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MiR‑18a‑LncRNA NONRATG‑022419 pairs 
targeted PRG‑1 regulates diabetic induced 
cognitive impairment by regulating  
NGF\BDNF‑Trkb signaling pathway
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Abstract 

Background  Diabetic encephalopathy (DE) is considered as one of the complications of diabetes,which is associ-
ated with cognitive impairment in the pathological process of development. Up to now, phospholipid phosphatase 
related 4 (Plppr4), also known as plasticity related gene 1 (PRG-1) has been revealed its important role in neuroplasti-
city. However, the underlying mechanisms of Plppr4 on the basis of diabetic-induced cognitive dysfunction (DCD) are 
still unknown. The aim of current study was to provide insight into molecular mechanism and cellular heterogeneity 
underlying DCD, and investigate the functional role of PRG-1 involved in this process.

Methods  Combined Single-cell RNA sequencing (scRNA-seq) and RNA transcriptome analysis, the distinct sub-
populations, functional heterogeneity as well as potential enriched signaling pathways of hippocampal cells could be 
elucidated.

Results  We identified the sub-cluster of type I spiral ganglion neurons expressed marker gene as Amigo2 in clus-
ter8 and Cnr1 in cluster 9 of hippocampal cells from DCD and the effect of those on neuronal cells interaction. We 
also found that PRG-1 was involved in the synaptic plasticity regulation of hippocampus via NGF\BDNF-Trkb signal-
ing pathway. In high glucose induced HT22 cells injury model in vitro, we investigated that down-regulated PRG-1 
along with down-regulated BDNF and also decreased expression of synapsin-1, PSD-95, SYN which are related to syn-
aptic plasticity; Meanwhile, the Prg-1 targeted miR-18a-LncRNA NONRATG-022419 pairs related with significantly 
down-regulated expression of PRG-1.

Conclusion  This study revealed the synaptic plasticity regulation of PRG-1 in DCD, and might provide the therapeutic 
target and potential biomarkers for early interventions in DCD patients.

Keywords  Diabetic encephalopathy, Diabetic induced cognitive dysfunction, Hippocampus, Synaptic plasticity 
regulation, Type I spiral ganglion neurons, PRG-1

Introduction
Diabetes encephalopathy is known as the impair-
ment of the function in brain, which is associated with 
changes of morphological structure, synaptic plastic-
ity as well as neuronal signaling transduction [1–3]. 
Diabetic-induced cognitive dysfunction (DCD), one of 
the symptom of diabetes encephalopathy, is received 
considerable attentions [4], including learning and 
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memory deficits, impairs in problem-concern and 
resolve as well as information processing slows down 
[5]. In addition, lots of clinical research have demon-
strated that DCD is more close to Alzheimer’s dis-
ease (AD) and vascular dementia [6, 7]. A great deal 
studies have indicated that altered neuronal synaptic 
plasticity, changes of vascular integrity, neurogenesis 
and inflammation that might play a critical role in the 
pathological process of DCD [8]. As we known, hip-
pocampus has an important functional role in learn-
ing and memory, and its dysfunction is related to DCD 
[9]. However, the more detailed mechanism of cogni-
tive impairment induced by diabetes have not been 
clarified clearly. Because the cognitive impairment 
caused by hyperglycemia is irreversible, the hippocam-
pal microenvironment and condition will not recover 
when it occurs, so it should be prevented and treated 
as soon as possible [10].

Comprehensive analysis of heterogeneity in hip-
pocampus is s suitable way to discover the changes 
of DCD in the pathological progress [11], and the 
scRNA-seq has the advantage of integrated analysis of 
single cell transcriptome, and cells can be divided into 
different subgroups or sub clusters according to cell 
characteristics [12]. Combined with the whole RNA 
transcriptome and integrative enrichment analysis, 
showing the transcriptional and heterogeneous signa-
ture, we could have an opportunity to identify different 
cell types and different genes expression in hippocam-
pals cells from DCD and control groups, and further 
investigate the regulatory mechanisms to clarify the 
heterogeneity and function [13].

Some studies have found that phospholipid phos-
phatase related 4(Plppr4), also known as Lppr4, 
plasticity related gene 1 (PRG-1), a neuron mem-
brane protein located at the postsynaptic density 
of glutamatergic synapses has role of plasticity in 
central nervous system [14, 15]. Unichenko et  al. 
reported that prg-1 affects mouse barrel cortex func-
tion via strengthening of glutamatergic thalamo-
cortical transmission [16], and PRG-1 deficiency 
increases the probability of presynaptic glutamate 
release, leading to excessive neuronal excitation [17].
Our current study also investigated that PRG-1 was 
down-regulated expression in hippocampals of both 
GK diabetic and db diabetic animals with cognitive 
impairments. And then further analysis and valida-
tion experiments were performed to explore the 
details on PRG-1 involved in the development of 
DCD. These findings might provide the potential tar-
gets for DCD in clinic.

Materials and methods
Animals
All the animal experiments were studied under the 
requirements of the National Laboratory Animal Use 
Act of China and approved by the Laboratory Animal 
Use Committee of the Medical Research Institute of 
Jishou University (NO:JSDX-2021–0004). The animals 
were obtained from Changzhou Kawensi Laboratory 
Animal Company (Changzhou, China). They are kept 
in a temperature-controlled room (23 ± 1  °C) in a 12 h 
light/dark cycle and allow free to food and water.

New object recognition (NOR) tests
NOR tests the ability of animals to recognize and 
remember new objects. This experiment is divided into 
three stages: adaptation period, familiarity period and 
testing period.The day before the experiment, the ani-
mals are placed in a testing box to familiarize them-
selves with and adapt to the environment for 5–10 min. 
After the adaptation period ends, 24  h are needed 
to prepare three objects for testing. Two of them are 
blocks of the same color, and the other is a triangular 
block. These three objects are tasteless, and a famil-
iarization period test is conducted, Place two identical 
blocks in the adjacent wall corners of the experimen-
tal box, with the animal facing its back towards the 
object and placing it in the box. Ensure that the ani-
mal is equidistant from the two block objects, and 
then allow the animal to explore freely for 5 min. After 
the familiarization period ends for 1  h, enter the test-
ing period. Replace one of the blocks with a third new 
object of the same color but with a different shape (the 
triangular block), observe and record how long the ani-
mals recognized the new object, record how long the 
animals explored the new and familiar (old) object dur-
ing the test, and use the recognition index to assess the 
animals’ ability to recognize and remember the new 
object. Recognition index = recognition time of new 
things/(recognition time of new things + recognition 
time of old things).

