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Non-human primate seasonal transcriptome
atlas reveals seasonal changes in physiology
and diseases
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The metabolic, immune, and endocrine systems show profound seasonal
changes in animals, including humans. In addition, morbidity from cardio-
vascular and psychiatric diseases is more severe andmortality rate is higher in
winter. However, their molecular mechanisms remain unknown. Here we
report the seasonal transcriptomeof 80 tissues collectedover 1 year frommale
and female rhesus macaques kept in a semi-natural outdoor environment. We
find seasonal changes in plasma metabolites and hormones. Transcriptome
analysis identifies sex differences in seasonally oscillating genes (SOGs) in all
tissues studied, and we generate the web database ‘Non-Human Primate Sea-
sonal Transcriptome Atlas (NHPSTA).’ Transcriptional regulatory network
analysis, siRNA knockdown, and mutant mouse analyses reveal regulation of
SOGs by GA-binding protein (GABP). We also demonstrate seasonal oscilla-
tions in the expression of disease risk factor genes and drug interacting genes.
NHPSTA provides a molecular resource for seasonally regulated physiology
and targets for therapeutic interventions for seasonally regulated diseases.

The rhythms of life on Earth are shaped by celestial motion. For
instance, to cope with seasonal changes in the environment, animals
show profound alterations in various aspects of physiology and
behavior, such as reproduction, molting, hibernation, and migration1.
Seasonal differences in physiological processes are also evident in
humans, including those related to hormone secretion, metabolism,
sleep, immune function, and reproduction2–8. Furthermore, in humans
there is seasonal variation in morbidity due to cardiovascular and
cerebrovascular diseases, influenza, pneumonia, autoimmune dis-
eases, depression, bipolar disorder, and schizophrenia, with most of
these conditions becoming more severe and exhibiting higher

mortality rates in winter5–7. Therefore, it is of critical importance to
gain an in-depth understanding of the mechanisms that drive these
seasonally regulated aspects of physiology and disease susceptibility.
Although these seasonal rhythms are thought to arise from coordi-
nated gene expression profiles in multiple tissues, the underlying
molecular basis remains unknown.

Due to ethical constraints and limited access to disease-free
human tissues, non-human primates (NHPs), which share similar
genetic and physiological features with humans, are an ideal model.
For instance, the rhesusmacaque (Macacamulatta) is phylogenetically
close to humans and is one of the most widely studied NHPs. In
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addition, rhesus macaques exhibit robust seasonal changes in phy-
siology and behavior, including seasonal reproduction, molting, and
winter depression-like behavior3,9–11, making them an excellent model
for understanding the molecular mechanisms of seasonally regulated
physiology and diseases.

In the present study, we analyze seasonal transcriptome profiles
of 924 samples of 80 neural and peripheral tissues collected every
2 months over 1 year from adult male and female rhesus macaques
kept in a semi-natural outdoor environment. We establish the web
database ‘Non-Human Primate Seasonal Transcriptome Atlas
(NHPSTA)’ and demonstrate sex differences in seasonally oscillating
genes (SOGs). Functional analyses uncover regulation of SOGs by GA-
binding protein (GABP) and seasonal oscillations in the expression of
disease risk factor genes and drug efficacy including enhanced alcohol
metabolism in winter. NHPSTA provides a molecular basis for sea-
sonally regulated physiology and diseases.

Results
Seasonal changes in hormone secretion
Macaques were kept in an open enclosure at the Center for the Evolu-
tionary Origins of Human Behavior (EHUB), Kyoto University

(Supplementary Fig. 1a, b). Toward a comprehensive understanding of
the molecular mechanisms underlying seasonal physiological changes,
samples of 80 tissues, specifically from 30 brain regions and 50 per-
ipheral tissues, were collected from male and female adult macaques
(ranging from 4 to 11 year-old) every 2 months from October 2019 to
August 2020 at around 14:00 (Japan Standard Time) (Supplementary
Fig. 1c, d). Macaques showed robust seasonal changes in reproductive
phenotype. During macaque breeding season (i.e., December and Feb-
ruary), males developed testes while females showed increased red-
dening of the anogenital skin (Fig. 1a). Metabolome analysis of plasma
samples using capillary electrophoresis time-of-flight mass spectro-
metry (CE-MS) detected 222 metabolites (Supplementary Data 1) and
revealed seasonal rhythmicity in 20water-solublemetabolites, including
glutamate (Glu), glutamine (Gln), cystine, and kynurenine (Fig. 1b).
Interestingly, these neurotransmitters and metabolites have been pro-
posed as biomarkers of inflammation and depression12–14.

Consistent with previous reports15,16, levels of testosterone in
males and estradiol in females were high during breeding season
(Fig. 1c). However, the increase of testosterone in males was earlier
(i.e., October) than that of estradiol in females (i.e., December). This
result was consistent with a previous study that reported an earlier

Fig. 1 | Rhesusmacaques show clear seasonal changes in physiology. a Seasonal
changes in testicular length in males and red coloration score for hindquarter skin
in females. Blue and orange backgrounds represent winter and summer, respec-
tively. b Heatmap showing seasonal changes in plasma metabolites measured by
CE-MS.M:male, F: female. c Seasonal secretion profiles of plasma testosterone and

estradiol. d Principal component analysis of transcriptomes of 924 samples across
80 neural and peripheral tissues. Colors indicate different tissue types. e Seasonal
expression profiles of genes involved in the hypothalamus-pituitary-gonadal axis as
determined by RNA-seq analysis. RS: the coefficient of determination.
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reproductive onset in males than females17. There was also a slight
increase in the levels of testosterone in males and estradiol in females
in summer (Fig. 1c). Of note, a recent human study reported bimodal
secretion profiles of testosterone in males and estradiol in females,
peaking in both winter and summer8.

We next extracted total RNA from 924 samples across 80 tissues,
and conducted RNA-sequencing (RNA-seq) analysis based on Lasy-Seq
protocol (average sequencing depth: 2,390,621). To address the issue
of insufficient annotation, we merged three annotation files (Ensembl:
Macaca_mulatta.Mmul_10.192.gtf; NCBI: GCF_003339765.1_Mmul_10_-
genomic.gtf; GSE128537_assembly.rheMac10.gtf)18, and assembled a
total of 54,213 genes, including protein-coding genes, miRNA, lncRNA,
misc_RNA, snRNA, snoRNA, rRNA, Y RNA, pseudogenes, and processed
pseudogenes (Supplementary Data 2). Principal component analysis
based on transcriptomes clearly separated neural and peripheral tis-
sues (Fig. 1d). In addition, subclusters were formed depending on the
functional classifications among peripheral tissues.

Vertebrate reproduction is governed by the hypothalamus-
pituitary-gonadal (HPG) axis. RNA-seq analysis has elucidated the
seasonal expression profiles of genes involved in the HPG axis. In male
macaques in this study, there was a peak from August to October in
each of the following genes: gonadotropin-releasing hormone (GNRH)
in the hypothalamus; β-subunits of luteinizing hormone (LH) and
follicle-stimulating hormone (FSH) (e.g., LHB, FSHB) in the pituitary
gland; and rate-limiting enzymes involved in testosterone production
(steroidogenic acute regulatory protein [STAR] and hydroxy-delta-5-
steroid dehydrogenase, 3 beta- and steroid delta-isomerase 2
[HSD3B2]) in the testis (Fig. 1e). The seasonal expression profiles of
these genes were less clear in females, probably due to the presence of
estrous cycles. In contrast to males, in females LHB was high from
December to April, followed by a delayed increase in the rate-limiting
enzyme genes for estradiol synthesis (STAR and aromatase [cyto-
chrome P450 family member 19 subfamily A member 1: CYP19A1]).
Time lags in each process and sex differences in the seasonal expres-
sion profiles were also observed in other axes such as the
hypothalamus-pituitary-thyroid axis for metabolism and thermo-
regulation (Supplementary Fig. 2a), the hypothalamus-pituitary-liver
axis for growth (Supplementary Fig. 2b), and the hypothalamus-
pituitary-adrenal axis for stress response (Supplementary Fig. 2c).
Delays in the process of hypothalamus-pituitary-peripheral gland axes
have previously been thought to occur on the order of minutes to
hours8.However, we foundmuch longer time lags (i.e., severalmonths)
in multiple axes at the transcriptional level. When we compared the
seasonal expression profiles of sex steroid-regulated genes, males
showedanearlier phase than females consistentwith thedifferences in
testosterone and estradiol secretion profiles (Supplementary Fig. 3).

