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Disclaimer

This protocol collection was developed by members of WG2 "Detection System Performance"” of the
international consortium QUAREP-LiMi.

The Consortium for Quality Assessment and Reproducibility for Instruments and Images in Light Microscopy
(QUAREP-LiMi), formed by the global community of practitioners, researchers, developers, service providers,
funders, publishers, policy makers and industry related to the use of light microscopy, is committed to
democratizing access to quantitative and reproducible light microscopy and the data generated by it.

This protocol collection has undergone the internal approval process of QUAREP-LiMi.

It is not the intention of this protocol collection to supplant the need for independent professional judgement,
advice, diagnosis or treatment. Any action taken or withheld on the basis of the information presented here is
undertaken at the user's own risk. The user agrees that neither the company nor any of the authors, contributors,
administrators, or other individuals associated with protocols.io or QUAREP-LiMi can be held liable for any
injuries, damages or losses incurred as a result of the user's use of the information contained in or linked to this
protocol or any of our websites, applications, or services.
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Abstract

The protocols in this collection describe how to measure and analyze the photon conversation factor (PCF photo-
electrons/count), readnoise, and dynamic range of a light microscopy detection system; which can either be a point
detector or an area detector, using an in-homogeneous detector illumination scheme (as opposed to uniform
illumination). The collection includes protocols on how to prepare a suitable sample for the acquisition, how to acquire
data, as well as a respective analysis protocol.

There are three aims a detection system can be characterized for, briefly:

Aim 1 - experiment QC: Characterize the microscope performance using detection settings that match the
experiment.

Aim 2 - instrument QC.: Monitoring of microscope performance over time for service purposes, to maintain image
quality constant and at high level.

Aim 3 - system characterization: Full characterization of detection path performance under the range of settings
applied by users.

For a more detailed description refer to protocol 1. Introduction - Background and Aims.

Detection system characterization

Image acquisition Analysis
Dark images

Dark images: "100'

Bright images: "100°

Zero-value pixels excluded: O (0.0%)
Overflow pixels excluded: O (0.0%)]
lllumination fluctuation: 0.05%
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Image dynamic range [factor]: 1803
Nuisy pixels excluded: 2%
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image

Faslwaranca ¢ ghatosriner?

High dynamic range sample prep

Workflow of detection system characterization using the Light Microscopy Detection System Characterization
toolset.

This protocol collection represents the collective experience of over 100 imaging scientists and industry experts.
Measurements made by our working group with these protocols will be available in a public database.

Please note, that this is an evolving document, to be versioned and updated, based on community feedback and new
data.
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Materials

For materials please refer to the repsective protocol.

Safety warnings

© Ensure you follow general lab safety guidelines for radiation sources and chemicals as outlined within your
organisation.

Laser safety and regulations

= Please refer to the documentation provided by the manufacturer for additional warnings and preventive,
protective equipment (PPE) requirements (e.g. laser safety goggles). Always consult your local Laser Safety
Officer or Radiation Safety Officer and refer to your laboratory safety documentation for more information.

= You can also consult your Laser Safety Standards ANSI Z136 in North America, SUVA 66049.D in Europe, and
BS EN 60825-1 in the UK. Additionally, laser safety standards and regulations are covered by IEC norm 60825-
1, and LED eye safety standards and regulations are covered by IEC norm 62471 in Europe.

= Safety guideline: Hazardous, visible, or invisible radiation from lasers, lamps, and other light sources used for
microscopy can cause permanent damage to the retina, skin burns, and fire. Always follow proper laser
safety protocols for your equipment and situation.

Before start

For a detailed introduction and description, please read protocol 1.
For characterization of an area detector (e.g., sSCMOS camera), please follow protocol 2, protocol 3, and protocol 5.
For characterization of a point detector (e.g., PMT or HyD detector), please follow protocol 2, protocol 4 and protocol 5.

Make sure the microscope is turned on at least one hour prior to the measurements to allow the system to stabilize.
The test sample can be prepared well in advance.
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Disclaimer

This protocol collection was developed by members of WG2 "Detection System Performance" of the
international consortium QUAREP-LiMi.

The Consortium for Quality Assessment and Reproducibility for Instruments and Images in Light Microscopy
(QUAREP-LiMi), formed by the global community of practitioners, researchers, developers, service providers,
funders, publishers, policy makers and industry related to the use of light microscopy, is committed to
democratizing access to quantitative and reproducible light microscopy and the data generated by it.

This protocol collection has undergone the internal approval process of QUAREP-LiMi.

It is not the intention of this protocol collection to supplant the need for independent professional judgement,
advice, diagnosis or treatment. Any action taken or withheld on the basis of the information presented here is
undertaken at the user's own risk. The user agrees that neither the company nor any of the authors, contributors,
administrators, or other individuals associated with protocols.io or QUAREP-LIMi can be held liable for any
injuries, damages or losses incurred as a result of the user's use of the information contained in or linked to this
protocol or any of our websites, applications, or services.
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