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Abstract 

Purpose: Papillary thyroid cancer (PTC) stands as one of the most prevalent types of thyroid cancers, 
characterized by a propensity for in-situ recurrence and distant metastasis. The high mobility group protein 
(HMGB1), a conserved nuclear protein, plays a pivotal role in carcinogenesis by stimulating tumor cell growth 
and migration. Nevertheless, the underlying mechanism driving aberrant HMGB1 expression in PTC 
necessitates further elucidation. 
Materials and methods: Our study unraveled the impact of low and overexpression of USP15 on the 
proliferation, invasion, and metastasis of PTC cells. Through a comprehensive array of molecular techniques, 
we uncovered the intricate relationship between HMGB1 and USP15 in the progression of PTC. 
Results: In this study, we identified USP15, a deubiquitinase in the ubiquitin-specific proteases family, as a true 
deubiquitylase of HMGB1 in PTC. USP15 was shown to interact with HMGB1 in a deubiquitination 
activity-dependent manner, deubiquitinating and stabilizing HMGB1. USP15 depletion significantly decreased 
PTC cell proliferation, migration, and invasion. In addition, the effects induced by USP15 depletion could be 
rescued by further HMGB1 overexpression. But when HMGB1 is knocked down, even overexpression of 
USP15 could not promote the progression of PTC cells.  
Conclusion: In essence, our discoveries shed light on the previously uncharted catalytic role of USP15 as a 
deubiquitinating enzyme targeting HMGB1, offering a promising avenue for potential therapeutic interventions 
in the management of PTC. 
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Introduction 
Thyroid cancer (TC) is the most common 

malignancy of the endocrine system, accounting for 
about 2.1% of all cancers worldwide [1]. The incidence 
of TC has increased significantly worldwide in recent 
years and is becoming the most rapidly growing 
tumor [2]. According to data released by the 
American Cancer Society in 2020, there are 52890 new 
cases of TC in the United States in 2020, ranking fifth 
among women and accounting for 4% of all cancers 
[3]. Depending on the pathological type, TC is divided 
into papillary thyroid carcinoma (PTC), follicular 

thyroid carcinoma (FTC), medullary thyroid 
carcinoma (MTC), and anaplastic thyroid carcinoma 
(ATC), among which PTC is the most common type of 
thyroid cancer and comprises of more than 80% of all 
TC [4]. While PTC patients typically face 
well-differentiated thyroid cancer with a relatively 
favorable prognosis, globally, approximately 41,000 
deaths occur annually within one year due to the high 
incidence, recurrence, and metastasis of PTC [5]. 
Around 20% of early-stage PTC patients experience 
recurrence and metastasis post-surgery. More 
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critically, some recurrent PTC cases may transform 
into poorly differentiated thyroid cancer with a 
dismal prognosis [6]. Despite the success of surgical 
resection, radioiodine therapy, and postoperative 
TSH suppression in achieving positive therapeutic 
outcomes in most PTC patients, a subset remains 
highly malignant and prone to in-situ recurrence and 
distant metastasis [7, 8]. During treatment or natural 
disease progression, a subset of PTC patients 
undergoes regressive changes in tumor cell morpho-
logy and function, losing differentiation phenotypes. 
Consequently, they evolve into iodine-refractory 
thyroid cancer, leading to recurrence, distant 
metastasis, and ultimately, death [9]. The invasion 
and metastasis of PTC is a complex multi-stage 
process regulated by multiple genes, multiple factors, 
and multiple signaling pathways, involving the 
decline of adhesion between cancer cells and the cell 
matrix, extracellular matrix degradation, tumor cell 
migration, distant colonization and other links [10, 
11]. Therefore, the molecular mechanism of invasion 
and metastasis of PTC has been unclear. Some studies 
have shown that PTC is usually characterized by 
inflammatory immune cell infiltration [12], relating to 
molecular mechanisms such as RAS gene mutation, 
BRAF gene mutation, RET/PTC rearrangement, 
PAX8-PPARγ rearrangement, and TERT promoter 
mutation [13]. However, the potential therapeutic 
targets and signaling pathways are still being 
explored. 

High-mobility group box 1 (HMGB1) is a nuclear 
protein that is highly conserved. It functions as a 
chromosome-binding protein, interacting with DNA, 
and plays a role in promoting the transcription of 
related target genes post-protein synthesis [14]. 
HMGB1 can be secreted extracellularly and actively 
engages in inflammation via the RAS and MAPK 
pathways. This process involves the phosphorylation 
of MAPKs and activation of nuclear transcription 
factors, ultimately leading to the induction of 
inflammation and facilitating the migration of 
immune cells [15]. In addition, HMGB1 plays an 
important role in chromatin changes, chromatin 
remodeling, regulation of gene transcription, and 
DNA replication, which can induce the growth and 
migration of cancer cells and participate in the 
progression of cancer [16, 17]. In cancer cells, HMGB1 
acts mainly through two signaling pathways. One 
pathway is that HMGB1 binds to the cell membrane 
surface receptor RAGE to activate its pathway and 
up-regulate the expression of VEGF, thus promoting 
tumor proliferation [18]. Another pathway is that 
HMGB1 binds to toll-like receptors, activating the 
MAPK signaling pathway to induce angiogenesis, 
promoting tumor cell proliferation, invasion, and 

metastasis [19]. Studies have found that HMGB1 
expression is significantly up-regulated in Thyroid 
cancer tissues, and HMGB1 knockout significantly 
inhibits autophagy, sodium/iodine transporter 
degradation, and iodine uptake in Thyroid cancer 
cells treated by starvation induction [20]. Moreover, It 
was shown that HMGB1 increases the expression of 
miR-221 and miR-222 in primary cultures of excised 
papillary lesions and in an established papillary 
cancer cell line (BC PAP) [21]. Meanwhile, the 
overexpression of oncogenic miR-221 and miR-222 
induced by HMGB1 is linked to heightened 
malignancy scores, specifically increased cell growth 
and motility. Additionally, the interaction of 
extracellular HMGB1 with RAGE enhances the 
expression of the oncogenic miR-221/222 cluster, 
subsequently suppressing the tumor suppressor gene 
PTEN in cell lines derived from human thyroid 
anaplastic and papillary cancers [22]. The proposed 
novel pathway involving HMGB1/RAGE/miR- 
221/222 may provide an effective mechanism for 
tumors to evade immune surveillance, suggesting 
potential avenues for new therapeutic strategies 
against anaplastic tumors. 

