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Part 1: Introduction
1.About this manual

This user manual provides you with the instructions needed for processing the raw data and performing
quality control on the data from Olink® panels with the NPX™ Signature Software version 2.2 and later. For
user manual for NPX Signature Software v1.x, please contact support@olink.com.

The NPX Signature Software is a standalone Windows® software application that enables qualification

and normalization of Olink mid and low plex data, which can be used in further downstream analysis
revealing protein discoveries and signatures. The software enables this through data normalization in NPX,
quantitative data and a fit-for purpose quality controls together with result exports.

1.1 Intended use

The NPX Signature Software is a data analysis software that is designed to use with the gPCR-based kits
from Olink, including Olink® Target 48, Olink® Target 96, Olink® Focus as well as for Olink® Flex panels. It
allows for importing run data, validating data quality, and normalizing Olink data for subsequent statistical
analysis.

The kits can be used with the Olink® Signature Q100 qPCR device. NPX Signature Software lets you import
data from Olink Signature Q100, validate its quality, and normalize it. The data is not required to be
annotated or processed before importing it into the NPX Signature software. The software can also process
Fluidigm® Biomark™ data after annotation.

Olink Signature Q100 L A ) Insight Olink Analyze
Panel: A ™
‘ anels device gPCR raw data Ct NPX™ Signature ‘ Outout Ct, NPX, absQuant ‘ and R package

This product is for Research Use Only. Not for use in diagnostic procedures.

1.2 Intended target group

NPX Signature Software is intended to be used by trained users of the Olink® Target 48, Olink® Target 96,
Olink® Focus, and Olink® Flex panels. Quality control should be performed by trained users that determine
whether data from a run can be approved for further analysis.

1.3 Definition of alert levels
The following alert levels are used in this user manual:

Indicates an important action that may impair the results if not performed
correctly.

/ NOTE: Contains information that can make it easier to understand or perform a certain task.
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2.List of abbreviations

%CV Coefficient of Variation

IFC Integrated Fluidic Circuit (also called "chip" in this document)
IPC Inter-Plate Control

LLOQ Lower Limit of Quantification

LOD Limit of Detection

LOQ Limit of Quantification

LQL Lowest Quantifiable Level

MAD Median Absolute Deviation

NPX Normalized Protein eXpression

PCR Polymerase Chain Reaction

QC Quality Control

uLOQ Upper Limit of Quantification
3.Associated documentation
Manuals

e Olink® Signature Q100 User Manual, doc no 1172

e Olink® Target 48 User Manual, doc no 1141 or 1553

e Olink® Target 48 using Formulatrix FA.S.T. User Manual, doc no 1414 or 2554
e Olink® Target 96 User Manual, doc no 0935 or 1546

e Olink® Target 96 using Formulatrix FA.S.T. User Manual, doc no 1415 or 1552
* Olink® Flex User Manual, doc no 1314 or 1555

e Olink® Flex using Formulatrix F.A.S.T. User Manual, doc no 1421 or 1556

e Olink® Focus User Manual, doc no 1231 or 1535

Documents with double document numbers refers to manuals with the old or the new version of PCR
Polymerese.

White paper
e "Pre-analytical variation in protein biomarker research”, doc no 1095

All relevant Olink documentation is available from the Olink website: olink.com/knowledge/documents.

4. Technical support

For questions, guidance, and support, contact Olink Proteomics at support@olink.com.

41 Log files

The log file registers everything that happens in a project. When contacting the Olink Support, you might
need to share the log files. They can be found on the local drive where NPX Signature was installed:
%LocalAppData%\01ink\NPX-Signature\logs.

Do not move or in any other way manipulate the log files.
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5.Software and file requirements

Components Minimum Recommended

Operating System Windows® 11

Processor Intel® Core™ i5

Memory 16 GB RAM 32 GB RAM

Disk Space 500 MB

Display scale of computer screen Scale 100 % *
14" screen

* The scale resolution might affect different functions and features in the NPX Signature software, and different scale resolutions might be needed for
different displays. Please, go to the computer settings to change to your preferred settings.

o.Installation

6.1 License agreement

You are required to accept the end-user license agreement when installing the NPX Signature Software or
before using an updated version for the first time.

6.2 Install software

The installer performs a first-time installation or updates the existing installation if it is already installed on
the local computer.

1. Download the latest version of NPX Signature Software to your computer from https.//olink.com/
software/download. The password can be found in the release notes sent by email.

2. Double-click the installer (.msi) file.
3. Follow the on-screen instructions.

A desktop shortcut will be created for future use. To open the application, double-click on the icon.

6.3 Uninstall software

If you need to uninstall NPX Signature, use the Programs = Uninstall a program in the Control panel.
Select NPX Signature from the program list and click Uninstall.

All user data is retained where it was saved before the application was uninstalled, and your custom NPX
Signature Software settings are retained on the system.
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Part 2: Technology description
/.0verview

Olink has built-in quality controls in all multiplex panels. The internal controls allow for an in-process quality
control designed to monitor different steps of the protocol: immuno reaction, extension and amplification/
detection. Each Olink panel also contains external controls that are added in triplicate or duplicate on each

sample plate.
For numbers of assays and controls for the different panels, please refer to the product specific user manual.

Immuno reaction Extension and Amplification and
pre-amplification detection

Incubation control ——

Detection control

Extension control

v =

¢ The Incubation Control(s) consists of a non-human antigen measured by specific PEA antibodies in the
panel. This control monitors potential variation in all three steps of the reaction.

¢ The Extension Control is an antibody which contains two complementary DNA tags that are hence in
close proximity. This control monitors the extension/pre-amplification and detection step and is used for
normalization of the data.

* The Detection Control is a complete double stranded DNA amplicon which does not require any
proximity binding or extension step. This control monitors the pre-amplification and detection step.

The Extension Control is used to calculate the NPX value, (refer to 8. Normalization methods) and the other
two are used in Quality Control as described below.

Normalization, Quality Control and calculation of project summary metrics are run automatically in the NPX
Signature Software and build on each other.

Output:

Input data:
Ct, NPX, pg/mL, QC
A

Ct values

QC
Project Summary

Metrics

Normalization

Sample QC Assay QC Run QC

NPX Signature
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8.Normalization methods

The raw data from qPCR are Ct values. The Ct refers to the number of cycles required to cross the detection
threshold of the PCR amplification curve. Based on Ct values, the arbitrary, relative quantification unit
NPX™ is calculated.

8.1 Plate control normalization

In this multi step normalization process, the protein expression values are normalized using the Extension
Control, the plate control samples (Calibrators or IPCs) and a pre-determined correction factor. Each of
these elements take a different source of potential run-to-run variation into account and reduce its effect.

Each sample is normalized with the Extension Control to reduce between sample variation:

dCtSample i, Assay j = Ctsample i, Assay j - CtSample i, Ext ctrl
Each plate is normalized with the central value of its plate control samples (PCs) to reduce differences
between runs within the same experiment and the pre-determined correction factor is used to limit
technical differences between reagent batches:

NPX, . . = Correction factor =
ample i, Assay j Assay j

(dct - Central Value(PCAssay j))

Sample i, Assay j

The scale of the NPX unit is unique to each protein assay, meaning that even if two different proteins have
the same NPX values, their concentrations in pg/mL may differ. It is not meaningful to compare NPX values
between protein assays.

The correction factor is determined by Olink during the validation of the panels, and for each new reagent
batch, a lot-specific correction factor is defined.
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8.2 Calibrator normalization (£ Olink® Target 48, 8 Olink® Flex,
and @ Olink® Focus)

For products with absolute quantification units, the plate control samples are Calibrators (refer to respective

user manual). Calibrator normalization is performed as described in 8.1 Plate control normalization with the
central value calculated for Olink® Target 48 and Olink® Flex as

Central Value(Calibrator = median(Calibrator,

Assay j) i, Assay j)

While the central value in Olink® Focus is calculated as the mean over all median values per Calibrator type.

8.2.1 Results in absolute quantification units (pg/mL)
For products that provide output in absolute quantification units, the NPX results from Calibrator
normalization can be used to calculate results in standard units, for example pg/mL.

Before the run (during product development at Olink):
1. Acorrection factor, utilized to ensure accuracy between production batches, is calculated.
2. Aprecise pre-defined standard curve is established for each protein.

3. Afour parameter logistic (4PL) model fit is performed to define the standard curve mathematically
within the measurement range for each protein in the panel.

4. The lower and upper limits of quantification (LLOQ and ULOQ) are defined during the development of
the panel, see the panel specific Validation data document available on the Olink website (www.olink.
com) for details.

The illustration below shows an example of a standard curve.
IL10

4Pl ———lOD === llO0Q === ULOQ

@ Replicate

NPX
22

20
18
16
14
12
10

8
6
4
2
0 pa/mL
0,

001 0,01 01 1 10 100 1000 10000 100000 1000000

Standard curves for each assay can be found via the panel product page on www.olink.com.

After each run:

1. Calibrator normalization is used to normalize the current run to the reference runs used to establish the
4PL curve.

2. The standard curve model, is used to convert the measured NPX value to the protein concentration in
pg/mL.
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IPC normalization (8 Olink® Target 96)

For Olink® Target 96 the plate control samples are IPCs (refer to the Olink® Target 96 User Manual). IPC
normalization is performed as described in 8.1 Plate control normalization with the central value calculated

as:

Central Value(IPC

8.4

Assay j )

= median(IPC,

, Assay j)

Intensity normalization (E80link® Target 96)

In Intensity normalization the data is adjusted so that the median NPX for a protein on each plate is equal
across all plates of an experiment. This method relies on the assumption that the true median of each
plate is the same. One way of ensuring this, is to randomize the samples across plates. If there is total
randomization, this method typically outperforms other normalization methods. If there are specific types
of samples that are only available on certain plates, this normalization method should not be used.

Intensity normalization subtracts the central value of all samples (excluding the control strip) for each assay

per plate:
iNPX

Sample i, Assay j

= NPX

Sample i, Assay j

- Central Value(NPX

Assay j)

NOTE: Internal Positive Controls (IPCs) are excluded from the normalization process when
Intensity Normalization is applied. Despite this, IPCs remain part of the formal QC procedure,

as they are included in the external controls provided with the Olink Target 96 kits. IPCs are
expected to behave in a specific way. Deviations from expected behavior may indicate underlying
issues with the run that are not apparent from customer sample data alone. When certain that the

data is not affected, the warning can be ignored.

QClevels and possible status:

Datapoint
¢ Set by instrument
¢ (Can be set to fail

Sample

¢ Set as part of automatic
QC

Assay

» Set as part of automatic
QC

Run

¢ Set as part of automatic
QC

manually » Can be set manually ¢ Can be set manually
¢ Status: « Status: « Status: ¢ Status:
- Pass - Pass — Pass — Warning message
— Flag/Fail — Warning — Warning « No consequences for
« Status other than Pass: - Fail - Fail data presentation
- NAdata « Warning: — Undefined / NA
— Data shown and e Warning:
exported — Data shown and
. Fail: exported
— Normalized data not * Fail:

shown or exported

— Normalized data not
shown or exported
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8.5 CV calculation

For evaluating the reproducibility and repeatability of data related to each plate in the project, as well as
assessing the within- and between-plate variation in the project, two types of CV are calculated: within
plate (intra CV) and between plates (inter CV) in Sample Controls. For the inter CV calculation, the mean of
Sample Controls is used to represent the plate before CV calculation. These metrics are calculated for NPX
and absolute quantification values using the following formulas:

NPX scale:
a3
Vygsay = 100 = Je(fMassar) — 1, where slngq.q, = 10g,(2) * SD(VPX 40ray)

Absolute quantification scale:

SD{QUANT, )
B _SDIQUANTgssny)
CI{:EMJ: = 100 + mean(QUANT 00,

8.6 Sample QC

Each of the internal controls are spiked into all samples at a set concentration. The signals for these

are therefore expected to be at comparable levels over the entire plate. Sample QC is performed using
Detection Control and Incubation Control. If the observed value deviates more than 0.3 NPX from the plate
wide median, or if the value is missing, the Sample QC is set to Warning. The Extension Control is used in the
normalization step and in generation of NPX, and hence is not included in the Sample QC.

Deviating values for the internal controls can be caused by, for example, errors in pipetting or pre-analytical
factors in the samples that affect the performance of the controls. For more information on troubleshooting
samples that do not pass this QC, refer to 1/ Deviating controls.

11

NPX™ Signature Software User Manual

Part 2: Technology description
8. Normalization methods



8.7 Assay QC

Assay performance is assessed based on multiple criteria, taking into account availability of control data,
variation of measured values and for certain products accuracy. Criteria checked against product specific
reference values are listed in the table below. Recommended thresholds are shown in the software user

interface.

Sample Control
precision

Calibrator/IPC
precision

Sample Control
Accuracy

Minimum number of

valid Sample Control
replicates

Minimum number
of valid Negative
Control replicates
Minimum number of
valid Calibrator/IPC
replicates
Consequences of
Assay QC deviations

8 Olink Target 48
@ Olink Flex
@ Olink Focus

Use data in NPX units

Include all replicates that “Pass” Sample QC, independent of
measured value.

