
European Thyroid Journal (2025) 14 e240137
https://doi.org/10.1530/ETJ-24-0137

Received 5 May 2024
Accepted 28 May 2025

Available online 28 May 2025
Version of Record published 12 June 2025RESEARCH

Potential of bonemarrowmesenchymal stemcells
in iodine-induced autoimmune thyroiditis therapy

Xun Liu1, Likun Cui2, Jianwei Dong3, Jiancong Ren3, Dongdong Xu3, Yanshuo Han4,5 and Jian Zhang3

1Department of General Surgery, Shengjing Hospital of China Medical University, Shenyang, China
2Department of Ultrasound, Sichuan Clinical Research Center for Cancer, Sichuan Cancer Hospital & Institute, Sichuan Cancer Center,
University of Electronic Science and Technology of China, Chengdu, China.
3Department of Vascular & Thyroid Surgery, The First Hospital of China Medical University, Shenyang, China
4Department of Vascular Surgery, Central Hospital of Dalian University of Technology, Dalian, China
5School of Chemical Engineering, Ocean Technology and Life Science, Dalian University of Technology, Panjin, China

Correspondence should be addressed to J Zhang: jianzhang@cmu.edu.cn

Abstract

Objective: Hashimoto’s thyroiditis (HT) is a prevalent autoimmune disease without a cure. Mesenchymal stem cells (MSCs)
may offer the opportunity to improve autoimmune thyroiditis.

Methods: We replicated the pathogenic factors of HT and established a stable autoimmune thyroiditis model in
NOD.H-2h4 mice by administering iodine for 12 weeks. We used orthotopic injection to transplant bone MSCs (BMSCs)
into the thyroid. Immunohistochemistry, enzyme-linked immunosorbent assay, flow cytometry, and hematoxylin and
eosin and immunofluorescence staining were used to evaluate the effects of cell transplantation.

Results: Orthotopic BMSC transplantation decreased serum thyroglobulin antibody and caspase 3 levels; increased
proliferating cell nuclear antigen levels; decreased CD4+/CD3+ T cells, Th1/Th2, and Th17/Treg ratios; decreased
TNF-alpha (a proinflammatory cytokine) and interferon-gamma levels; and increased transforming growth factor-beta
and interleukin-10 levels. In addition, it increased CD90/S100A4 and CD90/TTF-1 co-expression.

Conclusion: Orthotopic BMSC transplantation improved the inflammatory environment by regulating the secretion of
anti-inflammatory cytokines, promoting regeneration, and reducing apoptosis in the thyroid tissue. Bone
marrow-derived stem cells inhibited T cell activation, maintained a balance between T cell subpopulation ratios, and
halted thyroiditis progression. Finally, transplanted BMSCs could transform into fibroblasts and thyroid cells. This study
elucidated the pathogenesis of HT and provided evidence supporting the potential of MSCs in HT treatments.

Keywords: NOD.H-2h4 mice; autoimmune thyroiditis; bone marrow mesenchymal stem cells; mesenchymal stem cell
transplantation

Introduction
Hashimoto’s thyroiditis (HT) is an autoimmune condition
characterized by chronic inflammatory cell infiltration
and impaired thyroid function resulting from a faulty
immune response. HT has gained attention owing to its
increasing incidence and close relationship with
papillary thyroid carcinoma (1, 2); however, its

pathogenesis is unknown. Infection, mental
dysfunction, excessive iodine intake, and drug abuse
are potential pathogenic factors of HT (3). In China,
iodine supplementation is a significant risk factor for
HT (1, 4). Current treatments for HT are ineffective;
oral administration of synthetic levothyroxine only
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regulates thyroid function and alleviates symptoms (2).
Moreover, HT lasts several years and develops into
hypothyroidism, affecting patients’ quality of life.

Mesenchymal stem cells (MSCs) originate in the
embryonic mesoderm and are highly capable of
regeneration, multilineage differentiation potential, and
immunomodulation capacity (5, 6, 7, 8). The use of MSCs
in immunoregulatory therapy is advancing toward phase
II and III clinical trials for several autoimmune
conditions, including multiple sclerosis, Crohn’s disease,
graft-versus-host disease, and refractory rheumatoid
arthritis (9, 10, 11, 12). The therapeutic effectiveness of
MSCs has been studied in various animal disease models,
including asthma, rheumatoid arthritis, systemic lupus
erythematosus, autoimmune colitis, meningitis, and
myasthenia (13, 14, 15, 16). However, preclinical and
clinical trials of MSCs in HT treatment are limited.
Moreover, previous animal models established using
the experimental autoimmune thyroiditis (EAT) method
do not adequately simulate the pathogenic process, and
MSC administration through caudal vein transplantation
requires repeated injections, resulting in poor
therapeutic efficacy (17, 18).

In this study, wemodeled the natural HT pathophysiology
to examine the beneficial effects of bone marrow MSCs
(BMSCs). We replicated the pathogenic factors of HT and
established a stable autoimmune thyroiditis model in
NOD.H-2h4 mice by administering iodine for 12 weeks.
Orthotopic transplantation of BMSCs was employed for
treating autoimmune thyroiditis. Therapeutic
effectiveness was assessed through alterations in
thyroid histology, infiltration of immune cells, the
performance of immunoregulation, and the potential
for tissue regeneration after the transplantation of
BMSCs. Our findings provide evidence supporting the
potential of MSCs in HT treatment.