Ubiquitin is a process in which ubiquitin 
molecules specifically modify target proteins, and it 
plays a very important role in protein localization, 
metabolism, function, regulation, and degradation 
[23]. Ubiquitination is closely related to the 
occurrence and development of malignant tumors 
[23]. Deubiquitination is the reverse process of 
ubiquitination, which can play the opposite role of 
ubiquitination by removing the ubiquitination 
modification on the substrate protein [24]. 
Deubiquitinases (DUBs) are a key factor in the 
regulation of ubiquitination and can be categorized 
into six families in the human genome: ubiquitin 
COOH-terminal hydrolases (UCH), ubiquitin-specific 
proteases (USP), the JAB1/MPN/MOV34 family 
(JAMM), Josephins, ovarian tumor proteases (OTU), 
and motif interacting with ubiquitin-containing novel 
DUB family (MINDY) [25]. USP15 is an important 
member of the DUBs family [26] and is overexpressed 
in breast cancer, colorectal cancer, ovarian cancer, and 
other tumors, and is involved in the genesis and 
development mechanism of tumors [27-30]. Recently, 
a study indicated that MFSD4A-AS1 activated 
transforming growth factor (TGF)-β signaling by 
sponging miR-30c-2-3p that targeted TGFBR2 and 
USP15, which promoted lymphangiogenesis and 
lymphatic metastasis of PTC [31]. However, the 
specific role of USP15 in PTC and its relationship with 
HMGB1 still need to be further studied. 

In the current study, the high level of HMGB1 
protein expression in PTC cells was first confirmed. 
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Subsequently, we identified the proteins interacting 
with HMGB1 by immunoprecipitation and mass 
spectrometry. Among these, USP15 was observed to 
be the most potent DUB responsible for HMGB1 
deubiquitination and stabilization in PTC. 
Furthermore, we found that USP15 promotes cell 
proliferation, migration, and invasion through 
HMGB1. In summary, our findings confirmed the 
catalytic role of USP15 as an HMGB1 deubiquitination 
enzyme and provided a possible target for the 
treatment of PTC. 

Method and Materials 

Cell lines and cell culture 

In this study, we have selected three cell lines, 
including, HEK-293T, B-CPAP cells, and KTC-1 cells, 
based on the previous study [32-34]. The human 
embryonic kidney HEK-293T cell line was obtained 
from the Chinese Typical Culture Preservation Center 
Cell Bank. PTC cell lines, including B-CPAP cells and 
KTC-1 cells, were purchased from the Center of 
Excellence in Molecular and Cellular Science, Chinese 
Academy of Sciences. All cell lines were authenticated 
by the cell banks with short tandem repeat analysis. 
HEK-293T cells and PTC cells respectively were 
cultured in Dulbecco’s Modified Eagle’s Medium 
(DMEM, 4.5 g/L, Gibco) and Roswell Park Memorial 
Institute-1640 medium (RPMI-1640, Gibco), which 
supplemented with 10% fetal bovine serum (FBS, 
Gibco), penicillin G (100 U/mL) and streptomycin 
(100 mg/mL), under 37 °C and 5% CO2 culture 
conditions.  

Plasmid and transfection 

The full-length constructs of USP15 and HMGB1 
were cloned into the pcDNA3.1(+) or GV350 plasmid 
vector (GenChem). Knockdown of endogenous USP15 
and HMGB1 was performed by cloning two short 
hairpin RNA (shRNA) oligonucleotides (USP15 Sh#1 
and USP15 Sh#2) and one shRNA oligonucleotide 
(HMGB1 Sh#1) into the GV493 plasmid vector 
(GenChem). The sequences of the separate shRNA 
fragments are listed in Table S2. The deletion mutant 
constructs of USP15 (USP15 C298A) and His-K48 Ub 
(His-K48R Ub) were acquired from Addgene. 
HA-USP15, Flag-HMGB1, His-Ub, His-K48 Ub, and 
negative control were purchased from GenePharma. 
Transient transfections were carried out using Lipo-
fectamine 2000 (Invitrogen) and Entranster-R4000 
(Engreen Biosystem) following the protocol from the 
manufacturer. After transfection, the cells were 
treated with cycloheximide (CHX) or MG 132, 
respectively. 

Quantitative real-time PCR (qRT-PCR) 
For qRT-PCR, the total RNA of the cells under 

various treatments was isolated and collected by 
using the TRIzol reagent (Invitrogen). The cDNA was 
transcribed by purified RNA utilizing a PrimerScript 
RT Reagent kit (TaKaRa). The qRT-PCR was 
performed to quantify the USP15 and HMGB1 
transcript levels by using the specific primers (Table 
S3). The β-tubulin expression was regarded as 
endogenous control to calculate the target gene 
relative mRNA expression level. The qRT-PCR was 
performed as previously described [35]. The 
experiments were repeated in triplicate to confirm the 
findings. 

Co-immunoprecipitation (Co-IP) and western 
blot 

Cells were lysed with Co-IP RIPA buffer 
(Beyotim) containing a cocktail of protease inhibitors 
on ice for 30 min and centrifuged for 20 min at 12000 
rpm at 4 ℃. The supernatants, the total lysed samples, 
were collected and precleared with IgG antibodies for 
2 h. Subsequently, the samples were immuno-
precipitated with indicated antibody and Protein A/G 
PLUS-Agarose beads (Santa Cruz) at 4 °C overnight. 
After washing the immunocomplexes three times 
with lysis buffer, the immunoprecipitated proteins 
were collected for western blot analysis. 

