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The phosphorylation of PHF5A by TrkA-ERK1/2-ABL1 cascade
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During interphase, the newly duplicated pairs of centrosomes are held together by a centrosome linker, and the centrosome
separation needs the disruption of this linker to induce the duplicated centrosomes separating into two distinct microtubule
organization centers. The mechanism of regulating centrosome separation is however poorly understood. Here, we demonstrated
that the phosphorylation of PHF5A at Y36 by the TrkA-ERK1/2-ABL1 cascade plays a critical role in regulating centrosome
separation. PHF5A, a well-characterized spliceosome component, is enriched in the centrosome. The pY36-PHF5A promotes the
interaction between CEP250 and Nek2A in a spliceosomal-independent manner, which leads to premature centrosome separation.
Furthermore, the unmatured centrosome remodels the microtubule and subsequently regulates cell proliferation and migration.
Importantly, we found that the phosphorylation cascade of TrkA-ERK1/2-ABL1-PHF5A is hyper-regulated in medulloblastoma. The
inhibition of this cascade can induce senescence and restrict the proliferation of medulloblastoma. Our findings on this
phosphorylation cascade in regulating centrosome separation could provide a series of potential targets for restricting the progress
of medulloblastoma.

Cell Death and Disease           (2023) 14:98 ; https://doi.org/10.1038/s41419-023-05561-1

INTRODUCTION
The centrosome is the most important microtubule organization
center in mammalian cells, which regulates spindle formation and
cell division in the mitotic cell cycle and influents cell migration,
motility, and cellular organelles organization [1]. During the cell
cycle, the older centrosome disengages in the G1 phase and
duplicates in the S phase to form a pair of new centrosomes once
per cell cycle and moves apart to form the opposing mitotic poles
[2]. During the centrosome maturation, the pericentriolar materials
are recruited and surrounded by the centrosome [3]. The
duplicated mature centrosomes anchor and nucleate microtubule
via the gamma-tubulin ring complex in the pericentriolar materials
[4]. The opposing centrosomes and the parallel microtubule
bundles function as the mitotic spindle and help to align the sister
chromatid paired for accurate chromosome segregation [5]. The
structure, function, and number of the centrosome are strictly
controlled in cells to ensure the cellular process [6]. The numerical
centrosome abnormality is the most common dysfunction of the
centrosome [6]. The overduplication, mitosis failure, or improper
centrosome separation cause the increase of centrosome number
which may result in multipolar mitosis and generate chromosomal
instability [7, 8].
During the G1 phase, the mother and daughter centrioles are

held together by a proteinaceous linker between the proximal
ends of the centrioles. To form the mitotic spindle, the

centrosome linker is disassembled to facilitate the new pair of
centrosome disjunctions [1]. Two important components of
centrosome linker are CEP250 and rootletin. CEP250 is located
at the proximal ends of the centrioles, and functions as the
docking site for rootletin [9]. Rootletin assembles into filaments
with other proteins, like CEP68 and LRRC45, which binds to
CEP250 for centriole attachment [10, 11]. During the late G2
phase and early M phase, CEP250 and rootletin are phosphory-
lated by NIMA-related kinase 2 (Nek2), which is activated by the
CDK1 cascade or growth factor cascade [10]. After phosphor-
ylation, CEP250 is disassembled from the centrosome which
causes centrosome disjunction [12]. The disassembled centro-
somes move to the opposing mitotic poles with the force of
microtubule at the onset of mitosis [13]. CEP250-Nek2A
phosphorylation cascade plays a critical role in the regulation
of centrosome separation and the cell cycle process. The kinase-
dead Nek2A causes the accumulation of multiple centrosomes
due to the centrosome separation failure, which increases the
degree of aneuploidy and chromosomal instability [14, 15].
Depletion of CEP250 or overexpression of Nek2 also induces
premature centrosome separation independent of the cell cycle
phase, which leads to the formation of multipolar mitosis with
disengaged centrioles [16–18]. Multipolar mitosis causes cell
asymmetric divisions and chromosomal instability [19]. As the
microtubule organization center, the centrosome also regulates
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microtubule nucleation and stabilization in mammalian cells
[20]. The abnormal centrosome, especially numerical abnorm-
ality, affects microtubule density [21]. The proper density of the
microtubule network and microtubule-dependent peri-centro-
somal assembly ensure the correct location and morphology of
the Golgi complex which determines the cell-polarized migra-
tion [21, 22]. Due to the importance of the centrosome, the
precise timing of centrosome separation and the correct
structure of the mitotic spindle ensure the process of mitosis
and microtubule organization.
During pre-mRNA maturation, the spliceosome recognizes and

removes intron. PHF5A is a crucial scaffolding component
presenting in the spliceosome U2 snRNP complex, and forms
the branch point pocket with SF3B1 [23]. The mutation of PHF5A
could cause resistance to splicing inhibitors [24]. PHF5A can
promote colorectal cancer progression by regulating alternative
splicing [25, 26]. Besides functions in splicing, PHF5A also has been
found that it could play spliceosome-independent functions. It
stabilizes the Paf1 transcriptional complex in pluripotent embryo-
nic stem cells' self-renewal and maintenance of pluripotency [27].
Also, PHF5A stabilized the p400 histone chaperone complex and
was involved in DNA repair [16].
TrkA, as a canonical receptor tyrosine kinase, is activated by its

ligand NGF and transduces the phosphorylation cascade in
regulating neurogenesis, cell differentiation, and proliferation
[28]. ABL1 showed a pericentriolar matrix location in a growth
factor-dependent signaling mechanism [29]. The crosstalk
between NGF-TrkA and ABL1 in the centrosome has not been
reported.
Medulloblastoma is the most common primary malignant brain

tumor in children over the age of 3–5 years. Medulloblastoma has
been categorized into four subgroups named Wnt, Shh, Goup3,
and Group4 [30]. In Shh-medulloblastoma, the highly conserved
Hedgehog (Hh) pathway is abnormally activated which causes the
primary cilium abundance [31]. There are several regulators
involved in the Hh pathway, including the Suppressor of fused
(Sufu) [32]. Sufu localizes to the centrosome and plays an
important role in centrosome duplication, suggesting the correla-
tion between Shh-medulloblastoma and centrosome [33]. Since
the metastasis of medulloblastoma remains the major cause of
mortality in children, an improved understanding of the molecular
events driving metastasis represents a major priority for medullo-
blastoma research [34].
In this study, we found that the phosphorylated PHF5A at site

Y36 locates in the centrosome, and regulates centrosome
separation by promoting the interaction between CEP250 and
Nek2A. The phosphorylation of PHF5A-Y36 is regulated by the
TrkA-ERK1/2-ABL1 cascade with the centrosome translocation of
ABL1. The hyperphosphorylation of PHF5A-Y36 is observed in the
Shh- medulloblastoma with the upregulation of the TrkA-ABL1
cascade and promotes the proliferation and migration of
medulloblastoma cells. The TrkA-ABL1-PHF5A cascade could be
a series of potential targets to restrict medulloblastoma progress.