Materials and methods

Animals

NOD.H-2h4 mice were purchased from Jackson
Laboratories (USA) and bred at the Animal
Experimental Center of China Medical University,
ensuring specific pathogen-free conditions. The mice
were provided unrestricted access to food and water.
The implemented experimental protocols and animal
husbandry procedures were approved by the
Institutional Animal Care and Use Committee at China
Medical University (grant number 2018095).

Isolation and identification of BMSCs

Bone marrow-derived stem cells were isolated from five
3- to 4-week-old male NOD.H-2h4 mice. Mice were
anesthetized with 3% isoflurane inhalation for

induction and 1% for maintenance; after maintenance,
mice were sacrificed by cervical dislocation. The bilateral
femur and tibia were immediately removed and the
metaphysis was cut off to access the bone cavity. The
bone marrow within the cavity was flushed out with
several rounds of phosphate-buffered saline (PBS) using
a sterile syringe. The mixture was centrifuged at 111.8 g
for 5 min at 4°C. The resulting cell pellets were
resuspended in 5 mL Dulbecco’s modified Eagle
medium (DMEM; Hyclone, USA) supplemented with
10% fetal bovine serum (FBS; Gibco, USA) and
100 U/mL penicillin/streptomycin (1%) (Invitrogen,
USA). The cell suspension was inoculated in a plastic
culture flask. The medium was changed 24 h after
incubation and then every 48 h. Bone marrow-derived
stem cells were cultured for 10–14 days to achieve 80–90%
confluence. The cells were then digested with trypsin and
passaged for subsequent experiments.

Passage-1 cells were collected as described above to
identify BMSC biomarkers. Cells were incubated with
1 μL anti-CD34 (1:100; Cat#AF6518, RD, USA), anti-CD90
(1:100; Cat#sc-53456, Santa Cruz, USA), anti-CD73
(1:100; Cat#AF4488, RD), or anti-CD105
(1:100; Cat#AF1320, RD) for 30 min at 20°C. After
washing with PBS, the cells were stained using an
Alexa Fluor® 488-conjugated fluorescent antibody
(1:1,000; Cat#ab150177, Abcam, UK) for 30 min at room
temperature. Blank controls were prepared using
unstained cells. After washing, flow cytometry was
used to identify BMSC specific markers.

The differentiation ability of BMSCs was validated using
chondrogenic, osteogenic, and adipogenic induction
protocols. These protocols were based on previous
studies with minor adjustments (19). Passage-1 BMSCs
were cultured in 6-well culture plates (5 × 105 cells per
well) until 90% confluence. For adipocytes, cells were
differentiated in DMEM with 10% FBS, 10–6 M
dexamethasone, 0.5 μM 3-isobutyl-1-methylxanthine, and
10 ng/mL insulin. For osteoblasts, cells were differentiated
in DMEM with 10% FBS, 10–7 M dexamethasone, 10 mM
β-glycerol phosphate, and 50 μM ascorbate-2-phosphate.
For chondrocytes, cells were differentiated in DMEMwith
10% FBS, 10–7 M dexamethasone, 1% insulin transferrin
sodium, 50 μM ascorbate-2-phosphate, 50 μg/mL proline,
1 mM sodium pyruvate, and 20 ng/mL transforming
growth factor-beta 3 (TGF-β3).

Hashimoto’s thyroiditis model development
and BMSC transplantation

Iodine treatment was utilized to create a model of
autoimmune thyroiditis in NOD.H-2h4 mice. Forty
6–8-week-old male mice (approximately 20 g) were
randomly split into four groups (n = 10). The control
group was provided sterilized water for 12 weeks.
The treatment groups were given sterilized water with
0.05% sodium iodide (1,000 times the normal intake)
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for 8, 12, and 16weeks. At the end of the treatment period,
the thyroid tissue was removed and the level of
inflammatory cell infiltration was evaluated using
hematoxylin and eosin (H and E) staining.

Two mice (model and control without thyroiditis) were
chosen to confirm the efficacy of orthotopic
transplantation of stem cells. The injection protocols were
as follows: passage-1 BMSCs were harvested and
reconstituted in 5 mL serum-free DMEM supplemented
with 10 μL CM-Dil (1 mg/mL in dimethyl sulfoxide;
Cat#C7000, Invitrogen). For transplantation, cells were
resuspended in PBS (2 × 105 cells/mL) after incubation at
37°C for 5 min and chilled at 4°C for 15 min. After
anesthesia, the method of anesthesia as described above,
a blunt cut in the anterior tracheal muscle exposed the
trachea and thyroid glands. The cell suspension (4 μL) was
injected into the lower pole of the mouse thyroid glands
using apipette and gun tip connected to a 31-G sterile needle
until the glands slightly swelled (Fig. 1A). The controlmouse
was injected with 4 μL PBS. The presence of BMSCs in the
thyroid glands was verified 1 day after injection; paraffin-
embedded sectionswere prepared and cellswere examined
under a microscope for red fluorescence (Fig. 1B and C).
Another two mice were chosen to confirm the efficacy of
orthotopic transplantation 10 days with green fluorescent
protein (GFP)-labeled stem cells. GFP transfection: the cells
were transfected into a medium containing GFP-lentivirus
(20) and the amount of GFP-lentivirus was the MOI value
found in the pre-experiment (21). The infected cells were
cultured for 48 h for detection and transplantation.
GFP-labeled BMSCs were heated at 37°C for 5 min and
cooled at 4°C for 15 min, and then re-suspended in PBS
(2 × 105 cells/mL). The injection method is described above.

