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OPEN The RNA-seq mapping of Testicular
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Jianfeng Ma'?3, Tianci Liao¥?3, Linyuan Shen23™ & Lj Zhy%%3™

The testis serves as the primary site for spermatogenesis in mammals and is a crucial organ for the
secretion of male hormones. Heat stress (HS) can have adverse effects on the seminiferous tubules,
sperm quality, and sperm fertilization capability within the testis. Despite numerous previous studies
describing various time points after heat stress in mice, a systematic and comprehensive dataset on
heat stress and recovery in mice has been lacking. This study aimed to explore the gene expression
changes in the recovery of multiple seminiferous epithelial cycles and spermatogenic cycles in mouse
testicles after heat stress. We obtained high-throughput bulk RNA-seq data from testicular tissue of 4
NC mice and 32 HS mice (divided into 9 groups: NC, 30 min, 2h, 6 h, 24 h, 3d, 8d, 24d, 47d, and 95d) and
illustrated the dynamic changes in differential genes. This data set provides valuable insights into the
detailed dynamic changes of one or more spermatogenic cycles after heat stress in mouse testicles, as
well as the molecular mechanisms involved.

Background & Summary

In modern society, one in seven couples of childbearing age suffers from infertility, with male infertility patients
taking up half of the cases!, and it has now become a health issue of great concern®. As the core organ of the
male reproductive system, the normal development of the testes is crucial to the maintenance of the function
of spermatogenesis and the expression of male sexual characteristics’. The testes are the primary site of produc-
tion. Within the tubular system of the testes (seminiferous tubules), spermatogonial stem cells differentiate into
various types of spermatogonia. Among them, B-type spermatogonia undergo meiotic division to form sper-
matocytes, and as meiosis progresses, eventually develop into mature spermatozoa*’. These spermatozoa carry
genetic information and participate in the reproductive process.

Previous studies have shown that the testes are temperature-sensitive organs and that the testes control dis-
sociation distance and thus temperature by regulating the scrotum of the organism®®. Environmental changes
such as global warming, sedentary lifestyles and unusual work environments can have a huge impact on the
spermatogenic function of the male testes™!?. However heat stress(HS) has been recognised as an important fac-
tor influencing the decline in semen quality in men worldwide'"'2. Lin et al.'® showed that after heat treatment of
the posterior third of the body of male mice given a 43 °C water bath for 15 min, the testicular index of the mice
was significantly reduced, with severe damage to the seminiferous tubules and abnormal testicular morphology.
Wang et al.'* found that 30 min and 6 h after undergoing acute heat stress treatment at 43 °C degrees can gene
transcriptional regulation of porcine testis effects. Gan et al.!® found that the testicular weight of mice dropped to
68.45% on the 7th day after heat treatment at 43 °C for 25 minutes, and there were a large number of small RNAs
involved in epigenetic modification that were regulating gene functions. At the same time, mammals will con-
tinue to repair damaged testicular function during growth and development. Garcia-Oliveros ef al.'® observed
in Nellore bulls post-scrotal Heat Stress that, from days 14-42, there was a notable decreased sperm motility,
membrane integrity, and mitochondrial membrane potential (MMP), accompanied by increase in abnormal
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Fig. 1 The flow chart of the composition, design concept, and analysis process of the study sample, among
which we selected 9 time points after heat stress that are similar to the spermatogenic cycle and the seminiferous
epithelial cycle. The inner circle of arrows represents the dynamic processes of the mouse seminiferous epithelial
cycle and complete spermatogenic cycle. Within this cycle, spermatogonia differentiate into A/B types during
development. B-type spermatogonia, undergoing two rounds of meiotic division, eventually differentiate into
spermatids, completing the spermatogenic cycle. SEC: seminiferous epithelial cycle, SC: spermatogenic cycle.

sperm, and this symptom recovered by 70-77 days. These studies show that heat treatment not only has adverse
effects on the phenotype, sperm quality, and quantity of mammalian testicles, but also affects gene expression
and epigenetic regulation in testicular tissue. These adverse effects are attenuated over multiple spermatogenic
cycles. In mice, the cycle of the seminiferous epithelium cycle(SEC) is approximately 8.6 days, and the complete
spermatogenic cycle(SC) is around 35 days'”. However, there are few reports on the process of restoring one or
more complete spermatogenic cycles and seminiferous epithelial cycles after testicular heat stress.

