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USP24 stabilizes bromodomain 
containing proteins to promote 
lung cancer malignancy
Shao‑An Wang1,3, Ming‑Jer Young1, Wen‑Yih Jeng4, Chia‑Yu Liu1 & Jan‑Jong Hung1,2*

Bromodomain (BRD)‑containing proteins are important for chromatin remodeling to regulate gene 
expression. In this study, we found that the deubiquitinase USP24 interacted with BRD through its 
C‑terminus increased the levels of most BRD‑containing proteins through increasing their protein 
stability by the removal of ubiquitin from Lys391/Lys400 of the BRD. In addition, we found that USP24 
and BRG1 could regulate each other through regulating the protein stability and the transcriptional 
activity, respectively, of the other, suggesting that the levels of USP24 and BRG1 are regulated to 
form a positive feedback loop in cancer progression. Loss of the interaction motif of USP24 eliminated 
the ability of USP24 to stabilize BRD‑containing proteins and abolished the effect of USP24 on cancer 
progression, including its inhibition of cancer cell proliferation and promotion of cancer cell migration, 
suggesting that the interaction between USP24 and the BRD is important for USP24‑mediated effects 
on cancer progression. The targeting of BRD‑containing proteins has been developed as a strategy for 
cancer therapy. Based on our study, targeting USP24 to inhibit the levels of BRD‑containing proteins 
may inhibit cancer progression.

Deubiquitinases (DUBs) can be divided into the five following subfamilies based on the architecture of their 
catalytic domains: ubiquitin-specific proteases (USPs), ubiquitin carboxyl-terminal hydrolases (UCHs), ovarian 
tumor proteases (OTUs), Josephins, and the JAB1/MPN/MOV34 family (JAMM)  family1,2. Except for the JAMM 
family, the other DUBs are cysteine proteases, which rely on a catalytic triad of conserved amino acids shared 
with classical cysteine proteases such as  papain2. One of cysteine proteases is ubiquitin-specific peptidases 24 
(USP24), which is a deubiquitinating enzymes that specifically removes and recognizes ubiquitin from  proteins3. 
Malfunctions in USPs are related to many diseases of human, such as cancer progression, inflammation and 
neurodegenerative  disorders4–6. Therefore, almost 100 DUBs, which reverse monoubiquitination or polyubiq-
uitination on target proteins to modulate their function and expression have been  clarified7. Several USPs, such 
as USP10 and USP24 have been assessed, and their substrates related to cell proliferation and DNA damage 
repair activity such as p53 have been  examined8,9. An increasing number of studies have shown that USPs play 
a pivotal role in controlling the levels of proteins involved in various  diseases10. Genetic variation in USP24 was 
discovered in Parkinson’s disease (PD). Two single nucleotide polymorphisms (SNPs) in USP24 (rs1165222 and 
rs13312) have been associated with PD  risk11,12. The proportions of PD and control samples containing another 
SNP (rs487230) were determined to significantly  differ13. The detailed mechanisms and functions of USP24 in 
neurodegenerative diseases remain to be elucidated. In addition, our previous studies indicated that both SNPs 
are localized within coding region and can affect the mRNA stability, thus affecting USP24 levels. We found that 
USP24 is highly expressed in more malignant cell lines and clinical samples from late stage lung  cancer14. Our 
recent results also indicated that USP24 is downregulated in the early stage of lung cancer, which is advantageous 
for  tumorigenesis15. Furthermore, our previous studies found that USP24 is upregulated in late stage lung cancer 
cells and the tumor-associated microphages around tumors, promoting lung cancer  malignancy16. Therefore, 
the DUB USP24 is tightly regulated during lung cancer progression and affects cancer growth and malignancy 
through stabilizing its substrates by removing the ubiquitin.

Several complexes including the SWI/SNF, ISWI, NuRD/Mi-2/CHD, INO80 and SWR1 complexes have 
been known to be recruited in genomes to regulate gene  expression17. One class of proteins, bromodomain 
(BRD)-containing proteins, which are involved in several chromatin complexes, such as the SWI/SNF and ISWI 
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complexes, regulate gene expression and maintain genomic  stability18. Regarding gene regulation, these proteins 
are involved in chromatin remodeling as they regulate gene expression by recruiting other related regulators 
and further regulate histone modifications, such as acetylation or methylation. For example, PCAF and GCN5, 
which contain BRDs, act as transcriptional coactivators. Both proteins can interact with other proteins to form 
the complexes, Spt-Ada-Gcn5-acetyltransferase (SAGA) and ADA2A-containing (ATAC) complexes, in humans 
to regulate the transcription of many  genes19,20. Regarding factors that affect genomic stability, including base 
mutations and genomic structural variants (SVs), are involved in DNA damage repair activity and stabilize 
genomics  SVs21. For example, in a recent study, systematic screening of BRD-containing proteins identified 
homologous recombination and R-loop suppression pathways involved in genomic  integrity22. BRDs, which 
are composed of approximately 110 amino acids, can be recruited to acetylated histone H3 and H4 to regulate 
gene  expression23. To now, 42 BRD-containing proteins in human have been found, and dysregulation of these 
proteins, including their mutation or changes in their protein levels, leads to several severe diseases, such as 
cancer, inflammatory diseases as well as neurodegenerative  diseases24. While most of these studies have shown 
that changes in the transcriptional activity of these genes alter their protein levels, few studies about the degra-
dation of these proteins have been reported. A recent study indicated that the E3-ligase FBW7 can increase the 
polyubiquitination of BRG1, decreasing its protein stability and inhibiting gastric cancer  metastasis16. No study 
on the role of DUBs in controlling the levels of BRD-containing proteins have been reported. BRD-containing 
proteins have been found to be involved in cancer progression. Their aberrant expression can both stimulate 
and suppress  malignancy25–28. Most recent studies on these proteins indicate the mechanism by which deregula-
tion of BRD-containing proteins can result in cancer formation, but some other studies have shown that some 
BRD-containing proteins inhibit tumor  formation29–31. In this study, we found that USP24 can stabilize BRD-
containing proteins through its interaction with the BRD. Therefore, understanding how to control the levels of 
BRD-containing proteins is critical for controlling gene expression in disease progression.

Material and methods
Cell culture and transfection. Human A549 cell line of lung adenocarcinoma epithelial was cultured in 
RPMI 1640 medium (Invitrogen, Carlsbad, CA, USA), and human H1299 cell line of non-small cell lung carci-
noma, and human U2OS cell line of osteosarcoma was cultured in McCoy’s 5A medium (Invitrogen). RPMI and 
McCoy’s 5A medium contain 100 μg/ml streptomycin sulfate, 10% fetal bovine serum and 100 U/ml penicillin 
G sodium. All cell lines were kept at 5% CO2 and 37 °C. H1299 and A549 cells were identified and authenticated 
by Food and Industry Research and Development Institute (Hsinchu, Taiwan). All cell lines were from American 
Type Culture Collection (ATCC) and were tested for mycoplasma contamination and were negative results. For 
transfection, cells (3.5 × 105) were seeded on a 6-well plate and were then transfected when they reached 45–55% 
confluence with plasmids using PolyJet (SignaGen Laboratories, Rockville, MD, USA) or Lipofectamine 2000 
(Invitrogen) in accordance with the manufacturer’s  instructions32.

