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Long read, isoform aware
sequencing of mouse nucleus
accumbens after chronic cocaine
treatment

Molly Estill}, Efrain Ribeiro?, Nancy J. Francoeur?, Melissa L. Smith?, Robert Sebra?3,
Szu-Ying Yeh?, Ashley M. Cunningham?, Eric J. Nestler! & Li Shen'**

To better understand the full-length transcriptome of the nucleus accumbens (NAc)—a key brain
reward region—in chronic cocaine treatment, we perform the first single molecule, long-read
sequencing analysis using the Iso-seq method to detect 42,114 unique transcripts from mouse NAc
polyadenylated RNA. Using GENCODE annotation as a reference, we find that over half of the Iso-seq
derived transcripts are annotated, while 46% of them harbor novel splicing events in known genes;
around 1% of them correspond to other types of novel transcripts, such as fusion, antisense and
intergenic. Approximately 34% of the novel transcripts are matched with a compiled transcriptome
assembled from published short-read data from various tissues, with the remaining 69% being
unique to NAc. These data provide a more complete picture of the NAc transcriptome than existing
annotations and can serve as a comprehensive reference for future transcriptomic analyses of this
important brain reward region.

The brain’s reward system is a key driver of the response to intrinsic and extrinsic rewarding stimuli'. In mam-
mals, the brain’s dopaminergic pathways, which include the mesocorticolimbic pathway, are known to be
disrupted by addiction. This mesocorticolimbic pathway, with a well-established role in pleasure and reward,
originates in the ventral tegmental area (VTA) and projects to several forebrain regions, including the nucleus
accumbens (NAc), amygdala, and hippocampus'. The long-lasting effects of drugs of abuse on this reward cir-
cuitry are suspected to be mediated by epigenetic changes, such as chromatin accessibility, and by alterations
in gene expression?.

In rat models, cocaine injections have been shown to cause gene “priming” of the FosB gene in the NAc, allow-
ing for rapid transcription of FosB after a cocaine challenge®. In a murine model of cocaine addiction and relapse,
genes associated with the first-ever exposure to cocaine and chronic cocaine administration across PFC, dorsal
striatum (DStr), NAc, basolateral amygdala (BLA), ventral hippocampus (vHIP), and VTA were identified*.
Due to the crucial role of the NAc in mediating addiction, a thorough characterization of the chromatin and
transcriptomic landscape is needed to understand the changes induced by addictive substances**. However, all
studies to date have relied on short read RNA-seq data® to characterize the transcriptome, which is excellent
for gene expression quantification but falls short in its ability to identify full-length transcripts with isoform
resolution. Although alternative splicing induced by drug treatment was described in previous studies’', these
works were based on previously annotated transcriptomes. Here, we utilized Single Molecule, Real-Time (SMRT)
sequencing, combined with Iso-seq methods'!, to characterize the polyadenylated transcriptome of the mouse
NAc under chronic cocaine and saline administration conditions to provide a more comprehensive picture of
the transcriptome of this brain reward region. The novel transcripts were further examined using short-read
RNA-seq data from a previous study'® performed in the mouse NAc to assess short-read support of the full-
length transcripts. As far as we know, this is the first application of Iso-seq analysis to in vivo brain tissue from
a drug addiction study.
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Figure 1. Distribution of SQANTI2 classifications of Iso-seq transcripts. The novel isoform categories

are grouped into “Novel-rearrangement” and “Novel-other”. The “Novel-rearrangement” represents SJ
rearrangements (NIC and NNIC). The “Novel-other” represents all four remaining novel categories (Genic
genomic, Intergenic, Antisense and Fusion).

Results

Classification of long-read isoforms. The objective of this study was to identify the NAc transcriptome,
as well as any splicing variants that may be induced or repressed by cocaine exposure. To accomplish this, male
C57BL/6 ] mice were injected with saline or cocaine (5 in each group) for 7 days. As the focus of this study
was on robustly identifying transcripts in a cost-effective manner, the NAc tissues for all animals were pooled.
3,145,365 full-length (FL) reads were obtained and after de novo isoform prediction using the IsoSeq3.1 pipe-
line (SMRTLink, v8.0), were subsequently collapsed to 199,974 high-quality reads. 99.9% of all high-quality
reads (199,879 reads) were successfully aligned to the mm10 genome. An initial set of 55,310 unique isoforms
were identified, which were classified and filtered using SQANTI2!2! for a final set of 42,114 unique isoforms.
SQANTI2">"!* was used to provide a detailed classification of the transcripts, in comparison to the established
GENCODE annotation (release M25)". The SQANTI2 classifications, which include eight categories, are
described briefly here. “Full Splice Match” (FSM) and “Incomplete Splice Match” (ISM) are isoforms that match
reference transcripts at all splice junctions (SJs) or only a portion of the consecutive SJs, respectively; these two
categories are not considered to be novel. The remaining six classes—Intergenic, Genic Genomic, Antisense,
Fusion, Novel in Catalog (NIC) and Novel Not in Catalog (NNIC)—are considered to be novel (for examples,
see Supplementary Fig. S1). Specifically, novel rearrangements of known or unannotated SJs are classified as NIC
and NNIC, with NIC transcripts representing new combinations of previously annotated donors and acceptors,
while NNIC transcripts include novel donors and/or acceptors. The remaining four novel categories represent
isoforms that have no exon congruency with known annotations. The category “Genic Genomic” represents
those transcripts with partial exon overlap in a known gene, but do not share known SJs. “Intergenic” transcripts
lie completely outside annotated genes. “Antisense” transcripts are polyadenylated transcripts overlapping the
complementary strand of an annotated transcript, while “Fusion” indicates a transcript joined from two inde-
pendently annotated loci. We also compared results derived from the SQANTI2 tool with another commonly
used pipeline, MatchAnnot'®, and found that they overlapped very well, but SQANTI2 provided a more detailed
annotation (Supplementary Fig. S2 and Supplementary File 1). This level of fine categorization can be impor-
tant for distinguishing the potential roles of a novel transcript, particularly for genes that have many different
isoforms.