Tissue prepared and RNA‑transcript Sequencing
After the NOR tests, hippocampal tissues were dis-
sected from both GK−/− diabetic rats with cognitive 
impairment (n = 3) and WT(n = 3). Total RNA from the 
each sample was extracted and quantified. Then 1ug of 
the total RNA was for library preparation. Next-genera-
tion sequencing library preparations were constructed. 
Then the cDNA was synthesized by kits and purified 
by beads and fragments of approximate 400  bp were 
recovered. Each sample was then amplified by PCR and 
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the libraries with different indexes were multiplexed 
and sequenced by Illumina NovaSeq 6,000 instrument 
according to manufacturer’s instructions.

scRNA‑seq and data analysis
Following as the NOR tests, combined single-cell sus-
pensions from DCD (n = 3) and control mice (n = 3) 
were transformed into a Chromium single-cell controller 
instrument (10 × Genomics, Shenzhen, BGI, Inc.) to pre-
pare droplets. The scRNA-seq library was prepared with 
chromium single cell 3 ’reagent V3 kit and single cell chip 
kit. After droplet encapsulation, emulsion rupture, mrna 
capture bead collection, reverse transcription, cDNA 
amplification and purification. According to the manufac-
turer’s protocol, the sequencing libraries were constructed 
and quantified on the Illumina HiSeq X Ten system (BGI 
Shenzhen) and sequenced via the DNBSEQTM platform. 
The raw sequencing data and cell barcodes were demul-
tiplexed by using the Cell Ranger software pipeline and 
STAR comparison. To produce a matrix of gene counts 
and cells, the sample needs to be read down to pro-
duce normalized aggregated data between samples. The 
Unique Molecular identifier (UMI) count matrix is pro-
cessed by using R package Seurat. The gene expression 

matrix from the sample was filtered and identified to 
remove low-quality cells and multiple chromosomes, as 
well as cells with > 200 genes and < 8,000 genes; 400 UMI 
and < 20% mitochondrial RNA (mtRNA) were retained. 
Principal component analysis (PCA) was performed on 
the highly variable genes, and select the top principal 
component (PC) for cell clustering. The clustering results 
are visualized by Unified Manifold Approximation and 
Projection (UMAP). Compared with typical markers of 
cell types, 9 cell types distributed in 16 distinct cell clus-
ters. To explore changes of cellular communication in hip-
pocampal cells during DCI, CellPhoneDB was performed 
to identify the relevant ligand -receptor pairs (21). P 
value < 0.05 and |log2foldchange|> 0.5 were set as the dif-
ferential expression thresholds. Differentially gene expres-
sion (DEGs) was subjected to enrichment analysis(GO 
and KEGG pathway), and the PPI network of DEGs was 
constructed by STRING (https://​string-​db.​org/).

Quantitative RT‑PCR and western blot
All the samples of the hippocampus were immediately iso-
lated from the the brain on ice, for quantitative RT-PCR, 
total RNA was extracted using the Trizol protocol (Invit-
rogen, San Diego, CA, USA) and the amount of cDNA was 

Fig. 1  Cognitive impairments in diabetic GK−/− rats and the workflow of full transcriptome analysis. A-D The new object recognition(NOR) 
tests were performed to detect recognition of new objects and memory ability in animals. The blood glucose and body weight were 
tested before experiments (A, B). During the training phase, the recognition index showed no significant difference between groups (C); 
And the recognition index of GK−/− rats declined significantly in testing phase, compared to WT group (D). E Golgi staining showed the density 
of dendritic spine in the GK−/− group compared to the WT group. F The workflow of full transcriptome analysis

https://string-db.org/
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quantified by real-time PCR. Gapdh cDNA levels were 
analyzed for normalization. Ct values from each sample 
were obtained. The amplification was performed by PCR 
reaction. For western blot, the samples were lysis in RIA 
buffer with protease inhibitor cocktail for 30  min on ice 
and then centrifuged. The total protein was collected and 
performed for SDS-PAGE and then transferred to PVDF 
membranes. The membranes were blocked and incubated 
with primary antibodies overnight at 4  °C and followed 
by the incubation of secondary antibodies for 1  h at RT. 
The bands were detected and the intensity of bands were 
quantified. Primary antibodies included rabbit anti-PRG-1 
(1:500; Abcam); rabbit anti-BDNF (1:1000; Abcam); rab-
bit anti-PSD-95 (1:1000; Cell signaling); rabbit anti-SYN1 
(1:1000; proteintech); rabbit anti-SYN (1:1000; protein-
tech); rabbit anti-Akt (1:1000; Cell signaling); rabbit anti-
pAkt (ser473)(1:1000; Cell signaling);rabbit anti-ERK 
(1:1000; Cell signaling); rabbit anti-pERK(Thr202/Tyr204) 
(1:1000; Cell signaling); rabbit anti-GAPDH (1:5000; 
Abcam);rabbit anti-β-Actin (1:5000; proteintech);rabbit 
anti-Tublin (1:5000; proteintech). Secondary antibodies 
included goat anti-rabbit IgG(1:5000, Beijing bioss).

Statistical analysis
Statistical analysis was performed by GraphPad Prism 
Software. The two-sample comparisons was used by Stu-
dent’s T tests, and the one-way ANOVA or Tukey post 
hoc test was selected for multiple comparisons. The P 
value < 0.05 was accepted for significance.

Results
Cognitive impairments in diabetic GK−/− rats
The new object recognition(NOR) tests were performed 
to detect recognition of new objects and memory 

ability in animals. The blood glucose and body weight 
were tested before experiments (Fig.  1A-B). During the 
training phase, the recognition index showed no signifi-
cant difference between groups (Fig. 1C); Meanwhile, the 
recognition index of GK−/− rats declined significantly in 
testing phase, compared to WT group (Fig. 1D). Interest-
ingly, the density of dendritic spine in the GK−/− group 
presented significantly low compared to the WT group 
(Fig. 1E). The representative images of dendrite by Golgi 
staining were illustrated in Fig. 1E. In a word, both behav-
ioral and morphological results showed that GK−/− rats 
developed cognitive deficits concomitantly. And then, we 
performed full transcriptome analysis of hippocampal 
tissues from WT and GK−/− rats.