MATERIALS AND METHODS
Transgenic mice and cell lines
NeuroD2:SmoA1 mice (#008831) were purchased from Jackson Labs.
Daoy MB cell lines were purchased from the Cell Resource Center,

Peking Union Medical College. HeLa and HEK293T were purchased
from ATCC.

Cell culture and transfection
HEK293T, Hela, and Daoy cells were cultured on poly-D-lysine-coated
dishes or coverslips with DMEM (GIBCO) supplemented with 10% fetal
bovine serum (GIBCO) and 1% penicillin/streptomycin. Cells were
transfected with plasmid DNA using PEI according to the manufacturer’s
protocol. Cells were transfected with siRNA using Lipofectamine RNAimax

according to the manufacturer’s protocol. The following siRNA target
sequences were used: si-PHF5A-CDS, 5′-CCAUCGAAGACUGUGUGAAA-3′;
si-PHF5A-UTR, 5′-GCCUACUACUACCAGCAGAAA-3′; si-CEP250-1#, 5′-GCTG
ACTCTATTCGACAACAA-3′; si-CEP250-2#, 5′-CCCTGACTCAAAGTCTGACAT-
3′; si-Nek2-UTR, 5′-GCCATGCCTTTCTGTATAGTA-3′.
Before NGF (PeproTech) treatment, the cells were serum-starved for

16 h. The proper final concentration of NGF (50 or 100 ng/ml) was added to
the cell culture medium still without serum.

Plasmid and antibody
PCR-amplified human PHF5A, ABL1, and Nek2A were cloned into pcDNA
3.1 vectors (with -HA, -Flag, or -Myc-His tags). PCR-amplified human CETN2
were cloned into pEGFP-C2 vectors. PcDNA 3.1-Flag-PHF5A (all mutant)
and pcDNA 3.1-HA-ABL1 (PP and K290R) were constructed using KOD-plus
Mutagenesis Kit (TOYOBO). pLVX-TetOne-Puro-Flag-PHF5A (WT, Y36E,
Y36F), pQCXIH-Flag-PHF5A, and pHBLV-CMVIE-IRES-Puro EGFP-CETN2 were
constructed using ClonExpress II One Step Cloning Kit (Vazyme). ShRNA
was constructed via the ligation of an oligonucleotide into a pLKO.1-Puro
vector. The following shRNA target sequences were used: shRNA PHF5A
CDS, 5′-CCAUCGGAAGACUGUGUGAAA-3′; shRNA PHF5A UTR, 5′-GCCUA-
CUACUACCAGCAGAAA-3′; shRNA ABL1 UTR, 5′- CCAGCTCTACTACC-
TACGTTT-3′. The following antibodies were obtained from commercial
sources: Anti-Flag (Sigma-Aldric, Cat#F-3165), Anti-GFP (Enogene, Cat#E12-
009), Anti-pTyr (PY99) (Santa Cruz Biotechnology, Cat#sc-7020), Anti-
GAPDH (Cell Signaling Technology, Cat#5174), Anti-HA (Thermo Fisher
Scientific, Cat#26183), Anti-TrkA (Bioss, Cat#ba-0193R), Anti-PHF5A (Pro-
teintech, Cat#15554-1-AP), Anti-ERK1/2 (Abcam, Cat#ab184699 and Zenbio,
Cat#201246-4F3), Anti-pERK1/2 (Thr202/Tyr204) (Zenbio, Cat#301245),
Anti-β-actin (Santa Cruz Biotechnology, Cat#sc-47778), Anti-AKT (Cell
Signaling Technology, Cat#4685), Anti-pAKT (Ser473) (Cell Signaling
Technology, Cat#4060), Anti-ABL1 (Cell Signaling Technology, Cat#2862),
Anti-pABL1 (Tyr412) (Cell Signaling Technology, Cat#2865), Anti-γ-tubulin
(mouse: Proteintech, Cat#66320-I-IG and rabbit: Abcam, Cat#ab179503),
Anti-CEP250 (mouse: Santa Cruz Biotechnology, Cat#sc-390540 and rabbit:
Proteintech, Cat#14498-1-AP), Donkey anti-rabbit Alexa Fluor 488 (Thermo
Fisher Scientific, Cat#A21206), Goat anti-mouse Alexa Fluor 594 (Thermo
Fisher Scientific, Cat#A32742), Goat anti-mouse Alexa Fluor 488 (Yeason,
Cat# 33206ES60), Donkey anti-rabbit Alexa Fluor 350 (Bioss, Cat#bs-0295D-
AF250).

Immunoprecipitation and co-immunoprecipitation assay
Cell lysates were prepared with BC100 buffer (20 mmol/L Tris-HCl (pH
7.9), 100 mmol/L NaCl, 0.2% NP-40, and 20% glycerol) containing
protease inhibitor cocktail (Selleck) and used directly for immunopre-
cipitation. Anti-Flag, anti-HA, or anti-GFP of protein A/G-Sepharose
beads were incubated with cell lysates at 4 °C overnight. After BC100
buffer washing, the precipitants were analyzed by Western blot using
the indicated antibodies.

In vitro phosphorylation assay
Full-length His-PHF5A was purified from the E.coli bacteria as the substrate
in the phosphorylation assay. HA-ABL1 (WT, PP, K290R) were purified from
HEK293T cells [35, 36]. Reactions were carried out at 37 °C for 30min in a
reaction buffer containing 66.7 mM Tris-Cl (pH= 8.0), 100mM NaCl, 5 nM
MnSO4, 0.5 mM CaCl2, 2 mM DTT, and 0.01 mM ATP. Phosphorylation of
target proteins was analyzed by western blot using a pan-tyrosine-
phosphorylation specific antibody.

Cell synchronization
Hela or Daoy cells were plated in dishes or coverslips at 50–70%
confluence and treated with 5 μM thymidine for 14 or 20 h. Cells were
washed with warm PBS five times and refresh the complete medium. To
inactive Eg5, monanstrol was added into the complete medium after
thymidine blocking and releasing for 5 h.

