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Simple Summary: The nerve injury-induced protein 2 (NINJ2) is a cell adhesion molecule, but its
biological function remains largely unexplored. Here, we show that NINJ2 can be induced by tumor
suppressor p53. Interestingly, we also found that Ninj2 can in turn modulate p53 expression via
repressing both wild-type and mutant p53 mRNA translation. Consequently, we found that the loss
of NINJ2 inhibits cell growth in wild-type p53-containing cells but promotes cell growth in mutant
p53-containing cells. Together, our data reveal a novel feedback loop between NINJ2 and p53 and
that NINJ2 exerts an opposing role in cell growth depending on the p53 status.

Abstract: The nerve injury-induced protein 1 (NINJ1) and NINJ2 constitute a family of homophilic
adhesion molecules and are involved in nerve regeneration. Previously, we showed that NINJ1 and
p53 are mutually regulated and the NINJ1-p53 loop plays a critical role in p53-dependent tumor
suppression. However, the biology of NINJ2 has not been well-explored. By using multiple in vitro
cell lines and genetically engineered mouse embryo fibroblasts (MEFs), we showed that NINJ2 is
induced by DNA damage in a p53-dependent manner. Moreover, we found that the loss of NINJ2
promotes p53 expression via mRNA translation and leads to growth suppression in wild-type p53-
expressing MCF7 and Molt4 cells and premature senescence in MEFs in a wild-type p53-dependent
manner. Interestingly, NINJ2 also regulates mutant p53 expression, and the loss of NINJ2 promotes
cell growth and migration in mutant p53-expressing MIA-PaCa2 cells. Together, these data indicate
that the mutual regulation between NINJ2 and p53 represents a negative feedback loop, and the
NINJ2-p53 loop has opposing functions in wild-type p53-dependent growth suppression and mutant
p53-dependent growth promotion.

Keywords: NINJ2; p53; cell proliferation; cellular senescence

1. Introduction

The tumor suppressor p53 is a sequence-specific transcription factor and known to
inhibit cancer formation via maintaining genome integrity [1–3]. In response to DNA
damage and other stress signals, p53 is activated and then induces the expression of various
downstream targets associated with cell cycle arrest (p21, GADD45) [4,5], apoptosis (PUMA,
IGFBP3, DR5) [6–8], senescence (PAI-1, DEC1) [9,10] and many others. Owing to these
activities, p53 is often referred to as the “guardian of the genome”. The importance of
p53 in tumor suppression is underscored by the fact that p53 mutation occurs in more
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than half of human cancers. Indeed, the vast majority of tumor-derived TP53 mutations
occur in the region encoding p53’s DNA binding domain, consistent with the role of p53-
mediated transcription in tumor suppression [11,12]. Notably, in addition to the loss of the
tumor-suppressive function of wild-type (WT) p53, many mutant p53 proteins acquire new
oncogenic activities to promote cancer progression, called gain of function (GOF) [13–15].
Thus, the unique characteristics of WT and mutant p53 necessitate a consideration of p53
status when targeting p53 for cancer management.

Despite its crucial role in tumor suppression, WT p53 protein is widely considered
undruggable owing to its function as a transcription factor. Thus, the current strategies are
set to target p53 regulators or TP53 mutation in cancer. One of the most advanced efforts to
target p53 for cancer therapy involves efforts to inhibit MDM2 in tumors harboring WT
p53, which leads to the development of Nutlin-3 and peptide inhibitors of MDM2 and
MDMX [16,17]. Another attractive therapeutic approach involves identifying agents that
convert mutant p53 to regain WT p53 activity for tumor suppression [18–20]. Nevertheless,
the ongoing challenge in the field of p53 research lies in effectively translating the findings
from extensive studies into clinical applications.

The nerve injury-induced protein 1 and 2 (Ninjurin 1/2, NINJ1/2) are double-
transmembrane cell surface proteins and constitute the Ninjurin family of homophilic
adhesion molecules. Both NINJ1 and NINJ2 were originally identified to be induced by
nerve injury and promote axonal growth [21–23]. Structurally, NINJ1 and NINJ2, which
are 52% identical and 67% similar in amino acid sequence, consist of two hydrophobic
transmembrane domains, an intracellular domain, and two extracellular domains. Despite
sharing structural similarities, NINJ1 and NINJ2 exhibit distinct expression profiles. NINJ1
is ubiquitously expressed in epithelial tissues, such as breast, liver and spleen [22], whereas
NINJ2 is highly expressed in hematopoietic and lymphatic tissues [23]. Moreover, recent
studies have shown that NINJ1 participates in diverse physiological processes, such as
nerve regeneration, inflammation, tumorigenesis, and tissue homeostasis [24–29]. Previous
studies from our group showed that NINJ1 is a target of p53 and mediates p53-dependent
tumor suppression [30,31]. We also found that a small peptide derived from N-terminal
extracellular domain was able to induce p53 expression and subsequently, p53-dependent
growth suppression [30], suggesting that NINJ1 may be explored as a target for cancer
management. However, very little is known about the biological function of NINJ2, and
even less is known about its role in tumorigenesis.

In this study, we showed that NINJ2 is induced by p53, whereas p53 expression is
regulated by NINJ2 via mRNA translation. We also showed that NINJ2-p53 loop has
opposing functions in WT p53-dependent growth suppression and mutant p53-dependent
growth promotion.

2. Material and Methods
2.1. Reagents

Anti-p53 (Do-1) (to detect human p53) and anti-p21 were purchased from Santa
Cruz Biotechnology (Santa Cruz, CA, USA). Anti-p53 (1C12) (to detect murine p53) was
purchased from Cell Signaling Technology (Danvers, MA, USA). Anti-actin and proteinase
inhibitor cocktail were purchased from Sigma (St. Louis, MO, USA). Anti-Ninj2 antibody
was custom-made by Cocalico biologicals Inc (Denver, PA, USA) using a synthetic peptide
(PGSSDPRSQPINLNHYATK). RiboLock RNase Inhibitor and Revert Aid First Strand
cDNA Synthesis Kit were purchased from Thermo Fisher (Waltham, MA, USA). Magnetic
Protein A/G beads were purchased from MedChemExpress (Monmouth Junction, NJ,
USA). WesternBright ECL HRP substrate was purchased from Advansta (San Jose, CA,
USA). Scrambled siRNA (5′-GGC CGA UUG UCA AAU AAU U-3′), NINJ2 siRNA#1
(5′-UGA AUG AGG UAG AAA AGC AUU-3′) and NINJ2 siRNA#2 (5′-CUG CCA GGG
CCU CAA GG AAU U-3′) were purchased from Horizon Discovery (Chicago, IL, USA).
For siRNA transfection, the Neon Electroporation System from Life Technologies (Carlsbad,
CA, USA) was used according to the user’s manual.
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2.2. Plasmids

To generate a vector expressing a single guide RNA (sgRNA) that targets NINJ2, two
25 nt oligos were annealed and then cloned into the pSpCas9(BB) sgRNA expression vector
via BbsI site [32]. The guide RNA sequences are 5′-CGC CTT CAG CCG CAT GGC GTT
GG-3′ and 5′- TCT TGG TGG CGT AAT GGT TC -3′.