Western blotting. Cells were collected by sample buffer and analyzed by electrophoresis. Proteins were 
transferred to polyvinylidene difluoride (PVDF, Millipore) membrane and TBST buffer (10 mM Tris–HCl, pH 
8.0, 150 mM NaCl and 0.05% Tween 20) containing 5% nonfat milk was used for blocking. Anti-USP24 (Cat# 
13126-1-AP, Proteintech, 1:3000), anti-ubiquitin (Cat# 9133, Santa Cruz, 1:200), anti-actin (Cat# 110564, Gene-
tex, 1:20,000), anti-myc-tag (Cat# 2272, Cell Signaling, 1:2000), anti-BRG1(Cat# sc-17796, Santa Cruz, 1:1000), 
anti-BRD7 (Cat# SAB4200047, Sigma-Aldrich, 1:3000), anti-HA (Cat# 12158167001, Roche, 1:3000), anti-GFP 
(Cat# sc-9996, Santa Cruz, 1:5000), anti-p300 (Cat# 554215, BD, 1:2000), anti-GCN5 (Cat# 114428, Genetex, 
1:1000), anti-PB1 (Cat# 100781, Genetex, 1:1000), anti-TIF1α (Cat# 115139, Genetex, 1:1000), anti-Bax (Cat# 
50599-2, Proteintech, 1:1000), anti-p53 (Cat# 05-224, Millipore, 1:3000), anti-securin (Cat# ab-79546, Abcam, 
1:1000), anti-E2F4 (Cat# ab-150360, Abcam, 1:1000), anti-mdm2 (Cat# sc-13161, Santa Cruz, 1:1000), anti-
PCAF (Cat# 109666, Genetex, 1:1000), anti-BRD3 (Cat# 115058, Genetex, 1:1000) were used for probing inter-
ested proteins. After incubated with primary antibodies, PVDF membranes were then incubated with secondary 
immunoglobulin antibodies linked with horse radish peroxidase (Millipore, 1:10,000). ECL Western blotting 
detection system (Millipore) and ChemiDoc-it imager (UVP) were used for detecting signals.

Protein stability assay. Cells were infected with scramble or shUSP24 shRNA expressing lentivirus for 
4 days, or overexpression of GFP-USP24 or GFP-USP24-CA and treated with 100 μg/ml cycloheximide (Sigma-
Aldrich) for different indicated time points to inhibit protein translation. Cells were resolved in sample buffer 
at indicated time, and protein stability was analyzed by western blot. Protein level was quantified by using Multi 
Gauge 3.0 software (Fujifilm, Japan).

Immunoprecipitation. Cell extracts were prepared, and the protein concentration was determined using 
a bicinchoninic acid (BCA) protein assay kit. Immunoprecipitation was performed as previously  described32. 
Briefly, an equal amount of protein was used in each experiment. The supernatants were transferred to new tubes 
and incubated with anti-HA, USP24, myc or GFP antibodies at a dilution of 1:200 at 4 °C for 12 h. The immuno-
precipitated pellets were subsequently incubated with protein G-Sepharose, washed three times with lysis buffer, 
and separated on SDS-PAGE. After electrophoresis, the gels were processed for immunoblotting with indicated 
antibodies (1:2000).

Lentivirus knockdown system. USP24 and scramble knockdown lentivirus were generated from RNAi 
core facility of Academia Sinica (Taiwan). Cells were maintained in 6-well plates and incubation for 16 h, and 
then treatment with 1 ml RPMI medium with 10 μg Polybrene (Millipore) and lentivirus with 5 MOI. After 
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infection for 24 h, medium with lentivirus was replaced using fresh medium and kept for another 72 h. The 
shRNA-expressing lentiviruses targeting USP24 (Clone ID: TRCN0000245779; oligo sequence: 5′-CCG GCT 
CTC GTA TGT AAC GTA TTT GCT CGA GCA AAT ACG TTA CAT ACG AGA GTT TTTG-3′; target sequence: 
5′-CTC TCG TAT GTA ACG TAT TTG-3′) or scramble (Clone ID: TRCN0000072246; oligo sequence: 5′-CCG 
GCA AAT CAC AGA ATC GTC GTA TCT CGA GAT ACG ACG ATT CTG TGA TTT GTT TTTG-3′; target sequence: 
5′-CAA ATC ACA GAA TCG TCG TAT-3′).

Wound‑healing migration assay. H1299 cells were maintained in 6 cm dishes till 60% density and after 
overexpression of GFP, GFP-USP24, GFP-USP24-d4-1 or GFP-USP24-C1698A in cells for 24 h, and then cells 
were scratched with 200 μl tips. Cells were washed with PBS and photographed under microscopy observation. 
After incubation for another 24 h at 37 °C, migrated distance then was measures and relative migrated distance 
was  analyzed32.

Transwell migration assay. The cell migration assay was performed using Transwell chamber (Costar) 
with an 8-μM pore size poly carbonate filter membrane. After overexpression of GFP, GFP-USP24, GFP-USP24-
d4-1 or GFP-USP24-C1698A in U2OS cells for 24 h, cells were trypsinized and suspended in serum-free McCoy’s 
5A. Lower wells were filled with McCoy’s 5A containing 10% fetal bovine serum and upper wells were filled with 
cell suspensions (2 × 104) in serum-free McCoy’s 5A. After incubation at 37 °C for 6 h, the filter membrane on the 
lower side was fixation with 10% methanol and stained with DAPI for 3 min. Image of migrated cells were pho-
tographed by fluorescence Olympus BX-51 microscopy and migrated cells number were analyzed by  ImageJ32.

RT‑PCR. Total RNA from cells was extracted by using TRIsure RNA extraction kit (Bioline), and 3 μg of puri-
fied RNA was converted into cDNA with SuperScript II reverse transcriptase (Invitrogene) through reverse tran-
scription. PCR was processed with SuperTherm Taq DNA polymerase (GeneCraft) according to manufacturer’s 
instructions. All values were normalized with internal GAPDH control, and relative levels of gene expression 
were then calculated. The following primers were used for qPCR: USP24, F:5′-CAG TTG TGC TCT CCT GTG 
GA-3′, R:5′-AGG GAT TTC TCC TGC TCC AT-3′; GAPDH, F:5′-GAG TCA ACG GAT TTG GTC GT-3′, R:5′-TTG 
ATT TTG GAG GGA TCT CG-3′; BRG1, F:5′-AGC GAT GAC GTC TCT GAG GT-3′, R:5′-GTA CAG GGA CAC CAG 
CCA CT-3′; and BRD7, F:5′-GCT GTT GCA CTC AGG AAT GA-3′, R:5′-ACT CTT GAA GGC GTG TGC TT-3′.

Transgenic mice. All experiments and animal care were conducted in accordance with the guidelines and 
regulations and the experiments related with animals were approved by the Institutional Animal Care and Use 
Committee (IACUC) at National Cheng Kung University (NCKU), Taiwan (IACUC Approval No. 106223). 
Transgenic mice were acquired from Jackson Lab (Bar Harbor, MA, USA) and maintained at the National Labo-
ratory Animal Center in Taiwan. Reverse tetracycline trans-activator (rtTA) protein was expressed under the 
control of Scgb1a1 (secretoglobin, family 1A, member 1) promoter in Scgb1a1-rtTA transgenic mice. To gener-
ate the activated Kras  (Kras4bG12D) in TetO-Kras4bG12D transgenic mice, tetracycline-responsive promoter ele-
ment (TRE; tetO) was utilized.  Kras4bG12D was crossed with Scgb1a1-rtTA transgenic mice to generate bitrans-
genic mice. In order to induce the generation of  Kras4bG12D in bitransgenic mice, doxycycline (0.5 g/l) was added 
to the drinking water, starting at the age of 6 weeks. Transgenic mice were performed as previously  described32.

