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DDA1, a novel oncogene, promotes lung cancer progression
through regulation of cell cycle
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Abstract

Lung cancer is globally widespread and associated with high morbidity and mortality. DDA1 (DET1 and DDB1 associated 1) was first discovered
and registered in the GenBank database by our colleagues. DDA1, an evolutionarily conserved gene, might have significant functions. Recent
reports have demonstrated that DDA1 is linked to the ubiquitin—proteasome pathway and facilitates the degradation of target proteins. However,
the function of DDA1 in lung cancer was previously unknown. This study aimed to investigate whether DDA1 contributes to tumorigenesis and
progression of lung cancer. We found that the expression of DDA1 in normal lung cells and tissue was significantly lower than that in lung can-
cer and was associated with poor prognosis. DDA1 overexpression promoted proliferation of lung tumour cells and facilitated cell cycle pro-
gression in vitro and subcutaneous xenograft tumour progression in vivo. Mechanistically, this was associated with the regulation of S phase
and cyclins including cyclin D1/D3/E1. These results indicate that DDA1 promotes lung cancer progression, potentially through promoting
cyclins and cell cycle progression. Therefore, DDA1 may be a potential novel target for lung cancer treatment, and a biomarker for tumour
prognosis.
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Introduction

DDA1 was first discovered by our colleagues through the serological
analysis of recombinant cDNA expression libraries (SEREX) tech-
nique as a gene encoding a 1086-bp cDNA and a 309-bp open read-
ing frame [1]. DDA1 encodes an 11-kD protein with 102 amino acid
residues. DDA1 orthologs share 82-92% identity and include those
of Arabidopsis, invertebrates and vertebrates [2, 3]. We thus sug-
gested that DDA1 could have a very important biological function
across these species. DDA1, together with DET1 and DDB1, forms
the DDD complex, which is recruited to specific UBE2E (E2 ubiquitin
ligase) enzymes such as UBE2E1, UBE2E2 and UBE2E3 to form
DDD-E2 complexes [3]. Components of the DDD-E2 complexes
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provide a platform for interaction with Cullin4A (Cul4A) and beta-
transducing (also called WD40) repeat proteins, which indicated that
this complex might be involved in ubiquitination and subsequent
proteasomal degradation of target proteins [2, 4]. Moreover, DDA1
was shown to be a core subunit of multiple Culd-based E3 ligases
(CRLs) and could regulate CRL4s [5]. In addition, DDA1 was also
shown to interact with oncoproteins such as EIF3S10, PSAP and
ACTN4 [6]. These results indicate that DDA1 might be involved in
tumour formation and progression.

Lung cancer is the leading cause of cancer-related mortality in the
United States, accounting for more deaths than breast, prostate,
colon and pancreatic cancers combined [7]. This disease is often
diagnosed at a more advanced stage and has poor prognosis. The
combination of platinum-based drugs and third-generation anticancer
drugs or molecular targeted therapies has been used for its clinical
treatment [8]. However, drug resistance leads to cancer recurrence.
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Therefore, the development of more effective molecular targets is
important to improve current therapies for lung cancer treatment.
Whether DDA1 has prognostic or therapeutic value in patients with
lung cancer has not been previously assessed.

Loss of growth control is a hallmark of all cancers [9], including
lung cancer. Major regulatory events leading to cell proliferation occur
in the G1 phase, including the uncontrolled expression of cyclins.
Cyclin E1, one of the most important cyclins, specifically drives the
G1/S-phase transition during this process. Cyclin E1 binds to and
activates cyclin-dependent kinase (CDK) 2, leading to phosphorylation
of downstream substrates that control the initiation of DNA replication
and other S-phase events [10]. Up-regulation of cyclin E1 has been
found in a variety of human cancers including breast, ovarian, col-
orectal and lung [10-14]. Furthermore, D-type cyclins are also impor-
tant in cancer, as they represent the ultimate downstream targets of
many oncogenic pathways [15, 16]. D-cyclins, binding and activating
CDK4 and CDK6, phosphorylate the retinoblastoma tumour suppres-
sor protein (pRB), and pRB-like p107 and p130 proteins, leading to
activation of E2F transcription factors [17]. E2Fs then activate several
downstream target genes that are required for the entry of cells into
the DNA synthesis (S) phase [17]. Amplification of individual cyclin D
genes and overexpression of their encoded proteins have been docu-
mented in a large proportion of human cancers [18].

These results motivated us to investigate whether DDA1 partici-
pates in lung cancer tumorigenesis and tumour progression through
the regulation of cyclins and cell cycle progression and thus could
serve as a prognostic biomarker for lung cancer. Here, we demon-
strated that DDA1 levels were increased in both lung adenocarcinoma
and lung squamous cell carcinoma and that high expression of DDA1
was associated with poor prognosis. DDA1 promoted lung cancer cell
proliferation, increased cell cycle progression in vitro through G1/S
transition and S-phase acceleration and regulation of cyclins. In addi-
tion, inhibition of DDA1 was shown to suppress tumorigenesis in vivo
in a subcutaneous xenograft mouse model. Taken together, these
results indicate that DDA1 promotes the progression of lung cancer
by regulating the cell cycle, especially S phase, and cyclins such as
cyclin D1/D3. DDA1 could be a powerful indicator of tumour progno-
sis in patients with lung cancer.

Materials and methods

Cell culture, transfection and plasmids

MRC-5, NCI-H292, NCI-H526, 95-D, NCI-H441, NCI-H358, A549, NCI-
H1299, Calu-1, NCI-H460, SPC-A1, NCI-H1975, NCI-H69, NCI-H446, NCI-
H1993 and NCI-H2228 cell lines were obtained from the American Type
Culture Collection (ATCC, Manassas, VA, USA). Cells were cultured in
RPMI-1640 (Gibco, Long Sheng Industry Park, Beijing, China) with 10%
FBS (Gibco, Auckland, NZ, USA) and 1% penicillin and streptomycin with
humidity at 37°C and 5% CO,. Cells were transfected by X-tremeGENE HP
DNA Transfection Reagent (Roche, Indianapolis, IN, USA). Plasmids
pcDNA3.1(+) (Mock), pcDNA3.1(+)-DDA1 (DDA1), pRNA-U6.1-CTL
(shMock) and pRNA-U6.1-shDDA1 (shDDA1) were purchased from Gen-
Script (Nanjing, China). All shRNA sequences are shown in Table S1.
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Tissue microarrays and immunohistochemistry
(IHC)

Tissue microarrays containing FFPE (formalin-fixed paraffin-embedded)
samples of lung cancer, adjacent tissue and normal lung tissues were
purchased from US Biomax, Inc. (Rockville, MD, USA, LC10012,
n=100; T047, n= 18). Tissue microarrays with survival data were
purchased from Shanghai Outdo Biotech CO. LTD. (Shanghai, China,
HLug-Ade150Sur-02, n = 150; HLug-Squ150Sur-02, n = 150). The
institutional review board approved the use of de-identified samples;
informed consent was obtained from all patients. A total of 418 tissues
were analysed for DDA1 expression by IHC according to the manufac-
turer's recommendations (Vector Lab Inc., Burlingame, CA, USA). IHC
scores were calculated as previously described [19].