2.3. Mice and Isolation of MEFs

Ninj2-deficient mice (on a pure C57BL/6 background) were generated by the Mouse Bi-
ology Program at University of California at Davis. p53+/− mice (C57BL/6J strain), developed
in the laboratory of Dr. Tyler Jacks [33], were obtained from Jackson laboratory. To generate
WT, Ninj2+/−, Ninj2−/− MEFs, Ninj2+/− mice were bred with Ninj2+/− and MEFs were
isolated from 12.5 to 13.5 postcoitum (p.c.) mouse embryos as described previously [34]. To
generate compound MEFs, Ninj2+/− mice were crossed with p53+/− mice to generate double
heterozygous mice. The latter were intercrossed to generate p53−/− and Ninj2−/−; p53−/−

MEFs. MEFs were cultured in DMEM supplemented with 10% FBS (Life Technologies), 55µM
β-mercaptoethanol, and 1× non-essential amino acid (NEAA) solution (Life Technologies).
The genotyping primers to detect wild-type Ninj2 allele were a forward primer, 5′-GGC TAT
ACA GAG AAA CTC TGC CCT GG-3′, and a reverse primer, 5′-AGC ACT CTC TGA ATA
CCC TGG TTG G-3′. The genotyping primers to detect Ninj2-KO allele were a forward primer,
5′-GGG ATC TCA TGC TGG AGT TCT TCG-3′, and the same reverse primer for the wild-type
allele. All animals and use protocols were approved by the University of California at Davis
Institutional Animal Care and Use Committee.

2.4. Cell Culture and Cell Line Generation

MCF7, A549, H1975, and MIA-PaCa2 cells and their derivatives were cultured in
DMEM (Dulbecco’s modified Eagle’s medium, Life Technologies) supplemented with 10%
fetal bovine serum (Life Technologies). Molt4 cells and their derivatives were cultured in
RPMI 1640 (Life Technologies) supplemented with 10% fetal bovine serum (Life Technolo-
gies). p53-KO MCF7 cells were generated previously [35]. To generate NINJ2-KO cell lines,
MCF7, MIA-PaCa2 and Molt4 cells were transfected with pSpCas9(BB)-2A-Puro vector ex-
pressing NINJ2 guide RNA#1 and #2, followed by selection with puromycin for 2–3 weeks.
For NINJ2-KO MCF7 and MIA-PaCa2 cell lines, each individual clone was picked, whereas
for NINJ2-KO Molt4 cell line, cells were sorted by FACS. All individual clones were tested
for NINJ2 expression by Western blot analysis, followed by sequence confirmation.

2.5. Western Blot Analysis

Western blot analysis was performed as previously described [36]. Briefly, protein
lysates suspended in Laemmli sample buffer were loaded to 10–13% SDS-polyacrylamide
gel. Separated proteins were transferred onto a nitrocellulose membrane (Amersham Hy-
bond, GE Healthcare Bio-Sciences AB, Uppsala, Sweden), followed by incubation with a
primary and secondary antibody. The membrane was then incubated with WesternBright
Sirius HRP substrate (Advansta) to visualize the target protein by using chemi-doc (Ana-
lytikJena, Upland, CA, USA). The VisionWorks®LS software (AnalytikJena, version 8.20)
was used to quantitate the relative level of proteins. The original western blot figures can
be found in Supplementary File S1.

2.6. RNA Isolation and RT-PCR

Total RNA was isolated with Trizol reagent as described according to the user’s manual
(Life Technologies). The total RNA was then used to synthesize cDNA by using RevertAid
RT Reverse Transcription Kit (ThermoFisher Scientific; Waltham, MA, USA), followed by
PCR analysis. The program used for amplification was (i) 94 ◦C for 5 min, (ii) 94 ◦C for 45 s,
(iii) 58 ◦C for 45 s, (iv) 72 ◦C for 30 s, and (v) 72 ◦C for 10 min. From steps 2 to 4, the cycle
was repeated 28–35 times depending on the targets or 22 times for actin and GAPDH. The
primers for NINJ1 were a forward primer, 5′-ACA TCT TCA TCA CGG CCT TC-3′, and a
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reverse primer, 5′-GGG AAC AGC TGC TGA GAG AC-3′. The primers for NINJ2 were
a forward primer, 5′- AGA AAA GCA GTG GCG ACT CA, and a reverse primer, 5′-CTG
GCA GAT CAC GGA GGA AG-3′. The primers for p53 were a forward primer, 5′-GGC
CCA CTT CAC CGT ACT AA-3′, and a reverse primer, 5′-GTG GTT TCA AGG CCA GAT
GT-3′. The primers for GAPDH were a forward primer, 5′-AGC CTC AAG ATC ATC AGC
AAT G-3′, and a reverse primer, 5′-ATG GAC TGT GGT CAT GAG TCC TT-3′. The primers
for human and mouse Actin were a forward primer, 5′-CTG AAG TAC CCC ATC GAG
CAC GGC A-3′, and reverse primer, 5′-GGA TAG CAC AGC CTG GAT AGC AAC G-3′.

2.7. ChIP Assay

The ChIP assay was performed as previously described [7]. Briefly, MCF7 cells were
mock-treated or treated with doxorubicin for 18 h. Chromatin was cross-linked in 1%
formaldehyde in phosphate-buffered saline (PBS), followed by sonication to yield 200 to
1000 bp DNA fragments. The chromatin lysates were then immunoprecipitated with a
control IgG or p53 antibody. After reverse cross-linking and phenol–chloroform extraction,
DNA fragments were purified, followed by PCR to visualize the enriched DNA fragments.
The primers to detect NINJ2 promoter were a forward primer, 5′-CTC TGC CTG TCT TCC
TCC TG-3′, and a reverse primer, 5′-GCA GGG GTA GT TGT ACC TTC G-3′. The primers
to detect p21 promoter were a forward primer, 5′-CAG GCT GTG GCT CTG ATT GG-3′,
and a reverse primer, 5′-TTC AGA GTA ACA GGC TAA GG-3′.