Collection of specimens from lung cancer patients. All human study has been conducted in accord-
ance with the guidelines and regulations. The study using human specimens was approved by the Clinical 
Research Ethics Committee at National Cheng Kung University Medical Center (Tainan, Taiwan). After surgical 
resection at National Cheng Kung University Hospital, specimens of patients with lung adenocarcinomas were 
collected for Immunohistochemical analysis or western blotting. The pathological data were analyzed by clini-
cal pathologists. Informed consent was obtained from all subjects. Collection of specimens from lung cancer 
patients was performed as previously  described32.

Immunohistochemistry. Human specimens were fixed in 10% formaldehyde for 72 h for dehydration. For 
IHC, paraffin-embedded sections were dewaxed by xylene (Sigma-Aldrich) and dehydration by serial diluted 
ethanol. Incubation in PBS containing 0.3% hydrogen peroxide (Sigma-Aldrich) blocked endogenous peroxi-
dases for 30 min, and then 1% bovine serum albumin blocked samples. Incubation with anti-USP24 (Cat#13126-
1-AP, Proteintech, 1:200) and anti-BRD7 (Cat# SAB4200047, Sigma-Aldrich, 1:200) recognized proteins of 
interest for 3 h at room temperature and using Vectastain ABC kit (Vector) detected immunoreactivity. Sections 
were photographed by Olympus BX-51 microscope.

Structural modeling. In order to interpret putative interactions between human USP24 and BRD2 from 
a structural point of view, we created a 3D structural model of the catalytic domain of human USP24 (USP24-
CD) in complex with the second bromodomain of human BRD2 (BRD2-BD2). The structural model of USP24-
CD was generated by the SWISS-MODEL  server33,34, a fully automated protein structure homology-modelling 
server, using the Protein Data Bank (PDB) code 5KYC (the catalytic domain of human USP7) as the template. 
The complex structural model of human USP24-CD interacting with BRD2-BD2 was generated using the 
ZDOCK  server35,36, a website that performs a full rigid-body search of docking orientations between two pro-
teins, using the modeling structure of USP24-CD and crystal structure of BRD2-BD2 (PDB code 4MR5) as 
the input models. The top one docking model of USP24-CD/BRD2-BD2 complex was selected to produce the 
structural figure using PyMOL (http://www.pymol .org).

http://www.pymol.org
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Statistical analysis. The comparison between two groups was performed using Student’s t-test. A p value 
< 0.05 was considered to represent a significant difference.

Results
USP24 stabilizes BRD‑containing proteins. When we recently used the C-terminus of USP24 as a 
bait to probe USP24-interacting proteins in a yeast two-hybrid assay, more than one hundred proteins were 
recruited by the C-terminal end of USP24 (a.a. 2078-2620). Several BRD-containing proteins, including BRD2, 
BRD7 and BRDT, could be recruited by USP24 (Suppl. Fig. 1A). Our previous results also indicated that USP24 
can interact with p300, an acetyltransferase that contains a  BRD15,32. These results imply that most or all BRD-
containing proteins can interact with USP24. Next, we aimed to determine the role of the interaction between 
USP24 and BRD-containing proteins. USP24 knockdown (KD) in H1299 lung cancer cells and U2OS bone can-
cer cells decreased levels of the BRD-containing proteins including BRG1, BRD7, BRD1, BRD3, GCN5, PCAF, 
and TIF1α (Fig. 1A and Suppl.Fig. 1B). Overexpression of GFP-USP24 in H1299 cells increased BRG1 and BRD7 
protein levels but did not affect their mRNA levels, indicating that USP24, a DUB, may stabilize protein stabil-
ity instead of increasing transcriptional activity (Fig. 1B,D). Since BRG1 is a major member of the chromatin 
remodeling complex, which regulates the expression of many genes, overexpression of HA-BRG1 increased the 
protein and mRNA levels of USP24, suggesting that USP24 and BRG1 can regulate each other through modulat-
ing the protein stability and transcriptional activity, respectively, of the other, which may be critical for cancer 
progression (Fig. 1C(a)). In addition, overexpression of BRG1 also increased the level of BRD7 (Fig. 1C(b)). To 
study the catalytic importance of USP24, GFP-USP24-WT and GFP-USP24-CA, an enzymatically dead form 
of USP24, were transfected into cells, and the level of BRD7 was determined (Fig. 2A). The data indicated that 
USP24 increased the level of BRD7, but GFP-USP24-CA can’t, implying that the catalytic activity of USP24 is 
essential for increasing BRD7 protein levels. Next, we studied the protein stability of BRD7 in the overexpres-

Figure 1.  USP24 increases BRD-containing protein expression. Samples were harvested from H1299 lung 
cancer cells or U2OS bone cancer cells with or without knockdown of USP24 by shRNA (A) or with or without 
overexpression of GFP-USP24 (B). The levels of USP24, BRG1 and BRD7 were determined by Western blotting 
with the indicated antibodies. The relative indicated protein levels of the indicated genes were quantitated, and 
the results underwent statistical analysis by t-test; *p < 0.05; **p < 0.01, after three independent experiments. The 
effects of overexpression of HA-BRG1 on the protein and mRNA levels of BRG1, USP24 and BRD7 in U2OS 
cells were studied by Western blotting and RT-PCR, respectively (C). The mRNA levels of USP24 and BRD7 
were studied by RT-PCR (D). The relative BRD7 mRNA levels were quantitated compared to control after three 
independent experiments.
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sion of GFP-USP24-WT or GFP-USP24-CA with cycloheximide treatment for different time course in H1299 
lung cancer cells (Fig. 2B). Overexpression of GFP-USP24-WT increased the protein stability of BRD7, but not 
under overexpression of GFP-USP24-CA. In addition, knockdown of USP24 and overexpression of GFP-USP24 
in U2OS bone cancer cells decreased and increased the protein stability of BRD7, respectively (Suppl. Fig. 2). 
Since USP24 is a DUB, the ubiquitination of BRD7 was studied under USP24-KD conditions (Fig. 2C). The data 
indicated that the loss of USP24 increased the signal for HA-BRD7 ubiquitination, suggesting that USP24 can 
remove ubiquitin from ubiquitinated BRD7 to increase its stability, thereby increasing its level.

The BRD is a substrate of USP24. Since we found that several BRD-containing proteins could be 
recruited by USP24 in yeast two-hybrid assay and USP24 can increase the level of BRD7 through increasing in 
its protein stability, USP24 may stabilize BRD-containing proteins. We further studied the molecular mechanism 
by which USP24 stabilizes BRD-containing proteins (Fig.  3). First, we found that endogenous USP24 could 
interact with BRD7 in H1299 cells and mouse embryonic fibroblasts (MEFs) (Fig. 3A and Suppl.Fig. 3A). Next, 
when HA-BRD7 and HA-BRG1 were expressed in H1299 cells or MEFs, we found that USP24 interacted with 
BRD7 and BRG1, indicating that USP24 could interact with more than one BRD-containing protein in different 
cell lines (Fig. 3B,C and Suppl.Fig. 3B). Because USP24 could interact with more than one BRD-containing pro-

