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Part 1: Introduction

Olink high-multiplex immunoassay panels provide an efficient and innovative tool for targeted human
protein biomarker discovery, development and validation.

1.About this manual

This user manual provides you with the instructions needed for data processing when running Olink™
Reveal, Olink™ Explore HT, or Olink™ Explore 3072/384 panels with a locally installed set up of software.

NOTE: The information in the NPX" Map Software User Manual is believed to be accurate.
However, the displayed screenshots may differ from actual user interface and should be
considered as examples.

1.1 Intended use

NPX™ Map is a data analysis software that is designed for Olink Reveal, Olink Explore HT, and Olink Explore
3072/384 platforms. It allows for importing data, validating data quality, and normalizing Olink data for
subsequent statistical analysis.

The NPX Map Software is intended for Research Use Only. Not for use in diagnostic procedures.

All trademarks and copyrights contained in this material are the property of Olink™Proteomics AB unless
otherwise stated. For questions, guidance, and support, contact Olink Support at support@olink.com.

1.2 Intended target group

The NPX Map Software is intended to be used by staff certified to run the Olink Reveal, Olink Explore HT
or Olink Explore 3072/384 platform. Quality control should be performed by trained users that determine
whether data from a run can be approved for further analysis.

2.List of abbreviations

%CV Coefficient of Variance

NGS Next Generation Sequencing
PCR Polymerase Chain Reaction
PEA Proximity Extension Assay
QC Quality Control

SD Standard Deviation
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3.Associated documentation

3.1 Olink documentation

e NPX"™ Map Preprocessing Technical Information
e NPX™Map CLI Technical information

Olink Reveal manuals
e Olink™ Reveal Overview User Manual

e Olink™ Reveal Laboratory Instructions

Olink™Explore HT manuals
»  Olink™ Explore HT Overview User Manual

e Olink™ Explore HT F.A.ST. lab instructions

« Olink™ Explore HT Mosquito lab instructions

e Olink™ Explore HT Sequencing using NovaSeq 6000 S4 User Manual
e Olink™ Explore HT Sequencing using NovaSeq X User Manual

Olink™ Explore 384/3072 manuals
e Olink™ Explore Overview User Manual

e Olink™ Explore 384 User Manual

e Olink™ Explore 4 x 384 User Manual

e Olink™ Explore 3072 User Manual

e Olink™ Explore Sequencing using NextSeq 550 User Manual

« Olink™ Explore Sequencing using NextSeq 2000 User Manual

« Olink™ Explore Sequencing using NovaSeq 6000 User Manual

e Olink™ Explore 384/3072 Sequencing using NovaSeq X Plus User Manual

All relevant Olink documentation is available from the Olink website www.olink.com/downloads.

3.2 Other documentation

e Article & lot configuration sheet - delivered together with the analysis kit.

4. Technical support

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

5.1 Hardware and software requirements

5.1.1 System requirements for NPX" Map

Components Minimum Recommended
Operating System Windows® 10 or Windows® 11 Windows® 11
Processor Intel® Core™i5 Intel® Core™i7 or higher
Memory 16 GB RAM 32 GB RAM or more
Disk Space 500 GB 500 GB

Display scale of computer Scale 100 % *

screen 14" screen

* The scale resolution might affect different functions and features in the NPX Map Software. Different scale resolutions might be needed for different
displays. Go to the computer settings to change to your preferred settings.

5.1.2 System requirements for Preprocessing

Components Minimum Recommended
Operating System Linux Ubuntu 22.04 LTS or
Linux Ubuntu 24.04 LTS
Memory 32GB 32GB
Other Linux administrative knowledge

5.1.3 Requirements for analysis

Files and information needed for analysis:

e Count files in CSV format and run metadata in JSON format (NGS raw data preprocessed using
ngs2counts)

Plate layout with sample hames

Data analysis reference ID number of reagents used (provided on the Lot configuration insert delivered
with the kit)
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5.2 Preprocessing runs

Preprocessing is a necessary step in NPX Map analysis. The Next Generation Sequencing (NGS) output
from the sequencing instrument is converted to counts files containing the number of reads for each Olink
sequence and a run metadata file containing additional information which is necessary for importing the
counts files into the NPX Map Software or NPX™ Map CLI.

NOTE: Counts file folders generated by NPX™ Map cannot be imported into NPX™ Explore HT or
NPX" Explore 3072. This limitation applies to Element Biosciences, AVITI", MGI, DNBSEQ G400™,
MGI, DNBSEQ T1+", MGIl, DNBSEQ T7", MGI, DNBSEQ T7+", and Ultima Genomics Inc.,, UG100",

The preprocessing can be carried out in different ways:

One option is to use the dedicated preprocessing software.

Raw .
NGS data —} Preprocessing | === Counts

Alternatively, the files can be imported directly into the NPX Map Software.

NPXMap =) | Preprocessing | =———p Q ——) Counts

Launcher

fastq files

NOTE: When preprocessing is performed using NPX™ Map, the same software must be used for
analysis.

For more information about the different preprocessing versions, refer to the NPX™ Map Preprocessing
Technical information.
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53 CLl

QC and normalization of Olink Reveal, Olink Explore HT, and Olink Explore 3072/384 data can be
performed either using the NPX Map CLI or the NPX Map Software, or using a combination of the two.

E‘,ﬂi‘réﬁ'ﬁsmg —> | Counts —> | NPXMap | —) Extended NPX file
——) Analysis Report

Explore

Calculation Module
Plate Layout —’
files l T

Explore
Map CLI — | cReveal
project

Explore
Calculation Module

l

Output data

The NPX Map CLI is a command-line interface (cli). The application is capable of performing normalization,

Quiality Control (QC) and CV computations on NGS data, and exporting the results on several supported
formats.

For more information, refer to the NPX™ Map CLI Technical Information.
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Part 2: Technology description
6.0verview

Olink Reveal, Olink Explore HT, and Olink Explore contains a built-in quality control system using internal
and external controls, which enables full control over the technical performance of assays and samples.

6.1 Internal controls

Three internal controls are spiked into every sample for each panel and dilution. The internal controls are
designed to monitor the quality of the assay’s performance, as well as the quality of individual samples:

IMMUNO REACTION EXTENSION/LIBRARY AMPLIFICATION DETECTION
I
I i I
I .I_-.:..';u;l.1|f;_l.; s
TITIIITIIIIIIT -

Incubation control

Extension control
Amplification control

Incubation Control (Immuno Control)
The Immuno Control is a non-human antigen measured with PEA. This control is included in the immuno

reaction and monitors potential technical variation in all three steps of the reaction.

Extension Control

The Extension Control is an antibody coupled to a unique pair of DNA-tags. These DNA-tags are always in
proximity so this control is expected to give a constant signal independent of the immuno reaction. This
control monitors variation in the extension and amplification step.

Amplification Control

The Amplification Control is a complete double-stranded DNA amplicon that does not require any proximity
binding or extension step to generate a signal. This control monitors the amplification/sample indexing step.

The Extension Control is used to calculate the NPX, refer to Section 74 Normalization, and the other two are

used in the Quality Control.
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/.The QC workflow

Three internal controls are added to each sample to monitor the quality of assay performance, as well as the
quality of individual samples:
e Incubation Control

e Extension Control

e Amplification Control

The Extension Control is used to calculate the NPX, refer to Section 74 Normalization, and the other two are
used in Quality Control (described below).

4 ~ - -
Plate QC Systematic
Effects
Row/column
sempleat effect
Gradient
Plock QC pattern
Assay QC
- ) L )
PASS/WARN
4 N
Normalization
Plate
Control
Intensity
FAIL
o ¢ )
. Output:
Ocli,ts:tt ' Count, EXtNPX,
NPX_pc, NPX_int
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71 Plate QC

The QC is performed directly on counts, on one block per 96 samples. The Plate QC are divided into three
parts: Sample QC, Block QC, and Assay QC. For acceptance criteria, refer to Section 8. QC criteria.

71.1  Sample QC

Samples and external controls that fail Sample QC will not be considered for additional QC steps and not
normalized. Only counts will be reported for those.

1. Low total number of counts per sample per block
Too low total counts for a sample might indicate that the sample is missing or the index was not added
to the sample. Each sample and external control should have a minimum number of counts in a block,
otherwise they fail.

2. Low number of counts of internal controls per block
Low counts in any of the internal controls might indicate a technical error in the workflow for the
corresponding sample, for example a missing internal control.

— Each external control should have a minimum number of counts for each of the internal controls,
otherwise they fail.

— Each sample should have a minimum number of counts for each of the internal controls,
otherwise they fail or get a warning.

3. Deviation of counts in Plate Controls
Plate Controls whose assay signals or internal control counts deviate from the other Plate Controls in the
same plate may be affected by technical errors. Plate Control samples that are missing a sample index or
have low internal control levels are excluded from this evaluation.

— A PIate Control fails if the median assay signal (extension-control normalized counts, evaluated
in logarithmic scale) deviates positively or negatively from the expectation. The expectation is
based on the median values of the Plate Controls on the same plate.

— APlate Control fails if more than one of its internal controls deviates. An internal control in a Plate
Control deviates if the fraction of that internal control's counts (evaluated in logarithmic scale)
deviates positively or negatively from the expectation. The expectation for each internal control
is based on the median values of that internal control in the Plate Controls on the same plate.

4. Unexpected signal in Negative Controls
Detection of high number of counts for many assays, relative to the counts of internal controls, in any
Negative Controls might indicate that signals are from other sample types or not from pure buffer.

— A Negative Control fails if many assays get higher number of counts relative to the counts of
internal controls.

5. Deviation of incubation control ratio per sample per block

The relative count levels of incubation control to other internal controls (ratio in logarithmic scale) should
be consistent across the plate. Any sample where these ratios deviate from the expectation by an amount
larger than a reference value indicates a technical error in the workflow.

— The expected incubation control ratios are given by the median of the plate controls and sample
controls per plate per block.

— An external control fails if the incubation control ratio is much lower than the expectation.
— Asample gets a warning if the incubation control ratio is much lower than the expectation.
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712  Block QC

Block QC is to quality control whether a block-plate is affected by technical errors. This step is based on the
number of Plate and Negative Controls that pass Sample QC. A failed block is recommended to be rerun.