All products

Use data in NPX units

Include all replicates that “Pass” Sample QC, independent of
measured value

Products providing
results in absolute
quantification units

Use data in absolute quantification units

Include all replicates that “Pass” Sample QC, independent on
measured value. pg/mL values for NPX outside of the curve
range is set to NA.

Median for point estimate

Olink Target 48
@ Olink Flex
@ Olink Focus

2 replicates with Sample Control QC “Pass” and no instrument
flag required

All products

2 replicates with Negative QC “Pass” required

Olink Target 48
@ Olink Flex
@ Olink Focus

2 replicates with Calibrator QC “Pass” and no instrument flag
required

All products

Minimum number of valid Calibrator/IPC replicates not
reached:
Assay Fail, only Ct data provided to user for this assay

All other Assay QC deviations:
Assay Warning, all data types provided to user for this assay
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8.8 RunQC

In Run QC the performance of the run as a whole is assessed. Warnings are triggered in case variation in
internal controls is high, an excessive amount of samples or assays have QC deviations or if control data
is missing (see below for details). Recommended thresholds are shown in the software user interface. Run
QC supports the user to identify problematic runs, but Run QC deviations could also be triggered by for
example mixing different Sample Types on the same plate.

If a too large variation is observed in either of the internal controls, review the data in the Plate Data view
(refer to section 14.6 Plate Data). For troubleshooting guidance, refer to section 17 Deviating controls.

Run quality issues might also be causing systematic bias as measured by ANOVA tests. Go to the Metrics
view for more information, refer to 14.2 Metrics.

Median absolute All products e Use data in NPX units.

deviation of internal » Separate for project samples and control samples.

controls e The MAD should be less than 0.23 for samples and less than
0.25 for external controls.

Number of warned or EalNe(ele[l[as « Only use project samples.

failed samples + No more than 1/6 of customer samples are allowed to be
warned or failed.

NI S ATEIT e o @ All products  Only use assays (excluding internal controls).

failed assays » No more than 1/9 of the assays are allowed to be warned or
failed.

Minimum number of Olink Target 48 * 2replicates with Sample QC “Pass".

valid Sample Control [ XeIIISFES
replicates @ Olink Focus

Minimum number All products 2 replicates with Negative Control QC “Pass” required.
of valid Negative

Control replicates

Minimum number of FAURJLNES 2 replicates with Calibrator/IPC QC “Pass”.
valid Calibrator / IPC

replicates

13




89 QCcriteria

Criteria FAIL WARN
Sample QC
Incubation/Detection Control NPX N/A Deviation > 0.3 NPX from plate

deviation.

median

Extension Control Data missing or >5 failed datapoints N/A
Assay QC
Calibrator replicates <2 valid replicates N/A

Negative Control replicates N/A < 2 valid replicates

Calibrator precision N/A Too low (assay-dependent)

Sample Control replicates N/A <2 valid replicates

Sample Control precision N/A Too low (assay-dependent)

Sample Control accuracy N/A Too low (assay-dependent; not
applicable to panels without
absolute quantification)

Intra-Assay %CV >15% N/A

Inter-Assay %CV >25% N/A

If a run fails to meet the acceptance criteria, or the QC is not accurate, please contact support@olink.com.

14
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Part 3: Operation
9.Introduction

Input data for Olink NPX Signature Software are run files from Olink Signature Q100 in .q100 format,
Signature Q100 or Biomark runs exported as csv files from Fluidigm realtime PCR analysis software, heat
map format, NPX Signature Software (v2.x) .osp project files and Olink NPX Signature Software (v1.x) .npx
study files. The output data are obtained in NPX values.

Further normalization against the Calibrators produces data in additional absolute quantification, provided
in pg/ml, for the panels where absolute quantification is included.

Olink® Signature Q100 run data,
Ctvalues

‘ Sample Manifest

Panel Data File/
Panel Data Archive

v

NPX™ Signature

Import
Run Data

-

Annotate
plates

>

Normalization

e

Qc

Standard (CSV file)

Ct, NPX, Abs Quant Values ‘

—»‘ Extended (CSV file) ‘

—»‘ Analysis Report (PDF file) ‘
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10.Files and information needed
for analysis

10.1 Panel Data Files and Panel Data Archive

The Panel Data Files or Panel Data Archive, depending on product, is needed to properly process and
quality control your data. This file is unique to your panel version and reagent batch. The file is provided by
Olink at the olink.com/software page.

. Olink® Target 48 and m Olink® Target 96

During a reagent batch release for Olink Target 96 or Olink Target 48, a new Panel Data Archive file will be

issued. This file is a collection of all Olink Target Panel Data Files. It includes all previous Olink Target Panel
Data Files along with the newly added Panel Data File. For how to import the file, refer to 11.2 Import Panel
Data Files or Panel Data Archive.

Ii NOTE: For the Olink Target Panels, it is sufficient to import the latest Panel Data Archive as this
will include all previous released Panel Data Files.

The Panel Data Archive file is an encrypted .dat file that is compatible with NPX™ Signature v2.0 and later.
The file is not backward compatible.

The file name will have the following format:
OlinkTarget_PanelDataArchive [DATE]_NPXSv2.dat

Example:
OlinkTarget_PanelDataArchive_ 2025MAY22_NPXSv2.dat

8 olinke Flex and @@ olinke Focus
For NPX Signature v2.0 and later, the Panel Data File will have the file format NPXSv2. The file is not
backward compatibe. For how to import the file, refer to 11.2 Import Panel Data Files or Panel Data Archive.

For Olink Flex, the file name will have the following format:
OlinkFlex_PanelDataFile [panelfilename] NPXSv2.xml

Example:
0linkFlex_PanelDataFile_ FXXX-XXXX_NPXSv2.xml

For Olink Focus, the file name will have the following format:
OlinkFocus_PanelDataFile_[NAME]_NPXSv2.xml

Example:
OlinkFocus_PanelDataFile CustomPanelName_ NPXSv2.xml
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10.2 Olink® Signature Q100 Run Data

Olink Signature Q100 run data can be imported directly into NPX™ Signature without any need for
annotation or processing in advance. The following file types and formats are supported for import and
analysis:
¢ Olink Signature Q100 export files:

— Accepted formats include .q100, .csv, .csvx, and .zip

¢ Fluidigm realtime PCR analysis software exported heat map or table files in .csv format. A csv file is
needed to be able to analyze Biomark runs in NPX™ Signature.

10.3 Sample Manifest file

The Sample Manifest is a structured table with four required columns and one row per well of a plate. This
document is mandatory for importing individual runs into NPX™ Signature. Product specific templates
for the Sample Manifest are available in Microsoft Excel (.xIsx) format and can be downloaded from the
Project/Sample Manifest view, refer to 14.1.2 Sample Manifest, or from the Create Project dialog, refer to
11.3 Create a new project.

The Sample Manifest can include up to 40 plates.

Using the Sample Manifest file
The Sample Manifest file provides a standardized layout for sample metadata. Although the format is

standardized, the sequence of data entries can be rearranged to align with specific workflow requirements:

1. Rearrange the row order as needed to match the preferred layout.
2. Save the customized file for future use.

3. Upload the customized file during project setup.

Required columns
The Sample Manifest must include the following columns:
e WelllD:

— Unique identifier of the well (for example A1-H12).
¢ SamplelD:
— Unique identifier for the sample.
— Maximum length: 100 characters.
— Must include at least one character which is not space.

— May be reused across different plates for samples classified as External Control or NOT_USED, but
must be unique within each individual plate.

— Must be unique within the entire Sample Manifest for samples classified as Customer Samples.

— Empty or unused wells do not require a SamplelD; the system will assign an internal identifier
automatically for processing purposes.

e PlatelD:
— Unique identifier for the plate. This is the ID that will be included in the data export file.
— Every row for a plate must have the same PlatelD.
— Maximum length: 100 characters.
— Must include at least one character which is not space.

— Up to 40 plates can be specified in a single Sample Manifest. If multiple plates are specified, the
PlatelD for each plate must be different.
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e SampleType:

— Type of sample.
Refer to 14.1.2 Sample Manifest for more information about the different sample types.

Sample Manifests used in NPX Signature Software v1.x can be updated to be used in NPX Signature v2.x, if
the requirements above are fulfilled.

The following sample types can be defined in the Sample Manifest file:

Sample Type Olink® Target 96 Olink® Target 48 Olink® Flex Olink® Focus
NOT_USED v v v v
SAMPLE v v v v
NEGATIVE_CONTROL v v v v
SAMPLE_CONTROL v v v
SAMPLE_CONTROL_1 v
SAMPLE_CONTROL_2 v
SAMPLE_CONTROL_3 v
SAMPLE_CONTROL_4 v
CALIBRATOR v v

CALIBRATOR_A v
CALIBRATOR_B v
CALIBRATOR_C v

INTERPLATE_CONTROL v

10.4 NPX™ Signature Study File (.npx)

Study files previously created in NPX Signature v1.x can be migrated into NPX Signature v2.x. Referto 11.5
Migration of NPX™ Signature Software v1.x projects for more information.




11.0Operating workflow

This section describes how you analyze data step-by-step in NPX™ Signature Software. The following steps
are included in the standard operating workflow:

1. Download Panel Data Files or Panel Data Archive.
2. Import Panel Data Files or Panel Data Archive.
3. Create a new project.
— Select Panel and Panel Data File version
— Import Run data
— Import Sample Manifest
4. Perform quality control.
Export result files.

6. Finalize the project.

11.1 Download Panel Data Files or Panel Data Archive

If running an Olink Target 48 or Olink Target 96 project, a panel data archive must be downloaded. Go to
Olink.com/software/download and download the Panel Data Archive. This Panel Data Archive contains all
Olink Target Panel Data Archive.

For Olink Flex and Olink Focus projects, the Panel Data Files are provided by Olink.

For information about the Panel Data Files, refer to 10.1 Panel Data Files and Panel Data Archive.

11.2 Import Panel Data Files or Panel Data Archive

Before creating a project, corresponding Panel Data Files must be imported into the NPX Signature
Software.

The following steps must be repeated when new panel versions are needed and have been downloaded
from the Olink web page or provided by Olink.

1. Onthe start page, click Manage panel data files.

(@ NPx™ signature - o X

Welcome to NPX™ Signature

What would you like to do today?

Create a new project Open an existing project Manage panel data files
Set up your project by importing plate layouts, choosing product Continue whe Ieft off from a previ project Upload the latest versions of Olink's panel data files, oradd your
type, and selecting run data sources. own custom data files for use in your projects.

= Recent Projects

[ Target4s Olink® Target 48 Last opened 21 October 2025 18:38:48

[@ ProjectName Olink® Target 48 Last opened 10 October 2025 13:20:20
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The view lists all Panel Data Files uploaded to the current version of NPX Signature Software.

Click Upload panel data file.

" NPX™ Signature

Panel Data File Archive

PANEL
. >
.
. >
.
.

Olink Target 48 Cytokine

Olink Target 48 Immune Surveillance:

Olink Target 48 Mouse Cytokine

Olink Target 48 Neurodegeneration

Olink Target 96 Cardiometabolic

You are using OlinkTarget_PanelDataArchive_2025SEP12_NPXSv2 2

VERSIONS

11

Upload panel data file

PRODUCT

Targetds ‘
Targetd8

Targetd8
Target48

Target96

Browse for files to upload. Click Open.
The uploaded Panel Data Files will be listed.
Click Back to go back to the start page.

‘.‘ NPX™ Signature

Panel Data File Archive

©

Success.

impor

\Downloads\OlinkTarget_PanelDataArchive_2025SEP12_NPXSv2
2.dat

PANEL
. >
. >
. >
. >
. >

Olink Target 48 Cytokine

Olink Target 48 Immune Surveillance:

Olink Target 48 Mouse Cytokine

Olink Target 48 Neuradegeneration

Olink Target 96 Cardiometabolic

You are using OlinkTarget_PanelDataArchive_2025SEP12_NPXSv2 2

VERSIONS

1u

Upload paneldatafile 2

PRODUCT

Targetds
Targetds
Targetds
Targetd8

Target96
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11.3 Create a new project

1. Click Create a new project.

&) NPX™ Signature - [l X

Welcome to NPX™ Signature

What would you like to do today?

Create a new project Open an existing project Manage panel data files

Set up your project by importing plate layouts, choosing product Continue where you left off from a previously saved project Upload the latest versions of Olink's panel data files, or add your
type, and selecting run data sources. own custom data files for use in your projects.

= Recent Projects

[ Target4s Olink® Target 48 Last opened 21 October 2025 19:13:14

[ ProjectName Olink® Target 48 Last opened 10 October 2025 13:20:20

2. Select Product Type.
Enter Project name and Sample matrix (optional).
If Panel Data Files have not been added, the corresponding product types can not be selected and the
corresponding icon will be blurred.
Click Select Panel Data.