Based on the SQANTI2 classification (Fig. 1), 53% of the 42,114 Iso-seq derived transcripts were classified
as previously known, with 44% being FSM and 9% being ISM. The rest were largely classified as novel SJ rear-
rangements of known genes (i.e., NIC and NNIC), which altogether comprised almost 46% of the isoforms. The
remaining novel categories (Genic Genomic, Intergenic, Antisense and Fusion) together comprised 1.2% of the
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NO CAGE overlap CAGE overlap

Coding Non-coding | Coding Non-coding
Antisense 10.6% (10) 20.2% (19) 18.1% (17) 51.1% (48)
Intergenic 1.1% (1) 52.7% (48) 3.3% (3) 42.9% (39)
Fusion 5% (14) 2.5% (7) 84.4% (238) 8.2% (23)
Genic 7.7% (3) 15.4% (6) 41% (16) 35.9% (14)
FSM 3% (551) 12% (217) | 92% (17,175) | 3.9% (728)
ISM 19.9% (724) | 1.3% (48) 76% (2768) 2.7% (100)
NIC 3% (350) 0.2% (23) 95.2% (10,923) | 1.6% (182)
NNIC 6.2% (488) | 1% (81) 88.7% (6934) | 4% (310)

Table 1. CAGE overlap and coding prediction of the novel transcripts break down into the eight categories.
For each row, the proportions and the corresponding counts of each category are shown.

isoforms. The smallest novel categories are Intergenic and Genic Genomic, which comprised only 0.2% and
0.01% of the isoforms, respectively.

The vast majority of the SJs utilized in the mammalian transcriptome comprise the canonical nucleotide
compositions of GT-AG, GC-AG and AT-AC at the beginning and the end of the intron, with GT-AG being the
dominant form. Altogether, these canonical compositions encompass the vast majority (>99%) of the human
SJs'>714. As expected, the majority of the Iso-seq transcripts in our dataset used known canonical SJs (91.8% of
SJs), with only 0.04% of SJs being known non-canonical. The remaining 8.1% (n=11,110) of SJs were not present
in the GENCODE annotation and were thus considered to be novel. All identified novel SJs were classified as
“novel canonical’, indicating that the SJs had not been previously annotated, but utilized canonical nucleotide
compositions.

It should be noted that each transcript assessed in this study is supported by two or more FL Iso-seq reads,
which is expected to reduce the incidence of false positives in this analysis'’. The veracity of the novel isoforms
was also assessed through an overlap with publicly available Cap Analysis Gene Expression (CAGE) peaks, col-
lected across a variety of murine primary cells and cell lines'®. The CAGE peaks used in this study consisted of
prior known CAGE peaks (remapped to mm10) and newly identified CAGE peaks in the FANTOMS release!®".
As shown in Table 1, the novel categories show an excellent overlap with the CAGE peaks. Even in the case of
intergenic transcripts, which have the lowest overlap with the CAGE peaks, 46% of the transcripts overlap a
CAGE peak. Additionally, CAGE analysis, which is designed to capture the 5’ ends of capped mRNAs, can only
measure transcriptional initiation frequencies for the tissue it was performed in. Therefore, the lack of overlap
by some transcripts may be due to the lack of CAGE analysis in the mouse NAc tissues. In total, 17 exon-exon
junctions defining novel transcripts (6 intergenic, 3 fusion, 4 genic, and 4 antisense) were verified by both qRT-
PCR and Sanger sequencing (Supplementary File 2 and Supplementary Fig. S3).

Comparison of the NAc transcriptome to previous mouse annotation.  Previous studies have made
available a series of transcriptomes from a variety of mouse tissues using both short- and long-read sequenc-
ing. A compiled transcriptome was derived from three short-read based studies—the first study*® (GSE125483)
includes a variety of mouse tissues (Adrenal, Colon, Heart, Liver, Lung, Muscle, Pituitary, Skin, Thyroid and
Brain); the second study?' (GSE107423) includes healthy brain tissues; and the third study®* (GSE112348)
includes a specific brain region (Cortex)—and two long-read based studies—the first study? includes vari-
ous murine tissues (including brain) (GSE93848) and the second study** includes preimplantation embryos
(GSE138760). In addition, the NONCODE database for mouse*>?, which contains a reference of long non-
coding transcripts, was added to the compiled transcriptome (Supplementary File 3).

Therefore, the compiled data represented a comprehensive collection of mouse transcriptomes with an empha-
sis on brain-specific transcripts. Notably, the compiled transcriptome includes transcripts from multiple brain
regions, including NAc. However, due to the small size of NAc (in comparison to the whole brain), the contribu-
tion of the NAc-specific transcripts to the transcriptome was assumed to be negligible. Therefore, these external
studies can be used to complement the GENCODE annotation and help us better distinguish whether an Iso-seq
derived transcript has expression evidence in other murine tissues. We will refer to the compiled transcriptome
as the “brain-enriched whole mouse transcriptome” (BWMT). The Iso-seq derived transcripts were compared
to the BWMT using SQANTI2!?™* (Supplementary File 4). If an Iso-seq transcript was classified as novel by
GENCODE, but as FSM or ISM using the BWMT as a reference, it was considered to be shared between the NAc
and other mouse tissues or “BWMT-matched”; if a transcript was classified as novel by both GENCODE and
BWMT, it was determined to be “NAc-specific”; the transcripts that were classified as FSM or ISM by GENCODE
were ignored here since they were already annotated.