Identification of seasonally oscillating genes (SOGs)
We next identified the SOGs in each tissue. In order to reduce false
positives caused by the small sample size, strict parameters were
applied at multiple steps during the analysis. First, fragments per
million (FPM) values were log-transformed by log2 (FPM+0.5) and
genes with an average value > 2.5 across six sampling time points were
designated as expressed genes. A total of 4,501-13,544 genes in males
and 4,418-12,954 genes in females were detected depending on the
tissue (Fig. 2a). A comparison of expressed genes between males and
females showed a significant number of overlapping genes (82.25% -
96.48%: average 93.14% in male; 82.76% - 96.38%: average 92.20% in
female) (Supplementary Fig. 4). To investigate the seasonal expression
of individual genes, trends were extracted by fitting a cosine curve
using the nonlinear least squares (nls) function in R, and the coefficient
of determination (R-squared: RS) was used to evaluate the goodness of
fit. SOGs were extracted if RS >0.7 and the amplitude of seasonal
oscillations was larger than one (specifically, 2-fold greater). This
analysis identified 273−2,344 SOGs in males (Supplementary Data 3)

and 342-1,943 SOGs in females (Supplementary Data 4), depending on
the tissue (Fig. 2b). The expression profiles of all 54,213 genes in 80
tissues can be accessed and explored in the Non-Human Primate
Seasonal Transcriptome Atlas Database (NHPSTA) (https://rhythm.
itbm.nagoya-u.ac.jp/NHPSTA/).

Among the 80 tissues examined, the pancreas (PAN) had the
lowest number of expressed genes and low number of SOGs in both
males and females. Muscle tissues such as the abdominal muscle
(MUA), gastrocnemius muscle (MUG), and heart (HEA) also had low
numbers of expressed genes and SOGs (Fig. 2a, b). The low numbers of
expressed genes in these tissues are consistent with baboon RNA-seq
results19. In contrast, there were high numbers of SOGs in the stomach
(STM) in both sexes, as well as in reproductive organs, specifically the
prostate gland (PRO) inmales and the uterus (UTE) in females (Fig. 2b).
Only a weak correlation was observed between the number of
expressed genes and the number of SOGs (correlation coefficient,
male r = 0.25; female: r = 0.323).

The total numbers and peak phases of the SOGs in each tissue
differed between males and females (Fig. 2b, c and Supplementary
Fig. 5). Most tissue types had bimodal or unimodal peak phases in
spring and/or autumn, and there were sex differences in the distribu-
tion of the peak phase (Supplementary Fig. 5). Furthermore, a com-
parison of male and female SOGs showed a limited number of
overlapping SOGs [2.62 % (esophagus: OES) - 24.8 % (skin on the back:
SKNB) (average: 9.53%) in males and 3.53% (arcuate nucleus: ARC) -
31.3% (stomach: STM) (average: 9.02%) in females dependingon tissue]
(Fig. 3). These results suggested the existence of a clear sex difference
in seasonal physiological changes in various tissues.

Molecular bases of physiological changes
To identify seasonally regulated physiological functions that are con-
served between sexes, we performed functional enrichment analysis of
common overlapping SOGs between sexes using Metascape20. The top
five enrichedpathways andgenes involved in representativepathways in
different six tissues are highlighted in Fig. 4a, b. In brown adipose tissue
(BAT), seasonal oscillationwasobserved inNDUFS2, IDH1, andCOX1, and
the pathways related to ‘response to oxidative stress’ and ‘generation of
precursor metabolites and energy’ were enriched (Fig. 4a, b). In many
mammalian species, including humans, hair follicles cycling is coordi-
nated with yearly seasons21. Seasonal rhythms were observed in FOXN1,
COL1A1, and KRT5 in the skin on the back (SKNB), highlighting the
enrichment of ‘epidermis development’ (Fig. 4a, b). Seasonal changes in
immune function have been reported5,6. We found seasonal changes in
the expression of LILRB4, IL18, and IGF1 in the mesenteric lymph node
(MEL), and LILRB4, CXCL10, and CCR2 in the spleen (SPL) (Fig. 4b).
Accordingly, there was enrichment of ‘myeloid cell differentiation’ and
‘regulation of activated T cell proliferation’ in the MEL, and of ‘T cell
cytokine production’ in the SPL (Fig. 4a). Susceptibility to winter
depression is high in females, and patients are known to show aug-
mented appetite and carbohydrate craving during winter22. Although
macaqueswere fed the samediet throughout the year, genes involved in
‘carbohydrate metabolic process’ such as GLO1, LDHB, and UGDH were
enriched and peaked during winter and spring in the duodenum (DUO)
in females (Fig. 4a, b). Seasonal rhythms are driven by the endogenous
circannual clock, which is entrained by seasonal changes in day length
and temperature3,10,23. Persistence of the annual androgen rhythm has
been reported in male rhesus macaques kept under a constant photo-
period, temperature, and food supply24. The pars tuberalis (PT) of the
pituitary gland is the key regulator of seasonal rhythms25–27 and has been
proposed to play the primary role in circannual rhythm28,29. Functional
enrichment analysis of the SOGs in the PT revealed overrepresentation
of genes involved in tissue remodeling, such as NOG, CCN3, and CAV1
(Fig. 4b). It has been proposed that seasonal clocks may arise from the
generation of tissue remodeling30. Notably, recent discoveries of cir-
cannual genes underlying circannual rhythms of gonadal development
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in medaka fish also support the involvement of tissue remodeling in the
regulation of the circannual clock31.

Regulation of SOGs by GA-binding protein (GABP)
We next examined which genes weremost widely detected as SOGs in
multiple tissues in males and/or females (Fig. 5a). Among total 19,003
SOGs across 80 tissues, no gene was detected as an SOG in all 80

tissues (Fig. 5a). When we focused on the top 30 most common SOGs,
we found enrichment of the genes related to the ‘aerobic electron
transport chain,’ such as NDUFA1, SDHD, LDHB, COX5B, and COQ9, as
well as ribosomal protein genes such as RPS27L and RPL35 (Fig. 5a, b
and Supplementary Data 6).

To further understand the molecular mechanisms regulating
these seasonal rhythms, we performed transcriptional regulatory