Quantitative PCR (qPCR), western blotting and
immunofluorescence

qPCR, Western blotting and immunofluorescence were performed as
described previously [20]. For 5-bromo-2’-deoxyuridine (BrdU) stain-
ing, Cells were probed by BrdU incorporation for 30 min., and then,
cells were fixed and treated with 1.5 M HCI for 30 min. at room tem-
perature and washed before blocking. Primers used for gPCR are
summarized in Table S2. Antibodies are provided in supplemental
materials.

In vitro cell growth and colony formation assay

For cell growth assays, transfected cells were seeded at 2 x 10° cells
per well and six wells for each group in 96-well plates. A Cell Counting
Kit-8 (Dojindo, Shanghai, China) was used, and absorbance was mea-
sures at 450 nm for each well at different time-points using a micro-
plate reader (Thermo fisher scientific, Waltham, MA, USA). For colony
formation assays, transfected cells were plated at 500-1000 cells per
well and three wells for each group into six-well plates and cultured for
approximately 14 days, followed by crystal violet staining.

Flow cytometry assay for cell cycle

Cells were collected and fixed with 70% ethanol. The cell pellet was
then treated with 50 pg/ml propidium iodide (Pl, Sigma-Aldrich,
St. Louis, MO, USA) containing 0.1 mg/ml RNase A (Sigma-Aldrich)
and 0.1% Triton X (Sigma-Aldrich), which was followed by flow cyto-
metric analysis (BD Biosciences, San Jose, CA, USA). Data were anal-
ysed using FlowJo 9.1 software (Tree Star Inc., Ashland, OR, USA).

Cell synchronization and cell cycle analyses

For thymidine and nocodazole blocking and release experiments, cells
were treated with 2 mM thymidine (Sigma-Aldrich) for 24 hrs and
released for 9 hrs, followed by 200 ng/ml nocodazole (Sigma-Aldrich)
for 12-18 hrs. For cell cycle analyses, processing was performed as
described previously herein.
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Xenograft tumours in nude mice

Lung cancer cells A549/LV-mock, A549/LV-DDA, H1299/LV-shMock and
H1299/LV-shDDA1 (1 x 107 cells in 100 pl of RPMI-1640) were
injected subcutaneously into the flanks of female BLAB/c nude mice
(5 week old, Vital River Laboratories (VRL), China). Tumour size was
determined by collecting length and width with a sliding caliper every
3days, and calculating the tumour volume (mm®) as
length x (width)? x 0.52. When mice were killed, tumours from each
animal were collected, weighed and used for histopathological studies
and Western blotting. Procedures involving animals conformed to the

guidelines of the Institutional Animal Care and Use Committee of West
China Hospital, Sichuan University.

Statistical analysis

A chi-square test or Fisher's exact test was used to compare the differ-
ences in categorical variables. A Student’s f-test or an one-way analysis
of variance was used to analyse differences in continuous variables. A
two-way anova analysis, Huynh—Feldt correction and Tukey’s range test
were used to analyse tumour volumes. Kaplan-Meier analysis with
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Fig. 1 DDA1 expression profile in mouse tissue and different human lung cancer cell lines. (A) Upper panel: whole-cell lysates of 6-week-old C57BL/
6j mouse organs or tissue were analysed for DDA1 and GAPDH (as a loading control) protein expression by Western blot analysis. Lower panel:
immunoblot densities of DDA1 and GAPDH were quantified using Image-Pro Plus version 6.0 (Media Cybernetics, Inc. Rockville, MD, USA), and
relative DDA1 expression versus GAPDH was determined (n =3, data is shown as mean + S.E.M.). (B) DDA1 expression and f-actin mRNA
expression in mouse tissue were quantified by qRT-PCR, and the relative expression of DDA1 versus B-actin is illustrated (n = 3, data are shown as
mean + S.E.M.). (C) Upper panel: whole-cell lysates of normal lung fibroblast cells (MRC-5) and 15 lung cancer cell lines were analysed for DDA1
and GAPDH protein expression by Western blot analysis. Lower panel: relative DDA1 expression versus GAPDH (n = 3, *#*P < 0.001, Student’s
ttest). (D) DDA1 expression and f-actin mRNA expression in MRC-5 and lung cancer lines were quantified by qRT-PCR, and the relative DDA1
versus B-actin levels are illustrated (n = 3, *P < 0.05, **P < 0.01, ***P < 0.001, Student’s t-test).
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Fig. 2 DDA1 promotes lung cancer cell proliferation in vitro and in vivo. (A) A549 and H441 cells were transfected and cultured for 48 hrs. Whole-cell lysates
were used to validate DDA1 and GAPDH (as a loading control) expression by Western blot analysis. (B) H1299 and H292 cells were transfected and then trea-
ted and analysed as in (A). (C) A549 and H441 cells were plated in 96-well plates, and CCK8 measurements were performed every day as indicated (n = 6,
wkP < (0,001, Student’s ttest). (D) H1299 and H292 cells were plated in 96-well plate, and CCK8 measurements were performed every day as indicated
(n =6, ***P < 0.001, Student’s t-test). (E, G) A549 and H441 cells were subjected to colony formation assays in six-well plates and cultured for 14 days fol-
lowed by crystal violet staining. Colony number was calculated and analysed (n = 3, **P < 0.01, ***P < 0.001, Student’s t-test). (F, H) H1299 and H292 cells
were subjected to colony formation assays as in (E, G) (7 = 3, **P < 0.01, ***P < 0.001, Student’s ttest). (I, J) Tumour volume (n = 5, *P < 0.05, two-
way anova) and end-stage tumour weight (n = 5, *P < 0.05, Student’s -test) after injection of A549 cells stably transduced with lentivirus mock (Mock) or len-
tivirus DDA1 (DDAT1) into nu/nu mice (n=15). (K, L) Tumour volume (n =5, ***P < 0.001, two-way anova) and end-stage tumour weight (n =5,
*#P < 0.01, Student’s t-test) after injection of H1299 cells stably transduced with lentivirus shmock (shMock) or lentivirus shDDA1 (shDDA1) into nu/nu mice.

