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Synaptic loss in a mouse model of euthyroid 
Hashimoto’s thyroiditis: possible involvement 
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Abstract 

Background: Hashimoto’s thyroiditis (HT) is an autoimmune illness that renders individuals vulnerable to neuropsy‑
chopathology even in the euthyroid state, the mechanisms involved remain unclear. We hypothesized that activated 
microglia might disrupt synapses, resulting in cognitive disturbance in the context of euthyroid HT, and designed the 
present study to test this hypothesis.

Methods: Experimental HT model was induced by immunizing NOD mice with thyroglobulin and adjuvant twice. 
Morris Water Maze was measured to determine mice spatial learning and memory. The synaptic parameters such 
as the synaptic density, synaptic ultrastructure and synaptic‑markers (SYN and PSD95) as well as the interactions of 
microglia with synapses were also determined.

Results: HT mice had poorer performance in Morris Water Maze than controls. Concurrently, HT resulted in a signifi‑
cant reduction in synapse density and ultrastructure damage, along with decreased synaptic puncta visualized by 
immunostaining with synaptophysin and PSD‑95. In parallel, frontal activated microglia in euthyroid HT mice showed 
increased engulfment of PSD95 and EM revealed that the synaptic structures were visible within the microglia. These 
functional alterations in microglia corresponded to structural increases in their attachment to neuronal perikarya and 
a reduction in presynaptic terminals covering the neurons.

Conclusion: Our results provide initial evidence that HT can induce synaptic loss in the euthyroid state with deficits 
might be attributable to activated microglia, which may underlie the deleterious effects of HT on spatial learning and 
memory.
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Background
Hashimoto’s thyroiditis (HT) is a prevalent autoim-
mune disorder that primarily impacts the thyroid and 
is characterized by intrathyroidal monocyte infiltration 
and elevated serum levels of autoantibodies specific for 
thyroid peroxidase (TPO-Ab) and thyroglobulin (Tg-
Ab) [1]. The disease affects ~ 5% of the global popula-
tion and is more common among females relative to 
males [2]. In the majority of cases (79.3%), normal thy-
roid function is observed at diagnosis before progression 

Open Access

BMC Neuroscience

*Correspondence:  yuzhendev@126.com; zdfa0168@sina.com
†Fen Wang and Yao‑Jun Cai contributed equally to this study
1 Department of Geriatric Endocrinology, The First Affiliated Hospital 
of Anhui Medical University, Hefei 230032, China
4 Department of Obstetrics and Gynaecology, The First Affiliated Hospital 
of Anhui Medical University, Hefei 230032, China
Full list of author information is available at the end of the article

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://crossmark.crossref.org/dialog/?doi=10.1186/s12868-022-00710-2&domain=pdf


Page 2 of 14Wang et al. BMC Neuroscience           (2022) 23:25 

to hypothyroidism [3]. Emerging clinical data suggest 
an association of HT with neuropsychological impair-
ment even in those with normal thyroid function [4–7]. 
Depression and anxiety are more prevalent among 
euthyroid HT patients relative to the general popula-
tion [6]. Only in recent years, several clinical studies 
have reported an association between cognitive impair-
ment and euthyroid HT [8, 9]. Leyhe et al. have observed 
attention deficits in euthyroid HT patients [10] that were 
correlated with a loss of frontal lobe gray matter den-
sity [11]. These findings strongly suggest central nervous 
system (CNS) involvement in HT, but the specific neu-
ral mechanisms underlying the regulation remain poorly 
understood.

Our previous study [12] found hippocampal-depend-
ent learning and memory alterations in HT, which may 
attribute, at least partly, to astrocytes impairment. 
Another study reported by us [13] demonstrated that 
emotional behavior deficits in euthyroid HT model 
mice were related to microglial activation in the frontal 
lobe, which is an important brain region for the emo-
tional processing and cognitive regulation. Microglia and 
CNS-resident macrophages are key mediators of brain 
development and homeostasis [14]. In response to local 
inflammation or brain damage, microglia can become 
reactive and can thereafter drive the pathogenesis of con-
ditions such as brain trauma [15], Alzheimer’s disease 
[16], and depression [17]. Activated microglia secrete 
an array of neuroactive factors [18], including ATP, glu-
tamate, free radicals, chemokines, and cytokines such as 
interleukin-1β (IL-1β) and tumor necrosis factor alpha 
(TNF-a) that potently regulate neuronal function [19].

Recent studies have explored the impact of microglial 
activation on neuronal synapses and associated cerebral 
homeostasis [20]. Specifically, microglia have been shown 
to shape synapse formation and to interact with synapses 
to regulate neuronal firing [21–23]. Activated microglia 
have been found to closely appose neurons in pathologi-
cal settings [24–26], where they shape synaptic connec-
tions within neural circuits. These  studies  indicate  that 
microglia have close interactions with synapses. Whether 
these reactive microglia are capable of promoting synap-
tic disruption in HT, however, remains to be determined. 
We hypothesized that activated microglia might disrupt 
synapses, resulting in cognitive disturbance in the con-
text of euthyroid HT, and designed the present study to 
test this hypothesis.

Thyroglobulin-induced thyroiditis is a commonly used 
model for studies of HT [27] and can be established in 
susceptible non-obese diabetic (NOD) mice. These ani-
mals develop an HT-like illness that is characterized by 
monocytic infiltration of the thyroid gland and the pres-
ence of TPO-Ab and Tg-Ab autoantibodies, all of which 

are hallmarks of HT in humans [28]. These animals 
therefore represent an ideal euthyroid HT model system 
for studies of the contribution of microglia to the main-
tenance of neural circuits, and in this study they were 
therefore utilized to test our hypothesis.

Methods
Animals and study design
Twenty-one female NOD mice with approximately 
8-week of age, weighing 21 ~ 24  g were obtained from 
Beijing HFK Bioscience (SCXK 2014-0004) and randomly 
divided into control (n = 10) or HT groups (n = 11). In 
this study, we only utilized female mice given that HT is 
more prevalent in women than in men [2], and given that 
female  mice  have primarily been used in prior preclini-
cal studies of HT [29–31]. Mice were housed in groups of 
3–4 at 23 ± 2 ℃, 55 ± 5%, humidity and a 12-h light/dark 
cycle with free access to standard food and water. After 
seven days of habituation, experimental HT was induced 
in mice based on methods described in our previous 
study [13]. Briefly, HT mice were immunized twice with 
porcine thyroglobulin (Tg; 25 µg) emulsified in complete 
or incomplete Freund’s adjuvant (all were obtained from 
Sigma-Aldrich, USA) injected subcutaneously at 2-week 
intervals. Mice treated with phosphate buffered saline 
(PBS) instead of Tg at the same time served as controls. 
Four weeks after the last challenge, the behavioral and 
biochemical parameters of all animals were evaluated. 
The study design is shown in the flow-chart in Fig.  1. 
All procedures were carried out in accordance with the 
NIH Guide for the Care and Use of Laboratory Animals 
and approved by the Committee on the Ethics of Animal 
Experiments of Anhui Medical University (Anhui, China) 
(approval No. LLSC 20170169).

Behavioral study
Spatial memory of the mice was assessed using the Mor-
ris water maze task. Mice were taken to the test room 
60 min before the test. Behavioral procedures were con-
ducted between 08:30 and 12:00  h in a dim and quiet 
room. The observers were blind to the experimental 
design. The protocol was conducted as we previously 
described [12].