) Create Project = x
I New Project STEP10f4
PRODUCT TYPE
(_
Olink® Target 48 Olink® Target 96
3
Olink® Focus Olink® Flex
PROJECT NAME
ProjectName

SAMPLE MATRIX
ExampleM atmt

< Back Select Panel Data >
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3. Select Panel(s). Use the Version dropdown menu and select Panel Version. Panel Version depends on
the used reagent batch and can be found on the Lot configuration sheet provided with the reagents.
To deselect, uncheck the checkmark box next to the panel.
Click Import Files.
Alternatively, you can also select Save without run data to create the project in advance without adding
runs directly.
For Olink Focus, select either absolute or quantitative panels. It is not possible to combine them in one

project.
@ Create Project = X
88 Select Panel Data STEP2 OF 4

SEARCH FOR PANEL

At least one panel must be selected in order to create a project. Please select one or more panels from the

table below.
PANEL VERSION
|Z| Olink Target 48 Cytokine 932010 ~
|:| Olink Target 48 Immune Surveillance Choose version.. ™
|:| Olink Target 48 Mouse Cytokine Choose version..
|:| Olink Target 48 Neurodegeneration Choose version..

< Back Save without run data Import Files »
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4. Upload Run Data and corresponding Sample Manifest files.

Either drag and drop one or more files, or click on the dotted square and browse for preferred file(s).
@ Create Project

= X

88 Import Files STEP30F 4

RUN DATA SOURCE

| & Select ordrop files (g100, zip, csv, csvx) )

Uploaded Run data files will appear here

SAMPLE MANIFEST

!n urde_rto create new Signature projects, a sample manifest Download template
is required

< Back

The Sample Manifest is required to define the Sample Types. A template can be downloaded in this step
clicking Download template. The template can then be uploaded to the software as a Sample Manifest.

/ NOTE: Files must be closed when uploaded to the NPX Signature Software.

5. Uploaded files will appear under each title/box and a confirmation of successful import will show.
Click Annotate Run Data.

@ Create Project

00 - o

Import Success N STEP30F 4
1 sample manifest(s) imported.

RUN DATA SOURCE

IMPORT SUCCESSFUL R
D Testkarning_T48.q100 i Remove

SAMPLE MANIFEST

IMPORT SUCCESSFUL
Targetd8Left
< Back Annotate Run Data »
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6. Choose for each Run Data file, the corresponding Panel and Sample Manifest for all Plates.
A Sample Manifest cannot be used for multiple plates within the same panel.
A Sample Manifest can be used for plates in different panels
Click Create Project.

Create Project — X

@ j

88 ProjectName STEP 4 OF 4
RUN DATA FILE FILE10F1
Testkérning_T48.q100 ~ [' < Previous "] [ Next » .']
RUN10F1

Testkorning_T48-1
PANEL

Olink Target 48 Cytokine N

VERSION
932010

SAMPLE MANIFEST

< Back

7. Browse for folder to save the project folder.*

*In order to reduce the risk of file corruption due to potential limitations in network connectivity while using a VPN, it is recommended

to save projects locally. By working directly from local storage, interruptions can be minimized and it can be ensured that the progress is
consistently saved. Once the project is complete, it can be uploaded or synchronized to a network location after disconnecting from the

VPN or when network stability improves.

The project will be stored as a folder including a project file with the extension .osp (Olink Signature

Project). It is possible to open the project by double-clicking on the .osp file.

For how to import a project created in NPX™ Signature Software v1.x, refer to 11.5 Migration of NPX™
Signature Software v1.x projects.
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11.4 Import a split Olink® Target 48 in version 2.x

When downloading the templates for Olink Target 48, two files are provided. These templates are intended

for use during project creation when a 96.96 run is being imported.

1. Under Product Type, select your product and fill in the project details.

2. Select run(s) and Sample Manifest.

IMPORT SUCCESSFUL R
D T48 1.4 %2 on 96.96_1362535561.0100 W Remove

SAMPLE MANIFEST

IMPORT SUCCESSFUL

Targetd8Right

Import Files STEP30F4

< Back Annotate Run Data >

IMPORT SUCCESSFUL

3. Select Sample Manifests for the split run and click Create project.

Split T48 STEPAOF 4
RUN DATA FILE FILE10F1
TA814x20n9696_ 13625355 ~~ ([ <« Previous | | Next » |
RUN10OF 2 RUN 2 OF 2
T48 1.4 x2 on 96.96_1362535561 T48 1.4 x2 on 9696_1362535561
PANEL PANEL
Olink Target 48 Cytokine s Olink Target 48 Cytokine '
VERSION VERSION
932008 932008
SAMPLE MANIFEST SAMPLE MANIFEST
Targetd8Left v Target48Right W
= =
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11.5 Migration of NPX™ Signature Software v1.x projects
Projects created in the old version of the NPX Signature Software (v 1.x) can be migrated into the new
software (v 2.x). A migrated project will be saved as a new project (.osp). It will not replace the old project

(.npx).

The old Panel Data File in the old NPX Signature Software v1 format will not be migrated in NPX Signature
Software v2. A Panel Data File or an Panel Data Archive with the new format (NPXSv2) must be imported

into the software before migrating the project. For more information about the Panel Data File, refer to 10.
Files and information needed for analysis.

11.6 Migrate a project

1. Start the NPX Signature Software and import Panel Data File, according to 11.2 Import Panel Data Files

or Panel Data Archive.

2. On the start page, click Open an existing project.

(D NPx™ Signature

What would you like to do today?

Create a new project

Set up your project by importing plate layouts, choosing product
type, and selecting run data sources.

‘= Recent Projects

[ Targetas

[ ProjectName

Welcome to NPX™ Signature

Open an existing project
Continue where you left off from a previously saved project

Olink® Target 48

Olink® Target 48

Manage panel data files

Upload the latest versions of Olink's panel data files, or add your
own custom data files for use in your projects.

Last opened 21 October 2025 18:38:48

Last opened 10 October 2025 13:20:20

Browse for a project to migrate. Click Open.

4. Apopup window will be prompted. Click Migrate.

Migrate project

Old project opened, do you want to migrate?

Cancel

Migration leaves the old project completely unchanged, but copies all data into a
new project which is saved in a different location of your choice. More
infermation about migration can be found in the user manual.

=

5. Browse for a folder to save the migrated project in. Click Select folder.
The project is migrated and the Project view will be shown.

6. The project is created and all files needed for quality control are imported.
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11.7 Migration information

The following information must be considered when migrating a project.

If all data points in an assay were manually failed individually in NPX Signature Software v1.x, NPX
Signature Software v2.x will treat the assay as manually failed.

A manual fail of data points will be migrated, with the exception of the above.

A manual sample fail will be migrated.

Normalization and QC will be re-calculated based on the migrated data. For more information, refer to
Part 2: Technology description.

Itis not possible to have different normalization types within a project. Normalization types will be set
to IPC normalization for Target 96 projects with mixed settings of normalization methods. Projects with
consistent normalization types will retain the original setting.

Sample Manifests not connected to any plates will not be migrated.

SamplelDs with non-alphanumerical characters will be trimmed to only include alphanumerical
characters and the following special characters “”, “-“, “_”", <space=>, and “#”. If the SamplelD only

contains non-alphanumerical characters, the SamplelD will get a name based on the PlatelD and WellID.

PlateName will be changed to PlatelD.

PlatelDs with non-alphanumerical characters will be trimmed to only include alphanumerical characters

and the following special characters “”, “-*, “_”, <space=>, and “#”.

PlatelD must be unique in NPX Signature Software v2.x. For duplicates, a suffix starting on 1, will be
added to the PlatelD name.

SamplelD of sample type Sample within a panel must be unique in NPX Signature Software v2.x. For
duplicates, a suffix starting on 2 will be added to the SamplelD name.

11.71 Changes in project name

During the migration, a copy of the project will be created, and the old project file will be kept as it is.
When saving the migrated project, a folder is created. NPX Signature Software creates a sub folder, with
the same name as the NPX file. Both the name of the NPX file, and the project name, may change name,
according to the following rules:

Minimum name length: 1 characters

If the length of the project name is shorter than minimum length, the new project name will be:
"MyProject".

Maximum name length: 150 characters

If the length of the project name is longer than maximum length, all characters after the first 150
characters will be stripped.

Allowed characters: [a-z][A-Z][0-9]_-.#(whitespace)

If the project name contains other characters than above, these characters will be replaced with "-"
(dash).

Project name can't end with the character "." (dot)

If the project name ends with ".", ALL "." in project name will be replaced with a "-" (dash).

Examples

BEFORE migration: AFTER migration:
abs?!@#$%abs abs---#--abs
(empty) MyProject

abs aao abs ---

abs.123. abs-123-
abs123_-# abs123_-.#
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11.8 Perform quality control
Refer to section 14. Views for guidance on how to use the different views to perform quality control. The following steps are suggested
best practices; however, they do not need to be followed to successfully perform quality control.

1. Go to Plate Details.
[] Ensure that it is the correct Sample Manifest.
[] Ensure that it is the correct number of samples and Sample ID .
[] Ensure that it is the correct file path and correct combination of Sample Manifest and file path.
2. Goto QC Summary.
[] Check the overview of number of earned and failed samples and assays. Check if something sticks out, if there's a plate issue.
3. Go to Sample QC.
[] Check the warned assays. If there are many warned assays, go to Run QC to identify which assays stand out.
[] Check the rest of the values.
3.1. If there are many errors, go to Heat Map.
[] Check if any of the warned or failed assays contain outliers.
3.2. If an outlier is detected, go to Workspace.
[ ] Set the sample as failed.
3.3. Go back to Sample QC.
3.4. Check that the results are satisfying. If not, repeat step 4.1-4.3.
4. Go to Plate Data.
[] Check internal controls in Ct Value. Check differences and that the values are within the interval.
[] Check the NPX Value and scroll and see if there's a pattern. If so, compare with Ct Value.
5. Go to Heat Map.
[] Check all samples in NPX Value. Ensure that no values appear unusual or indicate potential outliers.
[] Check row and column, plate by plate, to identify any systematic errors.
[] Check sample type one by one.
6. Go to Detectability.
[] Ensure that the detectability is satisfying.
[] Ensure that no LOD values in the table are missing out.
7. Go to Plate Variation.

[] Check each assay individually, first in Ct Values and then in NPX Values, to ensure that the randomization appears correct. All
boxes should be on the same level, which is especially important when working with more than one plate.

8. Go to Metrics.

[] Forall plates, ensure that the Intra CV is not too high.
9. Go to Amplification Curves.

[] Check for spikes in the curves.
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11.8.1 Bimodal assays (£ Olink® Target 96)

Some assays can show a bimodal profile. This can be dependent on the sample matrix. The plate view
pattern and a high assay CV can indicate if an assay is bimodal. In that case it is recommended to use IPC
Normalized NPX values for these assays.

For bimodal assays the recommendations are to:

¢ Select Intensity Normalization.

¢ Export Extended Report for the whole project.
The extended report will include both Intensity Normalized and IPC Normalized NPX values.

No assay is set per default as bimodal in NPX Signature Software v2.x. High assay CV and distribution in the
Plate Variation view are a hint to detect bimodal assays.

For more information about bimodal assays, please refer to https.//olink.com/knowledge/publications.

119 Export result files
Three different files can be exported from the NPX Signature Software: Standard Export, Extended Export,
and Analysis Report. For more information about the files and file formats, refer to 12. Result files. To export

the file, go to Options = Export, and select the preferred file type to export.

ad o

Import Sample Manifests

Import Runs

Select Panel Data

-

Export Standard Export

Analysis Report Input Extended Export

-

Mormalization Analysis Report
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https://olink.com/knowledge/publications

11.9.1 Preparing to Export the Analysis Report

To ensure that all required report details and metadata are included in the analysis report, the input form

must be completed prior to exporting the file. Navigate to Options = Analysis Report Input.

ad o

Import Sample Manifests

Import Runs
Select Panel Data

Export »

Analysis Report Input

Fill in the required fields, then choose either Save without exporting or Save & Export.

Analysis Report Input

Customer Information

MNAME EMAIL
Analysis Lab
NAME EMAIL

Business Development Manager
NAME EMAIL

COMMENTS FOR REPORT

Cancel Save without exporting Save & Export




12.Result files

Results can be exported in 3 formats. Standard (.csv) or extended (.csv) and as Analysis Report (.pdf).

12.1 CSVfiles

CSV export files can be exported based on either relative quantification or absolute quantification,
depending of the project type. Additionally, they are available in two formats: standard and extended.

Below is an overview of the different file types and what each version includes.

In some regional configurations, Excel uses a comma (,) as the decimal separator instead of a period (.). The

NPX file uses periods, and if Excel expects commas, values may be misinterpreted as thousands.

To verify Excel’'s decimal separator setting:

1. Open Excel.

Navigate to File > Options > Advanced - Editing Options.

3. Confirm that the decimal separator matches the format used in the exported NPX file, which is the

period (.).

12.1.1 CSV files for RELQ
CSV files for Relative Quantification (RELQ) are for Olink Target 96 and Olink Focus panels with relative

quantification.

