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ABSTRACT

Recent advances in single-cell RNA sequencing
technologies have made detection of transcripts in
single cells possible. The level of resolution pro-
vided by these technologies can be used to study
changes in transcript usage across cell populations
and help investigate new biology. Here, we introduce
RNA-Scoop, an interactive cell cluster and transcrip-
tome visualization tool to analyze transcript usage
across cell categories and clusters. The tool allows
users to examine differential transcript expression
across clusters and investigate how usage of specific
transcript expression mechanisms varies across cell
groups.

INTRODUCTION

In eukaryotic genomes, alternative splicing (AS), alterna-
tive transcriptional initiation (ATI) and alternative cleavage
(AC) enable genes to express multiple transcript isoforms.
Resulting isoforms differ in structure and may also have dif-
ferent cell functions. For instance, ATI can act as a regula-
tor of translation (1–3), and some AS events may play im-
portant roles in cell differentiation (3–6), development (3,
7, 8) and disease (3, 9–14). Further, while its precise biolog-
ical roles are still under investigation, differential isoform
expression has been found to occur across cell types (15),
tissue types (15, 16), bodily regions (15) and even individu-
als (17).

In recent years, single-cell RNA sequencing (scRNA-seq)
technologies have advanced greatly, enabling accurate de-
tection of transcript isoforms in single cells (18–20). In par-
allel to these advances, a number of scRNA-seq visualiza-
tion tools have been developed to guide analyses at the gene
level, but most of them do not support transcript-level anal-

ysis (21). Exceptions are VALERIE (22) and Millefy (23) –
two tools that display percent spliced-in (PSI) values and
read coverage across small genomic regions. However, the
effective identification of patterns in transcript usage across
thousands of genes remains an open problem. Unsuper-
vised dimensionality reduction techniques, such as t-SNE
(24) and UMAP (25), are typically used to generate two-
dimensional embeddings for the visualization of scRNA-
seq expression data, allowing researchers to identify clusters
of cells with similar expression profiles. These techniques,
however, do not present information regarding the differ-
entially expressed genes/transcripts between cell clusters.

Here, we introduce RNA-Scoop, an interactive tool that
visualizes transcript usage across single-cell transcriptomes.
RNA-Scoop enables easy identification of differentially ex-
pressed transcripts across cell groups and transcripts with
specific expression patterns, such as isoform switching, co-
expression, and category/cluster specific expression. It also
displays basic transcript structure, allowing users to exam-
ine how usage of specific transcript expression mechanisms,
such as AS, ATI and AC vary across different groups of
cells. RNA-Scoop is designed to work with data produced
from single-cell protocols that support transcript isoform
level analysis. In other words, 3′ end capture protocols (such
as 10x Genomics or Drop-Seq) designed for measuring gene
expression in single cells are not supported.

MATERIALS AND METHODS

We utilized two mouse single-cell transcriptomic datasets to
illustrate RNA-Scoop’s features in visualizing transcripts in
scRNA-seq data.

ScNaUmi-seq dataset

Input files for RNA-Scoop were prepared using the tran-
script expression results from a single-cell Nanopore-UMI
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Figure 1. RNA-Scoop visualization of Clta isoform expression across nine cell category labels from the ScNaUmi-seq dataset. The transcript view on the
left shows the isoform structures of selected genes and its integrated dot plot shows the proportion and magnitude of transcript expression in each cell
category. Transcripts and dots are colored according to their non-zero median expression levels in all cells and cells of their particular category, respectively.
Dots are not drawn for transcripts not expressed in any cells of a given category. The cell cluster plot on the right shows the clustering of cells based on
transcript expression.

sequencing (ScNaUmi-seq) sample from (20) (Gene Ex-
pression Omnibus accession: GSE130708), which consists
of 951 brain cells from an E18 mouse. Cell label informa-
tion was obtained from the study’s authors through per-
sonal communications. Ensembl release 104 mouse annota-
tion GTF was used to match the transcript IDs within the
expression data.

Smart-seq2 dataset

A 6912-cell dataset was compiled using the plate-based
Smart-seq2 raw data for 18 mouse tissues from Tab-
ula Muris (GEO accession: GSE109774) (26). For each
tissue type, 384 cells with at least 500 000 read pairs
were arbitrarily selected. Raw reads were trimmed
and filtered for adaptor sequences with fastp v0.20.0
(27).

Single-cell transcripts were assembled from the trimmed
reads with RNA-Bloom v1.3.1 (28), where cells from the
same tissue type were in the same pooled assembly. Assem-
blies for all tissues were merged with BBTools v38.86 (29).
The merged assembly was aligned to the mouse reference
genome GRCm38 with minimap2 v2.17 (30), and a GTF
file was generated from the alignment results with our script
‘make gtf.py’. Gene labels from Ensembl release 99 were
added to the GTF using our script ‘annotate gtf.py’. This
GTF file was combined with the Ensembl annotation and
then filtered with gffread v0.12.3 (31).