* Based on Plate Controls:

— A block-plate fails if <50% of Plate Controls pass the Sample QC (a minimum of 3 Plate Controls
is required to pass the block-plate).

e Based on Negative Controls:

— Ablock-plate fails if none of the Negative Control pass the Sample QC.

713 Assay QC

Detection of high number of counts for any assay, relative to the median count of three internal controls in
all the Negative control is considered as unexpected signal. This step is performed on Negative Controls
that pass Sample QC. An assay gets a QC warning if it gets high number of counts relative to the median
counts of three internal controls in all Negative controls.

An assay warning indicates a potential technical issue associated with increased background signal for the
affected assay. Measurements near the lower end of the assay range may therefore be more susceptible to
the effects of background signal, whereas signals substantially above the background level are generally
less affected. Results should be interpreted in the context of the assay's performance characteristics and the
study objectives.

7.2  Systematic effect detection

Systematic effects are defined as a systematic pattern on a plate caused by a deviation in the workflow
such as instrument failure or human error. A pattern corresponds to a particular type of failure. Detection of
systematic effects is complementary to the Plate QC and is performed on NPX. All samples and data-points
(passed, failed, and warned) are included in the computation.

Systematic effects are categorized into patterns that impact the full plate orimpacting a row or/and column.

To detect the patterns, three main criteria are considered:

¢ The frequency of assays representing the effect
¢ The intensity of the effect on NPX deviation
¢ Number of samples showing the effect

A pattern is detected per assay/block/plate unit. If enough assays (internal controls are not included)

are affected, the block will get a systematic effects warning corresponding to that effect in the NPX Map
Software. For more information, refer to Section 15.3 Quality Control Summary. Systematic effects may be
due to either non-randomized plate design or technical errors and should be investigated further when
warned.

72.1 Types of systematic effects
*  Row

e Column

e Four_column

e Alternating_column

¢ Row_gradient

e Column_Gradient

e Diagonal_Gradient
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7.3 Summary notes for exported data
¢ Datarelated to all assays, including the internal controls, will be presented in the output NPX file.
¢ Data related to all samples, including the external controls, will be presented in the output NPX file.

¢ Data related to any failed sample or block that do not pass QC criteria will not be normalized and
therefore no NPX will be computed. Counts are reported for the failed data-points in the NPX file.

¢ Any data-points with a QC warning should be used with caution.

For any more information about Plate QC and systematic effects, please contact support@olink.com.

74 Normalization

The two between-plate-normalization methods are called Plate Control (PC) and Intensity normalization.
They both adjust each assay per plate to a median, but they differ in how these medians are calculated. An
important concept when selecting normalization procedure is randomization, which in this context applies

to the sample placement across the plates. For details, refer to the Randomization FAQ on the Olink website.

Plate Control normalization is performed by default. Intensity normalization should be selected for all Olink
Reveal, Olink Explore HT, and Olink Explore 3072/384 projects where samples are randomized. Contact
support for study design assistance and choosing the appropriate normalization type.

74.1  Converting counts to NPX

The Olink Reveal, Olink Explore HT, and Olink Explore 3072/384 system’s raw data output is counts, where
each combination of assay and sample is given an integer value based on number of copies detected. These
raw data counts are converted into NPX values for use in the continued analysis.

NPX generation

The NPX values are calculated in two main steps. First, the assay counts of a sample are divided with the
Extension Control for that sample and block, and a log2 transformation is applied (1). The resulting scale
has increasing values with increasing concentration for each assay.

The second step is either Plate Control normalization (2a) or Intensity normalization (2b). Plate Control
normalization subtracs the median of the Plate Controls. Intensity normalization subtracs the median of all
samples (excluding the control strip).

Steps in the NPX generation described in equation form, where 1 refers to a specific assay, j refers to a
sample, and ExtNPX defines an extension normalized NPX value.

1. ExtNPX_i,j = log2(counts(sample_j,Assay_i)/counts(ExtCtrl_j))
— Relate counts to known standard (Extension Control).
— Forall assays and all samples, including negative controls, plate controls, and sample controls.
— Log2 transformation gives more normally distributed data.
2a. NPX_i,j = ExtNPX_i,j - median(ExtNPX(Plate Controls_i))
— Normalize by median of Plate Controls.
— For each assay, per plate.
2b. NPX_i,j = ExtNPX_i,j - median(ExtNPX(Samples_i))
— Normalize by median of samples (excluding control strip).
— For each assay, per plate.
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74.2 CV calculation

To evaluate the reproducibility and repeatability of data related to each plate in the project, and to assess
the within- and between-plate variation, two types of CV are calculated for each of the pre-selected assays:
within-plate (intra CV) and between-plate (inter CV) in sample controls. For the inter CV calculation, the
mean of the sample controls is used to represent each plate before calculating the CV.

In each block, pre-selected assays with good performance in Olink sample controls are used. This ensures
that any deviating CV actually indicates a potential technical issue within the workflow. The CV is calculated
for the NPX values of those selected assays (i), assuming a log-normal distribution, using the formula:

Cv, = 100 V( e*"? - 1), where Sln, = 1In(2) x SDisk

Here, SDisk is the standard deviation of the NPX values for assay (i) across the sample controls.
Multiplying by 1n(2) converts this value to the natural-log scale as required for log-normal CV
calculations.

The CV is part of the Ul assessing run quality, and is presented in a CV Table showing average CV:s over the
blocks.

75 Olink™ Sample Index (OSI) — A tool to optimize data quality
by addressing pre-analytical sample variation

Olink Sample Index (OSl), a sample integrity and variation index, is a quantitative measure used to
estimate pre-analytical sample variation in Olink Explore HT data, It reflects differences introduced by
external sample handling prior to analysis, focusing specifically on two critical factors: the delay between
blood draw and centrifugation, and the temperature at which samples were prepared before processing.
Variability in these parameters can influence protein expression levels and, as a result, the interpretation
of proteomic data. OSI provides structured measures that summarize the external pre-analytical condition
of each individual sample, supporting quality control and interpretation in downstream and biological
analyses.

Each sample receives both numerical and qualitative index that together summarize its pre-analytical
sample condition. These values are derived from predictive models trained and validated on Olink Explore
HT datasets, representing a combination of biological and technical robustness across reagent batches and
laboratory settings. OSl is only reported when the underlying data meet internal quality criteria, ensuring
reliable interpretation.

Component Scale Interpretation

OSITimeToCentrifugation 0-1 Higher values indicate longer time
delays between blood draw and
centrifugation.

OSIPreparationTemperature 0-1 Higher values indicate greater
likelihood that the sample was pre

22°0Q).

at room temperature (approximately

pared

time and temperature effects into
single quantitative OSI.

OSISummary 0-1 A composite measure integrating both

a

OSlindicating the combined relati

= highest impact.

OSlICategory 0-4 A corresponding qualitative summary

impact: 0 = not applicable, 1 = lowest, 4

ve

14

NPX™ Map
Part 2: Technology description
The QC workflow



Interpreting OSI allows users to gain insight into the external pre-analytical handling of their samples.
Similarity in OSI across samples in a dataset should be interpreted as an indication that samples were
handled uniformly with the SOP. On the other hand, differences in OSI across a dataset may suggest
inconsistencies in sample handling prior to analysis, highlighting potential sources of technical variation
that can inform quality control or follow-up investigations.

It is important to note that OSI represents relative values within each customer project. Scaling is performed
so that the OSI distribution reflects the internal variation of that specific dataset rather than an absolute
external standard. Consequently, OSI should not be directly compared across independent projects

or batches. Utilization of OSI can also be incorporated directly into the quality control and statistical
modelling stage of the dataset. Further reading into the validation and the usage of OSI can be found in
white papers.

OSl is currently validated only for Olink Explore HT data using EDTA plasma as the sample matrix.
Application to alternative matrices should be performed with caution . When different matrices are included
in a single run, EDTA plasma samples must be analyzed independently due to project-specific scaling. A
minimum of half an Olink Explore HT plate is required (43 samples), and only samples that pass all internal
quality criteria will receive OSI. Furthermore, the method has been validated exclusively for adult samples.

The introduction of the OSI provides a systematic, data-driven approach to assessing external pre-
analytical sample handling variability in proteomics studies. By including OSl in data review and reporting,
Olink enables customers to better understand how external sample handling may have influenced their data
and to incorporate this information into their analyses.
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8.QC criteria

Criteria

FAIL

NPX is not calculated, exclude from

WARN

NPX is calculated, assess further, use data

count in negative control

NEUNTEIEREINNN with caution
Sample QC
Total counts per sample =10000 N/A
Incubation control counts per sample =150 >150 & =500
Extension control counts per sample =150 >150 & =1000
Amplification control counts per sample | =150 >150 & =500
Internal control count fractions N/A If log2 of incubation-to-amplification
per sample control count ratio <-2 and
if log2 of incubation-to-extension
control count ratio < -2 and
if the absolute value of log2 of
extension-to-amplification control
count ratio < 2.
External Control QC
Total counts per sample =10 000 N/A
Incubation control counts per sample =500 (Plate Controls = 1000) N/A
Extension control counts per sample <1000 N/A
Amplification control counts per sample | =500 (Plate Controls = 1000) N/A
Plate control internal control counts < or > than the average internal control | N/A
relative to assay counts levels plus or minus 1 for all PCs on the
same plate
Negative control internal control counts | Negative control fails N/A
relative to assay counts
Internal control count fractions If log2 of incubation-to-amplification N/A
per sample control count ratio <-2 and
if log2 of incubation-to-extension
control count ratio <-2 and
if the absolute value of log2 of
extension-to-amplification control
count ratio < 2.
Block QC
Plate controls passing external sample | For Olink Explore HT: N/A
QC <50% (minimum 3 Plate Controls must
pass QC)
For Olink Reveal: N/A
<50% (minimum 3 Plate Controls must
pass QQC)
For Olink Explore 3072/384: N/A
All 3 Plate Controls must pass QC.
Negative controls passing external <1 N/A
sample QC
Systematic effect (NPX) N/A >10% of assays
Systematic effect identified
Assay QC
Assay count relative to internal control | N/A Assay count = median of all internal

control count in all negative controls.

If a run fails to meet the acceptance criteria, or the QC is not accurate, please contact support@olink.com.
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Part 3: Operation
9.Introduction

op NPX™ Map

Welcome to NPX™ Map

What would you like to do today?

