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Objectives: MICAL-L2, a member of the molecules interacting with the CasL (MICAL)

family, was reported to be highly expressed in several types of cancers, however, the roles

of MICAL-L2 in NSCLC pathogenesis remain to be explored. This study is designed to

clarify the mechanisms by which MICAL-L2 participates in NSCLC cell proliferation.

Materials and Methods: The expression levels of MICAL-L2 in human lung cancer

samples were assessed by immunohistochemical staining. Cells were transfected

with siRNA or plasmids to regulate MICAL-L2 expression. Cell proliferation was

measured by EdU staining and CCK-8 assays. MICAL-L2 and phosphorylated/total

c-Myc expression were examined by Western blotting analysis. Interaction between

MICAL-L2 and c-Myc was assessed by immunofluorescence staining, Western blotting

and co-immunoprecipitation assays. Western blotting, polyubiquitylation detection and

protein stability assays were used to assess whether MICAL-L2 exerts its oncogenic

effect via c-Myc.

Results: We found that MICAL-L2 was highly expressed in human NSCLC. While

overexpressing MICAL-L2 increased NSCLC cell proliferation, MICAL-L2 depletion

decreased the proliferation of NSCLC cells, an effect that was linked to cell cycle

arrest. MICAL-L2 physically interacted with the c-Myc protein and functioned to maintain

nuclear c-Myc levels and prolonged its half-life. Knockdown of MICAL-L2 expression led

to decreased c-Myc protein stability through accelerating polyubiquitylation of c-Myc

and gave rise to c-Myc degradation. We further found that MICAL-L2 deubiquitinated

c-Myc and blocked its degradation, presumably by inhibiting c-Myc phosphorylation at

threonine residue 58.

Conclusions: These results indicate that MICAL-L2 is a key regulator of c-Myc

deubiquitination and stability in the nucleus, and this activity may be involved in promoting

NSCLC cell proliferation.
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FIGURE 1 | Analysis of MICAL-L2 and c-Myc expression in lung adenocarcinoma (LUAD) tissues. (A) Immunohistochemical staining for MICAL-L2 in LUAD tissues.

(B,C) Analysis of MICAL-L2 and c-Myc staining in LUAD tissues. (D) Analysis of The Cancer Genome Atlas (TCGA) database showed that MICAL-L2 is highly

expressed in lung cancer tissues when compared with normal tissues. (E,F) MICAL-L2 protein expression in different non-small cell lung carcinoma (NSCLC) cell lines.

*P < 0.05, **P < 0.01, ***P < 0.001.

and Supplementary Figure 1B). In contrast, pretreatment with
MICAL-L2 siRNA significantly decreased the proliferative
capacity of A549 and H1299 cells (Figures 4A–D). Flow
cytometric analysis showed that knocking down MICAL-L2 in
A549 and H1299 cells increased the number of cells in the
G0/G1-phase of the cell cycle and decreased that in the S-phase.
This implied that MICAL-L2 positively regulates the proliferative
phase of NSCLC cells, particularly the G1 to S-phase transition of
the cell cycle (Figures 4E,F).

MICAL-L2 Maintains c-Myc Levels by
Attenuating c-Myc Degradation
To investigate the mechanism involved in the MICAL-L2-
dependent regulation of c-Myc expression, the mRNA levels
of c-Myc in MICAL-L2-knockdown or overexpressing A549,
H1299, and PC9 cells were analyzed by RT-qPCR. Despite a
marked increase or decrease in MICAL-L2 expression, c-Myc
mRNA levels were not significantly altered (Figures 5A–C).
This suggested that MICAL-L2 might positively regulate c-Myc
expression through different mechanisms, such as by disrupting
its degradation. Consequently, we then knocked down MICAL-
L2 expression in both A549 and H1299 cells by siRNA and

examined c-Myc protein expression after treating the cells
with CHX, a translation blocker. The results showed that
knockdown of MICAL-L2 promoted c-Myc degradation relative
to control cells (Figures 5D,E). The above results suggested
that MICAL-L2 may help maintain c-Myc stability by reducing
its degradation. The results further showed that MICAL-L2
depletion reduced the cyclin-D1 content, whereas ectopic c-Myc
expression markedly upregulated cyclin-D1 levels in MICAL-L2-
depleted cells (Supplementary Figure 3).