Immunofluorescence and immunohistochemistry staining
Cells were fixed with 4% paraformaldehyde for 20min and permeabilized
using 0.25% Triton X-100 for 20min at room temperature. Use quick
antigen retrieval solution for cell section (Solarbio) according to the
manufacturer’s protocol to retrieve antigen fixed with 4% paraformalde-
hyde before blocking. Additionally, Cells were also fixed with −20 °C pre-
cooled methanol for 5 min to obtain a better resolution of microtubule
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staining. After blocking with 1% BSA supplemented with 10% goat serum,
the cells were incubated with the primary antibodies overnight at 4 °C.
After washing with TBS, the cells were incubated with secondary
antibodies conjugated with Alexa-350, Alexa-488, or Alexa-594 for 2.5 h
at room temperature. Finally, the cells were stained with DAPI (Solarbio) to

visualize the nuclei. Photos were taken under a confocal microscope (LSM-
880 with Airyscan, Zeiss). Super-resolution Photos were taken under SP8
LIGHTNING confocal microscope (Leica). Shh-subtype medulloblastoma
samples in OCT were washed with TBS three times and performed with
antigen retrieval solution (Solarbio) for 5 min at room temperature

Fig. 1 TrkA phosphorylates PHF5A at site Y36. A The result of the kinase predicted with software GPS 5.0. B HEK293T cells were transfected
with plasmids as indicated, and Flag-PHF5A proteins were immunoblotted to verify the phosphorylation induced by TrkA overexpression.
C The MS/MS spectrum of phosphorylated “CVICDSYVRPCTLVR”. D The sequences of PHF5A in five species were aligned. Evolutionarily
conserved tyrosine 36 of PHF5A was highlighted in red. E, F All five tyrosine residues (Y) mutated to phenylalanine (F) of PHF5A (E) and Y36
mutated to glutamate (Y36E) or F (Y36F) of PHF5A (F) were transfected into HEK293T cells. Proteins were immunoprecipitated and detected
by pan anti-tyrosine-phosphorylation antibody. G Y36F or Y51F was co-expressed with TrkA in HEK293T cells. Using pan anti-tyrosine-
phosphorylation antibody and specific antibody pY36 to detect phosphorylation of PHF5A-Y36. H After serum starvation of 16 h,
HEK293T cells were treated with NGF (50 ng/ml) for indicated time periods. I HEK293T cells were transfected with indicated plasmids with NGF
treatment. Co-immunoprecipitation and immunoblotting were performed with indicated antibodies.
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according to the manufacturer’s protocol. After blocking with 1% BSA
supplemented with 10% goat serum, the slices were incubated with the
primary antibodies overnight at 4 °C. After washing with TBS, the slices
were incubated with secondary antibodies conjugated with HRP for 2.5 h
at room temperature. Finally, Using DAB to detect the signal according to
the manufacturer’s protocol.

Living-cell imaging
Cell migration assay was assessed in living Daoy cells with stable over-
expression of EGFP-CETN2. Use UltraVIEW VoX (PerkinElmer) to record the cell
orientation every 10min for 24 h. Cell division assay was assessed in living
HeLa cells released after the synchronization of thymidine and stained with
Hochest 33342. Use UltraVIEW VoX (PerkinElmer) to record every 5min for 4 h.
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Identification of phosphorylation site by LC-MS/MS analysis
After SDS-PAGE, the band of PHF5A was excised and subjected to in-gel
trypsin digestion. LC-MS analyses of protein digests were carried out on
an ion trap mass spectrometer (LTQ Velos Pro, Thermo Scientific)
coupled with nanoflow reversed-phase liquid chromatography (EASY-
nLC 1000, Thermo Scientific). The capillary column (75 μm× 150 mm)
with a laser-pulled electrospray tip (Model P-2000, Sutter instruments)
was home-packed with 5 μm, 100 Å Magic C18AQ silica-based particles
(Michrom BioResources Inc., Auburn, CA) and run at 300 nL/min with the
following mobile phases (A: 97% water, 3% acetonitrile, and 0.1% formic
acid; B: 80% acetonitrile, 20% water, and 0.1% formic acid). The LC
gradient started at 10% B for 3 min and then was linearly increased to
40% in 40 min. Next, the gradient was quickly ramped to 90% in 2 min
and stayed there for 10 min. The gradient was then switched back to
100% solvent A for column equilibration. Eluted peptides from the
capillary column were electro-sprayed directly onto the mass spectro-
meter for MS and MS/MS analyses in a data-dependent acquisition
mode. One full MS scan (m/z 400–1,200) was acquired and simulta-
neously the ten most intense ions were selected for MS/MS analyses.
The selected ions were fragmented by collision-induced dissociation
(CID) in the ion trap with the following parameters: ≥ +2 precursor ion
charge, 2 Da precursor ion isolation window, and 35% normalized
collision energy. Dynamic exclusion was set with a repeat duration of
30 s and an exclusion duration of 12 s.

Wound-healing assay
Hela or Daoy PHF5A-TetOne-WT, Y36E, and Y36F cells were seeded into six-
well plates and overgrew the dish for around 24 h. Then, cells were
wounded with a sterile plastic tip after the inhibitors pretreatment within
24 h. Cell migration was observed and photographed by microscopy (Leica
DM IL LED).

Colony formation assay
Hela (sh-PHF5A with or without rescued PHF5A-WT, Y36E, and Y36F) cells
or Daoy PHF5A-TetOne-WT, Y36E, and Y36F cells were seeded into 3.5 cm
dishes (4000 cells per dish) and cultured with 10% serum-containing media
for about 6 days. Cell clones were fixed with 4% PFA and stained with
crystal violet.

Centrosome enrichment
Centrosomal fractions were prepared from asynchronous HEK293T and
Hela cells that were preincubated with 0.2 µM nocodazole and 1 µg/ml
cytochalasin D (Sigma-Aldrich) for 1 h at 37 °C as previous study [37].
Cells were collected by trypsinization and centrifugation and the
resulting pellet was washed in TBS followed by 0.1× TBS added 8%
sucrose. Cells were resuspended in 2 ml of 0.1× TBS added 8% sucrose
followed by the addition of 8 ml lysis buffer (1 mM HEPES (pH= 7.2)
supplemented with 0.5% NP-40, 0.5 mM MgCl2, 0.1%DTT). The lysate
was centrifuged at 2500×g for 10 min. The supernatant was filtered
through a 0.8 µm nylon membrane. The supernatant was gently
underlaid with 1 ml of 60% sucrose solution (10 mM Pipes pH 7.2,
0.1% Triton X-100, and 0.1% β-mercaptoethanol containing 60% [wt/wt]
sucrose) and spun at 10,000×g for 30 min to sediment centrosomes
onto the cushion. The upper 8 ml of the supernatant was removed, and
the remainder, including the cushion, containing the concentrated
centrosomes was gently vortexed and loaded onto a discontinuous
sucrose gradient consisting of 70, 50, and 40% solutions from the

bottom, respectively, and centrifuged at 100,000×g for 1.5 h. After
centrifugation, several 500-µl fractions were collected and examined by
Western blot analysis.