Create a new project Open an existing project

Set up your project by importing plate layouts, Continue where you left off frem a previously saved
select reference IDs, and import an NGS run folder project

= Recent Projects

BB New project 1
B vew project 3

New_project 2

Panel Data Archive

Upload anew Panel Data Archive for use in your
projects

Preprocess data

Preprocess FASTQ or Ultima output to produce run
folders with counts that can be imported into a
project

Last opened: 2025-12-03 at 14:02
Lastopened: 2025-10-22 at 21:17

Last opened: 2025-06-09 at 09:09

This section describes how you analyze data step-by-step in the NPX Map Software. The following steps are

included in the standard operating workflow:

* Preprocess data

» Upload Panel Data Archive

e (Create a new project or open an existing project
e Import NGS run data

e Perform quality control

e Export data files and Analysis Report

e Finalize the project

17

NPX™ Map
Part 3: Operation
Introduction



10.0Operating workflow

10.1 Preprocess data

The NPX Map Software supports preprocessing of sequencing data from MGl, Ultima, and Element data.
For preprocessing lllumina data, refer to the ngs2counts technical documentation.

During preprocessing, raw output from sequencers is converted into two files required for NPX Map
analysis:

e counts.csv
e run_metadata.json

The type of raw output files varies by sequencer but does not affect downstream analysis in the NPX Map
Software.

Before preprocessing non-lllumina data, the sequencer must be added to the NPX Map Software.

» C(lick on Preprocess data.

9 NPX™ Map. - o X

Welcome to NPX™ Map

What would you like to do today?

Create a new project Open an existing project Panel Data Archive Preprocess data

Setup your project by importing plate fayouts, Contir ff froma Panel ive for use in your Preprocess FASTQ or Ultima output o produce run
select reference IDs, and import an NGS run folder project projects folders with counts that can be imported into a
project

=  Recent Projects

BB New project 1 Last opened: 2025-12-03 at 14:02
B vew poect 3 Last openeck 2025-10-22 at 21:17
New project 2 Lastopened: 2025-06-09 at 09:09

e (lick on the Settings menu in the upper right corner to configure a new sequencing instrument.

& NPX™ Map - o X
I3 Preprocess data
No Data to display
Startanewrun
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Fill in the Instrument ID.

Under Instrument Type, select a supported sequencer from the drop-down menu.

Click Add.

— Instrument ID is used for traceability and will appear in downstream data. If the correct ID is
unknown, any placeholder value can be entered.

— Instrument Type determines how the software processes FASTQ files. Ensure the correct type is
selected. If unsure which Instrument Type to select, contact the service provider to confirm which

instrument was used for sequencing.

&  Settings

ADD INSTRUMENT

INSTRUMENT TYPE

Type instrument 1D

Choose from dropdown N

INSTRUMENT ID
[] 1z
[] 567
[] a6
[] 9
[] s
Cancel

TYPE

Element Biosciences AVITI
MGI Tech DNBSEQ G400
MGI Tech DNBSEQ T1+
MGI Tech DNBSEQ T7

Ultima Genomics UG100

Remove selected [l

Save v

The added instrument(s) will appear in the list.

Click Save when finished.

=  Settings

ADD INSTRUMENT

Type instrument |D

INSTRUMENT ID
] 13
(] ser
]
(] 789
[] 23
‘Cancel

INSTRUMENT TYPE

Choose from dropdown ~ ~~

TYPE

Element Biosciences AVITI
MGI Tech DNESEQ G400
MGI Tech DNBSEQ T1+
MGI Tech DNBSEQ T7

Ultima Genomics UG100

Remove selected il

Save
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10.1.1 Preprocessing FASTQ Data (MGl and Element)

e MGl sequencers output one FASTQ.gz file per lane.

e Element AVITI outputs one FASTQ.gz file per flow cell.

e FASTQ files can be imported directly without unpacking.

» Click Preprocess data and select New FASTQ Run.

I

Preprocess data

+ New FASTQ Run + New Ultima Run

I NewFASTQRun

FASTQFILES

OUTPUT FOLDER

EXPERIMENT NAME

L Select folder with FASTQ files or drop individual files

Uploaded FASTQ files will appear here

PRODUCTTYPE

. Olink® Explore 3072 % Olink® Explore HT

Olink® Reveal

INSTRUMENT

Select instrument

RUN IDENTIFIER

~ Type here

Cancel

[

1. Import FASTQ Files

Individual files: Drag and drop compressed FASTQ files onto the field for FASTQ files.

Folders: Use the file picker or drag and drop the folder containing compressed FASTQ files onto
the designated field.

2. Set Experiment Details

Experiment Name (optional): If provided, it will appear as metadata for the processed run.
Product Type: Select the product type used in the run.
Instrument: Select the instrument used in the run.

Run Identifier (mandatory): Enter a run identifier to help identify the processed run. If the
actual ID is unknown, any identifier can be used.

3. Start Processing

Once all required fields are completed, click Run to start preprocessing.
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¢ The Process FASTQ Data view cannot be closed while the run is being processed.

e FASTQ batch jobs are listed in the main window and marked as Success or Failure when completed.

e Click a batch job to view details.

¢ Click on the Open output folder to open the output folder for the selected batch job.

¢ Click Return to main menu to return to the start page.

N NPX™ Map.

©

use this it This interface is for have FASTQ format output if i AVITI™

fr

B6789

Log
TIMESTAMP

108:16:09]
[08:16:09]
[08:16:09]

[08:16:09]

RUN IDENTIFIER

MGI DNBSEQ'

I3 Preprocess data

Success. x
© Run with run identifier "B6789" was successfully added

+ New FASTQ Run + New Ultima Run

Uploaded Runs

(& Open output foldes @

EXPERIMENT NAME PRODUCT TOTAL NO. OF READS NO.OF FILES D STATUS
Example_Experi... Explore HT 0 1 Element Biosciences AVITI AVITI In process
LOG LEVEL LOGEVENT
Information Writing logs to "C:\Users\henricwoxberg\OneDrive - Olink Proteomics ARAD Doc plore\PLEXUS\FastQ\output\2026-01-09_B6789_co
Information Processing run "B6789" ‘
type is "Element AVITP
Information

Input method used is FastqFiles

B

10.1.2 Preprocessing Ultima Data

When Ultima data is generated using an Olink sequencing recipe, the output is automatically processed
by Ultima’s Trimmer software. The Trimmer output folder is used as the input for the NPX Map Software

preprocessing.

The Trimmer output must contain:

e Library information file.

— Afile named XXXXXX_LibraryInfo.xml (where X represents digits).

¢ One or two folders containing CSV files.

Available workflows

1. Standard Workflow
Use this workflow for:

— Olink Explore HT runs with:

0 One library per wafer

o Reveal runs with up to ten libraries per wafer.
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Olink Explore HT — Example Folder Structure (One Barcode: Z0025)

L 402345-20240608-1441
I— 402345-NA12878-70025-CTCGAGATTGATGAT
| — ze025-FBC_name-RBC_name-sample_index_name_hist.csv
L 462345 LibraryInfo.xm

Olink Reveal — Example Folder Structure (Two Barcodes: Z0025 and Z0027)

L— 402345-20240608-1441/
I— 402345-NA12878-720025-CTCGAGATTGATGAT/
| L— 70025-FBC_name-RBC_name-sample_index_name_hist.csv
I— 402345-NA12878-720027-CTCGAGATTGATGAT/
| L— 70027-FBC_name-RBC_name-sample_index_name_hist.csv
L— 402345 _LibraryInfo.xml

2. Merge Workflow
Use this workflow for:

— Olink Explore HT runs generated with Ultima’s boost mode.

Merge Workflow — Example Folder Structure (Two Wafers)

— 401234-20240608-1441

I— 401234-NA12878-70025-CTCGAGATTGATGAT

|— 20025-FBC_name-RBC_name-sample_index_name_hist.csv
L

— 401234-NA12878-70027-CTCGAGATTGATGAT
|— 20027-FBC_name-RBC_name-sample_index_name_hist.csv
L

— 401234 LibraryInfo.xml

— 402345-20240608-1441

I— 402345-NA12878-70025-CTCGAGATTGATGAT

|— 20025-FBC_name-RBC_name-sample_index_name_hist.csv
L

— 402345-NA12878-70027-CTCGAGATTGATGAT
|— 20027-FBC_name-RBC_name-sample_index_name_hist.csv
L

— 402345 LibraryInfo.xml

» C(lick Preprocess data and select New Ultima Run.

I Preprocess data

+ New FASTQ Run <+ New Ultima Run
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¢ Select the full, unmodified Ultima run folder containing Trimmer output.

I3 New Ultima Run

WORKFLOW TYPE(®
Standard Merge

ULTIMA RUN FOLDER

Selected run folder R
E| ultima_trimmer_data @ Remove
OUTPUT FOLDER

E Selected output folder R
output emove

EXPERIMENT NAME

Ultima_Experiment_Example

INSTRUMENT

Ultima Genomics UG100 (ULTIN

o

¢ Choose whether the data was generated using Standard or Merge workflow.

M New Ultima Run

WORKFLOW TYPE(®)
Standard @

ULTIMA RUN FOLDER 1
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» Click on the Open output folder to open the output folder for the selected batch job.
* Click Return to main menu to return to the start page

i tex Map - o x

® NPX™ Map users who. created by should not use this ir This interface is for have FASTQ format output i iosci AvITI™ o
i MGI DNBSEQ’ i from UG 100™ i

™ Preprocess data

+ NewFASTQRun + New Uttima Run £ Open output folder @

Uploaded Runs

RUN IDENTIFIER EXPERIMENT NAME PRODUCT TOTAL NO. OF READS NO.OF FILES INSTRUMENT INSTRUMENT ID STATUS
ultima_trimmer... Explore HT 1,060,800,000 1 Ultima Genomics UG100 ULTIMA Completed
Log
TIMESTAMP LOG LEVEL LOG EVENT
[08:22:45] Information Writing logs to "C:\Users\henric woxberg\OneDrive - Olink Proteomics AB\D: Doct Es il plore\PLEXUS\FastQ\output\2026-01-09 _ultima_trir
[08:22:45] Information Set output directory "C:\Users\henricwoxberg\OneDrive - Olink Pi jics AB\D plore\PL ExuS\Fzsto\pmpm\zo1501—09,umn1
[08:22:45] Information Processing run "ultima_trimmer_data”
[08:22:45] Information Instrument type is "Ultima Genomics UG100"

10.2 Upload Panel Data Archive

Before creating a project, a compatible panel archive must be imported into the NPX Map 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.