This study aims to describe the dynamic expression of genes in intact testicular tissue after heat stress.
According to the seminiferous epithelium cycle and spermatogenic cycle time of mice, we divided into 9 approx-
imately close time points, namely 30 min, 2h, 6h, 24 h, 3d, 24d, 47d, 95d after heat stress. we performed bulk
RNA-seq at these time points and obtained high-quality sequencing results(Fig. 1). In summary, we constructed
a comprehensive testicular heat stress and recovery model and displayed transcriptome data to provide a refer-
ence for the prevention and treatment of testicular heat stress injury.

Methods

Animals and sample collection. This study used a total of 36 male ICR mice, 10 weeks old, obtained from
CHENGDU DOSSY EXPERIMENTAL ANIMALS CO., LTD., Chengdu, China. Each mouse was housed individ-
ually in a cage, and all mice were maintained at a temperature of 22 + 3 °C. Mice were provided with free access
to water and food. Approval for this research was obtained from the Ethics Committee of Sichuan Agricultural
University (Sichuan, China, No. 20210156).

These 36 mice with similar body weights were randomly assigned to two groups: the control group (NC, 4
mice) and the heat stress group (HS). Within the heat stress group, mice were further divided into 9 time inter-
vals after heat treatment (HS30min: 3 mice, HS2h: 4 mice, HS6h: 3 mice, HS24h: 3 mice, HS3d: 3 mice, HS8d: 4
mice, HS24d: 4 mice, HS47d: 4 mice, HS95d: 4 mice). Among them, 8d is to recover approximately 1 SEC, 24d
is to recover approximately 3 SECs, and 47d is about 1 SEC+ 1 SC. 95 days is twice the time to recover. Building
upon methodologies from prior studies to establish a testicular heat stress model'®'°. Briefly, mice were first
anesthetized with 0.01 mL/g 5% chloral hydrate, and then the mouse scrotum was placed in a water bath at 33°C
(NC group) or 43°C (HS group) for 25 minutes. The mice were then dried and fed with a standard-fat diet (11.2%
fat) in a normal environment until the end of the experiment. Anesthetized mice (0.01 mL/g 5% chloral hydrate)
were placed flat on the test platform, and complete testicular samples were peeled oftf under conditions that
complied with animal welfare. Tissue samples were collected and stored at —80 °C for subsequent experiments.
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Fig. 2 Sequencing Quality Profile Analysis. (A,B) Number of raw reads and clean reads for sequencing data.
(C) Boxplot of mapping ratio. (D) Pearson’s correlation coefficient between sample replicates. (E,F) The
proportion of Q20 and Q30 quality scores for sequenced bases. (G-I) The 3 types of splicing.

RNA extraction, library construction and sequencing. First, total RNA was extracted from the RNA
samples. Following the manufacturer’s guidelines, the NEBNext Ultra RNA Library Prep Kit for Illumina (NEB,
USA, Catalog #: E7530L) was used to construct sequencing libraries. Simultaneously, index code sequences were
incorporated into the libraries to serve as unique identifiers for sample recognition.

In detail, poly-T oligo-attached magnetic beads were employed to isolate mRNA from total RNA.
Subsequently, fragmentation was conducted using divalent cations in the NEB Next First Strand Synthesis
Reaction Buffer (5X) at elevated temperature. The first step involves synthesizing the first strand cDNA using
a random hexamer primer and M-MuLV Reverse Transcriptase (RNase H). Subsequently, the second strand
cDNA is synthesized using DNA Polymerase I and RNase H. Any remaining overhangs were converted into
blunt ends through the activity of exonuclease/polymerase. Before hybridization, the DNA fragments with ade-
nylated 3’ ends are ligated with NEB Next Adaptor containing hairpin loop structures. The library fragments
are then purified using the AMPure XP system (Beverly, USA) to select for cDNA fragments with lengths pref-
erentially ranging from 370-420bp. After incubating 3 uL of USER enzyme (NEB, USA) with size-selected,
adaptor-ligated cDNA at 37 °C for 15 minutes, followed by 5 minutes at 95 °C, PCR was conducted. Subsequently,
PCR products were purified using the AMPure XP system, and library quality was assessed on the Agilent 5400
system (Agilent, USA) before quantification by QPCR (1.5nM).