Fig. 2 | Identificationof seasonallyoscillating genes inmale and female. aNumber of expressedgenes in each tissue in bothmale and femalebNumber of SOGs in each
tissue in both males and females. c Cumulative distribution of the peak phases of gene expression in different tissue types across 1 year.
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network analysis using Transcriptional Regulatory Relationships
Unraveled by Sentence-based Textmining (TRRUST version 2) and the
ENCODE Transcription Factor Targets Dataset inmales and/or females
in the web-based portal Metascape20 (Fig. 5c and Supplementary
Fig. 6). This analysis identified the E26 transformation specific (ETS)-
family transcription factor, GABP and its interacting transcription
factors and co-activators (e.g., SP1, YY1, E2F1, and CREB)32,33 as top hits
(Fig. 5c and Supplementary Fig. 6, and Supplementary Data 7). GABP is
a heterotetramer composed of two distinct proteins, GABPα and
GABPβ. GABPα includes an ETS DNA binding domain, while GABPβ1
and GABPβ2 contain the transcriptional activation domain. Since the
expression level ofGABPB2 is approximately 2 log units lower than that
of GABPB1 in various macaque tissues, we focused on GABPB1 in this
study. To test whether GABP regulates the expression of SOGs, we
investigated the effects of small interferingRNA (siRNA) knockdownof
GABPA and GABPB1 using macaque fibroblasts. We first used quanti-
tative real-time PCR (qPCR) to evaluate the effects of GABPA and
GABPB1 knockdown on their expression. GABP regulates its own

expression34, andwe confirmed the effects of knockdownof each gene
on its own expression as well as its autoregulatory effects (i.e., up-
regulation of its partner) (Fig. 5d), demonstrating the validity of siRNA
knockdown. We also used qPCR to demonstrate that GABP controlled
the most common SOGs, such as NDUFA1, RPL35, SDHD1, and LDHB
(Fig. 5e). To further explore SOGs targeted by GABP, we compared the
results of RNA-seq analysis between macaque fibroblasts transfected
with siRNA for both GABPA and GABPB1 and negative control siRNA.
Although statistically significant knockdown of GABPA and GABPB1
was observed by its siRNA, the knockdown efficiencies for GABPA and
GABPB1 were 50% and 69%, respectively (Fig. 5d). Therefore, we used
an adjusted P value (Padj) threshold <0.05 and fold change > 1.5 to
detect differentially expressed genes (DEGs) (Fig. 5f). This analysis
identified 2,058 GABP-regulated genes (1,067 up-regulated and 991
down-regulated genes in GABP knockdown cells) (Fig. 5f and Supple-
mentary Data 8). As fibroblasts populate all tissues35, we examined the
overlap between GABP-regulated genes and all 19,003 SOGs. This
analysis revealed that 70.4 % of the GABP-regulated genes in

Fig. 3 | Comparison of seasonally oscillating genes between male and female macaques across 76 tissues. Venn diagrams showing the numbers of SOGs from male
(blue) and female (red) macaques.
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fibroblasts (1,450genes)wereSOGs in at least one tissue (Fig. 5g). Gene
ontology (GO) analysis of these 1,450 overlapping genes highlighted
pathways involved in cell cycles (Fig. 5h). Again, this is consistent with
the idea that seasonal adaptive physiology involves changes in body
composition, organ size, and tissue remodeling8,30,36.

Tissue remodeling in mice occurs with changes in photoperiod
and temperature
Since functional analyses in primates are costly and time-consuming,
cross-species analyses are widely used in primate research19,37. A
number of studies demonstrated that mice can model molecular
mechanisms of seasonal physiology and behaviors26,27,38,39. Therefore,
we next focused on mice for the functional analysis. In mammals,
pinealmelatonin is believed toplay a crucial role in the control ofmany
seasonal functions and behaviors40. Asmost commonly used strains of
laboratory mice genetically lack melatonin41, they are generally con-
sidered tobe non-seasonal animals. In our previous study, however,we

showed that melatonin-proficient CBA/N mice could transform pho-
toperiodic information at the hypothalamic-pituitary level26,39. There-
fore, we examined the effects of 1-month exposure to winter-like short
days and cool conditions (SC: 8 h light 16 h dark, 10 °C) or summer-like
longdays andwarmconditions (LW: 16 h light 8 hdark, 30 °C) onorgan
weights in melatonin-proficient CBA/N and melatonin-deficient
C57BL/6N strains. Strikingly, we found robust changes in organ
weights in the HEA, PAN, and kidney (KID), with higher weights in the
SC condition in both CBA/N and C57BL/6N mice (Fig. 6a). These
results suggest that there could be seasonal changes in organweight in
mice, and melatonin is not required for this regulation. We then
examined the effects of SC and LW conditions on tissue remodeling
in C57BL/6N mice using immunohistochemistry for Ki67, a marker of
cell division. Preliminary analysis of mice exposed to SC or LW con-
ditions for 2weeks or 1month revealed fewKi67-immunopositive cells.
Therefore, we used mice exposed to SC or LW conditions for 1 week.
Thenumber ofKi67-positive cellswashigher in theHEAandPANunder

Fig. 4 | Seasonal transcriptions coordinate seasonal physiological function.
a GO enrichment analysis of common SOGs in both sexes. The top five enriched
pathways in the following six tissues are shown: brownadipose tissue (BAT), skinon

the back (SKNB), mesenteric lymph node (MEL), spleen (SPL), duodenum (DUO),
and pars tuberalis of the pituitary gland (PT). b Heatmap showing the expression
profiles of SOGs. Genes involved in representative pathways are highlighted.
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SC than LW conditions (Fig. 6b, c). Although the number of Ki67-
positive cells was not different in the KID between the two conditions,
the glomerular size was significantly larger under SC than LW condi-
tions (Fig. 6b, c). When we performed hematoxylin and eosin (H&E)
staining of the HEA, the cardiomyocyte diameter was larger under SC
than LW conditions (Fig. 6b, d). Immunohistochemistry for β-catenin,
which localizes to the acinar cell membrane, showed that acinar cell
size was larger under SC than LW conditions (Fig. 6b, e). These results
demonstrate that tissue remodeling occurs between the SC and LW
conditions in mice. Given the significant differences in food and water
intake between the SC and LW conditions (Fig. 6f), these results likely

reflect the metabolic differences between summer- and winter-
mimicking environments. Although the photoperiod and tempera-
ture changes between SC and LW conditions are components of
seasonal changes, further work is required to confirm whether these
changes occur seasonally under natural environmental conditions.

In vivo role of GABP in tissue remodeling
To test the in vivo role of GABP in photoperiod- and temperature-
induced tissue remodeling, we aimed to generate GABP mutant mice.
A loss-of-function mutation of Gabpa results in preimplantation
lethality42.Gabpb1 gene gives rise to two alternatively spliced isoforms,

Fig. 5 | Regulation of SOGs by GABP. a Distribution of SOGs ranked according to
the number of tissues in which they show seasonal oscillation in male, female and
both sexes. b GO enrichment analysis for the top 30 most common SOGs (one-
sidedFisher’s exact test). cDistributionof potential transcription factors regulating
SOGs ranked according to the number of tissues identified by transcriptional reg-
ulatory network analysis. d Effects of siRNA knockdown of GABPA and/or GABPB1
on GABPA and GABPB1 expression in macaque fibroblasts. (one-way ANOVA, Dun-
nett’s test, mean ± SEM, n = 4). e Effects of siRNA knockdown ofGABPA andGABPB1

on the most common SOGs in macaque fibroblasts examined by qPCR (top) and
RNA-seq (bottom) analyses. Numbers within the graph indicate the P value
(unpaired two-tailed t-test, mean ± SEM, n = 4). f Comparison of 2,058 DEGs
between GABPA and GABPB1 siRNA-treated and negative control siRNA-treated
macaque fibroblasts (Benjamini-Hochberg correction adjusted P value (Padj) < 0.05
and fold change > 1.5). g Comparison of all 19,003 SOGs and 2058 GABP-regulated
genes. hGO analysis of 1450 overlapping genes between SOGs andGABP-regulated
genes (one-sided Fisher’s exact test).
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Gabpβ1L andGabpβ1S. These two isoformsdiffer in C-terminal lengths
and Gabpβ1L has a longer C-terminal tail which is encoded entirely by
exon 9. Deletion of exons 2 to 6 of Gabpb1, which contain the
N-terminal ankyrin repeat domain that mediates interactions with
Gabpα, results in early embryonic lethality43. However, mice with tar-
geted deletion of exon 9 of Gabpb1, which contains the leucine zipper
domain that contributes to the assembly of the Gabpα2β2 tetramer,
were reported to be viable43. Therefore, we generated Gabpb1 exon 9
deletion mutants using the CRISPR/Cas9 genome editing technique
(Fig. 7a). We co-injected crRNAs, tracrRNA and Cas9 protein into 223
fertilized eggs obtained from C57BL/6N mice and then transferred

injected embryos into the oviducts of pseudopregnant ICR recipients.
We succeeded in obtaining 16G0 generation offspring. Consistentwith
the previous study43, the G0 mosaic individuals had a weak hind limb
phenotype (Supplementary Movie 1). In contrast, our Gabpb1 exon 9
deletion homozygous mutants failed to survive after weaning. In the
previous study, exon 9 was replaced by a neomycin cassette43. Since
retentionof selectablemarker cassettes in target loci is known to cause
unexpected phenotypes due to disruption of expression of neigh-
boring genes44, the mild phenotype reported in the previous study
could have been due to be the result of neomycin cassette retention,
however we cannot completely rule out possible CRISPR/Cas9 off-