Tissue preparation
Mice were deeply anesthetized with pentobarbital 
(50  mg/kg, ip) and sacrificed by decapitation (09:30–
12:00). Samples of the blood, brain, and thyroid were 
immediately obtained. Thyroid-related parameters 
were measured from blood samples. Histopathologi-
cal evaluations were performed on the thyroid tis-
sue. The brain samples were quickly collected for the 
subsequent experiments. Left frontal lobes were used 
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for electron microscopy and electrochemilumines-
cence immunoassays and the right frontal lobes were 
used for RT-PCR, immunofluorescence, Nissl stain-
ing and immunohistochemistry (IHC). All mice were 
assigned to different experimental groups (n = 10–11 
per group). The number of mice used for each data set 
is as follows: 4 left frontal lobes per group for EM; 6–7 
left frontal lobes per group for ECLIA; 5 right frontal 
lobes per group for IF, IHC, and Nissl; 5–6 right fron-
tal lobes per group for RT-PCR. All measurements 
were performed by a person who was unaware of the 
animal’s group.

Electrochemiluminescence immunoassay (ECLIA)
ECLIA was used to analyze serum triiodothyronine 
(T3, Roche/Cobas/code no: 11731360 122), tetraio-
dothyronine (T4, Roche/Cobas/code no: 12017709 
122), TPO-Ab (Roche/Cobas/code no: 11820818 191) 
and Tg-Ab (Roche/Cobas/code no: 04738578 191). 
A Cobas e411 immunoassay analyzer was used for all 
assessments (Roche, Germany) as previously described 
[32]. Frontal lobe T3 and T4 levels in mice were also 
assessed from homogenized tissue (PBS 1:9, weight to 
volume ratio). BCA assays (Cat#53225, Thermo Fisher 
Scientific) were used to measure protein concentra-
tions in the supernatants. ECLIA was used for T3 and 
T4 levels in the frontal lobe which were normalized to 
total protein content.

ELISA assays
ELISA assays were performed for the assessment of 
serum thyroid-stimulating hormone (TSH) levels 
(CEA463Mu, USCNLIFE, China). Data were expressed as 
picograms per milliliter of serum.

Hematoxylin and eosin (H&E)
For pathological studies of the thyroid, tissues were par-
affin embedded and H&E stained. Five non-contiguous 
sections  (5  μm) from each thyroid were used for histo-
pathology assessments. The thyroiditis classification 
standard was based on the percentage of thyroid infil-
trated, as previously described [13]: 0 = absence of infil-
trate; 1 = interstitial accumulation of inflammatory cells 
around one or two follicles; 2 = one or two foci of inflam-
matory cells reaching the size of a follicle; 3 = 10–40% 
inflammatory cells infiltration; 4 = greater than 40% 
inflammatory cells infiltration. The histological scores 
were evaluated and averaged by two investigators blind to 
experimental design.

Electron microscopy (EM)
EM was performed to evaluate the alterations in synap-
tic density and morphology in mice. Briefly, areas in the 
frontal cortex were collected according to the mouse 
brain atlas [33]. Then the frontal lobes were trimmed into 
blocks of 1 mm3 with the aid of a cooled brain matrix 
(68707 and 68708; RWD Life Science Co., Shenzhen, 

Fig. 1 Experiment schedule. After one week of habituation, mice in the HT group were challenged twice with Tg emulsified in CFA followed by IFA 
boosts at 2‑week intervals. Four weeks after the second challenge, the biochemical parameters of mice were evaluated
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China). EM procedures were performed as previously 
described [34]. Synapses were imaged at 20,000× and 
50,000× magnification. We mainly photographed the 
region of the frontal lobe where the neuropil is located, 
which is composed mostly of dendrites, axons and syn-
apses. Most cortical synapses (90–98%) are established in 
the neuropil [35]. Digital images at 20,000× (15 images 
per animal) were used to evaluate postsynaptic density 
(PSD) juxtaposed with presynaptic bouton-contain-
ing vesicles [36, 37]. For the analysis of frontal synaptic 
density, the number of synapses per unit volume of tis-
sue (Nv) was counted on NIH ImageJ software (RRID: 
SCR_003070) and the numbers assessed using the stereo-
logical equation Nv = 8ENa/π2, as previously described 
[38, 39], where E designated the mean of the reciprocal 
values of the observed PSD lengths, and Na was synapse 
numbers per unit test area. In addition to synapse count-
ing, we randomly selected 120 synapses from each group 
for analysis of synaptic ultrastructure. Only synapses with 
clear presynaptic and postsynaptic properties (Gray type 
I synapses) were assigned for the latter assay. We have 
added a series of EM images for two groups to provide 
more definite evidence in the  supplementary material 
(Additional file 1: Fig. S1). For each condition, total pre-
synaptic vesicles, active zone length, synaptic cleft width, 
PSD thickness, and synaptic curvature were measured 
according to previous criteria described by Jones [40].

In addition, the vicinity of microglia to neurons were 
assessed at 3000× to 20,000× magnification. Microglia 
were identified based on morphology assessments [26, 
41] including irregular or oval nuclei with condensed 
chromatin (Fig.  10d) and/or cytoplasm with long endo-
plasmic reticulum (ER) cisternae (Fig. 9c). Neurons were 
identified by their larger cell bodies with organelle-rich 
cytoplasm (Fig.  10e). Synaptic innervation per neuron 
(80 neurons per group) was analyzed and expressed as 
the percentage area of the neuronal cell body covered by 
presynaptic terminals, as previously described [26].

Immunofluorescence (IF)
For IF analysis, 3 coronal sections  (1/5 serial sections) 
were assessed. Sections were probed with mouse anti-
synaptophysin (anti-SYN, 1:100, Cat#MAB5258, Milli-
pore, RRID:AB_95187), mouse anti-postsynaptic density 
protein 95 (anti-PSD95, 1:200, Cat#MA1-045, Thermo 
Fisher Scientific, RRID:AB_325399), and rabbit anti-
Iba1 (1:100, Cat#019-19741, Wako, RRID: AB_839504) 
primary antibodies. The appropriate fluorophore-con-
jugated secondary antibodies were purchased from Ser-
vicebio Inc., followed by DAPI staining (Cat#G1012, 
Servicebio, China) staining. Samples were scanned on 
a OLYMPUS IX73 fluorescence microscope. SYN- and 

PSD95-staining was observed at the frontal lobe areas 
at 400× magnification. Iba1- and Iba1/PSD95- stained 
images were captured at 200× and 730× magnification, 
respectively.

For quantification of frontal synapse, the sections were 
stained for pre- and postsynaptic- markers, SYN and 
PSD95, respectively. According to a previously reported 
method [42], ten magnified images in each section were 
captured randomly in the frontal lobe for detection of 
the number of SYN + and PSD95 + puncta with ImageJ. 
The number of SYN- and PSD95-labeled puncta were 
normalized with data from the controls to determine the 
relative synaptic number.

For analysis of microglial activation, microglia were 
visualized using antibodies against Iba-1, an effective 
marker for activated microglia. According to previ-
ously used method [43, 44], microglial activation was 
identified by quantifying the number and phenotype 
of Iba1-labeled cells. The morphological phenotype of 
Iba1-labeled microglia was divided into three differ-
ent subtypes: ramified (surveying) (RAM), intermediate 
(INTER), and round/amoeboid (phagocytic) (R/A). Val-
ues were obtained from five mice for each group, three 
slices from each animal and three random images from 
each slice.

To quantify the engulfment of synapses by the micro-
glia, Iba-1 and PSD95 co-staining was performed as pre-
viously described [37, 45]. The frontal lobe was imaged 
by a zeiss 800 confocal microscope system equipped 
with a × 63 oil immersion objective (ZEISS, Germany) 
by using identical light intensity and exposure settings 
in stacks (z-step 0.1 μm). The images of contact between 
microglia and postsynaptic structures in identical × 60 
image stacks from sections double-labeled for Iba1 and 
PSD95 were processed by the ZEN blue software (ZEISS, 
Germany). Forty microglia per animal were randomly 
captured in the frontal lobe for detection of the num-
ber of PSD95-labeled puncta that localized inside Iba1-
labeled cells.