Statistics and reproducibility
A two-tailed unpaired Student t-test and two-way ANOVA which were used
to analyze the differences among more than two groups by SPSS 20 was
done for the statistical analyses without a specific statement. ∗ denotes
p < 0.05, ∗∗ denotes p < 0.01, ∗∗∗ denotes p < 0.005, and ∗∗∗∗ denotes
p < 0.001, which were considered statistically significant between groups.
Fractions are represented as mean ± s.e.m. Data were graphed using
GraphPad Prism 8.0. The western blotting outcome was quantified by
using ImageJ.
In cellular composition analysis, data distribution was assumed to be

normal, but this was not formally tested.
Mice with similar tumor size and age were randomized and blinded to

perform western blotting or IF/ IHC. The sample size for western blotting or
IF/ IHC performed with a mouse model, based on the consistency of
measurable differences between groups, usually, n > 5 mice per group
unless otherwise indicated. No animals were excluded from the analysis.

RESULTS
TrkA phosphorylates PHF5A at site Y36
In spliceosome U2 snRNP, PHF5A interacts with SF3B1 to form
the branch point pocket [38]. On their interaction interface,
there are two important contact sides in PHF5A, Y36, and Y51/
Y54 [39]. Since the regulation of the interaction between PHF5A
and SF3B1 is important for alternative splicing, we speculated
that Y36 and Y51/Y54 of PHF5A could be phosphorylated to
regulate the interaction of PHF5A and SF3B1. To confirm this
hypothesis, we first used the PhosphositePlus software to
predict the potential phosphorylation of these sites. We found
that Y36 and Y51 could be phosphorylated (Fig. S1A). To find
the kinases for these sites, we used GPS 5.0 software for the
prediction and found that TrkA could be the tyrosine kinase
that phosphorylates PHF5A at Y36/Y51 (Fig. 1A) [40]. Phosphor-
ylation assay and liquid chromatography-tandem mass spectro-
metry (LC-MS/MS) showed that TrkA phosphorylates PHF5A at
the evolutionally conserved residue Y36 (Fig. 1B–D). We
mutated all five tyrosine residues to phenylalanine (F), which
mimicked the dephosphorylated state of PHF5A, and clarified
that Y36 was the major phosphorylation site of PHF5A mediated
by TrkA (Fig. 1E). We further examined the Y36F and Y36E
(hyperphosphorylated mimic), and verified that both Y36F and
Y36E mutants abolished phosphorylation of PHF5A (Fig. 1F). To
further investigate the role of PHF5A phosphorylation at Y36,
we generated Y36 phosphorylation specific antibody (labeled as
“pY36” in figures) to detect the phosphorylation of PHF5A at
Y36. Dot blotting and immunoprecipitated PHF5A-Y36F or Y51F
were performed to ensure the pY36 antibody specificity (Fig.
S1B and Fig. 1G). Treatment of NGF, the ligand of TrkA, rapidly
induced the phosphorylation of PHF5A-Y36 WT, not the Y36F
and Y36E mutants (Fig. 1H and Fig. S1C). As a canonical receptor

Fig. 2 TrkA-ERK1/2-ABL1 cascade phosphorylates PHF5A. A HEK293T cells expressing Flag-PHF5A were treated with or without 60 μM ERK1/2
inhibitor magnolin for 1 h. Immunoprecipitated Flag-PHF5A was detected by a pan-tyrosine-phosphorylation antibody. B Immunoprecipitated
Flag-PHF5A and whole-cell lysate co-expressed with TrkA were incubated with or without CIP (5 u) for 30min at 37 °C. C HEK293T cells
expressing Flag-PHF5A were treated with or without 5 nM ABL1 inhibitor dasatinib for 1 h. D Flag-PHF5A and HA-Abl1 were co-expressed in
HEK293T cells. Immunoprecipitation of PHF5A were immunoblotted and detected by pan anti-tyrosine-phosphorylation antibody.
E Bacterially purified His-PHF5A was incubated with or without HA-Abl1(wild-type, constitutively activate mutant PP, and kinase-inactive
mutant K290R) purified from HEK293T cells for an in vitro kinase assay. F Y36F or Y51F was co-expressed with Abl1 in HEK293T cells. Using
pY36 to detect phosphorylation of PHF5A-Y36. G Immunoprecipitated Flag-PHF5A and whole-cell lysate co-expressed with Abl1 were
incubated with or without CIP (5 u) as previously. H, I HEK293T cells were transfected with indicated plasmids. Using anti-HA agarose beads (H)
and anti-HA magnetic beads (I) to immunoprecipitate HA-Abl1 or HA-PHF5A. J HEK293T cells were transfected with indicated plasmids for
48 h. Immunofluorescence analyses were performed with indicated antibodies. K HEK293T cells were transfected with indicated plasmids and
treated with or without MK2206 (5 μM) or magnolin (60 μM) for 1 h. Immunoblotting was performed with indicated antibodies. L Model for
TrkA-ERK1/2-ABL1-PHF5A phosphorylation cascade.
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Fig. 3 ABL1 translocates to centrosome to phosphorylate PHF5A. A HeLa cells were co-stained with anti-pY36 and anti-γ-tubulin antibodies.
Insets show the enlarged centrosomal region. B Super-resolution images of PHF5A-pY36 and γ-tubulin with or without stable overexpression
of GFP-CETN2. C Model for centrosomal localization of PHF5A-pY36. D After enriching centrosomal fractions by centrifugation, endogenous
PHF5A and ABL1 levels were measured in fractions of HEK293T whole-cell lysates (WCL) with or without the expression of GFP-Flag-TrkA.
E HeLa cells were infected with sh-Abl1 lentivirus or control lentivirus and stained with PHF5A or PHF5A-pY36. F Model for ABL1 translocation
and phosphorylation of PHF5A in the centrosome.
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tyrosine kinase, the majority of TrkA locates in the cell
membrane or endosome, while PHF5A, a component of
spliceosome, mainly locates in the nucleus. Co-
immunoprecipitation analysis showed no interaction between
TrkA and PHF5A (Fig. 1I and Fig. S1D). These results suggested
that TrkA phosphorylates PHF5A at Y36 indirectly.