2.8. Colony Formation Assay

1 × 103 cells were seeded per well in a six-well plate and then cultured for 2 weeks.
When visible clones were formed on the plates, the cells were fixed with methanol/glacial
acetic acid (7:1) for 20 min at room temperature and then washed 3 times with distilled
water. After that, colonies were stained with 0.1% of crystal violet for 20 min at room
temperature, washed with distilled water 3 times, and then air-dried.

2.9. Tumor Sphere Assay

MCF7 cells were cultured in MammoCult™ (Stemcell, Cambridge, MA, USA) media
as per manufacturer’s guidelines. A total of 20,000 cells per well were seeded in 6-well
ultra-low adherent plates. One week later, images of representative tumor spheres were
taken using a microscope.

2.10. Cell Scratch Assay

2 × 105 cells were seeded in a 6-well plate and allowed to grow for 24 h. The monolay-
ers were wounded by scraping with a P20 micropipette tip and washed two times with
PBS. Microscopic images were taken immediately after scraping (0 h) or 24 h later.

2.11. SA-β-Gal Staining

This assay was performed as described previously [34]. Cells were washed with
ice-cold PBS 3 times, fixed with fixation buffer (2% formaldehyde, 0.2% glutaraldehyde) for
15 min at room temperature, and then incubated with SA-β-galactosidase staining solution
[1 mg/mL 5-bromo-4-chloro-3-indolyl-β-d-galactopyranoside, 40 mM citric acid/sodium
phosphate (pH 6.0), 5 mM potassium ferrocyanide, 5 mM potassium ferricyanide, 150 mM
NaCl, and 2 mM MgCl2] t at 37 ◦C overnight. Next day, the β-Galactosidase staining
solution was removed, and the cells were overlayed with 70% glycerol and stored at 4 ◦C.
The percentage of senescent cells was calculated as a ratio of SA-β-gal-positive cells versus
the total number (~500) of cells counted.

2.12. Click-iT Metabolic Labeling

The Click-iT metabolic labeling reagents were obtained from Life Science Technology
and the assay was performed according to the user’s manual. Briefly, 1 × 106 cells were
incubated with methionine-free medium for 60 min to deplete methionine, followed by
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incubating with HPG (L-homopropargylglycine) for 30 min. Cells were lysated and im-
munoprecipitated with anti-p53 (Do-1) and then subjected to the Click-iT reaction to label
the newly synthesized p53 protein with biotin, which was then detected by Western blot
analysis with anti-biotin.

3. Results
3.1. NINJ2 Is a Target of p53 Tumor Suppressor

We showed previously that NINJ1 is a target and a regulator of p53 [31]. As a member
of the Ninjurin family of homophilic adhesion molecules, we speculate that NINJ2 may
also be regulated by the p53 pathway. Thus, we examined whether NINJ2 can be induced
by DNA damage in a p53-dependent manner. To test this, MCF7 and Molt4 cells were
mock-treated or treated with doxorubicin, followed by RT-PCR to measure the level of
NINJ1 and NINJ2 transcripts. MCF7 is a human breast cancer cell line, whereas Molt4 is
human T lymphoblast cell line, both of which are known to contain WT p53. We found that
the levels of NINJ1 and NINJ2 transcripts were upregulated by doxorubicin in both MCF7
and Molt4 cells (Figure 1A,B, NINJ1 and NINJ2 panels). Additionally, we showed that
NINJ2 was induced by doxorubicin MCF7 cells in a dose-dependent manner (Figure 1C).
In contrast, the NINJ2 transcript was not upregulated by doxorubicin in p53-KO MCF7
cells (Figure 1D), suggesting that p53 is required for the induction of NINJ2 in response
to DNA damage. In line with this, we showed that upon treatment with doxorubicin or
camptothecin, the level of p53 protein was increased, accompanied by elevated expression
of NINJ2 in Molt4 cells (Figure 1E).
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(250 µg/mL) for 24 h. GAPDH was measured as an internal control. (C) The levels of NINJ1, NINJ2
and HRPT were measured by RT-PCR in MCF7 cells treated with doxorubicin (250 µg/mL) for
0–24 h. HRPT was measured as an internal control. (D) The levels of NINJ2 and GAPDH transcripts
were measured in p53-KO MCF7 cells treated with or without doxorubicin. (E) The levels of NINJ2,
p53, and Actin proteins were measured in Molt4 cells mock-treated or treated with doxorubicin
(250 µg/mL) or camptothecin (250 µM) for 18 h. (F) Schematic representation of the NINJ2 promoter
and the locations of p53 response element (p53RE) and primers used for DNA-ChIP assay. (G) MCF7
cells were treated with or without doxorubicin, followed by ChIP assay to measure the binding of
p53 to the NINJ2 and p21 promoter. The binding of p53 to the GAPDH promoter was used as a
negative control.

Next, we searched the NINJ2 genomic locus and identified a potential p53-responsive
element (p53-RE) in the NINJ2 promoter (Figure 1F). Thus, a chromatin immunopre-
cipitation (ChIP) assay was performed and showed that endogenous p53 protein was
found to bind to the NINJ2 promoter, which was increased by treatment with doxorubicin
(Figure 1G). The binding of p53 protein to p21 and GAPDH promoters was measured as
positive and negative controls, respectively (Figure 1G). Together, these data indicate that
NINJ2 is a target of p53.