Immunohistochemistry (IHC)
For IHC, 3 coronal sections were assessed per ani-
mal using serial Sects.  (1/5). Sections were dewaxed, 
hydrated, and antigen retrieval was performed. Endog-
enous peroxidase was quenched and sections were 
blocked in serum. Sections were labeled with the appro-
priate primary and secondary antibodies and (DAB) and 
hematoxylin stained. The primary antibody was anti-Iba1 
(1:400, Cat#019-19,741, Wako), which was chosen for 
immunostaining for its specificity to microglia and labe-
ling of the entire microglial body, including processes. 
The slides were viewed randomly in the frontal lobe areas 
at a 400× magnification with a Nikon 80i microscope 
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(Japan). Meanwhile, low IHC images to specify the area 
within the frontal lobe were provied in Additional file 2: 
Fig. S2. For analysis of microglial-neuronal interactions, 
the number of microglia-neuron overlaps in the frontal 
lobe were counted with Image J. Neurons were stained 
with hematoxylin [46]. The overlap of microglia-neurons 
was identified by the appearance of microglial cell body-
neuronal cell body contacts as described by Bolton et al. 
[47].

Nissl staining
Nissl staining was used to estimate neuronal numbers in 
the frontal lobe regions of mice. Five paraffin-embedded 
sections  (1/5 serial sections) per animal were stained 
with 1% toluidine blue solution (Cat#G1032, Servicebio, 
China) for 25 min at 37 ℃, dehydrated through an gradi-
ent ethanol, and then mounted with Permount. Tissues 
were scanned on a light microscope (Eclipse 80i, Nikon, 
Japan). In each section, ten non-overlapping fields were 
randomly captured at magnification 400×. Neuronal 
numbers were identified by pale-stained cytoplasm 
rich in the Nissl substance and large nuclei containing a 
prominent nucleolus [48, 49], were calculated and aver-
aged by two observers in a blind fashion using ImageJ.

RT‑PCR
Frontal lobe RNA was extracted using TRIzol 
(Cat#15596018, Invitrogen). RNA samples were reverse 
transcribed into cDNA using a Revert Aid™ First-Strand 
cDNA Synthesis Kit (Cat#K1622, Thermo Fisher Sci-
entific). PCR primers were as follows: Synaptophy-
sin: forward primer (FP) -AGA CAT GGA CGT GGT 
GAA TCA, reverse primer (RP)- ACT CTC CGT CTT 
GTT GGC AC; PSD95: FP-TCC GGG AGG TGA CCC 
ATTC, RP-TTT CCG GCG CAT GAC GTAG; 18s: FP-
GTA ACC CGT TGA ACC CCA TT, RP-CCA TCC AAT 
CGG TAG TAG CG. PCRs were performed in duplicate 
on a Light Cycler® 480 (Roche). The 18s gene was used 
as an internal reference. Relative mRNA levels were ana-
lyzed using the 2-ΔΔCt method.

Statistical analysis
Data were analyzed using GraphPad Prism 7.0 
(SCR_002798, GraphPad Software, USA). A  Kolmogo-
rov–Smirnov  test  of normality was performed for all 
variables. When parametric analysis was possible, the 
unpaired Student’s t-test was performed for parameter 
comparisons between the groups. In cases when para-
metric analysis was not possible, the Mann–Whitney U 
test was applied to assess the significance of differences 
between the results. Data are reported as means ± SEM. 
A P-value < 0.05 was considered statistically significant.

Fig. 2 Mouse models of euthyroid HT. a Gross inspection of thyroids from HT and Con Mice. Note the enlarged thyroids in HT mice. b 
Representative thyroid sections stained with H & E showing monocyte infiltration between the groups (arrow). The control mice had intact thyroid 
follicles with an even distribution, and monocyte infiltration was hardly found in thyroid tissues. In contrast, HT mice displayed disorderly and 
destroyed thyroid follicles, and monocyte infiltration was evident in thyroid tissues. c Quantitation of monocyte infiltration. d–h Serum levels of 
the indicated thyroid‑related parameters. Data are the mean ± SEM (Con group, n = 10 mice; HT group, n = 11 mice); ns, no significant difference; 
*p < 0.01, **p < 0.01, and ***p < 0.001. Scale bars: = 100 μm
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Results
Euthyroid HT models
A flow chart of the study design is shown in Fig. 1. We 
assessed the euthyroid HT model via histological and 
serological examinations. The mice developed enlarged 
thyroids after Tg immunization (Fig.  2a). Histological 
observations revealed inflammatory infiltration in the 
thyroids of HT mice, whilst minimal monocyte infil-
tration was evident in the control group (Fig.  2b). HT 
mice showed more severe HT following quantitative 
analyses (Fig. 2c). Serum TPO-Ab and Tg-Ab in the HT 
mice increased compared to controls (Fig. 2d, e). No sig-
nificant alterations in serum T3, T4 or TSH levels were 
observed (Fig. 2f-h). This confirmed the successful estab-
lishment of the euthyroid HT model.

Euthyroid HT induces learning and memory dysfunction
The escape latency time of two training groups became 
shorter as training days increased. Comparing with the 
Con group, mice in the HT group took a significantly 
longer time to find the escape platform (Fig. 3a). Mean-
while, there was no statistically significant difference 

between the Con group and the HT group in swimming 
speed (Fig.  3b), and in the spatial probe test, the time 
spent on the platform and the number of crossing the 
platform decreased in the HT group (Fig. 3d, e). The typi-
cal path tracking of each group was shown in Fig. 3c and 

Fig. 3 Euthyroid HT induces poor performance in Morris water maze in mice. a The average escape latency period for the mice to find the 
underwater platforms. Following a 5‑day training session, the latency to find the escape platform was progressively shortened for both Con and HT 
mice, but the HT mice took a significantly longer time to find the escape platform compared to the control group at the 2nd to 5th training days. 
b No significant difference in swimming speed was seen between the two groups. c The representative path tracking of the Con and HT mice in 
orientation navigation tests. d, e The time spent on the platform and the number of crossing the platform in spatial probe tests. f The representative 
path of the Con and HT mice in spatial probe tests. Data are presented as the mean ± SEM; *p < 0.05, and **p < 0.01, vs. Con

Fig. 4 Frontal lobe levels of T3 and T4. Thyroid hormones in mouse 
brain homogenate supernatants were measured by ECLIA. a Frontal 
lobe T3; b Frontal lobe T4. Data are the mean ± SEM (Con group, n = 6 
Con group, n = 10 mice; HT group, n = 7 Con group, n = 10 mice); 
P‑values as in Fig. 2



Page 7 of 14Wang et al. BMC Neuroscience           (2022) 23:25  

3f. These results suggest that the mice in the HT group 
have learning and memory dysfunction.

Frontal lobe levels of T3 and T4
Previous studies found that local deficiency of thyroid 
hormones was seen prior to the decrement in plasma 
[50]. Accordingly, we evaluated frontal lobe T3 and T4 
levels in all animals. As shown in Fig.  4, no differences 
were observed in T3 or T4 concentrations in the frontal 
lobe.

Euthyroid HT induces ultrastructure changes in frontal 
synapses
To examine the effect of HT on frontal synapses, synapse 
morphometry was examined using EM. HT and control 
groups showed significant differences in synaptic den-
sity and interface parameters (Fig. 5a, b). Quantitatively, 
the ultrastructure of the frontal lobe neurons revealed 
lower synaptic density (Fig.  5c), fewer presynaptic vesi-
cles (Fig. 5d), shorter active zone length (Fig. 5e), thinner 
postsynaptic densities (Fig.  5g), and decreased synaptic 
curvature (Fig. 5h) in the HT mice compared with those 
in the Con mice. The other synaptic interface parameters, 
such as synaptic cleft, did not show differences between 
groups (Fig.  5f ). The morphological data suggested that 
euthyroid HT could induced synaptic loss and impaired 

synaptic ultrastructure in the frontal lobe regions of 
mice.