DDA1 protein and mRNA by Western blot and RT-PCR, respec-
tively, in 14 types of organs or tissues of C57BL/6j mouse under
normal physiological conditions. We found that DDA1 expression
was relatively lower in the lung and heart, while it was relatively
higher in the spleen and thymus (Fig. 1A and B). We further won-
dered whether DDA1 was dysregulated in lung cancer cell lines
compared to normal lung cells. Lung fibroblast MRC-5 cells were
used as a normal control, and 15 different lung cancer cell lines
were assessed, and we found that both protein and mRNA were

log-rank tests was used to evaluate overall survival. SPSS 22.0 statisti-
cal software (SPSS Inc., Chicago, IL, USA) was used to analyse all data.
P < 0.05 was regarded as statistically significant.

Results

DDA1 expression profile in mouse tissue and

lung cancer lines

As a novel gene, the DDA1 expression profile had not been docu-
mented in mouse tissues and organs, previously. We analysed

© 2017 The Authors.

higher in cancer cell lines than in normal cells (Fig. 1C and D).
These results indicate that the overexpression of DDA1 in lung
cancer cells is common. Thus, DDA1 could be a molecular marker
of lung cancer.
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DDA1 promotes cell proliferation and colony
formation in vitro

To explore the functional role of the DDA1 in regulating lung cancer

development in vitro, DDA1 was overexpressed in A549 and H441
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cells, which express endogenous DDAT at a low level, through trans-
fection with a plasmid encoding DDA1 (Fig. 2A). In addition, knock-
down of DDA1 was achieved in H1299 and H292 cells, which express
high levels of endogenous DDA1, through transfection with a plasmid
expressing a short hairpin RNA targeting DDA1 (shDDA1) (Figs 2B

© 2017 The Authors.
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Fig. 3 DDA1 affects cell cycle progression and G1/S transition. (A) A549 cells were transfected and cultured for 24 hrs followed by CFDA-SE stain-
ing. CFDA-SE fluorescence intensity was measured by flow cytometry after staining (0 days, red curve) or 4 days (blue curve). The vertical lines
indicated the same values, respectively. (B) H1299 cells were transfected, treated and analysed as in (A). (C) A549 cells were transfected and cul-
tured for 2 days followed by PI staining and flow cytometry for cell cycle analysis. Data were analysed by GraphPad Prism 6. The ratio of GO/G1
phase was decreased, and the proportion of cells in S and G2/M phases was significantly increased after overexpression of DDA1. (n=3,
**p < (.01, ***+P < 0.001, Student’s t-test). (D) H1299 cells were transfected and treated as in (C). The ratio of GO/G1 phase was increased, and
proportion of cells in S and G2/M phases was significantly decreased after inhibition of DDA1. (n = 3, **P < 0.01, ***P < 0.001, Student’s f-test).
(E) A549 cells were transfected and cultured for 24 hrs followed by synchronization to G2/M phase by thymidine and nocodazole. The cells were
released from blocking for indicated times and analysed by PI staining and flow cytometry. The proportion of S-phase cells was significantly
increased after 6 hrs. (n =3, *P < 0.05, Student’s ttest). (F) H1299 cells were transfected and treated as in (E). The percentage of S-phase cells
was decreased significantly after 10 hrs. (n = 3, ***P < 0.001, Student’s ttest). (G, H) A549 and H1299 cells were transfected and cultured for
48 hrs. Cells were then probed by BrdU incorporation for 30 min. followed by anti-BrdU antibody and DAPI staining. The BrdU-positive cells were
counted and analysed by GraphPad Prism 6. Data are presented as mean + S.E.M. of three individual experiments. (n=3, *P < 0.05,

*kP < (0,001, Student’s t-test).

and S1). Overexpression of DDA1 promoted cell proliferation signifi-
cantly in both A549 (Mock: 2.181 & 0.013 versus DDA1:
2.593 + 0.044) and H441 (Mock: 1.021 + 0.005 versus DDA1:
1.253 + 0.022) cells (Fig. 2C); in contrast, inhibition of
DDA1 reduced cell viability in both H1299 (shMock: 1.688 + 0.043
versus shDDA1: 1.193 + 0.045) and H292 (shMock: 0.751 + 0.012
versus shDDA1: 0.520 + 0.007) cells (Fig. 2D). Furthermore, the
colony number increased significantly with up-regulation of DDA1 in
A549 (Mock: 231.0 & 8.327 versus DDA1: 373.0 + 10.69) and
H441 (Mock: 173.7 & 10.27 versus DDA1: 268.3 + 14.40) cells
(Fig. 2E and G), whereas colony formation of H1299 (shMock:
315.0 & 18.93 versus shDDA1: 128.3 + 19.65) and H292 (shMock:
447.7 + 20.51 versus shDDA1: 314.0 + 11.02) cells was hindered
following inhibition of DDAT1 expression (Fig. 2F and H). Taken
together, DDA1, in lung cancer cells, determined the cell proliferative
and colony formation abilities in vitro.

DDA1 promotes tumour progression in a
xenograft model

To explore whether the expression of DDA1 affects lung cancer growth
in vivo, we transplanted A549 cells with or without DDA1 stable over-
expression into nu/nu mice. Up-regulation of DDA1 accelerated
tumour growth in vivo (tumour volume: Mock: 631.6 + 131.3 mm®
versus DDA1: 1080 + 116.0 mm3, n=5, P<0.05; and tumour
weight: Mock: 0.566 + 0.091 g versus DDA1: 0.950 + 0.106 g,
n=>5, P<0.05) (Fig. 2| and J). In contrast, we also transplanted
H1299 cells with or without shRNA-mediated stable knockdown of
DDAT1 into nu/nu mice. Deficiency in DDA1 significantly inhibited
tumour growth, based on reductions in both tumour volume (shMock:
1468 + 193.8 mm® versus shDDAT: 443.6 + 151.8 mm® n=5,
P < 0.001) (Fig. 2K) and tumour weight (shMock: 1.226 + 0.193 g
versus shDDA1: 0.322 + 0.121 g, n =5, P < 0.01) (Fig. 2L). These
results indicate that DDA1 promotes cancer cell proliferation in vivo.

