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scATAC-seq Service Guidelines
scATAC-seq f&#ff Y—EXHAFS1>

scATAC-seq (Single-Cell Assay for Transposase-Accessible Chromatin using sequencing) allows for assessing
genome-wide chromatin accessibility at the single-cell level. The technology is based on the use of the
hyperactive transposase Tn5 which cuts exposed open chromatin and simultaneously ligates adapters for
subsequent amplification and sequencing. Coupled to BioRad ddSEQ Single-Cell Isolator, this technology allows
genome-wide open chromatin sequencing of 500 - 5000 droplet isolated single nuclei.
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In order to maximize results, we provide strict guidelines for sample preparation (cell collection).
BRERKIET DO, FUTILERIZET 5H RS2 (R Single Cell ATAC-seq &4 B> FILEAR - A AR
AV )V EBESFLTEZELY,

We request 200.000 - 1.000.000 cells / sample of interest to be processed. Cell viability should be higher than
95% when collected. Two additional test samples (200.000 — 1.000.000 cells / test sample) are required to
perform the nuclei isolation optimization.

FRATICLELHRARIE 1 Y2 T ILéHT-Y 200,000-1,000,000 {ET. EIURE DR EFFEL 95% L ETY,
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scATAC-seq workflow
scATAC-seq fBfTARE

Cells will be prepared by the customer according to Diagenode’s sample preparation guidelines. Diagenode
recommends to perform the experiment at least on two biological replicates.

et YT IVRABFIE(RIHET Single Cell ATAC-seq f&#T Y TIVEAR - EZGHARSAV )RS T. YU TILETE
fE<rZaly, BEETIEDECED 2 BIATOBMT O HREINES,

OPTIMIZATION ON TEST SAMPLES

(2 test samples requested per cell line/tissue type)
TAMAY T VIZ& DR

(TFRMAY VT VT Rk A TRBIZ2 YV TILBE)
1. Sample QC

* Cell counting
*  Cell viability assay

2. Nuclei isolation

* Nuclei isolation: testing 2 lysis conditions
* QC: Nuclei counting and microscopic evaluation
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scATAC-SEQ ON SAMPLES OF INTEREST
fRHT Y > 7 ILEHL = scATAC-seq fE4T
1. Sample QC

Cell counting
Cell viability assay

2. Sample tagmentation

Nuclei isolation
QC: Nuclei counting and microscopic evaluation
Tn5 digestion

3. Droplet encapsulation and library preparation

Isolate single nuclei by encapsulation

Library preparation: single nuclei barcoding, sample indexing and amplification
Library purification

QC on the scATAC-seq library: DNA concentration and analysis of library profile
Libraries pooling

4. Deep sequencing

Samples are sequenced on an lllumina ® platform.
Sequencing depth will be adjusted to project dependent criteria (25-50K raw reads/cell on average).

5. Bioinformatic analysis

Quality check.

Debarcoding.

Alignment to reference genome.

Bead filtration

Bead deconvolution

Identification of enriched regions (peak calling).
Generation of cells-by-peaks count matrix.

Provided files:

MaT—43

Reports with sequencing statistics and cell encapsulation efficiency.
Raw data in FASTQ format.

FastQC reports.

Alignment files in BAM format.

Peak files in BED format.

Count matrix in csv and sparse mix format.
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Additional analysis on request:

EBMEEHA T ay
i Cell classification: Identification of cells subpopulations by unsupervised clustering (using
Seurat/Signac).

i Differential accessibility analysis: Identification and annotation (human, mouse, rat, drosophila) of
differentially accessible regions between cell subpopulations.

i Gene ontology terms analysis: Enrichment analysis on genes associated with differentially accessible
regions between cell subpopulations. Gene Ontology terms that are overrepresented in differentially
accessible regions may indicate the underlying biological processes involved.

i Pathway analysis: Identify biochemical pathways in which genes associated with differentially
accessible regions between cell subpopulations may be overrepresented.

° Visualization of specific genomic regions: Visualization of results (i.e. sequencing data, peaks) at
specific genomic regions (e.g. genes, promoters) for each cell subpopulations in publication-ready
images (human, mouse, rat).

Additional information

ZTDMDIEEER

For sample preparation and sample shipment it is mandatory to follow Diagenode’s guidelines. If customer
samples do not meet Diagenode’s quality requirements, any additional QC of new samples will be charged to the
customer. Any delay in sample shipment to Diagenode’s facilities might result in delaying customer’s project.
YT IVRE AT DNTIED T I DHT AR S A2 (BIHET Single Cell ATAC-seq f##7 4o FILHE - EFHAESA
NS TZEW TREV LW YT IL O RBENEEICHLEWNES . BEFHLLY U T ILETRHBLLE
BINOREEDRETVETN, BEESIVUREERICHIDEBMBS EEEHEIRLLGYET, BHESZ~DYY
TILVREOENIT, MBI E T DAREENATTNET,

Generated files will be available for download during 1 month and stored for an additional period of 3 months on
Diagenode’s servers. Additional long-term storage of data is available upon request. This offer includes a one
hour call to walk you through the results if needed.

RNTFER T —2 X882t WEB YA +&KYSA I O—RAIEETY , BT T #. Diagenode SA (NJL¥—) &YOT A1k
UAOVA—RARIZODVTITER N ZLET DT 1 MALAIZE Y O—FEBRENWLET, £, FHHMEL
T 3 MAMIEY—N—LIZRBEINRTVETH. TR UREEHIBREINET OT. REBOREEFEINIGEEIER
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Original samples are stored at Diagenode during 12 months after project completion, but will be discarded once
this time is exceeded. Return shipment of samples is available upon request.

BEHENOBTEN LY TIVTERERICTRTETHS 12 HhABBRELE., IBEREENLET . BEHRD
CEEZICELT. YUTILOTEBHNLATRETY GEMERNANET),

Any additional service which is beyond the current project scope will be charged to the customer.
SRV AR OEEN L HEMY —ERDRSEEEHRAELLVET,
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