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5601 Oberlin Dr., Suite 110
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Scale Biosciences, Inc (“ScaleBio”). All rights reserved. No part of this document may be
reproduced, distributed, or transmitted in any form or by any means, electronic or mechanical,
including photocopying, recording, or any information storage and retrieval system, without the
prior written permission of ScaleBio. This document is provided for information purposes only
and is subject to change or withdrawal by ScaleBio at any time.

Disclaimer of Warranty:

TO THE EXTENT PERMITTED BY APPLICABLE LAW, SCALEBIO PROVIDES THIS DOCUMENT “AS
IS” WITHOUT WARRANTY OF ANY KIND, INCLUDING WITHOUT LIMITATION, ANY IMPLIED
WARRANTIES OF MERCHANTABILITY, FITNESS FOR A PARTICULAR PURPOSE, OR
NONINFRINGEMENT. IN NO EVENT WILL SCALEBIO BE LIABLE TO YOU OR ANY THIRD PARTY
FOR ANY LOSS OR DAMAGE, DIRECT OR INDIRECT, FROM THE USE OF THIS DOCUMENT,
INCLUDING WITHOUT LIMITATION, LOST PROFITS, LOST INVESTMENT, BUSINESS
INTERRUPTION, GOODWILL, OR LOST DATA, EVEN IF SCALEBIO IS EXPRESSLY ADVISED IN
ADVANCE OF THE POSSIBILITY OF SUCH LOSS OR DAMAGE. Any warranties applicable to the
ScaleBio products are set forth in the Terms and Conditions accompanying such product and
such Terms and Conditions are not modified in any way by the terms of this notice.

Trademark Information:

ScaleBio may make reference to products or services provided by other companies using their
brand names or company names solely for the purpose of clarity, and does not assert any
ownership rights over those third-party marks or names. Images were created with
BioRender.com

Patent Information:
ScaleBio products may be covered by one or more patents as indicated at:
https://scale.bio/legal-notice/

Terms and Conditions:

The use of the ScaleBio products described herein is subject to ScaleBio's Terms and Conditions
that accompany the product, or such other terms as have been agreed to in writing between
ScaleBio and the user.

Intended Use:
All products and services described herein are intended FOR RESEARCH USE ONLY and NOT
FOR USE IN DIAGNOSTIC PROCEDURES.
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Introduction

Pooling Quantum libraries with 10x Genomics libraries on a single sequencing run is technically
possible, but requires careful planning and comes with important caveats. The following
guidance is based on an internal assessment by the Scale Bio technical team and is provided for
informational purposes only. Performance of this approach has not been fully validated in
production settings, and users should proceed cautiously and in close coordination with their
bioinformatics and sequencing teams.

Disclaimer: This guidance is hypothetical and reflects a feasibility assessment only. It is not an
officially supported configuration, and Scale Bio cannot guarantee sequencing or downstream
analysis performance when Quantum and 10x libraries are pooled.
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Pooling Quantum Libraries with 10x Genomics Libraries

Read Configuration Considerations

When pooling Quantum and 10x libraries on the same flow cell, use a sequencing kit with
sufficient read length to accommodate the requirements of both library types. Quantum requires
extended Index 1 reads and specific pipeline handling, while 10x requires shorter Index 1 and
Read 1 for compatibility with Cell Ranger.

Requirement Quantum 10x Both
Read 1 <82 cycles 28 cycles 82 cycles
Read 2 16 cycles 90 cycles 90 cycles
Index 1 32 cycles 10 cycles 32 cycles
Index 2 8 cycles 10 cycles 10 cycles

214 cycles
Important:

e Although a 100-cycle kit may be used for Quantum libraries alone, in order to support
both Quantum and 10x requirements, a kit with more cycles must be used, as long as
Index 1 is at least 32 bases, Index 2 is at least 8 bases, and Read 2 is at least 16 bases.

Generating Separate FASTQ Files
When pooling Quantum and 10x libraries:
e Run FASTQ generation (demultiplexing) twice:
o Once for Quantum with OverrideCycles:
*  Y82;I18U24;I8N2;Y90
o Once for 10x with suggested OverrideCycles:
* Y28N54;I110N22;110;Y90
e Alternatively, if supported, use BCL Convert with library-specific OverrideCycles settings.
e If possible, sequence libraries on separate flow cell lanes.

Additional tips:

e Work closely with your sequencing core or facility.

e Coordinate with your bioinformatics team to ensure proper demultiplexing and pipeline
compatibility.

e Be prepared to handle the demultiplexing and analysis as two distinct workflows.
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Pooling Quantum Libraries with 10x Genomics Libraries

Figure 1: Parallel library preparation, sequencing, and demultiplexing workflow for
QuantumScale and 10x Genomics libraries
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