We performed a head-to-head comparison of the transcript classifications between the two transcriptomes
using a confusion matrix (Fig. 2A). Of particular interest were the transcripts that were classified as one of the
novel categories (NIC, NNIC, Genic Genomic, Fusion, Antisense or Intergenic) using the GENCODE reference.
As shown in Fig. 2A, approximately 46% and 17%, respectively, of the NIC and NNIC GENCODE classifications
were re-assigned as FSM or ISM in the BWMT reference, that is, the transcripts were BWMT-matched. Approxi-
mately 44% and 28% of the Genic Genomic and Fusion categories, respectively, were found to be a BWMT match.
Similarly, approximately 35% and 44% of the Antisense and Intergenic categories, respectively, were a BWMT
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Figure 2. Comparison of Iso-seq NAc transcripts to a published murine annotation. (A) Confusion matrix of
Iso-seq transcript classifications, based on the novel transcript assignments in the GENCODE annotation and
the BWMT annotation. For each matrix row, a cell’s value is presented as a proportion of the row’s sum. Novel
transcripts with a complete match (FSM or ISM) in the BWMT reference are highlighted with a black rectangle.
(B) Distribution of novel Iso-seq transcripts in NAc, based on the transcript assignments in the BWMT
annotation and the de novo NAc annotation. Novel transcripts are defined as being classified other than FSM or
ISM. 6764 of the 19,788 transcripts identified as novel according to the GENCODE annotation overlap the FSM
and ISM transcripts in the BWMT annotation. The remaining 13,024 transcripts are considered NAc-specific,
with 1064 transcripts being identified as FSM or ISM in the de novo NAc annotation.

match. Surprisingly, a total of 96% of the Intergenic classifications were re-assigned as a non-intergenic category
in the BWMT reference, suggesting many “intergenic” transcripts were merely missed records in the GENCODE
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annotation. Altogether, this comparison suggests that the BWMT reference can complement the GENCODE to
more accurately classify the Iso-seq derived transcripts.

We previously have examined the transcriptomes of mouse NAc after chronic saline and cocaine exposure via
short-read (100 bp single-end) RNA-seq'?. To determine if the NAc-specific transcripts identified in this study
can be assembled from short-read NAc sequencing, we used SPADES? to generate a de novo transcriptome from
the short-read data (Supplementary File 5). As shown in Fig. 2B, only 8.2% of the NAc-specific transcripts were
matched in the de novo short-read NAc transcriptome. This shows that the Iso-seq long-read sequencing is a
powerful tool to discover previously unknown transcripts.

Expression analysis of novel and known transcripts using short read data. Although the Iso-seq
technique excels at elucidating the full-length transcriptome and identifying novel variants, it cannot provide
sufficient sequencing depth for gene expression quantification with a reasonable cost. To address this limitation,
we integrated the short-read data from mouse NAc with the Iso-seq derived transcripts from the present study.
Towards this end, replicates of both cocaine and saline (3 replicates in each condition) short-read libraries were
processed with a pseudo-aligner, Kallisto?, to the Iso-seq reference transcriptome. Isoform expressions were
normalized as transcripts per million (TPM). Genes expected to be highly expressed in brain were verified to be
also highly expressed using the short-read libraries. For example, Gfap (encoding glial fibrillary acidic protein),
a major filament protein of astrocytes, is highly expressed in human® and mouse® brain tissue and the major
isoforms of Gfap showed high expressions in both short-read and Iso-seq long-read sequencing libraries (Sup-
plementary Fig. S4).

Among the different SQANTI2 categories, certain categories, such as FSM and ISM, were associated with
slightly higher expression values than the others (Supplementary Fig. S5). This was expected due to the associa-
tions of these categories with well-annotated genes. However, it was interesting that the “intergenic” category had
a large expression range, suggesting that transcripts derived from intergenic regions may be heavily expressed
despite originating from previously thought non-genic stretches of the genome. Ontological analysis of genes at
the top 10% TPM value revealed the most significant enrichment in the Mouse Gene Atlas database to be NAc
(N'=205; adjusted p-value = 5.8e-64), which was expected.

Among the novel transcript categories, NNIC and NIC had the largest gene lists. The enrichment of these
gene lists in ontological databases and murine tissues revealed that NNIC genes were significantly associated with
several cellular components, including cytosol (N =644; adjusted p-value=5.3e-12), Golgi apparatus (N =244;
adjusted p-value=9.7e-8), and synapse (N =127; adjusted p-value=3.6e-7). NIC genes were significantly asso-
ciated with cytosol (N =843; adjusted p-value =1.7e-34), nucleolus (N =560; adjusted p-value =1.4e-23), and
mitochondrion (N =446; adjusted p-value =5.1e-22). When examining the enrichments in biological func-
tions, both NNIC and NIC were most significantly associated with regulation of GTP (NNIC: N=157, adjusted
p-value=2.1e-8; NIC: N =185, adjusted p-value =6.9e-11) (Supplementary File 6). In neurons, GTP cycling plays
a major role in proper neuronal functioning, including the synaptic terminal and neurotransmitter release®2.
Such genes associated with GTP cycling include SYNGAP1, whose protein is a Ras GTPase activating protein,
and which is essential for normal postsynaptic signaling. Additionally, mutations in SYNGAP1 are known to
cause intellectual disability in humans®®. Notably, the NNIC category is highly associated with regulation of
synaptic plasticity (N =51; adjusted p-value=1.3e-5). This includes genes involved in fusion of vesicles to the
synapse, such as SNAP25, a component of the SNARE complex*, and SYP, encoding synaptophysin, an integral
membrane protein of synaptic vesicles®. Alternative splicing has been extensively implicated in neuronal devel-
opment, function and synaptic plasticity*>*’. For example, neurexin, a class of synaptic adhesion molecules, are
known to have thousands of distinct isoforms in mice®.