DEGs analysis in GK−/− rats with cognitive impairment vs 
WT rats
The workflow of full transcriptome analysis was showed 
in Fig.  1F; Based on differentially expressed lncRNAs 
(DELs) and miRNAs (DEMs) in hippocampus of GK−/− 
rats with cognitive impairment compared with con-
trol WT rats (Fig.  2A-B); the differentially expressed 
genes (DEGs) was showed in Fig. 2C, and Prg-1 is one 
of the down-regulated expressed genes; And further, 
the functional KEGG pathway enrichment (Fig.  2D) 
and GO enrichment were found in Fig.  2E-F, includ-
ing axon regeneration, Wnt signaling pathway, PI3K-
Akt signaling pathway and cAMP signaling pathway; 
brain development, axon guidance, phosphorylation, 
GTPase activator, glutamatergic synapse, postsynap-
tic density and neuronal cell body etc.; The PPI net-
works were constructed by the up-regulated expressed 
genes (Fig.  2G) and down-regulated expressed genes 
(Fig.  2H). To be noted, PRG-1 is down-regulated 

Table 1  Functional annotation information of PRG-1
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Fig. 2  The differentially expressed lncRNAs and miRNAs in hippocampus of GK−/− rats compared with control WT rats. A Heat map of differentially 
expressed lncRNAs (DELs) in hippocampus of GK−/− rats compared with WT rats. B Heat map of differentially expressed miRNAs (DEMs) 
in hippocampus of GK−/− rats compared with WT rats. C Volcanic scatter diagram of differentially expressed genes (DEGs) in hippocampus 
of GK.−/− rats compared with WT control rats (Blue are down-regulated genes and Red are up-regulated genes). And the functional KEGG 
pathway enrichment and GO enrichment were found in (D-F), including axon regeneration, Wnt signaling pathway, PI3K-Akt signaling pathway 
and cAMP signaling pathway; brain development, axon guidance, phosphorylation, GTPase activator, glutamatergic synapse, postsynaptic density 
and neuronal cell body etc.; The PPI networks were constructed by the up-regulated expressed genes (G) and down-regulated expressed genes (H)
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expressed, located in postsynaptic density membrane, 
interacted with Nrxn1, PSD-95, HGF, Trkb, Plc, Gria2, 
Grin2b; which has participated in axonogenesis, regu-
lation of synaptic transmission and glutamatergic 
synapse etc. (Table  1). In addition, western blot were 
used to analyze the expression of BDNF (BNDF/Trkb 
pathway),which has protective role in nervous system 
[19, 20]. Down-regulated expressed synaptic plasticity 
associated protein (PSD-95, Syn and Syn-1) and p-Akt 
(PI3k-Akt pathway) in GK−/− rats hippocampus com-
pared to the WT group rats, suggesting the altered syn-
aptic plasticity in the GK−/− rats (Fig. 3).

scRNA‑seq analysis in db−/− mice with cognitive 
dysfunction(DCD) vs WT mice
In order to detect and analyse heterogeneity of hippocam-
pal cells between DCD and normal WT mice, scRNA-sep 
analysis was performed. Dissected hippocampus from 
DCD and WT mice were dissolved to single cell suspen-
sions. The workflow is shown in Fig.  4A. The PCA and 
UMAP analysis was applied after quality control, the heat 
map showed top15PC in DCD vs WT(Fig. 4B) And Plpp3 
is also expressed significantly between WT and DCD 
groups. According to the well-expressed markers, the 
cells were divided into 9 distinct cell types and distributed 
in 16 distinct clusters (Fig. 4C); The 9 distinct cell types 
were annotated as followed: Microglial cell, Endothelial 
cell, type II spiral ganglion neuron, Oligodendrocyte, type 
IC spiral ganglion neuron, type I spiral ganglion neuron, 
Astrocyte, Oligodendrocyte precursor cell, Chandeller 
cell. Figure 4D showed the relative abundance of each cell 
type in DCD and WT. The scRNA-Seq data in this paper, 
compared with WT, the number of genes in type I spi-
ral ganglion neuron and type IC spiral ganglion neuron 
in DCD mice are more abundant compared to any other 
cell types (Fig. 4E); In addition, cluster8(expressed marker 
gene as Amgo2) and cluster9 (expressed marker gene as 
Cnr1), which are belongs to type I spiral ganglion neuron 

(Fig. 4F), However, cluster 6 could not be definitely anno-
tated as type I spiral ganglion neuron and was eliminated 
in further analysis according to the expression feature of 
marker genes in each cluster in Fig.  4G. Meanwhile, the 
time series analysis of cluster 8 and cluster9 development 
in DCD mice compared to WT, which presented at the 
late period of time series (Fig. 4H).

Functional enrichment analysis of cluster8 and cluster9 
between DCD and WT
Compared to WT, the db−/− mice microglia, 16 genes 
were differentially expressed in cluster8 of the DCD 
mice, of which 6 genes were up-regulated and 10 genes 
were down-regulated; As seen in cluster9, which 17 genes 
were up-regulated and 18 genes were down-regulated. 
GO term analysis of DEGs cluster8 and cluster9 showed 
enrichment of biological processes, molecular function 
and cellular component including G-protein coupled 
glutamate receptor signaling pathway,synaptic signaling 
via neuropeptides, synaptic vesicle targeting, canonical 
Wnt signaling pathway involved in positive regulation 
of cell–cell adhesion and migration, calcitonin recep-
tor binding,structural constituent of presynaptic active 
zone,neuronal cell body,axonal spine,synaptic vesicle 
lumen and dendritic microtubule etc.,which were more 
associated with synaptic plasticity in cognitive deficits 
induced by diabetics (Fig.  5A-B). Further, PPI networks 
were constructed by DEGs of cluster8 and cluster9, and 
their interaction items related to neuroactive ligand-
receptor interaction, positive regulation of synaptic trans-
mission, neuron projection development, and positive 
regulation of glutamatergic synapse (Fig.  5C, Table  2). 
Interestingly, as shown in PPI network of cluster8, Plpp3 
has interacted with Ngfr and could be involved in regu-
lation of neuroactive ligand-receptor mediated signaling 
pathway. Since Plpp3 and PRG-1 belongs to the phospho-
lipid phosphatase family, which might provide important 
clue to the functional analysis of PRG-1 in further study.