Three experimental groups were established using
6–8-week-old male mice (n = 12) to compare the effect
of BMSC transplantation: control group, mice given
normal drinking water and injected PBS orthotopically;
PBS group, mice treated with iodine for 12 weeks to
establish the thyroiditis model and injected with PBS
orthotopically; and BMSC group, mice treated with
iodine for 12 weeks and transplanted with BMSCs
orthotopically. The injection and transplantation
methods were performed as described above; however,
CM-Dil was not used to stain the transplanted cells in the
BMSC group. This was conducted to mitigate the
possibility that dyes and solvents could compromise the
immunological response. After injection, all mice were
given regular drinking water for 10 days. Mice were then
sacrificed, and the cardiac blood, spleen, and thyroid
glands were harvested for subsequent analyses.

Hematoxylin and eosin (H and E) staining and
inflammation scoring

Freshly removed thyroid glands were fixed in 4%
paraformaldehyde, dehydrated using increasing
ethanol gradients, cleared with xylene, and embedded

in paraffin. Tissues were sectioned at 4-μm thickness and
H and E staining was performed following the standard
protocol. Inflammation was assessed following the
International Universal NOD.H-2h4 mouse autoimmune
thyroiditis scoring criteria (22): 0, no infiltration; 1, cell
aggregation between two or more follicles in the
interstitial space; 2, one or two cell foci that are at least
one follicle in size; 3, widespread infiltration of 10–40% of
the area; 4, extensive infiltration (between 40–80%) of the

Figure 1

CM-Dil-stained BMSCs orthotopic transplanted into the thyroid gland.
(A) Bone marrow mesenchymal stem cells in orthotopic injection and
transplantation in the thyroid; the round yellow dotted line indicates a
slight thyroid swelling after injection. (B) PBS orthotopic injection in
normal mice showing no fluorescent cells. Magnification ×200, scale bars
100 μm. (C) CM-Dil-labeled BMSCs on the first day after BMSCs
orthotopic transplantation, red fluorescent cells were BMSCs
transplanted as the yellow arrow indicated. Magnification ×100, scale
bars 200 μm. (D) PBS orthotopic injection in normal mice after 10 days
showing no fluorescent cells. Magnification ×400, scale bars 50 μm.
(E) GFP-labeled BMSCs on the 10th day after BMSCs orthotopic
transplantation, green fluorescent cells were BMSCs transplanted as
the yellow arrow indicated. Magnification ×400, scale bars 50 μm.
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territory; and 5, substantial infiltration of >80% of
the area.

Enzyme-linked immunosorbent assay (ELISA)

Thyroglobulin (Tg) was extracted using the salting-out
and purification method reported for Kunming mice
(23). It was coated onto 96-well plates, and an indirect
ELISAwas used, as previously described, to determine the
serum level of thyroglobulin antibody (TgAb) (23).

The levels of mouse serum thyroid stimulating hormone
(TSH; Cat#CEA463Mu, Cloudclone, USA), free thyroxine
(fT3; Cat#CEA186Ge, Cloudclone), and free
triiodothyronine (fT4; Cat#CEA185Ge, Cloudclone) were
used to assess thyroid function. The inflammation-related
cytokines in the cardiac blood of mice (including tumor
necrosis factor-alpha (TNF-α; Cat#EK0527, Boster, China),
interferon-gamma (IFN-γ; Cat#EK0375, Boster), TGF-β
(Cat#EK0515, Boster), and interleukin-10 (IL-10;
Cat#EK0417, Boster)) were determined using ELISA kits
following the manufacturer’s instructions.

Immunohistochemistry and Western blot

Thyroid gland sections (4 μm) underwent routine
clearance with xylene, rehydration with a decreasing
ethanol gradient, and inactivation of endogenous
peroxidase activity with 3% H2O2 over 2–8 h at 60°C.
Antigen retrieval was performed by boiling the sections
for 4 min in citrate buffer (pH 6.0). Sections were
incubated with rabbit antibodies against proliferating
cell nuclear antigen (PCNA; 1:100; Cat#ab92552,
Abcam), caspase 3 (1:200; Cat#EPR18297, Abcam) and
cleaved caspase-3 (1:200; Cat#EPR21032, Abcam) at 4°C
overnight to identify proliferative and apoptotic cells,
respectively. After washing, sections were incubated
with goat anti-rabbit secondary antibodies and horse
radish peroxidase at 37°C for 30 min and developed
with 0.02% 3,3′-diamino-benzidine-4-HCl. The positive
cells’ integral optical density (IOD) in each section was
measured using the Image-pro-plus 6.0 software. Proteins
were extracted from thyroid tissue using the BCA Protein
Assay Kit (Beyotime, China). These proteins were then
subjected to SDS-PAGE electrophoresis and subsequently
transferred to polyvinylidene difluoride (PVDF)
membranes. The membranes were incubated with
primary antibodies, followed by incubation with
secondary antibodies. Finally, chemiluminescent (ECL)
detection was performed to analyze the protein
expression.

