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Sample Submission Guidelines for Evercode Assays

Before designing your experiment or starting sample fixation, we recommend
referring to the Evercode Fixation user manuals and consulting with the Xpress
Genomics lab team: lab@xpress-genomics.com.

For all submissions to Xpress Genomics, please fill out the latest version of our
submission forms, available at: www.xpress-genomics.com/resources. \When
possible, please provide a separate counting aliquot for the samples (7 — 10 ul).
images pre- and post-fixation, and percent viability.

Parse Biosciences Evercode technology begins with cell/nuclei fixation upstream of
the single cell library preparation. The appropriate standard Evercode Cell Fixation
and Evercode Nuclei Fixation kits, or the Evercode Low Input Cell Fixation and the
Evercode Low Input Nuclei Fixation kits, or the Whole Blood Fixation kit should be
purchased separately.

The standard Evercode Fixation workflows are available in three formats to
accommodate varying sample sizes. A 1.5 mL tube based workflow is recommended
when processing <12 samples at a time. If processing >12 samples at a time, we
recommend the mid-throughput plate-based workflow which streamlines fixation
when processing more samples. If processing 248 samples, we recommend using the
Evercode Cell Fixation v3, HT 96 reactions kit and associated high-throughput plate-
fixation protocol.

The Evercode Low Input Cell and Nuclei Fixation workflow is available in two formats
to accommodate up to 12 samples or as many as 96 samples simultaneously.

The Evercode Whole Blood Fixation kit workflow is available in two formats to
accommodate 12 or 48 samples.
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Sample Preparation Guidelines

Please follow the sample preparation guidelines outlined in the Parse user manuals:

Prior to fixation, <5% aggregation/debris and for cells >70% viability (ideally
above 90%).

If using the standard fixation, the recommended sample input is a minimum of
100,000 cells or nuclei and a maximum of 4 million cells or nuclei. As many cells
or nuclei as possible should be fixed to avoid recovering fewer cells than
desired downstream. If feasible, start with >1 million cells or nuclei.

If using the low input fixation, the recommended input amount is between
10,000 and 100,000 cells/nuclei in a single reaction. Do not exceed 100,000
cells/nuclei to avoid elevated doublet rates.

The minimum input into fixation is based on how the samples will be processed
downstream, including the number of samples and which kit is being used. To
accurately determine required post-fixation cell concentrations and volumes,
reference the relevant sample loading table and consult with lab@xpress-
genomics.com. If you can't access the sample loading table, please contact
Parse Biosciences.

The expected recovery rate post standard fixation is 40-60%, and 10-20% of
cells/nuclei are lost after freeze-thawing.

The expected recovery rate post low input fixation is 65-80%, which includes
the cells/nuclei lost after freeze-thawing.

If you are fixing previously frozen cells, ensure the suspension is thawed and
well resuspended before beginning.

If dissociating adherent cell line samples, use TrypLE Express Enzyme (1X) with
phenol red (Thermo Fisher Scientific). Standard trypsin is not recommended
due to its high RNase activity, which can reduce gene and transcript detection.

During sample preparation and before fixation, minimize the time samples are
at room temperature or stored on ice, as extended storage can decrease gene
and transcript detection.
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Standard Fixation only

e Fixed cell/nuclei suspensions should be resuspended in 50-150 pL of the Cell
or Nuclei Storage Master Mix supplied in Evercode Fixation kits.

e Once fixed, cell suspensions can be stored at -80°C for up to 6 months until
all samples are ready or transferred to the facility for barcoding and library
preparation.

e Fixed samples should be stored on dry ice without freeze/thaw cycles during
transport.

Low Input Fixation only

e Fixed cell/nuclei suspensions should be resuspended in ~120 L of the Cell or
Nuclei Permeabilization Solution + Fix and Perm Stop Master Mix supplied in
Evercode Low Input Fixation kits.

e Once fixed, cell/nuclei suspensions can be stored at -80°C for up to 4 months
until all samples are ready or transferred to the facility for cell/nuclei capture,
barcoding, and library preparation.

e Fixed samples should be stored on dry ice without freeze/thaw cycles during
transport.
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Whole Blood Fixation only
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e Fixed blood is stored in 1 mL of the Blood Neutralization Buffer supplied with
the Whole Blood Fixation kit.

e Once fixed, whole blood can be stored at -80°C or at -20°C for up to 3 months,
until all samples are ready to be transferred to the facility.

e Alternatively, PBMC can be isolated from fixed whole blood, stored in 100 pL of
Sample Dilution Buffer + 5% DMSO and placed at -80°C or at -20°C for up to 1
month.

e Fixed whole blood or fixed PBMCs should be stored in dry ice without
freeze/thaw cycles during transport.

Quality Assessment

e After fixation, cells/nuclei are permeabilized and should appear “dead” with
viability stains.

e If using Acridine Orange/Propidium lodide (AO/PI) stains, we suggest using the
red (Pl) channel to count to avoid the impact of any autofluorescence in the
green (AO) channel. Examples of trypan blue stained fixed cells are shown
below.

e High quality fixed samples have single distinct cells with <5% cell aggregation
and no debris. Higher levels of aggregation will lead to elevated doublets after
sequencing.

High quality sample Aggregation Debris

e When quantifying fixed cells and some debris is present, avoid counting cell
debris so as not to overestimate the number of cells.
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e Please provide percent viability, cell/nuclei concentrations (cells/pl), and
images pre- and post-fixation.

For  additional questions, please  contact Parse Biosciences at
support@parsebiosciences.com. More resources and videos are available at
https://support.parsebiosciences.com/.

Sequencing Requirements

. . Sequencing | Sequencing
Library Type Read Depth | Adapters PhiX Kit** Configuration***
¥Vhole ot 220('10?0 I Truseq 5%

ranscriptome | reads/ce Read 1: 64 bp

i7 index 1: 8 bp
>150 cycles 15 index 2: 8 bp
5" Nextera Read 2: 58 bp
CRISPR library 2000-5,000 and 3’ 20%*
reads/cell
Truseq
Read 1: 216 bp
5" Nextera
. 2,000-5,000 , o i7 index 1: 8 bp
TCRlibrary reads/cell _?Sjsz 20% | 300 cycles 15 index 2: 8 bp
4 Read 2: 86 bp

*If sequenced separately from Whole Transcriptome

**If you have extra cycles beyond the minimums listed below, we recommend
allocating them to read 1.

***Index sequences can be found on the Parse Biosciences support suite.
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