Based on the predetermined effective library concentration and data amount, qualified library samples will
undergo PE150 sequencing at Novogene Bioinformatics Technology Co., Ltd (Beijing, China).

RNA-seq data analysis process. Raw sequence data in FASTQ format generated by the Illumina novaseq 6000
sequencing platform was used for further analysis. Quality control of rawdata(Fig. 2A) was performed using TrimGalore
(Version 0.6.8, https://github.com/FelixKrueger/TrimGalore) according to the following regulations (1) reads with a
quality score lower than Q25 were removed (2) reads with an output reads length lower than 35bp were removed (3)
reads with an error rate of 10% or higher were removed (4) bases overlapping the front and back adapters were higher
than 4bp will be removed. And the cleandata (Fig. 2B) obtained after QC was compared to the mouse reference genome
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Fig. 3 Principal component analysis of TPM values for all samples. (A) PCA analysis for 9 groups. (B-]J) PCA
analysis for NC-HS30min, NC-HS2h, NC-HS6h, NC-HS24h, NC-HS3d, NC-HS8d, NC-HS24d, NC-HS47d,
NC-HS95d.

(GRCm39) using STAR (v2.7.10a)*. All samples with high mapping ratio can be used for subsequent operations.
(Fig. 2C). Quantification was performed using Kallisto (v0.44.0)*! and normalized by TPM (transformed transcripts
per kilobase million). At the same time, TPM was used to perform principal component analysis (PCA) clustering on
the samples to verify the repeatability and availability of the data (Fig. 3A-]).

Identifcation of diferentially expressed genes.  We analyzed the quantitative data for Differential expres-
sion of genes(DEG) using Deseq2(v 1.38.3)*? with |log2(fold change) | > 1.5 and pvalue < 0.05 (Fig. 4). HS3d, HS8d,
HS24d showed a large number of differential genes(Fig. 4A). According to the pre-specified number of clusters,
multiple groups of clusters (genes) with different dynamic patterns are finally obtained through time series analysis.
Among them, for the genes in each cluster in cluster 4, they have similar temporal expression characteristics as the
previous results (Fig. 4B). In addition, the number of differential genes is shown in the Fig. 4C, where red represents
up-regulation and blue represents down-regulation. Through the volcano plot of differential analysis (Fig. D-L),
we found a large number of differential genes in 3d, 8d,and 24d. These results indicate that this data set can more
completely and realistically describe the gene expression trends of mouse testicular recovery after heat stress.

Functional enrichment analysis. In order to facilitate researchers to deeply explore the functional charac-
terization of mouse testicular tissue recovery after heat stress and prove the analyzability of this data set, we used
differential genes to conduct simple enrichment analysis of this data set. The DEG were subjected to gene ontol-
ogy (GO) enrichment analyses by using Clusterprofiler package(v4.10.0)%, and then the 9 groups of up-regulated
(left) and down-regulated (right) differential genes were mapped for subsequent analyses using the R language
and an online analysis platform (https://www.bioinformatics.com.cn/, www.genescloud.cn/home/, accessed
January 23, 2024) for mapping (Fig. 5).

