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Single Cell Sequencing with DepleteX®
Getting Started
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Goals

To ensure customer success on their first single cell experiment using DepleteX® technology:

* Provide a high-level overview of the process
* Answer any customer questions including FAQ

* Provide point of contact for support in case any issues arise during the experiment or analysis
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What are we removing?
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Typically uninformative for secondary analysis;
Often removed informatically by Seurat / Scanpy
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Overview of DepleteX® workflow with 10x 3’ Gene Expression

@ Total assay time: 2 hours | Hands-on time: 45 minutes
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The entire process can be inserted into any single cell
application and only takes 45 minutes of hands-on time

Single
tes Cell RNA Boost Kit

1. Make RNP: combine guides with Cas9

Cas9 Cas9/gRNA
Protein RNP
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2. Incubate with cDNA at 37°C - 1 hour incubation

3. Bead clean to remove cut fraaments
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Step 1: Nucleic acid Step 2: Contaminant Step 3: Nucleic acid
immobilization removal and wash elution

c GENOMICS



Process workflow

. : : * Enzymatic Fragmentation + Ligation
Reverse Transcription and Transcript Extension .
P P » + End Repair « Cleanup
l « A-tailing
Pooled cDNA amplification l
100-150ng cDNA 100-150ng cDNA
l Control Depleted
Single
— m— m— s Cell RNA Boost Kit

PCR and Cleanup

Freeze two aliquots

for future use l

Make aliquots of cDNA: Qbit quantification*
and Bioanalyzer characterization of 1 aliquot. Use 100-
150ng input for next steps. Quantification and Sequencing

*If necessary, repeat WTA amplification to get at least 50ng
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Bioanalyzer traces
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Assay FAQs

Can |l use DepleteX on mouse samples?

* Yes, but the depletion rate is lower since the guides were designed for human samples. We sell mouse-specific ribo-mito
depletion guides.

Does DepleteX use all of the cDNA from my 10X prep?

* No, ongl 1 tube of the available cDNA from a given 10X prep is used in general. The customer is free to customize this as
needed to hit the 100-150ng input recommendation.

Is this kit compatible with the 5’ Chromium assay? What about Visium spatial?

* Yes, itis compatible with both kits. Our depletion panel is designed to tile across the full length of transcripts.

What is the sequencing depth recommendation for the depleted condition?

* Ingeneral, single cell users use between 25K — 50K reads/cell depending on their application. For the depleted condition, users
can choose to sequence 12.5K — 25K reads/cell to see the same information or sequence at the same depth to see more
information.

Can | still use mitochondrial reads to separate “intact” cell from “compromised” cells?
* Yes, mitochondrial reads are targeted by DepleteX but removal is not complete. They can be used to separate intact from compromised cells. Instead

of setting an arbitrary 10% threshold, alternative approaches are described in the Python and R guides provided (see next slide).
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Data Analysis guidelines

We have multiple options to support your analysis needs:

* Cell Rangeris recommended to compare the control to the depleted sample to see the benefit
of depletion in sequencing saturation metrics.

e Python or R step-by-step guide to show you how to analyze Your data and see the benefits of
depletion in secondary analysis, including a boost in UMI/cell and genes/cell.
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https://www.jumpcodegenomics.com/wp-content/uploads/2022/12/quickstart-guide-single-cell-cell-ranger-122022-v3.pdf
https://github.com/JumpcodeGenomics/Single-Cell-RNA-Boost/blob/main/Jumpcode_data_analysis_scanpy.ipynb
https://github.com/JumpcodeGenomics/Single-Cell-RNA-Boost/blob/main/Jumpcode_data_analysis_Rcode_v7.md
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