* Onthe start page, click Panel Data Archive.

oF NPX™ Map — o X

Welcome to NPX™ Map

What would you like to do today?

Create a new project Open an existing project Panel Data Archive Preprocess data
Set up your project by importing plate layouts, Continue where you left off from a previously saved Upload a new Panel Data Archive for use in your Preprocess FASTQ or Ultima output fo produce run
select reference IDs, and import an NGS run fokder project projects folders with counts that can be imported intoa
project
= Recent Projects
BB tew proect 1 Last opened: 2025-12-03 at 14:02
BB vew prorect 3 Last opened: 2025-10-22 at 21:17
New_project 2 Last opened: 2025-06-09 at 03:09
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* The Panel Data Archive view shows the current version.
» Click Upload archive.
o9 NPX™ Map — o X

)

D Panel Data Archive

NPX™ Map

CURRENT PANEL DATA ARCHIVE VERSION

170
Explore HT Reveal
'CARDIOMETABOLIC INFLAMMATION NEUROLOGY ‘ONCOLOGY 'CARDIOMETABOLIC It INFLAMMATION Il NEUROLOGY Il ONCOLOGY Il
E70009 E50010 EB0009 E60009 E71008 E51008 E81008 E61009
E70008 E50009 EB0008 E60008 E71007 E51007 E81007 E61008
E70007 E50008 E80007 E60007 E71006 E51006 E81006 E61007
E70006 E50007 E80006 E60006 E71005 E51005 E81005 E61006
B23407 E50006 B23408 B23406 E71004 E51004 E81004 E61005
E70005 B23405 E80005 E60005 B22605 B22603 B22606 E61004
B14808 E50005 B14809 B14807 B20706 B20704 B20707 B22604
» Browse for files to upload. Click Open.
e The uploaded panel data files will be listed.
» C(Click Done to get back to the start page.
oF NPX™ Map — O X
NG NP Map
D Panel Data Archive
CURRENT PANEL DATA ARCHIVE VERSION
170
Explore HT Reveal
'CARDIOMETABOLIC INFLAMMATION NEUROLOGY ‘ONCOLOGY 'CARDIOMETABOLIC It INFLAMMATION Il NEUROLOGY Il ONCOLOGY Il
E70009 E50010 E80009 E60009 E71008 E51008 E81008 E61009
E70008 E50009 E80008 E60008 E71007 E51007 E81007 E61008
E70007 E50008 E80007 E60007 E71006 E51006 E81006 E61007
E70006 E50007 E80006 E60006 E71005 E51005 E81005 E61006
B23407 E50006 B23408 B23406 E71004 E51004 E81004 E61005
E70005 B23405 E80005 E60005 B22605 B22603 B22606 E61004
B14808 E50005 B14809 B14807 B20706 B20704 B20707 B22604
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10.3 Create a new project or open an existing project

10.3.1 Create a new project
NOTE: Some of the views differ between products.

» Start the NPX Map Software and click on Create a new project.

§F NPX™ Map — o x
™
Welcome to NPX™ Map
What would you like to do today?
Create a new project Open an existing project Panel Data Archive Preprocess data
Set up your project by importing plate layouts, Continue where you left off from a previously saved Upload a new Panel Data Archive for use in your Preprocess FASTQ or Ultima output to produce run
select reference IDs, and import an NGS run folder project projects folders with counts that can be imported into a
project
= Recent Projects
m New_project 1 Last opened: 2025-12-03 at 14:02
. New_project_3 Last opened: 2025-10-22 at 21:17
New_project_2 Last opened: 2025-06-09 at 09:09
e Select Product Type relevant to your project.
e Enter Project Name, and specify Sample Matrix. The Sample Matrix field is optional.
e (lick Data Analysis Reference IDs.
STEP10F4

I New Project

PRODUCTTYPE
=N
Olink® Explore 3072 Olink® Explore HT (704 Oiinke Reveal
s
PROJECT NAME SAMPLE MATRIX
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Select Data Analysis Reference IDs for the blocks/panels from the drop-down menu.

Click Import Data.
B8 olink Explore 3072/384 [ olink Explore HT
E— N B E——
= = - D - =D
Sp NPX™ Map — [u] X
Import Data STEP30F 4

PLATE LAYOUTS
| & Selectordrop files (csv) [ i
Uploaded plate layout files will appear here
X
In order to create new NPX Map projects, a plate layout file is required for each plate of samples. Download template &

< Back Create project >

NGS Run Folder: Select the folder using the file picker or drag and drop it into the NGS Run Folder field.

Zipped NGS Run Folder: Select the zipped folder using the file picker or drag and drop it into the
Zipped NGS Run Folder field.

NOTE: Only one type of NGS run folder can be uploaded, either zipped or unzipped. If a zipped
folder is uploaded, the option for an unzipped folder will disappear, and vice versa.

Import Plate Layouts: Select the plate layout file using the file picker or drag and drop it into the Plate
Layouts field.

A Plate Layout Template can be downloaded by clicking Download template. After selecting a
destination folder, the template is automatically downloaded and saved in that folder.

Create Project: This creates a project without plate layouts and NGS runs. These can be added later via
the Modify Project Data menu. Refer to Section 14.2 Modify Project Data menu

A project cannot be created if only a plate layout or only an NGS run folder is uploaded.
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¢ When the files are uploaded, click Select NGS Runs.

o# NPX™ Map

— [m} X
Import Data STEP30F 4
NGS RUN FOLDER
B g
PLATE LAYOUTS
& Select ordrop files (.csv)
-
B8 olink Explore 3072/384 [ olink Explore HT B Olink Reveal
B nocsi
T = e o

¢ Select Plate Layout from the drop-down menu.

¢ Toinclude specific parts of the run in the project, ensure the “Import?” checkbox is checked.
Uncheck the box for any parts of the run that should not be imported to the project.

e Verify the import status.

— Green checkmark: Import is allowed.

— Red cross: Import is not possible.

— Blank: This has not been selected for import.

¢ (lick Create Project.
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10.3.2 Open an existing project
e (Click on Open an existing project.

o7 NPX™ Map

Welcome to NPX™ Map

What would you like to do today?

Create a new project

Set up your project by importing plate layouts,
select reference IDs, and import an NGS run folder

= Recent Projects

BB New_project 1
B vew project 3
[ New project 2

Open an existing project

Continue where you left off from a previously saved
project

Panel Data Archive

Upload a new Panel Data Archive for use in your
projects

Preprocess data

Preprocess FASTQ or Ultima output to produce run
folders with counts that can be imported into a
project

Last opened: 2025-12-03 at 14:02
Last opened: 2025-10-22 at 21:17

Last opened: 2025-06-09 at 09:09

e Browse for a project to open.

e (Click Open or open an existing project from the Recent Projects list.
It is possible to migrate an old Olink Explore 3072/384 project using this function. Refer to Section 12.

Migration of Olink™ Explore 3072/384 projects for more information.

10.4 Save a project

e Go to the Project Actions menu - Save Project.

©

MNew Project
Open Project
Save Project
Clone Project
Close Project
Help

About & Licensing

Cuit NPX™ Map

Ctri+M |
Ctri+0
Ctri+S
Crl+5Shifi+C
Ctrl+F4

F1

Alt+F4

e Browse for preferred folder to save the project.*

» C(lick Save.

*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 work is complete, it can be uploaded or synced to a network location after disconnecting from the
VPN or when network stability improves.
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10.5 Perform quality control

Refer to Section 15. Views for instructions on how to use the different views to perform quality control.

10.6 Export files

Several file types can be exported from the NPX Map Software, including NPX files, Extended NPX files,
Analysis Reports, Quality Control Summaries, and Plate Layout Templates. For more information about the

files and file formats, refer to Section 11. Result files.

For smaller projects, CSV format is available.

Modify Project Data X @

Import

Export

Plate Layout Templates
Set Reference |Ds
Normalization
Recalculate Project

Analysis Report Input

Set Project State

L3
L3

L3

L3

» To export the file, go to the Modify Project Data - Export, and select preferred file type to export.
* Before exporting an Analysis Report, the input form must be completed.

¢ Go to Modify Project Data = Analysis Report Input.

* Fillin the fields and click either Save without exporting or Save & Export.

NPX File

Extended NPX File
Analysis Report

Quality Control Summary

Service Export File

[  Analysis Report Input

Customer Information
NAME

Analysis Lab
NAME

Business Development Manager
NAME

nput

COMMENTS FOR REPORT

Cancel

EMAIL
EMAIL

EMAIL

Save without exporting Save & Export
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10.6.1 Download a Plate Layout Template file

To download a Plate Layout Template file, go to Modify Project Data — Plate Layout Template, and select
product. All templates for all products can be downloaded as a CSV file.

Modify Project Data X @

Import »

Export »

Plate Layout Templates ’ ‘ Explore 3072

Set Reference IDs Explore HT - Index Plate A
Mormalization v | Explore HT - Index Plate B
Recalculate Project Reveal

Analysis Report Input

Set Project State ,

10.7 Finalize a project

Modify Project Data X ®

Import v
Export » D
Plate Layout Templates v

Set Reference IDs
MNormalization »
Recalculate Project

Analysis Report Input

Set Project State ¢ [ Send to Review

Reopen

Finalize

Before a project can be finalized, it need to be sent for review.

e Save the project.