Column Description Type/example Standard Extended
Product Type of product. String v v
TARGET96, FOCUS
Panel Panel name. For example "Olink Target v v
96 Cardiovascular II"
PanelVersion Version of Panel Data File used. For example 902001 v v
PlatelD Name of the plate the sample was v v
run on.
WelllD Well on 96-well plate where sample v vV
was run.
SamplelD The annotated Sample ID. v v
SampleType The annotated Sample Type, listed v v
as included in the product and data
export file type.
Assay Short name for assay, taken from vV Vv
Panel Data File.
UniProt UniProt ID for assay. vV Vv
OlinkID OlinkID for assay. v v
Ct Cycle threshold reading from qPCR | Decimal number v Vv
instrument.
NPX NPX for chosen normalization. Decimal number or NA v vV
LODNPX Limit of detection on NPX scale. Decimal number or NA v v
BelowLOD Indicates if value is strictly below TRUE, FALSE, or NA v Vv
LOD.
SampleQC Shows the QC status of the sample. | PASS, WARN, FAIL, or v v
MANUAL_FAIL
AssayQC Shows the QC status of the assay. PASS, WARN, FAIL, or v Vv
MANUAL_FAIL
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MissingFreq. Frequency of missing data Decimal number Vv Vv
(below LOD or NaN).
Normalization Type of normalization used in IPC Normalized or v Vv
project. Intensity Normalized (v.3)
SoftwareVersion Software version of the NPX v v
Signature Software used for panel
calculations and normalization.
SoftwareName Name of software. NPX Signature v
AssayType Type of assay. v
IPCNormalizedNPX IPC normalized NPX values. Decimal number or NA for Vv
Target 96
NA for Focus
LODIPCNormalizedNPX | LOD for IPC normalized NPX. Decimal number or NA Vv
QCDeviationDetCtrl QC deviation for Incubation Control | Decimal number Vv
QCDeviationIncCtrl QC deviation for Detection Control. | Decimal number Vv

12.1.2 CSV files for ABSQ
CSV files for ABSQ, Absolute Quantification, for ABSQ are for Olink Target 48, Olink Flex and Olink Focus
panels with absolute quantification.

Column Description Type Standard Extended
Product Type of product TARGET48, FLEX, FOCUS v v
Panel Panel name For example "Olink Target v v
48 Cardiovascular II"
PanelVersion Version of Panel Data File used. For example 902001 v v
PlatelD Name of the plate the sample was v v
runon
WelllD Well on 96-well plate where sample v v
was run.
SamplelD The annotated Sample ID Vv v
SampleType The annotated Sample Type, listed v v
as included in the product and data
export file type.
Assay Short name for assay, taken from v v
Panel Data File.
UniProt UniProt ID for assay. v v
OlinkID OlinkID for assay. v v
Ct Cycle threshold reading from qPCR | Decimal number v v
instrument.
NPX NPX value. Decimal number or NA v v
LODNPX Limit of detection on NPX scale. Decimal number or NA v v
BelowLOD Indicates if value is strictly below TRUE, FALSE, or NA vV v
LOD.
QuantifiedValue Quantified value of the sample. Decimal number v vV
Unit Unit for assay from Panel Data File. | TRUE, FALSE, or NA v v
LODQuant Limit of detection on quantified Decimal number v vV
scale based on the Negative
Controls.
LLOQ The lower limit of quantification as Decimal number v v
set in the Panel Data File.
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LQL The higher value of either the LLOQ | Decimal number Vv
from the Panel Data File or the
LODQuant value computed based
on the Negative Controls.

BelowLQL Indicates if QuantifiedValue is TRUE, FALSE, or NA v
strictly below LQL.

ULOQ The upper limit of quantification as | Decimal number v
set in the Panel Data File.

AboveULOQ Indicates whether Quantified value | TRUE, FALSE, or NA v
is strictly above ULOQ.

SampleQC Shows the status of the sample. PASS, WARN, FAIL, or Vv

MANUAL_FAIL
AssayQC Shows the status of the assay. PASS, WARN, FAIL, or v
MANUAL_FAIL

MissingFreq Frequency of missing data Decimal number v
(below LOD or NaN).

Normalization Type of normalization used in For example Calibrator v
project. Normalized

SoftwareVersion Software version of the NPX v
Signature Software used for panel
calculations and normalization.

SoftwareName Name of software. NPX Signature v

AssayType Type of assay. v

QCDeviationDetCtrl QC deviation for Incubation Control | Decimal number v

QCDeviationIncCtrl QC deviation for Detection Control. | Decimal number v
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12.2 Analysis Report

The analysis report is a PDF file that can be generated from the NPX Signature Software. The analysis
report summarizes the quality analysis of the project. It contains basic information and descriptions of the
project.

Go to Options - Export - Analysis Report. Browse for preferred folder to save the Analysis Report and
click Save.

To ensure that all required report details and metadata are included in the analysis report, the input form
must be completed prior to exporting the file. To edit the Analysis Report Input, go to Options = Analysis
Report Input. Fill in the required fields, then click Save & Export.

The Analysis Report contains the following:
¢ Project information

— Sample matrix
— Project specific comments
¢ Quality Control
— Summary of Quality Control of samples
—  Summary of Quality Control of assays
— Intra- and Inter-Assay Coefficient of Variance (%CV)
o Intra-Assay %CV
o Inter-Assay %CV
¢ Protein detection and quantification results
— Number of proteins with NPX above LOD in >75% of the samples
o No of detected proteins / Total numbers of proteins
o Detected proteins (%)
— Number of proteins quantified within LOQ in >50% of the samples (only for AbsQ products)
— Data output
¢ Samples that did not pass QC
¢ Observed deviations
¢ Downstream analysis

¢ Software version information and copyright information
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12.2.1 Customize the Analysis Report
Itis possible to add a custom logo image to the title page of the Analysis Report. Supported image formats
are: bmp, png, jpeg, and gif.

4. Open a text file and fill in the following information:

{
"LogoFilePath": "<path to file>",

"LabName": "<Service Lab Name>"

}

Where <path to file> is the complete path to image file, including the file name of the image and
<Service Lab Name> the name of laboratory or company or similar. For example:

{
"LogoFilePath": "C:/pictures/IMG_01234.]PG",

"LabName": "<SuperLab>"

}

5. Name the file certificate. json. Remove the file format .txt, the file type must be .json.
6. Place the file in the folder %LocalAppData%/0link/NPX-Signature/Settings.
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Part 4: User Interface

13.General

®

®

@

@

( : ) ~ Olink Target 48 Cytokine
TargetdLeft

( : ) B+ sampleQC

O

=] &y nexsignature ‘smma

Target4gRight

& Project ~

| ovenew

Sample manifest
(D Metrics
2 Plate Details

B QCSummary

([ Plate Data

2 Workspace

L& Amplification Curves
E3 Heat Map

@ Detectability

(5] Plate Variation

<D History

Overview

PLATE MANIFEST PLATE RUNS

2

SAMPLEMATRIX  Edit

ExampleMatrix

PANEL

Olink Target 48 Cytokine 2 80 Pending

Total Panels: 1 2 80 0%

INTERNAL NOTES.

Failed or Warned Samples
Created on: 28 October 2025 o Y 55 o

Olink® Target 48
Split T48 edit

SAUPLE o

Somple 55 Warned '

INSTRUMENT RUNS.
2 1

ANALYSIS REPORT

None Generated

PLATERUNS SAMPLES acsTTUs,

Maximum 5000 characters

((cativrator Normaiized ——@

No Part Description

1 Version number Specifies the version number of the software.
2 View menu For more information about the different views, refer to 14. Views.
3 Plate Selection Select plate and panel to display.
4 Minimize Minimize or maximize the left menu.
5 Header section Displays the name of the active project, along with the selected panel and
plate listed below.
6 Options Menu for modifying the project data and for exporting results. Refer to
13.2 Options menu.
7 Project Actions menu Menu for handling the project and software settings. Refer to 13.3 Project
Actions menu.
Main view Shows the selected view from the View menu.
Normalization Shows the selected normalization method. To change normalization
method, refer to 13.2 Options menu.
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13.1 Plate Selection

Plate_Inflammation_1

Plate_Inflammation_2

~  Olink Target 96 Inflammation

This menu shows the selected panel and plate. Click the small arrow to show or hide the list of plates. Select
a specific plate by clicking its name.
The navigation allows the use of shortcuts to move between panels and plates. If there is no next or
previous plate or panel available, the shortcut will have no effect.

e Press the Ctrl key and the. (period) key at the same time to move to the next plate.

e Press the Ctrl key and the , (comma) key at the same time to move to the previous plate.

» Press and hold Ctrl and Shift, then press the . (period) key to move to the next panel.

» Press and hold Ctrl and Shift, then press the , (comma) key to move to the previous panel.

13.2 Options menu

a o

( Import Sample Manifests
Import Runs
Select Panel Data
Export

Analysis Report Input

MNormalization

Menu Expansion Description

Import Sample - Import Sample Manifest. Refer to 11.3 Create a new project
Manifests

Import Runs - Import run files. Refer to 11.3 Create a new project.

Select Panel Data

Change Panel Data File versions for the imported panels.

Export

Standard Export
Extended Export
Analysis Report

Export the result files. Refer to 12. Result files.

Analysis Report
Input

Use this option to enter the required report details
and metadata for the Analysis Report. The information
provided in this section will be included in the final
exported report.

Normalization

IPC Normalized
Intensity Normalized (v.3)

Change the normalization method. This applies only to
Target 96.
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13.3 Project Actions menu

New Project Ctri+N
Open Project Cirks0
Save Project Ctriss

Create anonymized project copy

About & Licensing

Close Project CtrisW

QuItNPX Signature s
New Project Create a new project. Refer to 11.3 Create a new project.
Open Project Open a saved project.
Save Project Save the current project.

Create anonymized project copy | Create a copy of the current project, that is anonymized.

About & Licensing View software version, copyright, and license information
Close Project Close the current project.
Quit NPX Signature Close down the software.
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14.Views

Project
Provides a summary of the project, including the number of runs, panels, sample
manifests, and any samples with warnings or failures.

Metrics
Shows evaluation of systematic bias. Gives an indication of the overall data quality of
the selected panel and includes results of the selected panel.

Plate Details
Shows the plate layout, run details, panel information and plate status. Sample
Manifest can be applied and plates can be excluded or deleted.

QC Summary
The Quality Control Summary view displays a summary of the plate info and QC details
per plate for the entire project

Sample QC

Shows a diagram of the deviation from Median / of the incubation and detection
controls in NPX for all samples and external controls of the selected plate, together
with a table of Assay QC and Run QC.

Plate Data

Shows the values of NPX, Ct, and Quantified values (if applicable) for internal controls
and assays for each sample per plate. Assess if there are patterns in the plate (row or
column) representing a possible technical error.

Workspace

Displays data of a plate or panel in a grid view, depending on the based on the option
chosen in the upper left corner. When either NPX or Quantified Values is selected, the
LOD (Limit of Detection) is shown at the bottom of the view. This view also allows for
manual QC (manually failing data), and reviewing both the values and status for all
samples and external controls.

Amplification Curves
Shows the amplification curves for all samples and plates in Ct.

Heat Map

Displays the values of datapoints in the plate or panel in a red-and-blue color scheme.
Raw intensity levels (1 and 2) are shown in grayscale, providing a visual representation
of the sample results.

Detectability

Shows a bar chart of the frequency of missing data per assay, indicating the
percentage of data above LOD for all plates in the selected panel. Table Data shows
LOD values for each assay and plate within the selected panel.

Plate Variation
Shows box plots representing the deviation from the plate median of each sample,
both across plates and within the selected panel.

History
Shows a log of all actions performed in the project.

Help Panel

A help panel can be accessed using the Information icon in the upper-right corner of
each view. The panel provides information about the features and functions specific to
that view.
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14.1 Project

The Project view contains two different pages: Overview and Sample Manifest. Expand the Project menu to

reach the different views.

& Project ~

| Overview

Sample manifest

14.1.1 Overview

General:

The Overview provides a summary of the project, displaying the number of Sample Manifests, plate and
instrument runs, panels and other key metrics. It also highlights any samples that have failed or triggered

Overview (6}
. Olink® Target 96 Failed or Warned Samples
T96 Edit Created on: 21 October 2025 [ oz W =50 )
SAMPLE FI cam
PLATE MANIFEST PLATERUNS INSTRUMENT RUNS
2 2 2 sample 1 Warned
SAMPLE MATRIX  Edit ANALYSIS REPORT
Sample_133 Failed
None Generated
PANEL PLATERUNS SAMPLES QcsTaTUS sample_174 Warned
Olink Target 96 Cardiometaboll 1 88 Pendi
ink Target 96 Cardiometabolic ing ez =T
Olink Target 96 Inflammatic 1 88 Pendi
ink Target 96 Inflammation ing sl (R
Sample 4 Warned
Sample 5 Warned
Total Panels: 2 2 176 0%
Sample_07 Failed
INTERNALNOTES Maimum 5000 characters
te hers
(" iscard changes )

¢ Showing information on the panels, one panel at the time.