Fig. 6 | Seasonal tissue remodeling in mouse heart, pancreas, and kidney.
a Effects of 1-month exposure to short-day and cool (SC) or long-day and warm
(LW) conditions on organ weight in CBA/N and C57BL/6N mice. Numbers within
the graph indicate the P value (unpaired two-tailed t-test, mean + SEM, n = 8).
b (top) Effects of 1-week exposure to SC or LW conditions on Ki67-positive cell
numbers in the heart (HEA), pancreas (PAN), and kidney (KID) of C57BL/N mice.
Numbers within the graph indicate the P value (unpaired two-tailed t-test, mean+
SEM, n = 4). (bottom) Effects of 1-week exposure to SC or LW conditions on car-
diomyocyte diameter, pancreatic acinar cell size, and glomerular size. (t-test,
mean + SEM, n = 4). c Representative images of Ki67 immunohistochemistry in the
heart (HEA), pancreas (PAN), and kidney (KID) under SC and LW conditions. The

number of Ki67 immuno-positive cells (red arrows) was higher under SC than LW
conditions in the HEA and PAN, while glomerular size was larger under SC than LW
conditions in the KID. d Representative images for the H&E staining of cardio-
myocytes under SC and LW conditions. e Representative images of the immuno-
histochemistry of β-catenin, which localizes to the acinar cell membrane. Note that
the nuclear density (i.e., number of nuclei in the field) is greater under LW than SC
conditions, indicating a larger cytoplasmic area under SC conditions. L: Islet of
Langerhans; G: Glomerulus. Scale bars: 50μm. fDaily food andwater intake inmale
C57BL/6N mice kept under SC and LW conditions. Numbers within the graph
indicate the P value (unpaired two-tailed t-test, mean + SEM, n = 6).
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targets in our study. Since our homozygous Gabpb1 exon 9 deletion
mutants could not survive after weaning, we analyzed the phenotypes
of heterozygousmutant (+/Mut) and wild-type (+/+) littermates. When
male wild-type and heterozygous mutant mice were exposed to SC or
LW conditions for 1 week, Gabpb1 expression tended to be higher
under SC than LWconditions inwild-typemice (Fig. 7b),whereas it was
lower in heterozygous mutant mice compared to wild-type mice
(Fig. 7b). The magnitude of the organ weight changes between SC and
LW conditions (i.e., P values and fold changes) tended to be smaller in
heterozygousmutantmice compared towild-type littermates (Fig. 7b).
Furthermore, differences in the numbers of Ki67-positive cells in the
HEAandPANwere smaller in heterozygousmice than inwild-typemice
(Fig. 7b, c, f). In addition, themagnitudes of changes in cardiomyocyte
diameter, acinar cell size, and glomerular size were smaller in hetero-
zygous mutant mice than the wild-type mice (Fig. 7c-f). These results
suggest the involvement of Gabpb1 in regulating photoperiod- and
temperature-induced changes in tissue remodeling.

Changes in disease-related genes
To understand the molecular basis of seasonally regulated diseases,
we used the human gene-disease association data source called
DisGeNET database in the Metascape20 to search for disease risk
factor genes in SOGs common to male and female macaques. We
found that SOGs are closely related to several diseases (Fig. 8a), and
identified their risk factor genes (Fig. 8b) in the lung (LUN), aorta
(AOR), bronchus (BRO), and colon (COL). For example, seasonal
rhythms in the expression of TLR3 and CCR2, and enrichment in
‘pneumonia and influenza’ were observed in the LUN (Fig. 8a, b). In
the AOR, CD36 and CXCL16 showed seasonal transcription rhythms
and ‘vascular inflammation’ and ‘acute coronary syndrome’ were
enriched, while in the BRO, CD40 and C3 expression showed sea-
sonal oscillation and ‘sinusitis’ was enriched (Fig. 8a, b). Further-
more, in the COL, ATF4 and IRF8 showed seasonal rhythms and
‘bacterial infection’ was enriched (Fig. 8a, b).

The emergence of severe acute respiratory syndrome
coronavirus-2 (SARS-CoV-2) and its associated symptoms, named
coronavirus disease 2019 (COVID-19), has caused a devastating pan-
demic worldwide. During the epidemic phase, the timing and magni-
tude of waves of SARS-CoV-2 infection are influenced by a variety of
factors, such as vaccination, imposition and cessation of non-
pharmaceutical interventions (e.g., social lockdown, travel restric-
tions, use of masks), and virus evolution leading to increased trans-
missibility. However, during the endemic period, and in the absence of
new interventions, SARS-CoV-2 infection is expected to follow seaso-
nal patterns similar to other seasonal coronaviruses such as OC43,
NL63, and 229E45,46. Current evidence suggests that the sexual
dimorphism in COVID-19, with higher severity and mortality in males
than in females47. SARS-CoV-2 uses angiotensin-converting enzyme 2
(ACE2) and the serine protease TMPRSS2 to enter cells. Notably,
dynamic seasonalfluctuations inTMPRSS2wereobserved in theBRO in
both sexes of macaques in this study, with the rhythmicity beingmore
pronounced in males than in females (Fig. 8c). Clinical studies show
more severe COVID-19 outcomes in patients with diabetes, obesity,
cardiovascular disease and hypertension, and these comorbidities
have been suggested to be associated with the expression of ACE2 and
TMPRSS2 in peripheral tissues48. Indeed, we found expression of these
receptors in various peripheral tissues, with particularly high expres-
sion in the digestive and respiratory systems (Supplementary Fig. 7).

Psychiatric diseases such as schizophrenia, depression, and
bipolar disorder are also seasonally regulated3,6,7. We found seasonal
oscillations in the expression profiles of genes associated with schi-
zophrenia inmultiple brain regions (Fig. 8d). For example, LRRTM1 and
DLG2 showed seasonal oscillations in the medial prefrontal cortex,
while PPP1R1B exhibited seasonal rhythms in the amygdala central
nucleus and ventral tegmental area.

Drug efficacy could relate to seasonal changes
Accumulating evidence has demonstrated the time-of-day dependent
efficacy of various drugs, and chronotherapy aims to optimizemedical
treatments by taking into account circadian rhythms49. However, the
season-dependent efficacy of drugs remains unknown. To identify
drugs whose efficacy is likely to be affected by the seasons, we com-
pared all 19,003 SOGs in this study against the Drug Gene Interaction
database (DGIdb v5.0)50. Among the top 50 drugs ranked by the
number of targeted SOGs, ~75% were antineoplastics according to the
USPMedicareModel Guidelines (Fig. 9a, b, Supplementary Fig. 8a, and
Supplementary Data 9). As we demonstrated seasonally regulated
tissue remodeling (Figs. 6 and 7), the enrichment of antineoplastics
appears reasonable. In addition, steroid hormones showed seasonal
variation (Fig. 1 and Supplementary Fig. 2), so identification of the
hormonal agents dexamethasone and progesterone seems plausible
(Fig. 9a, b). Cardiovascular disease,metabolism, immune function, and
psychiatric disorders are seasonally regulated. It is noteworthy that the
cardiovascular agent atorvastatin, the blood glucose regulator met-
formin hydrochloride, the immunological agents sirolimus and
cyclosporine, and the antipsychotics haloperidol and olanzapine were
detected in the top 50 drugs (Fig. 9a, b). It is also interesting to note
that analgesics such as celecoxib, aspirin, and alcohol were found in
the top 50 drugs. Among the top 50 drugs, we examined the effects of
LW or SC conditions on the effects of EtOH administered by oral
gavage in C57BL/6N mice. Spontaneous locomotor activity, as mea-
sured by total distance traveled in the open field test, was significantly
reduced at 1 h after EtOH administration under both SC and LW con-
ditions compared with water-treated control mice. SC mice recovered
at 3 h after administration, while LWmice continued to show reduced
activity (Fig. 9c). To verify seasonal changes in alcohol efficacy, we also
examined the effects of EtOH on motor coordination using the accel-
erating rotarod. As expected, EtOH-treated mice had worse rotarod
performance than control mice at 4 h post-treatment under both SC
and LW conditions. While the rotarod endurance time improved in SC
mice at 5 h after dosing, at this time point it was still significantly
shorter in LW mice compared to control mice (Fig. 9d). Plasma EtOH
measurements further confirmed the reduced alcohol metabolism
under the LW condition compared to the SC condition at 3 and 5 h
post-treatment (Fig. 9e). These results demonstrate changes in alcohol
efficacy can occur with changes in season-related variables. It is
interesting to note that the monthly number of alcohol-related hos-
pital admissions peaks in summer51.