DDA1 affects cell cycle progression

To determine how DDAT1 affects cancer cell prognosis and cell
survival in vitro, we assessed the cell proliferation rate by

© 2017 The Authors.

CFDA-SE  (5-(and-6)-carboxyfluorescein  diacetate, succinimidyl
ester) staining and flow cytometry. After staining with CFDA-SE
for 4 days, the fluorescence intensity of A549 cells overexpressing
DDA1 was lower than that of control cells, indicating that DDA1
increased the frequency of cell division (Fig. 3A). In contrast, inhi-
bition of DDAT1 resulted in a higher proportion of cells exhibiting
high fluorescence intensity, which suggested that H1299 cells
grow slowly with ablation of DDA1 (Fig. 3B). As cell division is a
direct reflection of cell cycle, we then assessed the proportion of
cells in different cell cycle phases through PI staining and flow
cytometry. We found that DDA1 overexpression resulted in a
decreased proportion of GO/G1-phase (Mock: 55.60 + 0.69%
versus DDA1: 47.33 + 0.28%) and an increased percentage of S-
phase (Mock: 37.00 + 0.46% versus DDA1: 43.20 + 0.32%) cells
(Figs 3C and S2A), and DDA1 knockdown resulted in an increased
proportion of GO/G1-phase (shMock: 48.70 + 0.75% versus
shDDA1: 61.67 + 0.75%) and a decreased proportion of S-phase
(shMock: 34.03 + 0.67% versus shDDA1: 25.20 + 0.70%) cells
(Figs 3D and S2B). Because changes in cell cycle are closely
related to cell proliferation, these results suggest that DDA1
affects cell cycle progression resulting in cell proliferation.

DDA1 promotes G1/S-phase cell cycle transition

To examine the effect of DDA1 on different phases of cell cycle
progression, we first assessed the cell cycle following thymidine
and nocodazole synchronization. After synchronized to G2/M by
thymidine and nocodazole, cells were transferred to normal cell
culture medium for different durations and the G1/S transition to
S-phase ratio was assessed. We found that up-regulation of DDA1
resulted in reducing the G1/S transition duration and an increased
proportion of cells in S phase (6 hrs: Mock: 20.40 + 1.74% ver-
sus DDA1: 30.30 + 2.99%; 12 hrs: Mock: 32.60 + 2.58% versus
DDA1: 42.20 + 2.99%) (Figs 3E and S3A) in A549 cells. Accord-
ingly, knockdown of DDA1 in H1299 cells prolonged the G1/S
transition and decreased the percentage of cells in S phase
(10 hrs: shMock: 55.5 + 2.87% versus shDDA1: 31.8 + 1.52%)
(Figs 3F and S3B). Furthermore, to examine the S-phase kinetics
in lung cancer cells, we monitored BrdU incorporation in asyn-
chronized cells. Consistent with previous results, overexpression
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or knockdown of DDA1 increased (Mock: 34.3 + 2.6% versus
DDA1: 45.8 + 2.0%) or decreased (shMock: 34.1 + 1.2% versus
shDDA1: 23.8 & 1.0%) the proportion of BrdU-positive (S-phase)
cells (Fig. 3G and H), respectively. These results suggest that
DDA1 is responsible for G1/S-phase transition and cell prolifera-
tion in lung cancer cells.

DDA1 affects G2/M phase following G1/S
transition

The median number of BrdU-positive cells was altered after DDA1
up-regulation or knockdown. As a result, the ratio of cells in the
mitotic phase was affected, consistent with the fact that S-phase
cells yield M-phase cells and that DDAT1 altered the proportion of
S-phase cells. By measuring phospho-histone H3 in these cells, we
observed increased (Mock: 2.08 + 0.07% versus DDAT1:
3.50 + 0.08%) or decreased (shMock: 2.31 &+ 0.07% versus
shDDA1: 1.41 + 0.08%) mitotic entry with overexpression or
silencing of DDA1 (Fig. 4A-D), respectively, in agreement with our
previous results. These results are consistent with the hypothesis
that lung cancer cells enter mitosis despite replication stress and

that delayed mitotic entry is primarily a consequence of reduced
replication.

DDA1 promotes cell proliferation through
regulating cyclins

To explore the molecular mechanism of how DDA1 affects lung cancer,
we suggested that DDA1 regulates the cyclins, which are the key regula-
tors of cell cycle progression and proliferation. Overexpression or
knockdown of DDA1 in lung cancer cells induced increase or decrease,
respectively, in the expression of cyclin D1, cyclin D3, cyclin E1 and
cyclin B1; increased expression of these cyclins is indicative of prolifera-
tion, G1 to S-phase transition and subsequently M-phase progression
(Fig. 5A). In addition, similar results were observed in DDA1-deficient
(78.80 + 6.99% versus 9.50 + 1.85%) xenografts from nude mice
(Fig. 5B). Furthermore, these xenografts had significantly lower PCNA
(65.20 4 5.95% versus 14.20 + 3.12%), cyclin D1 (58.20 + 4.22%
versus 1210 + 2.48%), cyclin D3 (47.20 + 4.50%  versus
10.10 4 1.91%), cyclin E1 (41.30 4 4.22% versus 11.20 + 3.12%)
and cyclin B1 (32.10 + 3.12% versus 9.40 + 1.96%) levels than con-
trol tissues (Fig. 5C and D). These results indicate that DDA1

A DAPI p-Histone H3 -Tubulin Merge B
—_ 4 EEx
Mock L —
O
2 3
B 2
2
E=
8
DDA =)
Mock DDALI
DAPI Histone H3 3-Tubulin Merge
C D
-~ 3
é *%
shMock ]
g 2
] -
z 1
2
~ 0
shDDA1 shMock  shDDAI