» Go to Modify Project Data —> Set Project State > Send to Review.
The project is set to status Review, and no changes can be made. To cancel the review, go to
Modify Project Data —> Set Project State > Reopen.

e When the review is done, go to Modify Project Data —> Set Project State >Finalize.
The project cannot be reopened, and no more changes can be made to the project.
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11.Result files

11.1 NPXfile

The NPX file is a Parquet or CSV file that can be generated by the NPX Map CLI and the NPX Map Software.
It contains the following information about the project:

Column Description Type Typical value
SamplelD The annotated sample ID String
Sample Type Type of sample String PLATE_CONTROL, NEGATIVE_
CONTROL, CONTROL, SAMPLE
WelllD Id for well String Capital letter A—H followed by
number 1-12
PlatelD Name of the plate the sample was run on String
DataAnalysisRefID Reference ID for data analysis String
OlinkID OlinkID for assay String
UniProt UniProt ID for assay String
Assay Gene name for assay String
AssayType Type of assay String Amp_ctrl, inc_ctrl, ext_ctrl
Panel Panel name String Reveal
Block Name of the block the sample was run on String 1,2,3,4,5,6,7,0r8
Count The total number of counts Integer Greater than or equal to 1
ExtNPX Intermediate value between count and NPX: log2 of the Float -1.94701
ratio between data-point Count value and the count for
the Extension Control assay for the same sample.
NPX NPX value Float
Normalization Type of normalization used in project String Plate control, Intensity or
EXCLUDED
PCNormalizedNPX NPX value displayed if plate control normalization has Float 1735509
been chosen.
AssayQC Overall QC status for an assay String NA, PASS, WARN
SampleQC Overall QC status for a sample in a block String NA, PASS, WARN, FAIL
SoftwareVersion Version of the software used to generate the data. String
SoftwareName Name of the software used. String
PanelDataArchiveVersion Version of the Panel Data Archive used for QC String
PreProcessingVersion Version of the preprocessing software. String
PreProcessingSoftware Name of the preprocessing software. String NPX Map CLI, NPX Map,
ngs2counts.
InstrumentType Sequencing instrument used String Illumina NovaSeq X, MGl
Tech DNBSEQ T7, Element
Biosciences AVITI
OSlICategory OSl category Integer 0 =NA; =1 = 0SlI category
OSISummary Overall OSl score Float 0-1. NaN if not applicable.
OSITimeToCentrifugation OSl score for time to centrifugation Float 0-1. NaN if not applicable.
OSlIPreparationTemperature | OSI score for preparation temperature Float 0-1. NaN if not applicable
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11.1.1 Importing a downloaded CSV file into Excel

Ensure the CSV file uses a semicolon (;) as the delimiter when importing.

If the exported CSV data does not display correctly, open a new blank workbook in Excel.

Go to Data - Get Data > From File > From Text/CSV.
Select the downloaded CSV file and click Import.
In the import options, choose Semicolon as the delimiter.

Click Load to complete the import.

11.2 Extended NPX file

The Extended NPX file is a Parquet or CSV file generated by the NPX Map CLI and the NPX Map Software. It contains all
columns from the NPX file, plus the following additional columns:

Column Description Type

IntraCV Coefficient of variation within plates for chosen Float

normalization (except plate control for bimodal assays).

Typical value

InterCV Coefficient of variation between plates for chosen Float

normalization (except plate control for bimodal assays).

PLATE_CONTROL, NEGATIVE_
CONTROL, CONTROL, SAMPLE

SampleBlockQCWarn QC warning status at sample-block level Integer 0=NA, 1=PASS, >1=WARN
SampleBlockQCFail QC fail status at sample-block level Integer 0=NA,1=PASS,>1=FAIL
BlockQCFail QC fail status at plate-block level Integer 0=NA,1=PASS,>1=FAIL
AssayQCWarn QC warning status at assay level Integer 0=NA,1=PASS, 2=WARN

For more information, refer to the NPX™ Map CLI Technical Information.

11.3 Analysis Report

The analysis report is a pdf file generated by the NPX Map CLI and the NPX Map Software. It summarizes project
information and quality analysis, including quality control results and passed samples. The report contains the following:

Project information

Sample matrix

Project specific comments

Quality control

QC summary

Data output
Olink Sample Index (OSI)

Software version and copyright information

Appendix

A table including the following columns:
— Olink Panel

— Block

— UniProt

— Assay

— OlinkID
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11.4 Quality Control Summary

The Quiality Control Summary export file combines all the information shown in the Quality Control
Summary view. It gives an overview of QC results for the entire project, including details for each plate and

block. It can be exported as a CSV file.

Column Description Type
PlatelD ID of the plate (same as PlatelD in the Standard NPX file). | String
Panel Identical to column Panel in Standard NPX file. String
Block Identical to column Block in Standard NPX file. String
FailedSamples Number of samples where QC status is FAIL. Integer
WarnedSamples Number of samples where QC status is WARN. Integer
NumberOfSamples Total number of samples (SampleType = SAMPLE). Integer
FailedPlateControls Number of plate control samples where QC status is FAIL. | Integer
NumberOfPlateControls Total number of plate control samples. Integer
FailedNegativeControls Number of negative control samples where QC status is Integer
FAIL.
NumberOfNegativeControls | Total number of negative control samples Integer
FailedSampleControls Number of sample control samples where QC status is Integer
FAIL.
NumberOfSampleControls Total number of sample control samples. Integer
WarnedAssays Number of assays where QC status is WARN Integer
NumberOfAssays Total number of assays (excluding internal controls). Integer
BlockQCStatus QC status for the block: PASS or FAIL. String
SystematicEffects Indicates systematic effects: NA, None, or a list of effect String
labels separated by *
Counts Sum of all counts from the corresponding counts file. Integer
RunStatus Status of the run: Included or Excluded String
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11.5 Service Export file

The Service Export file is a Parquet file generated from the NPX Map Software. It includes detailed
information for each sample, assay, and run unit in the project. This file is identical to the CLI Export file

available in the CLI version of NPX Map.
It contains all columns from the Extended NPX file, plus the following additional columns:

Column Description Type

RunID Unique run identifier (UUID) created by preprocessing String
software.

RunUnitID Unique run unit identifier (UUID) for each count file. String

ExperimentName Name of the experiment. String

Runldentifier Identifier for the run. String

InstrumentID ID of the sequencing instrument; source depends on String
preprocessing method.

LibraryNumber Sequencing library number. Integer

IndexPlate Index plate identifier (e.g., 1-4, A or B). String

SamplelndexVersion Version of the sample index used. Integer

MatchedCounts Total number of matched counts for the run unit. Long

Reads Total number of reads in the library. Long

Included Indicates if the run unit is included in the project (True/
False).

PreProcessingRunTimestamp Date and time when preprocessing was performed.

AssayCategory 0 = Passed QC, 1 = Failed QC. Integer

AssaySystematicEffect 0=NA, 1=PASS, =1 = FLAG for assay-level systematic Integer
effects.

BlockSystematicEffect 0 =NA, 1=PASS, =1 = FLAG for block-level systematic Integer
effects.

NoQCExtValue NPX value calculated without QC filtering. Float

NoQCPCNormalizedValue NPX value normalized to plate controls without QC Float
filtering.

NoQClIntensityNormalizedValue | NPX value normalized to sample intensity without QC Float
filtering

Log2CountFrac Log2 ratio of internal control count to plate control Float
counts.

MedianLog2CountFrac Median Log2CountFrac for plate controls in the same Float
block.

ExtNormCountMedian Block median of extension-normalized counts for plate Float
controls.

MedianExtNormCountMedian Plate median of ExtNormCountMedian for plate controls. | Float

The Service Export file also includes data points for run units that have been excluded from the project. The
Included column specifies whether each run unit is included (True) or excluded (False). Because excluded
run units are still listed in this file, its size may differ from other NPX files, depending on how many run units
have been excluded.

This file is intended for advanced users and troubleshooting purposes only and should not be used for
biological analysis. It allows NPX values to be exported even if QC fails (NoQC columns) and includes other
metrics used in QC evaluation.
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11.6 Parquet file format

NPX data is exported from the NPX Map Software in either CSV or Parquet file format. Parquet is a free
open source file format built to handle columnar storage data.

Parquet files provide several advantages compared to CSV, such as
e Much more efficient data compression with enhanced performance to handle complex data in bulk.

» Improved data integrity through binary encoding (files can't be opened and changed using a text
editor).

The binary encoding also means the file cannot be opened in Microsoft® Excel. If required, Parquet files can
be exported to CSV format. The CSV format is available for projects with approximately 1 million datapoints.

Parquet is available in multiple languages including Java, C++, Python, C# etc. You can find further details
at these locations

» https://parquet.apache.org/docs/
» https://en.wikipedia.org/wiki/Apache_Parquet

11.6.1 How to interact with a Parquet file

There are many different solutions to interact with a Parquet file, for example DBeaver. Olink do not
recommend any specific solution.

Installing DBeaver
e Download DBeaver for free from the Microsoft® Store by clicking on the start menu and type "Microsoft
store".

W Olink
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Once DBeaver is installed, setup a new database connection.

|3 DBeaver23.1.0

File Edit Navigate Search SQLEditod] Database Window Help
€| 0 | T8 -6 | NewbatsbaseComecton

® Database Na.. X [ Projects =
LA
[Enter apart of chjectrame here | ¢ ¥ Comnect

Invalidate/Reconnect

Driver Manager

Disconnect

Disconnect All

Disconnect Others.

Read-only
Open Dashboard Ctrl+ Alts Shift+B
B Tools B
Context tools A
& Tesks >

Choose DuckDB and hit the Next button.

) Connectto a database ] x

Select your database

Create new database connection, Find your database driver in the list below,

Type part of database/driver name to filter  (® | Sort by: O Title ® Score

~
A AN
» A ol
£ Poputar . MoriaDB Mysal
D2 for LW Duckos MaraDs nysaL
[Efmneic N =
[3 Embedded ORASES §5i.;e
Em— rver
3 Hadoop / BigData \
S PosgresaL Sl Semver sauee
[0 Full-text search
[0 Graph databases
@ 4 % @

Tt Conncion o || Foih o

Type ":memory:" in the Path input field.

) Connectto a database [m] X

Generic JDBC Connection Settings
DuckDB connection settings

Main  Driver properties

General

Connectby: @ Host (O URL
IDBCURL: | jdbe:duckdbimemo

(© You con use verisbles in connection parameters. Connection details (name, type, ..)
Driver name: DuckDE Driver Settings | Driver license

Test Connection .. <Back Next > Cancel

Click the gray arrow.

(%) DBeaver23.1.0
File Edit MNavigate Search S0L Editor
¢~/ ee | Os. a
®Da. ¥ [@er. = 08
G-0[ = §
Enter a part of object nam| T -
@ memory
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Download driver files.

) Driver settings [u] X

Download driver files
Download DuckDB driver files

DuckDB driver files are missing. [IFerce downlead / everwrite
These files can be downloaded automatically.

Files required by driver

File Version  De
/£ org.duckdb:duckdb_jdbc:RELEASE:RELEASE 080 A
‘T https://raw. g ‘duckdb/dus ICENSE

< >

You can change driver version by dlicking on version column.
Then you can choese one of the available versions.