Fig. 3  Expression of PRG-1 and synaptic ralated protein in WT and GK with DCD
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Type I spiral ganglion neurons communication 
between DCD and WT
The CellPhoneDB was performed to identify the differ-
ential communications and potential interaction pairs 
of type I spiral ganglion neurons between DCD and 
control groups. The heat map of ligand-receptor inter-
action showed the interaction signatures between DCD 
and control groups of the different cell types expressed 
specific marker genes (Fig.  6A); And the bitmap of 

ligand-receptor intereacion in Fig.  6B, suggesting that 
markedly expressed ligand-receptor interaction pairs in 
type I spiral ganglion neuron (cluster8 and cluster9) are 
NTF3-NTRK2, FGFR1-NCAM and BDNF-TRK2, which 
might be associated with the regulation of synaptic trans-
mission and glutamatergic synapse considering the above 
functional enrichment analysis. Moreover, the commu-
nication circos plot of interaction expression signature 
between DCD and WT mice (control) was investigated 

8

9

6

Fig. 4  The scRNA-seq analysis of hippocampal cells based on DCD mice compared to normal control mice. The experimental workflow is show 
in (A) and (B) heat map showed top15PC in DCD vs WT after PCA analysis; Yellow indicates high expression,purple indicates low expression,as 
the number of PC increases,we can see the feature is becoming less and less obvious.) (C) UMAP plot of hippocampal cells from DCD mice 
and normal control mice, showing16 clusters and 9 colored cell types that were identified. (D)The relative abundance of cell types between DCD 
and WT and number of genes in each cell type in DCD vs WT (E). F Subclustering of type I spiral ganglion neurons. UMAP plot showing type I 
spiral ganglion neurons subclusters expressed specific markers. such as cluster8 with marker gene as Amigo2, cluster9 with marker gene as Cnr1 
and cluster6 with marker gene as Lrrtm4, however, cluster 6 could not be definitely annotated as type I spiral ganglion neuron and was eliminated 
in further analysis according to the expression feature of marker genes in each cluster in (G). G The clot plots of expression feature of marker genes 
in each cluster
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(Fig. 6C), showing that the ligand Nlgn1 in cluster8 has 
a unique receptor Nrxn1 in cluster9 (Fig.  6D). Indeed, 
Nrxn1 can also interact with PRG-1 mentioned above, 
which formed neuroactive ligand-receptor complex with 
Ntrk2 and PSD-95 as well (Table  1). Additionally, west-
ern blot was also used to detect the expression of PRG-1, 
BDNF, PSD-95 as well as other synaptic plasticity related 
proteins, which has affected beneficially on cognitive 
impairment [21, 22]. As shown in Fig. 7A, the mice with 
cognitive impairment presented significantly lower levels 
of PRG-1, p-Akt and p-ERK in the hippocampus com-
pared to WT, suggesting that the neuroprotective axis 
in type I spiral ganglion neurons was damaged. Interest-
ingly, LncRNA NONRATG022419 could bind to miR-
18a, which targeted Prg-1after double luciferase reporter 
genes experiments in HEK293cells, and the down-
regulated expression of LncRNA NONRATG022419 
and Prg-1, as well as up-regulated expression of miR-
18a were confirmed in WT and GK with DCD groups 
(Fig.  7B). Above all, down-regulated synaptic plasticity 
related proteins such as PRG-1, PSD-95, SYN and SYN-1 
in type I spiral ganglion neurons of DCD associated 
with glutamatergic/GABA-ergic synapse and synaptic 
transmission.

Analysis of type IC spiral ganglion neurons between DCD 
and WT
As noted above, compared to WT, the number of genes 
in type I spiral ganglion neuron and type IC spiral gan-
glion neuron in DCD mice are more abundant compared 
to any other cell types (Fig.  4D). To obtain a full view 
on heterogeneity and diversity, type IC spiral ganglion 

neurons were further investigated. There were two sub-
populations of type IC spiral ganglion neurons that were 
identified based on UMAP analysis: type IC spiral gan-
glion neurons with marker gene as Atp2b1 expressed on 
cluster1 and with marker gene as Cbln2 expressed on 
cluster10 (Fig.  8A). Compared to WT, the relative pro-
portion of the type IC spiral ganglion neuron with Chln2 
marker gene expressed on cluster10 is significantly high 
in DCD group mice (Fig. 8B).

Go and KEGG pathway enrichment analysis of DEGs 
in cluster10 were performed. The top 20 enriched KEGG 
pathways were presented in cluster10, which suggested 
that compared to the WT mice type IC spiral ganglion 
neuron, the enrichment items of DCD mice were mostly 
concentrated in endocytosis and neuroactive ligand-
receptor interaction pathways (Fig. 8C). Consistent with 
the findings above in type I spiral ganglion neurons, spiral 
ganglion neurons have a critical role in synaptic plastic-
ity in diabetic induced learning and memory deficits, as 
well as other neurodegenerative diseases; and that PRG-1 
could be involved in this process (Fig. 7 and Fig. 9).

Discussion
Cognitive deficits is prominent symptom of patients with 
diabetic encephalopathy and may reflect brain changes 
caused by diabetes [23]. Several researches revealed the 
relationship between AD induced cognitive dysfunction 
and diabetics, including chronic hyperglycemia result-
ing in excited neurotransmitters inducing neurotoxic-
ity in neuronal cells and promote pathological process 
[24]. In view of multiple factors in process of diabetic 
encephalopathy still not clear, the diabetic rodents such 

Table 2  Prominent signature gene in type I spiral ganglion neurons subclusters based on GO and KEGG enrichment analysis of DEGs 
between DCD mice and control mice
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as GK−/− rats and db−/− mice, which are the ideal animal 
models to present and develop diabetes and complica-
tions [25, 26]; And then their show some behavioral defi-
cits and cognitive impairment to mimic the symptom of 
diabetic patient [27, 28]. In the current study, the NOR 
testing results showed that both GK−/− and db−/− dia-
betic animals suffering impaired learning ability and 

memory function [29, 30]. In addition,the reduced den-
dritic spine of hippocampus in diabetic animals con-
firmed their dysfunction in cognition [31, 32]. Further, we 
dissected hippocampal tissue and performed full RNA 
transcriptome analysis and scRNA-seq, which show-
ing their specific transcriptional features and distinctive 
cell types. In summary, the observations and findings 