* Monitoring the progress of the QC process, shown as a percentage at the bottom of the view.

¢ Checking whether an Analysis Report has been generated and viewing the date and time of the most

recent report.

Functions:

¢ Failed and warned samples are shown to the right.

* Project Name and Sample Matrix can be edited by clicking the Edit link next to the respective fields.

* Internal notes can be added in the dedicated field.
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14.1.2 Sample Manifest

General:
The Sample Manifest view shows the Sample Manifest, use the dropdown list to select Sample Manifest to
view. Viewing them does not change the Sample Manifest used for the selected plate.

The Sample Types are defined in the Sample Manifest. Changes to Sample Types in the sample positions
must be done directly in the Sample Manifest and then be uploaded again. To upload the new Sample
Manifest, go to the Options menu and select Import Sample Manifests.

The Sample Types are based on the color code that differs between the products. Definitions of the colors
are shown to the right of the plate layout.

Sample Manifest ®
1 2 3 4 5 6 7 8 B m 1 2 SAMPLE MANIFEST:
Sample 1 Sample 2 Sample 3 sample 4 sample 5 Sample 6 Sample 7 Sample & sample 9 sample 10 Sample. 11 Plate_Inflammation_ 1 >
SAMPLE SAMPLE SAMPLE SamPLE SAMPLE SAMPLE SamPLE SAMPLE SAMPLE SAMPLE SAMPLE
Sample 13 Sample 14 Sample 15 sample_ 16 Sample 17 Sample 18 Sample 19 Sample 20 Sample 21 sample 22 Sample 73 Delete Manifest
B
SAMPLE SAMPLE SAMPLE SAMPLE SAmPLE SamPLE SAmPLE SAMPLE SAMPLE SAMPLE SAMPLE TEMPLATES:
Sample 25 Sample 26 Sample 27 sample 28 Sample 29 Sample_30 Sample 31 Sample 52 Sample 33 Sample 34 Sample 35 Taroet 96 Default o
SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE
Sample 37 Sample 38 Sample 39 Sample 40 Sample 41 Sample 42 Sample_ 43 Sample 44 Sample 45 Sample 46 Sample 47 Export Template
SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE
Sample 49 Sample 50 Sample 51 Sample 52 Sample 53 Sample 54 Sample 55 Sample 56 Sample 57 Sample 50 Sample 59
SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE
Sample 61 Sample G2 Sample 63 Sample G4 Sample G5, Sample 66, Sample 67 Sample 68 Sample 69 Sampie 70 Sample 71
3
SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE
Sample 73 Sample 74 Sample 75 Sample 76 Sample 77 Sample 78 Sample. 79 Sample_80 Sample_ 81 Sample 82 Sample 83
&
SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE SAMPLE Sample
Sample 85 Sample 86 Sample 87 Sample 88 Sample 29 Sample 90 Sample 91 Sample 92 Sample 93 Sample 94 Sample 95 @ inter Piate Control
H @ nNegative Control
SAMPLE SAmPLE SAMPLE SamPLE SAMPLE SAMPLE SamPLE SAMPLE SAMPLE SAMPLE SAMPLE
@ Ssample Control

Useful for:
¢ Getting an overview of each Sample Manifest imported in the project.

Functions:
¢ Use the Sample Manifest dropdown list to Sample Manifest to view.

¢ Click Delete Manifest to delete the selected Sample Manifest. A Sample Manifest cannot be deleted if it
is connected to a run data.

¢ Use the Template dropdown menu to select template to use.
* Click Export Template to export the selected template as a .xIsx (Excel file).
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14.2 Metrics

General:

The Metrics view displays parameters related to systematic bias that need to be evaluated for each plate

and panel, along with their recommended values.

In addition to numeric values, the table may include the following indicators:
¢ N/A (Not Applicable): This label is used for metrics that are undefined in the given context. For example,
%CV (Inter) for Plate Metrics will always be marked as N/A, since %CV Inter for a single plate is not

defined.

* “nodata”: Appears when there is insufficient data to calculate a metric. For example, %CV (Inter) for
Panel Metrics will display “no data” if the panel contains only one plate. At least two plates are required

to calculate this metric.

Note: The Metrics view may take some time to load due to the number of calculations.

Metrics

. Metrics Data

Plate ANOVA (p < 0.05)
Row ANOVA (p <0.05)
Col ANOVA (p <0.05)
Warned/Failed samples
Proteins = 75%

% CV (Inter)

% CV (Intra)

INPANEL

PLATEMETRICS
v

0/92
0/92

192
109%

nodata

N/A
0/92

192
109%

N/A

N/A

N/A

N/A

N/A

N/A

Useful for:

¢ Checking the tendencies regarding systematic bias.

¢ Getting an overview of the different ANOVA's. They give the following indications:

— Row ANOVA:

May indicate pipetting errors or issues with sample randomization. High values suggest row-wise
randomization or an issue with a pipette channel. If elevated, inspect the Plate Data and heat map

for row-based patterns.
—  Column ANOVA:

Similar to Row ANOVA, it can point to pipetting errors or poor randomization. High values suggest
column-wise randomization or pipetting inconsistencies. If elevated, review the Plate Data and heat

map for column-based patterns.
— Plate ANOVA:

Highlights variation between plates.

¢ Checking the quality of the laboratory performance, including protein detection consistency.

¢ Comparing different normalization methods (Only for Olink Target 96).
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Functions:

For each panel, the following information is displayed:
e Plate ANOVA

¢ RowANOVA

e ColANOVA

¢ Warned/Failed samples

e Proteins >75%

e %CV (Inter)

e %CV (Intra)

14.3 Plate Details

General:

Plate Details displays information about the selected plate, along with options to include, exclude, or delete
plates. However, if a value is provided for 'Rerun Of', that value will be used for sorting instead of the Plate

ID.

Plate Details

Properties 1 2 3 4
Sample 97  Sample 92 | Sample 99 | Sample 1.

PLATEID 2

Plate_Inflammation_2 8 Sample 1. Sample 1. = Sample 111 Sample 112

RERUNCE (=2l c Sample 121 Sample 1. Sample 1. = Sample 1.

SAMPLE MANIFEST Sample 133 Sample 1. | Sample 135 Sample 1.

Plate_Inflammation_2

Sample 1. = Sample 1.~ Sample 147 Sample 1
Plate_Inflammation_2 v E o P P Pl

Sample 157 Sample 1. | Sample 1.  Sample 1

RUN NAME DATE F
T96_Result_all-1 2023-06-29 16:30 o Smple L | Sample 1| Sample 71| Sample 172
INSTRUMENT BARCODE

Sample 1. | Sample 1. Sample 1.  Sample L.
Q100-170105 1362825062 H
FILE PATH

D:\Data\Runs\1362825062\\ChipRun.bml
PLATE NOTES

Panel Information

PANEL
‘Olink Target 96 Inflammation

PANEL VERSION

w3028

PLATE STATUS

Include Plate BESEIGEIZED

5

13

i 8

Sample 1. | Sample L.  Sample 1.  Sample 1

Sample 113 Sample 114 Sample 115 Sample 116 Sample 117 Sample 1. | Sample_ 113

Sample 1. Sample L.  Sample 127 Sample 1

Sample 137 Sample L.  Sample L. | Sample 1.

Sample 1. | Sample L.  Sample 151 Sample 1

Sample 161 Sample L.  Sample 1.  Sample 1

Sample 173 Sample 174 Sample 175 Sample 176 Sample 177 Sample 1. | Sample L.

Sample L.  Sample L.  Sample 187 Sample L.

Sample

@ Inter Plate Control

9 10 1
Sample 1. | Sample 1. | Sample 1

Sample 1. | Sample 1. | Sample 131

Sample 141 Sample 1 | Sample 1

Sample 1. | Sample 1. | Sample 1

Sample 1. | Sample 1. | Sample_167

Sample 1. | Sample 1.  Sample 191

@ nNegative Control ) Sample Control

| Discard changes |

Useful for:
¢ Include, exclude, or delete the selected plate.

Functions:

¢ For each plate, the following information is displayed:

— Properties
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Plate ID

Entered Rerun

Selected Sample Manifest
Run name

Date

Instrument

Barcode

File path

— Panel Information

© O o O O O o o

o Paneltype

o Panel version

To annotate a plate as a rerun, use the Edit link located next to the Rerun of label. Click Edit and a text

box will appear, allowing a note to be entered indicating that the plate is a rerun.
Use the Sample Manifest dropdown menu to change Sample Manifest. Click Apply.
Use the Plate Status buttons to Include or Exclude the plate, or to delete it.

— Anincluded plate is included in the QC calculations.

— An excluded plate is not included in the QC calculations.

— Adeleted plate is deleted from the project. This action cannot be undone.

Add comments in the Plate Notes. Comments will not be included in the Analysis Report.
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14.4 QC Summary

General:
The QC Summary shows an overview of all plates in the project. Note that the list is too wide to be shown in
one view. Use the < Back and Next > buttons or the scrollbar to see all information for each plate.

The values in bold on the Incubation, Detection and Extension control columns represent the max-min
difference of the customer sample Ct values for the respective internal control assay per plate.

QC Summary (0]

FLEPATH

(CAUsersareg haris\DesktopChipRuns\NPXSig\1362624202\Chi_. 2021-0224

wmarn [OUSE pees (D)

Useful for:

¢ Quickly assessing if there are plates with a lot of warned or failed samples and assays.

¢ Quickly assessing the Ct ranges of the internal controls for all plates.

¢ Quickly getting an overview of median absolute deviation of internal controls for all plates.
¢ Giving a summary of all plates in the project.

¢ Setting the QC status of a plate as reviewed.

¢ Checking that the file path and run names are correct, to verify that the correct Sample Manifest has
been applied.

Functions:

¢ Select all plates by ticking the top box.

» Select plate(s). Use the Actions dropdown menu to Include or Exclude the selected plates or to remove
the selections from the project.

« Setaplate QC as QC reviewed by sliding the toggle switch for QC Reviewed (Y/N) to the right. To set the
status to not reviewed, slide the toggle switch to the left. This will change the QC status progress bar in
the Project Overview.
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14.5 Sample QC

General:

The Sample QC view shows a scatter plot of deviation from median of the incubation and detection controls
in NPX for all samples and external controls of the selected plate. To the right, information about Assay
QCand Run QC are shown in different tabs, together with recommended values. Both warned and failed
samples and assays are shown in the tables, but not manually failed ones.

The scatter plot uses the following symbols:
¢ Light blue line: The recommended threshold.

¢ Orange square: Incubation Control 1

¢ Blue-green diamond: Detection control

¢ Red cross: Indicates values that are “Not a Number,” (a replacement for data values below the LOD).

* Red data points (squares or diamonds): Samples warned because Incubation Control 1 or Detection
Control deviated by more than +0.3 NPX or had missing values.

¢ Outliers (red square or red diamond): Samples with deviations beyond +1 NPX. Displayed at 1.0 for
visibility. A red square marks an outlier for Incubation Control 1, and a red diamond marks one for the

Detection Control.

» Vertical dashed line: Separates sample data (left) from External Controls (right).

The X axis shows the samples and the Y axis the median NPX values.

Sample QC

Control signal deviation from median

RUNGC

= nean
1044 patcut
Recommended tresnold

1

1us
HCV above hreshold ornte late Control
NaN

Lus
oo fewvaid ntr Plte Control eplictes
1

27s1p
HCV above hreshold ornte late Control
4

Deviation from median (NPX)

T

I
|
|
|
|
1
|
I
|
I
1
I
I
I
|
|
|
I
1
I
i
|
I
1
|
|
|
I
I
'
I
I
I
I
|
I
I
I
L
555

SHSSS88580

SAPLEID SAMPLETYPE

Negatie Control

INCCTRLL
005111

DETCTRL
001994

SEO0085535858

555 5 5, 3 SISttt S s SISl I eIt e eas) SESSIESSSIEs
B O O A OO
e T o0 .ﬂﬁ»&g_ R T S s ﬂfﬁsiffﬁf %ﬁ»’.ﬁ?&ﬂfﬁ
SRS S S RS M S A RS mmﬂﬁvﬁwd SREaSAERSiAs

REASON
Pass

SS8588,

S
FEeeees,

Assavac

RECOMMENDED
=0

RECOMMENDED
=2

RECOMMENDED

Useful for:

¢ Getan overview of the samples and deviation from the median NPX of the incubation and detection

controls.

¢ Find warned and failed samples and outliers.

Functions

¢ Hover over a sample to show the following information:

Sample ID

Sample Type

Inc Ctrl 1 (deviation from median)
Det Ctrl (deviation from median)

Reason (reason for sample warning or failed)
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¢ The Run QC table shows the following information together with corresponding acceptance criteria:
— Number of warned/failed samples
— Number of warned/failed assays
— Inc Ctrl 1 Samples (Median absolute deviation for the Incubation Control in samples)
— Det Ctrl Samples (Median absolute deviation for the Detection Control in samples)
— Inc Ctrl 1 External Controls (Median absolute deviation for the Incubation Control in control samples)
— Det Ctrl External Controls (Median absolute deviation for the Detection Control in control samples)

¢ The Assay QC table lists all warned and failed assays, along with a description explaining the reason for
each warning or failure, and the corresponding acceptance criteria.