We searched known addiction-related genes for the presence of novel transcripts in our data. Genes identified
in a previous study as having a positive or negative association with cocaine addiction in mice across several
brain regions were examined for evidence of novel transcripts*. While the majority of the examined genes were
not associated with novel transcripts in the Iso-seq dataset, several interesting novel transcripts were identified.
FGF10, a fibroblast growth factor involved in cell growth, is expressed across a range of murine tissues. In this
study, a single-exon transcript antisense to the 5’ end of the Fgf10 gene, PB.12758.1, was identified. Steroid recep-
tor RNA activator 1 (SRA1) is negatively associated with cocaine addiction?, and its gene is located downstream of
the gene encoding Amyloid Beta Precursor Protein Binding Family B Member 3 (APBB3). Two novel transcripts,
PB.15617.1 and PB.15617.2, were found to be fusion transcripts of Apbb3 and Sral. This phenomenon appears
to be caused by a read-through of Apbb3 into its downstream neighboring gene, Sral. Both fusion transcripts
were predicted to encode proteins, with coding probability scores of 0.994 and 0.988, respectively. This read-
through product was also matched with several similar read-through transcripts in the BWMT transcriptome.

FosB, a transcription factor implicated in the neuronal response to stress and drugs®**, as well as its splice
variant, AFosB, show evidence of a 5’ truncation due to an alternative transcription start site (TSS)*. The novel
transcripts PB.6409.1 and PB.6409.2 lack the first exon of FosB and AFosB, implying the presence of multiple
TSSs. While this study did not validate the novel 5 truncations of FosB or AFosB with targeted PCR or Sanger
sequencing, it should be noted that the BWMT transcriptome also contains evidence for these 5’ truncated
transcripts. Additionally, the FANTOMS5 CAGE dataset overlaps the pre-established first exon of the novel,
truncated transcripts.

Lastly, a Y-linked gene associated with the NAc in male mice*, encoding EIF2S3Y (eukaryotic translation
initiation factor 2 subunit 3 y-linked), was found to have three novel splice variants in both truncated and
full-length forms of the transcript (PB.16991.1, PB.16991.3, and PB.16991.4). All three novel transcripts were
predicted to encode proteins with probability scores of 0.886, 0.888, and 0.876.
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Discussions and Conclusion

The brain has a unique transcriptome, characterized by extensive alternative splicing®*?. The NAc is of particular
importance in reward and motivation and hence in the long-lasting effects of addiction*’. To further the charac-
terization of the NAc transcriptome, we applied long-read sequencing to NAc tissue pooled from cocaine-exposed
and control mice in order to obtain a more complete picture of its isoform variation. In contrast to short-read
sequencing, this approach produced more accurate isoform structures. These sequenced novel transcripts can
complement the existing annotation for further studies.

Although the majority of the sequenced polyadenylated NAc isoforms were associated with known genes, a
number of novel polyadenylated transcripts, both coding and non-coding, were identified. While the GENCODE
annotation is an excellent resource for annotating the majority of NAc-derived transcripts, the BWMT annotation
more accurately classified certain NAc-derived transcripts. This suggests that the BWMT transcriptome may be
a useful complement to the GENCODE reference when seeking to annotate unknown murine RNAs. Interest-
ingly, transcripts classified as intergenic exhibited a considerable expression range, suggesting that transcripts
derived from intergenic regions can be heavily expressed despite originating from assumed non-genic stretches
of the genome. This supports the presence of previously unannotated genes in mouse brain, which will require
validation in future studies, prior to incorporating such novel genes into the standard murine transcriptome
annotations. The current study validates several novel transcripts, both verifying splicing patterns present in the
BWMT transcriptome, and validating the splicing patterns of novel NAc-specific transcripts.

Ontological analysis verified that the genes associated with highly expressed transcripts and novel transcript
categories are enriched in NAc. When the novel categories were examined individually, the gene lists were
associated with a range of cellular components. Interestingly, NNIC genes were significantly associated with
regulation of GTP and regulation of synaptic plasticity, implicating the novel transcripts in regulating synapses
within the NAc.

Previous studies have identified a series of addiction-related genes, which we examined in this study for the
presence of novel transcripts. Cocaine- and amphetamine-regulated transcript (Cartpt), encoding the neuro-
peptide CART, may play a role in the actions of psychostimulant drugs of abuse, such as cocaine*!. However, in
this dataset, no novel transcripts were found to be associated with CARTPT. In contrast, FosB, a transcription
factor implicated in the neuronal response to stress and drugs®®*, as well as its splice variant, AFosB, showed
evidence of a 5' truncation due to an alternative TSS?.

Interestingly, alignment of the amplicon sequences to the mm10 genome revealed that 5 of the 19 examined
exon-exon junctions were derived from IAP repeats of the ERVK family (Supplementary File 2). A qRT-PCR
analysis of the exon-exon junctions revealed that the IAP-derived amplicons are expressed at a similar level as
other amplicons that were not generated from repeats (Supplementary Figure S3). Evolutionarily, ERVK elements
are a relatively recent addition to the murine genome**. It is possible that IAPs and the ERVK family may be
driving the formation of novel transcripts in the mouse brain. The current study does not extend to addressing
the role of cocaine in modifying expression of novel transcripts. However, it is possible that cocaine administra-
tion may influence the expression of ERVK elements in neuronal tissues and by consequence the formation of
novel transcripts.

In conclusion, the long read Iso-seq approach implemented in this study allowed the creation of a far more
comprehensive NAc-derived transcriptome and the identification of NAc-specific transcripts. The NAc-derived
transcriptome is intended for use as an annotation in future RNA-seq studies. In particular, the inclusion of
both cocaine and saline samples allows this transcriptome to be a relevant reference for future addiction studies
in mice.