Fig. 5  Functional enrichment analysis of cluster8 and cluster9 between DCD and WT. A,B GO term analysis of DEGs cluster8 and cluster9 
between DCD and WT showed enrichment of biological processes, molecular function and cellular component including G-protein coupled 
glutamate receptor signaling pathway,synaptic signaling via neuropeptides, synaptic vesicle targeting, canonical Wnt signaling pathway involved 
in positive regulation of cell–cell adhesion and migration, calcitonin receptor binding,structural constituent of presynaptic active zone,neuronal 
cell body,axonal spine,synaptic vesicle lumen and dendritic microtubule etc. C PPI networks were constructed by DEGs of cluster8 and cluster9, 
and their interaction items related to neuroactive ligand-receptor interaction, positive regulation of synaptic transmission, neuron projection 
development, and positive regulation of glutamatergic synapse
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Fig. 6  Type I spiral ganglion neurons communication between DCD and WT. Heat map of ligand-receptor intereacion showing in A. horizontal axis: 
cell type;vertical axis: cell type; The color of rectangle in the plot represents the number of receptor ligands between cells. Bitmap of ligand-receptor 
intereacion showing in B, horizontal axis: Cell type comparison group,marker genes are in the brackets;vertical axis: ligand receptor pair;The 
color (log2 mean)of circle reprsents the log of average expression level,the size of circle represents P value,a larger point is more reliable. C The 
communication circos plot of interaction expression signature between DCD and WT mice(control) was investigated, showing that the ligand 
Nlgn1 in cluster8 has a unique receptor Nrxn1 in cluster9. From the outside to the inside,the first circle represents the category of the cluster,the 
second circle represents the ligand receptor pair,the third circle represents the relationship between the ligand and receptor;the gene pointed 
by the arrow(end point)is the receptor,and the gene at the other end(start point)is the ligand,a thick line indicates the ligand is highly expressed,a 
thin line indicates the ligand is lowly expressed;a wide arrow means the receptor is highly expressed,a narrow arrow means the receptor is lowly 
expressed. D The violin plots showing the expression level of Nlgn1and Nrxn1 in different cell type between DCD and control groups
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revealed that hippocampal cells appear heterogeneity in 
DCD. DEGs from control and DCD groups exhibited that 
gene transcription in different cell types under the cellu-
lar and molecular changes in DCD.

Up to now, the underlying mechanism of DCD is still 
less well understood, among which it is more clear that 
the changes of synaptic neuroplasticity and cellular het-
erogeneity are more related to DCD [33, 34]. Integrated 
analysis showed that ganglion neurons in DCD, including 
type I and IC spiral ganglion neurons, which has a cru-
cial role in regulation of neuroplasticity [35, 36]. Several 
researches have already suggested that PRG-1 has the 
functional role of plasticity in central nervous system [15, 
37]. PRG-1 is a neuron membrane protein, located at the 
postsynaptic density of synapses, interacted with PSD-95, 
Nrxn1, Ntrk2(Trkb), Prkcsh(PKC) etc., mainly involved 
in axonogenesis, G protein-coupled receptor signaling 
pathway, regulation of synaptic transmission, and modu-
lation of chemical synaptic transmission as well. Petzold 
S et al. have reported that PRG-1, a novel synaptic mol-
ecule, highly expressed during development and regen-
eration processes at the postsynaptic density, modulates 
synaptic lysophosphatidic acid (LPA) levels, and revealed 
its relationship with plasticity-related neurotrophins, 
such as NTF, BDNF and NT-3; the possible mechanism 
related to hippocampal network activity and possibly 
exerting a protective effect against over-excitability [38]. 

Meanwhile, Bräuer AU et  al. showed that PRG-1 facili-
tates axonal outgrowth during development and regen-
erative sprouting and specifically expressed in neurons, 
located in the membranes of outgrowing axons [39]. Fur-
ther, it has already been reported that BDNF/Trkb sign-
aling pathway contributed to the survival, differentiation, 
growth and apoptosis of neurons, which was primarily 
mediated by NTF, BDNF as well as other neurotrophic 
factors [40]. Tropomyosin receptor kinase b (Trkb) has 
its ligand as BDNF that mediates a series of signaling 
pathways correlate to neural plasticity development, sur-
vival and regeneration of damaged neurons [41]. PRG-1 
can bind to the Trkb, our previous work confirmed 
that knockdown of Prg-1 improved BDNF and PSD-95 
expression based on high glucose induced injury model 
in vitro (data not shown).

The state of spiral ganglion neurons changed rap-
idly along with the process of DCD, however, its cel-
lular characteristics and molecular function are not 
known clearly [42]. The increasing evidence showed 
that the plasticity of ganglion neurons in hippocam-
pus is heterogeneous, depending on the coordination 
of neuron-neuron interactions and neurons interact-
ing with other different types of cells [43]. In current 
study, compared to WT, the relative abundance of type 
I spiral ganglion neurons in DCD mice changed sig-
nificantly, and then the functional enrichment analysis 

Fig. 7  Expression of PRG-1, p-Akt and p-ERK in WT and db with DCD (A) and (B) LncRNA NONRATG-022419 bind to miR-18a, which directly targets 
prg-1 using double luciferase reporter gene assay in HEK293 cells
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of DEGs showed that the synaptic transmission/gluta-
matergic synapse related genes were mostly enriched 
in DCD type I spiral ganglion neurons, which guiding 
to speculate that these ganglion neurons participated 

in the regulation of synaptic plasticity. Further, two 
type I spiral ganglion neurons sub-populations with 
differently expressed marker genes were identified, 
which presented distinctive molecular features in the 