Value ranges

Values between +0.3:
Samples with internal controls inside the range passes the QC criteria.

Values between 0.3 and 1/-0.3 and -1:
Samples with internal controls in this range are automatically warned.

Values outside the range of +1
Samples with internal controls outside this range are outliers. They are also warned.

All outliers are automatically set to 1.0 in the graph. A red square marks Incubation Control and a red
diamond Detection Control. To see the exact value, mark the outlier by clicking at it. The exact value is
shown in the bottom of the screen. To visualize the outlier, hover over the plot while scrolling out using the
mouse to change the scale of the plot.

Sample QC [0)

Control signal deviation from median RUNQC AssAYQC

Number of wamed/failed Samples Pass
RECOMMENDED
su

Recommended threznold

Number of warmed/faild assays Pass
RECOMMENDED
2

Incctn1 samples Pass
"Median absolute deviation RECOMMENDED
on

et Ct Samples Pass
Median absolute deviaion RECOMMENDED

on

‘Median absolute deviation RECOMMENDED
o
v

et i External Contols.

Deviation from median (NPX)

‘Median absolute deviation RECOMMENDED

;
I
I
I
I
.
I
I
I
I
I
|
|
I
.
I
I
|
I
HIEMIE; [r—— -
T
j
:
1
I
i 004
.
|
I
I
|
i
I
|
I
1
I
.
I
I

SESSSSSE008SS000035880000556000

,
S5EEE00 L0000 00000 0000000000, R R A AN AN RSN NI R SRR N AN A
L

SAMPLEID SAMPLETYPE INCCTRLL DETCTRL REASON
Sample_96 InterPlate Control 022863 000975 Pass
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14.6 Plate Data

General:

The Plate Data view displays NPX Value, Ct Value, and Quantified Value (if applicable) for both internal
controls and assays for each sample on the plate. Review the data for any patterns across rows or columns

that may indicate potential technical errors.

Plate Data

DATAUNIT

NPXValue  Quantified Value

ASSAY

Allinternal controls v
4. IncCtrl1 19. Ext Ctrl
A- 1143 1188 183 182 1180 1181 1186 1186 A 165 1169 178 1183 199 1176 urz un nm 170 1162 1158
* [ [ [ sC [ [ [ [ [ sc
g o am | nm | wr [ wn | s | we W | wn | wh | mg | e | % | e | we | am | @5 | um | u | wo | we  we | i
¢ e s | | we | we | aw | wn | aw | | aw | am | e | 9 om0 e am | e | w0 | am | an | v | e | e
o e s s | we | we | we | ae | we | we | we | wm | ws | p e | w7 | ws | ae | e | wa | e | e | w5 | o | am
(e e | e | e | e | | we | e | w | we | e | e | e | a0 | ae | @ | am | aw | wr | wn | ae | i
R R T e T B R R R Al A aa T Ra R at
T T T R AN
H 1184 ne2 ume nes 1186 une2 ne3 umn 1188 179 1182 IIJ.P7C7 H un 1164 ume nes el uni un 1nes ure 1185 1186 llll;%z
=T =
46.Inc Ctrl 2 47.Det Ctrl
A B2 1352 1351 1348 B57 1348 B 1330 1336 1537 1349 B3 Aﬂﬂ- 1246 1298 1284 1286 1281 1281 1283 1282
» » ~ L ” SC ~ L SC
o o mm o | ow | ow | o | 8m | ov [ o | oa | 8w | o | mn| @ @n on | e | e | @ | e | e | e | @7
R R R R e R R R R R R T
o 6 | mw | ma | mw | mw | na | nm | aw | aw | a0 | a6 | e | b e | &a | &5 | Ge | @i | o5 | 6o | oo | e | @6 | e | ge
(e mw | mw | ww | we [ ww | m | aw | mA | me | ma | mx | g me | @ | &% | G | g | e | g | e | ww | aw | @5 | ae
P 1318 1300 B2 1309 1329 18326 By Bz 1320 1333 BT IIJPZCE I3 1279 1269 nn 1267 1269 1265 1279 prry ne e 1279 llzP?
G 1330 1326 B3 B2 pEl 18325 1830 1326 B2 1337 1333 IIJPSCS s 12755 1278 1279 b/ 1282 127 1281 1283 »mr 1282 1282 IIZPECO
H 1331 1348 B3 1332 1344 1345 1350 1357 1355 1353 1344 1i!P5cﬂ H 1280 12719 275 1290 1285 1254 1293 1251 1289 1287 1292 1IZP9c4
1300 18332 1360 €84 1279 1885
= == =
Useful for:
¢ Get an overview of warned or failed samples.
¢ Check that all internal controls are good. A Ct range for each internal control is within 1 Ct per plate
indicates evenly pipetted samples and reagents.
¢ Scroll through all assays to find patterns. Patterns can indicate that there are laboratory technical errors.
Functions:
* Change data unit by selecting either Ct Value, NPX Value, or Quantified Value (if applicable).
¢ Use the Assay dropdown menu to change which assay to display, or use the arrow keys for mouse
scrolling wheel for faster toggling.
°

The bar below the plate shows the range of Ct Value, NPX Value, or Quantified Value (if applicable). The

blue values are below median and red values are above median.
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14.7 Workspace

General:

The Workspace view shows values and status for all samples and external controls. In the workspace view,
samples and assays can be manually failed. Single datapoints can be falied without failing an entire sample

or assays.

The table uses the following colors:

¢ Dark grey: Missing Data

¢ Orange: Warned
e Lightred: Failed
¢ Red border: Manual Fail

e Light grey: <LOD / <=LOQ (Only for Quantified values)

Workspace
WX Quanid Vo
‘Sample type. —
=
D1 Sample. o
-
Fisample 167
=
=
=
=
=
W2 Sample. £
-
A3 Sample. i

SwPLETYPE

M

2.vEGRA

1263

1257

1255

1269

3.co80

1235

1230

1229

1240

ncCi1

180

182

187

nn

185

206

28

21

2%

23

210

205

21

240

2

22

6.GDNF

an

pES

s

2an

as

P

P

an

am

7.0001

1807

1802

o7

197

1962

1961

1959

1985

1948

1967

1976

198

1955

1966

1959

1953

1953

1980

1960

1949

10.0pG.

1063

1070

1068

1073

1072

ILLAPTGF-.

115

115

1688

15

28

16

s

07

700

707

1698

1697

1052

1057

1085

1053

1052

1061

1059

1057

s

1949

1945

1956

1969

1960

1953

1940

1900

1939

1956

1959

1942

1951

1942

1939

1951
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1a7C

1879

1881

15.MCP1

1098

102

1090

1098

1105

1095

102

1095

1108

1089

102

1099

108

119

1106

1095

[

BULKACTIONS

161178

570

27

25

zn

57

255

moxan

1523

1528

Warned

(0]

Faed (] ManualFatl

Mark Slecton as Faled

18.AXNL
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180
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n
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ss

19.BtCtl

1165
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1188

Useful for:

¢ Create manual fails.

Functions:

¢ Use the Data unit to show Ct Value, NPX Value, or Quantified Value (if applicable).

¢ Use the Bulk actions dropdown menu to Mark Selection as Failed. Click Apply. To undo this action,
select Reset To Automatic QCin the dropdown list.

QC

¢ Apply manual QC. It is possible to fail a single datapoint, a sample or an assay.

* Automatic QC will be recalculated and exclude manually failed data.

¢ After applying manual QC, double check Sample QC, Run QC, and Assay QC.
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14.8 Amplification Curves

General:

The Amplification Curves view displays the curves for selected samples, assays, and data points from the
current plate, regardless of inclusion status. To select multiple items, hold the Ctrl key while clicking.

The Amplification Curves only displays Ct Values. The Ct refers to the number of cycles required to cross the
detection threshold of the PCR amplification curve. Based on Ct values, the arbitrary, relative quantification

unit NPX

is calculated.

The linear portion of each curve is in the exponential phase of PCR, where the amount of product, and
therefore the signal, doubles after each cycle. The clustering of the amplification curves for each dilution
should be tight.

The Y-axis shows on a log scale ARn, the magnitude of normalized fluorescence signal generated by the
reporter at each cycle during the PCR amplification and the X-axis the number of cycles.

Amplification Curves

SAMPLE TYPE

Al

0 1 23 45 6 7 8 9 1011 1213 1415 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40 41
Cycle

Amplifieation Curves only dispiay Ct values.

[ vissing pata Warned Failed [ Manuai Fai

PLATE e L8 2.VEGFA A 4lncCuil 5.MCP3 6.GDNF 7.CDCPL 8.C0244 9.7 10.0P6  1LLAPTGF-.
Sample 1

Plate Infla. | e 1692 1263 1238 1176 2254 232 2185 179 1971 1072 1690

Plate Infla. oo 1683 1252 1227 1167 219 2108 2187 1796 1951 1066 1693

Plate_Infla. oo, 1658 1253 1225 1175 2184 2137 2189 1796 1955 1059 1690
Sample_37

Plate Infla.  potoone: 1690 1262 1231 1 22 2116 2197 1790 1961 1070 1699

Plate_Infla.. flas':“"';;” 1692 1267 1249 1198 24 2148 216 1805 1970 1076 1702

Platc Infla.  Somple 61 1695 1248 1240 15 211 2135 216 1799 1958 1064 1695

¢ |dentifying and examining irregular amplification patterns.

¢ Viewing threshold and baseline values for the run.

¢ Detecting spikes in the curves , which may indicate sample preparation issues.

Functions:
¢ Select a sample to show the amplification curves.

* Select multiple samples, assays, or data points by holding the Ctrl key while clicking.

¢ Use the filter menu to select Sample Type.
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149 Heat Map

General:

The Heat Map view contains a color-coded view for all values of all assays for samples and external controls

in the chosen plate or all plates. By default, assays are displayed horizontally and samples are displayed
vertically. The orientation can be changed using the toggle switch. When the orientation is switched,
samples are displayed horizontally and assays are displayed vertically.

The heat map displays deviations from the plate median for the selected assay using the following colors:
e Blue: values below median

e Red: values above median

Heat Map (6]

Dispayasays

AssaY SAMPLEID WELLID PLATED DEVIATION FROM ASSAY MEDIAN VALUE
95.TNFB Sample 123 Flo Plte_Inflammation 2. o1 BB

When raw data is available, the Heat Map can display Raw Intensity 1 (FAM-MGB fluorescence at qPCR
cycle 5) and Raw Intensity 2 (FAM-MGB fluorescence at the final gPCR cycle). These raw intensity values
are presented in grayscale and are always displayed using the Chip layout.

Note: The Deviation from assay median will not be displayed when either Raw Intensity 1 or Raw Intensity 2

is selected as the data unit.

Heat Map (6]

DATAUNIT

Rawlntensiy | v zoomotineon ) (Botomaln )

SAMPLETYPE
A v
HEATMAP LAYOUT

Row ol

[E——

ASSAY SAMPLEID WELLID PLATED DEVIATION FROM ASSAY MEDIAN
92.STAMBP. Sample_124. 6 Plate_inflammation 2 NaN

VALUE
1248100
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Useful for:

Finding systematic patterns within a plate and across multiple plates in a panel. It also facilitates
comparison of external controls to detect outliers. Such outliers may indicate contamination and might
need to be failed manually in the Workspace view, or they may suggest that an analyzed sample differs
from the rest of the cohort.

Get an overview of the alignment of the samples.

Functions:

Change data unit by using the Data Unit dropdown menu. Select one of the following options: Ct Value,
NPX Value, Quantified Value (if applicable), Raw Intensity 1, or Raw Intensity 2.

Change heat map layout to sort the samples row-wise or column-wise based on the plate layout.
Use the Sample Type dropdown menu to select display samples or external controls.

Use the toggle switch to change the orientation of assay and sample display.

Hover over any datapoint in the heat map to view detailed information, including:

— Assay

— Sample ID

- WellID

— PlateID

— Deviation from assay median (not available when Raw Intensity 1 or Raw Intensity 2 is selected)
— Value

Zoom functions:

— Zoom in or out using the mouse scroll wheel or the arrow keys on the keyboard.

— Zoom to fit: will adjust the heat map to fit in the view.

— Zoom to fit width: willl adjust the heat map to fit vertically.

— Left align: will adjust the heaat map to align on the left of the view.

To navigate the map:

— Click and drag with the left mouse button, or use the arrow keys (Up, Down, Left, Right) to move the
view.

o Hold Shift and drag up or down to move vertically.
o Hold Ctrl and drag left or right to move horizontally.
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14.10 Detectability

General:
The Detectability view provides a visual summary of protein detectability across the entire panel. The bar
chart shows the selected panel, and the list shows LOD values for all plates in the panel. The bar chart uses
the following color code:
« Blue: Valid data. Values above LOD, within the Limit of Quantification (LOQ) if applicable, and not

manually failed or failed by automatic QC.
¢ Red: =LOD (for Olink Target 96 and Olink Focus with RelQ).