Western blot and antibodies  
Whole-cell lysates (WCL) were collected using 

the protein lysis buffer containing proteinase and 
phosphatase inhibitors. The BCA assay was operated 
to measure the protein concentration. The protein was 
separated by 10% sodium dodecyl sulfate-poly-
acrylamide gel electrophoresis (SDS-PAGE) gels and 
transferred to polyvinylidene difluoride (PVDF) 
membranes (0.25 μm, Millipore). The membranes 
were then blotted with primary antibodies followed 
by the secondary antibody and developed with 
enhanced chemiluminescence reagent (Invitrogen). 
The primary antibodies used in this study included 
USP15 (67557-1-Ig, Proteintech), HMGB1 (SAB14 
03925, Sigma), Ub (sc-8017, Santa Cruz), HA-tag 
(51064-2-AP, Proteintech), Flag-tag (66008-3-Ig, 
Proteintech), His-tag (12698, CST), and β-tubulin 
(MA5-16308, Proteintech). The relative protein 
quantification was analyzed using ImageJ software.  

Immunofluorescence 
Cells were cultured in twelve-well plates with 

coverage of glass cover-slips up to 40% confuency. 
The cells were washed and fixed with 4% 
paraformaldehyde for 10 min at room temperature. 
All slides were washed with phosphate buffer saline 
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(PBS) and blocked with 5% bovine serum albumin 
(BSA) containing 0.1% Triton-100 at room 
temperature for 30 min. The cells were incubated with 
USP15 and HMGB1 primary antibodies at 4 °C 
overnight, washed with PBS, and then incubated with 
Alexa Fluor 488-conjugated anti-mouse IgG (A-21202, 
Thermo Fisher) or Alexa Fluor 594-conjugated 
anti-rabbit IgG (A-11012, Thermo Fisher) for 1 h at 
room temperature. After intermediate washes, 
fluorescent signals were detected under a 
fluorescence microscope (Nikon). 

Deubiquitination assay 
HEK-293T cells and B-CPAP cells were 

co-transfected with HA-USP15, HA-USP15 C298A, 
Flag-HMGB1, His-Ub, His-K48 Ub, or HisK48R Ub 
plasmid as indicated for 48 h. His-ubiquitinated 
HMGB1 was immunoprecipitated with an anti-Flag 
antibody followed by western blot analysis. B-CPAP 
cells and KTC-1 cells were transfected with USP15 
Sh#1 and USP15 Sh#2 as indicated for 72 h. 
Ubiquitinated HMGB1 was immunoprecipitated with 
anti-HMGB1 antibody followed by western blot 
analysis. 

Cell proliferation 
Cell proliferation was performed by the Cell 

Counting Kit-8 (CCK8, Beyotime) method. Briefly, 
cells were seeded at a density of 1000 cells/well into 
96-well plates and cultured for 24 h, 10 μL CCK8 was 
added to each well and incubated for 3 h. The 
absorbance at 450 nm was measured using a 
multimode reader (Molecular Devices). 

Wound healing, migration, and invasion assay 
For the wound-healing assay, 1×106 cells were 

seeded into six-well plates. When the cells reached 
90% confluence, the cell layer was scratched with a 10 
μL sterile plastic tip and cultured for 72 h in a medium 
containing 1% FBS. Images were taken under a 
microscope at the indicated time point to evaluate the 
healing rate of gap closure. 

For the transwell assay, 5×105 cells were seeded 
into the upper matrigel of a transwell chamber with 8 
μm pore in a medium without FBS. The bottom 
chambers were filled with 600 μL fresh medium 
containing 10% FBS. After incubation for 48 h, the 
cells on the bottom membrane were fixed with 4% 
paraformaldehyde and stained with crystal violet. 
Matrigel-invading or migratory cells were counted 
under a microscope. 

Mass spectrometry  
The LC-ESL-LTQ-Orbitrap-MS method was used 

to identify HMGB1-interacting proteins as described 
in a previous study [36]. Briefly, the protein bands 

were cut from the gel and transferred to 100 mM 
NH4HCO3 with 50% acetonitrile for excising and 
destaining. Subsequently, the proteins were reduced, 
alkylated, and dried in a vacuum centrifuge. The gel 
pieces harboring proteins were incubated in a 
digestion solution at 37 °C for 24 h. The tryptic 
peptide mixture was purified with a ZipTipC18 
microcolumn (ZTC18S096, Millipore) and subjected to 
separation on a Pep Map C18 trap column (75 μm, 15 
cm) with column flow rates of 200 nL/min. 

Statistical analysis 
Statistical analyses were performed using SPSS 

version 18.0 software. Data are expressed as means ± 
SD or means ± SEM. The student’s t-test with 
one-tailed was used to compare the difference 
between the two groups, and the one-way ANOVA 
with a BrownForsythe test was accepted for multiple 
comparisons. Differences were considered statistically 
significant at a P value<0.05. Experimental data were 
obtained from three independent experiments unless 
otherwise presented. All *P<0.05, **P<0.01, 
***P<0.001, ****P<0.0001, and ns: no significance. 

Results 
HMGB1 promotes the progression of PTC 

HMGB1 expression is found in many tumors, 
and its level is much higher than that of 
corresponding normal tissues [18,19]. As shown in 
Figure 1A, the expression level of HMGB1 protein in 
B-CPAP cells and KTC-1 cells is significantly higher 
than that in HEK-293T cells. When PTC cells 
overexpressed HMGB1, the proliferation capacity of 
the cells (B-CPAP and KTC-1) also increased 
significantly compared to Ctrl and Vector groups 
(Figure 1B) (P<0.001). After HMGB1 knockdown, the 
invasion capacity of PTC cells was reduced (Figure 
1C). These results suggested that HMGB1 played a 
key role in the development of PTC. 