Euthyroid HT induces synaptic loss in the frontal lobe
To characterize HT-induced synaptic loss, we performed 
immunostaining with antibodies against the presynaptic 
maker SYN and the postsynaptic maker PSD95 to deter-
mine if HT decreases synaptic numbers in the euthyroid 
state. SYN and PSD95 showed a punctate staining pattern 
(Fig. 6a, b). According to previous studies [42], we quan-
tified the density of SYN- and PSD95- labeled puncta in 
the frontal lobes of mouse models. The frontal lobe of the 
HT group showed fewer presynaptic and postsynaptic 
puncta compared to control groups (Fig.  6c), indicating 
that euthyroid HT decreases the number of synapses in 
the frontal lobes of mice. Subsequent quantitative analy-
sis of SYN and PSD95 mRNA expression confirmed these 
findings (Fig. 6d).

Neuronal loss is not observed in the frontal lobes of HT 
mice
Nissl staining of the frontal lobes showed no signifi-
cant differences in the number of Nissl-labeled neurons 
between the groups (Fig. 7).

Fig. 5 Euthyroid HT induces ultrastructure changes in frontal synapses. a Representative EM images of synapses (arrowheads). b Representative 
EM images of synaptic interface; V represents synaptic vesicles; the synaptic active zone is indicated by white arrows; SC represents the synaptic 
cleft; PSD is indicated by black arrowheads. c–h Quantitation of the synaptic interface, including synapse density (c), number of vesicles (d), active 
zone length (e), synaptic cleft (f), PSD thickness (g), and synaptic curvature (h). Data are the mean ± SEM (n = 4 mice/group); Scale bars: a = 500 nm; 
b = 200 nm
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Microglia activation occurs in the frontal lobes of HT mice
We next analyzed the morphology of microglial cells due 
to their close correlation with activation states [51]. We 
quantified the phenotype and number of Iba1-labeled 
cells (RAM, INTER and R/A) using IF as a surrogate 
marker of microglial activation (Fig. 8a, b). We examined 
the microglial response in the frontal lobes of HT mice 
and observed a significantly higher percentage of INTER 
and R/A Iba1 + cells, suggesting an activated microglial 
phenotype in HT compared to control mice (Fig. 8c).

Euthyroid HT increases the microglial engulfment 
of synaptic elements in the frontal lobe
The activation of microglia towards an amoeboid mor-
phology is associated with increased phagocytosis [45]. 
We therefore determined whether euthyroid HT pro-
moted microglial phagocytosis of the synaptic elements 
in the frontal lobe using immunofluorescence labeling. 
As shown in Fig.  9a, b, PSD95-labeled synapses were 
engulfed by Iba1-labeled microglia in the frontal lobe of 
control and HT mice. Quantitative analysis indicated that 

Fig. 6 Euthyroid HT induces frontal lobe synaptic loss. a, b Representative IF images of SYN‑labeled puncta (a) and PSD95‑labeled puncta (b). c 
Quantitative decrease in the number of SYN and PSD95‑labeled puncta in the frontal lobe of HT mice (n = 5 mice /group). d SYN and PSD95 mRNA 
expression (Con group, n = 5 mice; HT group, n = 6 mice). Data are the mean ± SEM; Scale bars = 20 μm

Fig. 7 Neuron loss does not occur in the frontal lobes of HT mice. IF images of Nissl‑labeled neurons in Con (a) and HT mice (b). Each right panel 
(×1000) depicts a magnified image of the boxed in the left panel (×400). Neuron numbers were comparable between groups (c). Data are the 
mean ± SEM (n = 5 mice /group); Scale bars = 20 μm
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the number of PSD95-labeled puncta engulfed by micro-
glia were significantly higher in HT compared to controls 
(Fig. 9d). EM revealed that the synaptic structures mainly 
membrane-bound compartments containing synaptic 
vesicles were visible within the microglia of HT mice 
(Fig.  9c) but were rarely observed in control mice, so it 
was not possible to conduct quantitative analysis.

Euthyroid HT increases microglial attachment to neurons 
and decreases the number of presynaptic terminals 
covering the neurons in the frontal lobe
Reactive microglia can strip presynaptic terminals from 
neuronal perikarya in some pathological conditions [24, 
52], therefore, we extended the work to study the influ-
ence of microglial morphological alterations on neuronal 
synaptic networks. We first observed the influence using 

Fig. 8 Frontal lobe microglia activation in HT mice. a Images of  Iba1+ microglia (green). Blue: DAPI. b Microglial morphology including RAM, INTER 
and R/A  Iba1+ cells. c Number of  Iba1+ cells with each morphology (n = 5 mice /group). Data are the mean ± SEM; Scale bars: a = 50 μm; b = 10 μm

Fig. 9 Euthyroid HT increases microglial engulfment of synaptic elements in the frontal lobe. a, b Representative images showing 
immunofluorescence labeling for the microglial marker Iba1 (green) and the synaptic marker PSD95 (red) in the frontal lobe of control (a) and HT 
(b) mice. The nuclei was stained with DAPI (blue). Insets shows localization of PSD95‑labeled puncta (arrow) in microglia at higher magnification. 
c Representative EM images of synaptic elements (arrowhead) engulfed by microglia (M; blue) in HT mice. d PSD95‑labeled puncta per microglia. 
Data are the mean ± SEM (n = 5 mice /group); Scale bars: a and b = 20 μm; insets = 5 μm; a = 500 nm
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immunohistochemistry and quantified the number of 
microglial-neuronal overlaps in the frontal lobe using 
Image J. As shown in Fig. 10a, a number of cell body-cell 
body overlaps were viewed between Ibal-labeled micro-
glia and hematoxylin-stained neurons. Such interactions 
were quantified to examine whether they were influenced 
by euthyroid HT. Mice in the HT group contained sig-
nificantly more overlaps compared to mice in the Con 
group (Fig. 10c), suggesting that microglia displace syn-
aptic inputs in the neurons [53]. There was no significant 
overall difference in numbers of neurons between groups 
(Fig.  10b). Interestingly, we also observed an abnormal 
apposition of microglia with neurons in euthyroid HT 
mice using EM that was not quantified (Fig.  10d). To 
make a clear case for interaction between microglia and 
synapses and possible correlation, EM was used to inves-
tigate the consequences of the interactions. The surface 
areas of the neurons of HT mice fully occupied by micro-
glia were bare of synaptic endings, whilst the neurons 
of control mice were covered by synaptic contacts. In 
view of this, we analyzed the percentage of the neuronal 
cell surface occupied by presynaptic terminals between 
groups as previously described [26]. As shown in Fig. 10e, 
f, HT mice displayed a significant reduction in the per-
centage of presynaptic terminals covering the neurons. 
Briefly, these morphological data provided evidence that 
microglia migrate to and strip synapses from the neu-
ronal soma in euthyroid HT.

Discussion
This study performed a behavioral experiment and com-
prehensive morphological assessment and quantitative 
synaptic ultrastructural analysis to determine pre- and 
postsynaptic protein expression in euthyroid HT mice. 
Morris water maze experiment is a classic method to 
evaluate the ability of spatial learning and memory by 
forcing experimental animals to look for the underwater 
hiding platform [25]. In the present study, mice in the HT 
group took a significantly longer time to find the hidden 
platform, had a reduced time spent in the target plat-
form, and a decreased number of crossing the platform 
compared to mice in the Con group. This confirmed that 
HT itself can induce spatial learning and memory impair-
ment regardless of thyroid functions in mice, which is 
in accordance with our previous study. Concurrently, 
our results provide initial evidence that euthyroid HT 
induces synaptic loss and alters the synaptic ultrastruc-
ture of mice. Interestingly, we observed microglia activa-
tion and enhanced phagocytosis of synaptic materials, in 
addition to an abnormal apposition of microglia to neu-
rons in euthyroid HT mice, suggesting a mechanism of 
microglia-mediated synaptic loss, which may underlie the 
deleterious effects of HT on spatial learning and memory.