To further confirm that the inhibitory effects on proliferation
exerted by MICAL-L2 knockdown were mediated through a
reduction in c-Myc protein levels, we then examined the
expression of cell cycle-related genes in siMICAL-L2-transfected

cells by qPCR. The results showed that the depletion of
MICAL-L2 led to a significant decrease in the mRNA and
protein levels of CCND1, CDK2, and CDK4 when compared
with controls (Figures 6A,B,D). Meanwhile, as shown in

Figures 6C,E, MICAL-L2 overexpression led to a marked
increase in the mRNA and protein levels of CCND1, CDK2,
and CDK4. In addition to their roles in regulating the G1 to
S-phase transition of the cell cycle, these genes are also key
c-Myc targets.
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FIGURE 2 | The effects of MICAL-L2 knockdown on c-Myc expression in non-small cell lung carcinoma (NSCLC) cells. (A) Total protein extracts from A549 cells

treated with small interfering RNAs targeting MICAL-L2 (siMICAL-L2) for 48 h were assessed for MICAL-L2 and c-Myc expression. ***P < 0.001 relative to cells

expressing control siRNA. (B) Blots showing the protein expression of MICAL-L2 and c-Myc in lysates from H1299 cells transfected with siMICAL-L2. **P < 0.01, ***P

< 0.001 relative to cells expressing control siRNA. Data in (A) and (B) are presented as means ± SD of 3 determinations. (C) Representative immunofluorescence

images of c-Myc staining in A549 cells transfected with siMICAL-L2. Scale bar, 5µm.
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FIGURE 3 | MICAL-L2 overexpression enhanced the proliferative ability of human non-small cell lung carcinoma (NSCLC) cells. (A,B) Total protein extracts from PC9

cells transfected with MICAL-L2 expression plasmids for 48 h were assessed for c-Myc expression. Data are presented as means ± SD of 3 determinations. ***P <

0.001 relative to control cells. (C) EdU staining in MICAL-L2-overexpressing PC9 cells. Data are presented as means ± SD of 5 independent determinations. (D) The

viability of PC9 cells transfected with empty vector or MICAL-L2 expression plasmids was measured by CCK-8 assay. Data are presented as means ± SD of 10

determinations. (E) Representative immunofluorescence images of c-Myc staining in PC9 cells transfected with MICAL-L2 expression plasmids. Scale bar, 5µm.**P <

0.01, ***P < 0.001 relative to control cells.

MICAL-L2 Regulates c-Myc Stability via
Suppressing Ubiquitin-Mediated c-Myc
Degradation
c-Myc degradation is known to be regulated via multiple
pathways. To determine which pathway is involved in the
MICAL-L2-mediated degradation of c-Myc, we treated cells
with various inhibitors of known degradation pathways, namely,
AICAR (macroautophagy inhibitor), chloroquine (lysosomal
proteolysis inhibitor), MG-132 and Velcade (proteasome
inhibitor). The results showed that only the proteasome
inhibitor MG-132 and Velcade could block MICAL-L2
knockdown-induced c-Myc degradation (Figures 7A–D),
suggesting that MICAL-L2 may inhibit c-Myc degradation via
the proteasome pathway.

To further uncover the potential mechanism underlying
c-Myc proteasomal degradation, we examined c-Myc
ubiquitylation levels in MICAL-L2-depleted cells. As shown in

Figure 7E, c-Myc polyubiquitylation levels were increased in

H1299 cells transfected with siMICAL-L2. In contrast, c-Myc

polyubiquitylation was significantly reduced following the
ectopic expression of MICAL-L2 in H1299 cells (Figure 7F). Our
data suggested that MICAL-L2 regulates c-Myc ubiquitylation in
NSCLC cells.

c-Myc stability was reported to be highly correlated with
low levels of threonine 58 (T58) phosphorylation. Additionally,
pT58-c-Myc can be recognized by the E3 ubiquitin ligase
complex SCFFbw7, leading to c-Myc degradation through the
proteasomal system (Yada et al., 2004). Consequently, we
then evaluated the role of MICAL-L2 in modulating pT58-
c-Myc expression using Western blotting. The pT58-c-Myc
level was decreased in PC9 cells overexpressing MICAL-L2,
but was increased in MICAL-L2-depleted A549 and H1299
cells (Figure 7G). The above results suggested that MICAL-L2
maintained c-Myc protein levels possibly through repressing
polyubiquitylation-mediated c-Myc degradation.