3.2. NINJ2 Regulates p53 Expression via mRNA Translation and the Mutual Regulation between
p53 and NINJ2 Represents a Novel Feedback Loop

Several well-defined p53 targets are known to regulate p53 expression, such as
Mdm2, which degrades WT p53 via polyubiquitination [37], and RBM38, which inhibits
p53 mRNA translation [34]. To determine whether NINJ2 in turn regulates p53, an
siRNA against NINJ2 was designed and transiently transfected into A549 and Molt4
cells, followed by the detection of WT p53. We found that the level of p53 protein was
increased in A549 and Molt4 cells upon the knockdown of NINJ2 (Figure 2A,B). To verify
this, the Crispr-Cas9 gene-editing tool was used to ablate the NINJ2 gene in both Molt4
and MCF7 cells by using two guide RNAs to target exon 2 of the NINJ2 gene. Sequence
analysis indicated a 38 nt out-of-frame deletion in MCF7 cells and 37 nt out-of-frame
deletion in Molt4 cells. Similarly, we found that NINJ2 knockout led to an increased
expression of p53 (Figure 2C,D, p53 panels). Next, to determine how p53 expression is
regulated by NINJ2-KO, RT-PCR analysis was performed and showed that the level of
p53 transcript was not altered by NINJ2-KO (Figure 2E), suggesting that p53 expression is
regulated by NINJ2 through post-transcriptional mechanisms, such as mRNA translation.
Thus, Click-iT metabolic labeling was performed to measure the newly synthesized p53
protein using isogenic control and NINJ2-KO Molt4 cells. We found that the level of de
novo p53 protein was much higher in NINJ2-KO Molt4 cells than that in isogenic control
cells (Figure 2F). These data suggest that p53 mRNA translation is regulated by NINJ2,
which is similar to the effect of NINJ1 on p53 mRNA translation [31].
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Figure 2. Ninj2 represses p53 expression via mRNA translation. (A,B) The levels of NINJ2, p53
and Actin proteins were measured by Western blot analysis in A549 (A) and Molt4 (B) cells tran-
siently transfected with a scrambled siRNA or a siRNA against NINJ2 (siNINJ2#1 or #2) for 3 days.
(C,D) The levels of NINJ2, p53 and actin proteins were measured in isogenic control and NINJ2-
KO Molt4 (C) and MCF7 (D) cells. (E) The levels of p53 and actin transcripts were measured in
isogenic control and NINJ2-KO MCF7 cells. (F) The level of newly synthesized p53 protein was
measured in isogenic control and NINJ2-KO Molt4 cells by Click-iT metabolic assay according to the
manufacturer’s manual.

3.3. The Loss of Ninj2 Leads to Increased Expression of p53 Accompanied by the Induction of p21 in
Mouse Embryo Fibroblasts (MEFs)

The regulatory feedback loop between p53 and its targets is known to be conserved
across species. Thus, we generated a Ninj2-deficient mouse model by using homologous
recombination in embryonic stem cells and classical gene-targeting strategies (Figure 3A).
Next, a cohort of WT, Ninj2+/−, and Ninj2−/− MEFs was generated by the intercrossing of
Ninj2+/− mice (Figure 3B). Consistent with observations in isogenic control and NINJ2-KO
Molt4 and MCF7 cells (Figure 2A–C), the loss of Ninj2 led to a marked increase in p53
in Ninj2−/− MEFs as compared to WT MEFs (Figure 3C). Additionally, p21, a target of
p53 [38], was induced in Ninj2−/− MEFs (Figure 3C), suggesting that the p53 protein
increased by the loss of Ninj2 is functional.
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Figure 3. Loss of Ninj2 leads to increased expression of p53 accompanied by induction of p21 in
MEFs. (A) The targeting strategy for generating Ninj2-KO mice. The Ninj2 transcript is trapped
through the Engrailed-2 splice acceptor (En2 SA) element and truncated via the SV40 polyadenylation
signal (pA). (B) Genotypes of WT, Ninj2+/− and Ninj2−/− MEFs were determined by PCR. (C) The
levels of p53, p21 and actin proteins were measured in WT and Ninj2−/− MEFs.

3.4. The Loss of NINJ2 Increases the Ability of WT p53 to Induce Growth Suppression, Decrease
Cell Migration and Promote Cellular Senescence

To determine the cellular functions of NINJ2, 2D colony formation and 3D tumor
sphere assays were performed to measure the role of NINJ2 in cell growth, whereas a
scratch assay was performed to measure the role of NINJ2 in cell migration. We found that
cell growth was inhibited by NINJ2-KO in MCF7 cells, as shown by the reduced numbers of
colonies and tumor spheres (Figure 4A,B). We also found that cell migration was inhibited
by NINJ2-KO (Figure 4C).

To further elucidate the role of p53 in Ninj2-mediated biological functions, we gen-
erated a set of MEFs deficient in p53, Ninj2 or both. As expected, p53 was not detectable
in both p53−/− and Ninj2−/−; p53−/− MEFs but markedly increased in Ninj2−/− MEFs
(Figure 4D, p53 panel). Next, SA-β-gal staining was performed to measure cellular senes-
cence. We found that the percentage of SA-β-gal-positive cells was markedly increased
in Ninj2−/− (38.1%) MEFs as compared to that in WT MEFs (9.1%) (Figure 4E). Most
importantly, we found that the level of cellular senescence induced by the loss of Ninj2
was abrogated by the loss of p53 in Ninj2−/−; p53−/− MEFs (Figure 4E). In line with this,
we found that p21, a senescence marker, was induced by Ninj2-KO, which was almost
abrogated by p53-KO (Figure 4D, p21 panel). These data are also consistent with previous
reports that p21 is a major mediator of p53-mediated senescence in MEFs [31,39,40]. To-
gether, these data suggest that the loss of Ninj2 leads to growth suppression and accelerates
cellular senescence in a p53-dependent manner.
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Figure 4. Loss of NINJ2 increases the ability of wild-type p53 to induce growth suppression, decrease
cell migration and promote cellular senescence. (A–C) Isogenic control and NINJ2-KO MCF7 cells
were used for colony formation assay (A), tumor sphere formation assay (B) and scratch wound
healing assay (C). (D) The levels of p53, p21 and Actin proteins were measured in WT, Ninj2−/−,
p53−/− and Ninj2−/−; p53−/− MEFs. (E) SA-β-Gal staining was carried out with WT, Ninj2−/−,
p53−/− and Ninj2−/−; p53−/− MEFs.

3.5. The Loss of NINJ2 Increases Mutant p53 Expression and Promotes Cell Growth and Migration

Since p53 expression is regulated by NINJ2 via mRNA translation, we reasoned that
NINJ2 would regulate both WT and mutant p53 expression. To this end, H1975, a non-small-
cell lung cancer cell line that contains mutant p53-R273H, was used to determine whether
Ninj2 regulates mutant p53 expression. Indeed, we found that upon Ninj2 knockdown,
the level of mutant p53 was increased in H1975 cells (Figure 5A). To verify this, CRISPR
was used to generate NINJ2-KO MIA-PaCa2 cell lines. MIA-PaCa2 cells express a mutant
p53-R248W, a hot-spot mutant known to possess a gain of function [11]. We showed that
upon knockdown of NINJ2, mutant p53-R248W was highly expressed as compared to that
in isogenic control cells (Figure 5B), consistent with the finding that WT p53 is regulated by
NINJ2 in MCF7 and Molt4 cells (Figure 2).