Methods

RNA extraction. Ten 8-10 week old male C57BL/6 ] mice were used to generate RNA for sequencing. Five
of the mice were given intraperitoneal saline injections for 7 days, while the other 5 mice were given 20 mg/
kg cocaine via intraperitoneal injection for 7 days. This approach (pooling tissue from saline- and cocaine-
treated mice) was utilized to ensure that the captured transcriptome contained any splicing variants that might
be induced only after cocaine exposure or conversely only expressed at baseline. NAc tissue was isolated by
punch dissection one hour after the final injection and stored frozen at — 80 °C until RNA extraction. RNA from
individual mice was extracted using Qiagen RNeasy Mini kit and pooled prior to library preparation. NAc was
isolated from each mouse bilaterally, such that a total of 20 NAc 12 gauge punches were used for the experi-
ment. Samples prepared for validation PCR were prepared in a similar fashion, with two minor exceptions.
In the validation PCR samples, NAc tissue was isolated 24 h after the final injection, using 14 gauge punches.
Further details on cocaine treatments and NAc dissections have been published previously'®. All animal use was
approved by Mount Sinai’s institutional animal care and use committee. All experiments involving live animals
were performed in accordance with relevant guidelines and regulations. Additionally, all experiments involv-
ing live animals were performed in full compliance with ARRIVE guidelines 2.0 (https://arriveguidelines.org/).

Iso-seq library preparation and sequencing. Briefly, two micrograms of high quality RNA (RIN=38.8)
was used as input into oligo-dT primed cDNA synthesis (Takara). Following double-stranded cDNA amplifica-
tion, transcripts were size selected, separating transcripts <4 kb from those >4 kb by use of magnetic beads. The
transcripts of each size bin were then equimolar pooled in order to adequately represent longer transcripts in
the subsequent sequencing library. The pooled cDNA was used as input into SMRTbell library preparation as
recommended by the manufacturer. The SMRTbell library was sequenced on a SMRTcell 8 M on the Sequel 2
platform using v2 chemistry within Mount Sinai’s Genomics Technology team.
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Bioinformatics analysis. Initial data processing was performed using the IsoSeq 3.1 software pipeline,
which is incorporated into the online SMRTLink 8.0 bioinformatics tool suite (Pacific Biosciences). Intramo-
lecular error correcting was performed using the circular consensus sequencing (CCS) algorithm to produce
highly accurate (> Q20) CCS reads, each requiring a minimum of 3 polymerase passes. The polished CCS reads
were then passed to the lima tool to remove IsoSeq and template-switching oligo sequences and orient the
isoforms into the correct sense or antisense direction. The refine tool was then used to remove polyA tails and
concatemers from the full-length reads and finally, the cluster algorithm was invoked to perform a reference-free
clustering of the sequences into final consensus isoforms ready for downstream analysis.

The resulting FASTA data of high quality (HQ), polished isoforms were used in the following downstream
analysis. The HQ isoforms were aligned to the GRCm38 Mus musculus genome assembly using the splice-aware
aligner, GMAP*Y (version 2019-02-15). All uniquely-mapped isoforms were used as input into the TAMA Exon
Cascade Collapse algorithm (version 2019-11-19) to reduce isoform redundancy. The cDNA_Cupcake!? (version
11.0.0) tool suite was then used to extract full-length counts for the collapsed isoforms. Next, the SQANTI2 (ver-
sion 7.4.0) tool suite was used to remove artifactual transcripts with evidence of RT-switching and genomic polyA
intra-priming errors. Using SQANTI2!'>"!4, the final list of uniquely-mapped, collapsed and filtered isoforms were
characterized against the M25 release of GENCODE gene annotations. The collapsed, unique isoforms were also
annotated with MatchAnnot (version 2015-02-18)'¢, using the mm10 GENCODE annotation (release M25).
An in-house pipeline to automatically perform the above steps is available at https://github.com/shenlab-sinai/
Isoseq_processing. Coding potential for unique transcripts was calculated using COME (COding potential from
Multiple fEatures)*®, with the pre-calculated murine (mm10) model®.

The Brain-enriched Whole Mouse Transcriptome (BWMT) was derived from three individual short-read
RNA-seq studies, two Pacbio RNA-seq studies, and the NONCODE database. The first study, GSE125483,
assessed a variety of mouse tissues (Adrenal, Colon, Heart, Liver, Lung, Muscle, Pituitary, Skin, Thyroid and
Brain)®. The second study, GSE107423, assessed healthy brain tissue?!. The third study, GSE112348, extracted
tissue from Cortex*>. GTF files from the three studies were extracted from the GEO database. The two Pacbio
long-read technology studies, GSE93848 and GSE138760, were designed to capture long-read transcriptome
of various murine tissues (including brain)?, and preimplantation embryos®, respectively. The NONCODE
database (version v6.0) for mouse contains 131,974 long non-coding transcripts?2.

NAc-derived short reads from previously published short read (100 bp) libraries'® (GSE42805) were subjected
to de novo transcriptome assembly, using SPAdes (version 3.14.1). The de novo fasta file was collapsed using the
TAMA Exon Cascade Collapse algorithm and converted to a GTF file. This GTF file was then processed with
the ‘cuffmerge’ command available in Cufflinks (version 2.2.1), using the GENCODE M25 gene annotation as a
reference, producing the de novo short-read NAc transcriptome. To produce the BWMT annotation, GTF files
from the three studies (GSE125483, GSE107423, and GSE112348) were combined using the ‘cuffmerge’ command
available in Cufflinks (version 2.2.1), using the GENCODE M25 gene annotation as a reference.

Expression of the isoforms derived from the Iso-seq dataset was assessed using previously published short
read (100 bp) libraries (GSE42805)'°. Expression was calculated with Kallisto (version 0.46.2), in conjunction
with the GTF file generated from the Iso-seq processing pipeline, for all six short-read RNA-seq samples from
the NAc of three replicates injected with cocaine (SRR629622, SRR629623, SRR629624) and three control rep-
licates (SRR629625, SRR629626, SRR629627) to the mm10 genome. Normalized read counts were presented as
Transcripts Per Million (TPM).