USP15 interacts with HMGB1 
To systematically study the mechanism of 

HMGB1 promoting the development of TC, the 
interacting proteins were first identified. It was 
identified 302 proteins interacting with HMGB1 by 
Co-IP (Figure 2A). Through mass spectrometry 
analysis, Figure 2B lists the 10 proteins with the most 
binding unique peptides to HMGB1, including 
HMGB1, heterogeneous nuclear ribonucleoprotein U 
(HNRNPU), USP15, constitutive coactivator of 
PPAR-gamma-like protein 1 (FAM120A), pyruvate 
dehydrogenase E1 component subunit beta (PDHB), 
neuralized-like protein 4 (NEURL4), 40S ribosomal 
protein S3 (RPS3), RNA-binding protein 14 (RBM14), 
40S ribosomal protein S8 (RPS8) and interleukin 
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enhancer-binding factor 3 (ILF3). Among these 
proteins, USP15 could regulate transcriptional 
activity, maintain gene stability, and participate in cell 
cycle processes [37]. Therefore, the interaction 
between USP15 and HMGB1 was investigated in 
depth (Table S1). 

In Figure 2C, it is further demonstrated that 
USP15 can bind to HMGB1 in HEK-293T cells 
overexpressed with USP15 and HMGB1. Co-IP results 
of the endogenous proteins from B-CPAP cells and 
KTC-1 cells showed that USP15 could interact with 
HMGB1, supporting the functional cooperation of 
USP15 and HMGB1 (Figure 2D). In addition, results of 
immunofluorescence indicated that USP15 and 
HMGB1 at least partially co-localized in B-CPAP cells 
and KTC-1 cells (Figure 2E). 

USP15 modulates HMGB1 stability in a 
DUB-dependent manner 

To determine the effect of USP15 on HMGB1, 
endogenous USP15 of PTC cells was knocked down. 
As shown in Figure 3A, the knockdown of USP15 
dramatically decreased HMGB1 protein expression in 
B-CPAP cells and KTC-1 cells compared with that in 
the Ctrl group. Furthermore, when PTC cells 
low-expressing USP15 were treated with 
cycloheximide (CHX), a kind of protein synthesis 
inhibitor, the half-life of HMGB1 protein was depleted 
(Figures 3B and 3C) (P<0.001). There were two 
possible explanations for USP15 in regulating the 
HMGB1 protein level, which could be either 
transcriptional regulation or posttranslational 
regulation. Results of qRT-PCR analysis indicated that 
HMGB1 mRNA level was not changed upon USP15 
depletion compared with that in the Ctrl group 
(Figure 3D). However, Figure 3D also shows that the 
level of HMGB1 mRNA did not increase when USP15 
was overexpressed in B-CPAP. These results 
suggested that USP15 did not regulate HMGB1 
protein expression at the transcriptional level. 

However, the peptide-aldehyde proteasome inhibitor 
MG132 (carbobenzoxyl-L-leucyl-L-leucyl-L-leucine) 
could abolish the inhibition effect of HMGB1 protein 
induced by USP15 depletion (Figure 3E). USP15 
regulated HMGB1 in a DUB-dependent manner as the 
catalytically inactive mutant C298A lost its ability to 
upregulate HMGB1 (Figure 3F). Above all results 
demonstrated that USP15 increased HMGB1 stability 
in a DUB-dependent manner.  

USP15 deubiquitylates HMGB1 
As USP15 was a member of the USP family of 

DUBs family [25, 37], we went on to determine the 
possibility that USP15 deubiquitylates HMGB1. The 
level of polyubiquitin chains on HMGB1 was 
significantly increased in PTC cells depleted with 
USP15 (Figure 4A). Conversely, ectopic 
overexpression of USP15 reduced HMGB1 
ubiquitylation in cells, while the C298A mutant of 
USP15 shut down this function without losing the 
ability to bind to HMGB1 (Figure 4B). In B-CPAP 
cells, ubiquitylation assay further confirmed that 
USP15 directly removed the ubiquitin chain from 
HMGB1 (Figure 4C). Supporting our former 
conclusion that the catalytical activity was essential 
for USP15 to increase HMGB1 stability. It was well 
known that ubiquitin has several lysine residues 
(Ub-K6, Ub-K11, Ub-K27, Ub-K29, Ub-K33, Ub-K48, 
and Ub-K63), which could be used to form distinct 
linkage types of ubiquitin chains and perform 
different cellular functions [38]. Among them, 
ubiquitin associated with proteasome degradation 
was converted to K48. Our results indicated that 
USP15 was able to efficiently remove the K48-linked 
ubiquitin chain from HMGB1 (Figures 4D and 4E). 
Taken together, USP15 was a specific DUB 
responsible for HMGB1 deubiquitination and 
stabilization. 

 

 
Figure 1. HMGB1 promotes the progression of PTC. A: The expression level of HMGB1 in HEK-293T cells, B-CPAP cells, and KTC-1 cells. B: Cell proliferation assay of 
B-CPAP cells and KTC-1 cells with HMGB1 overexpression. C: Wound-healing assay of B-CPAP cells with HMGB1 depletion. ***P<0.001 and ns: no significance. 
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Figure 2. USP15 interacts with HMGB1. A: Coomassie brilliant blue stained protein co-precipitated with HMGB1. B: Mass spectrometry analysis of HMGB1-binding protein. In 
this study, we have listed ten potential HMGB1-interacting proteins based on the Protein peptide abundance. HMGB1, HNRNPU, and USP15 are the most enriched protein in 
this study. C: Co-IP (Co-immunoprecipitation) assay of USP 15 and HMGB1 in HEK-293T cells transfected with USP15 and HMGB1 overexpression. D: Co-IP assay of USP 15 
and HMGB1 in B-CPAP cells and KTC-1 cells. E: USP15 and HMGB1 expression and subcellular localization were detected using immunofluorescence in B-CPAP cells and KTC-1 
cells. 