To determine whether NINJ2 would have a biological effect in mutant p53-expressing
cells, colony formation and cell migration assays were performed. We showed that the
loss of NINJ2 led to increased cell growth as measured by the colony formation assay
and increased cell migration by the wound healing assay (Figure 5C,D). The results are
opposite from the observations that cell growth and migration were inhibited, whereas
cellular senescence was increased by the loss of NINJ2 in WT p53-expressing MCF7 cells
(Figure 4A–C) and MEFs (Figure 4D,E). Together, these data suggest that, depending on
the p53 status, NINJ2 may have opposing effects on cell growth and migration.
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Figure 5. Loss of NINJ2 increases mutant p53 expression and promotes cell growth and migration.
(A) The levels of NINJ2, mutant p53 and actin were measured in H1975 cells transiently transfected
with a scrambled siRNA or an siRNA against Ninj2 for 3 days. (B) The levels of mutant p53-R248W
and Actin were measured in isogenic control and NINJ2-KO MIA-PaCa2 cells. (C,D) Isogenic control
and NINJ2-KO MIA-PaCa2 cells were used for colony formation assay (B) and scratch wound healing
assay (C).

4. Discussion

In the current study, we discovered a novel feedback loop between NINJ2 and p53.
We found that NINJ2 is induced by wild-type p53 and can in turn regulate p53 mRNA
translation (Figures 1 and 2). Interestingly, the loss of NINJ2 inhibits cell growth and
migration and decreases cellular senescence in WT p53-expressing cells (Figure 4), whereas
the loss of NINJ2 promotes cell growth and migration in mutant p53-expressing cells
(Figure 5). Together, these data indicate that the mutual regulation represents a negative
feedback loop between NINJ2 and p53, and the loop may play a critical role in tumor
suppression or tumor promotion depending on the genetic status of the p53 gene.

We showed that p53 mRNA translation is enhanced by the loss of NINJ2 (Figure 2E).
However, the underlying mechanism remains to be elucidated. Indeed, several cell adhe-
sion molecules have been found to regulate mRNA translation via different means. For
example, α6β1-integrins were found to promote mRNA translation of the myelin basic
protein by facilitating the release of mRNA from transport granules [41]. In addition, Neu-
roligin 3, a cell adhesion molecule, was found to mediate protein synthesis via activating
the mammalian target of rapamycin (mTOR) signaling pathway [42]. Thus, it is possible
that NINJ2 may associate with an RNA-binding protein and, subsequently, modulate p53
mRNA translation. It is also possible that NINJ2 participates in a signaling pathway, such
as the mTOR pathway [43,44] known to modulate p53 translation. These possibilities will
be examined in a future study to elucidate how NINJ2 mediates p53 mRNA translation.

Our data indicate that targeting NINJ2 enhances wild-type p53 expression andsub-
sequently, cellular senescence and growth suppression (Figure 4). Thus, NINJ2 may be
targeted for killing cancer cells with WT p53. Indeed, we showed previously that a peptide
derived from the N-terminal extracellular domain of NINJ1 can enhance wild-type p53
expression [30]. Therefore, it will be interesting to determine whether a peptide derived
from NINJ2 can elicit growth suppression via enhancing WT p53 expression. However,
we would like to note that in our study, we also found that the knockout of NINJ2 leads
to the enhanced expression of mutant p53 (Figure 5). While targeting NINJ2 can enhance
wild-type p53 expression and elicit tumor suppression in WT p53-harboring cancer cells,
targeting NINJ2 in mutant p53-harboring cancer cells may enhance tumor cell growth.
Indeed, the TCGA database indicates that NINJ2 is over-expressed in ovarian serous cys-
tadenocarcinoma and pancreatic adenocarcinoma, both of which are characterized by a high
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rate of p53 mutation [45–47]. As such, p53 status needs to be considered when developing
strategies to target NINJ2 for cancer treatment.

NINJ1 and NINJ2 belong to the Ninjurin family of cell adhesion molecules. However,
compared with NINJ1, NINJ2 remains largely unexplored in terms of its biological func-
tion(s). Owing to their structural similarity, it is possible that NINJ2 may also participate in
the signaling pathway, as does NINJ1. For example, NINJ1 was recently found to regulate
plasma membrane rupture and promote pyroptosis [48,49], a programmed cell death that
is originally found in macrophages. Notably, NINJ2 is highly expressed in hematopoietic
cells including macrophages. Thus, it would be interesting to determine whether NINJ2
plays a role in pyroptosis. In addition, it would also be important to determine whether
NINJ2 collaborates with or antagonizes NINJ1 in pyroptosis. Addressing these questions
would not only help better understand the biological significance of NINJ2 but also lay a
foundation for the development of targeting NINJ2 for disease management.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/cancers16010229/s1, File S1: The original western blot figures.

Author Contributions: J.Z., X.K. and X.C. designed the research. X.K., H.J.Y., W.Z., S.M., C.A.L. and
J.Z. performed the research. J.Z., X.K. and X.C. analyzed the data. J.Z. and X.C. wrote the paper. All
authors have read and agreed to the published version of the manuscript.

Funding: This work was supported in part by National Institutes of Health R01 grants (CA272753
and CA250338), a UC Davis Cancer Center Core Support Grant (CA093373), the Tobacco-Related
Disease Research Program by (T30IP0886) to X. Chen and the CCAH (Center for Companion Animal
Health, UC Davis) grant 2022-12-F to J. Zhang.

Institutional Review Board Statement: The animal study protocol was approved by the University
of California at Davis Institutional Animal Care and Use Committee (protocol number: 23394 and
date of approval: 18 May 2023).

Informed Consent Statement: Not applicable.

Data Availability Statement: Data were generated by the authors and included in the article.

Acknowledgments: We would like to thank the UC Davis Mouse Biology Program for generating
the Ninj2-deficient mouse model.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Vogelstein, B.; Lane, D.; Levine, A.J. Surfing the p53 network. Nature 2000, 408, 307–310. [CrossRef] [PubMed]
2. Vousden, K.H.; Prives, C. Blinded by the Light: The Growing Complexity of p53. Cell 2009, 137, 413–431. [CrossRef] [PubMed]
3. Harms, K.; Nozell, S.; Chen, X. The common and distinct target genes of the p53 family transcription factors. Cell. Mol. Life Sci.