Fig. 8  Subclustering and annotation of immune cells. A UMAP analysis showing two sub-populations of type IC spiral ganglion neurons distributed 
on cluster 1 and cluster10. B Pie charts showing the proportion (percentage) of these two types of type IC spiral ganglion neurons in the WT 
and DCD (Red is types of type IC spiral ganglion neuron in cluster10 and bule is on cluster1). C Go and KEGG pathway enrichment analysis of DEGs 
in cluster10
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state of DCD. We found that the highly expressed 
level of Nrxn1 in cluster 8 and cluster9, which has its 
ligand as Nlgn1 was also expressed in cluster8. And we 
known above, Nrxn1 also has interacted with PRG-1 
that might be involved in synaptic plasticity related 
signaling pathway. As we known, BDNF/TrkB axis 
is widely expressed in the brains of developing and 
adult mammals. BDNF/TrkB stimulated intracellular 
signaling is essential for neuronal survival, morpho-
genesis, and plasticity [44]. Binding of BDNF to TrkB 
is known to trigger a variety of intracellular signaling 
pathways, including mitogen activated protein kinase/
extracellular signal-regulated protein kinase (MAPK/
ERK), phospholipase Cg (PLCg), and phosphoinositol 
3-kinase (PI3K) pathways, and BDNF has biological 
effects on neurons by activating similar mechanisms 
[45]. Actually, our current work showed that down-
regulated expression of p-Akt, p-ERK were found in 
DCD groups, compared to WT. In fact, PI3K-Akt sign-
aling pathway plays key roles in a variety of cellular 
processes, such as glucose metabolism, apoptosis, cell 
proliferation, transcription, and cell migration [46]; 
Dysregulation of the PI3K/AKT signaling pathway has 
been found in a variety of human diseases, including 
cancer, diabetes, cardiovascular disease, and neuro-
logical diseases [47]. Moreover, MAPK-ERK signaling 
pathway is a key signaling pathway for cell prolifera-
tion, differentiation, apoptosis, and stress response 
under normal and pathological conditions [48]. In 
summary, our research work identified the cellular and 

heterogeneity of type I/ IC spiral ganglion neurons, 
the potential crucial ganglion neuron types correlated 
with DCD. Meanwhile, the functional role of PRG-1 
in synaptic plasticity was also illustrated; which might 
find new view on diversity of ganglion neurons and the 
potential therapeutic targets for DCD.

Conclusion
In conclusion, through integrated analysis and experimen-
tal validation, we obtained in-depth understanding of the 
synaptic plasticity and heterogeneity of spiral ganglion 
neurons in hippocampus of normal and DCD animals.
We investigated changes of neuroplasticity in hippocam-
pal spiral ganglion neurons, which confirm the prominent 
view that neurons play a crucial role in plasticity regula-
tion of DCD and that PRG-1 could be involved in this pro-
cess (Fig. 9). Our findings in this paper should be validated 
in other DCD- associated models and their relevance in 
patients. In addition, differential expression pathways need 
to be further evaluated in functional experiments to assess 
their harmful or protective role in DCD.

Acknowledgements
We appreciate the technical support from BGI Company

Approval date of registry and the registration no. of the study/trial
N/A.

Animal studies
All the animal experiments were studied under the requirements of the 
National Laboratory Animal Use Act of China and approved by the Laboratory 
Animal Use Committee of the Medical Research Institute of Jishou University 
(NO:JSDX-2021-0004).

Fig. 9  The potential mechanism of PRG-1 in the synaptic plasticity regulation of hyperglycaemia induced cognitive dysfunction



Page 14 of 15Xiang et al. Proteome Science            (2025) 23:1 

Authors’ contributions
QX, and XL designed the experiments; wrote and revised the draft; HL, JT, CF, 
LL and JD performed the experiments; Data collection, analysis and interpreta-
tion by QX, HL, JT , CF and XL. All of the authors approved the final version of 
the manuscript.

Funding
The work was supported by the National Natural Science Foundation of China 
(No.81660598, No.81860636, No.82060681); National Natural Science Founda-
tion of Hunan Province (No.2021JJ30560); The Science and Technology Inno-
vation Program of Hunan Province (No.2022RC1231); The China Scholarship 
Council (CSC) for QX; The Innovation and Entrepreneurship Training Program 
of College Students (No.202210531012).

Data availability
No datasets were generated or analysed during the current study.

Declarations

Ethics approval and consent to participate
N/A.

Consent for publication
Not applicable.

Competing interests
The authors declare no competing interests.

Received: 7 October 2024   Accepted: 6 January 2025

References
	1.	 Chen R, Shi J, Yin Q, Li X, Sheng Y, Han J, Zhuang P, Zhang Y. Morphologi-

cal and Pathological Characteristics of Brain in Diabetic Encephalopathy. J 
Alzheimers Dis. 2018;65(1):15–28.

	2.	 O’Brien PD, Hinder LM, Callaghan BC, Feldman EL. Lancet Neurol. Neuro-
logical consequences of obesity. 2017;16(6):465–77.

	3.	 Wang J, Li L, Zhang Z, Zhang X, Zhu Y, Zhang C, Bi Y. Extracellular vesicles 
mediate the communication of adipose tissue with brain and promote 
cognitive impairment associated with insulin resistance. Cell Metab. 
2022;34(9):1264-1279.e8.

	4.	 Chen R, Zeng Y, Xiao W, Zhang L, Shu Y. LC-MS-Based Untargeted Metabo-
lomics Reveals Early Biomarkers in STZ-Induced Diabetic Rats With Cogni-
tive Impairment. Front Endocrinol (Lausanne). 2021;12:665309.

	5.	 El-Sayed NS, Elatrebi S, Said R, Ibrahim HF, Omar EM. Potential mecha-
nisms underlying the association between type II diabetes mellitus and 
cognitive dysfunction in rats: a link between miRNA-21 and Resveratrol’s 
neuroprotective action. Metab Brain Dis. 2022;37(7):2375–88.

	6.	 Lyu F, Wu D, Wei C, Wu A. Vascular cognitive impairment and dementia in 
type 2 diabetes mellitus: An overview. Life Sci. 2020;254:117771.

	7.	 Chen Z, Zhong C. Decoding Alzheimer’s disease from perturbed cerebral 
glucose metabolism: implications for diagnostic and therapeutic strate-
gies. Prog Neurobiol. 2013;108:21–43.

	8.	 Pugazhenthi S, Qin L, Reddy PH. Common neurodegenerative pathways 
in obesity, diabetes, and Alzheimer’s disease. Biochim Biophys Acta Mol 
Basis Dis. 2017;1863(5):1037–45.

