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All-Trans Retinoic Acid Promotes a Tumor Suppressive
OTUDG6B-S-TrCP-SNAIL Axis in Esophageal Squamous Cell
Carcinoma and Enhances Immunotherapy

Lei Li, Rui Zhu, Honghong Zhou, Chun-Ping Cui, Xiao Yu, Yuhao Liu, Yin Yin,
Yang Li, Riyue Feng, Jonathan P. Katz, Yahui Zhao, Yun Zhang* Linggiang Zhang,*

and Zhihua Liu*

B-TrCP is an E3 ubiquitin ligase that plays important roles in multiple human
cancers including esophageal squamous cell carcinoma (ESCC). Analysis of
ESCC patient samples reveal that only protein level but not transcript level of
B-TrCP associated with patient prognosis, suggesting regulators of g-TrCP
protein stability play an essential role in ESCC progression and may be novel
targets to develop ESCC therapies. Although B-TrCP stability is known to be
mediated by the ubiquitin-proteasome system, it is unclear which enzymes
play a major role to determine B-TrCP stability in the context of ESCC. In this
study, OTUDGB is identified as a potent deubiquitinase of §-TrCP that
suppress ESCC progression through the OTUDG6B-S-TrCP-SNAIL axis. Low
OTUDG6B expression is associated with a poor prognosis of ESCC patients.
Importantly, all-trans retinoic acid (ATRA) is found to promote OTUD6B
translation and thus suppress ESCC tumor growth and enhance the response
of ESCC tumors to anti-PD-1 immunotherapies. These findings demonstrate

causing 544 076 deaths in 2020."
Esophageal squamous cell carcinoma
(ESCCQ) is the most common subtype of
esophageal carcinoma, accounting for
~90% of all esophageal cancer patients.!?!
Various therapies are used in ESCC pa-
tients, such as surgery, chemotherapy,
and radiotherapy, but the 5-year survival
rate remains only ~30%.0] Accordingly,
it is necessary to investigate the concrete
mechanism of ESCC tumorigenesis and
develop more effective therapies.

F-box proteins are proteins containing at
least one F-box domain, which are com-
monly misregulated in cancer.[* One of the
well-characterized F-box proteins, g-TrCP,
has been shown to play an important role in

that OTUDGB is a crucial deubiquitinase of §-TrCP in ESCC and suggest
combination of ATRA and anti-PD-1 immune checkpoint inhibitor may benefit

a cohort of ESCC patients.

1. Introduction

Esophageal carcinoma is the seventh most prevalent cancer and
the sixth leading cause of cancer-related mortality in the world,

regulating tumor development and metas-
tasis for multiple cancer types including
esophageal carcinoma.l’! As an E3 ubiqui-
tin ligase, p-TrCP is involved in the ubig-
uitination of some well-characterized sub-
strates that regulate cell growth, apopto-
sis and stemness, including SOX9, SNAIL,
TAZ, and YAP1.[% Tt has been shown that in esophageal adeno-
carcinomas, down-regulation of p-TrCP promotes YAP1 protein
stability and thus facilitates tumorigenesis.”] In ESCC, tribbles
pseudokinase 3 inhibits g-TrCP-mediated TAZ ubiquitination
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Figure 1. OTUD6B enhances f-TrCP protein stability. A) The relative transcript levels of -TrCP in ESCC and normal tissues were analyzed using the

transcriptome profiles in TCGA and GTEx data. Wilcoxon test, NS, not significant (p > 0.05).

normal tissues was detected by immunohistochemistry, and C) the relative expression of -TrCP was analyzed. Paired t-test, *

B) The expression of #-TrCP in 85 paired ESCC and adjacent

“* p < 0.0001. D) The

expression of f-TrCP in 128 ESCC tissues was detected by immunohistochemistry, and E) the overall survival of 128 ESCC patients stratified by OTUD6B
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and degradation to promote tumor-initiating cell (TIC) prop-
erties and radioresistance of cancer cells.l*¥] In addition, it has
been reported that a significant percentage of ESCC patient
specimens shows reduced g-TrCP expression. (]

B-TrCP is involved in the process of protein ubiquitination and
its own stability is heavily regulated by this process.”) For ex-
ample, ubiquitin ligases SUMRF2 and Skp2 have been found
to promote the ubiquitination of f-TrCP and in turn induce
its degradation.l'%l On the other hand, although ubiquitination
is known as a reversible process and deubiquitinases (DUBs)
can counterbalance the ubiquitination process,/'!! it is unclear
whether certain deubiquitinating enzymes could reverse f-TrCP
ubiquitination. Given the importance of g-TrCP in ESCC devel-
opment and the potential to develop novel therapies through reg-
ulating -TrCP stability, it is in urgent need to investigate the pro-
cess of f-TrCP deubiquitination.

In this study, we identified OTUDG6B as a potent DUB for
B-TrCP which plays a major role in regulating its stabilization.
By increasing f-TrCP protein level and activating an OTUDGB-
B-TrCP-SNAIL axis, OTUDG6B suppresses the TIC properties of
ESCC cells. In ESCC tumor samples, OTUDG6B expression is
positively correlated with g-TrCP and its lower expression asso-
ciates with a poor prognosis. Importantly, all-trans retinoic acid
(ATRA) was found to promote the OTUDG6B translation, suppress
the tumorigenesis and metastasis of ESCC, and enhance the re-
sponse of established ESCC tumors to anti-PD-1 immunother-
apy. These data suggest that ATRA could be applied to treat a co-
hort of OTUDG6B-expressing ESCC patients.

2. Results

2.1. OTUDG6B Enhances p-TrCP Protein Stability

To better understand the role of g-TrCP in ESCC development,
we first examined its mRNA and protein expression levels in
published datasets and a cohort of ESCC patient samples we col-
lected. Interestingly, we found that the transcript level of -TrCP
in the ESCC tissues did not show a significant difference com-
pared with normal tissues (Figure 1A). However, at the protein
level, B-TrCP expressed at lower level in ESCC tissues than in ad-
jacent normal tissues (Figure 1B,C), which is consistent with a
previous report.[® The clinical proteomic tumor analysis consor-
tium (CPTAC) data also suggest that decreased protein level of
p-TrCP exists in other cancer types, including breast invasive car-
cinoma, colon adenocarcinoma, and glioblastoma (GBM) (Fig-
ure S1A, Supporting Information). Importantly, a lower f-TrCP
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protein level was associated with poor overall survival in ESCC
patients (Figure 1D,E), suggesting its potential role as a tumor
suppressor in this cancer type.

The observation that only f-TrCP protein level, but not tran-
scriptlevel, correlates with ESCC prognosis suggests that the reg-
ulation of protein production and/or stability of g-TrCP might
play an essential role in regulating ESCC development. Since
p-TrCP is known to be heavily regulated by the ubiquitin-
proteasome system (UPS)!') and it remains unclear whether
there are DUBs directly regulating f-TrCP protein stability, we
determined to focus on identifying DUPs for g-TrCP and exam-
ining their functions in ESCC progression.

To do so, we performed an immunoprecipitation assay fol-
lowed by mass spectrometry (MS) to screen potential DUBs in-
teracting with g-TrCP (Figure 1F and Figure S1B, Supporting In-
formation). Through this method, we identified nine DUBs as
potential regulators of g-TrCP protein stability (Figure S1C, Sup-
porting Information). Among the results we also found several
proteins previously known to bind g-TrCP, validating the accu-
racy of our screening (Figure S1D, Supporting Information). We
then confirmed that 7 of these nine DUBs interacted with g-TrCP,
including ATXN3, BRCC3, COPS5, USP47, OTUB1, OTUDGB,
and VCPIP1 (Figure 1G). To identify which DUBs functionally
regulate B-TrCP stability, we co-transfected f-TrCP and each of
these potential DUBs into HEK293T cells. As shown in Fig-
ure 1H, OTUDG6B was the most potent DUB to increase g-TrCP
protein level. Such effect was markedly stronger than USP47,
which was recently shown to upregulate g-TrCP protein level
though it is unclear whether this regulation relies on its deu-
biquitinating activity.'?! In addition, §-TrCP protein level was in-
creased by OTUDGB in a dose-dependent manner (Figure 11).