Figure 2.  USP24, a deubiquitinase, stabilizes BRD7. The levels of GFP-USP24 or GFP-USP24CA in H1299 
lung cancer cells after overexpression of GFP-USP24 or GFP-USP24CA were determined (A), and the protein 
stability of BRD7 in the presence of cycloheximide was determined by Western blotting with the indicated 
antibodies, BRD7 was quantitated and the results underwent statistical analysis by t-test, *p < 0.05; **p < 0.01, 
after three independent experiments (B). The ubiquitin signal was determined by using IP with anti-HA 
antibodies and then Western blotting with anti-ubiquitin and anti-myc antibodies (C).
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tein, we hypothesized that USP24 can interact with the BRD, which is common to all BRD-containing proteins. 
Therefore, we constructed HA-BRD, expressed it in the cells, and studied its interaction with USP24 (Fig. 3D). 
The data indicated that USP24 could indeed interact with HA-BRD, implying that all BRD-containing proteins 
can interact with USP24 to regulate their protein stability. Next, we studied the role of USP24 in regulating HA-
BRD levels in H1299 cells and MEFs (Fig. 3E). Knockdown of USP24 significantly decreased the level of HA-
BRD in H1299 cells and MEFs. Moreover, the level of HA-BRD in USP24-KD H1299 cells was rescued by MG132 
treatment (Suppl.Fig. 4). Furthermore, the signal of HA-BRD ubiquitination was assessed in H1299 lung cancer 
cells (Fig. 3F). All data suggested that the loss of USP24 increased the ubiquitination of HA-BRD, indicating that 
USP24 interacts with BRD-containing proteins at their BRD and removes the ubiquitin molecule(s) localized at 
the BRD, stabilizing the protein stability of BRD-containing proteins. Finally, we also used a structural model 
of USP24 built based on USP7 as a parent template to study the structural interaction between USP24 and the 
BRD (Fig. 3G). Owing to the absence of structural information on the interaction between USP24 and the BRD, 
we generated a structural model of the catalytic domain of human USP24 (USP24-CD) by using the SWISS-
MODEL server, and a complex structural model of the interaction between USP24-CD and the second BRD of 
human BRD2 (BRD2-BD2) was built up by using the ZDOCK server, which provided a structural view to under-
stand the interactions between USP24-CD and BRD2-BD2 (Fig. 3G(a)). The USP24-CD/BRD2-BD2 complex 
model revealed that the substrate-binding cavity of USP24-CD can interact well with BRD2-BD2 (Fig. 3G(b)).

Furthermore, we investigated the ubiquitination site(s) within the BRD (Fig. 4 and Suppl. Fig. 5). Twelve lysine 
residues were found in the BRD. Therefore, it was difficult to determine the exact ubiquitinated residue(s) by their 
individual mutation. Therefore, we first collected many BRD sequences from various BRD-containing proteins 
for a sequence alignment and found that three lysine residues, Lys391, Lys400 and Lys402, are highly conserved 
in these BRD-containing proteins and thus might be critical (Suppl. Fig. 5). Therefore, we individually mutated 
these three lysine residues to arginine residues and then transfected the plasmid into cells to study their levels 
with or without USP24 KD (Fig. 4A). The data indicated that the mutation of Lys391 and Lys400, but not Lys402, 
rescued the BRD level. Next, Lys391 and Lys400 were mutated together, and the plasmid was transfected into cells 
to study the signal of HA-BRD ubiquitination and the HA-BRD protein stability (Fig. 4B,C). The data indicated 
that the ubiquitination signal of HA-BRD was decreased in HA-BRD (K391/400R)-expressing cells compared 
to wild-type HA-BRD-expressing cells, indicating that these two lysine residues indeed partially contributed to 
ubiquitination of the BRD. In addition, when we studied the protein stability, we found that the stability of HA-
BRD (K391/400R) was increased compared to that of wild-type HA-BRD (Fig, 4C). Finally, we visualized these 
two lysine residues in the BRD structure and found that both lysine residues are localized on the surface of the 
structure, which may be beneficial for the processing of related enzymes such as USP24 and E3 ligases (Fig. 4D).

BRD interacts with the C‑terminus of USP24. At this point, we had delineated that the protein stability 
of most BRD-containing proteins can be regulated by USP24 through its interaction with the BRD and removal 
of the ubiquitin from the BRD. Because BRD-containing proteins are crucial for controlling genomic instabil-
ity and gene expression, understanding the regulation of BRD-containing proteins is critical. To address the 
importance of the interaction between USP24 and BRD-containing proteins in cancer progression, we needed 
to abolish the interaction and study the effects on cancer progression. First, we needed to identify the interac-
tion motif(s) between USP24 and the BRD (Fig. 5). Based on the results of a yeast two-hybrid assay, the inter-
action region of USP24 is localized in its C-terminus. Therefore, we first constructed an N-terminal USP24 
construct, USP24-(1-2–3) and a C-terminal USP24 construct, USP24-(4), to study the interaction of USP24 
with BRD7 (Fig. 5A,C). The data indicated that BRD7 interacted with full-length USP24 and the C-terminus 
of USP24, USP24-(4), but not USP24-(1-2-3), which is consistent with the results of the yeast two-hybrid assay. 
Furthermore, we tried to narrow down the interaction motif to either USP24-(4-1) or USP24-(4-2) to study the 
interaction of USP24 with HA-BRD (Fig. 5B,C). The data indicated that USP24-(4-1) (a.a.1942-a.a.2153) was 
sufficient for the interaction between USP24 and BRD (Fig. 5B). Next, a USP24 mutant, GFP-USP24-d4-1, in 
which this interaction motif was absent, was constructed to study the role of the interaction between USP24 and 
BRD-containing proteins (Fig. 5D,E). GFP-USP24 increased the levels of not only the BRD-containing proteins 
BRG1, BRD7, p300, GCN5, PB1 and TIFα but also the other USP24 substrates p53, securin, E2F4, Bax and 

Figure 3.  USP24 interacts with the BRD and stabilizes its protein stability. The H1299 cell lysate was used 
for IP with anti-USP24 antibody, followed by Western blotting with anti-USP24 and anti-BRD7 antibodies 
(A). HA-BRD7 (B) or HA-BRG1 (C) was expressed in H1299 cells that were subjected to IP with anti-USP24 
antibody, followed by Western blotting with anti-HA and anti-USP24 antibodies. HA-BRD was expressed in 
H1299 cells that were subjected to IP with anti-USP24 and IgG antibodies; followed by Western blotting with 
anti-USP24 and anti-HA antibodies (D). H1299 cells and MEFs cells overexpressing myc-Ub and HA-BRD 
and those in which USP24 had been knocked down were subjected to Western blotting with the indicated 
antibodies (E). The ubiquitination signal for HA-BRD in H1299 cells following overexpression of myc-Ub and 
HA-BRD and knockdown of USP24 was determined by IP with anti-HA or anti-myc antibodies, following 
which Western blotting was carried out with indicated antibodies (F). The interaction between USP24 and 
the BRD was modeled (G). A structural model of the complex between the catalytic domain of human USP24 
(USP24-CD) and the second BRD of human BRD2 (BRD2-BD2) is shown. (G(a)) The USP24-CD molecule is 
shown as an olive surface and a green cartoon diagram. The BRD2-BD2 molecule is shown as a gray surface and 
a cyan cartoon diagram. (G(b)) The USP24-CD and BRD-BD2 molecules are shown as spheres. The carbon, 
nitrogen and oxygen atoms of the USP24-CD molecule are shown in green, black, and magenta, respectively. 
The carbon atoms, nitrogen atoms and oxygen atoms of the BRD2-BD2 molecule are shown in cyan, blue and 
red, respectively. Sulfur atoms are shown in gold.
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mdm2. However, with the loss of the interaction motif, GFP-USP24-(4-1), still stabilized other USP24 substrates 
but not BRD-containing proteins. All these data indicated that loss of the interaction motif of USP24 with the 
BRD abolished the effect of USP24 on BRD-containing proteins but did not affect the catalytic activity of USP24 
for other substrates. We continued to use this construct to study the role of the interaction between USP24 and 
BRD-containing proteins in lung cancer progression (Fig. 6). Overexpression of GFP-USP24-WT, but not GFP-
USP24-d4-1 or GFP-USP24-C1698A, inhibited cell proliferation, indicating that the interaction between USP24 
and BRD-containing proteins is critical for USP24-mediated inhibition of cell proliferation (Fig. 6A). Finally, we 
also studied the effect of the interaction between USP24 and BRD-containing proteins on the migratory ability 
of lung cancer and bone cancer cells (Fig. 6B,C and Suppl.Fig. 6). GFP-USP24-WT, but not GFP-USP24-d4-1 
and GFP-USP24-C1698A, significantly increased the migratory abilities of lung cancer and bone cancer cells. 
All these results indicated that regulation of the levels of BRD-containing proteins by USP24 is important for the 
function of USP24 in cancer progression, including its inhibition of cellular proliferation and increase in cancer 
migratory ability in lung cancer and bone cancer cells.