Flow cytometry

Freshly harvested mouse spleens were ground on a
200-mesh copper filter to prepare single-cell
suspensions. Cells were incubated in RPMI 1640
medium (Hyclone) supplemented with 10% FBS, 1%

penicillin/streptomycin, and 2 μL cell activation cocktail
(Cat#423301, Biolegend, USA) for 6–8 h. The cells were
stained with different combinations of fluorescence-
conjugated antibodies (Biolegend) for different cell
populations: T-helper 1 (Th1) cells, CD3+ (Cat#100218,
Percp), CD4+ (Cat#100405, FITC), and IFN-γ+
(Cat#505808, PE); Th2 cells, CD3+ (Percp), CD4+ (FITC),
and IL4+ (Cat#504105, PE); Th17 cells, CD3+ (Percp), CD4+
(FITC), and IL-17+ (Cat#512306, PE); and regulatory T cells
(Tregs), CD4+ (FITC), CD25+ (Cat#102027 Percp), and
FOXP3 + (Cat#126403, PE). Surface marker CD3, CD4,
and CD25 staining was performed first. The cells were
fixed and permeabilized using a kit (Cat#421002,
Biolegend), and incubated with antibodies against
IFN-γ, IL-4, IL-17, and FOXP3 for 30 min at 4°C in the
dark. After washing with permeabilization buffer,
staining buffer was used to reconstitute the suspension
for analysis. Stained cells were detected using a
FACSCalibur� flow cytometer (Becton Dickinson
Biosciences, USA) and analyzed using the FlowJo 7.6.1.
(USA). The CD3/lymphocyte, CD4/CD3, Th1/Th2, and
Th17/Treg ratios were calculated.

Double immunofluorescence staining

Rehydration and antigen retrieval from paraffin-
embedded sections of the mouse thyroid was
performed as described above. The sections were
incubated with anti-CD90 goat (1:300; Santa Cruz) and
anti-S100A4 rabbit (1:200; Cat#13018, Cell Signal
Technology, USA) or anti-thyroid transcription factor-1
(TTF-1) rabbit (1:100; Cat#13018, Abcam) antibodies
overnight at 4°C. The sections were then incubated
with corresponding secondary antibodies, including
Alexa Fluor® 488-conjugated donkey polyclonal
secondary antibodies to rabbit IgG (1:1,000;
Cat#ab150073, Abcam), Alexa Fluor® 488-conjugated
IgG (1:1,000; Cat#ab150177, Abcam), Alexa Fluor®
594-conjugated IgG (1:1,000; Cat#ab150132, Abcam), or
Alexa Fluor® 594-conjugated IgG (1:1,000;
Cat#ab150084, Abcam). After washing with PBS, DAPI
antifade reagent (Beyotime Biotechnology, China) was
added to each sample for nuclear staining. Three
distinct fields of view were tallied for the quantification
of double-positive cells. The average valuewas calculated,
and the GraphPad Prism version 8.0 (GraphPad Software,
USA) was used for analysis.

Statistical analysis

The outcomes are expressed as the average ±standard
deviation. The GraphPad Prism version 8.0 was used to
conduct statistical analyses. Tukey’s multiple comparison
tests were used after a one-way analysis of variance to
statistically compare the means of each column with no
matching values. Values were considered significant
when P < 0.05.
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Results

Bone marrow mesenchymal stem cell
confirmation and differentiation

Cell morphology was observed and surface marker
identification was performed to verify MSCs. The
extracted primary cells formed colonies or single cells
after the first medium exchange 24 h after plating. On day
5 of culture, the cells covered 60% of the culture flask. The
cells became long, with elliptical nuclei showing a spindle
and fibroblast-like morphology. The cells achieved
80–90% confluence at day 10. Passage-1 cells gradually
differentiated into uniform spindle cells with increased
cell volume (Fig. 2A). Flow cytometry revealed that the
CD90+/ CD73+/ CD105+/CD34� phenotype was consistent
with the surface antigen expression of MSCs (Fig. 2B) (24).

Induction culture was used to verify the differentiation of
BMSCs. The 21-day osteoblast-induced culture contained

calcium nodules, stained with alizarin red (Fig. 2C, left
panel). The 14-day adipogenic cell-induced culture
contained fat granules, stained with Oil red O (Fig. 2C,
middle panel), and the 21-day chondrocyte-induced
culture contained chondrocytes, stained with toluidine
blue (Fig. 2C, right panel). Thus, surface marker
expression and differentiation capacity confirmed the
successful isolation of BMSCs suitable for transplantation.

Thyroiditis severity positively correlated with
the duration of iodine intake

Inflammatory cell infiltration was scored on H and E
stained, paraffin-embedded thyroid tissues. In control
mice (normal drinking water), only a few inflammatory
cells were visible in the glandular stroma of the thyroid
glands. However, the degree of inflammatory cell
infiltration increased proportionally with the duration
of iodine treatment in the iodine-supplemented groups,
with an enlarged region of inflammatory cell infiltration
(Fig. 3A). The length of iodine consumption and the
average inflammatory score was positively correlated.
The inflammatory score was significantly lower in the
8-week group compared to the 12- and 16-week groups. In
addition, one 8-week group mouse did not develop
thyroiditis (score 0); however, the thyroiditis model
was successfully established in all mice of the other
two groups (Fig. 3B). Thus, the 12-week treatment was
considered optimal for establishing a stable thyroiditis
model with prominent inflammatory infiltration.