We then transfected the OTUDG6B plasmid alone into
HEK293T cells and found that ectopic expression of wild-type
OTUDGB, but not the catalytically inactive mutant OTUD6B 185,
increased endogenous f-TrCP protein level (Figure 1]). We con-
firmed that in two ESCC cell lines, KYSE150 and KYSE180
cells, p-TrCP protein level was also significantly increased by
OTUDGB ectopic expression but f-TrCP mRNA level was not in-
fluenced (Figure 1K,L). In line with this, endogenous OTUD6B
and p-TrCP protein levels showed a strong positive correlation
among ESCC cell lines (Figure 1M). Consistently, knockdown
of OTUDGB using short hairpin RNAs (shRNAs) resulted in a
significant decrease in f-TrCP protein but not f-TrCP mRNA in
KYSE30 and KYSE450 cells, two ESCC cell lines showing high
endogenous OTUDG6B expression level (Figure 1N,0). Moreover,
only OTUDG6B but no other OTU family members was able to

expression. Two-sided log-rank test. F) A schematic diagram shows the immunoprecipitated screening for potential DUBs interacting with -TrCP. G) The
indicated DUBs and B-TrCP were co-transfected into HEK293T cells. The interaction of potential DUBs and g-TrCP was detected by immunoprecipitation.
H) The indicated DUBs and -TrCP were co-transfected into HEK293T cells. The expression of f-TrCP was detected by immunoblotting and qualified.
I) Increasing quantities of OTUD6B plasmid were transfected into HEK293T cells and §-TrCP expression was detected. |) OTUD6B or OTUD6BC 885
was transfected into HEK293T cells, and f-TrCP expression was detected. K) The protein and L) mRNA levels of g-TrCP were detected in KYSE150 and
KYSE180 cells overexpressing OTUD6B or OTUD6BC 835, n = 3, mean + SEM, unpaired t-test, NS, not significant (p > 0.05). M) The protein levels of
OTUDG6B and -TrCP in ESCC cell lines were detected. N) The protein and O) mRNA levels of -TrCP were detected in OTUD6B-knockdown KYSE30
and KYSE450 cells. n = 3, mean + SEM, unpaired t-test, NS, not significant (p > 0.05). P) The degradation of f-TrCP in OTUD6B or OTUD6BC138
-overexpressing KYSE150 and KYSE180 cells treated with CHX (50 ug mL™") for 2, 4, 8 h. n = 3, mean + SD, unpaired t-test, * p < 0.05, *** p < 0.001,
NS, not significant (p > 0.05). Q) The degradation of -TrCP in OTUD6B-knockdown KYSE30 and KYSE450 cells treated with CHX (50 ug mL™") for 2,
4,8 h. n =3, mean + SD, unpaired t-test, ** p < 0.01, *** p < 0.001. The data shown in G-K, M, N, P, and Q are from a representative experiment in at
least two replicates.
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Figure 2. OTUDG6B directly interacts with and deubiquitinates g-TrCP. A) OTUD6B plasmid was co-transfected with Flag-g-TrCP or vector into HEK293T
cells. The interaction of g-TrCP and OTUD6B was detected by immunoprecipitation assay. B) The GST pull-down assay detected the interaction of -
TrCP and OTUDG6B in vitro. C) Endogenous OTUD6B (green) and f-TrCP (red) in KYSE30 and KYSE450 cells were examined by immunofluorescence.
Nuclei (blue) were stained with 4,6-diamidino-2-phenylindole (DAPI). Scale bars, 30 um. D) The interaction of -TrCP and OTUD6B was detected by
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regulate p-TrCP, since knock down OTUDG6A or OTUD?2 did not
increase g-TrCP protein level in ESCC cells (Figure S1E-H, Sup-
porting Information).

A cycloheximide (CHX) pulse-chase experiment was then per-
formed to confirm that OTUDGB stabilizes the f-TrCP protein.
To do so, f-TrCP with wild-type OTUD6B or OTUDGBC!8S were
co-transfected into HEK293T cells, and the stability of g-TrCP
was found to be prolonged in the presence of wild-type OTUD6B
but not OTUD6B!#¥ mutant (Figure S11, Supporting Informa-
tion). The effect of OTUDGB on increasing the stability of g-TrCP
was significantly stronger than that of USP47 (Figure S1]J, Sup-
porting Information). Moreover, ectopic expression of OTUD6B
increased the stability of endogenous g-TrCP in KYSE150 and
KYSE180 cells (Figure 1P). Conversely, f-TrCP was degraded
rapidly in OTUDG6B-knockdown KYSE30 and KYSE450 cells,
whereas such effect was not observed in OTUDG6A- or OTUD2-
knockdown cells (Figure 1Q and Figure S1K,L, Supporting Infor-
mation). These results indicate that OTUDGB is a potent regula-
tor of f-TrCP protein stability.

2.2. OTUDG6B Directly Interacts with and Deubiquitinates g-TrCP

As a DUB, OTUDG6B is supposed to directly interact with
p-TrCP to govern its stability. To test this hypothesis, we co-
transfected Flag-§-TrCP and OTUDGB into HEK293T cells and
then performed coimmunoprecipitation assays, as well as an
GST-pulldown assay by recombinant OTUDG6B in vitro. As
expected, OTUD6B was coimmunoprecipitated with g-TrCP
both in vivo and in vitro, demonstrating their direct interaction
(Figure2A,B and Figure S2A, Supporting Information). This
is further confirmed by their colocalization in ESCC cells as
examined by confocal microscopy (Figure 2C). Moreover, similar
to HEK293T cells, in KYSE30 and KYSE450 cells, OTUDGB and
B-TrCP were coimmunoprecipitated, indicating their interaction
in ESCC cells (Figure 2D,E).

To identify the regions of OTUDGB responsible for the in-
teraction with g-TrCP, we generated two truncated mutants of
OTUDGB: N-terminal OTUDG6B, which contains the coiled-coil
domain, and C-terminal OTUDGB, which includes the amino-
terminal OTU domain. Co-immunoprecipitation assay showed
that N-terminal OTUDG6B mediated the interaction with g-TrCP
(Figure 2F). In addition, we also generated two truncated mutants
of p-TrCP: N-terminal g-TrCP, which contains the F-box domain,
and C-terminal g-TrCP, which includes 7 WD-40 domains. Since
the N-terminal deletion mutant of g-TrCP was unable to inter-
act with OTUDGB (Figure 2G), we reasoned that OTUD6B N-
terminal domain and p-TrCP N-terminal domain mediated their
direct interaction.

www.advancedscience.com

We then performed ubiquitination assays to examine whether
OTUDGB stabilizes f-TrCP protein through deubiquitination.
First, an in vitro ubiquitination assay demonstrated that
OTUDGB was capable of cleaving Ub(n)-ubiquitinylated sub-
strates similar to other DUBs such as USP2, though it takes
a longer time (Figure 2H and Figure S2B,C, Supporting Infor-
mation). More importantly, OTUD6B markedly reduced g-TrCP
ubiquitination in vitro (Figure 2I), indicating it functions as a
DUB for -TrCP.

Second, OTUDG6B significantly reduced the ubiquitination of
B-TrCP in vivo, while OTUDG6B'%#® did not show the same effect
(Figure 2J,K and Figure S2E, Supporting Information). Again,
the effect of OTUD6B was much stronger than that of USP47 in
reducing the ubiquitination of g-TrCP (Figure S2D, Supporting
Information), suggesting OTUDGB functions as a major DUB
for p-TrCP. Moreover, the ubiquitylation of f-TrCP notably in-
creased in OTUDGB-knockdown cells compared to control cells
(Figure 2L and Figure S2F, Supporting Information). The ubiq-
uitination of g-TrCP is specifically regulated by OTUD6B but no
other OTU family members, since the ubiquitylation status of -
TrCP did not change in OTUDGA- or OTUD2-knockdown cells
(Figure S2G, Supporting Information). In addition, OTUD6B
specifically removed the K48 ubiquitin chain (Figure 2M), which
mediate protein stability,!3] further supporting the notion that
OTUDGB stabilizes g-TrCP protein via deubiquitination. Collec-
tively, these results suggest that OTUDG6B functions as a bona
fide DUB that directly targeting and stabilizing -TrCP.

2.3. OTUDG6B Reduces Tumor-Initiating Cell Properties of
Esophageal Squamous Cell Carcinoma Cells via -TrCP

Given the important roles of g-TrCP in ESCC development, we
wonder if OTUDGB also plays a major role in regulating ESCC
progression. To explore the functions of OTUD6B in ESCC cells,
we performed RNA sequencing on ESCC cells with or without
OTUDG6B-knockdown. Gene ontology (GO) analysis revealed that
cell differentiation and cell migration were significantly influ-
enced by OTUDG6B-knockdown (Figure 3A and Figure S3A, Sup-
porting Information). These results suggest that OTUD6B may
regulate stemness and TIC properties of ESCC cells. Consistent
with this note, we found that the expression levels of several key
stem cell markers, including SOX2, NANOG, and CK14, were
significantly decreased upon OTUDGB overexpression but in-
creased when OTUDG6B was knocked down; while the esophageal
epithelial differentiation marker CK13 was positively correlated
with OTUDGB expression (Figure 3B,C and Figure S3B,C, Sup-
porting Information). OTUDG6B regulates these stemness mark-
ers via a f-TrCP-dependent manner, since this effect was rescued