TrkA-ERK1/2-ABL1 cascade phosphorylates PHF5A
TrkA has been reported to transduce two major downstream
signal pathways canonically: PI3K-AKT and MEK-ERK. To determine
the pathway that TrkA phosphorylates PHF5A, we inhibited the
signaling pathway downstream of TrkA. We found that treatment
with the ERK1/2 inhibitor, magnolin, blocked the phosphorylation
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of PHF5A (Fig. 2A). In contrast, MK2206, the inhibitor of AKT, had
no effect on the phosphorylation level of PHF5A (Fig. S2A). The
treatment of calf intestinal phosphatase (CIP) reduced the
phosphorylation levels of both ERK1/2 and PHF5A induced by
TrkA (Fig. 2B). Among the prediction of GPS 5.0 software, src-
family kinase could also be the kinase that phosphorylates the
PHF5A. ABL1 is a member of the src-family tyrosine kinase which
can be translocated into the nucleus [41]. Treating cells with
dasatinib, an inhibitor of ABL1, reduced the phosphorylation level
of PHF5A mediated by TrkA (Fig. 2C). In vivo and in vitro
phosphorylation assays showed that ABL1 phosphorylates PHF5A
directly (Fig. 2D, E). ABL1-K290R (kinase-inactive mutant) or
PHF5A-Y36E abolished the phosphorylation of PHF5A (Fig. 2E, F).
Also, overexpression of ABL1 phosphorylated PHF5A which could
be dephosphorylated by CIP (Fig. 2G). Co-immunoprecipitation
analysis confirmed the interaction between ABL1 and PHF5A
(Fig. 2H, I). Indeed, immunofluorescent staining showed that ABL1
translocated into the nucleus when co-expressed with TrkA, which
promoted pY36-PHF5A exporting out of the nucleus (Fig. 2J).
Treating cells with magnolin and taletrecitinib, the inhibitor of
TrkA, can abolish the phosphorylation of both ABL1 and PHF5A,
while MK2206 has no effect (Fig. 2K and Fig. S2C, D). These results
demonstrated that TrkA-ERK1/2-ABL1 cascade phosphorylated
PHF5A (Fig. 2L).

ABL1 is translocated into the centrosome to phosphorylate
PHF5A
To investigate whether phosphorylated PHF5A could regulate the
alternative splicing, we performed the RNA-seq in cells with
PHF5A knocked down and rescued with PHF5A-WT or PHF5A-
Y36E. The results showed that the genes that PHF5A-Y36E
regulated were clustered mainly in proteolysis (Fig. S3A, B). And
the alternative splicing was not the major event regulated by
PHF5A-Y36E (Table S1). Therefore, we speculated that pY36-PHF5A
may perform spliceosome-independent functions.
To investigate the spliceosome-independent function of

PHF5A, we first examined the location of pY36-PHF5A, the
pY36-specific antibody was used for immunofluorescent stain-
ing. Surprisingly, the result showed that the majority of pY36-
PHF5A appeared as puncta outside the nucleus, and co-localized
with γ-tubulin (Fig. 3A). With high-resolution microscopy, we
further found that pY36-PHF5A located in the plus-end of the
centrosome during the interphase, then expanded in the whole
centrosome during the metaphase (Fig. 3B, C). To confirm the
centrosome localization of PHF5A, we purified the centrosome
by sucrose gradient ultracentrifugation and found that PHF5A
copurified with γ-tubulin. Overexpression of TrkA, PHF5A
centrosome localization levels was increased (Fig. 3D). Interest-
ingly, Overexpression of TrkA, ABL1 was also copurified with γ-
tubulin (Fig. 3D), suggesting that ABL1 was also translocated
into the centrosome. In addition, we found that knockdown
ABL1 abolished the pY36 phosphorylation in the centrosome
(Fig. 3E). These data suggested that ABL1 was translocated into
the centrosome to phosphorylate PHF5A (Fig. 3F).
To investigate the pre-mRNA splicing process at the centro-

some, we performed sucrose gradient ultracentrifugation to purify

the centrosome. The results showed that SF3B1, the core
component of U2 snRNP, was not copurified with γ-tubulin (Fig.
S3C). Importantly, mRNA was also shown low abundance in
centrosome (Fig. S3D). These data suggested that there was a low
possibility to proceed pre-mRNA splicing at the centrosome and
pY36-PHF5A is very likely to play spliceosome-independent
function at the centrosome.

pY36-PHF5A downregulates CEP250 by promoting the
interaction between CEP250 and Nek2A
To gain insight into the function of PHF5A at the centrosome, we
identified the interaction partners of PHF5A using in vitro and
in vivo co-immunoprecipitation assays (Fig. 4A). We found that a
fraction of 30 centrosomal proteins interacted with PHF5A,
including CEP250, a well-characterized centrosomal linker
(Fig. 4B, C) [42]. We confirmed the colocalization of PHF5A and
CEP250, which were located in the proximal end of the
centrosome and contributed to centrosome engagement
(Fig. 4D). To investigate whether the centrosomal colocalization
of PHF5A and CEP250 was interdependent, we performed siRNA
assay that targeted either protein or used drugs to destabilize
cytoskeletons. The results showed that only the depletion of
CEP250 but not cytoskeleton destabilizing decreased the signal of
both PHF5A and pY36-PHF5A in the centrosome (Fig. 4E and Fig.
S4A, B). In contrast, the knockdown of PHF5A had little effect in
abolishing the centrosomal signal of CEP250 (Fig. 4F). We
investigated whether pY36-PHF5A was recruited and involved in
the dissociation of CEP250 from the centrosome. We found an
increasing signal of pY36-PHF5A during the S phase to the G2
phase accompanied by a decreasing signal of CEP250 (Fig. 4G). To
investigate the correlation between CEP250 and pY36-PHF5A, we
constructed a conditional expression system in the HeLa cells and
synchronized them in the S phase and late G2 phase. The
overexpression of PHF5A-Y36F rescued the decreasing signal of
CEP250 at the late G2 phase (Fig. 4H). The processing of CEP250 is
regulated by Nek2A-mediated phosphorylation [43]. We further
investigated the role of pY36-PHF5A in affecting CEP250 proces-
sing. The co-immunoprecipitation assays showed that PHF5A-
Y36E but not PHF5A-Y36F could promote the interaction between
CEP250 and Nek2A (Fig. 4I, J). The immunofluorescent staining
assay showed that PHF5A-Y36E but not PHF5A-Y36F could
downregulate the protein levels of CEP250 (Fig. 4K). All the above
data demonstrated that pY36-PHF5A downregulates CEP250
during the S phase to the G2 phase by promoting the interaction
between CEP250 and Nek2A.

pY36-PHF5A promotes centrosome separation and
microtubule remodeling
We further investigated the role of PHF5A in regulating
centrosome separation. The cells rescued by PHF5A-Y36E resulted
in a significant increase in centrosome separation (Fig. 5A). After
synchronizing to the late G2 phase and inactivating Eg5 with
monastrol, cells rescued by PHF5A-Y36E showed longer inter-
centrosome distances, same as the depletion of CEP250 (Fig. 5B, C
and Fig. S5A). In contrast, PHF5A-Y36F rescued cells showed
shorter inter-centrosome distances, the same as the depletion of

