovlength 532
© Rk 635/532) =
o ————————
«al 22
Y | .
=
[&] —p o aoll]
Pl Open imege Set..
OKRUK W - Save Images - Selected Scom Area. cues
S Save Image Set.-
e iR|6Y — o
Recent Images >
Hd
— New Settings Axen
O &g Openseinge. prii
mun| Seve Settings Anes.
== SoveSeioe A poues
r Racant Settings. >
K Lot Ay i v
Nome: Racant Aray Uists >
Open Resuts. e
Wavatecah 635 Save Resuls - Selected Results Sheet.. Aney
Seve Al Results...
€xpont Resutts...
asengh 532 Save to Acuity CueQ
Recent Rewis >
Open Repon— Ay
New Report..
R 62
| e ez Export Repar__ anx
i e :
Roody Print.. ap
I i [kt [oak 13668 Nobscods A TESSENGENICS e S: ) Propetice g
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R Geneix Pro - Analysis Only (40008)

Imege | Histopram | Lab Book | BatchAnakeis | Remats | Scaties Pt | Repot |

Ii—[:LO

]
te‘

=[] %”'_“j“
[P,

R Openimages
[P IR R Y T - -

03"213910 02938 US11223910.029.. US11223910029... US11223910029... US11223510_029.. US11223910_029.. US11223910029...

US11223910,029.. UST1223910.029... US11223910.029.. US11223910.029... UST1223910.029.. US11223910,029.. US11223910,029...

b3

v
Flanans:  [USTIZZI910_ 025384 SOTF [o= ]
FReadite: [T Fies () T e |

|

X
S

|z

o)
3

¥R

|@lT|

fnama [T 2

Wovtlengh
Image, TIFF (uncanprersed) ~
can Aroam]
picels
Scalnge10 um per el
. Image Fomat=16-02 grayscals
Waveisndth PMT Gain=0
Laser Power=100
Namakzafion Fackrs1.000
Focus Posiion=)
- carner G250
Ready
[Data Cikoge: Unirked Dicsmse fourd _ [Disk=1%.1GB Nobarcods. RE A
s | Hetagi | Lob % | Betch s | Rt | Scaer Pl | Fept

Image

- 58]l A
1ol

Wendergh 532

Oblocks selected

ead
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3) Upload the GAL file: Click on the file icon again and select ‘Load Array List’ to browse to the
location of the GAL file.

R GenePix Pro — US11223910.029384- Copytif -
Image |>smm] LabBook | Batch Analysiz | Resuks | Scattes Plot | Report|

[8)3756.1.Sengerics Immunome AXCESS Amay MVANINAM  GALFike K8

[03)3843-IMMUNOME_2ARRAY /2072021 10:48 AM GAL File 97k8

]
Jo
mhn 207 /772020 11:37 AM GAL File RIB
- 3% — "

&,
®
—
:\9
e lal=

Q

(003756 SENGENICS @ 177202 231 P GAL File e
Q
[©]

- mage
€ Proview (635/532)
€ Wavlengh635
@ Wavelength532
| € R0 s3/532) |
Tooks
e
sl 4
- <
( Open Images...
Y| = » - Open Image Set...
\“7'6{ 8 Lin| ) Save Images - Selected Scan Area... Ctrles
o N Save Image Set...
ERR @ = Export Images CtrbE
HEd s Recent Images >
New Settings AreN
Ol= Opensetings_ o
(1] Save Settings Atss
:J__rl.gl Save Settings As... AreH
 Feshae Viewr Recent Settings >
Block  Fedture:
XY (ump — Load Array List—. Ay
Name: Recent Amay Lists >
Open Resutts... AreR
- = Save Resuts - Selected Results Sheet... Arey
Save All Results...
Export Results...
Wi 532 Save to Acuity CeQ
Recent Results >
Open Repor... AT
Ralo NewReport...
Export Report... AReX
Recent Reports >
Ready (Analysis Only) Print... CtrdeP
[Data Linkage: Urirked [Cicense: found Disk = 13668 Nobarcode [A 3765 SENGENICS 4w 'S: [uriitiod) Properties... Alt-Enter
- H ] ]
4) Select the GAL file and click ‘Open’.
TR GenePix Pro — UST1223910,029384- Copy it - 0 X
image | Hestoram| Lab Book | Batch Anaysis | Resuks | Scates Pot| Repon | e
Inage Ao
€ Previow §35/53) =
€ Wavelength 635 @
€ Wavngth 52 —
Crmpmmn . )
Tode Al B R Load Arvay List X %
i Lockn: [ ] immurone 7] e @ck
e Name - Status Date moditied Fpe Sou %

3
I |
¥ &3]0l 1)

[— s |
Floscitye: [GoneP ray Lt Fia T ga o] _omd |

Roads(anayss Ort) - ]..mz.l,—:

[DslaLrkage Uninked [ooos ford Dok 1368 Nobacode ! %

N
(Y3

Image Extraction Instruction Manual — v2.0 — July 2024 Page 16 of 19



5) Align the GAL file correctly to each spot on the TIFF image.