MICAL-L2 Interacts With c-Myc
The above results indicated that MICAL-L2 regulates c-Myc
expression at the posttranscriptional level. We then further
explored whether MICAL-L2 and c-Myc colocalize. The
results of the immunofluorescence assay indicated that they
were located in the same part of the cell (Figure 8A). The
interaction between endogenous MICAL-L2 and c-Myc was
also confirmed by coimmunoprecipitation assays using H1299
cells (Figure 8B). Moreover, Flag-tagged c-Myc pulled down
HA-MICAL-L2 after the co-transfection of the two plasmids into
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FIGURE 4 | MICAL-L2 knockdown decreased the growth of non-small cell lung carcinoma (NSCLC) cells and induced S-phase cell cycle arrest. (A,B) CCK-8 assays

for the viability of MICAL-L2-depleted A549 cells (left) and H1299 cells (right). (C,D) EdU staining showing the effect of MICAL-L2 depletion on the proliferative ability of

A549 cells (C) and H1299 cells (D). (E,F) A549 cells (E) and H1299 cells (F) underwent cell cycle distribution analysis by flow cytometry. Cell cycle distribution data

are shown in histograms. *P < 0.05, ***P < 0.001 relative to control cells.
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FIGURE 5 | MICAL-L2 reduced c-Myc degradation. (A,B) The mRNA levels of MICAL-L2 and c-Myc were determined by RT-qPCR in A549 cells (left) and H1299 cells

(right) transfected with small interfering (si) RNAs targeting MICAL-L2 (siMICAL-L2) and (C) PC9 cells transfected with MICAL-L2 expression plasmids. (D,E) The

protein levels of c-Myc were examined in A549 and H1299 cells transfected with control siRNA or siMICAL-L2 and treated with cycloheximide (CHX, 10µg/mL) for the

indicated times. *P < 0.05, **P < 0.01, ***P < 0.001 relative to cells expressing control siRNA.

Cos-7 cells (Figure 8C), while HA-MICAL-L2 could also pull
down Flag-tagged c-Myc after co-transfection (Figure 8D).
These results suggested that MICAL-L2 directly binds
to c-Myc.

We subsequently divided c-Myc and MICAL-L2 into
fragments based on their known domains (Figures 8Ea,Fa) and
expressed them individually in Cos-7 cells. The results indicated
that the central region of c-Myc (amino acids [aa] 145–354) was

crucial for its interaction with MICAL-L2 (Figure 8Eb), and the
CH+LIM domain region of MICAL-L2 (aa 1–248) was required
for its interaction with c-Myc (Figure 8Fb). We noticed that
MICAL-L2 construct #3, which contains the CH+LIM domains,
did not interact with c-Myc. The CC region of MICAL1 can bind
to its LIM domain, thereby mediating its autoinhibition. Because
construct #3 included regions other than the CH+LIM domains,
it was possible that these other regions might inhibit the function
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FIGURE 6 | The effect of MICAL-L2 on cell cycle-related proteins. (A,B) RT-qPCR analysis of CDK2, CDK4, CDK6, and CCNA-H mRNA levels in A549 and H1299

cells transfected with control small interfering (si) RNA or siRNA targeting MICAL-2 (siMICAL-2). *P < 0.05, **P < 0.01, ***P < 0.001 relative to cells expressing control

siRNA. (C) RT-qPCR analysis of CDK2, CDK4, CDK6, and CCNA-H mRNA levels in A549 cells transfected with empty vectors or MICAL-L2 expression plasmids.

(D,E) Western blotting analysis of cyclin-D1, CDK2, CDK4, and CDK6 protein levels in MICAL-L2-depleted (D) or MICAL-L2-overexpressing (E) A549 cells. *P < 0.05,

**P < 0.01, ***P < 0.001 relative to control cells.

of the CH+LIM domain region and prevent its binding to c-
Myc. Notably, construct #2 of c-Myc (aa 355–439) was a small-
sized fragment that could not be detected by Western blotting.
However, as shown in Figure 8Ec, this construct was successfully
expressed in cells. immunofluorescence analysis indicated that
construct #2 of c-Myc and MICAL-L2 did not colocalize.