USP24 and BRD‑containing proteins are upregulated in a lung cancer animal model and clini‑
cal cohorts. Since BRD-containing proteins are not only related to cellular progression but also involved in 
cancer  initiation37,38. The levels of USP24 and its substrates in the initiation of lung cancer were determined in 
 KrasG12D-induced lung cancer mice (Fig. 7A). Interestingly, after doxycycline treatment for 2–7 days, the levels of 
USP24 and its related substrates p53, acetyl p53, p300, BRD7, Bax, and p21 were increased (Fig. 7A), which may 
be related to cancer initiation. In addition, we used 15 lung cancer clinical specimens to study the correlation 

Figure 4.  USP24 removes ubiquitin from Lys391 and Lys400 of the BRD. HA-BRD and its various HA-BRD 
mutants were expressed in USP24-silenced H1299 cells, following which Western blotting was performed 
with anti-USP24, anti-HA and anti-actin antibodies (A). The HA-BRD and its mutant, HA-BRD (K391/400R) 
were expressed in USP24-silenced H1299 cells for IP with anti-HA and anti-myc, and then Western blot with 
indicated antibodies (B). HA-BRD and the mutant HA-BRD (K391/400R), were expressed inside H1299 cells in 
the present of cycloheximide, and lysates were collected at the indicated time for Western blotting with anti-HA 
antibody, and The BRD and mutant BRD were quantitated, and the results were subjected to statistical analysis 
by t-test, *p < 0.05; **p < 0.01, after three independent experiments (C). The localization of Lys391 and Lys400 in 
the structure of the BRD are shown (D).
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Figure 5.  BRD interacts with the C-terminus of USP24. GFP-USP24 and truncated forms of GFP-USP24 were 
expressed in cells for IP with anti-GFP antibodies, followed by Western blotting with the indicated antibodies 
(A,B). A schematic diagram of the GFP-USP24 and truncated forms of GFP-USP24 (C). GFP-USP24 and the 
mutant, GFP-USP24-d4-1, were expressed in cells for IP with anti-GFP antibody to study the interaction between 
the indicated proteins (D) and levels (E) of the indicated proteins with Western blotting with indicated antibodies.
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Figure 6.  Loss of the BRD-interacting region of USP24 abolished the effect of USP24 on lung cancer 
progression, including proliferation and metastasis. GFP-USP24 and GFP-USP24 mutants were expressed inside 
cells to study the cell proliferation by counting the cell numbers, and the cells were quantified and statistical 
analysis was performed by t-test, **p < 0.01, after three independent experiments (A). GFP-USP24 and its 
mutants were expressed in H1299 cells, and their effects on cell migration by wound healing (B) and transwell 
migration assays (C).
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between the levels of USP24 and BRD7 (Fig. 7B(a,d)). Patients with higher USP24 levels also had higher BRD7 
levels, implying that USP24 really regulates most BRD-containing proteins under physiological and pathological 
conditions. Finally, the relevance between survival rate and levels of USP24 and BRD7 was studied (Fig. 7B(b,c)). 
Data indicated that higher USP24 level led poor prognosis significantly, but only slightly relevance in BRD7 level 
in lung cancer progression.

Discussion
In this study, we found that USP24 and BRG1 regulate each other and that this regulation is beneficial for cancer 
progression. USP24 can stabilize BRG1, and BRG1 increases the transcriptional activity of USP24, thus modulat-
ing cancer progression by both inhibiting proliferation and promoting migratory ability of cancer cells (Fig. 7C).

More than one hundred of DUBs in human cells are responsible for regulating the levels of most of proteins 
through  deubiquitination39. Dysregulation of these DUBs results in the loss of control of protein levels, lead-
ing to various diseases, including cancer and neurodegenerative  diseases40. Several novel inhibitors have been 
developed and show potential for clinical use in the  future41,42. Our previous studies revealed that USP24 inhibits 
cell proliferation through affecting the EGF-activating pathway, p300 and Bax-mediated apoptosis, and securin-
regulated  anaphase15. In this study, USP24 was shown to interact with the BRD to stabilize most BRD-containing 
proteins, including p300. Previous studies indicated that p300 can acetylate p53 to activate its activity, leading 
to cell apoptosis, which is consistent with the findings of this  study43. In addition, p53 has been shown to be a 
substrate of  USP249. However, our study indicates that loss of the interaction motif of USP24 for the BRD still 
increased the level of p53, indicating that the loss of this motif affects only BRD-containing proteins but not on 
other substrates.

In this study, we also found that loss of the interaction between USP24 and BRD-containing proteins abol-
ished the effect of USP24 in promoting cancer migratory ability, indicating that USP24-stabilized BRD-contain-
ing proteins are important for enhancing cancer malignancy. Our previous studies also indicated that USP24 
upregulation in lung cancer cells and the tumor-associated macrophages enhanced cancer malignancy through 
increases in IL6 expression and secretion via p300-mediated acetylation of histone  H316. The other study also 
indicates that USP24 increased Suv39h1 to promote cancer  malignancy14. Many previous studies have reported 
that BRD-containing proteins are important for genomic instability, gene regulation and chromatin remodeling 
by their formation of complexes and recruitment to acetyl  histones22,44, which are physiologically and patho-
logically critical. BRD-containing proteins are important members of chromatin remodeling complexes, such 
as the SWI/SNF complex, which can control gene expression by controlling compaction and decompaction of 
the  genome45. The SWI/SNF complex is responsible for ATP-dependent control of chromatin structure, which 
stimulates  transcription46,47. BRG1, one of the core subunits of the SWI/SNF complex, has ATPase activity to 
effectuate ATP-dependent recruitment to acetylated histones H3 and H4 by the  BRD48. In this study, we found 
that USP24 and BRG1 regulate each other and that this regulation is important for cancer metastasis. Our 
previous studies indicated that USP24 positively regulates lung cancer  metastasis14,16. In addition, increasing 
evidence shows that BRG1 also promotes cancer  metastasis49–52. For example, a recent study indicated that 
FBW7-mediated degradation of BRG1 inhibits gastric cancer metastasis, indicating that BRG1 is a positive 
regulator of cancer  malignancy16. A recent study also indicated that targeting BRG1 is an effective approach in 
the treatment of PTEN-deficient prostate carcinoma (PCa)38. Taken together, these results indeed indicate that 
USP24-mediated stabilization of BRD-containing proteins is critical for cancer  progression14,16. BRD7, another 
important BRD-containing protein, is involved in the expression of genes, such as Nodal, ADAMTs, BMI1 and 
CRABP1 as well as the regulation of thyroid-releasing  hormone53. Although several papers have shown that 
BRD7 is a tumor suppressor, a previous study indicated that miRNA-410 increased cell proliferation in non-small 
cell lung cancer by targeting BRD7, but the role of BRD7 in the metastasis of lung cancer remains unknown, 
although BRD7 can inhibit the proliferation of lung cancer  cells54. Herein we found that USP24-mediated sta-
bilization of BRD-containing proteins inhibited lung cancer cell growth but also increased the migratory ability 
of lung cancer cells, which is consistent with the effect of USP24 on lung cancer  progression14–16. In addition, 
numerous studies have indicated that BRD-containing proteins are involved in regulating genomics  stability22. 
USP24-stabilized BRD-containing proteins may also be involved in genomic stability and thus contribute to 
heterogeneity during cancer progression. Therefore, the future development of novel inhibitor(s) of USP24 to 
inhibit cancer malignancy shows potential.