Or you can obtain driverfiles by yourself and add them in driver editor.

Vendor website Download configuration

—
Edit Driver | [ [ Download | | Cancel
1 1

¢ Open anew script window.

) DBeaver23.1.0
Fle Edit Mavigate Search SQLEditor Database Window Help

@.‘q&ﬁ‘g‘ﬂ Open SOL script (2]
@0 x HPe = B
New SQL script c+]
L 32=]] 2 :
Open SQL console Cirt+ AltEnter
Enter o part of object nam]
e Panels >
Layout >

Select active schema

Set connection from navigator Cul-Shift-,

Aute-sync connection with navigator

Open separate connection >

¢ Type a PostgreSQL query such as

SELECT * FROM 'C:/npxfile.parquet’.
Make sure that the path in double quotes refers to the NPX file you want to query.

¢ Click the "Execute SQL query" button

G DBesver 2210 <memar sy Script-2.
i i e o e e
e-lven| D8 -

®oe. x WP =0

Mvr.\-;;m
-

AL

¢ View the result.

Export data to a CSV file
¢ Click Export data.

¢ Highlight CSV and click Next.

Transter targets
Configure datatarsfer gt type and fomat

Exportto HIML Fies)
Export o JSON i)
Export
Export
Export
[
Ecportto XM

Exportto CSV et | & sevecr- erom-cparguenn

<Back Next> Proceed Concel
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¢ Click Next.

@ Data Transfer

Extraction settings

Database table() extacton setings

<~ Eportarger Progress
SPIETReSe [ ——
Fommat zettings
ou Basctype  [Sgequey v
Confrm — —
] Open new comnectiont)
Dlselectrow count
Fetch sz )
[ elected columns oy

Dlseiectsd s only

s (8]

¢ C(Click Next.
@ Data Transfer o
——
L | T
Output Binaries: Inline | Encoding: |Binary |
.
S
Savetask &
<hock || Broceed Concel

¢ C(Click Next.

@ Data Transfer

Set the "Directory" field to a location on your hard drive.

o x
o
Configure export output parametes

<~ Eporttaget Generl

< Formst sttngs

— P = | R
Confim Fie name pattems: | Sable S(Emestame) ]

trcodng (U8 < Tmesom pates sy | Clisent20M
e tohesigle i
O Compress

Dspitoutputie 17111

10000000

(© You an use varables n cutput parametes.
Resus

[ showfinin meszsge

D Show expored e insystem explorer
Dlcecute process Contigure

See howyou con expet s Lo extsnal strage on our wiki

[ 5]

e N T
@ o ot o x
Contiem
Check st
< Epeings o
Mo Souceconane_ souce Tagaconane g
< ouput @ ST RO W e TEER
ot
e e setings
e et i g 5
Opennow comecioniNo W e sl o
Ehctope SNGLE QUERY Doy bt
Eradng U s
et —
s
Comprs o
S U
e [E o
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11.6.2 Quick-check parquet-viewer

To quick-check the parquet, perform the following steps:
* Download ParquetViewer from the GitHub wepage: https:/github.com/mukunku/ParquetViewer/
releases.

¢ Install ParquetViewer and open it.
¢ Drag and drop the parquet file to the application window.

¢ Use the query input field to filter out desired datapoints, or use the Record Offset field to jump in the
file.

For more information or help, refer to the GitHub homepage: https:/github.com/mukunku/ParquetViewer/

wiki/Basics.
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https://github.com/mukunku/ParquetViewer/releases
https://github.com/mukunku/ParquetViewer/releases
https://github.com/mukunku/ParquetViewer/wiki/Basics
https://github.com/mukunku/ParquetViewer/wiki/Basics

12.Migration of Olink™Explore

3072/384 projects

Olink Explore 3072/384 projects created in NPX Explore can be migrated into the NPX Map Software to

utilize the new QC procedure and features.

12.1 Migrate a project

e Click on Open an existing project.

oF NPX™ Map
Welcome to NPX™ Map

What would you like to do today?

Open an existing project

Create a new project

Set up your project by importing plate layouts, Continue where you left off from a previously saved
select reference IDs, and import an NGS run folder project

= Recent Projects

BB New proiect 1
B vew poiea 3

New_project_2

Panel Data Archive

Upload a new Panel Data Archive for use in your
projects

Preprocess data

Preprocess FASTQ or Ultima output to produce run
folders with counts that can be imported into a
project

Last opened: 2025-12-03 at 14:02
Last opened: 2025-10-22 at 21:17

Last opened: 2025-06-09 at 09:09

e Browse for the project to migrate
e C(lick Open.

12.2 Migration information

Not all data will be copied over into the migrated project such as data specific to the old QC and

normalization. Some project data fields may also be trimmed due to newer constraint requirements on
length and content. Data such as counts, plate layouts and imported run units are imported as they were in
the old project. The migration of the project leaves the old project and files intact and can be opened in the

old software as usual.
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13.Different projects or sample

matrices on the same plate

When running different projects or sample matrices on one plate, an extended plate layout must be created.

Create a Single Plate Layout File:

A ready-to-use plate layout template is available for download in the NPX Map Software. Refer to
Section 10.6.1 Download a Plate Layout Template file.

When creating a plate layout manually, two additional columns must be included: Project Name and

Sample Matrix, following this column order:
well ID; sample ID; sample_type; sample_matrix; project

Create one project for each project/sample matrix, as described in Section 10.3 Create a new project or
open an existing project.

Upload the plate layout file to both projects. The following view will be displayed:

Filter Plate layout samples
File: 20200279-003.csv

Plate ID: 20200279-003 PROJECT

Set new Plate ID: D proj1
20200279-003 ] proi2

Detected columns project and sample_matrix in Plate layout. D proj3

Select samples belonging to the project.
The selection will only be applied to samples of type sample.

‘Cancel

SAMPLE MATRIX

0
O

blood

saliva

Fill in new Plate ID and select Project and Sample Matrix.

Click Apply.

Continue according to 10.3 Create a new project or open an existing project.
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Part 4: User Interface

14.General

@

& T
B
 an 3

Project Overview

Project Details

& Project
@ FunUnit Detats
[ Quaity Control Summary

B Supplementary Tables

Comment Log
@ CVinformation

@7 @ Pty
(@ Plate Data
Heat Map
@ Sample QC Overview

D Hstory

g
(<]

Data Analysis Reference

H

o0

No Part Description

1 Version number

Specifies the version number of the software.

2 View menu

For information about the different views, refer to Section 15. Views

3 Plate selection

Select plate and panel to display (For Olink Reveal and Olink 3072/384)
Select plate and block to display (For Olink Explore HT)

4 Minimize menu

Minimize or maximize the left menu.

Header section

Displays the name of the active project, along with the selected panel and
plate listed below.

6 Modify Project Data menu

Menu for modifying the project data, such as setting reference IDs,
Normalization etc. Refer to Section 14.2 Modify Project Data menu

7 Project Actions menu

Menu for handling the project, such as Open Project, Save Project, Clone
Project etc. Refer to Section 14.3 Project Actions menu.

Main view

Shows the selected view from the View menu.

Normalization

Shows selected normalization method. To change normalization method,
refer to Section 14.2 Modify Project Data menu.
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14.1 Plate Selection

~ | APLATE_1

Cardiometabolic
Cardiometabolic Il
Inflammation
Inflammation I
Meurology
Meurology Il
Cncology
Cncology 1l

Use this menu to select which plate and panel to view. Click the small arrow to show or hide the list of
panels. Select a specific panel by clicking its name.

The block navigation allows the use of shortcuts to move from the first panel (Block 1/Cardiometabolic) to
the last panel (Block 8/0Oncology Il) in the plate. If there are no next or previous panels, the shortcut does
nothing. Excluded panels are included in the navigation.

¢ Press the Ctrl key and the . (period) key at the same time to move to the next panel.
¢ Press the Ctrl key and the , (comma) key at the same time to move to the previous panel.

The plate navigation allows the use of shortcuts to move between plates. If there are no next or previous
plates, the shortcut does nothing. Plates without data are excluded from the navigation.

¢ Press and hold Ctrl and Shift, then press the . (period) key to move to the next plate.
¢ Press and hold Ctrl and Shift, then press the , (comma) key to move to the previous plate.

/ NOTE: Olink Reveal consists of only one panel, called Reveal.
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14.2 Modify Project Data menu

Extended NPX File
Analysis Report

Quiality Control Summary
Service Export File

®
( Import 3 )
Export 9 D
Plate Layout Templates ,
Set Reference IDs
Normalization 3
Recalculate Project
Analysis Report Input
Set Project State ,
Menu Expansion Description
Import Plate Layouts Import Plate layouts, NGS run folders and zipped
Import NGS Run Folder NGS run files to the current project.
Import Zipped NGS Run Folder
Export NPX File Export the data files. Refer to Section 10.6 Export

files

Plate Layout Templates

Explore 3072

Explore HT — Index Plate A
Explore HT — Index Plate B
Reveal

Export a Plate Layout Template file. Refer to Section
10.6.1 Download a Plate Layout Template file

Set Reference IDs

Set reference IDs for the current project.

Normalization

Plate Control
Intensity

Change normalization method for the project. Refer
to Section 74 Normalization.

Recalculate Project

Recalculate the project.

Analysis Report Input

Enter information to the Analysis Report. Refer to
Section 11.3 Analysis Report.

Set Project State

Send to Review
Reopen
Finalize

Final stages for the project. Refer to Section 10.7
Finalize a project.
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14.3 Project Actions menu

Modify Project Data I

New Project Ctri+N

Open Project Ctri+0
Save Project Ctri+5
Clone Project Ctrl=Shift+C
Close Project Ctri+F4
Help F1

About & Licensing

Quit NPX™ Map Alt+F4

New Project

Menu Description

Create a new project. Refer to Section 10.3 Create a new project or open an existing

project.

Open Project

Open a saved project.

Save Project

Save the current project. Refer to Section 10.4 Save a project.

Clone Project

Create a clone of the current project.

Close Project

Close the current project.

Help This option opens the Documents page. To find the manual, type its name in the
search box.

About & Licensing Show information about the software and licensing information.

Quit NPX™ Map Close the software.
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15.Views

B Hm R &

(5]

X B

® O o [E

Project
Overview of the project, showing project details, comment log etc.