immunoprecipitation assay using anti-OTUD6B antibody or E) anti-p-TrCP antibody. F) A schematic diagram shows the structure of OTUD6B and
its truncations. The interaction of -TrCP and OTUDG6B truncations was detected by immunoprecipitation assay. G) A schematic diagram shows the
structure of B-TrCP and its truncations. The interaction of OTUD6B and f-TrCP truncations was detected by immunoprecipitation assay. H) The Ub(n)-
ubiquitinylated substrate was incubated with purified GST, GST-OTUDG6B, or USP2 for 2 h at 37 °C. USP2 was used as a positive control. The status of
ubiquitin was analyzed by immunoblotting. 1) The purified ubiquitylated Flag-g-TrCP from HEK293T cells was incubated with purified GST-OTUD6B or
GST for 2 h at 37 °C. The ubiquitination status of g-TrCP was analyzed by immunoblotting. ]) Flag-B-TrCP and HA-Ub were co-expressed with OTUD6B
or OTUD6BC38S in HEK293T cells. The ubiquitination level of #-TrCP was detected using an anti-HA antibody. K) The ubiquitination level of 4-TrCP
in OTUD6B- or OTUD6BC'385. overexpressing KYSE150 cells and L) OTUD6B-knockdown KYSE30 cells. M) HA-WT, K48, or K63 Ub (K48 and K63, all
lysines of ubiquitin except for K48 and K63 were mutated to arginines) were co-transfected with Flag-g-TrCP and OTUD6B into HEK293T cells. The
ubiquitination level of g-TrCP was detected with an anti-HA antibody. All data from a representative experiment in at least two replicates.
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Figure 3. OTUDG6B reduces TIC properties of ESCC cells via g-TrCP. A) KYSE30 cells with or without OTUD6B-knockdown were subjected to RNA-seq
and gene ontology (GO) analysis. A bubble chart shows the partial enriched terms of biological processes. The RNA-sequencing data are available at the

Gene Expression Omnibus (GEO) database (accession GSE209521).

B) The levels of SOX2, NANOG, CK14, and CK13 in the indicated KYSE150 cells

and C) KYSE30 cells. Data from a representative experiment in at least two replicates. D) The spheroid formation capacity of the indicated KYSE150 cells

Ady. Sci. 2023, 10, 2207458

2207458 (6 of 15) © 2023 The Authors. Advanced Science published by Wiley-VCH GmbH



ADVANCED
SCIENCE NEWS

ADVANCED
SCIENCE

Open Access,

www.advancedsciencenews.com

by the knockdown of g-TrCP (Figure 3B,C and Figure S3B,C, Sup-
porting Information).

In addition, spheroid formation capacity was inhibited in
KYSE150 and KYSE180 cells by WT OTUDGB overexpression but
not OTUDG6BC!385, while the capacity was increased in OTUD6B-
knockdown KYSE30 and KYSE450 cells (Figure 3D,E and Fig-
ure S3D,E, Supporting Information). Limiting dilution assay re-
vealed that overexpression of OTUDGB but not OTUD6B!88S
decreased the frequency of ESCC TICs in vivo, whereas knock-
down of OTUDGB increased the frequency (Figure 3F,G and Fig-
ure S3F,G, Supporting Information). The ESCC metastasis was
also inhibited by overexpressing OTUDG6B but not OTUDGBC!88S,
but increased by knockdown of OTUDGB (Figure 3H-K and Fig-
ure S3H-K, Supporting Information). In addition, all the effects
of OTUDGB overexpression or knockdown in ESCC cells were
rescued by the knockdown or overexpression of f-TrCP respec-
tively (Figure 3D-K and Figure S3D-K, Supporting Information).
Taken together, all these results indicate an important role of
OTUDGB in suppressing ESCC stemness and progression in a
p-TrCP-dependent manner.

To further investigate the role of OTUDG6B in regulating
ESCC progression in an immune-competent setting, we gen-
erated a conditional knockout (cKO) mouse model in which
Otud6b gene can be specifically targeted in the esophageal ep-
ithelial tissue (Figure 3L and Figure S3L, Supporting Infor-
mation). There were no significant differences in body and
organ size between OtudGh!*F/L*P; ED.L2-Cre* (Otud6b cKO)
mice and Otud6b'*7/1*P: ED-1.2-Cre~ (Otud6b WT) mice (Figure
S3M,N, Supporting Information). The expression of OTUD6B
was knocked out in the esophagus of Otud6b cKO mice but not
in other organs (Figure S30, Supporting Information). To ex-
plore the role of OTUDGB in regulating ESCC progression, we
induced ESCC tumors by 4-nitroquinoline 1-oxide (4NQO) in
Otud6b WT and cKO backgrounds!™ (Figure 3M). Knockout of
OTUDGB significantly promoted the development of esophageal
carcinoma in the 4NQO-induced model (Figure 3N and Figure
S3P, Supporting Information). Compared to Otud6b WT mice,
Otud6b cKO mice had a higher incidence of induced tumors in
the esophageal epithelium (Figure 30,P). In the 4NQO-treated
groups, the body weight of Otud6b cKO mice was significantly
lower than that of wild-type mice (Figure S3Q, Supporting In-
formation). The survival of Otud6b cKO mice was significantly
poorer than that of Otud6b WT mice (Figure 3Q). We did not
find spontaneous tumorigenesis in Otud6b cKO mice until 38
weeks, indicating that loss of OTUDG6B alone is not sufficient
to induce tumorigenesis in esophageal epithelial tissue. More-
over, in the induced esophageal tumors of Otud6b cKO mice, the
expression of f-TrCP and the differentiation marker CK13 was
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decreased, and the levels of SOX2 and NANOG were increased
(Figure 3R). These results indicate that in an immune-competent
setting, OTUDGB still functions as an important tumor suppres-
sor of ESCC development.

2.4. OTUDG6B Promotes the Degradation of SNAIL

As an E3 ligase, f-TrCP mediates the degradation of several sub-
strate proteins through the UPS, including the EMT-TF SNAIL
that plays an importance role in regulating cancer stemness.[%®1°]
In addition, the expression of SNAIL was significantly inhibited
upon OTUDGB overexpression but increased when OTUD6B
was knocked down, and these effects were mediated in a g-TrCP-
dependent manner (Figure 4A,B and Figure S4A,B, Supporting
Information). Next, we performed a coimmunoprecipitation as-
say to test the interaction between OTUDG6B and several known
B-TrCP substrate proteins, including SNAIL, f-catenin and IxBa.
The results showed that OTUDG6B could bind with SNAIL but
not f-catenin or IxBa (Figure 4C). Thus, we speculated that sup-
pression the TIC properties of ESCC cells by OTUD6B might
be caused by decreased SNAIL stability in a p-TrCP-dependent
manner. As expected, overexpression of OTUDG6B increased,
while knockdown of OTUDG6B decreased, the ubiquitination level
and degradation of SNAIL in ESCC cells (Figure 4D-G and
Figure S4C-F, Supporting Information). Moreover, overexpres-
sion of SNAIL reversed the inhibition of spheroid formation
capacity and cell migration and invasion ability in OTUD6B-
overexpressing cells; knockdown of SNAIL reversed the increase
in the TIC properties of OTUD6B-knockdown cells (Figure 4H—
M and Figure S4G-L, Supporting Information). Thus, these re-
sults demonstrated that OTUDGB inhibited TIC properties of
ESCC cells by decreasing SNAIL stability.

2.5. Reduced OTUDG6B Predicts a Poor Prognosis in Esophageal
Squamous Cell Carcinoma Patients

We next examined the clinical importance of the OTUDG6B-g-
TrCP-SNAIL axis and their predictive power of ESCC prognosis.
OTUDGB was decreased in ESCC tissues compared to their adja-
cent normal tissues (Figure 5A,B). In support of the notion that
OTUDGB enhances f-TrCP protein stability and thus decreases
SNAIL protein level, we found a significant positive correlation
between OTUDG6B and B-TrCP protein levels in ESCC tissues
(Figure 5C) and a negative correlation between OTUDG6B and
SNAIL protein levels (Figure 5D). Additionally, we thoroughly an-
alyzed the relationship between OTUDGB protein levels and sev-

and E) KYSE30 cells. Scale bars, 500 um. n = 3, mean + SEM, unpaired t-test, ** p < 0.01, *** p < 0.001, NS, not significant (p > 0.05). F) The indicated
KYSE150 cells and G) KYSE30 cells were subcutaneously injected into BALB/c nude mice to detect the tumor formation rates. H) The migration and