Fig. 4 After S-phase promotion, DDA1 also affected G2/M phase. (A, B) A549 cells were transfected and cultured for 48 hrs. Cells were then stained
using anti-phospho-histone H3 (Ser10) (green) and B-tubulin (red) antibodies and DAPI (blue). Phospho-histone H3-positive cells were counted and
analysed by GraphPad Prism 6. (n =3, ***P < 0.001, Student’s ttest). (G, D) H1299 cells were transfected and cultured for 48 hrs. Cells were
then stained as in (A). Phospho-histone H3-positive cells were counted and analysed. Data are presented as mean + S.E.M. of three individual

experiments. (n = 3, **P < 0.01, Student’s ttest).
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Fig. 5 DDA1 promotes cell proliferation through the regulation of cyclins. (A) A549 and H1299 cells were transfected as indicated and cultured for
48 hrs. All treatments were performed for three duplications. Whole-cell lysates were used to assess DDA1, CCND1, CCND3, CCNE1, CCNB1 and
GAPDH (as a loading control) expression by Western blot analysis. (B) Whole tissue lysates from three independent tumours of DDA1-deficient
xenograft tumours from nude mice were used to evaluate DDA1, CCND1, CCND3, CCNE1, CCNB1 and GAPDH (as a loading control) expression by
Western blot analysis. (G, D) Immunohistochemical probing for DDA1, PCNA, CCND1, CCND3, CCNE1 and CCNB1 using paraffin sections of DDA1-
deficient xenograft tumours from nude mice. Positive cells were counted by Image-Pro Plus and analysed by GraphPad Prism 6. (n=3,

*kP < 0.01, ***P < 0.001, Student’s t-test).

promotes tumour cell proliferation by regulating cell cycle-associated
cyclins.

High expression of DDA1 correlates with lung
cancer and poor prognosis

DDA1 promoted lung cancer tumorigenesis in vitro and in vivo; how-
ever, the relationship between DDA1 expression and human lung cancer
was still unclear. To assess the expression of DDA in lung cancers, we
performed immunohistochemistry (IHC) of DDA1 expression using a

© 2017 The Authors.

commercially available tissue microarray (TMA) containing 118 cases of
lung cancer, adjacent tissue and normal tissue. Negative and positive
staining of DDA1 in the epithelial cells was observed in the normal lung
tissue, whereas DDA1 expression was high in lung cancer and the adja-
cent region, in most cases (Figs 6A and S4). DDA1 was expressed in
the cytoplasm and nucleus, and its expression in cancer epithelial and
stromal regions varied. To quantitate the protein expression of DDAT,
we scored the staining intensity and proportion using five grades and
found that DDA1 was significantly higher in lung cancer tissue and adja-
cent tissue than in normal tissue (**P < 0.01) (Figs 6B and S5). Next,
we proceeded to determine whether overexpression of DDAT is
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Fig. 6 DDA1 is overexpressed in lung cancer tissue, and DDA1 expression correlates with shorter survival in lung cancer patients. (A) Analysis of
tissue microarrays (TMAs). Immunohistochemical probing for DDA1 using TMAs containing 118 lung cancer, adjacent and normal tissue specimens
(scale bar = 50 um). (B) Statistical analysis was performed using GraphPad Prism 6 software to compare the relative levels of DDA1 among nor-
mal, adjacent and lung cancer tissues (nonparametric test, n = 118, P < 0.0001; Dunn’s multiple comparison test, **P < 0.01). Black circle and tri-
angles indicate the specimen, and the lines indicate the mean + S.E.M. (C) Kaplan—Meier curve showing overall survival in patients (percentage)
with lung cancer, stratified by DDA1 expression (high and low expression). DDA1 expression was determined by immunohistochemical staining and
scored as described in the methods. The log-rank test was used to compare differences between groups (n = 75; long-rank test).

associated with prognosis. In both lung adenocarcinoma and squamous
cell carcinoma, five-year survival rates were much higher with low
expression of DDA1 than with high expression, as assessed by the
Kaplan-Meier method (*P < 0.05) (Fig. 6C).

The overexpression of DDA1 in lung cancer, based on positivity by
IHC, was significantly associated with tumour size (P = 0.002) and AJCC
stage (P = 0.016) (Table 1). However, the expression of DDA1 had no
significant relationship with other clinical characteristics including gen-
der, age, tumour type, positive LN number and histological grade.

Univariate and multivariate Cox regression analyses were per-
formed to evaluate the association between DDA1 and clinical factors,
with prognostic hazards. Based on univariate Cox analysis, DDA1
(P=0.003), tumour size (P=0.012), positive LN number
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(P=10.022) and AJCC stage (P < 0.001) were found to have an
adverse impact on overall survival in patients with lung cancer
(Table 2). Based on multivariate analysis, DDA1 (P = 0.005), tumour
size (P =0.012), positive LN number (P < 0.001) and AJGC stage
(P < 0.001) were significant predictors of overall survival (Table 2).
These results indicate that DDA1 is up-regulated and positively corre-
lated with poor prognosis of patients with lung cancer.

Discussion

Lung cancer is the leading cause of cancer-related mortality. An
understanding of the mechanisms through which tumours initiate,

© 2017 The Authors.

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.



Table 1 Correlations of DDA1  expression  with  clinical
characteristics of lung tumour patients
Characteristics :::;T:; U] ?:‘:1 exprel-s"s;:n P value
Gender (%)
Male 109 49 60 0.223
Female 41 23 18
Age (%)
<60 70 37 33 0.292
>60 7 34 43
Type (%)
Ade 75 34 41 0.513
Squ 75 38 37
Tumour size (%)
<5 cm 105 59 46 0.002
>5 cm 45 13 32
Positive LN number (%)
None 81 43 38 0.353
>0 64 29 35
AJCC stage (%)
I/ 7 42 35 0.016
>l 44 14 30
Histological grade (%)
171 114 55 59 0.915
> 36 17 19

A P value <0.05 was considered to indicate statistical significance.
The P values were calculated in IBM SPSS Statistics 22.0 using chi-
square test.
The p value in bold indicate that the two group difference is statistical
significant.

progress, metastasize or acquire resistance to targeted therapies is
critical for the identification of additional pathways that can be tar-
geted and for predicting which patients will respond to specific thera-
pies to maximize clinical benefits [21]. EGFR, KRAS and EML4-ALK
are well-understood oncogenic drivers of lung cancer [22-24], and
patients with lung tumours that are dependent on these oncogenes
are treated with EGFR inhibitors, KRAS pathway inhibitors (antro-
quinonol or AZD6244) and ALK inhibitors (crizotinib), as well as
newer second-generation inhibitors [25, 26]. As responses to these
agents are generally short-lived, an understanding of other mecha-
nisms leading to lung cancer is essential for the design of therapeutic

© 2017 The Authors.
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strategies to improve efficacy. We found that enhanced DDA1 expres-
sion is common in human lung cancer. Overexpression of DDA1 was
observed in most lung cancer samples and all lung cancer cell lines
investigated. Our results also indicated that DDA1 is up-regulated and
positively correlated with poor prognosis in patients with lung cancer.
DDAT1 could thus be a molecular marker of lung cancer.