 
 

USP15 promotes PTC progression via HMGB1 
We further investigated the function of USP15 in 

two PTC cell lines (KTC-1 and B-CPAP). USP15 
depletion significantly decreased cell proliferation 
rate (Figure 5A) (PTC cell VS Ctrl and Vector, 
P<0.001). In contrast, overexpression of USP15 
promoted cell proliferation (Figure 5B) (PTC cell VS 
Ctrl and Vector, P<0.001). Furthermore, the 
knockdown of USP15 could also reduce the migration 
and invasion capacity of PTC cells as evaluated by 
transwell invasion assays (Figures 5C and 5D) (PTC 
cell VS Ctrl, P<0.001) and wound healing (Figures 5E 
and 5F) (PTC cell VS Ctrl, P<0.001), whereas this 
phenomenon was reversed in USP15 overexpressed 
B-CPAP cells (Figures 5G and 5H) (PTC cell VS Vector 
P<0.001). To determine whether the functions of 
USP15 in regulating cell proliferation, migration, and 

invasion through the effects of HMGB1, we 
performed rescue experiments by overexpressing 
HMGB1 in USP15 knockdown cells or by knockdown 
HMGB1 in USP15 overexpression cells. Increased 
HMGB1 expression induced cell proliferation (Figure 
1B), while depletion of HMGB1 (Figure S1) inhibited 
cell proliferation, even though USP15 was 
overexpressed (Figure 6A). Furthermore, we further 
verified that overexpression of USP15 could not 
improve the migration and invasion ability of PTC 
cells when HMGB1 was knocked down (Figures 6B 
and 6C). Transwell migration and wound healing 
assays indicated that the re-expression of HMGB1 
largely rescued the migration and invasion capacity of 
PTC cells (Figures 6D and 6E). Taken together, these 
results indicated that USP15 promoted PTC 
progression through HMGB1. 
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Figure 3. USP15 modulates HMGB1 stability in a DUB(Deubiquitinases)-dependent manner. A: The expression levels of HMGB1 protein in B-CPAP cells and KTC-1 cells 
knocked down USP15. The expression levels of HMGB1 protein in USP15-deficient B-CPAP cells (B) and KTC-1 cells (C) were treated with CHX (cycloheximide) at different 
times. D: HMGB1 mRNA expression levels in PTC cells with overexpression of USP15 or with low expression of USP15. E: The expression levels of HMGB1 protein in 
USP15-deficient PTC cells treated with the peptide-aldehyde proteasome inhibitor MG132 (carbobenzoxyl-L-leucyl-L-leucyl-L-leucine). F: The expression levels of HMGB1 
protein in USP15 C298A transfected PTC cells treated with MG132. ***P<0.001. 

 

Discussion 
PTC is considered to be one of the most common 

TCs, prone to in-situ recurrence and distant 
metastasis [1]. Understanding the genetic and 
molecular mechanisms of PTC will bring new hope 
for targeted therapy of the disease [13]. HMGB1 is a 
highly conserved nuclear protein, which can 
participate in the development of cancer cells by 
regulating chromatin remodeling, gene transcription, 
and DNA replication [39]. Furthermore, HMGB1 
stability is closely related to its ubiquitination [40, 41]. 
Yao et al. [42] demonstrated that KDM4D 
transcriptionally activates SYVN1 expressions via 
H3K9me3 demethylation at the promoter region, 
thereby triggering the ubiquitin-dependent 
degradation of HMGB1. Therefore, ubiquitination, an 
important post-translational modification, is essential 
for cell homeostasis [43]. It should be noted that the 
ubiquitination of cellular proteins is a reversible and 
dynamic process, constantly being ubiquitinated and 

deubiquitinated. This process is precisely planned 
and executed by ubiquitin ligases and DUBs.  

In this study, we demonstrated that HMGB1 was 
able to promote the development of PTC. The 
interaction between USP15 and HMGB1 was 
identified by LC-ESL-LTQ-Orbitrap-MS and 
immunoprecipitation. Fukagai et al. [44] had shown 
that USP15 could stabilize and activate Nrf1 in the 
nucleus through deubiquitination, and knockdown of 
USP15 reduced the expression of NRF1-induced 
proteasome, to participate in maintaining protein 
homeostasis at the transcriptional level. In contrast, 
USP15 did not affect the mRNA expression of 
HMGB1, but HMGB1 protein expression was 
significantly decreased in PTC cells after USP15 
knockdown expression, indicating that the level of 
HMGB1 protein was regulated by DUB USP15. In 
addition, HMGB1 was deubiquitinized by USP15 but 
not by inactive USP15 C298A mutant or USP15 
shRNA, suggesting that HMGB1 deubiquitination is 
regulated by USP15. K48 polyubiquitination at 
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ubiquitin usually resulted in proteasome degradation 
[45]. Studies have shown that USP15 knockdown 
induced downregulation of estrogen receptor alpha 
protein by promoting its K48-related ubiquitination, 
which is necessary for proliferation inhibition of 
breast cancer cells [46]. Similarly, when USP15 was 
overexpressed, the HGMB1 protein level decreased 
due to the reduction of its associated ubiquitination 
by transfecting the K48R mutant into PTC cells [47]. 
Moreover, the development of malignant tumors, 
including invasion and metastasis, depended on the 
integrity of the basement membrane and extracellular 
matrix. A previous study showed that HMGB1 could 
bind to RAGE, activate the MAPK signaling pathway, 
and then cause the activation of matrix proteases 
MMP9 and MMP2, degraded extracellular matrix, and 
promote tumor invasion and metastasis [48]. Based on 
the previous study, we speculated that USP15 
deubiquitinated HMGB1 protein via K48, thereby 
improving the stability of HMGB1 in PTC cells. 
Despite conducting in-depth research on the 