Run Unit Details
The Run Unit Details shows information about the selected plate and panel/block.

Quality Control Summary
The Quality Control Summary tab displays a summary of the QC criteria per block.

Supplementary Tables
Contains tables that display sample IDs and assays that failed or warned based on any of the
QC criteria. It helps identify the possible root cause for sample and block failure.

CV Information
Assess the precision of the data based on a group of pre-selected assays across different
blocks on the sample controls.

Plate Variation
Display differences in sample distributions within and between plates.

Plate Data
Shows the values of NPX and Counts for internal controls and assays for each sample per
block. Assess if there are patterns in the plate representing a possible technical error.

Correlation Assays (Only for Olink Explore 3072/384)
Assess the correlations of each overlapping assay between blocks. Skewed data correlation in
any of the plots can indicate the technical error in the lab workflow.

Heat Map
Search for extreme outlier samples and systematic patterns that reflect a possible technical
error.

Sample QC Overview (Only for Olink Explore HT and Olink Explore 3072/384)
View and evaluate patterns of failed/warned samples within and across the blocks in each
plate and view the criteria that have resulted in failure or warning status.

History
Shows the changes made 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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15.1 Project

General:
The Project view shows the following information about the project:

¢ Project Details
¢ Comment Log
¢ Data Analysis Reference IDs

¢ Add Comments

B Project Overview
Project Details Data Analysis Reference IDs
PROJECTNAME Edit SAMPLE MATRIX Edit CARDIOMETABOLIC INFLAMMATION NEUROLOGY ONCOLOGY
(e e O E70000 E50010 £80009 BO4412

CARDIOMETABOLICH INFLAMMATION I NEUROLOGY Il ONCOLOGY I

E71008 E51008 E81008 E61000
Comment Log Add Comments
COMMENT DATE ADDED COMMENT ADDED BY ADD COMMENT

nter comment her
0/500

Adding comments regarding the QC. Comments are not included in the Analysis Report.

Functions:

e Change Project Name or Sample Matrix by clicking on Edit and write in the field.

» C(lick Done.

e Toadd a comment, type in the Add Comment field. The comment will appear in the Comment Log.
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15.2

Run Unit Details

General:

The Run Unit Details displays information about the selected plate and panel.
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xxxxxx

xxxxx

mmmmm

mmmmmmmmm

kkkkk ErNETY -
i T --swn Won v o -
Smple 108 k - e |swor | won -- S| wwn [sum | o
KD ] Son|wba | w0 o | s o

Useful for:
¢ Reviewing failed blocks or samples.

¢ Finding systematic effects.

¢ Including, excluding, or deleting a plate.

Functions:

¢ For each plate, the following details are shown:

Preprocessing Date
The date when instrument data for this run unit was preprocessed.

Run Identifier

The unique identifier of the instrument run this run unit belonged to.

Library
The assay library of this run unit.

Run name

The name of the instrument run containing this run unit.
Block (Olink Explore HT and Olink Explore 3072/384 only)
The block of this run unit.

Panel (Olink Reveal and Olink Explore 3072/384 only)
The panel of this run unit.

Data Analysis Reference ID

ID used for data analysis calculation.

Index Plate

The index range of samples in this run unit.

Instrument ID

ID of the instrument that performed the run.

Count File
The name of the file containing counts data for this run unit.
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Negative Control
The status of the negative controls in this unit; "Fail" if any fail, otherwise "Pass".

Plate Control

The status of the plate controls in this unit; "Fail" if any fail, otherwise "Pass".
Flowcell Type (/llumina only)

The type of flow cell that was used in the corresponding run..

Flowcell Side (/llumina only)

The side of the instrument that was used in the corresponding run.

Reads Passed Filter (/llumina only)

The calculated percentage of reads that passed the filter.

Preprocessing software
The name of the software and version that was used to preprocess instrument data.

Actions:

Manual Assessment: Select None/Pending/Good/Bad.

Run Status: Set to Include run/Exclude run/Rerun needed.

Use the drop-down menus to:

Select Plate

Annotate a Rerun of

Set Primary error cause
Set Step fail reason

Set Include reason

Add comments in the comment field. Comments are not included in the Analysis Report.

NOTE: The counts presented in this view are expected to differ from the sum of counts in

individual data points in the NPX File. For downstream analysis, use counts from the NPX File.

50

NPX™ Map
Part 4: User Interface
Views



15.3 Quality Control Summary

General:
The Quality Control Summary provides an overview of quality control (QC) criteria for each plate.

1 Quality Control Summary 6]
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Useful for:
¢ Reviewing the status of the selected block.

¢ Finding systematic effects.

¢ Getting a quick overview of whether the total counts for a block or panel significantly deviate between
plates, which may indicate a lab preparation or sequencing issue.

Functions:
¢ For each plate, the following information is displayed:
— PlateID
— Panel (Olink Reveal and Olink Explore 3072/384 only)
— Block (Olink Explore HT and Olink Explore 3072/384 only)
— Failed samples
— Warned samples
— Failed PC
— Failed NC
— Failed SC
— Warned assays
— Block QC (Olink Reveal displays Run QC instead of Block QC)
— Systematic effects
— Counts*

— Run status

*NOTE: The counts presented in the Quality Control Summary are expected to differ from the sum
of counts in individual data points in the NPX File. For downstream analysis, use counts from the
NPX File.

Actions:
¢ Use the Actions drop-down menu to include, exclude, or remove the selected items.

¢ Click Apply to confirm changes.
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15.4 Supplementary Tables

General:

The Supplementary Tables view contains tables displaying samples that have failed or have warnings based
on QC criteria. All data for one sample source plate is displayed at a time.

Only tables that contain data will be displayed.

e Use the < Previous and Next > buttons to scroll through the table when it does not fit in one view.

[ Supplementary Tables

Assay Wamings
PLATED BLOCK  ASSAY  OLNKID

Q-Plex1_S5112233 SP100001 5 GAPDH 0ID44671
Q-Plex1_S5112233 SP100001 5 KLK7 0ID44733
Q-Plex1_S5112233 SP100001 6 MSMB 0ID45190
Q-Plex1_S5112233 SP100001 6 SBSN 0ID45249
Q-Plex1_S5112233 SP100001 7 CTSD 0ID45347
Q-Plex1_S5112233_SP100001 7 ELANE 0ID45353
Q-Plexl_$5112233 SP100001 8 APOD 0ID45438
Q-Plex1 5112233 SP100001 8 APOE 0ID45439
Q-Plexl_SS112233 SP100001 8 BZIM 0IDa5441
Q-Plex1 _S$S112233 SP100001 8 ECML 0ID45460

Samples which are failed due to low internal control counts

PLATEID BLOCK WELLID SAMPLE ID SAMPLE TYPE AMP COUNT EXT COUNT INCCOUNT
Q-Plexl_S5112233 SP100001 1 F1 PC_S161F3 4926 15 68

Plate Controls with deviating internal controls

PLATEID BLOCK WELLID SAMPLE ID AMPLIFICATION EXTENSION INCUBATION
Q-Plexl_SS112233 SP100001 1 H12 PC_DFSLFKSEO-33 - - -
Q-Plexi_SS112233 SP100001 3 D1 PC_SFCC53 - -
Q-Plexi_SS112233 SP100001 3 D12 PC_THSDF-32 + + +
Q-Plexi_SS112233 SP100001 3 E1 PC_S45CE3 - -
O-Plex1 SS112233 SP100001 3 2 PC_ FESRUS-33 + + +

@

Useful for:

* Reviewing flags of all samples and assays in tables, divided into different flag reasons:

— Assay warnings

— Samples which are failed due to low total counts

— Samples which are failed due to low internal control counts

— Deviating plate controls

— Failed negative controls
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Functions:

» The following information will be displayed in the different tables:

Assay Samples Samples Plate Controls  Plate External Failed Warned
WEIGQIS which are which are with deviating  Controls with  controls Negative samples
failed due failed dueto internal deviating failed due Controls

to low total low internal controls assay median to deviating
counts control counts Incubation
control ratio
¢ Plate ID e Plate ID e Plate ID e PlateID e Plate ID e Plate ID e Plate ID ¢ Plate ID
e Panel* e Panel* e Panel* » Panel* e Panel* e Panel* e Panel* ¢ Panel*
¢ Block* e Block* e Block* ¢ Block* e Block* e Block* e Block* ¢ Block*
e Assay e Well ID e Well ID e Well ID e Well ID e Well ID e Well ID e Well ID
e OlinkID e Sample ID e Sample ID ¢ Sample ID e Sample ID e Sample ID e Sample ID e Sample ID
e Sample Type | « Sample Type |« Amplification |+ Deviation e Sample Type | « Sample Type | ¢ Reason
¢ Total Count |+ Amplification | « Extension
Count « Incubation
e Extension
Count
¢ Incubation
Count
*Block only for Olink Explore HT and Olink Explore 3072/384.
*Panel only Olink Reveal and Olink Explore 3072/384
The Failed Negative Controls table includes empty wells that show too high signal.
155 CV Information
General:
The CV Information view shows the CV information, one row per block. CV is calculated based on the data
points from sample controls that passed the QC criteria.
iaraton g
Useful for:
» Getting an overview of the CV values per block, and which blocks that have missing CV values.
Functions:
» The following information will be displayed:
— Panel (Olink Reveal and Olink Explore 3072/384 only)
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— Block (Olink Explore HT and Olink Explore 3072/384 only)
— Plate
— Mean CV value
¢ The CV Table shows the following information:
— Intra-Assay %CV Mean
— Inter-Assay % CV Mean
— Number of plates with missing intra CV mean

Reference values:

The reported %CV is the mean %CV over all pre-selected assays. A high %CV does not fail a run
automatically but could indicate a technical issue or poor sample randomization and can be a cause for
further investigation.

e Inter %CV: <25%
e Intra %CV:<15%

15.6 Plate Variation

General:

The Plate Variation tab displays a box plot with NPX values from the Sample wells. Failed run units are
empty.

[ PlateVariation ®
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Useful for:
¢ Detecting systematic variance in total intensity between plates.

Functions:

¢ To switch between assays, use the Assay drop-down list or enter a specific assay name in the text box.
¢ Select All in the Assay drop-down list to view the summary of all assays and controls for each sample.
¢ Select Block to view (Olink Explore 3072/384 only).
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15.7 Plate Data

General:
The Plate Data view shows heat maps of one unit a time, including the internal controls: extension control,
incubation control and amplification control. Empty wells show counts but not NPX.