Regarding the regulation of BRD-containing proteins in cancer progression, in this study, we not only found 
that most BRD-containing proteins are substrates of USP24 but also elucidated the interaction motif of USP24 
and the residues that are ubiquitinated in the BRD, Lys391/Lys400. Since all 42 members of the BRD-containing 
proteins family are very important for gene regulation under various physiological and pathological conditions, 
many studies regarding mechanisms to regulate their function, including maintaining their levels, posttransla-
tional modifications (PTMs) and complex formation, have been carried out. This is the first study to show that 
the DUB USP24 directly deubiquitinates the BRD to all BRD-containing proteins. Several inhibitors of BRD-
containing proteins, such as BETs, have been developed to inhibit cancer  progression55. In this study, we found 
that USP24 and BRG1 can regulate each other. Drug targeting USP24 to inhibit cancer malignancy may have 
potential for clinical use as anticancer drugs in the future.



12

Vol:.(1234567890)

Scientific Reports |        (2020) 10:20870  | https://doi.org/10.1038/s41598-020-78000-2

www.nature.com/scientificreports/



13

Vol.:(0123456789)

Scientific Reports |        (2020) 10:20870  | https://doi.org/10.1038/s41598-020-78000-2

www.nature.com/scientificreports/

Received: 31 July 2020; Accepted: 11 November 2020

References
 1. Komander, D., Clague, M. J. & Urbe, S. Breaking the chains: structure and function of the deubiquitinases. Nat. Rev. Mol. Cell. 

Biol. 10, 550–563. https ://doi.org/10.1038/nrm27 31 (2009).
 2. Clague, M. J. et al. Deubiquitylases from genes to organism. Physiol. Rev. 93, 1289–1315. https ://doi.org/10.1152/physr ev.00002 

.2013 (2013).
 3. Heideker, J. & Wertz, I. E. DUBs, the regulation of cell identity and disease. Biochem. J. 465, 1–26. https ://doi.org/10.1042/BJ201 

40496  (2015).
 4. Garg, A. V., Ahmed, M., Vallejo, A. N., Ma, A. & Gaffen, S. L. The deubiquitinase A20 mediates feedback inhibition of interleukin-17 

receptor signaling. Sci. Signal 6, ra44. https ://doi.org/10.1126/scisi gnal.20036 99 (2013).
 5. Wang, Y. et al. Deubiquitinating enzymes regulate PARK2-mediated mitophagy. Autophagy 11, 595–606. https ://doi.

org/10.1080/15548 627.2015.10344 08 (2015).
 6. Zhao, G. Y. et al. USP7 overexpression predicts a poor prognosis in lung squamous cell carcinoma and large cell carcinoma. Tumour 

Biol. 36, 1721–1729. https ://doi.org/10.1007/s1327 7-014-2773-4 (2015).
 7. Wolberger, C. Mechanisms for regulating deubiquitinating enzymes. Protein Sci. 23, 344–353. https ://doi.org/10.1002/pro.2415 

(2014).
 8. Yuan, J., Luo, K., Zhang, L., Cheville, J. C. & Lou, Z. USP10 regulates p53 localization and stability by deubiquitinating p53. Cell 

140, 384–396. https ://doi.org/10.1016/j.cell.2009.12.032 (2010).
 9. Zhang, L. et al. The deubiquitinating enzyme USP24 is a regulator of the UV damage response. Cell. Rep. 10, 140–147. https ://doi.

org/10.1016/j.celre p.2014.12.024 (2015).
 10. Young, M. J., Hsu, K. C., Lin, T. E., Chang, W. C. & Hung, J. J. The role of ubiquitin-specific peptidases in cancer progression. J. 

Biomed. Sci. 26, 42. https ://doi.org/10.1186/s1292 9-019-0522-0 (2019).
 11. Li, Y. et al. Genetic evidence for ubiquitin-specific proteases USP24 and USP40 as candidate genes for late-onset Parkinson disease. 

Hum. Mutat. 27, 1017–1023. https ://doi.org/10.1002/humu.20382  (2006).
 12. Wu, Y. R. et al. Ubiquitin specific proteases USP24 and USP40 and ubiquitin thiolesterase UCHL1 polymorphisms have synergic 

effect on the risk of Parkinson’s disease among Taiwanese. Clin. Chim. Acta 411, 955–958. https ://doi.org/10.1016/j.cca.2010.03.013 
(2010).

 13. Zhao, B. et al. Association analysis of single-nucleotide polymorphisms of USP24 and USP40 with Parkinson’s disease in the Han 
Chinese population. Eur. Neurol. 68, 181–184. https ://doi.org/10.1159/00033 9641 (2012).

 14. Wang, Y. C. et al. Variants of ubiquitin-specific peptidase 24 play a crucial role in lung cancer malignancy. Oncogene 35, 3669–3680. 
https ://doi.org/10.1038/onc.2015.432 (2016).

 15. Wang, S. A. et al. EGF-mediated inhibition of ubiquitin-specific peptidase 24 expression has a crucial role in tumorigenesis. 
Oncogene 36, 2930–2945. https ://doi.org/10.1038/onc.2016.445 (2017).

 16. Huang, L. Y. et al. SCF(FBW7)-mediated degradation of Brg1 suppresses gastric cancer metastasis. Nat. Commun. 9, 3569. https 
://doi.org/10.1038/s4146 7-018-06038 -y (2018).

 17. Hota, S. K. & Bruneau, B. G. ATP-dependent chromatin remodeling during mammalian development. Development 143, 2882–
2897. https ://doi.org/10.1242/dev.12889 2 (2016).

 18. Tang, L., Nogales, E. & Ciferri, C. Structure and function of SWI/SNF chromatin remodeling complexes and mechanistic implica-
tions for transcription. Prog. Biophys. Mol. Biol. 102, 122–128. https ://doi.org/10.1016/j.pbiom olbio .2010.05.001 (2010).

 19. Suganuma, T. et al. ATAC is a double histone acetyltransferase complex that stimulates nucleosome sliding. Nat. Struct. Mol. Biol. 
15, 364–372. https ://doi.org/10.1038/nsmb.1397 (2008).

 20. Nagy, Z. et al. The metazoan ATAC and SAGA coactivator HAT complexes regulate different sets of inducible target genes. Cell. 
Mol. Life Sci. 67, 611–628. https ://doi.org/10.1007/s0001 8-009-0199-8 (2010).

 21. Currall, B. B., Chiang, C., Talkowski, M. E. & Morton, C. C. Mechanisms for structural variation in the human genome. Curr. 
Genet. Med. Rep. 1, 81–90. https ://doi.org/10.1007/s4014 2-013-0012-8 (2013).

 22. Kim, J. J. et al. Systematic bromodomain protein screens identify homologous recombination and R-loop suppression pathways 
involved in genome integrity. Genes Dev. 33, 1751–1774. https ://doi.org/10.1101/gad.33123 1.119 (2019).

 23. Zeng, L. & Zhou, M. M. Bromodomain: an acetyl-lysine binding domain. FEBS Lett. 513, 124–128. https ://doi.org/10.1016/s0014 
-5793(01)03309 -9 (2002).