	9.	 Neves G, Cooke SF, Bliss TV. Synaptic plasticity, memory and the hip-
pocampus: a neural network approach to causality. Nat Rev Neurosci. 
2008;9(1):65–75.

	10.	 McCrimmon RJ, Ryan CM, Frier BM. Diabetes and cognitive dysfunction. 
Lancet. 2012;379(9833):2291–9.

	11.	 Logan S, Baier MP, Owen DB, Peasari J, Jones KL, Ranjit R, Yarbrough HP, 
Masingale AM, Bhandari S, Rice HC, Kinter MT, Sonntag WE. Cognitive 
heterogeneity reveals molecular signatures of age-related impairment. 
PNAS Nexus. 2023;2(4):pgad101.

	12.	 Wang S, Sun ST, Zhang XY, Ding HR, Yuan Y, He JJ, Wang MS, Yang B, Li YB. 
The Evolution of Single-Cell RNA Sequencing Technology and Applica-
tion: Progress and Perspectives. Int J Mol Sci. 2023;24(3):2943.

	13.	 Li B, Zhang W, Guo C, Xu H, Li L, Fang M, Hu Y, Zhang X, Yao X, Tang M, Liu 
K, Zhao X, Lin J, Cheng L, Chen F, Xue T, Qu K. Benchmarking spatial and 
single-cell transcriptomics integration methods for transcript distribution 
prediction and cell type deconvolution. Nat Methods. 2022;19(6):662–70.

	14.	 Liu X, Huai J, Endle H, Schlüter L, Fan W, Li Y, Richers S, Yurugi H, Rajal-
ingam K, Ji H, Cheng H, Rister B, Horta G, Baumgart J, Berger H, Laube 
G, Schmitt U, Schmeisser MJ, Boeckers TM, Tenzer S, Vlachos A, Deller T, 
Nitsch R, Vogt J. PRG-1 Regulates Synaptic Plasticity via Intracellular PP2A/
β1-Integrin Signaling. Dev Cell. 2016;38(3):275–90.

	15.	 Liu X, Li S, Zhang W, Xie Z, He J, Zhang X, Yu S, Cao S, Yu T, Xiao Z. PRG-1 
prevents neonatal stimuli-induced persistent hyperalgesia and memory 
dysfunction via NSF/Glu/GluR2 signaling. iScience. 2022;25(9):104989.

	16.	 Unichenko P, Kirischuk S, Yang JW, Baumgart J, Roskoden T, Schneider 
P, Sommer A, Horta G, Radyushkin K, Nitsch R, Vogt J, Luhmann HJ. 
Plasticity-Related Gene 1 Affects Mouse Barrel Cortex Function via 
Strengthening of Glutamatergic Thalamocortical Transmission. Cereb 
Cortex. 2016;26(7):3260–72.

	17.	 Schneider P, Petzold S, Sommer A, Nitsch R, Schwegler H, Vogt J, 
Roskoden T. Altered synaptic phospholipid signaling in PRG-1 deficient 
mice induces exploratory behavior and motor hyperactivity resembling 
psychiatric disorders. Behav Brain Res. 2018;336:1–7.

	18.	 Liu X, Xie Z, Li S, He J, Cao S, Xiao Z. PRG-1 relieves pain and depressive-
like behaviors in rats of bone cancer pain by regulation of dendritic spine 
in hippocampus. Int J Biol Sci. 2021;17(14):4005–20.

	19.	 Mohammadi A, Amooeian VG, Rashidi E. Dysfunction in Brain-
Derived Neurotrophic Factor Signaling Pathway and Susceptibility to 
Schizophrenia, Parkinson’s and Alzheimer’s Diseases. Curr Gene Ther. 
2018;18(1):45–63.

	20.	 Numakawa T, Odaka H. Brain-Derived Neurotrophic Factor Signaling in 
the Pathophysiology of Alzheimer’s Disease: Beneficial Effects of Flavo-
noids for Neuroprotection. Int J Mol Sci. 2021;22(11):5719.

	21.	 Miryala CSJ, Holland ED, Dent EW. Contributions of microtubule dynam-
ics and transport to presynaptic and postsynaptic functions. Mol Cell 
Neurosci. 2022;123:103787.

	22.	 Hu X, Ballo L, Pietila L, Viesselmann C, Ballweg J, Lumbard D, Steven-
son M, Merriam E, Dent EW. BDNF-induced increase of PSD-95 in 
dendritic spines requires dynamic microtubule invasions. J Neurosci. 
2011;31(43):15597–603.

	23.	 Sun Y, Ma C, Sun H, Wang H, Peng W, Zhou Z, Wang H, Pi C, Shi Y, He X. 
Metabolism: A Novel Shared Link between Diabetes Mellitus and Alzhei-
mer’s Disease. J Diabetes Res. 2020;2020:4981814.

	24.	 Zou Y, Wang Q, Cheng X. Causal Relationship Between Basal Metabolic 
Rate and Alzheimer’s Disease: A Bidirectional Two-sample Mendelian 
Randomization Study. Neurol Ther. 2023;12(3):763–76.

	25.	 Tu Y, Chen Q, Guo W, Xiang P, Huang H, Fei H, Chen L, Yang Y, Peng Z, Gu 
C, Tan X, Liu X, Lu Y, Chen R, Wang H, Luo Y, Yang J. MiR-702–5p amelio-
rates diabetic encephalopathy in db/db mice by regulating 12/15-LOX. 
Exp Neurol. 2022;358:114212.

	26.	 Chen G, Wang Y, Li Y, Zhang L, Dong M. A novel hippocampus metabolite 
signature in diabetes mellitus rat model of diabetic encephalopathy. 
Metab Brain Dis. 2020;35(6):895–904.

	27.	 Yasin Wayhs CA, Tannhauser Barros HM, Vargas CR. GABAergic Modula-
tion in Diabetic Encephalopathy-Related Depression. Curr Pharm Des. 
2015;21(34):4980–8.

	28.	 Dejgaard A, Gade A, Larsson H, Balle V, Parving A, Parving HH. Evidence 
for diabetic encephalopathy. Diabet Med. 1991;8(2):162–7.