Iodine treatment increased TgAb levels
with time

The TgAb level in the serum of the NOD.H-2h4 mice was
evaluated to analyze their immune state after iodine
treatment. TgAb levels were lower in the 8-week group
than in the 12- and 16-week groups. Although the
difference was insignificant, the average value in the
12-week group was lower than that in the 16-week
group (Fig. 3C). Similar to the thyroid scores, TgAb
levels increased with the duration of iodine
supplementation and positively associated with
thyroiditis severity (Fig. 3B and C). Serum levels of TSH,
fT3, and fT4 did not significantly differ between the
iodine therapy and control groups (Fig. 3D).

Bone marrow mesenchymal stem cell
transplantation decreased serum TgAb levels

Almost no lymphocyte infiltration was detected in the
thyroid of the normal drinking water group. However,
both groups supplemented with iodine showed
infiltrating cells according to H and E staining (Fig. 4A
and B). The average inflammatory score of the BMSC
group was lower than that of the PBS group, although
it was not statistically significant. TgAb levels were

Figure 2

Identifying an induction culture of bone marrow-derived mesenchymal
stem cells (BMSCs). (A) The morphology of cultured BMSCs,
Magnification ×100, scale bars 200 μm. (B) Flow cytometry showing the
surface markers of BMSCs. (C) Induction culture of bone BMSCs.
Magnification ×400, scale bars 50 μm. The left panel shows the osteoblasts
induction culture, the middle panel shows the adipocyte induction
culture and the right panel shows the chondrocyte induction culture.
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significantly lower in the BMSC group than in the PBS
group (Fig. 4C). Thyroid function was not significantly
different among the three groups, with similar serum
levels of TSH, fT3, and fT4 (Fig. 4D).

Bone marrow mesenchymal stem cell
transplantation downregulated apoptosis
marker caspase 3 and upregulated
proliferation marker PCNA in the
thyroid tissue

Caspase 3, cleaved caspase 3 and PCNA stainingwere used
to assess apoptosis and proliferation, respectively.
Compared to the thyroiditis + PBS group, caspase 3,

cleaved caspase 3 and PCNA expression significantly
decreased and increased in the BMSC group,
respectively (Fig. 5A, B, C, D and Fig. 6A, B, C, D, E).

Bone marrow mesenchymal stem cell
transplantation decreased CD4/CD3, Th1/Th2,
and Th17/Treg ratios in lymphocytes

Lymphocyte changes in splenocytes after BMSC
transplantation were observed using flow cytometry.
The CD4/CD3 ratio decreased in the gated mononuclear
splenocytes mainly represented by lymphocytes
(left panel of Fig. 7A and B); however, the CD3/
lymphocyte ratio did not significantly change (Fig. 7C
and D). The immune system depends on the

Figure 3

Establishing the thyroiditis model and inflammation scores of different
iodine groups. (A) Hematoxylin and eosin (H and E) staining of different
iodine groups, with infiltrating cells indicated as a black arrow.
Magnification ×40 and ×200, scale bars 500 and 100 μm.
(B) Inflammation scores of H and E staining of NOD.H-2h4 thyroiditis mice.
Data are represented as themean ± SD, n = 10 animals. One-way ANOVA
was used; ns stands for not significant; *P < 0.05, **P < 0.01, ***P < 0.001.
(C) Serum TgAb level of each NOD.H-2h4 group. Data are represented as
the mean ± SD, n = 10 animals. One-way ANOVA was used; ns stands for
not significant; *P < 0.05, **P < 0.01, ***P < 0.001. (D) Enzyme-linked
immunosorbent assay detected the levels of serum TSH, FT3, and FT4.
Data are represented as themean ± SD, n = 10 animals. One-way ANOVA
was used, ns stands for not significant.

Figure 4

Bone marrow MSC transplantation decreases the serum TgAb levels
without significant effects on the degree of inflammatory infiltration
and thyroid function. (A) Hematoxylin and eosin staining shows the
condition of the infiltrated cells in each group, with infiltrated cells
indicated as the black arrow. Magnification ×40 and ×200, scale bars 500
and 100 μm. (B) Inflammatory scores of thyroiditis in each experimental
group. Data are represented as the mean ± SD, n = 12 animals. One-way
ANOVA was used; ns stands for not significant; ***P < 0.001. (C) Serum
levels of TgAb in each experimental group. Data are represented as
the mean ± SD, n = 12 animals. One-way ANOVA was used, **P < 0.01,
***P < 0.001. (D) Serum thyroid function levels in NOD.H-2h4 mice in each
experimental group. Data are represented as the mean ± SD, n = 12
animals. One-way ANOVA was used, ns stands for not significant.
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equilibrium between Th1/Th2 and Th17/Treg cells; higher
ratios indicate more severe autoimmune thyroiditis. A
significantly lower Th1/Th2 ratio was observed in the
BMSC group, indicating a reduced autoimmune
inflammation (Fig. 7A and E). Similarly, the Th17/Treg
ratio significantly decreased in the BMSC group (Fig. 7B
and F).