We also listed the SOGs ranked by the number of targeting drugs
(Fig. 9f, Supplementary Fig. 8b, and Supplementary Data 10). Among
the top 25 genes, we found receptors for seasonally oscillating tes-
tosterone and estrogen, AR and ESR1, respectively. Among the top 10
genes, NFE2L2, VDR, ALDH1A1, CYP2D6, and CYP2C19 are of particular
interest. Our previous study showed that the NRF2 antioxidant path-
way, encoded by the NFE2L2 gene, was involved in the winter
depression-like behavior of medaka fish52. VDR encodes the receptor
for vitamin D, and the relationship between vitamin D and seasonality
has been discussed for a long time53. ALDH1A1 metabolizes acet-
aldehyde to acetate and is associated with alcohol-related phenotypes
such as alcohol consumption levels, alcohol dependence risk, and
blood alcohol metabolism54. This fits well with the results shown in
Fig. 9c–e. CYP2D6 and CYP2C19 are known to be involved in drug
metabolism. In particular, CYP2D6 metabolizes as many as 25% of
common drugs, suggesting that the efficacy of these drugs could be
change according to season.

Discussion
The molecular mechanisms underlying seasonal reproduction have
been studied extensively in the past few decades, providing insight
into conservation and divergence among taxa. For example, key reg-
ulators of seasonal reproduction, such as the springtimehormoneTSH

Article https://doi.org/10.1038/s41467-025-57994-1

Nature Communications |         (2025) 16:3906 9

www.nature.com/naturecommunications


and thyroid hormone deiodinases, are evolutionarily conserved
among various vertebrate species1,25–27,55,56. In contrast, diversity is
observed in light input pathways. In non-mammalian vertebrates, light
detected by deep brain photoreceptors regulates TSH and deiodi-
nases, while light detected by the eyes regulates nocturnal melatonin
secretion, and hence TSH and deiodinases in mammals. However,
studies of seasonal reproduction have typically focused on a limited
number of tissues, such as the hypothalamus, pituitary gland, and

gonads1,25–27,55. To understand dynamic seasonal changes in various
physiological processes, comprehensive analyses across various tissue
types are essential. Our NHPSTA of 80 neural and peripheral macaque
tissues identified SOGs in all tissues examined (Fig. 2). Analysis of
common SOGs in each tissue successfully provided insights into the
molecular basis of seasonally regulated physiology, including meta-
bolism in thebrownadipose tissue, epidermis development in the skin,
immune function in lymph node tissue and spleen, and carbohydrate

Article https://doi.org/10.1038/s41467-025-57994-1

Nature Communications |         (2025) 16:3906 10

www.nature.com/naturecommunications


metabolism in the duodenum. Interestingly, a limited number of SOGs
(average: ~9%) were common between males and females (Fig. 3).
Because expressed genes in the two sexes showed significant overlap
(average: ~92%) (Supplementary Fig. 4), we inferred that sex differ-
ences were specific to SOGs. However, it is noteworthy that we used
the cosinor method to identify SOGs in the present study to minimize
false positives. If we could detect SOGs with irregular curve shapes by
improving the resolution of the sampling time points, the number of
common SOGs between males and females might be higher. Never-
theless, differences in SOGs may contribute to sex differences in var-
ious seasonal phenotypes, such as animal reproduction and
susceptibility to winter depression7,17.

To cope with seasonal environmental changes, various species,
from unicellular organisms to vertebrates, have evolved an endogen-
ous circannual clock of approximately 1 year. The circannual clock
regulates the timing of various physiological processes, such as
reproduction, molting, hibernation, and migration to improve fitness.
The evolutionary conservation of a circannual rhythm supports its
functional significance23. Although several hypotheses have been
proposed regarding the mechanisms underlying circannual rhythms,
the molecular basis remains unclear. Almost every tissue harbors an
~24 hr circadian clock, and core circadian clock genes exhibit clear
daily oscillations in a wide range of tissues19. Therefore, highly con-
served SOGs expressed in various tissues are of interest. The most
frequently detected SOGs inmultiple tissues were genes related to the
aerobic electron transport chain (Fig. 5). This appears to reflect the
dynamic seasonal changes in metabolism in various tissues. This was
consistent with the results of recent analysis of seasonal genes across
human tissues produced by the GTEx consortium, revealing functional
enrichment for the aerobic electron transport chain57.

Our transcriptional regulatory network analysis and siRNA
knockdown in macaque fibroblasts suggested the involvement of the
ETS-family transcription factor GABP in the regulation of SOGs (Fig. 5).
GO analysis of GABP-targeted SOGs highlighted the pathways involved
in tissue remodeling. Interestingly, exposure to summer- and winter-
mimicking conditions resulted in profound changes in organ weights
and tissue remodeling in both melatonin-proficient CBA mice and
melatonin-deficient C57BL mice (Fig. 6). Although melatonin plays a
critical role in seasonal reproduction in mammals40, our results sug-
gest thatmelatonin is not essential for seasonal tissue remodeling and
that the commonly used C57BL strain could be a useful model for
studying seasonal tissue remodeling. Indeed, heterozygous Gabpb1
mutant mice had attenuated responses to photoperiod and tempera-
ture changes compared with those of wild-type littermates with a
C57BL genetic background (Fig. 7). These results suggest a molecular
mechanism for whole-body seasonal adaptation. Since our recent
monthly transcriptome analysis of medaka also suggested the invol-
vement of tissue remodeling, dynamic seasonal tissue remodeling
appears to be the key mechanism underlying seasonal rhythms31. Of
note, seasonal gland mass changes have also been reported in
humans8. GABP is intimately involved in critical cellular functions,

including protein synthesis, development, and cellular differentiation,
and is evolutionarily conserved from nematodes to humans32,33.
Therefore, its functional significance in seasonal adaptation in other
organisms is of interest.

In humans, there is substantial evidence for seasonal variation in
disease risk with evolutionarily conserved mechanisms6. However, the
molecular mechanisms underlying this seasonal variation remain
unclear.Our analysis revealed seasonal oscillations in the expressionof
risk factor genes for several diseases (Fig. 8). Detailed analyses of
seasonally regulated risk factor genes and the pharmacological
manipulation of SOGs are promising for the development of circann-
ual clock-based therapeutics.

We also observed marked sex differences in SOGs and in the
distributions of their peak phases (Figs. 2–4). These observations may
help to clarify the underlying mechanisms of sex differences in the
susceptibility to various diseases. In addition, we demonstrated sea-
sonal changes in alcohol efficacy, and identifieddrugs and target genes
that are likely to be affected by the seasons. Therefore, tailoring
treatments according to the time of yearmaymaximize the efficacy of
precision medicine and thus improve patient outcomes.