Loss of growth control is a hallmark of cancer [9]. Cell cycle and
cell growth are governed by two distinct levels of regulation. One is
the transcriptional control of genes [27], and the other is the degrada-
tion of proteins involved in chromosomal DNA replication and segre-
gation [28]. Therefore, cell cycle phases, particularly G1 and G2, are
not defined by the content of genomic DNA alone, but also by the sta-
tus of the above two systems [29]. In the present study, DDA1 was
shown to be responsible for lung cancer cell G1/S transition and cell
proliferation through the regulation of cyclin D1, cyclin D3, cyclin E1
and cyclin B1 expression. The proliferation of mammalian cells is dri-
ven by cyclins, which are key components of the cell cycle machinery
that bind to, activate and provide substrate specificity for CDKSs,
thereby driving cell cycle progression [30]. Cyclin D1 and cyclin D3
are dysregulated in a variety of human cancers, and the inhibition of
these proteins represents a highly selective anticancer strategy that
specifically targets cancer cells without significantly affecting normal
tissues [15, 18, 31-33]. Cyclin E1 overexpression correlates with
poor overall survival in several tumour types including breast, ovar-
ian, lung and pancreatic cancer [34, 35]. Attenuation of the PI3K/
PKCiota/cyclin E1 pathway is a target in ovarian cancer [36]. Deregu-
lation of cyclin E1 causes human mammary epithelial cells to enter
mitosis with short unreplicated genomic segments at a small number
of specific loci, leading to anaphase anomalies and ultimately dele-
tions [37]. The fundamental role of cyclin B1/Cdk1 is in the regulation
of cytoplasmic and nuclear events required for G2/M transitions.
Cyclin B1/Cdk1 might also function in co-ordinating mitochondrial
bioenergetics for cell cycle G2/M progression [38]. Recently, Aregger
et al. [39] found that RNMT is phosphorylated and activated by
CDK1-cyclin B1, resulting in elevated cap methyltransferase activity at
the beginning of the G1 phase. DDA1 could regulate these cyclins
leading to manipulation the G1/S transition and cell proliferation.

DDAT, together with DET1 and DDB1, might be involved in ubiqui-
tination and subsequent proteasomal degradation of target proteins
[2, 4]. Moreover, DDA1 was demonstrated to be a core subunit of
multiple CRLs and might regulate CRL4s [5].

CRL4s are involved in the regulation of the DNA damage
response, histone modification and nucleosome assembly [40-42].
Knockdown of Cul4A results in chromatin dysfunctions in yeast and
mammalian cells, and CuldA is overexpressed in many cancer types
[43]. CRL4s are also reported to have important functions in the cell
cycle, especially in S-phase-related protein degradation. CRL4s have
been shown to target several key factors including Cdt1, p21, p27,
E2f1 and Chk1 for degradation, to maintain proper S-phase and S-G2
progression [41, 43-45]. DDB1, as the linker protein for the Cul4 E3
ubiquitin ligase, regulates proteins that are essential for nucleotide
excision repair, cell cycle progression, DNA replication and cell
growth [46]. Future studies are required to elucidate the molecular
mechanism through which DDA1 regulates cyclin expression and cell
cycle progression.
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Table 2 Univariate and multivariate analysis of factors associated with overall survival of lung tumour patients

Univariate analysis

Multivariate analysis

AT0E Hazard ratio (95% CI) Pvalue Hazard ratio (95% CI) Pvalue
DDAT 2747 (1.405-5.372) 0.003 0.005
Gender 0.578 (0.267-1.248) 0.163 0.345
Age 1,586 (0.851-2.958) 0.147 0.309
Type 0.847 (0.462-1.552) 059 0.844
Tumour size 2.185 (1.189-4.015) 0.012 0.012
Positive LN number 2.094 (1.112-3.944) 0.022 <0.001
AJCC stage 4.42 (2.257-8.656) <0.001 4.281 (2.186-8.384) <0.001
Histological grade 1.142 (0.574-2.272) 0.706 0.996

Hazard ratios (95% confidence interval; Cl) and P values were calculated using univariate or multivariate Cox proportional hazards regression in
IBM SPSS Statistics 22.0. A P value <0.05 was considered to indicate statistical significance.
The p value in bold indicate that the two group difference is statistical significant.

In the study, we found that both protein and mRNA were higher in
cancer cell lines than in normal cells, while DDA1 mRNA was not pos-
itively associated with protein level and the mechanism was still
unclear. The cellular proteome is a complex microcosm of structural
and regulatory networks that requires continuous surveillance and
modification to meet the dynamic needs of the cell [47]. Genetic alter-
ations, including chromosome alteration, oncogene activation, miRNA
dysregulation, mRNA decay, autophagy and ubiquitin-proteasome
system [47, 48], can affect protein biogenesis and degradation sys-
tems, which often results in proteome imbalance. mRNA half-lives
differ significantly between various transcripts in all eukaryotic organ-
isms investigated so far [49, 50]. Interestingly, decay rates for some
mRNAs seem to be conserved between different species to some
extent [51]. Notably, mRNAs encoding housekeeping proteins tend to
have considerably longer half-lives than those encoding regulatory
proteins [52]. Connexin 31.1 was newly reported to be down-regu-
lated in NSCLC cell line through both ubiquitin—proteasome system
(UPS) and autophagy [53]. So, further investigations on the regula-
tory mechanism should be needed in the future.