Overall, our clinical and in vitro data supported that MICAL-
L2 may promote NSCLC cell proliferation via the c-Myc pathway
(Figure 9).

DISCUSSION

In this paper, MICAL-L2, as a CasL interacting protein,
preferentially binds to c-Myc. Notably, our report is the first
to reveal such interaction in detail at the molecular level by
performing binding domain analysis between MICAL-L2 and c-
Myc. By interaction with c-Myc, MICAL-L2 is not only involved
in this protein stability, but also participated in the subcellular

c-Myc signaling pathway of cell proliferation. Furthermore,
analysis of clinic specimens revealed increased expression of
MICAL-L2 in lung adenocarcinoma tissues. Taken together, our
results show that MICAL-L2 is a novel oncoprotein in NSCLC
pathogenesis. We also reveal a characteristic of MICAL-L2
which could function as a regulator for c-Myc-mediated NSCLC
cell proliferation.

Evidence from an increasing number of studies has indicated
that the MICAL protein family, which includes MICAL1/2/3
and MICAL-L1/2, are important regulators of actin cytoskeleton
dynamics and membrane trafficking (Terai et al., 2006;

Giridharan et al., 2012; Fremont et al., 2017). We have
previously reported that MICAL2 is involved in the regulation

of breast cancer cell migration through the suppression of EGFR
degradation (Wang et al., 2018). MICAL-L2, which lacks the
MO domain and owns CC region compared with MICAL2 (Cai
et al., 2018), is also a key member of the MICAL family and
is frequently reported to serve as a cargo recognition protein
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FIGURE 7 | MICAL-L2 inhibited c-Myc ubiquitin-mediated degradation. (A–D) A549 and H1299 cells transfected with small interfering (si) RNA targeting MICAL-L2

(siMICAL-L2) were treated with AICAR (0.2mM), chloroquine (10µM), MG-132 (20µM), and Velcade (10µM) for 24 h. Total proteins were then extracted from the

lysates and subjected to Western blotting to detect the expression of c-Myc. GAPDH served as the loading control. (E) H1299 cells were transfected with

HA-ubiquitin and siMICAL-L2 and c-Myc polyubiquitination was detected by Western blotting using the indicated antibodies. (F) H1299 cells were co-transfected with

HA-ubiquitin and GFP-MICAL-L2, Flag-c-Myc, or empty vector, following which c-Myc polyubiquitination was assayed. (G) A549 and H1299 cells were transfected

with control siRNA or siMICAL-2. Total proteins were then extracted and analyzed for the expression of phosphorylated-c-Myc (T58) by Western blotting. PC9 cells

were transfected with empty vector or MICAL-L2 expression plasmids. Total proteins were then extracted and analyzed for the expression of phosphorylated-c-Myc

(T58) by Western blotting. Western blotting bands corresponding to phosphorylated-c-Myc/c-Myc were quantified and normalized against GAPDH. *P < 0.05, **P <

0.01 relative to control cells.

(Sun et al., 2016). MICAL-L2 is well-known as an effector
protein of Rab13. Accumulating evidence has indicated that the
Rab13/MICAL-L2 complex is a critical regulator of epithelial
junctional assembly, cytoskeletal reorganization, and neurite
outgrowth (Nakatsuji et al., 2008; Sakane et al., 2010, 2012).
MICAL-L2 is also involved in glucose transporter 4 trafficking
as an effector of insulin-activated Rab13 (Sun et al., 2016).
It is increasingly recognized that, although Rab is the main

MICAL-L2 interaction partner, other proteins can also bind
MICAL-L2. Of note, although proteomic profiling has shown
that MICAL-L2 can interact with c-Myc (Agrawal et al., 2010),
its oncogenic impact has never been explored. In MTD-1A
epithelial cells, MICAL-L2 was detected both at cell-cell tight
junctions and in the cytoplasm (Terai et al., 2006), while in
L6 myoblasts GFP-MICAL-L2 was shown to be distributed
along cytoplasmic filament-like structures. In this study, staining
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FIGURE 8 | MICAL-L2 interacted with c-Myc. (A) Representative immunofluorescence images of MICAL-L2 (green), c-Myc (red), and nuclei (blue) staining in A549

and H1299 cells. (B) The binding of endogenous MICAL-L2 to c-Myc was detected in H1299 cells by co-immunoprecipitation assays. (C,D) Co-immunoprecipitation

was performed with extracts from Cos-7 cells co-transfected with Flag-tagged c-Myc and HA-tagged MICAL-L2. (E) Schematic representation of the c-Myc domains

