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FAQ for the single cell Xpress-seq Service
We here provide answers to commonly asked questions regarding the
Xpress-seq workflow.

Q: My sorting took a very long time; will it negatively affect the result?

A:In our experience, this is not typically problematic. We have successfully
performed extended sorting times with positive outcomes (> 1h per plate).
The RNase inhibitor and lysis buffer in the wells help stabilize the sorted
cell material. As long as the input cells and receiving wells are kept cool
during sorting, significant changes in the transcriptome during the waiting
period are unlikely.

Q: | read in the cell sorting SOP that EDTA is not preferred in the cell
suspension buffer. From what concentration do you think EDTA starts
interfering with the sequencing?

A: We suggest to not exceed 0.1 mM EDTA, but with a strong emphasis on
that if EDTA could be omitted from the last buffer the cells are sorted in
the better it will be.

Q: Do you do mapping?

A: Mapping reads to the reference genome for model species (e.g. human,
mouse) is included in our pipeline. Please let us know the species of your
samples and if there are any transgene sequences that should be
incorporated during the mapping process

Q: When will | have my data?
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A: Our current average delivery time for Xpress-seq plate submissions is
4 to 6 weeks. However, the time required to generate the data may vary
depending on the current queue and the number of plates you submit. We
can provide updates on a project-by-project basis.

Q: How deep should | sequence my samples?

A: Xpress-seq libraries are complex and capture detailed expression
patterns when sequenced at sufficient depth. To maximize information, we
recommend sequencing to 1 million reads per cell. However, general cell
type clustering can be observed at lower depths, such as 300,000 reads
per cell. For analyses involving splicing or transcribed genetic variation, we
strongly recommend deep sequencing (1 million reads per cell) to ensure
comprehensive data information.

Q: Which read length should | choose?

A: For gene expression analysis of model species with well-annotated
genomes (e.g., human, mouse), a read length of PE10O (e.g., 2x100 bp) is
sufficient. However, longer reads are recommended for applications
involving uncommon species, TCR/BCR analysis, alternative splicing,
transcribed genetic variants, and detection of lineage-tracing barcodes.

Q: How do | transport and store the lysis plates?

A: For transport of unused lysis plates wet ice or dry ice is preferred. For
storage of lysis plates before cell sorting -20° is OK, but after cell sorting
it must be -80°.

Q: How will you transfer the data to me?
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A: We upload the data on a secure FTP server and you will receive the login
credentials via E-Mail. However, if you would like alternative data delivery
mode (eg. using self-hosted FTP, AWS S3 bucket, etc) please contact us.

Q: Are the lysis plates toxic?

A: The lysis plates are not considered dangerous. All components are non-
toxic, but the lysis mix contains trace amounts of Triton X-100 (equivalent
to <0.2 ulL for a whole plate).

Q: Can | use plates that are not 100% sorted?

A: Plates that are not fully sorted may be used but can negatively impact
the quality of the library and effective sequencing yield. Please refer to our
Xpress-seq QC document for further details.

Q: Can | use 96-well plates?

A: We do not support processing of 96-well plates for single-cell RNA-seq.

Q: Why do | need to use your supplied metal seals, they do not stick very
well to the plates?

A: The metal seals we provide have been carefully selected to not leave
excessive glue residues that interfere with our robotic library preparation
system. Using alternative seals is therefore not supported. Seals not
perfectly sticking is normal and since plates are kept frozen throughout
storage and transport there is no risk for cross-contamination between

wells.
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