Pre-flight Customer Information:
Single Cell Sequencing with DepleteX™
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Goals & Jumpcope

To ensure customer success on their first single cell experiment using
Jumpcode 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? &7 )uMpCoDE
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Typically uninformative for secondary analysis;
Often removed informatically by Seurat / Scanpy
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Overview of DepleteX™ single cell workflow with
10x 3’ Gene Expression

Single
@ Total assay time: 2 hours | Hands-on time: 45 minutes Cell RNA Boost Kit
@ 2 @ 3 @
GEM generation Post GEM-RT cleanup Gene expression Gene expression
& barcoding & cDNA ampilification library construction library construction
(Step 3.1-3.4) (Step 3.5-3.7)
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CRISPR digestion
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Size selection to remove short fragments

|

PCR amplification
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The entire process can be inserted into any single cell
application and only takes 45 minutes of hands-on time

1. Make RNP: combine guides with Cas9

Cas9 Cas3/gRNA
Protein RNP
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Single gRNA - "“""“‘“""—Qm[

Cell RNA Boost Kit

2. Incubate with cDNA at 37°C - 1 hour incubation

3. Bead clean to remove cut fragments

e
4 O SPRI beads
?J’ e Nucleic acids
&) A Contaminants
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Step 1: Nucleic acid Step 2: Contaminant Step 3: Nucleic acid
immobilization removal and wash elution
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Process Workflow

Reverse Transcription and Transcript Extension

Pooled cDNA amplification

Il
Il
Il
Il

Freeze two aliquots
for future use

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

*If necessary, repeat WTA amplification to get at least 50ng
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* Enzymatic Fragmentation + Ligation
* End Repair « Cleanup
» A-tailing
100-150ng cDNA 100-150ng cDNA
Control Depleted
Single
l Cell RNA Boost Kit

PCR and Cleanup

Quantification and Sequencing
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Bioanalyzer Traces &7 JuMpPCoDE
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Assay FAQs @ uvpeooe

Can | use the CRISPRclean depletion 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 the CRISPRclean depletion use all of the cDNA from my 10X prep?

* No, only 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, it is 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?

* In general, 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 | use SPRI beads instead of AMP beads?

* Yes, we have tested this in-house and they both work with our assay.
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Additional Tips € JuMPCoDE

Due to depletion, lower yield on the depleted product is expected

» Please load the depleted sample and control sample at the same loading concentration.

gPCR is recommended as the quantification method for highest accuracy in
controlling cluster density on the sequencer

High complexity libraries going into depletion give the best results

« If low input into depletion, risk is that the benefit of depletion will not be observed
« Additional PCR is recommended prior to depletion, if necessary, rather than post depletion
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Data An alysis (‘-SIJUMPCDDE

GENOMICS

« Cell Ranger is recommended to compare the control to MT depletion  Ribo depletion MT, Ribo, NVG depletion
the depleted sample to see the benefit of depletion in
sequencing saturation metrics. O 60 # 80
. o : : £ 2 501 S 604
. Secondary analysis benefits, including a boost in B & 4. g o0
UMI/cell and genes/cell, can be found using our tutorial £ £ 30; T 40
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Figure 2: UMAP plots for PBMC samples. 10X v3.1 (32k reads/cell) annotated cell types (left),
Depletion (16k reads/cell) annotated cell types (middle), and highlighted additional cell types
with depletion (right). PBMCs were annotated using the CellTypist python package here:
https://doi.org/10.1126/science.ab15197 07 ‘
0 2 4 6
Control

https://github.com/JumpcodeGenomics/Single-Cell-RNA-Boost/blob/main/Jumpcode_data_analysis_Rcode_v7.md
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Feedback Request & uvecone

* We are interested in your feedback!

« .csvV files for the control and depleted samples from Cell Ranger

* |f not using Cell Ranger, please provide the following metrics for control and
depleted samples
« Sequencing saturation
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Additional Questions or Concerns? &7 Jumecone

Please contact me directly: smita.p@jumpcodegenomics.com
and/or support@jumpcodegenomics.com
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