relationship between USP15 and HMGB1, it is worth 
noting that this study still has some limitations. 1) 
Limited Clinical Validation: While our study 
elucidates the role of HMGB1 and USP15 in PTC 
development through in vitro experiments, the 
clinical relevance of these findings remains to be fully 
established. Further investigations involving clinical 
samples from PTC patients are essential to determine 
whether the observed molecular mechanisms hold in 
real-world scenarios and whether targeting HMGB1 
and USP15 could lead to improved clinical outcomes. 
2) Simplification of Molecular Interactions: Our study 
presents a simplified model of the interactions 
between HMGB1, USP15, and PTC development. 
However, biological systems are inherently complex, 
and multiple factors, signaling pathways, and 
feedback mechanisms might influence the observed 
outcomes. The extent to which our findings accurately 
reflect the intricacies of these interactions warrants 
further investigation. 3) Lack of In Vivo Validation: 

 

 
Figure 4. USP15 deubiquitylates HMGB1. A: Immunoblotting to detect the ubiquitination of HMGB1 protein in PTC cells transfected with USP15 shRNA. Immunoblotting to 
detect the ubiquitination of HMGB1 protein in HEK-293T cells (B) and B-CPAP cells (C) transfected with USP15 and USP15 C298A mutant. Immunoblotting to detect the His-tag 
in USP 15 overexpression HEK-293T cells (D) and B-CPAP cells (E) transfected with His-Ub, His-K48 Ub, and His-K48R Ub mutant. 
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Figure 5. USP15 promotes PTC progression. A: Relative cell proliferation rate of PTC cells transfected with USP15 shRNA. B: Relative cell proliferation rate of PTC cells 
transfected with USP15. The results of migration and invasion of B-CPAC cells (C) and KTC-1 cells (D) transfected with USP15 shRNA. The results of wound healing of B-CPAC 
cells (E) and KTC-1 cells (F) transfected with USP15 shRNA. The results of transwell invasion (G) and wound healing (H) of B-CPAP cells transfected with USP15. ***P<0.001 
and ns: no significance. 

 
While our study provides insights into the 

cellular mechanisms involved, it predominantly relies 
on in vitro experiments. The absence of in vivo 
validation using animal models or patient-derived 
xenografts limits our ability to fully understand how 

the identified molecular interactions translate to the 
complex tumor microenvironment in vivo. The 
inclusion of in vivo experiments would be crucial for 
confirming the clinical potential of targeting HMGB1 
and USP15 for PTC therapy. 



 Journal of Cancer 2024, Vol. 15 

 
https://www.jcancer.org 

2570 

 
Figure 6. USP15 promotes PTC progression via HMGB1. A: Relative cell proliferation rate of PTC cells co-transfected with HMGB1 shRNA and USP15. The results of migration 
(B) and wound healing (C) of B-CPAC cells co-transfected with HMGB1 shRNA and USP15. The results of migration (D) and wound healing (E) of B-CPAC cells co-transfected 
with HMGB1 and USP15 shRNA. ***P<0.001 and ns: no significance. 

 
Our study demonstrated that the proliferation, 

invasion, and metastasis of PTC cells with low 
expression of USP15 were significantly inhibited, 
while the results of overexpression of USP15 were the 
opposite. However, even if USP15 was overexpressed 
in PTC cells, cell proliferation, migration, and 
infiltration were still hindered when HMGB1 was 
knocked down. This hindrance to PTC development 
would disappear after increasing the HMGB1 
expression level. It was not difficult to find that USP15 
was a potent DUB responsible for HMGB1 and USP15 
promoted PTC progression by K48-linked 
deubiquitinating and stabilizing HMGB1. Our 
findings provide new insight into the roles of USP15 
in the progression of PTC, regulating the activity of 
USP15 or regulating its gene expression level may be a 
promising strategy for treating PTC. 

Supplementary Material 
Supplementary figure and tables.  
https://www.jcancer.org/v15p2561s1.pdf 

Acknowledgments 
The authors would like to thank the Science and 

Technology Innovation Joint Funding, Fujian 
Province, China (2019Y9056) for financial support.  

Funding 
This research was funded by the Science and 

Technology Innovation Joint Funding, Fujian 
Province, China (2019Y9056). 

Author contributions 
Si-si Wang and Dao-Xiong Ye for data analysis 

and writing of the manuscript. Bo Wan for the 
discussion and Meng-yao Li for the discussion and 
comments on an earlier version of the manuscript. 
Wen-xin Zhao All authors read and approved the 
final manuscript. Wen-xin Zhao is responsible for 
both the design and execution of the entire project. 

Availability of data and materials 
The datasets used and/or analyzed during the 

current study are available from the corresponding 
author upon reasonable request. 

Institutional Review Board statement 
The study was conducted following the 

Declaration of Helsinki, and approved by the Ethical 
Committee of Fujian Medical University. The animal 
study protocol was approved by the Ethical 
Committee of Fujian Medical University.  



 Journal of Cancer 2024, Vol. 15 

 
https://www.jcancer.org 

2571 

Informed consent statement  
Informed consent was obtained from all subjects 

involved in the study. 

Competing Interests 
The authors have declared that no competing 

interest exists. 

References 
1. Miyauchi A, Ito Y, Oda H. Insights into the Management of Papillary 

Microcarcinoma of the Thyroid. Thyroid : official journal of the 
American Thyroid Association. 2018; 28(1): 23-31. 

2. Seib CD, Sosa JA. Evolving Understanding of the Epidemiology of 
Thyroid Cancer. Endocrinology and Metabolism Clinics of North 
America. 2019; 48(1): 23-35. 