4

6) For auto alignment, click the ‘Align blocks’ - icon. Select 'Find Array, Find All Blocks,

Align Features’ (or press ‘F8’) to enable auto alignment.
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7) Click on the ‘Analyze’ |‘con to perform the analysis. The subsequent computations are
sent to the Results tab (indicated by the red circle.)

R GenePix Pro - L

Results [JScatter Flot | Report |

I Results ]

D |eP|©|©]© ~

ol ]

cr
=
Wavelength 635 e
Wavelength 522 s
Ratio 635/532)
Ready (Anaiysis Orly) anfvex [T
[Data Linkage: Uninked [License: found Disk =136 68 Nobarcods A:37%6.1 Sengenics Ine [S: funiiled]

oge | Hitogam| LabBook | Bach Ay Resit | Scaes ot Flpon|

fie ik o Fon [ ane b T ] Mo el 7] 5 |
(unkided) T 1 Cy385A8 cvag 2.1 3. 20
seve Toaiy [ o 2 L7 i@ W % om w oW w o w am
[ o 5 s o s I so® om0 0 0 @ 2w st
a1 Omsas ors 5 sa0 7 a o E I B 0 0 @ e w0 -
e, 15 1 iga2 o4 3 320 78 15 @ 4 8 16 € 8 95 0 | 28 0 5
vater, | fosee e e E . sz = e ®  » ow e s w o @ am o
onnt | omre| | 17 1 Omww  oaw . s - w2 wow s W w o @ an w 7
EEmm(wrl [ 3 o5 . s s v e I o @ s w0
Vit | stowsskei| | 18 1 ow ) 5 3 e m e s ® oam ® oW W w 0 ® s
o1 Gmmn con 5 s as & woom e ow W I o
o T ow o 5 s e @ uw e e 0
T o B > 5o w e s oz m e on W e o
Confire Flag Feshres 113 1 CyaBsA_12 [SERES 6. 3. 200 7033 202 48 52 k3 i 49 3, 1 100 0
oy Vw1 e o B s e T W W owm s ok w o
s o1 e & . o n e s oxm o wmom = o
Nomfzaton Faclar._1.000 118 1 Cy3B5A_13 [SERE] 7 3. 210 8070 x5 48 4 El 22 won 100 100 0
T e B . s 6 e sz ow e B w o
- T o ) ’ s m 6w & ® & on W s o
e Vs GEme oo 0 3 e o O A 0w 0
Bl s s T e o 5 o P @ m e s W 0 0
Aane o it ) 0 i@ w 6w @ o ow e oW s o
Zlews Tzt mas oo 5 5o L 6 w6 w8 W ™ o
T s B B s s . @ w o= won oW o
St 12 1 o8 k! 320 83 7 a7 @ 2 % 712 % 0
@ o1 omme oo : s 0w @ 3w o® won oW 0 0
I e i im [ @ % om e ow W = 0
T2 ow i i noow P A T » o
e Va1 Gmwr oo i 3o 1 2w T S Y 0 0
T 2 i FEEY W oow 6 m om ko8 W @ 0
e I oo i s n s 6 m oo s w 0
a1 Gmmn oo i s o o s s 5w ow s W ™ o
[T o i F [ s m ow s o8 @ o
T o i s s “ 6 wm o ox won ow 0
w1 omws oaw : 3 us & oz s oW W i 0
I o i 3w 6 v s P T 0
I o i s a0 e n s v % o® s ou @ o 0
[ [ i 3o e = s 6 o o s ow W e 0
IR s i L m 6w s R T N 0 o
[T o i 2o s m s 6 o om .5 W 0 o
T oo i 2 T F 6 o om s on W 0 o
v o i 2 e a0 s D S 0 0
Ve o o i 3 =5 . € 6 oom s on W I 0
e oz i 3 e = s 6 woom s s W 0 0
a o2 i 3 e =2 . 6 ® ow s ow W 0 0
e o i s e o O T 0 0
T ers i 2o s o 6 = o s o0 W 0 o
[ o i 3 a0 son = D 0 o
T g ) a0 ™ @ B w om e ow W 0 o
IR 1 2 2 s 0 5w onm w0 W 0 0
e 2 2 s m s A 0 0
IR s 3 s s w 0w ow i 0 0
IR 7 3 s 3 T T S R I 0

8) Click the file _vicon and select ‘Save Results - Selected Results Sheets’ to save the GPR and
JPEG files. The GPR, JPEG and TIFF file names must match. Select ‘Save a JPEG Image
containing all analyzed features’ check box and then click ‘Save'.
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sengenics

5. Troubleshooting

The software is unable to load the TIFF Ensure that the TIFF images were
'mage generated and saved in a 16-bit
format. You may need to re-scan the

slides.

The GAL file does not fit scan area of the  You may need to re-scan the slides
TIFF image at the correct scanner setting, i.e.
resolution at 10 ym.

Contact Information
Sengenics Corporation

Technical support email: support@sengenics.com
www.sengenics.com
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