In summary, in this study, we found that DDA1 is commonly up-
regulated in lung cancer tissue and cell lines and that higher expression
level of DDA1 is associated with poor prognosis in patients with lung
cancer. The results in vitro show that the DDA1 enhances proliferation
in tumour cells and promotes S-phase entry through the regulation of
cell cycle-related proteins. /n vivo studies determined that overexpres-
sion of DDA1 can promote the tumour growth, while inhibition of DDA1
gene expression can significantly inhibit the tumour growth in subcuta-
neous xenograft model. DDA1 as an oncogenic factor could be a target
of future therapeutics or could be applied as a predictive marker of lung
cancer. Further evaluation of DDA1 as a target for lung cancer therapy
and the molecular mechanism is required using additional preclinical
animal models and other approaches. In addition, the predictive value of
DDAT1 should be expanded to larger patient cohort studies.
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Figure S1 Interference effect of shRNA targeting DDA1. H1299 cells
was transfected and cultured for 48 hrs followed by western blot
analysis of the whole cell lysates

Figure S2 (A) A549 cells were transfected and cultured for
2 days followed by PI staining and flow cytometry for cell cycle
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analysis. The ratio of GO/G1 phase was decreased and the pro-
portion of cells in S and G2/M phases was significantly
increased after overexpression of DDA1. (B) H1299 cells were
transfected and cultured for 2 days followed by Pl staining and
flow cytometry for cell cycle. The ratio of GO/G1 phase was
increased and proportion of cells in S and G2/M phases was
significantly decreased after inhibition of DDA1

Figure 83 (A) A549 cells were transfected and cultured for
24 hrs followed by synchronization to G2/M phase by thymi-
dine and nocodazole. The cells were released from blocking
for indicated times and analyzed by PI staining and flow
cytometry. The proportion of S-phase cells was significantly
increased after 6 hrs (B) H1299 cells were transfected and
treated as in (A). Then cells were released from blocking for

J. Cell. Mol. Med. Vol 21, No 8, 2017

indicated times and analyzed by Pl staining and flow cytome-
try. The percentage of S-phase cells was decreased signifi-
cantly after 10 hrs

Figure 84 DDA1 is overexpressed in lung cancer tissue. 8 pairs
of tumor (T) and normal (N) tissue of lung cancer patients were
assessed by western blot and DDA1 level in all these tumor tis-
sues was higher than that of normal tissues

Figure S5 Representative IHC score of TMA tissue sections
Table S1 shRNA sequence of DDA1

Table S$2 Primers used for gPCR

References

1.

Wang R, Deng H, Wang G, ef al. [The estab-
lishment and identification of the stable

NF90 through modulation of cyclin E1 mRNA
stability. Oncogene. 2015; 34: 4460-70.

chemotherapy. J Gastroenterol Hepatol.
2015; 30: 680-8.

transfectant of HelLa cell expressing human  11.  Koutsami MK, Tsantoulis PK, Kouloukoussa 21. Garraway LA, Janne PA. Circumventing
new gene (PCIA1)]. Sichuan Da Xue Xue Bao M, ef al. Centrosome abnormalities are fre- cancer drug resistance in the era of per-
Yi Xue Ban. 2006; 37: 335-8. quently observed in non-small-cell lung can- sonalized medicine. Cancer Discov. 2012;

2. Jin J, Arias EE, Chen J, ef al. A family of cer and are associated with aneuploidy and 2: 214-26.
diverse  Cul4-Ddb1-interacting  proteins cyclin E overexpression. J Pathol. 2006; 22. Soda M, Choi YL, Enomoto M, ef al. Identi-
includes Cdt2, which is required for S phase 209: 512-21. fication of the transforming EML4-ALK
destruction of the replication factor Cdt1. 12. Hwang HC, Clurman BE. Cyclin E in normal fusion gene in non-small-cell lung cancer.
Mol Cell. 2006; 23: 709-21. and neoplastic cell cycles. Oncogene. 2005; Nature. 2007; 448: 561-6.

3. Pick E, Lau 0-S, Tsuge T, ef al. Mammalian 24: 2776-86. 23. Daga A, Ansari A, Patel S, ef al. Current
DET1 regulates Cul4A activity and forms stable ~ 13.  Cooley A, Zelivianski S, Jeruss JS. Impact drugs and drug targets in non-small cell lung
complexes with E2 ubiquitin-conjugating of cyclin E overexpression on Smad3 activity cancer: limitations and opportunities. Asian
enzymes. Mol Cell Biol. 2007; 27: 4708-19. in breast cancer cell lines. Cell Cycle. 2010; Pac J Cancer Prev. 2015; 16: 4147-56.

4. Angers S, Li T, Yi X, et al. Molecular archi- 9:4900-7. 24, Mao C, Qiu LX, Liao RY, ef al. KRAS muta-
tecture and assembly of the DDB1-CUL4A  14. Teixeira LK, Carrossini N, Secca C, ef al. tions and resistance to EGFR-TKIs treatment
ubiquitin ligase machinery. Nature. 2006; NFAT1 transcription factor regulates cell in patients with non-small cell lung cancer: a
443: 590-3. cycle progression and cyclin E expression in meta-analysis of 22 studies. Lung Cancer.

5. Olma MH, Roy M, Le Bihan T, ef al. An B lymphocytes. Cell Cycle. 2016; 15: 2346 2010; 69: 272-8.
interaction network of the mammalian COP9 59. 25. Kwak EL, Bang YJ, Camidge DR, ef al.
signalosome identifies Dda1 as a core sub-  15. Musgrove EA, Caldon CE, Barraclough J, Anaplastic lymphoma kinase inhibition in
unit of multiple Cul4-based E3 ligases. J Cell et al. Cyclin D as a therapeutic target in can- non-small-cell lung cancer. N Engl J Med.
Sci. 2009; 122: 1035-44. cer. Nat Rev Cancer. 2011; 11: 558-72. 2010; 363: 1693-703.

6. LiZ WenY, Lai S, et al. [Searching for 16. Deshpande A, Sicinski P, Hinds PW. Cyclins  26.  Shaw AT, Kim DW, Mehra R, ef al. Ceritinib
genes interacting with human PCIA1 gene by and cdks in development and cancer: a per- in ALK-rearranged non-small-cell lung can-
using the bacterial two-hybrid system]. spective. Oncogene. 2005; 24: 2909-15. cer. N Engl J Med. 2014; 370: 1189-97.
Zhonghua Yi Xue Yi Chuan Xue Za Zhi. 2007,  17.  Trimarchi JM, Lees JA. Sibling rivalry inthe E2F  27.  Giacinti C, Giordano A. RB and cell cycle
24: 279-83. family. Nat Rev Mol Cell Biol. 2002; 3: 11-20. progression. Oncogene. 2006; 25: 5220-7.

7. Siegel RL, Miller KD, Jemal A. Cancer statis-  18.  Choi YJ, Li X, Hydbring P, efal. The 28. Vodermaier HC. APC/C and SCF: controlling
tics, 2016. CA Cancer J Clin. 2016; 66: 7-30. requirement for cyclin D function in tumor each other and the cell cycle. Curr Biol.