Synapses act as interfaces in which networks of neu-
rons interact during physiological brain function [54]. We 
found that euthyroid HT produced a reduction in synap-
tic density, and reduced the number of vesicles, active 
zone length, PSD thickness, and synaptic curvature in 

Fig. 10 Euthyroid HT increases frontal lobe microglial attachment to neurons and decreases presynaptic terminals covering neurons. a 
Representative images of Ibal‑labeled microglia and hematoxylin‑stained neurons in mice (n = 5/group). Magnified images of the boxed areas 
are shown. b Neuronal quantification. (c Number of microglia‑neuronal overlaps. d Representative EM images of microglia‑neuron interactions, 
indicating an abnormal apposition of microglia with neurons in euthyroid HT mice using EM that was not quantified. Surface areas of neurons 
(green) of HT mice occupied by microglia (red) were bare of synaptic endings (yellow), whilst neurons (green) juxtaposed with microglia (red) in 
controls had abundant synaptic contacts (yellow). e EM images of presynaptic terminals (yellow) covering neurons. f % of the neuronal cell surface 
covered by presynaptic terminals (yellow) (n = 4 mice /group). Data are the mean ± SEM; Scale bars: a = 20 μm; d = 2 μm; e = 1 μm
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the frontal lobe at the ultrastructural level. The changes 
indicated that euthyroid HT induced synaptic loss and 
impaired synaptic structures in mice. Active regions 
and PSD are key elements of complex synaptic signals 
that mediate synaptic plasticity [55]. Curvature can be 
observed at the interface of pre- and post-synaptic areas, 
designed to enhance surface area, ensuring direct deliv-
ery of the delivered transmitters as opposed to diffusion 
across the peripheral space. This enhances the efficacy of 
neurotransmission [56]. Consistent with these data, the 
quantification of SYN and PSD95 revealed synaptic loss 
in the frontal lobes of HT mice. Studies have confirmed 
that SYN, PSD95 and other synaptic proteins regulated 
the release of neurotransmitters and dictated the plastic-
ity of synapses [20]. Altering these parameters contrib-
utes to altered plasticity at the structural and functional 
level, impairing the efficiency of synaptic transmission 
between neurons in HT, leading to neuropsychological 
HT alterations.

How HT leads to a loss of synapses in the euthyroid 
remains unclear. Thyroid dysfunction can induce neu-
ronal deficits, including synaptic alterations [57, 58]. 
Our previous studies have highlighted that experimental 
hypothyroidism induces synaptic deficit in the hippocam-
pus [59] and prefrontal lobe [34]. Interestingly, local defi-
ciency (e.g., in the hippocampus) of thyroid hormone was 
observed prior to the decrement in plasma in an animal 
model of subclinical hypothyroidism [50]. In this study, 
T3 and T4 levels were detected in the frontal lobe but no 
differences were found between groups, indicating that 
the synapse loss in the euthyroid HT mice had nothing 
to do with differences in local thyroid hormones. On the 
other hand, thus far, synapse loss has been proposed to 
occur via neuron-autonomous mechanisms (for example, 
apoptosis) [60, 61] or synaptic stripping mediated by the 
glia [37, 62]. Evidence for either scenario or a combina-
tion of both exists. As an exemplar, Albert et al. showed a 
loss of dentate afferent synapses and from ultrastructural 
data highlighting autonomous and glia-mediated deg-
radation of synapses in chronic multiple sclerosis (MS) 
[63]. In this study, synapse loss was unlikely to be due to 
local neuronal cell loss in HT mice, because neuron num-
bers were within the normal range for this brain area. 
This was consistent with our previous findings showing 
a lack of neuronal apoptosis or ultrastructural damage in 
the frontal lobe of euthyroid HT mice [13].

Synaptic loss has also been reported in other animal 
models of autoimmune illness, such as systemic lupus 
erythematosus (SLE) [64] and MS [63]. The close-associa-
tion of synapses and microglia may contribute to synapse 
loss [64, 65] a factor that has been poorly investigated 
in HT mice. During activation, microglia undergo clear 
morphological changes. Our findings indicated that the 

number of round/amoeboid Iba1-labeled cells, a reactive 
microglia phenotype [44] significantly increased in the 
frontal lobe of HT mice. Microglial activation enhances 
phagocytosis. An intriguing hypothesis is therefore that 
HT enhances microglial phagocytosis of synaptic ele-
ments, contributing to synapse loss in euthyroid HT. 
Consistent with this hypothesis, increased PSD95 engulf-
ment occurred in HT mice. We interpreted the presence 
of PSD95-labeled puncta in microglia as a consequence 
of active phagocytosis of synapses. Indeed, EM observa-
tions showed that membrane-bound compartments con-
taining synaptic vesicles were visible within the microglia 
of HT mice. Similar EM observations have been reported 
in lupus-prone mice, in which microglial cells are reac-
tive and engulf synaptic material, suggesting microglia-
dependent synaptic loss [64].

The activation of microglia is accompanied by chemot-
actic responses and migration towards areas of neuronal 
damage [66, 67]. We thus explored the physical associa-
tions between microglia and neurons in the frontal lobe. 
Microglial attachment to neuronal perikarya increased in 
HT mice. In addition, at the ultrastructural level, micro-
glial cells directly contacted neuronal cell bodies lacking 
synapses, a phenomenon rarely observed in control mice. 
An abnormal association of microglia and neurons has 
been reported in MS [68] and Alzheimer’s disease [69]. A 
consequence of close apposition between microglial cells 
and neurons is the interruption of synaptic contacts [25, 
26, 41], termed synaptic stripping [67], also reported in 
animal models of cortical inflammation [26]. Morpholog-
ical studies [21, 70] have revealed direct contact between 
microglia and synaptic elements supporting the possi-
bility that microglia strip synaptic elements. Consistent 
with these data, we provide preliminary morphologi-
cal evidence that microglia in euthyroid HT have closer 
interactions with synapses than that in control.

Synaptic elimination might be mediated by microglial 
phagocytosis as a consequence of direct synaptic removal 
[71]. However, microglial cells secrete synaptotoxic fac-
tors, including TNF-α and IL-1β [72]. In  vitro studies 
revealed that conditioned medium from reactive micro-
glia led to a loss of synaptophysin in primary neuronal 
cultures [73]. In addition, some soluble neurotrophic 
factors [23], which were secreted by microglia, could be 
crucial for synapse maintenance, therefore, dysfunction 
in homeostatic microglial activity may result in a lack 
of such support, thereby contributing to synaptic loss. 
Our previous work demonstrated that euthyroid HT 
increased the expression of TNF-α and IL-1β in the fron-
tal lobes of mice [13]. Thus, synaptic loss following euthy-
roid HT may be, at least partially, attributed to activated 
microglia. This suggests that the inhibition of microglial 
activation offers neuroprotection during euthyroid HT.
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Our study also has some limitations. We assessed the 
role of microglia in synaptic remodeling in the frontal 
lobe. However, the synaptic loss that accompanies syn-
aptic ultrastructure damage in this brain area may not 
be only attributable to reactive microglia. Astrocytes 
are the most numerous cell in the central nervous sys-
tem that provide trophic support for neurons, promote 
formation and function of synapses, prune synapses by 
phagocytosis, and fulfil a range of other homeostatic 
maintenance functions [74–77]. Previous studies found 
that neuroinflammation and ischaemia induced two dif-
ferent types of reactive astrocytes that they termed A1 
and A2, respectively. A1 astrocytes highly upregulate 
many classical complement cascade genes previously 
shown to be destructive to synapses, so they postulated 
that A1 astrocytes might be harmful. By contrast, A2 
astrocytes upregulated many neurotrophic factors, and 
they therefore postulated that A2 astrocytes were pro-
tective. Recent data revealed that A1 neurotoxic astro-
cytes were induced by activated microglia [78]. In fact, 
our previous study revealed increased activation of 
astrocytes using the same HT model, in which we iden-
tified a greater number of activated cells and a greater 
area of GFAP expression in HT mice than in controls 
[13]. Astrocytes lead to synaptic loss both directly 
(through recognition of a phagocytosis signal from syn-
aptic components) and/or indirectly (by inducing the 
deposition of certain complement proteins at the syn-
apses, which are subsequently eliminated by microglia) 
[79]. Further studies are now required to determine 
whether astrocytes contribute to synaptic loss in euthy-
roid HT. But this is not the topic of our present study. 
Furthermore, the study of the interactions between 
microglia and synapses in HT should extend to other 
brain region such as the hippocampus, which is a brain 
region essential to spatial learning and memory. We 
hope to continue to improve these limitations in our 
subsequent studies.