Bone marrow mesenchymal stem cell
transplantation reduced proinflammatory and
promoted suppressive inflammatory cytokine
levels in peripheral blood

Cytokine levels in peripheral blood were measured to
evaluate inflammation in NOD.H-2h4 mice with
transplanted BMSCs. Proinflammatory cytokines TNF-α
and IFN-γ were lower in the BMSC group than in the PBS
group (Fig. 7G and H). However, the levels of TGF-β and
IL-10 were higher in the BMSC group than in the PBS
group (Fig. 7I and J).

Bone marrow mesenchymal stem cell
transplantation increased co-expression of
CD90/S100A4 and CD90/TTF-1

Cell differentiation and variation after BMSC
transplantation were evaluated using
immunofluorescence staining. Double staining of CD90
(membrane protein of cell interaction and surface
marker of MSCs) and S100A4 (surface marker of
fibroblasts) was performed to detect the proliferation
of fibroblasts after BMSC transplantation. The number
of double-positive CD90 and S100A4 cells increased after
BMSC transplantation (Fig. 8A and B). Double staining of

CD90 and TTF-1 (surface marker of thyrocytes) increased
after BMSC transplantation (Fig. 8C and D).

Discussion
Iodine is essential for synthesizing thyroid hormones and
is a key component of Tg. However, epidemiological
studies suggest that excessive iodine intake can cause
or exacerbate autoimmune thyroid diseases. Excess
iodine combines with Tg and induces exposure of the
self-epitope in the thyroid. T lymphocytes recognize the
exposed autoantigens and activate an inflammatory
response, leading to autoimmune thyroiditis (25, 26).

In the short-term, increased sensitivity to Tg injections
orthotopically into the thyroid causes EAT. However,
these animals do not have a susceptible genetic
background, and the models do not reflect the
pathogenesis of iodine intake (27). We established a
model for autoimmune thyroiditis using iodine
induction in NOD.H-2h4 mice with the susceptibility
gene H-2 to recognize overexposure to the autoantigen
Tg under the simulation of iodine intake. Consistent with
the pathogenesis of autoimmune thyroiditis and HT in
humans (18), the inflammatory response of the thyroid in
our model increased with the duration of iodine intake.
The elevated levels of TgAb prove their consistency with
earlier studies (28).

Regarding the evaluation of stem cell quality, althoughwe
did not detect repressor/activator protein 1 (RAP1) (29) in
the experiment to assess their senescence status, we
observed and controlled the state and quality of the
cells during cell culture and passage. Generally,
senescent cells exhibit a gradual flattening and

Figure 5

Immunohistochemical staining of caspase 3 and
PCNA in the thyroid of each group. (A)
Immunohistochemical staining of caspase 3,
with infiltrating cells indicated as a black arrow.
Magnification ×40 and ×200, scale bars 500 and
100 μm. (B) IOD value of staining caspase 3 in
each group. Data are represented as the mean ±
SD, n = 12 animals. One-way ANOVA was used,
*P < 0.05, ***P < 0.001. (C) Immunohistochemical
staining of PCNA, infiltrating cells indicated as a
black arrow. Magnification ×40 and ×200, scale
bars 500 and 100 μm. (D) IOD value of staining
PCNA in each group. Data are represented as the
mean ± SD, n = 12 animals. One-way ANOVA was
used, *P < 0.05, **P < 0.01, ***P < 0.001.
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hypertrophy of the cell morphology, with more granular
substances appearing in the cytoplasm, and a decrease in
proliferation and differentiation capabilities (30). In
Fig. 2A, on day 10, the number of flat cells increased,
but new cells and cell growth centers were still visible.
After passage (Fig. 2A – passage 1), the number of flat and
enlarged cells decreased, while the number of mature
cells with a rod-like shape increased, and small cells that
were growing and had just divided were still visible, and
the cells could still be passed. At the same time, in the
differentiation experiment (Fig. 3C), their differentiation
ability was confirmed. Through the above experiments
and observations, we confirmed that the P1 generation
cells we cultivated were of acceptable quality and could
be used.

Under inflammation and damage conditions, MSCs
exhibit strong immunomodulatory and tissue repair
effects. MSCs mainly function through intercellular
contact and paracellular secretion of
immunoregulatory cytokines, such as TGF-β1, PGE2,

IDO, and IL-10, and assist in repairing local and
systemic immune impairments and tissue damage
(5, 6, 7). Our results showed that the average CD4
percentage was low, such as the decreased TgAb levels,
suggesting that transplanted BMSCs blocked antigen
presentation, reduced T and B cell activities, induced
M1 macrophages to adopt the anti-inflammatory M2
form, and reduced B cell IgG production. Hence, the
acquired and humoral immune responses of thyroiditis
were alleviated (31, 32). Furthermore, the Th1/Th2 and
Th17/Treg ratios significantly decreased after BMSC
transplantation. This can be attributed to the secretion
of regulatory cytokines by BMSCs, specifically
transforming IL-10 and TGF-β. These cytokines
decrease BMSC differentiation into Th1 and Th17 cells,
while concurrently increasing the proportion of
tolerogenic Th2 cells and Tregs (21, 33, 34). Moreover,
the proinflammatory cytokines IL-1, TNF-α, and IFN-γ
secreted by Th1 and Th17 cells decreased at the
expense of activating cytotoxic T lymphocytes and
natural killer (NK) cells, reducing the injurious effect of
inflammation. The increased number of Tregs and
functional recovery lead to more anti-inflammatory
cytokines, improving the imbalance between Th1/Th2
and Th17/Treg and restoring a virtuous cycle (35, 36);
the changes in cytokines (TNF-α, IFN-γ, TGF-β, and IL-10)
levels confirmed this process. Therefore, changes in
cytokine levels are a result of improvements in
thyroiditis.