Data Records

The raw sequence data reported in this paper have been deposited in the Genome Sequence Archive (Genomics,
Proteomics & Bioinformatics 2021) in National Genomics Data Center (Nucleic Acids Res 2022), China National
Center for Bioinformation/Beijing Institute of Genomics, Chinese Academy of Sciences (GSA: CRA014981) that
are publicly accessible at https://ngdc.cncb.ac.cn/gsa?t. The Gene Expression data reported in this paper have
been uploaded to figshare® (https://doi.org/10.6084/m9.figshare.26411167.v2).
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Fig. 4 Profile analysis of differential genes. (A) Upset plots for 9 groups. (B) Clustering by time series analysis.
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Fig. 5 Gene ontology (GO) enrichment analyses of up-regulated(left) and down-regulated(right).

Technical Validation
Sequencing quality statistics. We obtained a total of 460 Gb rawdata by RNA-seq (the data volume
was calculated as reads *PE150 *2 paired). Subsequently, we performed a basic analysis of the data obtained by
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sequencing, and the number of reads of the samples was around 4 x 107, as can be seen from the graphs of our
data profiles, The mapping rate to the reference genome was above 91% in all cases (Fig. 2A-C). The Pearson
correlation coeflicient among the samples exceeded 0.85, confirming the robustness of sample reproducibility
(Fig. 2D), Q20 and Q30 confirm the reliability of data quality (Fig. 2E,F). Similarly We identified 3 splice variants
in the samples by STAR software (Fig. 2G-I). These results are sufficient to prove that we have obtained a com-
plete set of RNA-seq data sets with good quality.

Data repeatability. Principal component analysis revealed distinct clusters of HS-3d, HS-8d, and HS-24d,
suggesting that gene expression in the seminiferous epithelial cycle is more distinct from NC. whereas gene expres-
sion from 30 min to 24 h was very similar to NC. Similar patterns were observed at 47 and 95 days. This shows that
the effects of heat stress are repaired at the beginning and end of the second spermatogenic cycle after the complete
spermatogenic cycle, and the gene expression trend gradually converges with NC (Fig. 3A). The distances between
sample points represent the similarity between samples, with samples from the same tissue type exhibiting closer
proximity. Clearly, samples from the same tissue type exhibit closer distances between them (Fig. 3B-]).

Usage Notes

This study constructed a heat stress and recovery model of mouse testicular tissue at 9 time points, which cov-
ered the recovery of one or more approximate complete seminiferous epithelial cycle and complete spermato-
genic cycle (30min, 2h, 6h, 24h, 3d, 8d, 24d 47d, 95d) after heat stress. This dataset can provide a data base for
research projects investigating the dynamics of gene expression in testicular heat stress. The comprehensive time
points provide a reference for male testicular heat stress studies.

An important factor to be considered by the researcher is the key role of mouse strain and age in this study,
as different strains of mice have different heat resistance in testicular tissue and may have different results on
RNA-seq data. Due to the relatively larger size of ICR mice and their testicular tissues compared to other strains,
which facilitates experimental procedures, the data obtained in this study are based on ICR mice, and the subse-
quent analysis is conducted on this strain of mice. Moreover, 10-week-old mice were mainly selected for the heat
stress test in this study, and any interpretation of the data should be based on that age.

Also outlined in our manuscript are the methods used for heat-stressed animal handling, RNA extraction,
library preparation, sequencing, and data processing, which may be helpful to other researchers seeking repli-
cation of this experiment.

Code availability
Raw sequencing data were analyzed using publicly available bioinformatics sofwares. We used common data
analysis sofware packages and no custom code was created. Sofware tools used are as follows:

TrimGalore (v0.6.8, https://github.com/FelixKrueger/TrimGalore)

STAR (v2.7.10a, https://github.com/alexdobin/STAR)

Kallisto (v0.44.0, https://github.com/pachterlab/kallisto)

R sofware (v4.2.0, https://www.r-project.org/)

Clusterprofiler (v4.10.0, https://bioconductor.org/packages/release/bioc/html/clusterProfiler.html)
Deseq2 (v1.38.3, https://bioconductor.org/packages/release/bioc/html/DESeq2.html)

Bioinformatics analysis platform (https://www.bioinformatics.com.cn/)

Genescloud tools (https://www.genescloud.cn/home)

GraphPad Prism 8 (GraphPad Sofware Inc., USA) was used for statistical analyses and data visualization.
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