For Olink Explore 3072/384, all blocks are shown at the same time.

Plate Data
ASSAY VALUETYPE SYSTEMATIC EFFECT FILTER

@® nex () counts Column effect v

2 3 4 5 13 7 8 il 10 n 12
9224 7116 6520 4.864 3648 6.246 6382 5406 1904 6.652 2485
5C

AAGAR

1

2737

sC

9344 G667 2159 8791 9129  9m 9134 9053

sC NC

2397 8in 8023 5507 6382 2951 5785 6421 4643 3053

sC
- 9044 2524 5676 7807 - 7019 7445 1363 2445
- 9202 6713 5.808 7621 - 5203 6413 3061 3567
r- 8428 6.083 3584 2386 - 7175 2048 2732 5492
- 8685 7510 2809 -- 7437 2937 3441 3261
- 8473 5275 5618 -- 6748 4663 6486 | 6789

Useful for:
¢ Inspecting counts and NPX across a plate for each assay.
¢ Discovering systematic patterns.

« Discovering plate swaps based on data patterns across the plate (if the plate contains any empty wells.)

Functions:
¢ To switch between assays, use the Assay drop-down list or type a specific assay name in the text box.
¢ Change Value Type by selecting NPX or Counts.

* Use the Systematic Effect Filter to select a type of systematic effect or turn the filter off. (Only available
effect types are shown in the drop-down menu.)

¢ If a Systematic Effect Filter triggers a warning at the block or plate level, the corresponding list item in
the drop-down menu displays a warning icon to indicate the issue.
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15.8 Correlation Assays (Only for Olink™ Explore 3072/384)

General:
The Correlation Assays tab shows correlation assays that overlaps across the blocks per sample plate.
e Aplateis chosen: all included run units are shown.

e Anexcluded run unit is chosen: the text "No data display" is shown.
» Failed samples: no data points will be shown.
» Failed blocks: an empty graph with red text "Panel QC failed [NPX] "will be shown.
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e @Getting an overview of correlation assays.

Functions:
» To switch between assays, use the Assay drop-down list or enter a specific assay name in the text box.
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15.9 Heat Map

General:

The Heat Map view contains a color-coded view for all assays and samples in the chosen block. By default,
assays are displayed horizontally and samples are displayed vertically. Empty wells show counts but not

NPX. A failed block is marked by a red banner.

The Heat Map displays deviations from the plate median for the selected assay using the colors blue and

red. Failed assays, samples, and data points are greyed out.
¢ Blue: values below median

¢ Red: values above median.

1] Heat Map
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Useful for:
¢ Finding systematic patterns.

¢ Finding outlier samples for specific assays.

Functions:

¢ Select the sample type to display (All, All External Controls, Sample, Plate Control, Negative Control,

Sample Control).
¢ Switch Sort Order between row and column.
¢ Change Value Type by selecting either NPX or Counts.
¢ Select Block to view (Olink Explore 3072/384 only)

¢ Use the Systematic Effect Filter to select a type of systematic effect or turn the filter off. (Only available

effect types are shown in the drop-down menu.).

« |f a Systematic Effect Filter triggers a warning at the block or plate level, the corresponding list item in

the drop-down menu displays a warning icon to indicate the issue.

¢ Hover over a well to show:

Assay
Sample ID
Well ID
Plate ID

Deviation from assay median

Value
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— Sample QC
e Zoom functions:
— Zoom in or out using the mouse scroll wheel.
— Zoom to fit: adjusts the Heat Map to fit in the view.
— Zoom to fit height: adjusts the Heat Map to fit vertically.
— Bottom align: aligns the Heat Map to the bottom 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.

15.10 Sample QC Overview (Olink™ Explore HT and Olink™ Explore
3072/384)

General:
The Sample QC Overview displays the status of each sample across all blocks using a color-coded system:
¢ Blue: Pass

¢ Red: Fail
¢ Yellow: Warning

If a sample has both a Fail and a Warning, it is displayed as Fail.

[ Sample QC Overview ®

© v @ v

ssssss

TR
4

Useful for:
¢ Finding systematic errors across different blocks.

¢ Reviewing criteria that caused a failure or warning.

Functions:
¢ Switch Sort Order: Toggle between row and column view.
¢ Hover over a cell to show:

— Sample ID
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- Block
- WellID

— Forfailed and warned samples: reason for failure or warning.

15.11 History

General:
The History view displays all events for the current project.

1 History 0]
Working Changes
starus Renson e usen
History
nenson e usm
Undated e i Projectanse b Ful HT 2005-1120T15108+0100 ounk
SlectedDaa Analysis Referenc D D10014 2005 112am15108+0100 ounk
Slected Dot Anatysis Reference D 20014 202511 2am1510840100 oun
SelectedData naysis Reference DD30014 25 2ams10840100 oum
SelectedData Anayss Reference D D4OOLA 205 1120m1510840100 oun.
SelectedData Anaysis Reference D DSO014 2005-1120T15108+0100 oun.
SlectedDaa Analysis Reference D D60014 2005-1120T15108+0100 ounk
Slected Dot Anstysis Reference D 70014 2025 112am1510840100 oun
Seected Dot Analysis Reference D 80014 202511 2am1510840100 oum
Imporedplatelayout Q-Plxl_55112233_5P10000T 2005 11247115108+0100 oun.
Imporedlatelayout 0Pl 55112233 5P200002 2005 1124T15108+0100 oun
Ss112753 spaooo0s 2005 1120T15108+0100 ounk
ss112233 serooo01 251 2am15109+0100 ounk

Useful for:
» Seeing what actions that has been done on the project.

Functions:
¢ The upper table shows changes not yet saved.

e The lower table shows changes that has been saved.
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Part 5: Troubleshooting
16.Troubleshooting

This chapter includes a trouble shooting guide, describing QC issues, affected level (sample, block, plate)
and possible root causes for some potential non-expected results. Reruns are not recommended except for
the projects that have failed to pass formal QC. Please contact support@olink.com for further investigations
and receiving appropriate guidance for any of these cases.

QCissue

Samples fail

Affected

samples/blocks/Sample plates

Possible cause

Too low counts

Samples and/or external Controls fail:

1. One or multi samples in a block
One or both Sample Plates.

1. Incubation reagents mix or index
not added properly due to Mosquito
pipetting error

2. All or multi samples in multi blocks
(Likely blocks 1-4)
Both Sample Plates.

2. Poor sequencing if %PF is low

Samples and Plate Controls fail:

Too low counts

— Low counts for assays

— Low counts for all internal controls

1. One same block in both Sample
plates (e.g. Block 2 in SP1 and SP2)

1. Reverse probe was not added into
incubation reagent mix

2.The same two blocks in both
Sample plates (e.g. Blocks 2 and 5in
SP1 and SP2)

2. Reverse probes were mixed up

for the two blocks when preparing
incubation mix (wrong pair of
probes). Amplification Control might
have some counts.

Negative Control fail

Negative Controls fail
(Plate Controls might fail too)

1. Multi blocks in one Sample Plate
(likely blocks 5-8)

1A. The plate layout does not match
with the uploaded run.

1B. NCs related to one of the Sample
Plates were pipette into wrong wells
on Sample Source Plates.

1C. Negative Controls are
contaminated

2. The same multi blocks in both
Sample Plates (blocks 1-4 or 5-8)

2A. Sample Source Plates was rotated
in the workflow

2B. Samples added instead of
Negative Controls in Sample Source
Plates

2C. Index plate A and B were swapped
positions on mosquito between the
two stages of adding indexes

2D. Negative Controls are
contaminated

Systematic effect
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Alternating column effect: One or multiple blocks in one or both
NPX value deviates in every other column Sample Plates

Mosquito pipetting error while
dispensing reagent mix into
incubation plate

1 2 3 4 5 6 7 8 9 10 11 12
A
B
c
D
E
F
G
H
Every 4 columns effect: Two blocks in both Sample Plates — Dragonfly faulty syringe during

NPX values deviate between every 4 columns

5 6 7 8 9 10 11 12

IO "™TmOON @R

dispensation of PCR mix
— Not well vortex of PCR mix

Row effect: Same row in the same block in both

NPX values deviate between samples in one | Sample Plate
row and samples in all other rows

1 2 3 4 5 & 7 8 9 10 11 12

— EpMotion pipetting error when
pooling the samples

— Human error missing one well
during pooling step

A

B

[

D

E

F

G

H
Gradient patterns One or multi blocks in both Sample — Not well vortex of reagent mix/
(row/column/diagonal wised): Plates plates

NPX Values deviate gradually in samples
across the plate in row, column, or diagonal
pattern

1 2 3 4 5 6 7 8 9 10 11 12

THOHTMTMOONE P

— Not well adjusted/calibrated
instruments
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1/.Revision history

Version Software Date Sections affected Description
version
20.2 2.0.0 2026-08-14 | 7.1.3 Assay QC Added information on interpretation of Assay QC
warnings and the impact of background signal.
16 Troubleshooting Removed troubleshooting content regarding failed
Plate Controls.
201 200 2026-03-17 | 8.0 QC criteria Corrections made in table (Sample QC and External
Control QC)
2.0.0 2.0.0 2026-01-27 | 5.2 Preprocessing runs Updated (added MGl/Element/Ultima support and
notes).
7.1.1 Sample QC Updated bullet point three.
7.5 Olink™ Sample Index (OSI) New section.
8. QC criteria Updated table.
10.1 Preprocess data Updated workflows (incl. Ultima).
11.4 Quiality Control Summary, 11.5 Added exports.
Service Export file
14. General, 15. Views Updated views, navigation and help panel.
130 13.0 2025-06-16 | 10.1.2 Process Ultima data New section.
10. Operating workflow, 14. General | Added new functions.
1.13 113 2025-04-09 | 10.6.1 Download a Plate Layout New section.
Template file
14.4 Shortcuts Updated information.
15.2 Run Unit Details Added new functions.
15.3 Quality Control Summary Updated information.
110 110 2025-02-24 | 8.QC criteria Updated table with Block QC for Reveal.
14.4 Shortcuts New section.
1.0.2 1.0.2 2025-02-10 | 7.1.3 Assay QC Updated section.
8. QC criteria Updated Assay QC in the table.
101 101 2025-01-27 | All New
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