Conclusions
In summary, our data show initial evidence that HT 
induces synaptic loss in the euthyroid state with defi-
cits might be attributable to activated microglia, which 
may be the mechanism underlying the spatial learning 
and memory impairment in HT. This offers important 
clues into how activated microglia affect neural circuits 
following HT and provides a new perspective to neuro-
protection in euthyroid HT.

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12868‑ 022‑ 00710‑2.

Additional file 1: Fig. S1. A series of EM images for two groups at low 
(× 4000) and high (×10,000) magnification. Synapses are indicated by red 
arrowheads.

Additional file 2: Fig. S2. IHC images for two groups at low (×100) and 
high (×400) magnification. Each right panel (× 400) depicts a magnified 
image of the boxed in the left panel (×100).

Acknowledgements
We gratefully thank the Department of Toxicology, School of Public Health, 
Anhui Medical University, for providing experimental places and basic 
materials. We wish to acknowledge the help of Wen Hu for excellent technical 
assistance with the electron microscope.

Author contributions
DFZ, ZY, FW and YJC designed the study. FW, YJC, XM, NW, ZBW, YS, YXX, HY, 
TTL and QX performed the experiment and collected the data. YJC and XM 
conducted the statistical analysis and participated in data interpretation. 
FW contributed to writing the manuscript, with the help of YJC. DFZ and ZY 
proofread the final version of the manuscript. All authors read and approved 
the final manuscript.

Funding
The study was supported by funding from the Natural Science Foundation 
of Anhui province (No. 1908085QH339) and the National Key Research and 
Development Program of China (No. 2016YFC1305900).

Availability of data and materials
The datasets used and/or analyzed during the current study are available from 
the corresponding author on reasonable request.

Declarations

Ethics approval and consent to participate
The study was approved by the Committee on the Ethics of Animal Experi‑
ments of Anhui Medical University (Anhui, China). Our study is reported in 
accordance with ARRIVE guidelines (https:// arriv eguid elines. org).

Consent for publication
Not applicable.

Competing interests
No conflict of interest exits in the submission of this manuscript, and manu‑
script is approved by all authors for publication. I would like to declare on 
behalf of my coauthors that the work described was original research that has 
not been published previously, and not under consideration for publication 
elsewhere, in whole or in part. All the authors listed have approved the manu‑
script that is enclosed.

Author details
1 Department of Geriatric Endocrinology, The First Affiliated Hospital of Anhui 
Medical University, Hefei 230032, China. 2 Department of Endocrinology, The 
First Affiliated Hospital of Nanchang University, Nanchang 330006, China. 
3 Department of Respiratoration, Wuhu Hospital of Traditional Chinese Medi‑
cine, Wuhu 241000, China. 4 Department of Obstetrics and Gynaecology, The 
First Affiliated Hospital of Anhui Medical University, Hefei 230032, China. 

Received: 13 August 2021   Accepted: 5 April 2022

References
 1. Cardenas‑Roldan J, Rojas‑Villarraga A, Anaya JM. How do autoimmune 

diseases cluster in families? A systematic review and meta‑analysis. BMC 
Med. 2013;11:73.

 2. Siriweera EH, Ratnatunga NV. Profile of Hashimoto’s thyroiditis in Sri 
Lankans: is there an increased risk of ancillary pathologies in Hashimoto’s 
thyroiditis? J Thyroid Res. 2010;2010:124264.

https://doi.org/10.1186/s12868-022-00710-2
https://doi.org/10.1186/s12868-022-00710-2
https://arriveguidelines.org


Page 13 of 14Wang et al. BMC Neuroscience           (2022) 23:25  

 3. Kapila K, Sathar SA, Al‑Rabah NA, Prahash A, Seshadri MS. Chronic 
lymphocytic (Hashimoto’s) thyroiditis in Kuwait diagnosed by fine needle 
aspirates. Ann Saudi Med. 1995;15:363–6.

 4. Carta MG, Hardoy MC, Carpiniello B, Murru A, Marci AR, Carbone F, et al. 
A case control study on psychiatric disorders in Hashimoto disease and 
Euthyroid Goitre: not only depressive but also anxiety disorders are 
associated with thyroid autoimmunity. Clin Pract Epidemiol Ment Health. 
2005;1:23.

 5. Mussig K, Kunle A, Sauberlich AL, Weinert C, Ethofer T, Saur R, et al. 
Thyroid peroxidase antibody positivity is associated with symptomatic 
distress in patients with Hashimoto’s thyroiditis. Brain Behav Immun. 
2012;26:559–63.

 6. Giynas Ayhan M, Uguz F, Askin R, Gonen MS. The prevalence of depres‑
sion and anxiety disorders in patients with euthyroid Hashimoto’s 
thyroiditis: a comparative study. Gen Hosp Psychiatry. 2014;36:95–8.

 7. Xu J, Zhu XY, Sun H, Xu XQ, Xu SA, Suo Y, et al. Low vitamin D levels are 
associated with cognitive impairment in patients with Hashimoto thy‑
roiditis. BMC Endocr Disord. 2018;18:87.

 8. Leyhe T, Mussig K. Cognitive and affective dysfunctions in autoimmune 
thyroiditis. Brain Behav Immun. 2014;41:261–6.

 9. Djurovic M, Pereira AM, Smit JWA, Vasovic O, Damjanovic S, Jemuovic Z, 
et al. Cognitive functioning and quality of life in patients with Hashi‑
moto thyroiditis on long‑term levothyroxine replacement. Endocrine. 
2018;62:136–43.

 10. Leyhe T, Mussig K, Weinert C, Laske C, Haring HU, Saur R, et al. Increased 
occurrence of weaknesses in attention testing in patients with Hashi‑
moto’s thyroiditis compared to patients with other thyroid illnesses. 
Psychoneuroendocrinology. 2008;33:1432–6.

 11. Leyhe T, Ethofer T, Bretscher J, Kunle A, Sauberlich AL, Klein R, et al. Low 
performance in attention testing is associated with reduced grey matter 
density of the left inferior frontal gyrus in euthyroid patients with Hashi‑
moto’s thyroiditis. Brain Behav Immun. 2013;27:33–7.

 12. Wang N, Sun Y, Yang H, Xu Y, Cai Y, Liu T, et al. Hashimoto’s thyroiditis 
induces hippocampus‑dependent cognitive alterations by impairing 
astrocytes in euthyroid mice. Thyroid. 2021;31:482–93.

 13. Cai YJ, Wang F, Chen ZX, Li L, Fan H, Wu ZB, et al. Hashimoto’s thyroiditis 
induces neuroinflammation and emotional alterations in euthyroid mice. 
J Neuroinflammation. 2018;15:299.

 14. Ransohoff RM, Brown MA. Innate immunity in the central nervous system. 
J Clin Invest. 2012;122:1164–71.

 15. Morganti‑Kossmann MC, Semple BD, Hellewell SC, Bye N, Ziebell JM. 
The complexity of neuroinflammation consequent to traumatic brain 
injury: from research evidence to potential treatments. Acta Neuropathol. 
2019;137:731–55.

 16. Sarlus H, Heneka MT. Microglia in Alzheimer’s disease. J Clin Invest. 
2017;127:3240–9.

 17. Yirmiya R, Rimmerman N, Reshef R. Depression as a microglial disease. 
Trends Neurosci. 2015;38:637–58.

 18. Hao S, Dey A, Yu X, Stranahan AM. Dietary obesity reversibly induces 
synaptic stripping by microglia and impairs hippocampal plasticity. Brain 
Behav Immun. 2016;51:230–9.