< 0.0001, NS, not significant (p > 0.05). J) The indicated KYSE150 cells and K) KYSE30 cells were injected into the tail vein of NOD/SCID mice. Lung
metastasis was detected by bioluminescence imaging. n = 6, mean + SD, unpaired t-test, * p < 0.05, ** p < 0.01, NS, not significant (p > 0.05). L) A
model of Otud6b esophageal epithelium-specific conditional knockout (cKO) mice. M) A schematic diagram shows the 4NQO-induced carcinogenesis
model. N) Representative images of the esophagus in 4NQO-induced Otud6b WT and cKO mice. O) The tumor formation rates and P) tumor number
of the esophagus in 4NQO-induced Otud6b WT and cKO mice. n = 10, mean + SD, unpaired t-test, * p < 0.05. Q) The overall survival of Otud6b WT
and cKO mice treated with 4NQO. n = 15, Pearson’s test. R) IHC staining of the indicated proteins in the esophagus of 4NQO-induced Otud6b WT and
cKO mice.
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Figure 4. OTUD6B promotes the degradation of SNAIL. A) The levels of SNAIL in the indicated KYSE150 cells and B) KYSE30 cells were detected by
immunoblotting. C) Flag-p-catenin, flag-SNAIL, or flag-lxBa was co-transfected with OTUD6B into HEK293T cells. Their interactions were detected by
immunoprecipitation assay. D) The ubiquitination level of SNAIL in OTUD6B- or -TrCP- overexpressing KYSE150 cells. E) The ubiquitination level of
SNAIL in g-TrCP-knockdown or OTUD6B-knockdown KYSE30 cells. F) The degradation of SNAIL in OTUD6B-overexpressing KYSE150 cells treated with
CHX (50 ug mL~") for 15, 30, 60 min. n = 3, mean + SD, unpaired t-test, ** p < 0.01. G) The degradation of SNAIL in OTUD6B-knockdown KYSE30
cells treated with CHX (50 ug mL™") for 15, 30, 60 min. n = 3, mean =+ SD, unpaired t-test, ** p < 0.01. H) SNAIL was overexpressed in OTUD6B-
overexpressing or control KYSE150 cells. The levels of SNAIL and OTUD6B were detected by immunoblotting. 1) The spheroid formation capacity and
J) migration and invasion capabilities of the indicated KYSE150 cells. Scale bars, 500 um. n = 3, mean + SEM, unpaired t-test, *** p < 0.001, **** p <
0.0001. K) SNAIL was knocked down in OTUD6B-knockdown KYSE30 cells. The levels of SNAIL and OTUD6B were detected by immunoblotting. L) The
spheroid formation capacity and M) migration and invasion capabilities of the indicated KYSE30 cells were detected. Scale bars, 500 um. n = 3, mean +
SEM, unpaired t-test, *** p < 0.001, **** p < 0.0001. The data shown in (A)—(G) are from a representative experiment in at least two replicates.
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Figure5. Reduced OTUDG6B predicts a poor prognosis in ESCC patients. A) The expression of OTUD6B and SNAIL in 85 paired ESCC and adjacent normal
tissues was detected by immunohistochemistry, and B) the relative expression of OTUD6B was analyzed. Paired t-test, *** p < 0.001. C) The expression
of OTUDGB is positively correlated with B-TrCP and D) negative correlated with SNAIL in ESCC samples. Pearson’s test. E) The expression of OTUD6B
in 128 ESCC tissues was detected by immunohistochemistry, and F) stratified by tumor pathological stage or G) lymph node metastasis. unpaired t-test,
**%% p < 0.0001. H) Kaplan-Meier plot of disease-free survival and 1) overall survival of 128 ESCC patients stratified by OTUD6B expression. Two-sided
log-rank test. ]) Kaplan-Meier plot of the overall survival of ESCC patients stratified by OTUD6B expression using the PRJCA004501 datasets. Two-sided

log-rank test.

eral key pathological parameters in 128 ESCC specimens (Fig-
ure 5E). The statistical analyses showed that patients with ad-
vanced pathological stages displayed a lower OTUDGB expres-
sion (Figure 5F). A lower OTUDGB level was observed in patients
with lymph node metastasis compared with those without metas-
tasis (Figure 5G). Importantly, low OTUDG6B protein level signif-
icantly correlates with poor disease-free survival and overall sur-
vival (OS) (Figure 5H,I). This correlation is further confirmed us-
ing other public datasets of ESCC samples (Figure 5] and Figure
S5A,B, Supporting Information).

2.6. OTUDGB is Critical for All-Trans Retinoic Acid-Mediated
Inhibition of Tumor-Initiating Cell Properties in Esophageal
Squamous Cell Carcinoma

When comparing the transcriptomes between OTUDG6B-
knockdown and control ESCC cells, a number of genes associ-

Adv. Sci. 2023, 10, 2207458

ated with the cellular response to retinoic acid were found to
show significant differences (Figure 3A and Figure S3A, Sup-
porting Information). ATRA is known to induce differentiation
and inhibit stemness in multiple cell types,'®! and involved
in the downregulation of some g-TrCP substrate proteins,
including TWIST, MYC, CCND1, and CTNNBL.["”] Thus, we
speculated that ATRA may selectively target ESCC cancer cells
and suppress their TIC properties. To verify this hypothesis, we
treated KYSE30 and KYSE450 cells with ATRA and examined
the expression change of OTUDG6B protein. Indeed, ATRA
treatment significantly increased OTUDG6B protein level in a
dose-dependent manner and showed little effect on OTUDGA
or OTUD2 expression (Figure 6A and Figure S6A, Supporting
Information). Consistent with the notion that OTUDG6B en-
hances g-TrCP protein stability and decreases SNAIL protein
level, ATRA treatment upregulated the level of f-TrCP and
downregulated the expression of SNAIL (Figure 6A). Moreover,
ATRA treatment could significantly decrease spheroid formation

2207458 (9 of 15) © 2023 The Authors. Advanced Science published by Wiley-VCH GmbH
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capacity, tumorigenic ability, and cell migration and invasion
ability of ESCC cells (Figure 6B—F). In ESCC patient-derived
xenograft (PDX) models, the inhibitory effect of ATRA on tu-
mor growth was also observed, and the level of OTUD6B was
positively correlated with g-TrCP and negatively correlated with
SNAIL (Figure 6G,H and Figure S6B, Supporting Information).
Taken together, these results showed that ATRA upregulated the
protein level of OTUDG6B in ESCC cells and inhibited their TIC
properties.

Interestingly, we noted that the effects of ATRA in suppressing
TIC properties were diminished in OTUDG6B-knockdown cells
(Figure 6B—F). Consistently, a drug sensitivity prediction anal-
ysis using the genomics of drug sensitivity in cancer database
found that the sensitivity of OTUD6B-knockdown cells to ATRA
was likely to be significantly lower than that of control cells
(Figure 6I). Moreover, among the PDX models examined, only
the OTUDG6B-expression ones showed an obvious response to
ATRA treatment (Figure 6G,H). To better understand these ob-
servations, we further explored the mechanism how ATRA reg-
ulates OTUDGB expression. First, we found that mRNA level of
OTUDGB in ESCC cells treated with ATRA did not change (Fig-
ure 6]), suggesting that ATRA may upregulate OTUD6B pro-
tein via regulating its translation. Thus, in cancer cells lacking
OTUDGB transcripts, ATRA would show little effects on promot-
ing OTUDGB protein level and suppressing their TIC proper-
ties. Since RARa has been reported to repress the translation
of specific mRNAs through binding with the untranslated re-
gion (UTR) of target mRNA, and this repression can be relieved
by ATRA,'8] we tested whether ATRA promoted the translation
of OTUDGB by relieving the binding of RARa to the UTR of
OTUDG6B mRNA. We found that knockdown of RARa signif-
icantly increased the protein level of OTUD6B in ESCC cells,
while ectopic expression of RARa decreased it (Figure 6K,L).
In addition, both the 5° UTR and 3’ UTR of OTUD6B mRNA
contained the specific motif for RARa binding (Figure 6M).
Using a luciferase reporter containing 5° UTR and 3’ UTR of
OTUDGB (Figure 6M), we found that ATRA promotes the lu-
ciferase translation in a RARa-dependent manner, confirming
it recognizes OTUD6B mRNA and thus regulates its transla-
tion (Figure 6N). Importantly, RNA-immunoprecipitation (RIP)
revealed that RARa bound with OTUD6B mRNA, and ATRA
treatment reduced this binding activity (Figure 60). Collectively,
these results indicated that ATRA promoted the translation of
OTUDGB via relieving RAR« binding to its mRNAs and thus re-
pressed the TIC properties of ESCC cells.

2.7. ATRA Enhances the Response of Established Esophageal
Squamous Cell Carcinoma Tumors to Anti-PD-1 Immunotherapy

To further investigate the effects of ATRA on treating ESCC
tumors in an immune-competent setting, we treated 4NQO-
induced Otud6b cKO and WT mice with ATRA (Figure 7A). There
were no significant differences in body size and organs of mice
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treated with or without ATRA, suggesting limited side-effects of
this treatment (Figure S7A,B, Supporting Information). ATRA
treatment significantly reduced the number of induced tumors
in Otud6b WT mice but not in Otud6b cKO mice (Figure 7B,C),
supporting the notion that ATRA relies on OTUD6B mRNA to
suppress ESCC progression. In addition, the survival of ATRA-
treated Otud6b WT tumor-bearing mice was significantly higher
than that of untreated mice, but there was no significant differ-
ence in Otud6b cKO mice (Figure 7D). Compared to untreated
group, the expression level of OTUD6B in ESCC tumors was
significantly increased in ATRA-treated Otud6b WT mice (Fig-
ure 7E,F).