2004, 61, 822–842. [CrossRef] [PubMed]
4. El-Deiry, W.S.; Harper, J.W.; O’Connor, P.M.; Velculescu, V.E.; Canman, C.E.; Jackman, J.; Pietenpol, J.A.; Burrell, M.; Hill, D.E.;

Wang, Y.; et al. WAF1/CIP1 is induced in p53-mediated G1 arrest and apoptosis. Cancer Res. 1994, 54, 1169–1174. [PubMed]
5. Wang, X.W.; Zhan, Q.; Coursen, J.D.; Khan, M.A.; Kontny, H.U.; Yu, L.; Hollander, M.C.; O’Connor, P.M.; Fornace, A.J., Jr.; Harris,

C.C. GADD45 induction of a G2/M cell cycle checkpoint. Proc. Natl. Acad. Sci. USA 1999, 96, 3706–3711. [CrossRef] [PubMed]
6. Jeffers, J.R.; Parganas, E.; Lee, Y.; Yang, C.; Wang, J.; Brennan, J.; MacLean, K.H.; Han, J.; Chittenden, T.; Ihle, J.N.; et al. Puma is an

essential mediator of p53-dependent and -independent apoptotic pathways. Cancer Cell 2003, 4, 321–328. [CrossRef]
7. Harms, K.L.; Chen, X. The C terminus of p53 family proteins is a cell fate determinant. Mol. Cell. Biol. 2005, 25, 2014–2030.

[CrossRef]
8. Wu, G.S.; Burns, T.F.; McDonald, E.R., 3rd; Jiang, W.; Meng, R.; Krantz, I.D.; Kao, G.; Gan, D.D.; Zhou, J.Y.; Muschel, R.; et al.

KILLER/DR5 is a DNA damage-inducible p53-regulated death receptor gene. Nat. Genet. 1997, 17, 141–143. [CrossRef]
9. Kortlever, R.M.; Higgins, J.; Bernards, R. Plasminogen activator inhibitor-1 is a critical downstream target of p53 in the induction

of replicative senescence. Nat. Cell. Biol. 2006, 8, 877–884. [CrossRef]
10. Qian, Y.; Zhang, J.; Yan, B.; Chen, X. DEC1, a basic helix-loop-helix transcription factor and a novel target gene of the p53 family,

mediates p53-dependent premature senescence. J. Biol. Chem. 2008, 283, 2896–2905. [CrossRef]
11. Freed-Pastor, W.A.; Prives, C. Mutant p53: One name, many proteins. Genes Dev. 2012, 26, 1268–1286. [CrossRef] [PubMed]
12. Muller, A.; Vousden, K.H. p53 mutations in cancer. Nat. Cell. Biol. 2013, 15, 2–8. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/cancers16010229/s1
https://www.mdpi.com/article/10.3390/cancers16010229/s1
https://doi.org/10.1038/35042675
https://www.ncbi.nlm.nih.gov/pubmed/11099028
https://doi.org/10.1016/j.cell.2009.04.037
https://www.ncbi.nlm.nih.gov/pubmed/19410540
https://doi.org/10.1007/s00018-003-3304-4
https://www.ncbi.nlm.nih.gov/pubmed/15095006
https://www.ncbi.nlm.nih.gov/pubmed/8118801
https://doi.org/10.1073/pnas.96.7.3706
https://www.ncbi.nlm.nih.gov/pubmed/10097101
https://doi.org/10.1016/S1535-6108(03)00244-7
https://doi.org/10.1128/MCB.25.5.2014-2030.2005
https://doi.org/10.1038/ng1097-141
https://doi.org/10.1038/ncb1448
https://doi.org/10.1074/jbc.M708624200
https://doi.org/10.1101/gad.190678.112
https://www.ncbi.nlm.nih.gov/pubmed/22713868
https://doi.org/10.1038/ncb2641
https://www.ncbi.nlm.nih.gov/pubmed/23263379


Cancers 2024, 16, 229 12 of 13

13. Brosh, R.; Rotter, V. When mutants gain new powers: News from the mutant p53 field. Nat. Rev. Cancer 2009, 9, 701–713.
[CrossRef]

14. Dittmer, D.; Pati, S.; Zambetti, G.; Chu, S.; Teresky, A.K.; Moore, M.; Finlay, C.; Levine, A.J. Gain of Function Mutations in P53.
Nat. Genet. 1993, 4, 42–46. [CrossRef] [PubMed]

15. Oren, M.; Rotter, V. Mutant p53 Gain-of-Function in Cancer. Cold Spring Harb. Perspect. Biol. 2010, 2, a001107. [CrossRef]
16. Vassilev, L.T.; Vu, B.T.; Graves, B.; Carvajal, D.; Podlaski, F.; Filipovic, Z.; Kong, N.; Kammlott, U.; Lukacs, C.; Klein, C.; et al.

In vivo activation of the p53 pathway by small-molecule antagonists of MDM2. Science 2004, 303, 844–848. [CrossRef] [PubMed]
17. Cheok, C.F.; Lane, D. Exploiting the p53 Pathway for Therapy. Cold Spring Harb. Perspect. Med. 2017, 7, a026310. [CrossRef]
18. Boeckler, F.M.; Joerger, A.C.; Jaggi, G.; Rutherford, T.J.; Veprintsev, D.B.; Fersht, A.R. Targeted rescue of a destabilized mutant of

p53 by an screened drug. Proc. Natl. Acad. Sci. USA 2008, 105, 10360–10365. [CrossRef]
19. Yu, X.; Vazquez, A.; Levine, A.J.; Carpizo, D.R. Allele specific p53 mutant synthetic lethality. Cancer Res. 2012, 72, 1178. [CrossRef]
20. Yu, X.; Vazquez, A.; Levine, A.J.; Carpizo, D.R. Allele-Specific p53 Mutant Reactivation. Cancer Cell 2012, 21, 614–625. [CrossRef]
21. Araki, T.; Milbrandt, J. Ninjurin, a novel adhesion molecule, is induced by nerve injury and promotes axonal growth. Neuron