Single-cell transcript expression levels were quantified
and merged with Salmon v1.3.0 (32). An expression level
matrix of TPM values was generated with our script
‘make matrix.py’. The GTF file was further filtered using
our script ‘filter gtf.py’ to only contain transcripts in the
generated expression level matrix. Our scripts are included
within the RNA-Scoop package, and the results presented
are generated using release version 1.0.0. See Supplemental
Methods S1 for exact commands and runtime parameters.
After removing transcripts with low expression levels, the
final dataset contained 14 444 genes and 90 195 transcripts.

Software overview

RNA-Scoop is implemented as a Java graphical user in-
terface using the JavaFX package and the following exter-
nal packages: T-SNE-Java, Java UMAP, JFreeChart - Fu-
ture State Edition, JSON-Java and ControlsFX (see version
numbers in Supplemental Methods S4). The graphical user
interface of RNA-Scoop consists of two interactive main
panels: a transcript view, which includes a dot plot repre-
sentation of transcript expression levels per cell category,
and a cell cluster plot (Figure 1). Users can save the current
state of an RNA-Scoop session to a file, for future use or to
share with other users.

The input for RNA-Scoop consists of four files: (i) a Gene
Transfer Format (GTF) file containing the transcript an-
notation, (ii) a cell-by-transcript expression level matrix,
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Figure 2. Dot plot enables the visualization of isoform co-expression, isoform switching, and category-specific expression. (A) Isoform co-expression
refers to cases where two isoforms are both highly or lowly expressed across cell categories. (B) Isoform switching between two isoforms can be recognized
based on the mutual exclusivity of isoform expression in two or more cell categories. When one isoform is highly expressed, the other isoform is lowly
expressed, and vice versa. (C) Category-specific isoform expression occurs when the isoform expression is observed in only one (or very few) cell category
(or categories).

(iii) a file containing the transcript labels for the columns
of the matrix and (iv) file(s) containing cell category la-
bels (e.g. tissue type) for the rows of the matrix. These
files can be either selected individually or summarized in
a JavaScript Object Notation (JSON) file, where its format
specification is described in Supplemental Methods S5. All
input files are in popular plain-text file formats that can
accommodate data generated from a wide variety of anal-
ysis pipelines and sequencing platforms. For example, the
GTF file can originate from publicly available transcript
annotations, RNA-seq assemblies, or a combination of the
two.

Transcript visualization

The transcript view (Figure 1) displays all isoforms of se-
lected genes, allowing users to analyze expression at the
transcript level. Since transcripts are visualized as sepa-
rate entities, users can examine co-expression of isoforms
from the same gene, a function that, to the best of our
knowledge, is not available in other tools (21–23). Addi-
tionally, genes can be filtered specifically for isoform switch-
ing events, differential isoform expression across cell cat-
egories, and category-specific isoform expression (Supple-
mental Methods S3). Genes can also be sorted by maxi-
mum fold change across all cell categories, allowing tran-
scripts with the highest magnitude of differential expression

to be easily identified. As new category labels can be as-
signed via cell selection, this enables users to easily identify
key changes in transcript expression across both cell cate-
gories and clusters.

Transcript representation is similar to that used in UCSC
Genome Browser (33) and Integrative Genomics Viewer
(34), where boxes represent exons and lines represent spliced
introns; however, no distinction is made between translated
and untranslated regions. By default, transcripts are drawn
with respect to their exons’ chromosomal coordinates. For
datasets produced through strand-specific sequencing pro-
tocols, and in cases where gene orientation is known, tran-
scripts on the negative strand can be reverse-complemented
and displayed in their 5′-3′orientation. Transcripts are col-
ored according to their median (default) or average expres-
sion levels across the cells displayed within the cell cluster
plot.

Cell category expression visualization

To compare transcript expression across cell categories, a
dot plot (Figure 1) is used to visualize the median or aver-
age transcript expression levels (as indicated by the color of
the dot) and the proportion of cells which express the tran-
script (as indicated by dot size) within each cell category.
This allows users to easily identify transcript expression pat-
terns, such as co-expression, isoform switching, differential
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Figure 3. Isoform switching between Clta-204 and Clta-206 in the ScNaUmi-seq dataset visualized in RNA-Scoop. Cells in the cell cluster plot are colored
according to the selected (highlighted in magenta) isoform’s expression level in the cell instead of cell category label colors. (A) Clta-204 isoform expression
visualization. (B) Clta-206 isoform expression visualization. The dot plots in A and B are identical, except their coloring.
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Figure 4. Expression of Sell isoforms in 18 mouse tissues. Spleen and mar-
row are columns 11 and 15 in the dot plot.

expression, and category/cluster specific expression, across
all groups of cells. Figure 2 shows examples of how these
events are visualized in the dot plot.

Cell cluster visualization

The cell cluster plot (Figure 1) presents two-dimensional
embeddings of the expression level matrix. UMAP and t-
SNE embeddings can be generated in RNA-Scoop, with
tunable parameters for each algorithm. Alternatively, a
wider variety of embedding or dimensionality reduction
representations can be imported from a user-specified file.
The plot is interactive, allowing users to zoom in and out
of different areas, and pan the plot freely. Cells are colored
based on their category labels, and they can be selected via
free-hand lasso selection or by category. Additionally, users
can load multiple cell category label sets and create cus-
tom label sets in RNA-Scoop via cell selection. This facil-
itates the examination of transcript expression across clus-
ters and different sets of cell categories, such as tissue or cell
type.