3. Siegel RL, Miller KD. Cancer statistics, 2020. 2020; 70(1): 7-30. 
4. Cancer Genome Atlas Research Network. Integrated Genomic 

Characterization of Papillary Thyroid Carcinoma. Cell. 2014; 159(3): 
676-90. 

5. James A. Fagin, Samuel A. Wells. Biologic and Clinical Perspectives on 
Thyroid Cancer. N Engl J Med. 2016; 375(11): 1054–1067. 

6. Giulia S, Martina T, Antonino B, et al. Time to Separate Persistent From 
Recurrent Differentiated Thyroid Cancer: Different Conditions With 
Different Outcomes. J Clin Endocrinol Metab. 2019;104(2): 258-265. 

7. Porter A, Wong DJ. Perspectives on the Treatment of Advanced Thyroid 
Cancer: Approved Therapies, Resistance Mechanisms, and Future 
Directions. Frontiers in Oncology. 2021; 10: 592202. 

8. Coca-Pelaz A, Shah JP, Hernandez-Prera JC, Ghossein RA, Rodrigo JP, 
Hartl DM, et al. Papillary Thyroid Cancer-Aggressive Variants and 
Impact on Management: A Narrative Review. Advances in Therapy. 
2020; 37(7): 3112-3128. 

9. Xingjian L, Meijuan L, Yu X, et al. Hypervascularity is more frequent in 
medullary thyroid carcinoma. Medicine (Baltimore). 2016; 95(49): e5502. 

10. Nabhan F, Dedhia PH, Ringel MD. Thyroid Cancer, Recent Advances in 
Diagnosis and Therapy. International Journal of Cancer. 2021; 149(5): 
984-992. 

11. Bansal R, Saxena U. Integrative Analysis of Potential Biomarkers 
Involved in the Progression of Papillary Thyroid Cancer. 2022; 195(5): 
2917-2932. 

12. Galdiero MR, Varricchi G, Marone G. The Immune Network in Thyroid 
Cancer. Oncoimmunology. 2016; 5(6): e1168556. 

13.  MI Abdullah, SM Junit, KL Ng, JJ Jayapalan, B Karikalan, OH Hashim. 
Papillary Thyroid Cancer: Genetic Alterations and Molecular Biomarker 
Investigations. International Journal of Medical Sciences. 2019; 16(3): 
450-460. 

14. Xu J, Tao P, Lü D, Jiang Y, Xia Q. Role of High-mobility Group Box 1 in 
Cancer. Journal of Central South University. Medical sciences. 2022; 
47(4): 505-511. 

15. Müller S, Scaffidi P, Degryse B, Bonaldi T, Ronfani L, Agresti A, et al. The 
Double Life of HMGB1 Chromatin Protein: Architectural Factor and 
Extracellular Signal. EMBO Journal. 2001; 20(16): 4337-4340. 

16. Kumari T, Kumar B. High-mobility Group Box 1 Protein (HMGB1) Gene 
Polymorphisms and Cancer Susceptibility: A Comprehensive 
Meta-analysis. Clinica Chimica Acta. 2018; 483: 170-182. 

17. Chou YE, Yang PJ, Lin CY, Chen YY, Chiang WL, Lin PX, et al. The 
Impact of HMGB1 Polymorphisms on Prostate Cancer Progression and 
Clinicopathological Characteristics. International Journal of 
Environmental Research and Public Health. 2020; 17(19): 7247. 

18. H He, X Wang, J Chen, L Sun, H Sun, K Xie. High-mobility Group Box 1 
(HMGB1) Promotes Angiogenesis and Tumor Migration by Regulating 
Hypoxia-inducible Factor 1 (HIF-1α) Expression via the 
Phosphatidylinositol 3-Kinase (PI3K)/AKT Signaling Pathway in Breast 
Cancer Cells. Medical Science Monitor. 2019; 25: 2352-2360. 

19. Taskin E, Guven C, Kaya ST, Sariman M, Emrence Z, Ekmekci SS, et al. 
Silencing HMGB1 Expression Inhibits Adriamycin's Heart Toxicity via 
TLR4 Dependent Manner through MAPK Signal Transduction. Journal 
of Buon. 2020; 25(1): 554-565. 

20. Chai W, Ye F, Zeng L, Li Y, Yang L. HMGB1-mediated Autophagy 
Regulates Sodium/Iodide Symporter Protein Degradation in Thyroid 
Cancer Cells. Journal of Experimental & Clinical Cancer Research. 2019; 
38(1): 325. 

21. Mardente, S, Mari, E, Consorti, F, et al. HMGB1 induces the 
overexpression of miR-222 and miR-221 and increases growth and 

motility in papillary thyroid cancer cells. Oncology Reports. 2012; 28(6), 
2285–2289. 

22. Mardente, S, Mari, E, Massimi, I, et al. HMGB1-induced cross talk 
between PTEN and miRs 221/222 in thyroid cancer. BioMed Research 
International. 2015; 512027. 

23. Ji R, Chen Y, Qian C. Functions of Phosphorylated Ubiquitin. Progress in 
Biochemistry and Biophysics. 2023; 50(4): 740-748. 

24. Hwang J, Lee A, Kho C. Ubiquitin and Ubiquitin-like Proteins in Cancer, 
Neurodegenerative Disorders, and Heart Diseases. International Journal 
of Molecular Sciences. 2022; 23(9): 5053. 

25. JM Fraile, V Quesada, D Rodríguez, JMP Freije, C López-Otín. 
Deubiquitinases in Cancer: New Functions and Therapeutic Options. 
Oncogene. 2012; 31(19): 2373-2388. 

26. Georges A, Gros P, Fodil N. USP15: A Review of Its Implication in 
Immune and Inflammatory Processes and Tumor Progression. Genes 
and Immunity. 2021; 22(1): 12-23. 