Ontological analysis of gene sets was performed in R with enrichR (version 2.1). The “Mouse_Gene_Atlas’,
“GO_Molecular_Function_2015", “GO_Cellular_Component_2015” and “GO_Biological_Process_2015” data-
bases were used as ontological databases for calculating enrichment of gene sets. A maximum adjusted P-value
threshold of 0.05 was used as a cutoff for consideration of GO terms whenever possible.

Validation PCR. Exon-exon primers were designed and utilized for novel transcript validation. For qPCR
validation, RNA extracted from NAc of four saline- and five cocaine-treated mice were separately converted to
cDNA with iScript (Bio-Rad) with a 500 ng RNA input. 100 ng per sample was combined for a total of 1000 ng
RNA input. Real-time qPCR was performed using SybrGreen Fast master mix and standard cycling conditions
on a QuantStudio 5 and analyzed by the 272 method with ActB as a control gene.

For TA cloning, amplicon of each primer set was obtained through PCR using Platinum Taq DNA Polymer-
ase High Fidelity (ThermoFisher) and cleaned up using NucleoSpin Gel and PCR Clean-Up (Macherey-Nagel).
TA cloning of the amplicons was accomplished by pGEM-T Easy Vector Systems (Promega), and plasmid were
extracted through NucleoSpin Plasmid (Macherey—-Nagel). To acquire DNA sequences of amplicons, plasmids
were subjected to Sanger sequencing with T7 primer (5'- TAATACGACTCACTATAGGG-3').

Data availability
The dataset described in this study is available at GSE129462.

Code availability
An in-house pipeline to perform the majority of processing steps is available at https://github.com/shenlab-sinai/
Isoseq_processing.

Received: 2 June 2020; Accepted: 10 March 2021
Published online: 24 March 2021

Scientific Reports |

(2021) 11:6729 | https://doi.org/10.1038/s41598-021-86068-7 nature portfolio


https://github.com/shenlab-sinai/Isoseq_processing
https://github.com/shenlab-sinai/Isoseq_processing
https://github.com/shenlab-sinai/Isoseq_processing
https://github.com/shenlab-sinai/Isoseq_processing

www.nature.com/scientificreports/

References

1.

Luo, S. X. & Huang, E. ]. Dopaminergic neurons and brain reward pathways: from neurogenesis to circuit assembly. Am ] Pathol
186, 478-488. https://doi.org/10.1016/j.ajpath.2015.09.023 (2016).