1996, 17, 353–361. [CrossRef]
22. Araki, T.; Zimonjic, D.B.; Popescu, N.C.; Milbrandt, J. Mechanism of homophilic binding mediated by ninjurin, a novel widely

expressed adhesion molecule. J. Biol. Chem. 1997, 272, 21373–21380. [CrossRef] [PubMed]
23. Araki, T.; Milbrandt, J. Ninjurin2, a novel homophilic adhesion molecule, is expressed in mature sensory and enteric neurons and

promotes neurite outgrowth. J. Neurosci. 2000, 20, 187–195. [CrossRef]
24. Choi, S.; Woo, J.K.; Jang, Y.S.; Kang, J.H.; Hwang, J.I.; Seong, J.K.; Yoon, Y.S.; Oh, S.H. Ninjurin1 Plays a Crucial Role in Pulmonary

Fibrosis by Promoting Interaction between Macrophages and Alveolar Epithelial Cells. Sci. Rep. 2018, 8, 17542. [CrossRef]
[PubMed]

25. Park, J.; Joung, J.Y.; Hwang, J.E.; Hong, D.; Park, W.S.; Lee, S.J.; Lee, K.H. Ninjurin1 Is Up-regulated in Circulating Prostate Tumor
Cells and Plays a Critical Role in Prostate Cancer Cell Motility. Anticancer Res. 2017, 37, 1687–1696. [PubMed]

26. Woo, J.K.; Jang, Y.S.; Kang, J.H.; Hwang, J.I.; Seong, J.K.; Lee, S.J.; Jeon, S.; Oh, G.T.; Lee, H.Y.; Oh, S.H. Ninjurin1 inhibits
colitis-mediated colon cancer development and growth by suppression of macrophage infiltration through repression of FAK
signaling. Oncotarget 2016, 7, 29592–29604. [CrossRef]

27. Lee, H.J.; Ahn, B.J.; Shin, M.W.; Choi, J.H.; Kim, K.W. Ninjurin1: A potential adhesion molecule and its role in inflammation and
tissue remodeling. Mol. Cells 2010, 29, 223–227. [CrossRef]

28. Bjanes, E.; Sillas, R.G.; Matsuda, R.; Demarco, B.; Fettrelet, T.; DeLaney, A.A.; Kornfeld, O.S.; Lee, B.L.; Rodríguez López, E.M.;
Grubaugh, D.; et al. Genetic targeting of is linked to disrupted NINJ1 expression, impaired cell lysis, and increased susceptibility
to infection. PLoS Pathog. 2021, 17, e1009967. [CrossRef]

29. Lee, H.K.; Kim, I.D.; Lee, H.; Luo, L.; Kim, S.W.; Lee, J.K. Neuroprotective and Anti-inflammatory Effects of a Dodecamer Peptide
Harboring Ninjurin 1 Cell Adhesion Motif in the Postischemic Brain. Mol. Neurobiol. 2018, 55, 6094–6111. [CrossRef]

30. Yang, H.J.; Zhang, J.; Yan, W.; Cho, S.J.; Lucchesi, C.; Chen, M.; Huang, E.C.; Scoumanne, A.; Zhang, W.; Chen, X. Ninjurin 1
has two opposing functions in tumorigenesis in a p53-dependent manner. Proc. Natl. Acad. Sci. USA 2017, 114, 11500–11505.
[CrossRef]

31. Cho, S.J.; Rossi, A.; Jung, Y.S.; Yan, W.; Liu, G.; Zhang, J.; Zhang, M.; Chen, X. Ninjurin1, a target of p53, regulates p53 expression
and p53-dependent cell survival, senescence, and radiation-induced mortality. Proc. Natl. Acad. Sci. USA 2013, 110, 9362–9367.
[CrossRef]

32. Ran, F.A.; Hsu, P.D.; Wright, J.; Agarwala, V.; Scott, D.A.; Zhang, F. Genome engineering using the CRISPR-Cas9 system. Nat.
Protoc. 2013, 8, 2281–2308. [CrossRef] [PubMed]

33. Jacks, T.; Remington, L.; Williams, B.O.; Schmitt, E.M.; Halachmi, S.; Bronson, R.T.; Weinberg, R.A. Tumor spectrum analysis in
p53-mutant mice. Curr. Biol. 1994, 4, 1–7. [CrossRef] [PubMed]

34. Zhang, J.; Cho, S.J.; Shu, L.; Yan, W.; Guerrero, T.; Kent, M.; Skorupski, K.; Chen, H.; Chen, X. Translational repression of p53 by
RNPC1, a p53 target overexpressed in lymphomas. Genes Dev. 2011, 25, 1528–1543. [CrossRef] [PubMed]

35. Lucchesi, C.A.; Zhang, J.; Ma, B.; Chen, M.; Chen, X. Disruption of the Rbm38-eIF4E Complex with a Synthetic Peptide Pep8
Increases p53 Expression. Cancer Res. 2019, 79, 807–818. [CrossRef] [PubMed]

36. Dohn, M.; Zhang, S.; Chen, X. p63alpha and DeltaNp63alpha can induce cell cycle arrest and apoptosis and differentially regulate
p53 target genes. Oncogene 2001, 20, 3193–3205. [CrossRef] [PubMed]

37. Haupt, Y.; Maya, R.; Kazaz, A.; Oren, M. Mdm2 promotes the rapid degradation of p53. Nature 1997, 387, 296–299. [CrossRef]
38. El-Deiry, W.S.; Tokino, T.; Velculescu, V.E.; Levy, D.B.; Parsons, R.; Trent, J.M.; Lin, D.; Mercer, W.E.; Kinzler, K.W.; Vogelstein, B.

Waf1, a Potential Mediator of P53 Tumor Suppression. Cell 1993, 75, 817–825. [CrossRef]
39. Wu, R.C.; Schonthal, A.H. Activation of p53-p21(waf1) pathway in response to disruption of cell-matrix interactions. J. Biol. Chem.