In conclusion, our study identified the molecular basis of whole-
body seasonal adaptation, and NHPSTA provides a platform to dis-
cover potential biomarkers and targets for the development of ther-
apeutic interventions and chronotherapies for seasonally regulated
diseases.

Methods
Ethics
All experiments were carried out in accordance with the ARRIVE
guidelines, the guidelines for Care and Use of Non-Human Primates
(version 3, 2010) published by Kyoto University, and the guidelines of
Nagoya University and RIKEN. All experiments were approved by the
Animal Care and Use Committee of Kyoto University, the Animal
Experimental Committee of Nagoya University, and the Institutional
Animal Care and Use Committee of the RIKEN Kobe branch.

Animals
Twenty six adult rhesus macaques (Chinese origin) were kept in an
open enclosure (524 m2) with environmental enrichment, including
various feeders, climbing structures, and swings with natural light and
temperature at the Center for the Evolutionary Origins of Human
Behavior, Kyoto University, Inuyama, Japan (Supplementary Fig. 1).
Monkeys were provided with two meals per day at the estimated ad
libitum levels, and water was always available ad libitum. Keepers and
veterinarians routinely monitor the health of rhesus macaques. The
macaques did not have apparent injuries or clinical symptoms for
several years prior to or on the day of euthanasia. In addition, we did
not find any apparent organ abnormalities during sample collection.
Nine week-old male CBA/N mice (n = 16) and C57BL/6N mice (n = 52)
were purchased from Japan SLC Inc. (Hamamatsu, Japan) and CLEA
Japan Inc. (Tokyo, Japan), respectively. After 1 week of habituation,

Fig. 7 | In vivo role ofGABP inmice. aCRISPR/Cas9 targeting of themouseGabpb1
exon 9. Schematic representation of the mouse Gabpb1 gene illustrates crRNAs
(blue characters) and the protospacer adjacent motif (PAM) sequences (red char-
acters) tailored to exon 9. Sequencing of the deletion band shows ligation of the
Cas9 target site. PCR across the genomic deletion region shows the smaller PCR
product inmutants. Western blotting of Gabpβ1 with an antibody recognizing both
long and short forms shows absence of long form of Gabpβ1 in the mutant
homozygous (Mut/Mut) mice. β-actin was detected as loading control. b Effects of
1-week exposure to SC or LWconditions onGabpb1 expression and organweight in
Gabpb1 exon 9 deletion mutant heterozygous mice and their wild-type littermates
(two-wayANOVA, Šídák’smultiple comparisons test, mean + SEM, +/+: n = 3; +/Mut:
n = 4). Numbers within the graph indicate the P value. c Immunohistochemistry of
Ki67 in the heart (HEA), pancreas (PAN), and kidney (KID). InWTmice, the number

of Ki67 immuno-positive cells (red arrows)was higher under SC thanLWconditions
in the HEA and PAN, while glomerular size was larger under SC than LW conditions
in the KID. These differences were smaller in Gabpb1 heterozygousmutant mice. L:
Islet of Langerhans; G: Glomerulus. d H&E staining of cardiomyocytes. Changes in
cardiomyocyte diameter between SCand LWconditionsweremoreobvious forWT
than Gabpb1 heterozygous mice. e Immunohistochemistry of β-catenin, which
localizes to the acinar cell membrane. Changes in the size of pancreatic acinar cells
between SC and LW conditions were more obvious in WT than Gabpb1 hetero-
zygousmice. Scale bars: 50μm. f Effects of 1-week exposure to SCor LW conditions
on Ki67-positive cell numbers, cardiomyocyte diameter, pancreatic acinar cell size,
and glomerular size inGabpb1 exon 9 deletionmutant heterozygousmice and their
wild-type littermates (two-way ANOVA, Šídák’s multiple comparisons test, mean+
SEM, +/+: n = 3; +/Mut: n = 4). Numbers within the graph indicate the P value.
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mice were housed under summer-mimicking long-day and warm
conditions (LW: 16 h light 8 h dark, 30 °C) or winter-mimicking short-
day and cool conditions (SC: 8 h light 16 h dark, 10 °C) using an animal
housing system (LP-30CCFL-8CTAR, NK system; Nippon Medical &
Chemical Instruments, Osaka, Japan) for 1 month for organ weight
analysis and 1 week for histological analysis. Food (Labo MR Stock,
Nosan Corp.) and water were provided to mice ad libitum.

Sample collection
All monkeys weremoved from an open enclosure to individual cages 1-2
days prior to euthanasia. The individual cages were located in a room
with a window, and the room light was turned on and off at the sunrise

and sunset, respectively. The monkeys were fed 100g pellets (AS,
Oriental Yeast Co., Ltd., Tokyo, Japan) twice a day at approximately 11:00
and 15:00 prior to the day of euthanasia. Water was available ad libitum.
The monkeys were immobilized with 10mg/kg body weight (BW)
ketamine hydrochloride (intramuscularly), and anaesthetized with
80mg/kg BW pentobarbital (intravenously). Blood was collected from
the HEA for hormone and metabolite measurements with 0.13% EDTA.
Tissues were collected after perfusion with ice-cold Ames’ medium
(Sigma, St. Louis, MO). Each brain region was punched out (2mm dia-
meter) from 2mm brain slices generated using a monkey brain matrix
(MBM-2500C, ASI Instruments, Warren, MI)58. Mice were euthanized by
isoflurane anaesthesia (Wako 099-06571) followed by cervical

Fig. 8 | Seasonal changes in the expressionof disease-related genes. aDisGeNET
enrichment analysis results for SOGs in the lung (LUN), aorta (AOR), bronchus
(BRO), and colon (COL). b Heatmaps showing the expression profiles of SOGs.
Genes involved in representative diseases are highlighted. c Seasonal expression

profiles of ACE2 and TMPRSS2 in the BRO in males and females. d Heatmaps
showing the expression profiles of SOGs. Risk factors for psychiatric diseases are
highlighted.
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dislocation at middle of the day under both SC and LW conditions.
Tissues samples were collected for qPCR and histological analyses.

Hormone measurement
Plasma was obtained by centrifugation (1300 g, 24 °C, 10min) and
immediately frozen in liquid nitrogen. Measurement of the levels of
plasma testosterone, E2, IGF-I, free T4, and cortisol levels was con-
ducted by SRL Inc. (Tokyo, Japan) by electro chemiluminescence
immunoassay (ECLIA) (Roche Diagnostics, Basel, Switzerland). The
lower limit of detection for E2 was 5.0 pg/mL, and samples under the
limit are labeled as ‘not detected (ND)’.

Metabolomics
Metabolomics analysis of plasma samples was conducted by Human
Metabolome Technologies (Tsuruoka, Japan)59. Twelve plasma samples
were mixed with methanol and extra-filtered (9100g, 4 °C, 120min).
Capillary electrophoresis-mass spectrometry (CE-MS) was performed
using an Agilent CE-MS system (Agilent Technologies, Santa Clara, CA)
equipped with a time-of-flight mass spectrometer system. Identified
metabolites were quantified by comparing their peak areaswith those of
authentic standards using MasterHands ver.2.17.1.11 software. The fol-
lowing criteria were applied to extract the seasonally oscillating plasma
metabolites: i) Jonckheere–Terpstra–Kendall (JTK_CYCLE) algorithm,

Fig. 9 | Seasonal changes in drug efficacy. a Distribution of drugs ranked
according to the numberof targeted SOGs. All 19,003 SOGswere compared against
the Drug Gene Interaction database. b Therapeutic categories of the top 50 drugs
ranked by the number of targeted SOGs. c Effects of alcohol on spontaneous
locomotor activity of mice kept under SC or LW conditions. Graphs depict the
distance traveled in the open-field test at 1 and 3 h after EtOH administration.
Numbers within the graph indicate the P value (two-way ANOVA, Šídák’s multiple
comparisons test, mean+ SEM, LWwater treated group: n = 7, other groups: n = 8).

d Effects of EtOH on the rotarod performance of mice kept under SC or LW con-
ditions. Graphs depict the latency to fall from the rotarod as determined across
five trials at 4 and 5 h after the administration. Numbers within the graph indicate
the P value (two-way ANOVA, Šídák’s multiple comparisons test, mean + SEM, LW
water treated group: n = 7, other groups: n = 8). e Effects of SC and LW conditions
on EtOH metabolism. Numbers within the graph indicate the P value (two-way
ANOVA, Šídák’s multiple comparisons test, mean + SEM, n = 8). f Distribution of
SOGs ranked according to the number of targeting drugs.
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Padj <0.2 in all samples; ii) Welch’s t-test, P<0.05 for February and April
vs. August and October, April and June vs. October and December, and
June and October vs. December and February.