2. Renthal, W. & Nestler, E. J. Epigenetic mechanisms in drug addiction. Trends Mol. Med. 14, 341-350. https://doi.org/10.1016/j.
molmed.2008.06.004 (2008).
3. Damez-Werno, D. et al. Drug experience epigenetically primes fosb gene inducibility in rat nucleus accumbens. J. Neurosci. 32,
10267. https://doi.org/10.1523/JNEUROSCI.1290-12.2012 (2012).
4. Walker, D. M. et al. Cocaine self-administration alters transcriptome-wide responses in the brain’s reward circuitry. Biol. Psychiat.
84, 867-880. https://doi.org/10.1016/j.biopsych.2018.04.009 (2018).
5. Walker, D. M., Cates, H. M., Heller, E. A. & Nestler, E. J. Regulation of chromatin states by drugs of abuse. Curr. Opin. Neurobiol.
30, 112-121. https://doi.org/10.1016/j.conb.2014.11.002 (2015).
6. Wang, Z., Gerstein, M. & Snyder, M. RNA-Seq: a revolutionary tool for transcriptomics. Nat. Rev. Genet. 10, 57-63. https://doi.
org/10.1038/nrg2484 (2009).
7. Cates, H. M. et al. Transcription factor E2F3a in nucleus accumbens affects cocaine action via transcription and alternative splic-
ing. Biol. Psychiat. 84, 167-179. https://doi.org/10.1016/j.biopsych.2017.11.027 (2018).
8. Maze, L. et al. Cocaine dynamically regulates heterochromatin and repetitive element unsilencing in nucleus accumbens. Proc.
Natl. Acad. Sci. 108, 3035. https://doi.org/10.1073/pnas.1015483108 (2011).
9. Ferguson, D. et al. Essential role of SIRT1 signaling in the nucleus accumbens in cocaine and morphine action. J. Neurosci. 33,
16088. https://doi.org/10.1523/JNEUROSCI.1284-13.2013 (2013).
10. Feng, J. et al. Chronic cocaine-regulated epigenomic changes in mouse nucleus accumbens. Genome Biol. 15, R65. https://doi.org/
10.1186/gb-2014-15-4-r65 (2014).
11. Biosciences, P. RNA sequencing. https://www.pacb.com/applications/rna-sequencing/
12. Magdoll. cDNA_Cupcake. https://github.com/Magdoll/cDNA_Cupcake/wiki
13. Tardaguila, M. et al. SQANTI: extensive characterization of long-read transcript sequences for quality control in full-length tran-
scriptome identification and quantification. Genome Res. 28, 396-411 (2018).
14. ConesaLab. SQANTI, <https://github.com/ConesaLab/SQANTI>
15. GENCODE. https://www.gencodegenes.org/mouse/release_M25.html
16. Skelly, T. MatchAnnot. https://github.com/TomSkelly/MatchAnnot
17. Kuo, R. L et al. Illuminating the dark side of the human transcriptome with long read transcript sequencing. BMC Genom. 21,
751. https://doi.org/10.1186/s12864-020-07123-7 (2020).
18. Noguchi, S. et al. FANTOMS5 CAGE profiles of human and mouse samples. Sci. Data 4, 170112. https://doi.org/10.1038/sdata.
2017.112 (2017).
19. Lizio, M. et al. Update of the FANTOM web resource: expansion to provide additional transcriptome atlases. Nucleic Acids Res.
47, D752-D758. https://doi.org/10.1093/nar/gky1099 (2019).
20. Nagqvi, S. et al. Conservation, acquisition, and functional impact of sex-biased gene expression in mammals. Science 365, eaaw7317.
https://doi.org/10.1126/science.aaw7317 (2019).
21. Long, Y. et al. Dysregulation of glutamate transport enhances treg function that promotes VEGF blockade resistance in glioblas-
toma. Can. Res. 80, 499. https://doi.org/10.1158/0008-5472.CAN-19-1577 (2020).
22. Bhattarai, S. et al. Deep sequencing reveals uncharted isoform heterogeneity of the protein-coding transcriptome in cerebral
ischemia. Mol. Neurobiol. 56, 1035-1043. https://doi.org/10.1007/s12035-018-1147-0 (2019).
23. Lagarde, J. et al. High-throughput annotation of full-length long noncoding RNAs with capture long-read sequencing. Nat. Genet.
49, 1731-1740. https://doi.org/10.1038/ng.3988 (2017).
24. Qiao, Y. et al. High-resolution annotation of the mouse preimplantation embryo transcriptome using long-read sequencing. Nat.
Commun. 11, 2653. https://doi.org/10.1038/s41467-020-16444-w (2020).
25. Zhao, Y. et al. NONCODE 2016: an informative and valuable data source of long non-coding RNAs. Nucleic Acids Res. 44, D203—
D208. https://doi.org/10.1093/nar/gkv1252 (2016).
26. NONCODE. NONCODE (version v6.0). http://www.noncode.org/
27. Bushmanova, E., Antipov, D., Lapidus, A. & Prjibelski, A. D. rnaSPAdes: a de novo transcriptome assembler and its application to
RNA-Seq data. GigaScience https://doi.org/10.1093/gigascience/giz100 (2019).
28. Bray, N. L., Pimentel, H., Melsted, P. & Pachter, L. Near-optimal probabilistic RNA-seq quantification. Nat. Biotechnol. 34, 525-527.
https://doi.org/10.1038/nbt.3519 (2016).
29. INSTITUTE, B. Genotype-Tissue Expression Project. https://www.gtexportal.org
30. EMBL-EBI. Expression Atlas release 33 - December 2019. https://www.ebi.ac.uk/gxa/home
31. Siidhof, T. C. Function of Rab3 GDP-GTP Exchange. Neuron 18, 519-522. https://doi.org/10.1016/S0896-6273(00)80292-5 (1997).
32. Hall, A. The cellular functions of small GTP-binding proteins. Science 249, 635. https://doi.org/10.1126/science.2116664 (1990).
33. Berryer, M. H. et al. Mutations in SYNGAP1 cause intellectual disability, autism, and a specific form of epilepsy by inducing
haploinsufficiency. Hum. Mutat. 34(2), 385-394. https://doi.org/10.1002/humu.22248 (2013).
34. Antonucci, E et al. SNAP-25, a known presynaptic protein with emerging postsynaptic functions. Front. Synaptic Neurosci. 8, 1.
https://doi.org/10.3389/fnsyn.2016.00007 (2016).
35. UniProtKB - Q62277. UniProt. https://www.uniprot.org/uniprot/Q62277 (2021)
36. Furlanis, E. & Scheiffele, P. Regulation of neuronal differentiation, function, and plasticity by alternative splicing. Annu. Rev. Cell
Dev. Biol. 34, 451-469. https://doi.org/10.1146/annurev-cellbio-100617-062826 (2018).
37. Raj, B. & Blencowe, B. J. Alternative splicing in the mammalian nervous system: recent insights into mechanisms and functional
roles. Neuron 87, 14-27. https://doi.org/10.1016/j.neuron.2015.05.004 (2015).
38. Nestler, E. J. AFosB: a transcriptional regulator of stress and antidepressant responses. Eur. J. Pharmacol. 753, 66-72. https://doi.
org/10.1016/j.ejphar.2014.10.034 (2015).
39. Nestler, E. J. Transcriptional mechanisms of addiction: role of AFosB. Philos. Trans. Royal Soc. B Biol. Sci. 363, 3245-3255. https://
doi.org/10.1098/rstb.2008.0067 (2008).
40. Alibhai, I. N., Green, T. A., Potashkin, J. A. & Nestler, E. J. Regulation of fosB and AfosB mRNA expression: In vivo and in vitro
studies. Brain Res. 1143, 22-33. https://doi.org/10.1016/j.brainres.2007.01.069 (2007).
41. LaRese, T. P, Rheaume, B. A., Abraham, R., Eipper, B. A. & Mains, R. E. Sex-specific gene expression in the mouse nucleus accum-
bens before and after cocaine exposure. J. Endocr. Soc. 3, 468-487. https://doi.org/10.1210/js.2018-00313 (2019).
42. Thalhammer, A. et al. Alternative splicing of P/Q-Type Ca®* channels shapes presynaptic plasticity. Cell Rep. 20, 333-343. https://
doi.org/10.1016/j.celrep.2017.06.055 (2017).
43. Walker, D. M. & Nestler, E. J. Neuroepigenetics and addiction. Handb Clin. Neurol. 148, 747-765. https://doi.org/10.1016/B978-
0-444-64076-5.00048-X (2018).
44. Lohoff, E W. et al. Genetic variants in the cocaine- and amphetamine-regulated transcript gene (CARTPT) and cocaine depend-
ence. Neurosci. Lett. 440, 280-283. https://doi.org/10.1016/j.neulet.2008.05.073 (2008).
45. 1i,]. et al. Mouse endogenous retroviruses can trigger premature transcriptional termination at a distance. Genome Res. 22, 870-884
(2012).
Scientific Reports | (2021) 11:6729 | https://doi.org/10.1038/s41598-021-86068-7 nature portfolio