 19. Ben Achour S, Pascual O. Glia: the many ways to modulate synaptic 
plasticity. Neurochem Int. 2010;57:440–5.

 20. Meyer D, Bonhoeffer T, Scheuss V. Balance and stability of synaptic struc‑
tures during synaptic plasticity. Neuron. 2014;82:430–43.

 21. Wake H, Moorhouse AJ, Jinno S, Kohsaka S, Nabekura J. Resting microglia 
directly monitor the functional state of synapses in vivo and determine 
the fate of ischemic terminals. J Neurosci. 2009;29:3974–80.

 22. Wu Y, Dissing‑Olesen L, MacVicar BA, Stevens B. Microglia: dynamic 
mediators of synapse development and plasticity. Trends Immunol. 
2015;36:605–13.

 23. Parkhurst CN, Yang G, Ninan I, Savas JN, Yates JR 3rd, Lafaille JJ, et al. 
Microglia promote learning‑dependent synapse formation through 
brain‑derived neurotrophic factor. Cell. 2013;155:1596–609.

 24. Blinzinger K, Kreutzberg G. Displacement of synaptic terminals from 
regenerating motoneurons by microglial cells. Z Zellforsch Mikrosk Anat. 
1968;85:145–57.

 25. Makwana M, Jones LL, Cuthill D, Heuer H, Bohatschek M, Hristova M, et al. 
Endogenous transforming growth factor beta 1 suppresses inflammation 
and promotes survival in adult CNS. J Neurosci. 2007;27:11201–13.

 26. Trapp BD, Wujek JR, Criste GA, Jalabi W, Yin X, Kidd GJ, et al. Evidence for 
synaptic stripping by cortical microglia. Glia. 2007;55:360–8.

 27. Damotte D, Colomb E, Cailleau C, Brousse N, Charreire J, Carnaud C. 
Analysis of susceptibility of NOD mice to spontaneous and experimen‑
tally induced thyroiditis. Eur J Immunol. 1997;27:2854–62.

 28. Pearce EN, Farwell AP, Braverman LE. Thyroiditis. N Engl J Med. 
2003;348:2646–55.

 29. Kari S, Flynn JC, Zulfiqar M, Snower DP, Elliott BE, Kong YC. Enhanced 
autoimmunity associated with induction of tumor immunity in thyroidi‑
tis‑susceptible mice. Thyroid. 2013;23:1590–9.

 30. Kolypetri P, Randell E, Van Vliet BN, Carayanniotis G. High salt intake 
does not exacerbate murine autoimmune thyroiditis. Clin Exp Immunol. 
2014;176:336–40.

 31. Vecchiatti SM, Guzzo ML, Caldini EG, Bisi H, Longatto‑Filho A, Lin CJ. 
Iodine increases and predicts incidence of thyroiditis in NOD mice: histo‑
pathological and ultrastructural study. Exp Ther Med. 2013;5:603–7.

 32. Yu Z, Han Y, Shen R, Huang K, Xu YY, Wang QN, et al. Gestational di‑(2‑eth‑
ylhexyl) phthalate exposure causes fetal intrauterine growth restriction 
through disturbing placental thyroid hormone receptor signaling. Toxicol 
Lett. 2018;294:1–10.

 33. Koutcherov Y, Mai JK, Paxinos G. Hypothalamus of the human fetus. J 
Chem Neuroanat. 2003;26:253–70.

 34. Wang F, Wu Z, Zha X, Cai Y, Wu B, Jia X, et al. Concurrent administration of 
thyroxine and donepezil induces plastic changes in the prefrontal cortex 
of adult hypothyroid rats. Mol Med Rep. 2017;16:3233–41.

 35. Alonso‑Nanclares L, Gonzalez‑Soriano J, Rodriguez JR, DeFelipe J. Gender 
differences in human cortical synaptic density. Proc Natl Acad Sci U S A. 
2008;105:14615–9.

 36. Xu X, Liu X, Zhang Q, Zhang G, Lu Y, Ruan Q, et al. Sex‑specific effects of 
bisphenol‑A on memory and synaptic structural modification in hip‑
pocampus of adult mice. Horm Behav. 2013;63:766–75.

 37. Hong S, Beja‑Glasser VF, Nfonoyim BM, Frouin A, Li S, Ramakrishnan S, 
et al. Complement and microglia mediate early synapse loss in Alzheimer 
mouse models. Science. 2016;352:712–6.

 38. Desmond NL, Levy WB. Changes in the numerical density of synaptic 
contacts with long‑term potentiation in the hippocampal dentate gyrus. 
J Comp Neurol. 1986;253:466–75.

 39. Bian C, Huang Y, Zhu H, Zhao Y, Zhao J, Zhang J. Steroid receptor coac‑
tivator‑1 knockdown decreases synaptic plasticity and impairs spatial 
memory in the hippocampus of mice. Neuroscience. 2018;377:114–25.

 40. Jones DG, Devon RM. An ultrastructural study into the effects of pento‑
barbitone on synaptic organization. Brain Res. 1978;147:47–63.

 41. Sanagi T, Yuasa S, Nakamura Y, Suzuki E, Aoki M, Warita H, et al. Appear‑
ance of phagocytic microglia adjacent to motoneurons in spinal cord tis‑
sue from a presymptomatic transgenic rat model of amyotrophic lateral 
sclerosis. J Neurosci Res. 2010;88:2736–46.

 42. Gao X, Deng P, Xu ZC, Chen J. Moderate traumatic brain injury causes 
acute dendritic and synaptic degeneration in the hippocampal dentate 
gyrus. PLoS ONE. 2011;6:e24566.

 43. Chugh D, Nilsson P, Afjei SA, Bakochi A, Ekdahl CT. Brain inflammation 
induces post‑synaptic changes during early synapse formation in adult‑
born hippocampal neurons. Exp Neurol. 2013;250:176–88.

 44. Avdic U, Chugh D, Osman H, Chapman K, Jackson J, Ekdahl CT. Absence 
of interleukin‑1 receptor 1 increases excitatory and inhibitory scaffolding 
protein expression and microglial activation in the adult mouse hip‑
pocampus. Cell Mol Immunol. 2015;12:645–7.

 45. Kim HJ, Cho MH, Shim WH, Kim JK, Jeon EY, Kim DH, et al. Deficient 
autophagy in microglia impairs synaptic pruning and causes social 
behavioral defects. Mol Psychiatry. 2017;22:1576–84.

 46. Salvesen L, Winge K, Brudek T, Agander TK, Lokkegaard A, Pakkenberg 
B. Neocortical neuronal loss in patients with multiple system atrophy: a 
stereological study. Cereb Cortex. 2017;27:400–10.

 47. Bolton JL, Marinero S, Hassanzadeh T, Natesan D, Le D, Belliveau C, et al. 
Gestational exposure to air pollution alters cortical volume, microglial 
morphology, and microglia‑neuron interactions in a sex‑specific manner. 
Front Synaptic Neurosci. 2017;9:10.

 48. Gellrich MM, Gellrich NC. Quantitative relations in the retinal ganglion cell 
layer of the rat: neurons, glia and capillaries before and after optic nerve 
section. Graefes Arch Clin Exp Ophthalmol. 1996;234:315–23.



Page 14 of 14Wang et al. BMC Neuroscience           (2022) 23:25 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 49. Gramlich OW, Joachim SC, Gottschling PF, Laspas P, Cuny CS, Pfeiffer 
N, et al. Ophthalmopathology in rats with MBP‑induced experimental 
autoimmune encephalomyelitis. Graefes Arch Clin Exp Ophthalmol. 
2011;249:1009–20.