RNA extraction and sequencing of macaque tissues
A total of 80 tissues, specifically from 30 brain regions and 50 per-
ipheral tissues, were collected at around 14:00 (JST) fromonemale and
one female every 2 months from October 2019 to August 2020. All
samples were snap-frozen in liquid nitrogen and kept at -80 °C before
RNA preparation. Total RNA was extracted using the RNeasy Plus
Universal Mini Kit (Qiagen, Venlo, Netherland). RNA concentrations
were measured with a Quant-iTTM RNA Assay kit (ThermoFisher Sci-
entific, Waltham, MA) using a Qubit Fluorometer (Thermo Fisher Sci-
entific), and integrity was assessed with an Agilent RNA 6000Nano Kit
on a Bioanalyzer (Agilent Technologies). Each 3’RNA-Seq library was
prepared by the Lasy-Seq v1.1 protocol (https://sites.google.com/view/
lasy-seq/). A maximum of 96 tagged libraries were mixed and
sequencedwith an IlluminaHiSeqXTen (Illumina, SanDiego, CA) using
paired-end sequencing (PE150). Mapping and quantification were
performed by bowtie (v1.2.3) and RSEM (v1.3.3) using the Macaca
mulatta genome (Genome assembly: Mmul_10) as a reference. To
compensate for insufficient annotation, we merged three annotation
files (Ensembl: Macaca_mulatta.Mmul_10.192.gtf; NCBI: GCF_003339
765.1_Mmul_10_genomic.gtf; GSE128537_assembly.rheMac10.gtf), and
assembled a total of 54,213 genes. Gene expression was presented as
the fragments per million (FPM).

Identification of SOGs
Since our preliminary analysis revealed significant variations in the
seasonal oscillation of transcriptomes between tissues and sexes,
SOGs were separately extracted from each tissue and sex. To reduce
false positives caused by small sample sizes, strict parameters were
applied atmultiple steps during the analysis, including filtering out the
low expressed genes and SOG identifications. First, fragments per
million (FPM) values were log-transformed by log2 (FPM+0.5) and
genes with an average value > 2.5 across six sampling time points were
designated as expressed genes. Then, a cosine curvewasfitted for each
expressed gene with a period of 365 days using the nonlinear least
squares (nls) function in R, and the coefficient of determination (R-
squared, RS) was used to evaluate the goodness of fit. The amplitude
(alpha) of the fitted curve was defined as the difference between the
maximum and minimum of the seasonal oscillation and the day at the
maximum of the fitted curve was defined as the phase (phi), which
represents the expression peak of the gene. Finally, SOGs were
extracted if RS > 0.7 and alpha > 1 representing a two-fold difference
between the maximum and minimum expressions.

GO analysis
In order to investigate the pathways showing seasonal oscillations, the
web-based portal Metascape 3.518 was used to perform GO analysis of
the SOGs extracted from each tissue and sex. Gene symbols for the
SOGs were specified in the program, and SOGs were analyzed as human
genes using the Express Analysis pipeline with default parameters.

Cell culture and siRNA knockdown
Macaquefibroblast cells established fromcultures of a tinyblockof ear
skin were maintained in high-glucose Dulbecco’s modified Eagle
medium (DMEM) supplemented with 12% fetal bovine serum (FBS),
100U/mL penicillin, and 100μg/mL streptomycin (ThermoFisher Sci-
entific) at 37 °C with 5 % CO2

60. Commercial siRNA targeting human
GABPA and GABPB1, as well as negative control siRNA, were purchased
from Qiagen (FlexiTube GeneSolution siRNA). A total of 40 pmoles
siRNA composed of equal amounts of the four different siRNAs from
the same FlexiTube GeneSolution product was used for the co-
transfection experiments, and the final transfectionmixture contained

40 pmoles for single-gene knockdown and 80 pmoles for knockdown
of both GABPA and GABPB1. Cells were seeded in a six-well plate at a
density of 1.2 × 105 cells/well the day before transfection. On the next
day, each well was transfected with siRNA or negative control siRNA
using the jetPRIME transfection reagent (Polyplus, Illkirch, France).
Forty-eight hours after transfection, cells were harvested and total
RNA was prepared using the RNeasy Lipid Tissue Mini Kit (Qiagen).

RNA-seq analysis of macaque fibroblasts
mRNA was purified from total RNA using poly-T oligo-attached
magnetic beads and was then fragmented, and the fragments were
used to synthesize cDNA with random N6 primers. PE100 strand-
specific sequencing libraries were constructed from the prepared
cDNA and subsequently sequenced on the DNBseq platform with a
yield of 50 – 60million reads for each library (BGI, Shenzhen, China).
Clean reads for the downstream analysis were obtained by excluding
reads with adaptors or unknown bases [(N) > 0.1%] or low-quality
reads that contained > 40% of the bases with a Phred score <20 as
determined using the BGI internal program SOAPnuke. Then
Bowtie261 was used to map the clean reads to our custom reference
transcriptome that was previously prepared for the SOG analysis.
Gene expression was quantified using the RSEM program62 and
presented as the fragments per kilobase of transcript per million
mapped reads (FPKM). Because knockdown efficiencies for GABPA
and GABPB1 were relatively low, DEGs between control and double
knockdown of GABPA/GABPB1 were detected using the DEseq2
program63 with an Padj <0.05 and fold change > 1.5. Overlapping
genes between the SOGs and DEGs were identified using the inter-
sect() function in R64 (https://www.R-project.org/) and subsequent
GO annotations were performed using Metascape with the same
parameters for the SOGs.

qPCR validation
RNA was reverse transcribed into cDNA using the ReverTra Ace qPCR
RTMaster Mix kit (Toyobo, Osaka, Japan). The effect of siRNA on gene
expression was evaluated by qPCR in a 20μL mixture containing
SYBR™ Green PCR Master Mix (ThermoFisher Scientific) and 0.25μM
primers. The reaction was performed with a program consisting of an
initial 2min at 50 °C and 10min at 95 °C, followed by 40 cycles at 95 °C
for 15 s and at 60 °C for 1min on a QuantStudio 3 Real-Time PCR
instrument (Applied Biosystems, Carlsbad, CA). We screened several
housekeeping genes, including the housekeeping gene primer set
(TaKaRa, Otsu, Japan), to find themost suitable internal control genes,
andGAPDH andRps18were used as internal control genes formacaque
fibroblasts and mouse tissues, respectively. Relative expression levels
were calculated using the ΔΔCt method. All the qPCR primers used in
this study are listed in Supplementary Data 11.