 24. Sanchez, R. & Zhou, M. M. The role of human bromodomains in chromatin biology and gene transcription. Curr. Opin. Drug 
Discov. Dev. 12, 659–665 (2009).

 25. Ferri, E., Petosa, C. & McKenna, C. E. Bromodomains: structure, function and pharmacology of inhibition. Biochem. Pharmacol. 
106, 1–18. https ://doi.org/10.1016/j.bcp.2015.12.005 (2016).

 26. Gil, J., Ramirez-Torres, A. & Encarnacion-Guevara, S. Lysine acetylation and cancer: a proteomics perspective. J. Proteom. 150, 
297–309. https ://doi.org/10.1016/j.jprot .2016.10.003 (2017).

 27. Jain, A. K. & Barton, M. C. Bromodomain histone readers and cancer. J. Mol. Biol. 429, 2003–2010. https ://doi.org/10.1016/j.
jmb.2016.11.020 (2017).

 28. Fujisawa, T. & Filippakopoulos, P. Functions of bromodomain-containing proteins and their roles in homeostasis and cancer. Nat. 
Rev. Mol. Cell. Biol. 18, 246–262. https ://doi.org/10.1038/nrm.2016.143 (2017).

 29. Yu, X., Li, Z. & Shen, J. BRD7: a novel tumor suppressor gene in different cancers. Am. J. Transl. Res. 8, 742–748 (2016).
 30. Brownlee, P. M., Meisenberg, C. & Downs, J. A. The SWI/SNF chromatin remodelling complex: its role in maintaining genome 

stability and preventing tumourigenesis. DNA Repair (Amst) 32, 127–133. https ://doi.org/10.1016/j.dnare p.2015.04.023 (2015).
 31. Lu, P. & Roberts, C. W. The SWI/SNF tumor suppressor complex: regulation of promoter nucleosomes and beyond. Nucleus 4, 

374–378. https ://doi.org/10.4161/nucl.26654  (2013).

Figure 7.  The correlation between USP24, BRD7 and related proteins in  KrasG12D-induced lung cancer mice 
and clinical cohorts. Lung tumors were obtained from  KrasG12D mice treated with doxycycline, sacrificed at the 
indicated times to study the related protein levels by Western blotting with the indicated antibodies. There are 
5 mice in each group. (A(a)), the indicated proteins were quantified compared to control and statistical analysis 
was performed by t-test, *p < 0.05; **p < 0.01, after 5 independent experiments (A(b)). The levels of USP24 and 
BRD7 in 15 clinical lung cancer patients were determined by IHC with anti-USP24 and anti-BRD7 antibodies 
(B(a)). The relevance between survival rate and levels of USP24 (B(b)) and BRD7(B(c)), and the correlation 
between USP24 and BRD7 (B(d)) were determined. A working model: USP24 and BRG1 regulate each other, 
and the interaction regulates lung cancer progression (C).

◂

https://doi.org/10.1038/nrm2731
https://doi.org/10.1152/physrev.00002.2013
https://doi.org/10.1152/physrev.00002.2013
https://doi.org/10.1042/BJ20140496
https://doi.org/10.1042/BJ20140496
https://doi.org/10.1126/scisignal.2003699
https://doi.org/10.1080/15548627.2015.1034408
https://doi.org/10.1080/15548627.2015.1034408
https://doi.org/10.1007/s13277-014-2773-4
https://doi.org/10.1002/pro.2415
https://doi.org/10.1016/j.cell.2009.12.032
https://doi.org/10.1016/j.celrep.2014.12.024
https://doi.org/10.1016/j.celrep.2014.12.024
https://doi.org/10.1186/s12929-019-0522-0
https://doi.org/10.1002/humu.20382
https://doi.org/10.1016/j.cca.2010.03.013
https://doi.org/10.1159/000339641
https://doi.org/10.1038/onc.2015.432
https://doi.org/10.1038/onc.2016.445
https://doi.org/10.1038/s41467-018-06038-y
https://doi.org/10.1038/s41467-018-06038-y
https://doi.org/10.1242/dev.128892
https://doi.org/10.1016/j.pbiomolbio.2010.05.001
https://doi.org/10.1038/nsmb.1397
https://doi.org/10.1007/s00018-009-0199-8
https://doi.org/10.1007/s40142-013-0012-8
https://doi.org/10.1101/gad.331231.119
https://doi.org/10.1016/s0014-5793(01)03309-9
https://doi.org/10.1016/s0014-5793(01)03309-9
https://doi.org/10.1016/j.bcp.2015.12.005
https://doi.org/10.1016/j.jprot.2016.10.003
https://doi.org/10.1016/j.jmb.2016.11.020
https://doi.org/10.1016/j.jmb.2016.11.020
https://doi.org/10.1038/nrm.2016.143
https://doi.org/10.1016/j.dnarep.2015.04.023
https://doi.org/10.4161/nucl.26654


14

Vol:.(1234567890)

Scientific Reports |        (2020) 10:20870  | https://doi.org/10.1038/s41598-020-78000-2

www.nature.com/scientificreports/

 32. Wang, Y. C. et al. USP24 induces IL-6 in tumor-associated microenvironment by stabilizing p300 and beta-TrCP and promotes 
cancer malignancy. Nat. Commun. 9, 3996. https ://doi.org/10.1038/s4146 7-018-06178 -1 (2018).

 33. Arnold, K., Bordoli, L., Kopp, J. & Schwede, T. The SWISS-MODEL workspace: a web-based environment for protein structure 
homology modelling. Bioinformatics 22, 195–201. https ://doi.org/10.1093/bioin forma tics/bti77 0 (2006).

 34. Biasini, M. et al. SWISS-MODEL: modelling protein tertiary and quaternary structure using evolutionary information. Nucleic 
Acids Res. 42, W252-258. https ://doi.org/10.1093/nar/gku34 0 (2014).

 35. Pierce, B. G. et al. ZDOCK server: interactive docking prediction of protein-protein complexes and symmetric multimers. Bioin-
formatics 30, 1771–1773. https ://doi.org/10.1093/bioin forma tics/btu09 7 (2014).

 36. Chen, R., Li, L. & Weng, Z. ZDOCK: an initial-stage protein-docking algorithm. Proteins 52, 80–87. https ://doi.org/10.1002/
prot.10389  (2003).

 37. Zhao, L. et al. Epigenetic targets and their inhibitors in cancer therapy. Curr. Top. Med. Chem. 18, 2395–2419. https ://doi.
org/10.2174/15680 26619 66618 12240 95449  (2018).

 38. Alqahtani, A. et al. Bromodomain and extra-terminal motif inhibitors: a review of preclinical and clinical advances in cancer 
therapy. Future Sci. OA 5, FSO372. https ://doi.org/10.4155/fsoa-2018-0115 (2019).

 39. Reyes-Turcu, F. E., Ventii, K. H. & Wilkinson, K. D. Regulation and cellular roles of ubiquitin-specific deubiquitinating enzymes. 
Annu. Rev. Biochem. 78, 363–397. https ://doi.org/10.1146/annur ev.bioch em.78.08230 7.09152 6 (2009).

 40. Shi, D. & Grossman, S. R. Ubiquitin becomes ubiquitous in cancer: emerging roles of ubiquitin ligases and deubiquitinases in 
tumorigenesis and as therapeutic targets. Cancer Biol. Ther. 10, 737–747. https ://doi.org/10.4161/cbt.10.8.13417  (2010).

 41. Yuan, T. et al. Inhibition of ubiquitin-specific proteases as a novel anticancer therapeutic strategy. Front. Pharmacol. 9, 1080. https 
://doi.org/10.3389/fphar .2018.01080  (2018).