8.  Bareschino MA, Schettino C, Rossi A, et al. maintenance. Cancer Cell. 2012; 22: 438-51. 2004; 14: R787-96.

Treatment of advanced non small cell lung  19. Ishibashi H, Suzuki T, Suzuki S, ef al. Sexster-  29. Johmura Y, Shimada M, Misaki T, et al.
cancer. J Thorac Dis. 2011; 3: 122-33. oid hormone receptors in human thymoma. J Necessary and sufficient role for a mitosis

9. Hanahan D, Weinberg RA. Hallmarks of Clin Endocrinol Metab. 2003; 88: 2309-17. skip in senescence induction. Mol Cell.
cancer: the next generation. Cell. 2011; 144:  20.  Zhao S, Jiang T, Tang H, ef al. Ubiquitin D 2014; 55: 73-84.

646-74. is an independent prognostic marker for sur- ~ 30.  Malumbres M, Barbacid M. Cell cycle, CDKs
10.  Jiang W, Huang H, Ding L, ef al. Regulation vival in stage IIB-IIC colon cancer patients and cancer: a changing paradigm. Nat Rev

of cell cycle of hepatocellular carcinoma by

© 2017 The Authors.
Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.

treated with 5-fluoruracil-based adjuvant

Cancer. 2009; 9: 153-66.

1543



31.

32.

33.

34.

35.

36.

37.

1544

Aggarwal P, Vaites LP, Kim JK, efal.
Nuclear cyclin D1/CDK4 kinase regulates
CUL4 expression and triggers neoplastic
growth via activation of the PRMT5 methyl-
transferase. Cancer Cell. 2010; 18: 329-40.
Jeselsohn R, Brown NE, Arendt L, ef al.
Cyclin D1 kinase activity is required for the
self-renewal of mammary stem and progeni-
tor cells that are targets of MMTV-ErbB2
tumorigenesis. Cancer Cell. 2010; 17: 65-76.
Sawai CM, Freund J, Oh P, ef al. Therapeu-
tic targeting of the cyclin D3:CDK4/6 com-
plex in T cell leukemia. Cancer Cell. 2012;
22: 452-65.

Keyomarsi K, Tucker SL, Buchholz TA,
et al. Cyclin E and survival in patients with
breast cancer. N Engl J Med. 2002; 347:
1566-75.

Farley J, Smith LM, Darcy KM, et al. Cyclin
E expression is a significant predictor of sur-
vival in advanced, suboptimally debulked
ovarian epithelial cancers: a Gynecologic
Oncology Group study. Cancer Res. 2003;
63: 1235-41.

Nanos-Webh A, Bui T, Karakas C, ef al.
PKCiota promotes ovarian tumor progres-
sion through deregulation of cyclin E. Onco-
gene. 2016; 35: 2428-40.

Teixeira LK, Wang X, Li Y, et al. Cyclin E
deregulation promotes loss of specific geno-
mic regions. Gurr Biol. 2015; 25: 1327-33.

38.

39.

40.

41.

42.

43.

44.

45.

46.

Wang Z, Fan M, Candas D, ef al. Cyclin B1/
Cdk1 coordinates mitochondrial respiration
for cell-cycle G2/M progression. Dev Cell.
2014; 29: 217-32.

Aregger M, Kaskar A, Varshney D, ef al.
CDK1-Cyclin B1 activates RNMT, coordinat-
ing mRNA cap methylation with G1 phase
transcription. Mol Cell. 2016; 61: 734-46.
Jackson S, Xiong Y. CRL4s: the CUL4-RING
E3 ubiquitin ligases. Trends Biochem Sci.
2009; 34: 562-70.

Abbas T, Dutta A. CRL4Cdt2: master coordi-
nator of cell cycle progression and genome
stability. Cell Cycle. 2011; 10: 241-9.

Han J, Zhang H, Zhang H, ef al. A Cul4 E3
ubiquitin ligase regulates histone hand-off
during nucleosome assembly. Cell. 2013;
155: 817-29.

Sharma P, Nag A. CUL4A ubiquitin ligase: a
promising drug target for cancer and other
human diseases. Open Biol. 2014; 4: 130217.
Huh J, Piwnica-Worms H. CRL4(CDT2) tar-
gets CHK1 for PCNA-independent destruc-
tion. Mol Cell Biol. 2013; 33: 213-26.
Shibutani ST, de la Cruz AF, Tran V, et al.
Intrinsic negative cell cycle regulation pro-
vided by PIP box- and Cul4Cdt2-mediated
destruction of E2f1 during S phase. Dev Cell.
2008; 15: 890-900.

Yamaji S, Zhang M, Zhang J, et al. Hepato-
cyte-specific deletion of DDB1 induces liver

47.

48.

49.

50.

51.

52.

53.

regeneration and tumorigenesis. Proc Nat/
Acad Sci USA. 2010; 107: 22237-42.

Harper JW, Bennett EJ. Proteome complex-
ity and the forces that drive proteome imbal-
ance. Nature. 2016; 537: 328-38.

Wu Y, Wang L, Bao H, et al. Nrdp1S, short
variant of Nrdp1, inhibits human glioma pro-
gression by increasing Nrdp1-mediated
ErbB3 ubiquitination and degradation. J Cell
Mol Med. 2016; 20: 422-9.

Chen CY, Ezzeddine N, Shyu AB. Messen-
ger RNA half-life measurements in mam-
malian cells. Methods Enzymol. 2008; 448:
335-57.

Labno A, Tomecki R, Dziembowski A. Cyto-
plasmic RNA decay pathways - Enzymes and
mechanisms. Biochim Biophys Acta. 2016;
1863: 3125-47.

Friedel CC, Dolken L, Ruzsics Z, ef al. Con-
served principles of mammalian transcrip-
tional regulation revealed by RNA half-life.
Nucleic Acids Res. 2009; 37: e115.

Yang E, van Nimwegen E, Zavolan M,
et al. Decay rates of human mRNAs: cor-
relation with functional characteristics and
sequence attributes. Genome Res. 2003;
13: 1863-72.

Zhu X, Ruan Z, Yang X, ef al. Connexin 31.1
degradation requires the Clathrin-mediated
autophagy in NSCLC cell H1299. J Cell Mol
Med. 2015; 19: 257-64.

© 2017 The Authors.

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.