 50. Ge JF, Peng YY, Qi CC, Chen FH, Zhou JN. Depression‑like behavior in 
subclinical hypothyroidism rat induced by hemi‑thyroid electrocauteriza‑
tion. Endocrine. 2014;45:430–8.

 51. Bellesi M, de Vivo L, Chini M, Gilli F, Tononi G, Cirelli C. Sleep loss promotes 
astrocytic phagocytosis and microglial activation in mouse cerebral 
cortex. J Neurosci. 2017;37:5263–73.

 52. Emirandetti A, Simoes GF, Zanon RG, Oliveira AL. Spinal motoneuron 
synaptic plasticity after axotomy in the absence of inducible nitric oxide 
synthase. J Neuroinflammation. 2010;7:31.

 53. Chen Z, Jalabi W, Shpargel KB, Farabaugh KT, Dutta R, Yin X, et al. 
Lipopolysaccharide‑induced microglial activation and neuroprotection 
against experimental brain injury is independent of hematogenous TLR4. 
J Neurosci. 2012;32:11706–15.

 54. Fields RD, Stevens‑Graham B. New insights into neuron‑glia communica‑
tion. Science. 2002;298:556–62.

 55. Klauck TM, Scott JD. The postsynaptic density: a subcellular anchor for 
signal transduction enzymes. Cell Signal. 1995;7:747–57.

 56. Xiao Y, Fu H, Han X, Hu X, Gu H, Chen Y, et al. Role of synaptic structural 
plasticity in impairments of spatial learning and memory induced by 
developmental lead exposure in Wistar rats. PLoS ONE. 2014;9:e115556.

 57. Cortes C, Eugenin E, Aliaga E, Carreno LJ, Bueno SM, Gonzalez PA, et al. 
Hypothyroidism in the adult rat causes incremental changes in brain‑
derived neurotrophic factor, neuronal and astrocyte apoptosis, gliosis, 
and deterioration of postsynaptic density. Thyroid. 2012;22:951–63.

 58. Strobl MJ, Freeman D, Patel J, Poulsen R, Wendler CC, Rivkees SA, et al. 
Opposing effects of maternal hypo‑ and hyperthyroidism on the stability 
of thalamocortical synapses in the visual cortex of adult offspring. Cereb 
Cortex. 2017;27:3015–27.

 59. Wang F, Zeng X, Zhu Y, Ning D, Liu J, Liu C, et al. Effects of thyroxine and 
donepezil on hippocampal acetylcholine content, acetylcholinesterase 
activity, synaptotagmin‑1 and SNAP‑25 expression in hypothyroid adult 
rats. Mol Med Rep. 2015;11:775–82.

 60. Wishart TM, Parson SH, Gillingwater TH. Synaptic vulnerability in neurode‑
generative disease. J Neuropathol Exp Neurol. 2006;65:733–9.

 61. Erturk A, Wang Y, Sheng M. Local pruning of dendrites and spines by 
caspase‑3‑dependent and proteasome‑limited mechanisms. J Neurosci. 
2014;34:1672–88.

 62. Vasek MJ, Garber C, Dorsey D, Durrant DM, Bollman B, Soung A, et al. A 
complement‑microglial axis drives synapse loss during virus‑induced 
memory impairment. Nature. 2016;534:538–43.

 63. Albert M, Barrantes‑Freer A, Lohrberg M, Antel JP, Prineas JW, Palkovits 
M, et al. Synaptic pathology in the cerebellar dentate nucleus in chronic 
multiple sclerosis. Brain Pathol. 2017;27:737–47.

 64. Bialas AR, Presumey J, Das A, van der Poel CE, Lapchak PH, Mesin L, et al. 
Microglia‑dependent synapse loss in type I interferon‑mediated lupus. 
Nature. 2017;546:539–43.

 65. Prinz M, Erny D, Hagemeyer N. Ontogeny and homeostasis of CNS 
myeloid cells. Nat Immunol. 2017;18:385–92.

 66. Milligan CE, Webster L, Piros ET, Evans CJ, Cunningham TJ, Levitt P. Induc‑
tion of opioid receptor‑mediated macrophage chemotactic activity after 
neonatal brain injury. J Immunol. 1995;154:6571–81.

 67. Stevens B, Allen NJ, Vazquez LE, Howell GR, Christopherson KS, Nouri N, 
et al. The classical complement cascade mediates CNS synapse elimina‑
tion. Cell. 2007;131:1164–78.

 68. Peterson JW, Bo L, Mork S, Chang A, Trapp BD. Transected neurites, apop‑
totic neurons, and reduced inflammation in cortical multiple sclerosis 
lesions. Ann Neurol. 2001;50:389–400.

 69. Haga S, Akai K, Ishii T. Demonstration of microglial cells in and around 
senile (neuritic) plaques in the Alzheimer brain. An immunohisto‑
chemical study using a novel monoclonal antibody. Acta Neuropathol. 
1989;77:569–75.

 70. Tremblay ME, Lowery RL, Majewska AK. Microglial interactions with syn‑
apses are modulated by visual experience. PLoS Biol. 2010;8:e1000527.

 71. Rajendran L, Paolicelli RC. Microglia‑mediated synapse loss in Alzheimer’s 
disease. J Neurosci. 2018;38:2911–9.

 72. Wang WY, Tan MS, Yu JT, Tan L. Role of pro‑inflammatory cytokines 
released from microglia in Alzheimer’s disease. Ann Transl Med. 
2015;3:136.

 73. Li Y, Liu L, Barger SW, Griffin WS. Interleukin‑1 mediates pathological 
effects of microglia on tau phosphorylation and on synaptophysin 
synthesis in cortical neurons through a p38‑MAPK pathway. J Neurosci. 
2003;23:1605–11.

 74. Sofroniew MV, Vinters HV. Astrocytes: biology and pathology. Acta Neuro‑
pathol. 2010;119:7–35.

 75. Clarke LE, Barres BA. Emerging roles of astrocytes in neural circuit devel‑
opment. Nat Rev Neurosci. 2013;14:311–21.

 76. Chung WS, Clarke LE, Wang GX, Stafford BK, Sher A, Chakraborty C, et al. 
Astrocytes mediate synapse elimination through MEGF10 and MERTK 
pathways. Nature. 2013;504:394–400.

 77. Liddelow S, Barres B. SnapShot: astrocytes in health and disease. Cell. 
2015;162:1170–270.

 78. Liddelow SA, Guttenplan KA, Clarke LE, Bennett FC, Bohlen CJ, Schirmer 
L, et al. Neurotoxic reactive astrocytes are induced by activated microglia. 
Nature. 2017;541:481–7.

 79. Chung WS, Allen NJ, Eroglu C. Astrocytes control synapse formation, func‑
tion, and elimination. Cold Spring Harb Perspect Biol. 2015;7:a020370.

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


	Synaptic loss in a mouse model of euthyroid Hashimoto’s thyroiditis: possible involvement of the microglia
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusion: 

	Background
	Methods
	Animals and study design
	Behavioral study
	Tissue preparation
	Electrochemiluminescence immunoassay (ECLIA)
	ELISA assays
	Hematoxylin and eosin (H&E)
	Electron microscopy (EM)
	Immunofluorescence (IF)
	Immunohistochemistry (IHC)
	Nissl staining
	RT-PCR
	Statistical analysis

	Results
	Euthyroid HT models
	Euthyroid HT induces learning and memory dysfunction
	Frontal lobe levels of T3 and T4
	Euthyroid HT induces ultrastructure changes in frontal synapses
	Euthyroid HT induces synaptic loss in the frontal lobe
	Neuronal loss is not observed in the frontal lobes of HT mice
	Microglia activation occurs in the frontal lobes of HT mice
	Euthyroid HT increases the microglial engulfment of synaptic elements in the frontal lobe
	Euthyroid HT increases microglial attachment to neurons and decreases the number of presynaptic terminals covering the neurons in the frontal lobe

	Discussion
	Conclusions
	Acknowledgements
	References