It has been reported that ATRA can enhance the efficacy of
the anti-PD-1 antibody pembrolizumab in stage IV melanoma
patients,['l and PD-L1 has been reported as a substrate of -
TrCP.[?% In addition, in Otud6b WT mice, we found that ATRA
treatment significantly reduced the expression levels of PD-L1,
but not in Otud6b cKO mice (Figure 7G). Moreover, in ATRA-
treated Otud6b WT mice, we noticed an increase of lymphocytes
(LYMPHs) and eosinophils (EOs) counts in the peripheral blood
(Figure 7H), which has been reported to associate with favor-
able OS of patients treated with anti-PD-1 antibodies.[?!] Thus,
we treated mice bearing xenograft tumors initiated by mEC25, a
mouse ESCC cell line, with ATRA and anti-PD-1 antibody to de-
tect the role of ATRA in the anti-PD-1 immunotherapy. As shown
in Figure 7I-K, combination of ATRA and anti-PD-1 antibody
displayed more potent effects in suppressing tumor growth than
either of the single agent. The ATRA-mediated enhancement of
tumor response to anti-PD-1 treatment relies on the existence of
OTUDG6B mRNA, since in OTUD6B-knockdown ESCC tumors,
ATRA could not improve the effects of anti-PD-1 immunotherapy
(Figure 7],K). Taken together, these results demonstrate the po-
tential to develop combination therapy using ATRA and anti-PD-
1 antibodies for a cohort of OTUD6B-expression ESCC patients.

3. Discussion

p-TrCP is a key E3 ubiquitin ligase and plays important roles
in multiple human cancers including ESCC, and increases the
ubiquitination level and stability of SNAIL which plays an impor-
tance role in regulating cancer stemness.>**15 In this study,
we identified OTUDGB as a potent DUB of g-TrCP that pro-
motes f-TrCP protein stability via suppressing its ubiquitina-
tion and degradation, and interacts with SNAIL to increase the
ubiquitination level and stability of SNAIL by g-TrCP. Knock-
down of OTUDGB increases SNAIL expression through decreas-
ing p-TrCP protein stability, and accelerates ESCC tumor progres-
sion through the OTUD6B-4-TrCP-SNAIL axis (Figure 7L). More-
over, low OTUDGB expression is significantly correlated with de-
creased f-TrCP and increased SNAIL protein level in ESCC tis-
sues and predicts a poor prognosis in ESCC patients. Impor-
tantly, we found that ATRA treatment could efficiently suppress
ESCC tumor initiation and progression through promoting the

are shown in red. N) HEK293T cells were transfected with the indicated plasmids, and treated with or without ATRA (1 ug mL™"). The firefly luciferase
activity was detected and normalized to the renilla luciferase activity. n = 3, mean + SEM, unpaired t-test, *** p < 0.001. O) KYSE30 and KYSE450 cells
were treated with or without ATRA (1 pug mL™") followed by RIP assay using anti- RAR« or IgG antibodies. The data shown in (A), (G), (K), and (L) are

from a representative experiment in at least two replicates.
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Figure 7. ATRA enhances the response of established ESCC tumors to anti-PD-1 immunotherapy. A) A schematic diagram shows 4NQO-induced car-
cinogenesis in the ATRA treated model. B) The representative images and C) tumor number of the esophagus in 4NQO-induced Otud6b WT and cKO
mice treated with or without ATRA. n = 6, mean =+ SD, unpaired t-test, *** p < 0.001, NS, not significant (p > 0.05). D) The overall survival of 4NQO-
induced Otud6b WT and cKO mice treated with or without ATRA. n = 10, Pearson’s test, * p < 0.05, NS, not significant (p > 0.05). E) H&E and F) IHC
staining of OTUD6B and G) PD-L1 in the esophagus of 4NQO-induced Otud6b WT and cKO mice treated with or without ATRA. H) The numbers of
LYMPHs and EOs in the peripheral blood of 4NQO-induced Otud6b WT and cKO mice treated with or without ATRA. n = 6, mean + SD, unpaired t-test,
*%p < 0.01, *** p < 0.001, **** p < 0.0001, NS, not significant (p > 0.05). I) A schematic diagram shows the ATRA and mouse anti-PD-1 (anti-mPD-1)
combination therapy. J) The tumor images and K) tumor weigh of the indicated mEC25 cells with or without knockdown of OTUD6B. n = 5, mean +
SD, unpaired t-test, * p < 0.05, ** p < 0.01, NS, not significant (p > 0.05). L) A model shows that ATRA promotes the translation of OTUD6B which
plays an important role in suppression of the TIC properties of ESCC through regulating ubiquitination of 8-TrCP and SNAIL. The figure was created with
BioRender.com.

NC shOTUD6B Proteasome

translation of OTUDGB. In immune-competent mouse models,
ATRA treatment enhances the response of established ESCC tu-
mors to anti-PD-1 immunotherapy, implying that combination
therapies using ATRA and immune checkpoint inhibitors may
be a better therapeutic option for certain ESCC patients.

Ady. Sci. 2023, 10, 2207458

OTUDGB is a member of the ovarian tumor protease (OTU)
family and was initially considered as an inactive DUB.[22I Tt
has been reported to regulate protein synthesis in non-small
cell lung cancer cells®)! and inhibit hepatocellular carcinoma
metastasis independent of its catalytic activity.>*] Here we show
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that OTUDGB reduces Ub(n)-ubiquitinylated substrates, espe-
cially polyubiquitin chains, demonstrating that it is a bona fide
DUB. The catalytic activity of OTUDGB is essential to regulate -
TrCP and SNAIL protein stability and to suppress the TIC prop-
erties of ESCC cells.

ATRA has been reported for its function in treating acute
promyelocytic leukaemia patients.[’] An increasing number of
studies have demonstrated that ATRA inhibits TIC properties
in various solid cancer types.!?’] For example, ATRA promotes
the differentiation of GBM stem cells and thus suppresses tu-
mor growth by regulating the Notch pathway.2°*! Here, we found
that ATRA suppressed ESCC tumor initiation and progression
by promoting OTUDGB translation and inhibiting TIC proper-
ties of ESCC cancer cells. Importantly, ATRA could increase the
response of established ESCC tumors to anti-PD-1 immunother-
apy. Given the fact that only a proportion of ESCC patients re-
spond to immune checkpoint inhibitors, combination of ATRA
and anti-PD-1 hold the promise to increase the percentage of
ESCC patients to benefit from anti-PD-1 immunotherapy. More-
over, we found that ATRA promotes OTUDGB translation by re-
lieving RARa binding to its mRNAs. As a result, the tumor sup-
pressive effects of ATRA require the existence of OTUD6B tran-
scripts, which suggests that OTUDGB transcript level can serve
as a biomarker to predict whether ATRA would benefit specific
ESCC patients.

4. Experimental Section

Cell Culture:  The human ESCC cell lines KYSE series were generously
provided by Dr. Shimada Y. and cultured in RPMI/1640 medium (HyClone,
USA) supplemented with 10% fetal bovine serum (HyClone, USA).[27] The
HEK293T cell line was purchased from American Type Culture Collection
(ATCC) and cultured in DMEM (HyClone, USA) plus 10% fetal bovine
serum. The mEC25 cell line was generously provided by Dr. Li Fu and cul-
tured in DMEM (HyClone, USA) plus 10% fetal bovine serum.28] All cell
lines were validated by short tandem repeat (STR) DNA fingerprinting and
confirmed to free of mycoplasma contamination.

Plasmids, Reagents, and Antibodies: OTUD6B, OTUD6BC'38S p.TrCP
and SNAIL were inserted into the pLVX-IRES vector. The OTUD6B and
B-TrCP truncated mutants were cloned into the pEBG-GST vector. RARa
was inserted into pENTER vector. The DUBs (including ATXN3, BRCC3,
COPSS5, USP15, USP47, UCHL1, OTUBT1, OTUD6B, and VCPIP1) were
cloned into the pcDNA3 vector. The OTUD6B shRNA, -TrCP, and SNAIL
shRNA sequences were cloned into the pSIH-HT vector. The siRNAs
targeting RARa were purchased from RiboBio (Guangzhou, China). All
primers used for plasmid construction and the target sequences of
shRNAs and siRNAs are shown in Table S1, Supporting Information.

The reagents were as follows: ATRA (Sigma, USA), MG132 (Sigma,
USA), CHX (Sigma, USA), cisplatin (Sigma, USA), 4-nitroquinoline 1-oxide
(4NQO, Sigma, USA), XenoLight D-Luciferin K+ salt (PerkinEImer, USA),
TRIzol (Invitrogen, USA), puromycin (Sangon Biotech, China), G418
(Sigma, USA), 4,6-diamidino-2-phenylindole (DAPI, Sangon Biotech,
China).