1997, 272, 29091–29098. [CrossRef]
40. Molchadsky, A.; Shats, I.; Goldfinger, N.; Pevsner-Fischer, M.; Olson, M.; Rinon, A.; Tzahor, E.; Lozano, G.; Zipori, D.; Sarig, R.;

et al. p53 Plays a Role in Mesenchymal Differentiation Programs, in a Cell Fate Dependent Manner. PLoS ONE 2008, 3, e3707.
[CrossRef]

41. Laursen, L.S.; Chan, C.W.; Ffrench-Constant, C. Translation of myelin basic protein mRNA in oligodendrocytes is regulated by
integrin activation and hnRNP-K. J. Cell Biol. 2011, 192, 797–811. [CrossRef] [PubMed]

https://doi.org/10.1038/nrc2693
https://doi.org/10.1038/ng0593-42
https://www.ncbi.nlm.nih.gov/pubmed/8099841
https://doi.org/10.1101/cshperspect.a001107
https://doi.org/10.1126/science.1092472
https://www.ncbi.nlm.nih.gov/pubmed/14704432
https://doi.org/10.1101/cshperspect.a026310
https://doi.org/10.1073/pnas.0805326105
https://doi.org/10.1158/1538-7445.AM2012-1178
https://doi.org/10.1016/j.ccr.2012.03.042
https://doi.org/10.1016/S0896-6273(00)80166-X
https://doi.org/10.1074/jbc.272.34.21373
https://www.ncbi.nlm.nih.gov/pubmed/9261151
https://doi.org/10.1523/JNEUROSCI.20-01-00187.2000
https://doi.org/10.1038/s41598-018-35997-x
https://www.ncbi.nlm.nih.gov/pubmed/30510259
https://www.ncbi.nlm.nih.gov/pubmed/28373430
https://doi.org/10.18632/oncotarget.9020
https://doi.org/10.1007/s10059-010-0043-x
https://doi.org/10.1371/journal.ppat.1009967
https://doi.org/10.1007/s12035-017-0810-1
https://doi.org/10.1073/pnas.1711814114
https://doi.org/10.1073/pnas.1221242110
https://doi.org/10.1038/nprot.2013.143
https://www.ncbi.nlm.nih.gov/pubmed/24157548
https://doi.org/10.1016/S0960-9822(00)00002-6
https://www.ncbi.nlm.nih.gov/pubmed/7922305
https://doi.org/10.1101/gad.2069311
https://www.ncbi.nlm.nih.gov/pubmed/21764855
https://doi.org/10.1158/0008-5472.CAN-18-2209
https://www.ncbi.nlm.nih.gov/pubmed/30591552
https://doi.org/10.1038/sj.onc.1204427
https://www.ncbi.nlm.nih.gov/pubmed/11423969
https://doi.org/10.1038/387296a0
https://doi.org/10.1016/0092-8674(93)90500-P
https://doi.org/10.1074/jbc.272.46.29091
https://doi.org/10.1371/journal.pone.0003707
https://doi.org/10.1083/jcb.201007014
https://www.ncbi.nlm.nih.gov/pubmed/21357748


Cancers 2024, 16, 229 13 of 13

42. Xu, J.; Du, Y.L.; Xu, J.W.; Hu, X.G.; Gu, L.F.; Li, X.M.; Hu, P.H.; Liao, T.L.; Xia, Q.Q.; Sun, Q.; et al. Neuroligin 3 Regulates Dendritic
Outgrowth by Modulating Akt/mTOR Signaling. Front. Cell. Neurosci. 2019, 13, 518. [CrossRef] [PubMed]

43. Laplante, M.; Sabatini, D.M. mTOR signaling at a glance. J. Cell Sci. 2009, 122, 3589–3594. [CrossRef] [PubMed]
44. Saxton, R.A.; Sabatini, D.M. mTOR Signaling in Growth, Metabolism, and Disease. Cell 2017, 168, 960–976. [CrossRef] [PubMed]
45. Sukhbaatar, N.; Bachmayr-Heyda, A.; Auer, K.; Aust, S.; Deycmar, S.; Horvat, R.; Pils, D. Two different, mutually exclusively

distributed, mutations in ovarian and peritoneal tumor tissues of a serous ovarian cancer patient: Indicative for tumor origin?
Cold Spring Harb. Mol. Case Stud. 2017, 3, a001461. [CrossRef] [PubMed]

46. Saleh, A.; Perets, R. Mutated p53 in HGSC-From a Common Mutation to a Target for Therapy. Cancers 2021, 13, 3465. [CrossRef]
47. Scarpa, A.; Capelli, P.; Mukai, K.; Zamboni, G.; Oda, T.; Iacono, C.; Hirohashi, S. Pancreatic Adenocarcinomas Frequently Show

P53 Gene-Mutations. Am. J. Pathol. 1993, 142, 1534–1543.
48. Kayagaki, N.; Kornfeld, O.S.; Lee, B.L.; Stowe, I.B.; O’Rourke, K.; Li, Q.; Sandoval, W.; Yan, D.; Kang, J.; Xu, M.; et al. NINJ1

mediates plasma membrane rupture during lytic cell death. Nature 2021, 591, 131. [CrossRef]
49. Kayagaki, N.; Stowe, I.B.; Alegre, K.; Deshpande, I.; Wu, S.; Lin, Z.; Kornfeld, O.S.; Lee, B.L.; Zhang, J.; Liu, J.; et al. Inhibiting

membrane rupture with NINJ1 antibodies limits tissue injury. Am. J. Transplant. 2023, 23, 1090–1091. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.3389/fncel.2019.00518
https://www.ncbi.nlm.nih.gov/pubmed/31849609
https://doi.org/10.1242/jcs.051011
https://www.ncbi.nlm.nih.gov/pubmed/19812304
https://doi.org/10.1016/j.cell.2017.02.004
https://www.ncbi.nlm.nih.gov/pubmed/28283069
https://doi.org/10.1101/mcs.a001461
https://www.ncbi.nlm.nih.gov/pubmed/28679689
https://doi.org/10.3390/cancers13143465
https://doi.org/10.1038/s41586-021-03218-7
https://doi.org/10.1038/s41586-023-06191-5

	Introduction 
	Material and Methods 
	Reagents 
	Plasmids 
	Mice and Isolation of MEFs 
	Cell Culture and Cell Line Generation 
	Western Blot Analysis 
	RNA Isolation and RT-PCR 
	ChIP Assay 
	Colony Formation Assay 
	Tumor Sphere Assay 
	Cell Scratch Assay 
	SA–Gal Staining 
	Click-iT Metabolic Labeling 

	Results 
	NINJ2 Is a Target of p53 Tumor Suppressor 
	NINJ2 Regulates p53 Expression via mRNA Translation and the Mutual Regulation between p53 and NINJ2 Represents a Novel Feedback Loop 
	The Loss of Ninj2 Leads to Increased Expression of p53 Accompanied by the Induction of p21 in Mouse Embryo Fibroblasts (MEFs) 
	The Loss of NINJ2 Increases the Ability of WT p53 to Induce Growth Suppression, Decrease Cell Migration and Promote Cellular Senescence 
	The Loss of NINJ2 Increases Mutant p53 Expression and Promotes Cell Growth and Migration 

	Discussion 
	References