https://doi.org/10.1016/j.ajpath.2015.09.023
https://doi.org/10.1016/j.molmed.2008.06.004
https://doi.org/10.1016/j.molmed.2008.06.004
https://doi.org/10.1523/JNEUROSCI.1290-12.2012
https://doi.org/10.1016/j.biopsych.2018.04.009
https://doi.org/10.1016/j.conb.2014.11.002
https://doi.org/10.1038/nrg2484
https://doi.org/10.1038/nrg2484
https://doi.org/10.1016/j.biopsych.2017.11.027
https://doi.org/10.1073/pnas.1015483108
https://doi.org/10.1523/JNEUROSCI.1284-13.2013
https://doi.org/10.1186/gb-2014-15-4-r65
https://doi.org/10.1186/gb-2014-15-4-r65
https://www.pacb.com/applications/rna-sequencing/
https://github.com/Magdoll/cDNA_Cupcake/wiki
https://github.com/ConesaLab/SQANTI
https://www.gencodegenes.org/mouse/release_M25.html
https://github.com/TomSkelly/MatchAnnot
https://doi.org/10.1186/s12864-020-07123-7
https://doi.org/10.1038/sdata.2017.112
https://doi.org/10.1038/sdata.2017.112
https://doi.org/10.1093/nar/gky1099
https://doi.org/10.1126/science.aaw7317
https://doi.org/10.1158/0008-5472.CAN-19-1577
https://doi.org/10.1007/s12035-018-1147-0
https://doi.org/10.1038/ng.3988
https://doi.org/10.1038/s41467-020-16444-w
https://doi.org/10.1093/nar/gkv1252
http://www.noncode.org/
https://doi.org/10.1093/gigascience/giz100
https://doi.org/10.1038/nbt.3519
https://www.gtexportal.org
https://www.ebi.ac.uk/gxa/home
https://doi.org/10.1016/S0896-6273(00)80292-5
https://doi.org/10.1126/science.2116664
https://doi.org/10.1002/humu.22248
https://doi.org/10.3389/fnsyn.2016.00007
https://www.uniprot.org/uniprot/Q62277
https://doi.org/10.1146/annurev-cellbio-100617-062826
https://doi.org/10.1016/j.neuron.2015.05.004
https://doi.org/10.1016/j.ejphar.2014.10.034
https://doi.org/10.1016/j.ejphar.2014.10.034
https://doi.org/10.1098/rstb.2008.0067
https://doi.org/10.1098/rstb.2008.0067
https://doi.org/10.1016/j.brainres.2007.01.069
https://doi.org/10.1210/js.2018-00313
https://doi.org/10.1016/j.celrep.2017.06.055
https://doi.org/10.1016/j.celrep.2017.06.055
https://doi.org/10.1016/B978-0-444-64076-5.00048-X
https://doi.org/10.1016/B978-0-444-64076-5.00048-X
https://doi.org/10.1016/j.neulet.2008.05.073

www.nature.com/scientificreports/

46. Crichton, J. H., Dunican, D. S., MacLennan, M., Meehan, R. R. & Adams, I. R. Defending the genome from the enemy within:
mechanisms of retrotransposon suppression in the mouse germline. Cell. Mol. Life Sci. 71, 1581-1605. https://doi.org/10.1007/
s00018-013-1468-0 (2014).

47. Wu, T. D. & Watanabe, C. K. GMAP: a genomic mapping and alignment program for mRNA and EST sequences. Bioinformatics
21, 1859-1875. https://doi.org/10.1093/bioinformatics/bti310 (2005).

48. Hu, L., Xu, Z., Hu, B. & Lu, Z. ]. COME: a robust coding potential calculation tool for IncRNA identification and characterization
based on multiple features. Nucleic Acids Res. 45, e2—e2. https://doi.org/10.1093/nar/gkw798 (2017).

49. Lulab. COME—calculate COding potential from Multiple fEatures. https://github.com/lulab/COME (2020)

Acknowledgements

This work was supported by grants from the National Institute on Drug Abuse (P01DA008227 and
P01DA047233). We thank the Genomics Core Facility at Mount Sinai for assisting with this study. Research
reported in this paper was supported by the Office of Research Infrastructure of the National Institutes of Health
under award numbers S100D026880. The content is solely the responsibility of the authors and does not neces-
sarily represent the official views of the National Institutes of Health.

Author contributions

M.E. and L.S. developed the pipeline; M.S., R.S. and N.F. assisted in experimental design, M.E., L.S., N.F. and
E.N. analyzed the data; M.E., L.S. and E.N. wrote the manuscript; E.R., R.S. and N.E prepared tissues and RNA
for sequencing. Y., S.-Y. and A.C. performed validation PCR and amplicon sequencing. All authors reviewed
the manuscript.

Competing interests
RS is employed by Sema4 (333 Ludlow Street, Stamford, CT 06902). All remaining authors declare no compet-
ing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https://doi.org/
10.1038/541598-021-86068-7.

Correspondence and requests for materials should be addressed to L.S.
Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the
Creative Commons licence, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons licence and your intended use is not
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2021

Scientific Reports |

(2021) 11:6729 | https://doi.org/10.1038/s41598-021-86068-7 nature portfolio


https://doi.org/10.1007/s00018-013-1468-0
https://doi.org/10.1007/s00018-013-1468-0
https://doi.org/10.1093/bioinformatics/bti310
https://doi.org/10.1093/nar/gkw798
https://github.com/lulab/COME
https://doi.org/10.1038/s41598-021-86068-7
https://doi.org/10.1038/s41598-021-86068-7
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Long read, isoform aware sequencing of mouse nucleus accumbens after chronic cocaine treatment
	Results
	Classification of long-read isoforms. 
	Comparison of the NAc transcriptome to previous mouse annotation. 
	Expression analysis of novel and known transcripts using short read data. 

	Discussions and Conclusion
	Methods
	RNA extraction. 
	Iso-seq library preparation and sequencing. 
	Bioinformatics analysis. 
	Validation PCR. 

	References
	Acknowledgements