27. Ling J, Qin C, Li T, Wang B, Cai W, Ma L, et al. A Regulatory Network 
Analysis of the Importance of USP15 in Breast Cancer Metastasis and 
Prognosis. Journal of Oncology. 2022; 2022: 1427726. 

28. Lan J, Zhang S, Zheng L, Long X, Chen J, Liu X, et al. PLOD2 Promotes 
Colorectal Cancer Progression by Stabilizing USP15 to Activate the 
AKT/mTOR Signaling Pathway. Cancer Science. 2023; 114(8):3190-3202. 

29. Padmanabhan A, Candelaria N, Wong KK, Nikolai BC, Lonard DM, 
O'Malley BW, et al. USP15-dependent Lysosomal Pathway Controls 
p53-R175H Turnover in Ovarian Cancer Cells. Nature Communications. 
2018; 9: 1270. 

30. YC Li, SW Cai, YB Shu, MW Chen, Z Shi. USP15 in Cancer and Other 
Diseases: From Diverse Functions to Therapeutic Targets. Biomedicines. 
2022; 10(2): 474. 

31. Liu X, Zhang C, Wang X, Cui C, Cui H, Zhu B, et al. Long Non-coding 
RNA MFSD4A-AS1 Promotes Lymphangiogenesis and Lymphatic 
Metastasis of Papillary Thyroid Cancer. Endocrine-Related Cancer. 2023; 
30(3): e220221. 

32. Wei Z, Hang Z, Xudong Z. circ_0005273 promotes thyroid carcinoma 
progression by SOX2 expression. Endocr Relat Cancer. 2020;27(1):11-21. 

33. Zhenglin W, Wei L, Cong W. miR-873-5p Inhibits Cell Migration and 
Invasion of Papillary Thyroid Cancer via Regulation of CXCL16. Onco 
Targets Ther. 2020; 13:1037-1046. 

34. Deguang Zhang, Li Tao, Nizheng Xu, et al. CircRNA circTIAM1 
promotes papillary thyroid cancer progression through the 
miR-646/HNRNPA1 signaling pathway. Cell Death Discov. 2022; 
8(1):21. 

35. Tang J, Luo Y, Tian Z, Liao X, Cui Q, Yang Q, et al. TRIM11 Promotes 
Breast Cancer Cell Proliferation by Stabilizing Estrogen Receptor α. 
Neoplasia. 2020; 22(9): 343-351. 

36. Li Y, Fu Y, Hu X, Sun L, Tang D, N Li, et al. The HBx-CTTN Interaction 
Promotes Cell Proliferation and Migration of Hepatocellular Carcinoma 
via CREB1. Cell Death & Disease. 2019; 10(6): 405. 

37. Chou CK, Chang YT, Korinek M, Chen YT, Yang YT, S Leu, et al. The 
Regulations of Deubiquitinase USP15 and Its Pathophysiological 
Mechanisms in Diseases. International Journal of Molecular Sciences. 
2017; 18(3): 483. 

38. Ikeda F. Protein and Nonprotein Targets of Ubiquitin Modification. 
American Journal of Physiology-Cell Physiology. 2023; 324(5): 
C1053-C1060. 

39. R Kang, Q Zhang, HJ Zeh III, MT Lotze, D Tang. HMGB1 in Cancer: 
Good, Bad, or Both. Clinical Cancer Research. 2013; 19(15): 4046-4057. 

40. Sun Y, Wang Q, Wang M, Sun F, Qiao P, Jiang A, et al. CHIP Induces 
Ubiquitination and Degradation of HMGB1 to Regulate Glycolysis in 
Ovarian Endometriosis. Cellular and Molecular Life Sciences. 2023; 
80(4): 94. 

41. Shin J, Kim YH, Lee B, Chang JH, Choi HY, Lee H, et al. USP13 Regulates 
HMGB1 Stability and Secretion through Its Deubiquitinase Activity. 
Molecular Medicine. 2023; 28(1): 164. 

42. Yao W, Wang J, Zhu L, Jia X, Xu L, Tian X, et al. Epigenetic Regulator 
KDM4D Restricts Tumorigenesis via Modulating SYVN1/HMGB1 
Ubiquitination Axis in Esophageal Squamous Cell Carcinoma. Frontiers 
in Oncology. 2021; 11: 761346. 

43. Hochstrasser M. Ubiquitin-dependent Protein Degradation. Annual 
Review of Genetics. 1996; 30: 405-439. 

44. Fukagai K, Waku T, Chowdhury AMMA, Kubo K, Matsumoto M, Kato 
H, T Natsume, et al. USP15 stabilizes the transcription factor Nrf1 in the 
nucleus, promoting the proteasome gene expression. Biochem Biophys 
Res Commun. 2016; 478(1): 363-370. 

45. Du J, Babik S, Li Y, Deol KK, Eyles SJ, Fejzo J, et al. A Cryptic K48 
Ubiquitin Chain Binding Site on UCH37 Is Required for Its Role in 
Proteasomal Degradation. Elife. 2023; 11: e76100. 



 Journal of Cancer 2024, Vol. 15 

 
https://www.jcancer.org 

2572 

46. Xia X, Huang C, Liao Y, Liu Y, He J, Shao Z, et al. The Deubiquitinating 
Enzyme USP15 Stabilizes ER Alpha and Promotes Breast Cancer 
Progression. Cell Death & Disease. 2021; 12(4): 329. 

47. Zhuan Z, Xinxin S, Rui K, Daolin T. The Emerging Role of 
Deubiquitinases in Cell Death. Biomolecules. 2022; 12(12): 1825. 

48. Lv G, Wu M, Wang M, Jiang X, Du J, Zhang K, et al. MiR-320a Regulates 
High Mobility Group Box 1 Expression and Inhibits Invasion and 
Metastasis in Hepatocellular Carcinoma. Liver International. 2017; 37(9): 
1354-1364. 

 