(Continued)
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FIGURE 8 | (a). Cos-7 cells were co-transfected with HA-MICAL-L2 and a c-Myc mutant following which cell extracts were analyzed by Western blotting (b). Cos-7

cells were co-transfected with HA-MICAL-L2 and c-Myc mutant #2 following which cell extracts were analyzed using Immunofluorescence (c). (F) Schematic

representation of the MICAL-L2 domains (a). Cos-7 cells were co-transfected with Flag-c-Myc and a MICAL-L2 mutant following which cell extracts were analyzed by

Western blotting (b).

FIGURE 9 | Schematic model for how MICAL-L2 regulates c-Myc expression and c-Myc-mediated cell proliferation. In brief, MICAL-L2 was identified as a novel key

molecule implicated in non-small cell lung carcinoma (NSCLC) cell proliferation. MICAL-L2 binds to c-Myc, thereby suppressing c-Myc ubiquitination and degradation,

which increases the expression of c-Myc target genes (including cell cycle-related genes) to promote NSCLC cell proliferation.

for MICAL-L2 in the NSCLC cell lines A549 and H1299 was
primarily localized to the cytoplasm and nucleus. The different
intracellular localization of MICAL-L2 may have been due to
the different cell types used. The major finding of the present
study was the identification of the link between MICAL-L2
and c-Myc. Consistent with the role of MICAL2 in promoting
p53 ubiquitination during colorectal cancer development (Lu
et al., 2018), our data indicated that MICAL-L2 knockdown
shortened the half-life of c-Myc and decreased c-Myc protein
levels, suggesting that MICAL-L2 may promote NSCLC cell
proliferation through maintaining c-Myc function.

In the present study, we found that MICAL-L2 positively
regulated c-Myc at the protein level, but not at the mRNA level.
MICAL-L2 knockdown increased c-Myc polyubiquitination,
whereas MICAL-L2 overexpression elicited the opposite effect.
These results suggested that MICAL-L2 might modulate c-
Myc expression through the ubiquitin-proteasome system rather
than through a transcription-dependent mechanism. We also
found that MICAL-L2 blocked c-Myc polyubiquitination and
degradation, presumably by inhibiting c-Myc phosphorylation
at T58. As p-T58 can recruit SCFFbw7, a component of the
SCF E3 ubiquitin ligase complex, to c-Myc (Welcker et al.,
2004; Yada et al., 2004), T58 dephosphorylation may play an
important role in preventing c-Myc polyubiquitination and its
subsequent degradation. Moreover, we identified the domains
in MICAL2 and c-Myc that are likely to be involved in their
interaction. c-Myc is a multifaceted transcription factor that has

been suggested to regulate the expression of up to 15% of all
human genes. Recent evidence indicates that c-Myc regulation
may be context-dependent; for instance, some transcription
factors or cofactors were reported to determine the outcome of
c-Myc-mediated transcription (Wu et al., 2017). Here, we found
that the interaction between MICAL-L2 and c-Myc was related
to cell proliferation, as MICAL-L2 could regulate the expression
of c-Myc target genes (Dang, 1999), including CCND1, CCNE,
CDK2, and CDK4, as well as the protein expression of CCND1,
CDK2, and CDK4. Together, these results further support
that MICAL-L2-mediated c-Myc stability is critical for NSCLC
cell proliferation.

Because cell proliferation is a complex process involving
multiple cellular pathways, MICAL-L2 could potentially act
through several different signaling pathways to achieve the
same result. Mechanistically, MICAL-L2 was shown to be
significantly upregulated in ovarian cancer tissues and to activate
the Wnt/beta-catenin signaling pathway (Zhu et al., 2015). Here,
we have described a novel role for MICAL-L2 in preventing
c-Myc ubiquitination and degradation in the nucleus. This
results in the increased expression of c-Myc target genes,
including cell cycle-related genes, as well as the promotion of
NSCLC cell proliferation, which may finally lead to NSCLC
development. Further in vivo studies are needed to elucidate
how MICAL-L2 regulates NSCLC growth and whether MICAL-
L2 may be a potential therapeutic target for the treatment of
this cancer.
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