<=>LOQ (for Olink Target 48, Olink Flex, and Olink Focus with AbsQ).

¢ Grey: Missing data. Data not manually failed or failed by automatic QC.

Detectability ®

Frequency of missing data

won
oo
A
%
] 53 Y EET LTS LSRRI LI L LT E R LT

W % Vaiid Dat:

| %Missing Data

AssAY %VALID DATA %<10D % MISSING DATA
65.005 5000 5000 000

Useful for:

¢ Check all detectability within the panel to get an indication of the condition of the samples.
e Check for data below LOD / outside LOQ.

¢ Check every assay at the same time.

« To verify consistency across plates, use the 'Limit of Detection' table to compare LOD values for each
assay. LOD outliers can indicate contamination of negative controls.

NOTE: For the Olink Target 48 panels, some assays can be expected to have LOD values above 2.5
NPX. This should not affect the number of samples that can be quantified above the plate LOD.
For the Olink Target 96, the optimal range for LOD is +2.5 NPX.

Functions:

¢ Mark an assay in the diagram to highlight it in the table, and mark an entry in the table to highlight it in
the diagram.
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14.11 Plate Variation

General:

The Plate Variation view shows the distribution of sample values and their deviation from the plate median

for each assay. It uses box plots to visualize Ct, NPX, or Quantified values (if applicable) for samples that
have passed Sample QC.

Plate Variation

Sum of all assays

Useful for:

Comparing intensity distributions across plates.
Identifying systematic variance in total intensity between plates.

Detecting potential contamination by checking if box plots are aligned. Misaligned boxes may indicate
contamination.

Functions:

Switch data units by selecting between Ct, NPX, or Quantified values (if available).

Use the Assay dropdown menu to select specific assays, or quickly switch between assays with the up/
down arrow keys or scroll wheel while hovering over the dropdown.

Hover over the chart and scroll to zoom in or out to view different parts of the box plots.

Click, hold and drag the plot to move it to view different parts of it.

54

NPX™ Signature Software User Manual

Part 4: User Interface
15. Views



14.12 History

General:

The History view shows all events for the current project. Everything that is entered into the project are
listed in the Project History list.

History

Project History

DATE& TIME USER

04 October 2025
1330
04 October 2025
1330
04 October 2025
1330
04 October 2025
13311
04 October 2025
13353
04 October 2025
113610
04 October 2025
162120
08 October 2025
11952
08 October 2025
111958
09 October 2025
142854

Items per page: 110 of 12

EVENT

Project created with name ProjectName’ for product ‘Olink® Target 48"

Normalization method initiated to ‘Calibrator Normalized

Sample Matrix changed from * to ‘ExampleMatrix'

Added version ‘932011 for panel ‘Olink Target 48 Cytokine”

Sample manifest imported Target48Left’

Imported run Testkorning_TA8-1', connected to plate Target48Left (Olink Target 48 Cytokine)"

Analysis Report exported to ‘C:\Users\

Excluded plate Target48Left (Olink Target 48 Cytokine)* from project

Included plate Targetd8Left (Olink Target 48 Cytokine) from project

Analysis Report exported to ‘C:\Users\

:

Useful for:

e Seeing what actions have been taken on the project.

Functions:

e C(lick on the Export button to export the project history as a CSV file.
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15.Keyboard shortcuts

The application supports several keyboard shortcuts that help perform common actions more efficiently.

Action Shortcut Description

Plate Selection

Move to the next plate Ctrl +. Press the Ctrl key and the.
(period) key at the same time.

Move to the previous plate Ctrl +, Press the Ctrl key and the,
(comma) key at the same time.

Move to the next panel Ctrl + Shift +. Press and hold Ctrl and Shift,
then press the . (period) key.

Move to the previous panel Ctrl + Shift +, Press and hold Ctrl and Shift,
then press the , (comma) key.

Project Actions menu

Create a new project. Ctrl+N Press the Ctrl key and the N key
at the same time.

Open an existing project. Ctrl+ 0O Press the Ctrl key and the O key
at the same time.

Save the current project. Ctrl+S Press the Ctrl key and the S key
at the same time.

Close the current project. Ctrl +W Press the Ctrl key and the W key
at the same time.

Exit the application. Alt +F4 Press the Alt key and the F4 key

at the same time.

Heat Map

Move the view up, down, left, or right.

Arrow keys (Up/Down/Left/Right)

Move the view up, down, left, or
right by press the Arrow keys.

Zoom in or out of the heat map

Ctrl + Arrow keys (Up/Down/Left/
Right)

Press the Ctrl key and the
Arrow keys at the same time.
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Part 5: Troubleshooting
16.Introduction

This chapter describes issues that may arise during use of NPX Signature Software, or data issues during
analysis of the studies, and how to solve these issues.

lf NOTE: The figures in the Troubleshooting sections are schematic only and do not reflect the
current interface of NPX Signature Software.

16.1 Warning messages
The list of warning messages is not complete. Other messages may appear. Please contact support@olink.
com if further guidance is needed.

In version 2.2 of NPX Signature, the term 'study" has been replaced with 'project.

The following warnings may be displayed:

¢ Creating a New Project from the Welcome Screen

— Creating a New Project and then clicking the Back button will discard all changes and prevent the
creation of a project.

o Select Cancel to continue working on the current project.
o Select Continue to discard progress and return to the start screen.
¢ Opening and closing the Select Panel Data view without selection

— Opening the Select Panel Data view and closing it without selecting a version will result in loss of all
progress and no project will be created.

o Select Cancel to return and continue with the project.
o Select Continue to close the application and discard the project.
¢ Closing the Panel Data view after selecting a Panel Data version

— After selecting a Panel Data version, closing the view will trigger a warning. Three options are
available:

o Cancel: Returns to the Panel Data view to continue editing.

o Don’t save: Closes the application and discards all unsaved changes.

o Save without run data: Saves the project without including run data.
¢ Changing the Product Type

— Changing the Product Type after selecting it, along with the Project Name and Panel Data version,
will reset all configuration settings.

o Select Cancel to keep the current Product Type and continue.
o Select Continue to change the Product Type and lose the existing configuration.
¢ Navigating back after selecting a Run Data Source and a Sample Manifest

— When navigating back in the annotation process (step 4 of 4), after both Run Data Source and
Sample Manifest have been selected, a warning message will appear, indicating that all annotations
made in step 4 will be lost.

o Select Cancel to continue with the current selections and annotations.

o Select Continue to remove the selected files and discard all annotations.
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Creating a New Project while another Is open

— Ifaprojectis open and New Project is selected from the Project Actions menu, any unsaved changes
in the current project will be lost. .

o Tosave changes in the current project, click Save.
Opening a project while another Is already open

— If aproject is open and Open Project is selected from the Project Actions menu, any unsaved
changes in the current project will be lost.

o Toretain the current project, click Save & close.
Closing a project or the application

— If a project is open and Close Project is selected from the Project Actions menu, or if the application
is closed, any unsaved changes will be lost.

o To save the project, click Save & close.
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1/.Deviating controls

If the normalized value for internal controls for a specific sample deviates from the rest of the sample set,
the sample does not pass Sample QC and is warned in the NPX Signature Software.

Issue

A sample is warned.

Explanation

A sample is warned
when one or several
internal controls
deviate from the
plate median for that
specific sample.

Reason
All warned samplesin a

project are shown in the 14.1.1
Overview in the right window

called Failed or Warned
samples.

Action

The behavior of the internal
controls makes it possible to
understand why the sample

is warned. See the rest of this
section for more information. For
more detailed information about
warned samples, go to the 14.5
Sample QC view (Figure A) and
the 14.6 Plate Data view (Figure
B)

Deviation from median (NPX)

Control signal deviation from median

ASSAYQC

Recommended threshold

» et

DetCunt

Whipoarben®

4

o

Incctrl Samples
Median absolute deviation

Detctrl Samples.
Median absolute deviation

Incctrl Control samples
Median absolute deviation
005

Det ctr Control samples

SAMPLE IDSAMPLE TYPE

Sample_81Sample

INCCTRL DETCTRL
012042 006455

Median absolute deviation
006

Number of warnedfailed samples.

Number of warned/failed assays

RUNQC

RECOMMENDED
B

RECOMMENDED
=10

RECOMMENDED

RECOMMENDED

RECOMMENDED
<025

RECOMMENDED
<025

Figure A. The Sample QC view shows the warned samples in red, both by Incubation Control and/or Detection Control. These data-
points are outside the recommended threshold of +0.3 NPX limit which is visualized with the light blue lines. In the Sample QC view,
the Run QC view indicates the number of warned/failed samples in the plate (4))
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Figure B.  Plate Data view corresponding to samples shown in Figure A.

P S T T
L o 002 ow b -oos A 007 004 o -007 000 002 009 016 003
os [ oo [ram [ aos [ am [ om s 001 | ool | -ooi | oos | om | o | ooz | om | 01
CRED A ERER ¢ 9% | o | 004 | 004 | 007 | 005 | <05 | 003 | 010
018 034 039 <001 oot B p 007 01 005 000 004 001 004 03 046
[ * ~ »
-001 007 004 o1 002 000 g 010 028 007 016 o1 008 005 006 007
~
004 003 000 005 003 000 g 006 007 -003 -007 -003 000 001 006 002
002 <005 008 oor -0t 006 e o -002 000 005 006 - 003 004 006
005 001 002 004 004 on W 002 003 oot -008 -002 006 002 001 006
2m ™ o -
- -
azpetcn
A S R T v 3 4 s 6 1 s s
000 000 000 000 000 000 A 007 004 -009. 004 009 009 002 003 010
o | o0 | a0 | o | om | 000 o 0w | ow | oo | o | ou | oo | ao | oo | oot
o | o0 | a0 | o | om | 000 ¢ oo | om | o | ow | e | o | ou | oo | a0
w0 | o | o | wm | oo | aw » a0t | wm | woi | a0 | oo | ow | oo | oz Tam
¥
o | o0 | a0 | o | om | 000 . oo | om | om | @ | on [ %@ | @ | ow | o»
¥
o | o0 | a0 | o | om | o0 ¢ o | oo | aoi | a0 | oo | oo | om | ooz | a0l
o | o0 | o | ow | om | 000 BHREEREE B
o | o | o | o | a0 | 0% W oo | oo | o7 | aos | ow | om | <o | 005 | om

with lower or higher NPX values for different internal controls.

10 n
0 | 00
s | o0
s | ow
o0 | oz
04 | o0

oot | om0
on | oo
o0 | o0

001

10 n

oo | 008
o0z | oot
o | oo
o5 | om
o | o
oz | o
| o
o0 | oxz

The 4 warning samples are shown with a flag symbol, some
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171 Sample warned by Incubation Control

Issue
Asampleis

warned due to the
Incubation Control.

Explanation

The NPX Value of the
Incubation Control
for this specific
sample deviates

more than 0.3 NPX (most likely in the sample) is
from the plate affecting only the Incubation
median. Controls.

Reason

If the Incubation Control(s)
deviate, but not the Extension
and Detection Controls, this is
an indication that something

Action

Refer to 171.1 Common reasons
for deviating Incubation Control
for examples.

171.1 Common reasons for deviating Incubation Control

Possible cause

Sample matrix

Sample quality

Sample volume or concentration

Explanation

If the sample matrix for the warned
sample is different from the others on the
same plate, the incubation environment
can be different (Figure C). This can
make the reaction slightly more or less
efficient.

The sample volume is too high or too low
or Incubation mix is to high or to low.

If the samples have pre-analytical
variations this can introduce deviation
within internal controls.

Solution

Perform the QC evaluation for
one sample matrix at a time.

Set the affected samples as failed
in the 14.7 Workspace view.

If applicable, rerun from the
Incubation step and make sure
the correct volume is used.

For all sample quality
considerations please refer to
the "Pre-analytical variation

in protein biomarker research”
White Paper, refer to section 3.
Associated documentation.

Sample Type Olink assays are validated for customer's | Standardize samples as much
matrix. Other sample matrices can as possible (for example: for
contain factors that interfere with the lysed cells and tissue, use similar
immuno reaction step. concentration of protein in each

sample).
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Figure C. The Plate Data view shows Ct Value deviation for internal controls due to different sample matrices being present in the

same plate (Rows A-D one sample type, Rows E-H a different sample type), and thus affecting the incubation environment. This leads

to warning samples.
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18.Sample warned by Detection

Control

Issue

A Sample Control
is warned by the
Detection Control.

Explanation

The NPX Value of the
Detection Control for
this specific sample
deviates more than
0.3 NPX from the
plate median.

Reason

One example can be seen in
Figure A. Data is normalized
using the Extension Control.
Since both Incubation
Control and the Extension
Control display decreased
Ct-values, the normalization
step will adjust the data. The
Detection Control that did
not show decreased Ct-values
will be overcompensated

by normalization against
the Extension Control and
thereby deviate from the
rest of the sample set after
normalization.