The role of IFN-γ in autoimmune inflammation and stem
cell therapy is rather complex. On one hand, IFN-γ has a
pro-inflammatory effect. It can activate immune cells
such as macrophages and T cells, enhancing their
phagocytic ability and killing function and promoting
the occurrence and development of inflammatory
responses. It can also induce the production of various
inflammatory factors, such as IL-6, IL-12, and TNF-α,
further amplifying the inflammatory response and
causing tissue damage, thereby aggravating
autoimmune reactions. On the other hand, IFN-γ also
has an anti-inflammatory effect. IFN-γ can also regulate
the differentiation and function of immune cells, induce
immune tolerance, and inhibit the activity of autoreactive
T cells, alleviating autoimmune inflammation (37). IFN-γ
is a key inducer of the immunosuppressive function of
MSCs. By activating the JAK-STAT signaling pathway, it
upregulates the expression of immunosuppressive
molecules (such as IDO and PD-L1) (38). In stem cell
therapy, a certain level of IFN-γ is conducive to the
immune regulatory function of MSCs.

Although inflammatory cell infiltration did not
significantly change, inflammatory cell activity and
toxic effects decreased and the thyroid tissue began to
recover (7, 39). The expression of caspase 3 (apoptotic
marker) decreased and PCNA (proliferation marker)
increased. MSCs exert regulatory effects via the TLR4-
ERK1/2-Fas/FasL-caspase 3 pathway to block apoptosis
progression (40). Meanwhile, MSC can also

Figure 6

Immunohistochemical staining and western blot of cleaved caspase 3 and
PCNA in the thyroid of each group. (A) Immunohistochemical staining
of cleaved caspase 3, with infiltrating cells indicated as a black arrow.
Magnification ×40 and ×200, scale bars 500 and 100 μm. (B) IOD value of
staining cleaved caspase 3 in each group. Data are represented as
the mean ± SD, n = 12 animals. One-way ANOVA was used, *P < 0.05,
***P < 0.001. (C) Western blot of cleaved caspase 3 and PCNA. (D) and (E)
Relative level of cleaved caspase 3 and PCNA in each group. Data are
represented as the mean ± SD, n = 12 animals. One-way ANOVA was used,
*P < 0.05, **P < 0.01, ***P < 0.001.
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simultaneously inhibit the expression of cleavage of
caspase 3, which is correlated with reduced Th1/Th2
responses and enhanced Treg activity (41). Following
hepatic ischemia-reperfusion injury in pigs, the
transplantation of stem cells resulted in an
upregulation of PCNA expression, thereby facilitating
liver tissue regeneration (42).

In our study, iodine intake did not affect thyroid function.
TSH, fT3, and fT4 serum levels were similar across the
treatment groups, possibly owing to the short duration of
iodine treatment; therefore, the follicular structure
within the thyroid of the mice could still exert its
compensatory effect to maintain normal thyroid
function under the excessive immune response (43, 44).
In NOD.H-2h4 mice, autoimmune thyroiditis rarely

progresses to hypothyroidism (43). In humans,
noticeable changes in thyroid function may take years
or even decades (2), and mice may require
extended iodine intake to adequately mimic the human
condition.

Thyroid peroxidase antibody (TPOAb) is another
important evaluation indicator for HT and its
expression correlates with TSH level and the degree of
thyroid cell destruction (2). TPOAb detection is easy in
humans and difficult in mice (45). In addition, TPOAb
develops later than TgAb in mice (46). Therefore, TgAbs
are preferred for mouse thyroiditis experiments (43, 46).
Nevertheless, the trend of TPOAb expression in
NOD.H-2h4 mice with autoimmunity-related thyroiditis
is generally the same as that of TgAb (46).

Figure 7

Proportions of lymphocytes from splenocytes
were analyzed by flow cytometry and the change
of cytokines in peripheral blood after BMSC
transplantation. (A) The proportion of CD4, Th1
and Th2 cells in the lymphocytes was mainly
shown in each group determined by flow
cytometry. (B) The proportion of CD3, CD4, Th17,
and Treg cells was mainly shown in each group.
(c) Quantification of CD3/lymphocytes: figure
(A) middle panels value averaged in each group.
Data are represented as the mean ± SD, n = 12
animals. One-way ANOVA was used; ns stands for
not significant, ***P < 0.001. (D) Quantification of
CD4/CD: figure (B) middle panels down/up value
averaged in each group. Data are represented as
the mean ± SD, n = 12 animals. One-way ANOVA
was used; ns stands for not significant; *P < 0.05,
**P < 0.01. (E) Quantification of Th1/Th2: figure
(A) left panels up Q2/down Q2 value averaged in each
group. Data are represented as the mean ± SD,
n = 12 animals. One-way ANOVA was used
*P < 0.05, ***P < 0.001. (F) Quantification of Th17/
Tregs: figure (B) left panels up Q2/(Q2+Q3)/down Q2