	29.	 Leger M, Quiedeville A, Bouet V, Haelewyn B, Boulouard M, Schu-
mann-Bard P, Freret T. Object recognition test in mice. Nat Protoc. 
2013;8(12):2531–7.

	30.	 Mclagan AN, Hales JB. Displaced Object Recognition Memory in Rats. Bio 
Protoc. 2019;9(8):e3212.

	31.	 Khanal P, Hotulainen P. Dendritic Spine Initiation in Brain Develop-
ment, Learning and Diseases and Impact of BAR-Domain Proteins. Cells. 
2021;10(9):2392.

	32.	 González Burgos I, Nikonenko I, Korz V. Dendritic spine plasticity and 
cognition. Neural Plast. 2012;2012:875156.



Page 15 of 15Xiang et al. Proteome Science            (2025) 23:1 	

	33.	 Grieco M, Giorgi A, Gentile MC, d’Erme M, Morano S, Maras B, Filardi T. 
Glucagon-Like Peptide-1: A Focus on Neurodegenerative Diseases. Front 
Neurosci. 2019;13:1112.

	34.	 Rizzo MR, Di Meo I, Polito R, Auriemma MC, Gambardella A, di Mauro G, 
Capuano A, Paolisso G. Cognitive impairment and type 2 diabetes melli-
tus: Focus of SGLT2 inhibitors treatment. Pharmacol Res. 2022;176:106062.

	35.	 Chai R, Li GL, Wang J, Zou J. Hearing Loss: Reestablish the Neural Plasticity 
in Regenerated Spiral Ganglion Neurons and Sensory Hair Cells. Neural 
Plast. 2017;2017:1807581.

	36.	 Nayagam BA, Muniak MA, Ryugo DK. The spiral ganglion: connecting the 
peripheral and central auditory systems. Hear Res. 2011;278(1–2):2–20.

	37.	 Trimbuch T, Beed P, Vogt J, Schuchmann S, Maier N, Kintscher M, 
Breustedt J, Schuelke M, Streu N, Kieselmann O, Brunk I, Laube G, Strauss 
U, Battefeld A, Wende H, Birchmeier C, Wiese S, Sendtner M, Kawabe H, 
Kishimoto-Suga M, Brose N, Baumgart J, Geist B, Aoki J, Savaskan NE, 
Bräuer AU, Chun J, Ninnemann O, Schmitz D, Nitsch R. Synaptic PRG-1 
modulates excitatory transmission via lipid phosphate-mediated signal-
ing. Cell. 2009;138(6):1222–35.

	38.	 Petzold S, Sommer B, Kröber A, Nitsch R, Schwegler H, Vogt J, Roskoden T. 
NT-3 protein levels are enhanced in the hippocampus of PRG1-deficient 
mice but remain unchanged in PRG1/LPA2 double mutants. Neurosci 
Lett. 2016;612:145–8.

	39.	 Bräuer AU, Savaskan NE, Kühn H, Prehn S, Ninnemann O, Nitsch R. A 
new phospholipid phosphatase, PRG-1, is involved in axon growth and 
regenerative sprouting. Nat Neurosci. 2003;6(6):572–8.

	40.	 Cheng SM, Lee SD. Exercise Training Enhances BDNF/TrkB Signaling 
Pathway and Inhibits Apoptosis in Diabetic Cerebral Cortex. Int J Mol Sci. 
2022;23(12):6740.

	41.	 Nagappan G, Lu B. Activity-dependent modulation of the BDNF receptor 
TrkB: mechanisms and implications. Trends Neurosci. 2005;28(9):464–71.

	42.	 Sun F, Zhou K, Tian KY, Wang J, Qiu JH, Zha DJ. Atrial Natriuretic Peptide 
Improves Neurite Outgrowth from Spiral Ganglion Neurons In Vitro 
through a cGMP-Dependent Manner. Neural Plast. 2020;2020:8831735.

	43.	 Calabresi P, Picconi B, Tozzi A, Ghiglieri V. Interaction between basal gan-
glia and limbic circuits in learning and memory processes. Parkinsonism 
Relat Disord. 2016;22(Suppl 1):S65–8.

	44.	 Andero R, Choi DC, Ressler KJ. BDNF-TrkB receptor regulation of distrib-
uted adult neural plasticity, memory formation, and psychiatric disorders. 
Prog Mol Biol Transl Sci. 2014;122:169–92.

	45.	 Numakawa T, Suzuki S, Kumamaru E, Adachi N, Richards M, Kunugi H. 
BDNF function and intracellular signaling in neurons. Histol Histopathol. 
2010;25(2):237–58.

	46.	 Chen K, Li Y, Zhang X, Ullah R, Tong J, Shen Y. The role of the PI3K/AKT 
signalling pathway in the corneal epithelium: recent updates. Cell Death 
Dis. 2022;13(5):513.

	47.	 Long HZ, Cheng Y, Zhou ZW, Luo HY, Wen DD, Gao LC. PI3K/AKT Signal 
Pathway: A Target of Natural Products in the Prevention and Treat-
ment of Alzheimer’s Disease and Parkinson’s Disease. Front Pharmacol. 
2021;12:648636.

	48.	 Papa S, Choy PM, Bubici C. The ERK and JNK pathways in the regulation of 
metabolic reprogramming. Oncogene. 2019;38(13):2223–40.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	MiR-18a-LncRNA NONRATG-022419 pairs targeted PRG-1 regulates diabetic induced cognitive impairment by regulating NGF\BDNF-Trkb signaling pathway
	Abstract 
	Background 
	Methods 
	Results 
	Conclusion 

	Introduction
	Materials and methods
	Animals
	New object recognition (NOR) tests
	Tissue prepared and RNA-transcript Sequencing
	scRNA-seq and data analysis
	Quantitative RT-PCR and western blot
	Statistical analysis

	Results
	Cognitive impairments in diabetic GK−− rats
	DEGs analysis in GK−− rats with cognitive impairment vs WT rats
	scRNA-seq analysis in db−− mice with cognitive dysfunction(DCD) vs WT mice
	Functional enrichment analysis of cluster8 and cluster9 between DCD and WT
	Type I spiral ganglion neurons communication between DCD and WT
	Analysis of type IC spiral ganglion neurons between DCD and WT

	Discussion
	Conclusion
	Acknowledgements
	References