The information on antibodies used in this study is provided in Table
S2, Supporting Information.

GST-Tagged Protein Purification: OTUDG6B was cloned into the bacte-
rial expression vector pGEX-6P-1. GST-OTUD6B was expressed in E. coli
BL21 (DE3) under 0.5 mm IPTG at 37 °C. Cells were harvested and resus-
pended in lysis buffer (50 mm Tris-HCl, 150 nM NaCl, pH 8.0) followed
by sonication. The target proteins were obtained by one-step purification
using a GST column (L00206, GeneScript).

GST Pull-Down Assay: Cells were harvested and resuspended in cell
lysis buffer (10 mm Tris-HCl pH 7.5, 150 mm NaCl, 5 mm EDTA, 1% Triton
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X-100). The cell lysates were incubated with GST-OTUD6B or GST protein
at 4 °C overnight and then incubated with GST agarose for 4 h. The beads
were washed with lysis buffer three times, and the immunoprecipitates
were analyzed by immunoblotting. The GST proteins were stained with
Coomassie Blue.

Cycloheximide Pulse-Chase Assay:  For the protein half-life assay, the in-
dicated cells were treated with CHX (50 ug mL™") for the indicated time
points, and subjected to immunoblotting.

Immunoprecipitation and In Vivo Ubiquitination Assay: For immuno-
precipitation and in vivo ubiquitination assays, the indicated cells were
treated with MG132 (20 uM) for 6 h and lysed with cell lysis buffer. The
lysates were incubated with anti-Flag M2 affinity gel or indicated antibod-
ies with protein A/G magnetic beads overnight at 4 °C. After washing with
lysis buffer, the immunoprecipitates were used for immunoblotting with
the indicated antibodies.

In Vitro Ubiquitination Assay: For the in vitro ubiquitination assay,
the Ub(n)-ubiquitinylated substrate (ab157043, Abcam) was incubated
with recombinant GST protein, recombinant GST-OTUDG6B protein or
USP2 protein in deubiquitination reaction buffer (50 mm HEPES, pH 7.5,
100 mm NaCl, 5 mm MgCl,, 1 mm ATP, 1 mm DTT, 5% glycerol) for the
indicated durations at 37 °C. The proteins were subjected to immunoblot-
ting for anti-Ubiquitin and stained with Coomassie Blue. For f-TrCP in vitro
ubiquitination assay, HEK293T cells were plated into six-well plates and
co-transfected with Flag-B-TrCP and HA-ubiquitin. After cells were treated
with MG132 (20 uM) for 6 h, ubiquitylated p-TrCP was purified by anti-
Flag M2 affinity gel. The purified ubiquitylated p-TrCP was incubated with
recombinant GST protein or recombinant GST-OTUD6B protein in deu-
biquitination reaction buffer for 2 h at 37 °C. The beads were washed with
PBS three times, and the ubiquitinated status of f-TrCP was analyzed by
immunoblotting.

Immunofluorescence Staining: The indicated cells were seeded into a
u-Slide VI chamber (ibidi, Germany). After fixation with 4% paraformalde-
hyde and permeabilization with Triton X-100, adhered cells were blocked
with 5% BSA and incubated with primary antibodies. The protein signals
were visualized by anti-rabbit IgG conjugated with Alexa Fluor 488 (#4416,
Cell Signaling Technology, USA), anti-mouse 1gG conjugated with Alexa
Fluor 555 (#4409, Cell Signaling Technology, USA), and the nuclear dye
4,6-diamidino-2-phenylindole (DAPI). The cells were imaged using a laser
confocal microscope.

Spheroid Formation Assay:  The indicated cells were plated into 24-well
low attachment plates (#3474, Corning, USA) and cultured in serum-free
DMEM/F-12 medium (Gibco, USA) supplemented with B27 (1:50, Gibco),
bFGF (10 ng mL™", Invitrogen), hEGF (20 ng mL~", Gibco), and insulin
(4 ug mL™", Gibco). Fresh medium was added every 2 days. After 2 weeks,
spheres with a diameter of at least 100 pm were counted manually.

Migration and Invasion Assays: The indicated cells suspended in
serum-free medium were plated onto Boyden chambers (3422, Corning
Incorporated, USA) with or without coated Matrigel (Corning Incorpo-
rated, USA). The bottom chambers were filled with 10% fetal bovine serum
medium. After 24 h, the bottom cells were fixed and stained with crystal
violet, and cells in three randomly selected views were photographed and
counted.

Immunohistochemical Staining: 85 paired human ESCC and adjacent
normal tissues were obtained from Nanjing First Hospital, and 128 other
ESCC specimens were collected from Zhejiang Cancer Hospital. No pa-
tients received chemotherapy or radiotherapy before surgery or had post-
operative complications after surgery. The experiments were approved by
the ethical committee of the hospitals, and all patients provided informed
consent. Immunohistochemistry staining was performed following the im-
munoperoxidase method. First, the sections were dewaxed in xylene and
dehydrated in alcohol. After antigen retrieval, the tissues were blocked with
goat serum albumin at room temperature for 1 h and incubated with pri-
mary antibody at 4 °C overnight. Finally, the slides were incubated with a
secondary antibody, stained with diaminobenzidine, and counterstained
with haematoxylin. All slides were scanned by an Aperio ImageScope sys-
tem (Leica Biosystems, USA) and scored according to the intensity of the
stained cells. The values were as follows: Negative staining, 0; weak posi-
tive, 1; positive, 2; and strong positive, 3.
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Quantitative Real-Time PCR: Total RNA was extracted from the indi-
cated cells using TRIzol reagent (Thermo Scientific, USA) and reverse
transcribed using the Quantscript RT Kit (Tiangen, China) according to
the manufacturer’s instructions. Specific quantitative real-time PCR (qRT-
PCR) assays were performed using PowerUp SYBR Green Master Mix (Ap-
plied Biosystems, USA) following the manufacturer’s instructions. The
primers used for gPCR are shown in Table S3, Supporting Information.

RNA-Immunoprecipitation: ~Cells were treated with or without ATRA
(1 ug mL™1) for 72 h. The RIP assay was performed using the Magna RIP
RNA-binding protein immunoprecipitation kit (Millipore, USA) according
to the manufacturer’s instructions. Briefly, harvested cells were lysed with
RIP lysis buffer, and immunoprecipitated with anti-RARa or control 1gG
antibodies at 4 °C overnight. The immunoprecipitated RNAs were puri-
fied and reverse transcribed to cDNA. Finally, the cDNAs were analyzed by
end-point RT-PCR and 1.5% agarose gel electrophoresis.

Dual-Luciferase Assay: Both the 5’ UTR and 3’ UTR of OTUD6B were
cloned into a luciferase reporter vector of pGL3-Promoter, as shown in
Figure 6M. The indicated plasmids and pRL-TK were co-transfected into
HEK293T cells. After 24 h, the cells were treated with or without ATRA (1 g
mL~"). Finally, both firefly and Renilla luciferases were detected using the
Dual-luciferase Reporter Assay System (Promega, USA) according to the
manufacturer’s instructions. The luciferase activities were normalized to
the Renilla luciferase activity of the internal control.

RNA Sequencing: The total RNA was extracted with TRIzol reagent (In-
vitrogen, USA), and mRNA was isolated using magnetic beads with oligo-
dT. The cDNA was subjected to end-repair and adaptor ligation using re-
verse transcriptase. The quality of the library was detected using an Agi-
lent 2700 Bioanalyzer, and the concentration of the library was detect us-
ing Qubit 2.0. The RNAs were sequenced according to Illumina’ standard
protocol. The RNA-sequencing data are available at the Gene Expression
Omnibus (GEO) database (accession GSE209521).

Mass Spectrometry:  Flag-p-TrCP or empty vector was transfected into
HEK293T cells. After 24 h, the cells were treated with MG132 (20 uM) for
6 h. Harvested cells were lysed and incubated with anti-Flag M2 affinity
gel (A2220, Sigma Aldrich, USA) at 4 °C overnight. The immunoprecipi-
tated proteins were resolved by gel electrophoresis, and the gel was silver-
stained using a Pierce Silver Stain Kit (Thermo Scientific, USA) according
to the manufacturer’s instructions. Finally, the bands were subjected to
LC-MS/MS analysis.

Animal Studies:  Otud6b conditional knockout mice (cKO, C57BL/6N
background) were generated by crossing Otud6b >/~ mice with ED-L2-
Cre mice, which were specifically expressed in the epithelia of the tongue,
forestomach, ventral neck skin, and esophagus.[?°! The LoxP locus was
located in the periphery of OTUD6B exon 2. The cKO mice were homozy-
gous for floxed OTUD6B and hemizygous for the Cre transgene. For all
experiments with Otud6b cKO mice, OtudGb WT mice served as the con-
trols. 4NQO induction began at 6 weeks of age in the above male mice.
The mice were treated with 4NQO in the drinking water at a concentration
of 100 ug mL~" for 16 weeks. After 4NQO treatment, the mice were given
normal water until sacrifice. In the ATRA treatment group, the mice were
given ATRA (5 mg kg™') by gavage three times a week.