Histological analysis
Tissues were fixed with 4% paraformaldehyde phosphate (09154-85,
Nacalai Tesque, Kyoto, Japan) for 24 h, then transferred to phosphate-
buffered saline (PBS) and 70% ethanol, dehydrated and embedded in
paraffin. Sections of 5 μm thickness were prepared for H&E, Ki67, and
β-catenin staining. Tissue sections were deparaffinized and rehydrated
with xylene and an ethanol series, and subjected to antigen retrieval by
citrate buffer (ab93678, Abcam, Cambridge, UK) at 95 °C for 10min.
After blocking, the sections were incubated with anti-Ki67 at 1:200
dilution (ab16667, Abcam) and anti-β-catenin at 1:100 dilution (610154,
BD Transduction Laboratories, Franklin Lakes, NJ) overnight at 4 °C.
Signals were detected using DAB substrate provided in the Mouse and
Rabbit Specific HRP/DAB IHC Detection Kit - Micro-polymer
(ab236466, Abcam). Cell nuclei were additionally stained with May-
er’s hematoxylin (131-09665, Wako, Osaka, Japan), sequentially dehy-
drated, and mounted using VectaMount permanent mounting
medium (H−5000, Vector Laboratories, Newark, CA). Glomerular size,
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cardiomyocyte diameter, and pancreatic acinar cell size were mea-
sured using image analysis software (BZ-H4M, BZ-H4C, and BZ-H4CM,
Keyence, Osaka, Japan) by two researchers in a blinded manner.

Generation of Gabpb1 exon 9 deletion mutant mice
Targeted deletion of exon 9 of the Gabpb1 gene was performed in
fertilized mouse eggs by microinjection using the CRISPR-Cas9 Sys-
tem. Ribonucleoprotein complex (crRNA:tracrRNA duplex 30 ng/μL,
Cas9 protein 100ng/μL, Alt-R CRISPR-Cas9 System [Integrated DNA
Technologies: IDT, Coralville, IA]) was microinjected into the cyto-
plasm of C57BL/6NJcl (CLEA) fertilized eggs. After microinjection,
embryos were transferred into the oviducts of 14- to 18-week-old
pseudopregnant Slc:ICR female mice (Japan SLC) weighing 36-45 g. A
combined anesthetic (0.3mg/kg of medetomidine (Zenoaq, Fukush-
ima, Japan), 4.0mg/kg of midazolam (Astellas Pharma, Tokyo, Japan),
and 5.0mg/kg of butorphanol (Meiji Seika Pharma, Tokyo, Japan) was
administered to recipient mice by intraperitoneal injection. After sur-
gery, 0.3mg/kg of atipamezole hydrochloride (Zenoaq) was adminis-
tered by intramuscular injection65.

In the CRISPR/Cas9 system, four crRNA targeting sequences,
specifically CACAGCAAGCCACTGTTACG, GTCTTGAACTGTACACAG
TA, GAGACTGTTCATTAATTCCA, and CTCATAATTCAGACGAGAAC,
were designed on both sides of theGabpb1 exon 9 coding region using
the CRISPR-Cas9 guide RNA design checker (IDT; https://sg.idtdna.
com/site/order/designtool/index/CRISPR_SEQUENCE), a web tool for
assessing on- and off-targeting potential.

Genotyping was performed by direct PCR. Briefly, an ear punch
samplewas lysed using 2μL of 20mg/mLProteinaseK in 125μL of Tris-
EDTA buffer at 55 °C overnight. The lysed samples were heat-
inactivated at 95 °C for 5min and used as a template for direct PCR
using KOD FX Neo DNA polymerase (Toyobo, Osaka, Japan). A primer
set, TGGTCTAAGAGACAACAACCACG and TCAGTATATAAAGAAGTA
CCGGTGTGC, was used to amplify the targeted region. The PCR pro-
ducts were supplemented with Loading Dye Brilliant Color (6×)
(Nacalai Tesque, Kyoto, Japan) and analyzed by electrophoresis in 1.5%
agarose gel (STAR Agarose; Rikaken, Tokyo, Japan). The DNA
sequences of the PCR products were confirmed by direct sequencing.
Briefly, the PCR product in a slice of agarose gel was extracted using
the FastGene Gel/PCR Extraction Kit (Nippon Genetics, Tokyo, Japan).
Sanger sequencingwasperformedby FASMACCo., Ltd. (Atsugi, Japan)
using the extracted PCR product with the corresponding forward or
reverse primer.

For western blotting, frozen kidney collected from mouse pups
was lysed with ice-cold radio-immunoprecipitation assay (RIPA) buffer
containing protease and phosphatase inhibitors. Sonicated lysate was
centrifuged (10,000g, 4 °C, 20min), and the supernatantwas collected.
Protein samples were boiled in 1 × sodiumdodecyl sulfate (SDS) sample
buffer for 5min, separated by SDS-poly acrylamide gel electrophoresis
(PAGE) on 15% gels and transferred to activated polyvinylidene
difluoride (PVDF)membranes. ThePVDFmembraneswereblockedwith
5% skim milk in Tris-buffered saline with Tween 20 (TBST) for 1 h at
room temperature. GABPβ1 primary antibody (1:3000 dilution) (12597-
1-AP; Proteintech, Chicago, IL)66, dissolved in 5% skimmilk in TBST, was
incubated 2 h at room temperature. Membranes were washed with
TBST. Secondary rabbit antibody (1:5000 dilution) (NA934; Cytiva,
Tokyo, Japan), dissolved in 5% skimmilk in TBST, was incubated for 2 h
at room temperature. Washed membranes with TBST was incubated
with ECLprime (Cytiva) for 5min at room temperature and imaged on a
LuminoGraph II EM instrument (ATTO, Tokyo, Japan). β-actin primary
antibody (1:1,000 dilution) (sc-47778; Santa Cruz Biotechnology, Dallas,
TX) was used as an internal control after GABPβ1 signals were elimi-
nated by an incubation in H2O2. The sizes of the protein were deter-
mined by Amersham ECL Rainbow Marker - Full range (Cytiva).

Mouse behavior analyses
Ethanol was used at a concentration of 4 g/kg BW based on a previous
study67. Mice were kept under summer-mimicking LW conditions or
winter-mimicking SC conditions for at least 1 month before the beha-
vioral experiments. EtOH diluted in MilliQ water or MilliQ water alone
were administered orally by gavage immediately after the light offset.
Openfield test: One and threeh after a single oral gavage of EtOH,mice
were placed in the center of the open field arena and behavior was
recorded for 6min using an over-head video camera under dim red
light. Total distance traveled was calculated by Smart 3.0 software
(Panlab Harvard Apparatus, Cornellà, Spain) to quantify spontaneous
locomotor activity. Rotarod test: Effects of EtOH on motor coordina-
tion were analyzed by rotarod (Panlab Harvard Apparatus). All mice
were habituated and trained to remain in the rotarod for 2 d prior to
EtOH administration. The rotarod speed was set to increase gradually
from 4 to 40 rpm over the course of 5min, according to the previous
study67. Four and five hours after a single oral gavage of EtOH, mice
were submitted to testing session consist of five trials. We collected
blood samples from the jugular vein 3 and 5 h after EtOH administra-
tion, and plasma EtOH levels were measured using the EnzyChrom
Ethanol assay kit ECET-100 (BioAssay Systems, Hayward, CA).

Statistics
Statistical analyses were performed using GraphPad Prism10 (Graphpad
Software Inc., San Diego, CA). Results are presented as the mean±SEM.
Data were analyzed using one-way or two-way ANOVA with Dunnett’s
test or Šídák’s multiple comparisons tests where appropriate.

Reporting summary
Further information on research design is available in the Nature
Portfolio Reporting Summary linked to this article.

Data availability
The RNA-seq data sets generated in this study have been deposited in
the NCBI’s Gene Expression Omnibus and are available through GEO
series accession numbers GSE201986 [https://www.ncbi.nlm.nih.gov/
geo/query/acc.cgi] and GSE201987 [https://www.ncbi.nlm.nih.gov/
geo/query/acc.cgi]. To facilitate exploration of this resource, we
have createdNHPSTAwebdatabase (https://rhythm.itbm.nagoya-u.ac.
jp/NHPSTA/). Source Data are provided with this paper. All codes used
in the analysis are available at https://github.com/animalphysiology/
script_medaka2023.git. Source data are provided with this paper.

Code availability
This study did not use new codes.
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