 42. Patel, K. et al. Discovering proteasomal deubiquitinating enzyme inhibitors for cancer therapy: lessons from rational design, nature 
and old drug reposition. Future Med. Chem. 10, 2087–2108. https ://doi.org/10.4155/fmc-2018-0091 (2018).

 43. Ito, A. et al. p300/CBP-mediated p53 acetylation is commonly induced by p53-activating agents and inhibited by MDM2. EMBO 
J. 20, 1331–1340. https ://doi.org/10.1093/emboj /20.6.1331 (2001).

 44. Gong, F., Chiu, L. Y. & Miller, K. M. Acetylation reader proteins: linking acetylation signaling to genome maintenance and cancer. 
PLoS Genet. 12, e1006272. https ://doi.org/10.1371/journ al.pgen.10062 72 (2016).

 45. Horn, P. J. & Peterson, C. L. The bromodomain: a regulator of ATP-dependent chromatin remodeling?. Front. Biosci. 6, D1019-
1023. https ://doi.org/10.2741/horn (2001).

 46. Roberts, C. W. & Orkin, S. H. The SWI/SNF complex–chromatin and cancer. Nat. Rev. Cancer 4, 133–142. https ://doi.org/10.1038/
nrc12 73 (2004).

 47. Mittal, P. & Roberts, C. W. M. The SWI/SNF complex in cancer - biology, biomarkers and therapy. Nat. Rev. Clin. Oncol. https ://
doi.org/10.1038/s4157 1-020-0357-3 (2020).

 48. Savas, S. & Skardasi, G. The SWI/SNF complex subunit genes: their functions, variations, and links to risk and survival outcomes 
in human cancers. Crit. Rev. Oncol. Hematol. 123, 114–131. https ://doi.org/10.1016/j.critr evonc .2018.01.009 (2018).

 49. Yang, Y. et al. The chromatin remodeling protein BRG1 links ELOVL3 trans-activation to prostate cancer metastasis. Biochim. 
Biophys. Acta Gene Regul. Mech. 834–845, 2019. https ://doi.org/10.1016/j.bbagr m.2019.05.005 (1862).

 50. Sun, L., Yuan, Y., Chen, J., Ma, C. & Xu, Y. Brahma related gene 1 (BRG1) regulates breast cancer cell migration and invasion by 
activating MUC1 transcription. Biochem. Biophys. Res. Commun. 511, 536–543. https ://doi.org/10.1016/j.bbrc.2019.02.088 (2019).

 51. Wu, Q. et al. The BRG1 ATPase of human SWI/SNF chromatin remodeling enzymes as a driver of cancer. Epigenomics 9, 919–931. 
https ://doi.org/10.2217/epi-2017-0034 (2017).

 52. Tsuda, M. et al. The BRG1/SOX9 axis is critical for acinar cell-derived pancreatic tumorigenesis. J. Clin. Invest. 128, 3475–3489. 
https ://doi.org/10.1172/JCI94 287 (2018).

 53. Kaeser, M. D., Aslanian, A., Dong, M. Q., Yates, J. R. 3rd. & Emerson, B. M. BRD7, a novel PBAF-specific SWI/SNF subunit, is 
required for target gene activation and repression in embryonic stem cells. J. Biol. Chem. 283, 32254–32263. https ://doi.org/10.1074/
jbc.M8060 61200  (2008).

 54. Li, D. et al. MicroRNA-410 promotes cell proliferation by targeting BRD7 in non-small cell lung cancer. FEBS Lett. 589, 2218–2223. 
https ://doi.org/10.1016/j.febsl et.2015.06.031 (2015).

 55. Qi, J. Bromodomain and extraterminal domain inhibitors (BETi) for cancer therapy: chemical modulation of chromatin structure. 
Cold Spring Harb Perspect. Biol. 6, a018663. https ://doi.org/10.1101/cshpe rspec t.a0186 63 (2014).

Acknowledgements
We are grateful for the support of clinical specimens from the Human Biobank, Research Center of Clinical 
Medicine, National Cheng Kung University Hospital. This work was supported by the Grants (106-2320-B-006-
065-MY3, 106-2320-B-006-020-MY3, and 104-2923-B-038-002-MY3) obtained from the Ministry of Science 
and Technology, Taiwan, and the Grant (TMU108-AE1-B15) obtained from Taipei Medical University, Taiwan.

Author contributions
S.A.W., M.J.Y., C.Y.L. and J.J.H.: Experimental design; S.A.W., W.Y.J., and M.J.Y.: Carry out the experiments; 
S.A.W. and M.J.Y.: Statistical analysis; S.A.W.: Writing—Original Draft Preparation; J.J.H.: Writing—Review and 
Editing; All authors read and approved the final manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https ://doi.org/10.1038/s4159 8-020-78000 -2.

Correspondence and requests for materials should be addressed to J.-J.H.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

https://doi.org/10.1038/s41467-018-06178-1
https://doi.org/10.1093/bioinformatics/bti770
https://doi.org/10.1093/nar/gku340
https://doi.org/10.1093/bioinformatics/btu097
https://doi.org/10.1002/prot.10389
https://doi.org/10.1002/prot.10389
https://doi.org/10.2174/1568026619666181224095449
https://doi.org/10.2174/1568026619666181224095449
https://doi.org/10.4155/fsoa-2018-0115
https://doi.org/10.1146/annurev.biochem.78.082307.091526
https://doi.org/10.4161/cbt.10.8.13417
https://doi.org/10.3389/fphar.2018.01080
https://doi.org/10.3389/fphar.2018.01080
https://doi.org/10.4155/fmc-2018-0091
https://doi.org/10.1093/emboj/20.6.1331
https://doi.org/10.1371/journal.pgen.1006272
https://doi.org/10.2741/horn
https://doi.org/10.1038/nrc1273
https://doi.org/10.1038/nrc1273
https://doi.org/10.1038/s41571-020-0357-3
https://doi.org/10.1038/s41571-020-0357-3
https://doi.org/10.1016/j.critrevonc.2018.01.009
https://doi.org/10.1016/j.bbagrm.2019.05.005
https://doi.org/10.1016/j.bbrc.2019.02.088
https://doi.org/10.2217/epi-2017-0034
https://doi.org/10.1172/JCI94287
https://doi.org/10.1074/jbc.M806061200
https://doi.org/10.1074/jbc.M806061200
https://doi.org/10.1016/j.febslet.2015.06.031
https://doi.org/10.1101/cshperspect.a018663
https://doi.org/10.1038/s41598-020-78000-2
www.nature.com/reprints


15

Vol.:(0123456789)

Scientific Reports |        (2020) 10:20870  | https://doi.org/10.1038/s41598-020-78000-2

www.nature.com/scientificreports/

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http://creat iveco mmons .org/licen ses/by/4.0/.

© The Author(s) 2020

http://creativecommons.org/licenses/by/4.0/

	USP24 stabilizes bromodomain containing proteins to promote lung cancer malignancy
	Material and methods
	Cell culture and transfection. 
	Western blotting. 
	Protein stability assay. 
	Immunoprecipitation. 
	Lentivirus knockdown system. 
	Wound-healing migration assay. 
	Transwell migration assay. 
	RT-PCR. 
	Transgenic mice. 
	Collection of specimens from lung cancer patients. 
	Immunohistochemistry. 
	Structural modeling. 
	Statistical analysis. 

	Results
	USP24 stabilizes BRD-containing proteins. 
	The BRD is a substrate of USP24. 
	BRD interacts with the C-terminus of USP24. 
	USP24 and BRD-containing proteins are upregulated in a lung cancer animal model and clinical cohorts. 

	Discussion
	References
	Acknowledgements