For the in vivo metastasis assay, 1x 10 cells were injected into the tail
vein of 6-week-old male NOD/SCID mice purchased from Vital River (Bei-
jing, China). The lung metastasis was imaged by the Xenogen in vivo imag-
ing system. For the in vivo tumorigenic assay, various numbers (2 X 103,
2% 10%, 2 x 10°) of the indicated cells were subcutaneously injected into
six-week-old BALB/C nude mice (Huafukang, Beijing). The tumors were
harvested 6 weeks after injection. For in vivo ATRA therapeutic experi-
ments, mice were given ATRA (5 mg kg™") or corn oil by gavage three times
a week. After 1 week, the indicated cells were injected subcutaneously into
mice treated with ATRA or not and oral administration was continued. The
tumors were harvested four weeks after injection.

For ATRA and mouse anti-PD-1 (anti-mPD-1) combination therapeutic
experiment, 3 x 10 cells were subcutaneously injected into 6-week-old
C57BL/6N mice purchased from Vital River (Beijing, China). Mice were
given ATRA and anti-mPD-1 antibody (BE0146, Bio X Cell) as shown in
Figure 7H. Control group mice were given corn oil (gavage) and IgG2a
isotype control (intraperitoneal injection, BE0089, Bio X Cell). ATRA group
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mice were given ATRA (5 mg kg~') by gavage. Anti-mPD-1 group mice
were given anti-mPD-1 (5 mg kg™") by intraperitoneal injection. ATRA and
anti-mPD-1 combination group mice were given ATRA (5 mg kg™") by gav-
age and anti-mPD-1 (5 mg kg™') by intraperitoneal injection.

All animal experiments were approved by the Institutional Animal Care
and Use Committee of Chinese Academy of Medical Sciences Cancer Hos-
pital. The animals were all randomized to different groups.

Statistics:  Unless otherwise specified, all results are shown as the
mean + SEM of independent experiments and were analyzed by unpaired
t-test. The correlation between OTUD6B and p-TrCP or SNAIL in tis-
sue specimens was calculated using Pearson’s test. The expression of
OTUDG6B or g-TrCP in ESCC tissues and normal tissues was analyzed
by paired t-test. Survival analysis was conducted using the Kaplan-Meier
model and analyzed by a two-sided log-rank test. For the in vivo tumori-
genic assay, the tumor-initiating frequency and statistics were analyzed
by ELDA software.[3%] All other statistical analyses were performed with
GraphPad Prism 8 software. A p-value < 0.05 was considered statistically
significant and denoted as * p < 0.05, ** p < 0.01, *** p < 0.001, and ****
p < 0.0007 in all figures. NS, not significant (p > 0.05).

Supporting Information

Supporting Information is available from the Wiley Online Library or from
the author.

Acknowledgements

This study was supported by funding from the National Natural Science
Foundation of China (82188102, 82030089, 82273453), the National Key
R&D Program of China (2021YFC2501000, 2020YFA0803300), the CAMS
Innovation Fund for Medical Sciences (2021-12M-1-018, 2022-12M-2-001,
2021-12M-1-067), the Fundamental Research Funds for the Central Univer-
sities (3332021091). The authors thank Dr. Shimada Y. (Kyoto University,
Kyoto, Japan) for kindly providing the KYSE series ESCC cell lines, and Dr.
Li Fu (Shenzhen University School of Medicine, Shenzhen, China) for pro-
viding the mEC25 cell line.

Conflict of Interest

The authors declare no conflict of interest.

Author Contributions

L.L,, R.Z.,, and H.Z. designed the research and performed most experi-
ments. X.Y, Y.L, and R.F. contributed to several experiments. L.L., Y.Y,,
and Y.L. performed data analysis. |.P.K., Y.Z., C.-P.C., and L.Z. helped with
the animal experiments. L.L. and Y.Z. wrote the manuscript. L.Z. and Z.L.
supervised this project and revised the manuscript.

Data Availability Statement

The RNA-seq data in this study has been deposited in the Gene Ex-
pression Omnibus with accession code GSE209521. PRJCA004501
dataset was accessed from BIG Data Center (http://bigd.big.ac.cn/gsa).
The TCGA and GTEx data were accessed from UCSC Xena
(http://xena.ucsc.edu/). The CPTAC data were accessed from UAL-
CAN (http://ualcan.path.uab.edu/). GSE53622 dataset was accessed
from NCBI GEO (https://www.ncbi.nlm.nih.gov/geo/).

Keywords

all-trans retinoic acid, anti-PD-1, deubiquitination, metastasis, tumorige-
nesis, tumor-initiating cell property

2207458 (14 0‘F15) © 2023 The Authors. Advanced Science published by Wiley-VCH GmbH



ADVANCED

SCIENCE NEWS

ADVANCED
SCIENCE

Open Access,

www.advancedsciencenews.com

Received: December 15, 2022
Revised: March 2, 2023
Published online: April 10, 2023

(1

(2

(3]

(4]

3]

(6]

[7

(8]

(9]
(1]

(1]

(12]

(13]
(14]

(15]

Adv. Sci. 2023, 10, 2207458

a) ). Ferlay, I. Soerjomataram, R. Dikshit, S. Eser, C. Mathers, M. Re-
belo, D. M. Parkin, D. Forman, F. Bray, Int. J. Cancer 2015, 136, E359;
b) H. Sung, J. Ferlay, R. L. Siegel, M. Laversanne, |. Soerjomataram,
A. Jemal, F. Bray, Ca-Cancer J. Clin. 2021, 71, 209.

a) S. Ohashi, S. Miyamoto, O. Kikuchi, T. Goto, Y. Amanuma, M.
Muto, Gastroenterology 2015, 149, 1700; b) A. K. Rustgi, H. B. El-
Serag, N. Engl. J. Med. 2014, 371, 2499.

H. Zeng, W. Chen, R. Zheng, S. Zhang, ). S. Ji, X. Zou, C. Xia, K. Sun,
Z.Yang, H. Li, N. Wang, R. Han, S. Liu, H. Li, H. Mu, Y. He, Y. Xu, Z.
Fu, Y. Zhou, . Jiang, Y. Yang, . Chen, K. Wei, D. Fan, ). Wang, F. Fu,
D. Zhao, G. Song, . Chen, C. Jiang, et al., Lancet Global Health 2018,
6, €555.

D. S. Tekcham, D. Chen, Y. Liu, T. Ling, Y. Zhang, H. Chen, W. Wang,
W. Otkur, H. Qi, T. Xia, X. Liu, H. L. Piao, H. Liu, Theranostics 2020,
10, 4150.

a) Z. Wang, P. Liu, H. Inuzuka, W. Wei, Nat. Rev. Cancer 2014, 14, 233;
b) A. W. Lau, Front. Biosci. 2012, 17, 2197; c) J. Xu, W. Zhou, F. Yang,
G. Chen, H. Li, Y. Zhao, P. Liu, H. Li, M. Tan, X. Xiong, Y. Sun, Nat.
Commun. 2017, 8, 14002; d) S. Zhou, S. Liu, C. Lin, Y. Li, L. Ye, X. Wu,
Y. Jian, Y. Dai, Y. Ouyang, L. Zhao, M. Liu, L. Song, M. Xi, Oncogene
2020, 39, 3710.

a) W. Deng, D. B. Vanderbilt, C. C. Lin, K. H. Martin, K. M. Brundage,
J. M. Ruppert, J. Cell Sci. 2015, 128, 1123; b) B. P. Zhou, ]. Deng, W.
Xia, J. Xu, Y. M. Li, M. Gunduz, M. C. Hung, Nat. Cell Biol. 2004, 6,
931; ¢) B. Zhao, L. Li, K. Tumaneng, C. Y. Wang, K. L. Guan, Genes Dev.
2010, 24, 72; d) C. Y. Liu, Z. Y. Zha, X. Zhou, H. Zhang, W. Huang, D.
Zhao, T. Li, S. W. Chan, C. ). Lim, W. Hong, S. Zhao, Y. Xiong, Q. Y.
Lei, K. L. Guan, J. Biol. Chem. 2010, 285, 37159.

F. Ballout, H. Lu, L. Chen, K. Sriramajayam, |. Que, Z. Meng, T. C.
Wang, S. Giordano, A. Zaika, O. McDonald, D. Peng, W. El-Rifai, J.
Exp. Clin. Cancer Res. 2022, 41, 264.