value averaged in each group. Data are
represented as the mean ± SD, n = 12 animals.
One-way ANOVA was used; ns stands for not
significant; *P < 0.05, **P < 0.01. (G, H, I, J) TNF-α,
IFN-γ, IL-10, and TGF-β levels in each
experimental group. Data are represented as
mean ± SD, n = 12 animals. One-way ANOVA
was used; ns stands for not significant; *P < 0.05,
**P < 0.01, ***P < 0.001.
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Although research has noted therapeutic effects of MSCs,
few have focused on the changes the cells undergo after
transplantation in vivo. We characterized the variation in
BMSCs after injection to interpret their functions and
effects indirectly. CD90 (Thy1) is a GPI-anchored
development regulatory protein and receptor or
integrin ligand that mediates cell–cell and cell–matrix
interactions involved in the signaling cascades of
cellular adhesion, migration, neurite outgrowth, tumor
growth, and fibrosis. CD90 is abundantly expressed in a
subset of fibroblasts, endothelial cells, and hematopoietic
cells and is one of the first surface markers identified on
MSCs; CD90+ cells are more likely to originate from
mesenchymal cells, MSC and the intertransformation
process between mesenchymal cells and epithelial cells
(47, 48). In this study, CD90 was used in our study to show
the effect of transplanted BMSCs on the tissue in situ.
S100A4 is a fibroblast marker involved in cytoskeletal
dynamics and cell movement (49). The co-expression of
CD90 and S100A4 indicates that active fibroblasts
regulated fibrosis. CD90+ fibroblasts can promote the
differentiation of myofibroblasts, mediate tissue
contraction and repair after injury, and alleviate
fibrotic damage in pulmonary fibrosis (50, 51). Our
results suggested that more fibroblasts were produced

in tissues with thyroiditis, and the increased co-
expression of CD90 and S100A4 suggested that BMSC
treatment promoted thyroid tissue repair. Moreover,
our results suggested that there is also a possibility that
transplanted BMSCs may transform into fibroblasts.

TTF-1 is a homologous transcription factor from the NKX
family and a biomarker of thyrocytes (52); its co-
expression with CD90 suggests thyrocyte development.
According to our results, due to the effects of thyroiditis
and injection injury, the number of double-positive cells
in CD90 and TTF-1 in the PBS group decreased due to the
destruction of injection injury and thyroiditis, and the
recovery ability of tissue decreased. After injection of PBS,
the recovery ability of interstitial and epithelial cells was
improved, and inflammatory factors may still exist.
Therefore, CD90 and TTF-1 double-positive cells were
similar to those in the control group, but there was no
significant difference. In addition, the transplanted
BMSCs improved the inflammatory and damaging
environment and also had the potential to differentiate
into thyroid cells. In some environments, MSCs can
differentiate into endoderm-derived pancreatic and
liver cells. The ability of MSCs to differentiate into
thyroid cells has not been proven in vivo or in vitro
(53, 54). Cell fusion is a form of cell transformation.
MSCs form multicellular aggregates interacting with
neighboring cells, showing common characteristic
features with fused genetic information (55). The MSC
fusion mechanism is involved in ameliorating
neurodegenerative diseases and treating
gastrointestinal epithelial lesions (56, 57). Although we
noticed a rise in the co-expression of CD90 and TTF-1,
further experiments are needed to clarify the variations
in MSCs and fibroblasts in thyroid tissues.

We explored the effect of the delivery route on the
efficacy of BMSC treatment. Although orthotopic
transplantation may cause certain local injuries, it is
more effective than caudal intravenous injection
(17, 18). In addition, 0.1–2.7% of cells administered via
caudal intravenous injection make it to the local lesions
andmost are found in the lungs (58, 59). Therefore, better
therapeutic effects can be obtained by improving the
heterogeneity of the cells, adjusting the number of
transplanted cells, or using them in orthotopic and
intravenous combinations.

Orthotopic injection of BMSCs into the thyroid exhibited
favorable therapeutic efficacy inNOD.H-2h4mice suffering
from thyroiditis caused by iodine-induced autoimmunity
via regulating the immune system, suppressing cell
apoptosis, and promoting the regeneration of cells in the
thyroid tissue. In addition, transplanted BMSCs can
potentially transform into fibroblasts and thyroid cells.
Optimizing the transplantation settings may maximize
BMSC therapeutic effects, providing a promising clinical
translation strategy for treating HT. This study elucidated
the pathogenesis of HT and provided evidence supporting
the potential of BMSCs in HT treatment.

Figure 8

Immunofluorescence double staining of CD90/S100A4 and CD90/TTF-1.
(A) CD90 and S100A4 double staining, the double-positive cells
indicated as a yellow arrow. Magnification ×200, scale bars 100 μm.
(B) Quantification of CD90 and S100A4 dual stain positive cells. Data are
represented as the mean ± SD, n = 12 animals. One-way ANOVA was used,
**P < 0.01, ***P < 0.001. (C) CD90 and TTF-1 double staining, the double-
positive cells indicated as the yellow arrow. Magnification ×200.
(D) Quantification of CD90 and S100A4 dual stain positive cells. Data are
represented as the mean ± SD, n = 12 animals. One-way ANOVA was used;
ns stands for not significant; P < 0.05*, **P < 0.01.
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