When cells are selected, the transcripts are colored ac-
cording to their expression levels in the selected cells only.
As cells can be selected either by free-hand lasso selec-
tion or by category, this allows transcript expression to
be compared across any groups of cells. When transcripts
are selected, the cells in which they are expressed are
highlighted.

Cells can be colored based on their expression of the se-
lected transcript instead of cell category (example shown
in Figure 3). This feature allows users to examine cell het-
erogeneity in transcript expression. The expression for the
selected transcript (highlighted in magenta in the isoform
view) is visualized at three levels: the entire dataset, cell cate-
gories, and individual cells. First, exons of a given transcript
in the transcript view are colored based on the transcript’s
median (default) or average expression level over all cells.
Second, the dot plot displays the median or average tran-
script expression level and the proportion of cells that ex-
press the transcript, for each cell category. Third, each cell
in the cell cluster plot is colored based on their level of ex-
pression of the selected transcript (instead of cell category
label).

RESULTS AND DISCUSSION

Recapitulating results from a published study

Isoform switching between Clta-204 and Clta-206 was pre-
viously reported in the ScNaUmi-seq dataset. We recapitu-
late this finding in RNA-Scoop and the resulting visualiza-
tions are shown in Figure 3.

Isoform switching was visualized between individual cells
using the cell cluster plot. Cells that were green when Clta-
204 was selected (Figure 3A) have become black when Clta-
206 was selected (Figure 3B). Similarly, cells that were black
when Clta-204 was selected have become green when Clta-
206 was selected. Isoform switching was also visualized be-
tween cell categories using the dot plot. Indicated by larger
and brighter green dots, Clta-204 was expressed higher or
in a larger proportion in cell categories 2, 4, 6 and 8, while
Clta-206 was expressed higher or in a larger proportion in
cell categories 1, 5 and 7.

Exploring the mouse single-cell transcriptomic atlas

We also explore Tabula Muris, a mouse single-cell transcrip-
tomic atlas, where analyses in the original study were only
done based on gene level expression. Filtering within RNA-
Scoop (see Supplemental Methods S2 for details) finds a
total of 251 genes that exhibit differential isoform expres-
sion between spleen and marrow. An interesting example
is the Sell gene, where four isoforms were shown to be co-
expressed in both spleen and marrow (Figure 4). Although
the isoform structure of Sell transcripts differed due to al-
ternative transcription mechanisms, such as AS and ATI,
RNA-Scoop was able to clearly show that all four isoforms
followed similar expression patterns across different tissues.

In the cell cluster plot, each tissue and cell type formed
several distinct clusters based on transcript expression lev-
els. An excellent example is the microglia cells, which
formed three clusters, separate from the other tissues (Fig-
ure 5). Several genes exhibited differential isoform expres-
sion between the clusters, including Tmem119, in which two
isoforms were shown to undergo isoform switching. Iso-
forms 2284771 and 2628717 underwent switching between
microglia clusters 1 and 3. Isoforms 2184694 and 28292321
appear to be co-expressed in all three microglia clusters and
lowly expressed in the non-microglia cluster. These results
cannot be examined through use of other transcriptome vi-
sualization tools, as they do not support the identification
of cell subpopulations, nor identification of the transcripts
differentially expressed across them.

While other scRNA-seq visualization tools, such as VA-
LERIE and Millefy, require users to identify genes of in-
terest through other methods, RNA-Scoop can help users
identify subsets of genes exhibiting differential isoform ex-
pression across tissue and cell types. With RNA-Scoop,
users can identify and examine transcripts undergoing spe-
cific expression patterns, such as co-expression, isoform
switching, differential expression, and category-specific ex-
pression. Additionally, RNA-Scoop visualizes basic tran-
script structures, allowing examination of AS, ATI, and
AC usage across cell groups. Through these easy-to-use fea-
tures, RNA-Scoop is an effective tool for interactive anal-
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Figure 5. RNA-Scoop visualization of Tmem119 isoform expression across three microglia cell clusters. Isoforms are colored according to their average
expression levels across all cells, and dots are colored according to their average non-zero expression levels in the cells of their category.

ysis of transcript expression across and within cell popula-
tions.

DATA AVAILABILITY

The release version 1.0.1 of RNA-Scoop can run on any
operating system that has Java Runtime Environment 8.
The source and compiled Java archive of RNA-Scoop
are available at https://github.com/bcgsc/RNA-Scoop
under open source license GPL-3.0. The input data
files for the ScNaUmi-seq and Smart-Seq2 datasets
used in this manuscript are publicly available at: https:
//github.com/bcgsc/RNA-Scoop/blob/master/test data/
GSM3748089.zip and https://www.bcgsc.ca/downloads/
supplementary/rnascoop/rnascoop test data.tar.gz, re-
spectively.

SUPPLEMENTARY DATA

Supplementary Data are available at NARGAB Online.
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