Fig. 4 pY36-PHF5A downregulates CEP250 by promoting the interaction between CEP250 with Nek2A. A, B The schematic depicts the
experimental procedure of mass spectrometry (A), the box (B) shows centrosomal proteins identified by mass spectrometry which are ordered
by spectral counts. C The bar graph shows the functional enrichment of proteins shown in the box (B). D The HeLa cells were co-stained with
PHF5A-pY36 and CEP250. E, F SiRNA transfection was used to deplete, Nek2A (E), CEP250 (E), or PHF5A (F), and immunofluorescence were
performed with indicated antibodies. G HeLa cells were synchronized by thymidine block and released at the indicated times. Whole-cell
lysates were analyzed with immunoblotting. H Inducible expression of PHF5A (wild-type, Y36E and Y36F) in HeLa cells upon doxycycline
treatment for 24 h, and then cells were synchronized by treatment with thymidine block, and then collected after 0 and 6 h of release.
I, J HEK293T cells were transfected with indicated plasmids. CEP250 or Nek2A were immunoprecipitated and Nek2A or CEP250 were detected
with immunoblotting. K HeLa cells were transfected with indicated plasmids. Immunofluorescence staining were performed to show the
colocalization of CEP250, Nek2A, and PHF5A.
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Fig. 5 pY36-PHF5A locates in the centrosome to promote centrosome separation and microtubule organization. A HeLa cells were
infected with sh-PHF5A-UTR lentivirus and recued with PHF5A (wild-type, Y36E and Y36F). Inter-centrosome distances were measured from
cells in interphase (n= 30). B, C Sh-PHF5A and sh-rescued HeLa cells were synchronized with thymidine block and released to enrich cells in
the G2 phase (n= 20). Monastrol treatment inhibited Eg5-dependent centrosome splitting. Immunostaining was performed (B) and analyzed
(C) to show the inter-centrosome distances. D Model for PHF5A promoting centrosome separation. E, F Sh-PHF5A, sh-rescued (E) or dasatinib
treated (F) HeLa cells were labeled of microtubule or F-actin with anti-α-tubulin antibody or phalloidin. Immunostaining was performed to
show the organization of the cytoskeleton.
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Nek2A (Fig. 5B, C and Fig. S5A). The above results showed that
PHF5A-Y36E promotes centrosome separation (Fig. 5D). Given that
the centrosome is the most important microtubule organization
center which contributes to cell migration, we examined whether
PHF5A-Y36E or PHF5A-Y36F could affect microtubule attachment.
The immunofluorescent staining showed that cells rescued by
PHF5A-Y36F and the cells depleted with Nek2A or treatment with
dasatinib contained a loosened microtubule and F-actin (Fig. 5E, F
and Fig. S5B). In contrast, the cells rescued by PHF5A-Y36E and the
cells depleted with CEP250 both showed a dense microtubule
(Fig. 5E and Fig. S5B). The wound-healing assay showed that the
treatment of dasatinib inhibited cell migration (Fig. S5C). All these
data demonstrated that pY36-PHF5A promotes centrosome
separation and microtubule remodeling.

Y36-PHF5A is hyperphosphorylated in medulloblastoma
Since both ABL1 and TrkA are protooncogenes, we wondered
whether the TrkA-ABL1-PHF5A cascade could function in tumor-
igenesis or tumor progression. Because the TrkA is activated by
NGF, we focused on the tumors from the nervous system. The
database showed that ABL1 is overexpressed in large-scale
medulloblastoma (Fig. 6A) (Oncomine [44, 45]). Meanwhile, TrkA

is overexpressed in the Shh-subtype and Wnt-subtype of
medulloblastoma (GSE85217) (Fig. 6B). Furthermore, in Shh-
subtype medulloblastoma, the TrkA high expression patient group
corresponded to a lower overall survival rate in comparison with
the low expression patient group (GSE85217 [46]) (Fig. 6C). We
examined several cancer cell lines for TrkA expression levels and
found that Daoy cell line, a human Shh-type medulloblastoma cell
line, had the highest expression levels of TrkA (Fig. 6D). We also
observed the high pY36-PHF5A levels in the tumor tissues of the
medulloblastoma mouse model (Fig. 6E). We also verified the
activation of TrkA-ABL1 cascade and the hyperphosphorylation of
PHF5A at Y36 in the Shh-type medulloblastoma mouse model
(Fig. 6F). All these data demonstrated that PHF5A is hyperpho-
sphorylated at Y36 in medulloblastoma.

pY36-PHF5A promotes medulloblastoma proliferation and
migration by regulating centrosome separation and
microtubule remodeling
To further gain insight into the function of PHF5A in medullo-
blastoma, we first verified that downregulation of ABL1 reduced
pY36-PHF5A level in centrosome (Fig. S6A), and pY36-PHF5A
decreased the protein level of CEP250 in Daoy cells (Fig. 7A and
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Fig. S6B). Cells rescued by PHF5A-WT and PHF5A-Y36E increased
the ratio of centrosome separation while cells rescued by PHF5A-
Y36F decreased the ratio of centrosome separation in interphase
Daoy cells (Fig. S6C, D). Downregulation of pY36-PHF5A by
treating cells with TrkA inhibitor taletrectinib or ABL1 inhibitor

dasatinib also decreased the ratio of centrosome separation in
interphase Daoy cells (Fig. S6E, F). Additionally, we observed the
loosened microtubule arrangement in PHF5A-Y36F rescued cells
(Fig. S6G) or treatment with low-dose of dasatinib (Fig. S6H). The
migration assay showed that low-dose of dasatinib inhibited the
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Fig. 7 pY36-PHF5A promotes medulloblastoma migration through centrosome separation and microtubule remodeling.
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DAOY cells (WT, Y36E or Y36F) treated with or without dasatinib (25 nM). Images were captured every 5 min. Scale bars: 100 μm. C, D Cell
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migration speed (Fig. 7B, C) and displacement (Fig. 7D) of Daoy
cells, however, PHF5A-Y36E could rescue the inhibitory phenom-
enon of dasatinib (Fig. 7B–D). The wound-healing assay showed
that the treatment of dasatinib inhibited the cell migration (Fig.
S6I), in contrast, PHF5A-Y36E also could recuse this inhibitory
phenomenon of dasatinib (Fig. 7E). Indeed, the video showed that
the treatment of both low-dose of dasatinib and taletrectinib
could inhibit the migration of medulloblastoma cells with little
effect on their proliferation (Supplemental Movies S1–S4 and Fig.
S6J). All these data demonstrated that pY36-PHF5A promotes
medulloblastoma migration by regulating centrosome separation
and microtubule remodeling.
In mitotic cells, the centrosome plays a critical role in spindle