A. F. Li, P. K. Hsu, C. Tzao, Y. C. Wang, |. C. Hung, M. H. Huang, H.
S. Hsu, Ann. Surg. Oncol. 2009, 16, 2486.

Y. Bi, D. Cui, X. Xiong, Y. Zhao, FEBS J. 2021, 288, 3351.

a) N. Kyprianou, S. Wei, P.-C. Chu, H.-C. Chuang, W.-C. Hung, S. K.
Kulp, C.-S. Chen, PLoS One 2012, 7,e47298; b) S. Shukla, U. S. Allam,
A. Ahsan, G. Chen, P. M. Krishnamurthy, K. Marsh, M. Rumschlag,
S. Shankar, C. Whitehead, M. Schipper, V. Basrur, D. R. Southworth,
A. M. Chinnaiyan, A. Rehemtulla, D. G. Beer, T. S. Lawrence, M. K.
Nyati, D. Ray, Neoplasia 2014, 16, 115.

D. Komander, M. J. Clague, S. Urbe, Nat. Rev. Mol. Cell Biol. 2009, 10,
550.

a) F. Bufalieri, P. Infante, F. Bernardi, M. Caimano, P. Romania, M.
Moretti, L. L. Severini, ). Talbot, O. Melaiu, M. Tanori, L. Di Magno,
D. Bellavia, C. Capalbo, S. Puget, E. De Smaele, G. Canettieri, D. Guar-
davaccaro, L. Busino, A. Peschiaroli, S. Pazzaglia, G. Giannini, G.
Melino, F. Locatelli, A. Gulino, O. Ayrault, D. Fruci, L. Di Marcotul-
lio, Nat. Commun. 2019, 10, 3304; b) A. Peschiaroli, J. R. Skaar, M.
Pagano, G. Melino, Oncogene 2010, 29, 1384.

D. Komander, M. Rape, Annu. Rev. Biochem. 2012, 81, 203.

X. H. Tang, B. Knudsen, D. Bemis, S. Tickoo, L. ). Gudas, Clin. Cancer
Res. 2004, 10, 301.

a) T. Ni, X.-Y. Li, N. Lu, T. An, Z.-P. Liu, R. Fu, W.-C. Lv, Y.-W. Zhang, X.-
J. Xu, R. G. Rowe, Y.-S. Lin, A. Scherer, T. Feinberg, X.-Q. Zheng, B.-A.
Chen, X. S. Liu, Q.-L. Guo, Z.-Q. Wu, S. ). Weiss, Nat. Cell Biol. 2016,
18, 1221; b) B. De Craene, G. Denecker, P. Vermassen, |. Taminau,

(18]

(17]

(18]
(19]

(20]

(21]

(22]

(23]

(24]

(25]

(26]

(27)

28]
(29]

(3]

www.advancedscience.com

C. Mauch, A. Derore, |. Jonkers, E. Fuchs, G. Berx, Cell Death Differ.
2014, 21, 310.

a) D. Kim, B. H. Choi, I. G. Ryoo, M. K. Kwak, Cell Death Dis. 2018, 9,
896; b) D. L. Crowe, Cancer Res. 1998, 58, 142.

a) J. Lin, W. Zhang, L. T. Niu, Y. M. Zhu, X. Q. Weng, Y. Sheng, |. Zhu,
J. Xu, Clin. Cancer Res. 2019, 25, 6228; b) Y. Yu, Y. Wang, X. Fei, Z.
Song, F. Xie, F. Yang, X. Liu, Z. Xu, G. Wang, Cardiovasc. Drugs Ther.
2021, 35, 103; c) S. Kozono, Y. M. Lin, H. S. Seo, B. Pinch, X. Lian,
C. Qiu, M. K. Herbert, C. H. Chen, L. Tan, Z. |. Gao, W. Massefski,
Z. M. Doctor, B. P. Jackson, Y. Chen, S. Dhe-Paganon, K. P. Lu, X. Z.
Zhou, Nat. Commun. 2018, 9,3069; d) L. M. Lee, E. G. Christodoulou,
P. Shyamsunder, B. ). Chen, K. L. Lee, T. K. Fung, C. W. E. So, G. C.
Wong, E. Petretto, O. J. L. Rackham, S. T. Ong, Oncogene 2022, 41,
5160.

M. M. Poon, L. Chen, Proc. Natl. Acad. Sci. USA 2008, 105, 20303.
R. P. Tobin, D. T. Cogswell, V. M. Cates, D. M. Davis, |. S. W. Borgers,
R. J. Van Gulick, E. Katsnelson, K. L. Couts, K. R. Jordan, D. Gao, E.
Davila, T. M. Medina, K. D. Lewis, R. Gonzalez, R. W. McFarland, W.
A. Robinson, M. D. McCarter, Clin. Cancer Res. 2022, https://doi.org/
10.1158/1078-0432.CCR-22-2495

C. W. Li, S. O. Lim, W. Xia, H. H. Lee, L. C. Chan, C. W. Kuo, K. H.
Khoo, S. S. Chang, J. H. Cha, T. Kim, J. L. Hsu, Y. Wu, J. M. Hsu, H.
Yamaguchi, Q. Ding, Y. Wang, ). Yao, C. C. Lee, H. J. Wu, A. A. Sahin, ].
P. Allison, D. Yu, G. N. Hortobagyi, M. C. Hung, Nat. Commun. 2016,
7, 12632.

a) B. Weide, A. Martens, ). C. Hassel, C. Berking, M. A. Postow, K.
Bisschop, E. Simeone, ). Mangana, B. Schilling, A. M. Di Giacomo,
N. Brenner, K. Kahler, L. Heinzerling, R. Gutzmer, A. Bender, C. Geb-
hardt, E. Romano, F. Meier, P. Martus, M. Maio, C. Blank, D. Schaden-
dorf, R. Dummer, P. A. Ascierto, G. Hospers, C. Garbe, |. D. Wolchok,
Clin. Cancer Res. 2016, 22, 5487; b) Y. Nakamura, S. Kitano, A. Taka-
hashi, A. Tsutsumida, K. Namikawa, K. Tanese, T. Abe, T. Funakoshi,
N. Yamamoto, M. Amagai, N. Yamazaki, OncoTargets Ther. 2016, 7,
77404.

T. E. Mevissen, M. K. Hospenthal, P. P. Geurink, P. R. Elliott, M.
Akutsu, N. Arnaudo, R. Ekkebus, Y. Kulathu, T. Wauer, F. El Oualid, S.
M. Freund, H. Ovaa, D. Komander, Cell 2013, 154, 169.

A. Sobol, C. Askonas, S. Alani, M. |. Weber, V. Ananthanarayanan, C.
Osipo, M. Bocchetta, Mol. Cancer Res. 2017, 15, 117.

X. Liu, X. Zhang, Z. Peng, C. Li, Z. Wang, C. Wang, Z. Deng, B. Wu,
Y. Cui, Z. Wang, C. P. Cui, M. Zheng, L. Zhang, Adv. Sci. 2020, 7,
1902040.

M. S. Tallman, ). W. Andersen, C. A. Schiffer, F. R. Appelbaum, J. H.
Feusner, A. Ogden, L. Shepherd, C. Willman, C. D. Bloomfield, J. M.
Rowe, P. H. Wiernik, N. Engl. J. Med. 1997, 337, 1021.

a) J. M. Whitworth, A. I. Londono-Joshi, J. C. Sellers, P. J. Oliver, D. D.
Muccio, V. R. Atigadda, J. M. Straughn Jr,, D. J. Buchsbaum, Gynecol.
Oncol. 2012, 125, 226; b) M. Ying, S. Wang, Y. Sang, P. Sun, B. Lal, C.
R. Goodwin, H. Guerrero-Cazares, A. Quinones-Hinojosa, |. Laterra,
S. Xia, Oncogene 2011, 30, 3454; ) S. Huang, Y. Chen, Z. M. Liang,
N. N. Li, Y. Liu, Y. Zhu, D. Liao, X. Z. Zhou, K. P. Lu, Y. Yao, M. L. Luo,
Front. Cell Dev. Biol. 2019, 7,322; d) O. Arrieta, C. H. G.-D. la Rosa, E.
Arechaga-Ocampo, G. Villanueva-Rodriguez, T. L. Ceron-Lizarraga, L.
Martinez-Barrera, M. E. Vazquez-Manriquez, M. A. Rios-Trejo, M. A.
Alvarez-Avitia, N. Hernandez-Pedro, C. Rojas-Marin, . De la Garza,
J. Clin. Oncol. 2010, 28, 3463.

Y. Shimada, M. Imamura, T. Wagata, N. Yamaguchi, T. Tobe, Cancer
1992, 69, 277.

T. Huang, . Yang, B. Liu, L. Fu, Cancer Commun. 2020, 40, 316.

M. P. Tetreault, Y. Yang, J. Travis, Q. C. Yu, A. Klein-Szanto, . W. Tobias,
J. P. Katz, Gastroenterology 2010, 139, 171.

Y. Hu, G. K. Smyth, J. Immunol. Methods 2009, 347, 70.

2207458 (15 of 1 5) © 2023 The Authors. Advanced Science published by Wiley-VCH GmbH