Action

This type of flag is generally
caused by the same reasons as
warned Incubation Control. It

is not uncommon that both the
Incubation Control and Detection
Control flag simultaneously, but
with opposite “direction” in the
14.5 Sample QC. This is seen when
the warned sample affects both
the extension and immunoassay
step, but to different extent. See
examples in section 171.1.

18.1 Deviating external controls

Issue
High Intra-CV value

Explanation
Intra-CV value > 15%

Action

Check sample annotation of the Sample Controls. Check the

for Sample Controls
within the same plate.
The Sample Control
replicates differ within
the sample plate.

row pattern for rows containing Sample Controls to make sure
that none of the rows is an outlier (for example issue with a
channel on one of the multichannel pipettes).

If one Sample Control replicate deviates from the other(s) and
this pattern can be confirmed for several assays, this could
indicate a manual issue with this replicate. In such case, that
replicate can be failed and the remaining replicates used for
CV calculation.

Please contact support@olink.com for further guidance.

High Inter-CV value

Inter-CV value > 25% for
Sample Control within
the same plate.

The Sample Control
replicates differ between
sample plates.

¢ Check sample annotation of the control samples and that
they pass QC.

« |f one Sample Control replicate deviates from the other(s)
two and this pattern can be confirmed for several assays,
this could indicate a manual issue with this replicate. In such
case that replicate can be failed and the remaining used for
CV calculation.

« If applying intensity normalization, check for proper
randomization between the plates within the project. (Only
for Olink Target 96)

Please support@olink.com for further guidance.
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Issue

High LODs that
affect the number
of samples that can
be quantified above
LOD.

Explanation

Calculated LODs
are out of expected
range.

Reason
¢ Wrong Panel Data File.
¢ Wrong panel.

¢ Contamination of Negative
Controls.

¢ Wrong annotation of

Negative Controls, Sample
Controls or Calibrators.

Action

¢ Confirm annotation of
Negative Controls, Sample
Controls and Calibrators.

» Confirm datafile; reanalyze
data.

e If applying intensity
normalization, check for
proper randomization
between the plates within the
project.

Please contact support@olink.

com for further guidance.

Assay warning for
Sample Control
precision in

Olink Target 48
@8 Olink Flex

@ Olink Focus.

Sample Control intra
CV = 30% for the
given assay.

« Sample Control replicates

differ within the same plate.

¢ Check sample annotation of
the Sample Controls.

¢ Check the row pattern for rows
with Sample Controls to make
sure that none of the rows is
an outlier (for example issue
with a channel on one of the
multichannel pipettes).

« |f one Sample Control replicate
deviates from the other
two and this pattern can be
confirmed for several assays,
this could indicate a manual
issue with this replicate. In
such case that replicate can
be failed and the remaining
used for CV and accuracy
calculation.

Please contact support@olink.

com for further guidance.

62

NPX™ Signature Software User Manual
Part 5: Troubleshooting
18. Samples warned by Detection Control


mailto:support%40olink.com?subject=
mailto:support%40olink.com?subject=
mailto:support%40olink.com?subject=
mailto:support%40olink.com?subject=

Assay warning for
Sample Control
accuracy in

Olink Target 48
@8 Olink Flex

@ Olink Focus.

Sample Control
accuracy is > +30%
from expected value.

¢ Wrong Panel Data File
version selected.

e Check that the correct Panel
Data File version is applied.

» Check sample annotation of
the Sample Controls and that
they pass QC.

e Check the row pattern for rows
containing Sample Controls
to make sure that none of the
rows is an outlier (for example
issue with a channel on one of
the multichannel pipettes).

« If one Sample Control replicate
deviates from the other
two and this pattern can be
confirmed for several assays,
this could indicate a manual
issue with this replicate. In
such case that replicate can
be failed and the remaining
used for CV and accuracy
calculation.

Please contact support@olink.
com for further guidance.

Assay warning for
Calibrator precision
in

Olink Target 48
@ Olink Flex

@ Olink Focus

Calibrator CV >30%
for the given assays.

Calibrator replicates differ
within the same plate.

e Check sample annotation of
the Calibrators.

* Check the row pattern for
rows with calibrators to make
sure that none of the rows is
an outlier (for example issue
with a channel on one of the
multichannel pipettes). If one
Calibrator replicate deviates
from the other two and this
pattern can be confirmed
for several assays, this could
indicate a manual issue with
this replicate. In such case
that replicate can be failed
and the remaining used for CV
calculation. Failing a replicate
will result in renormalization,
and NPX and pg/mL Vaules
will change.

Please contact support@olink.
com for further guidance.
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19.Inconsistent results detected

19.1 Variation between plates - common reasons

Issue

The “Plate ANOVA” value
in the 14.2 Metrics view
(Figure D) shows a high
value. The variation is
also shown on the 14.11
Plate Variation view.
(Figure E Plate variation
should be solved by
intensity normalization.)

Explanation

The total NPX varies
between plates.

Reason

* May be caused by insufficient
randomization, meaning that
the distribution of samples
from different groups is not
the same for all plates in the
project.

 Other option is different
sample groups and/or matrices
are part of the plates.

Action

If the samples are
completely randomized,
make sure that intensity
normalization has been
used. In case of different
sample groups, create
individual projects.

The results will then look
like the example

in Figure F the same
results as in Figure E after
intensity normalization.

Inter-CV value .
> 25%.

The Sample Control differ
between sample plates.

e Check sample
annotation of the
Sample Controls and
that they pass QC. If
intensity normalization
has been used, ensure
that randomization
assumption is valid by
comparing with IPC
normalization

High Inter-CV value

* May be caused by insufficient
randomization when using
intensity normalization. The
distribution of samples from
different groups is not the same
for all plates in the project.
Using intensity normalization
will than results in higher Inter-
CV values. e Check if all samples are

from the same project.

Metrics ®

Plate ANOVA (p < 0.05)
Row ANOVA (p <005)
Col ANOVA (p < 0.05) 2 o2 w2 492

Warned/Failed samples 5 5 NA nA

%CV (inter)

%CV (intra) 7 7 NA NA

Figure D.  The Metrics view with a Plate ANOVA value that indicates variation between plates.
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Figure E.  Plate variation indication technical deviation.

Sum of all assays
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Figure . The same results as in Figure E, after intensity normalization.
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19.2 Variation within a plate - common reasons

Issue

The columns or row
ANOVAin the 14.2
Metrics view show high
values. The effects are
visualized in the 14.6
Plate Data tab.

Explanation

Areas of a plate
(columns and/

or rows) have
systematically higher
or lower values (Ct
and/or NPX) than
the rest of the plate.

Reason

e The variation is caused by the
sample position on the plate.
Within-plate effects are often
caused by laboratory mistakes.

e The variation is caused by
suboptimal randomization and/
or different matrices on the
same plate.

Action

See examples in the next
table.

/ NOTE: Make sure
that the deviation
cannot be explained
with biological
variation, i.e. that
a unique sample
group is placed on
one column/row.

Position effects/patterns: visible only for Internal Controls

All Internal Controls are
affected on Ct-level in

a similar manner (all
increased or decreased.)

One sample column
or row consistently
show deviating
values.

 Pipetting error, for example
pipette not pre- conditioned.

« Different matrices on the plate.

e Exclude data from
analysis and/or rerun.

 Create individual
projects per matrix.

Mistake during pipetting of the
incubation mix, extension mix,
detection mix, or samples.

Evaporation due to incomplete
sealing of plate during incubation
or PCR steps.

Exclude data from
analysis and/or rerun.

Different sample matrices.

QC matrices separately.

Forgotten to pause the PCR
machine resulting in only a
few minutes 50 °C instead of
20 minutes

Rerun from Incubation
needed.

Incubation Controls and
Extension Control differ
from Detection Control
on Ct-level.

Incubation and
Extension Controls
show the same
pattern, Detection
Control shows
another pattern.

¢ PCRinstrument not good
at keeping 50 °C, Detection
Control not affected by
extension step.

¢ Enzyme not added resulting is
suboptimal extension step.

Rerun from Incubation
needed.

May be pre-analytical (interfering
factors may affect all controls but
the Detection Control).

Contact support@olink.
com for further guidance.

Incubation Control differ
from Extension and
Detection Controls.

Incubation Control
shows deviating
pattern.

¢ Pre-analytical factorsin
samples that interfere with the
immuno reaction.

¢ Contamination in samples, for
instance GFP present.

Few deviating samples:

¢ Exclude samples from
subsequent statistical
data analysis.

e >1/6th of samples
deviating: Contact
support@olink.com for
further guidance.

Position effects/patterns: visible for samples and

Internal controls

Columns/rows/parts of
sample plate.

Patterning that
follows sample
naming/sample
matrices.

« Different sample matrices.
» Suboptimal randomization.

QC matrices separately.
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Issue Explanation

Gradient over the
sample plate.

Upper or lower part
or left and right
part of the plate
affected with clearly
deviating values.

Reason
o |FCissue.

» Poor vortexing in extension
step.

¢ Poor mixing of detection mix.

¢ Uneven temperature in PCR
block.

Action
Rerun.

Contact_support@olink.
com for further guidance.

19.2.1 Common problems and reasons for within-plate effects.

Problem

First column different than the rest of the plate
(observed for Internal Controls).

A specific column or columns is/are different
than for the rest of the plate (observed for
internal Controls).

One row consistently different from the rest of
the plate (observed for Internal Controls and/or
samples).

Deviating Plate Variation distribution for single
assays on one plate.

A gradient from row A to row H.

Possible cause

The pipette was not
preconditioned.

A mistake when the incubation
solution, extension mix, detection
mix, or samples were pipetted.

The pipette tip in that specific
position was not tight enough.

Primer contamination.

Pipetting was done at an angle.
The plates were not sufficiently
vortexed.

Figure reference

Figure G

Figure H

Figure |

BM un  pa | px | uL | Bx
3

Bo U pw vz | wy | By
[ [

§
SEES S E-
=3
g
H

46.Incctri2 a7.petctn

1 2 3 1 5 6 7 1

= o mom oo oA o =
bl
T o mom oo oA o® =

2

] 0 1 2
us | 508 | 4% | 1589
~

.
B

i

B

wes 161

185 159 1410 | M8 | 1500 | 470 | 1609
I3

wol | 5o | M | 1604
~

w6 462

EEEEE
H

uos | BB | 143 | 1601
3

3 1 5 3 7 8 9 10 1 ©

13
186 B8 uB | ue | w2 | M@
~

) B8 05 mm | us | ue
~

) e | 6o w77 | mes | us
[ [

17 574 B8R | wm | us | a6
13

Figure G.  Ct Values that show results of laboratory mistakes. Refer to table below for a description of errors performed on this run.
The figure shows a Olink Target 96 project, but the behaviour is similar for other products.
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Figure H.  Ct Values that show primer contamination of Incubation Control 2.
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Within plate effects due to incorrect or insufficient vortexing of the sample plate during sample dilution.
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19.3 Extreme outliers - common reasons

Issue

Extreme blue or red lines
in heat map (when only
selecting “samples” in the
dropdown menu)

or outlier dots in Plate
Variation view.

I/ NOTE: Extreme outliers
can be discovered in
different views (Plate
Variation, Assay QC,
Heat map).

Explanation

Sample with
extremely low
or high protein
quantification.

Reason

« Incorrect dilution of samples.

¢ No sample added.

* Same columns two times
sample added.

Action
Fail sample.

Sample contains only a buffer
with no protein content.

Investigate if a sample
ressembles a Negative
Control. If so, do not fail
the sample.

19.4 High NPX signals - common reasons

Issue

Unexpectedly high

NPX signals in diluted
panel for the majority of
samples.

Explanation

e Low variation
between samples.

 Saturated assays
(may be visualized
in 14.11 Plate
Variation view).

Reason
Samples were not diluted.

Action

Rerun from sample
dilution step.
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20.Revision history

Version NOWEIS
version
v2.2 22

Date

2025-11-07

Description

6.2 Install software: Updated the installation process.

8.4 Intensity normalization (Olink® Target 96): Added new information.

8.5 CV calculation: Added new section.

8.8 Run QC: Added new information.

8.9 QC criteria: Added new section.

10.3 Sample Manifest file: Added new information about the Sample Manifest file.
11.2 Import Panel Data Files or Panel Data Archive: Updated content and images.
11.3 Create a new project: Updated content and images.

11.4 Import a split Olink® Target 48 in version 2.x: Added new section.

11.6 Migrate a project: Updated content and images.

11.8 Perform quality control: Updated content and images.

11.9 Export result files: Updated content and images.

11.9.1 Preparing to Export the Analysis Report: Added new section.

12.1 CSV files: Added new information.

12.2 Analysis Report: Updated and expanded content.

13. General: Updated content and images.

14. Views: Updated content and images.

15. Keyboard shortcuts: Added new section.

16.1 Warning messages: Updated and added new information.
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