formation to ensure the correct cell division. To investigate the
function of pY36-PHF5A during mitosis, we used time-lapse
microscopy to record the mitotic process of the cells that
knockdown PHF5A without or with the rescue. The result showed
that the cells that knockdown of PHF5A displayed triple polarity
cell division and cytokinesis failure (Fig. 7F), while the rescue of
PHF5A-WT or PHF5A-Y36E can reverse this phenotype (Fig. 7F).
However, the cells rescued of PHF5A-Y36F still displayed cell cycle
arrest (Fig. 7F). Also, the cells rescued by either PHF5A-Y36F or
PHF5A-Y36E couldn’t avoid the irreversible cell death induced by
PHF5A knockdown in a long period of cell culture (Fig. S6K). To
investigate if the cell cycle arrest in PHF5A-Y36F rescued cells
induced cellular senescence, SA-β-Gal staining was performed in
cells which overexpressed PHF5A mimics. The results showed that
the cellular senescence was indeed induced by the treatment of
high-dose of dasatinib or overexpression of PHF5A-Y36F (Fig. 7G,
H). To determine whether PHF5A-pY36 affects cell proliferation,
colony formation assay and cell number counting assay were
performed in cells overexpressing PHF5A with or without the
treatment of high-dose of dasatinib. The results showed that the
treatment of high-dose of dasatinib inhibited the proliferation of
control and PHF5A-Y36F rescued cells but the cells rescued by
PHF5A-WT and PHF5A-Y36E can resume cell proliferation (Fig. 7I, J).
All these data demonstrated that pY36-PHF5A promotes medullo-
blastoma proliferation and rescues cellular senescence induced by
dasatinib by regulating the cell cycle process.

DISCUSSION
It is well-established that the TrkA pathway functions in
neurogenesis, cell differentiation, and proliferation. Also, TrkA, as
well as ABL1, could be a pro-oncogene function in tumorigenesis
[47, 48]. According to recent reports, with the stimulation of nerve
growth factor, TrkA was activated and induced downstream
phosphorylation cascade to promote cell proliferation [49]. In the
canonical growth factor phosphorylation cascade, the activated
Mst2 can phosphorylate and active Nek2A, which directly induces
the centrosome separation [50]. In the present study, we provided
evidence that ABL1 was recruited to the centrosome when the
TrkA-ERK1/2-ABL1 cascade was activated. Activated ABL1 phos-
phorylated PHF5A at site Y36 in the centrosome. The hyperpho-
sphorylated PHF5A-Y36 was observed in medulloblastoma with
the activation of the TrkA-ABL1 cascade which subsequently
promoted cell migration. The treatment of inhibitors of both TrkA
and ABL1 could inhibit the migration of medulloblastoma cells. In
contrast, the cells rescued by PHF5A-Y36E could abolish the
migration inhibitory phenomenon induced by dasatinib. Our
results demonstrated that phosphorylation of PHF5A by TrkA-
ERK1/2-ABL1 cascade plays an important role in regulating
centrosome function.
PHF5A is well characterized as a component of spliceosome

U2 snRNPs. During pre-mRNA splicing, PHF5A interacts with SF3B1
for branch point recognition. However, increasing evidence
suggests that PHF5A also could play spliceosome-independent
functions. It stabilizes the Paf1 transcriptional complex in

pluripotent embryonic stem cells' self-renewal and maintenance
of pluripotency [27]. It stabilizes the p400 histone chaperone
complex and functions in DNA repair [16]. Our findings on PHF5A
regulating centrosome function by affecting the interaction of
CEP250 and Nek2A supported the notion that it plays a
spliceosome-independent function.
The other components of spliceosomes have been reported to

regulate cellular events. PQBP1, a splicing regulator protein,
interacts with Dynamin 2 to orchestrate neuronal ciliary morpho-
genesis in the brain [51]. Pre-mRNA processing factors (PRPF6,
PRPF8, and PRPF31) mutated in autosomal dominant retinitis
pigmentosa and were identified as regulators during ciliogenesis
[52]. In the current study, we identified a previously unrecognized
centrosomal localization and function of PHF5A during centro-
some separation. Our study further confirmed that the spliceo-
some components regulate functions in various cellular processes.
During interphase, a newly duplicated pair of centrosomes

are connected by a centrosome linker composed of CEP250,
rootletin, CEP68 et al. At the onset of mitosis, the centrosome
linker CEP250 is phosphorylated by the activated Nek2 and
leads to its displacement, which initiates the centrosome
separation. The precise timing of centrosome separation plays
an important role in mitotic spindle formation and cell division,
and correct segregation of chromosomes requires timely
centrosome separation. Premature centrosome separation
causes multipolar mitotic spindle formation and induces
chromosome instability. Delay or unaccomplished centrosome
separation will lead to multiple centrosomes or centrosome
structure destruction which induces abnormal cell division and
aneuploid. Importantly, the centrosome is the major micro-
tubule organizing center in mammalian cells. The unstructured
centrosome causes disassembling of microtubules which leads
to the decrease of cellular substrate transportation, misplacing
of organelles, and affecting cell migration. However, centro-
some separation involves a sequence of events and regulation
cascades that remain poorly understood. In this study, we
demonstrated that pY36-PHF5A is located in the centrosome
and mediated centrosome separation by promoting the
interaction between CEP250 and Nek2A. These results increased
our understanding of the regulation of centrosome separation.
However, the regulation of CEP250 stability remains elusive,
whether pY36-PHF5A participates in this regulation is worth
further investigation.
In summary, our study revealed that phosphorylation of PHF5A-

Y36 in the centrosome promotes centrosome linker displacement.
The unmatured centrosome separation leads to a remodeling of
the microtubule, subsequently regulating cell migration. In
medulloblastoma, the hyperphosphorylation of the TrkA-ABL1-
PHF5A cascade could regulate cancer proliferation and migration,
which provides potential targets for cancer therapy.

DATA AVAILABILITY
All datasets generated and analyzed during this study are included in this published
article and its Supplementary Information files. Additional data were available from
the corresponding author on reasonable request.

REFERENCES
1. Nigg EA, Stearns T. The centrosome cycle: centriole biogenesis, duplication and

inherent asymmetries. Nat Cell Biol. 2011;13:1154–60.
2. Jaiswal S, Singh P. Centrosome dysfunction in human diseases. Semin Cell Dev

Biol. 2020;110:113–22.
3. Mennella V, Agard DA, Huang B, Pelletier L. Amorphous no more: subdiffraction

view of the pericentriolar material architecture. Trends Cell Biol. 2014;24:188–97.
4. Job D, Valiron O, Oakley B. Microtubule nucleation. Curr Opin Cell Biol.

2003;15:111–7.
5. Goshima G, Nedelec F, Vale RD. Mechanisms for focusing mitotic spindle poles by

minus end-directed motor proteins. J Cell Biol. 2005;171:229–40.

C. Song et al.

12

Cell Death and Disease           (2023) 14:98 



6. Wu Q, Li B, Liu L, Sun S, Sun S. Centrosome dysfunction: a link between senes-
cence and tumor immunity. Signal Transduct Target Ther. 2020;5:107.

7. Maiato H, Logarinho E. Mitotic spindle multipolarity without centrosome ampli-
fication. Nat Cell Biol. 2014;16:386–94.

8. Zhang Y, Foreman O, Wigle DA, Kosari F, Vasmatzis G, Salisbury JL, et al. USP44
regulates centrosome positioning to prevent aneuploidy and suppress tumor-
igenesis. J Clin Invest. 2012;122:4362–74.

9. Mazo G, Soplop N, Wang WJ, Uryu K, Tsou MF. Spatial control of primary cilio-
genesis by subdistal appendages alters sensation-associated properties of cilia.
Dev Cell. 2016;39:424–37.

10. Remo A, Li X, Schiebel E, Pancione M. The centrosome linker and its role in cancer
and genetic dsisorders. Trends Mol Med. 2020;26:380–93.

11. Vlijm R, Li X, Panic M, Ruthnick D, Hata S, Herrmannsdorfer F, et al. STED nano-
scopy of the centrosome linker reveals a CEP68-organized, periodic rootletin
network anchored to a C-Nap1 ring at centrioles. Proc Natl Acad Sci USA.
2018;115:E2246–53.

12. Chen CT, Gubbels MJ. TgCep250 is dynamically processed through the division
cycle and is essential for structural integrity of the Toxoplasma centrosome. Mol
Biol Cell. 2019;30:1160–9.

13. Pihan GA. Centrosome dysfunction contributes to chromosome instability,
chromoanagenesis, and genome reprograming in cancer. Front Oncol.
2013;3:277.

14. Faragher AJ, Fry AM. Nek2A kinase stimulates centrosome disjunction and is
required for formation of bipolar mitotic spindles. Mol Biol Cell.
2003;14:2876–89.

15. Borel F, Lohez OD, Lacroix FB, Margolis RL. Multiple centrosomes arise from
tetraploidy checkpoint failure and mitotic centrosome clusters in p53 and RB
pocket protein-compromised cells. Proc Natl Acad Sci USA. 2002;99:9819–24.

16. Stiff T, Echegaray-Iturra FR, Pink HJ, Herbert A, Reyes-Aldasoro CC, Hochegger H.
Prophase-specific perinuclear actin coordinates centrosome separation and
positioning to ensure accurate chromosome segregation. Cell Rep.
2020;31:107681.

17. Au FKC, Hau BKT, Qi RZ. Nek2-mediated GAS2L1 phosphorylation and
centrosome-linker disassembly induce centrosome disjunction. J Cell Biol.
2020;219:e201909094.

18. Agircan FG, Schiebel E, Mardin BR. Separate to operate: control of centrosome
positioning and separation. Philos Trans R Soc Lond B Biol Sci.
2014;369:20130461.

19. Vitale I, Senovilla L, Jemaa M, Michaud M, Galluzzi L, Kepp O, et al. Multipolar
mitosis of tetraploid cells: inhibition by p53 and dependency on Mos. EMBO J.
2010;29:1272–84.

20. Roostalu J, Surrey T. Microtubule nucleation: beyond the template. Nat Rev Mol
Cell Biol. 2017;18:702–10.

21. Ogden A, Rida PC, Aneja R. Heading off with the herd: how cancer cells might
maneuver supernumerary centrosomes for directional migration. Cancer Metas-
tasis Rev. 2013;32:269–87.

22. Garcin C, Straube A. Microtubules in cell migration. Essays Biochem.
2019;63:509–20.

23. Cretu C, Agrawal AA, Cook A, Will CL, Fekkes P, Smith PG, et al. Structural basis of
splicing modulation by antitumor macrolide compounds. Mol Cell.
2018;70:265–73 e268.

24. Cretu C, Gee P, Liu X, Agrawal A, Nguyen TV, Ghosh AK, et al. Structural basis of
intron selection by U2 snRNP in the presence of covalent inhibitors. Nat Com-
mun. 2021;12:4491.

25. Chang Y, Zhao Y, Wang L, Wu M, He C, Huang M, et al. PHF5A promotes colorectal
cancerprogression by alternative splicing of TEAD2. Mol Ther Nucleic Acids.
2021;26:1215–27.

26. Wang Z, Yang X, Liu C, Li X, Zhang B, Wang B, et al. Acetylation of PHF5A
modulates stress responses and colorectal carcinogenesis through alternative
splicing-mediated upregulation of KDM3A. Mol Cell. 2019;74:1250–63.e1256.

27. Karmakar S, Rauth S, Nallasamy P, Perumal N, Nimmakayala RK, Leon F, et al. RNA
polymerase II-associated factor 1 regulates stem cell features of pancreatic cancer
cells, independently of the PAF1 complex, via interactions with PHF5A and DDX3.
Gastroenterology. 2020;159:1898–915.e1896.

28. Amatu A, Sartore-Bianchi A, Bencardino K, Pizzutilo EG, Tosi F, Siena S. Tropo-
myosin receptor kinase (TRK) biology and the role of NTRK gene fusions in
cancer. Ann Oncol. 2019;30:viii5–15.

29. Filippova N, Yang X, Nabors LB. Growth factor dependent regulation of centro-
some function and genomic instability by HuR. Biomolecules. 2015;5:263–81.

30. Hovestadt V, Ayrault O, Swartling FJ, Robinson GW, Pfister SM, Northcott PA.
Medulloblastomics revisited: biological and clinical insights from thousands of
patients. Nat Rev Cancer. 2020;20:42–56.

31. Youn YH, Hou S, Wu CC, Kawauchi D, Orr BA, Robinson GW, et al. Primary cilia
control translation and the cell cycle in medulloblastoma. Genes Dev.
2022;36:737–51.

32. Skowron P, Farooq H, Cavalli FMG, Morrissy AS, Ly M, Hendrikse LD, et al. The
transcriptional landscape of Shh medulloblastoma. Nat Commun. 2021;12:1749.

33. Zhuang T, Zhang B, Song Y, Huang F, Chi W, Xin G, et al. Sufu negatively regulates
both initiations of centrosome duplication and DNA replication. Proc Natl Acad
Sci USA. 2021;118:e2026421118.

34. Van Ommeren R, Garzia L, Holgado BL, Ramaswamy V, Taylor MD. The molecular
biology of medulloblastoma metastasis. Brain Pathol. 2020;30:691–702.

35. Barila D, Superti-Furga G. An intramolecular SH3-domain interaction regulates
c-Abl activity. Nat Genet. 1998;18:280–2.

36. Plattner R, Kadlec L, DeMali KA, Kazlauskas A, Pendergast AM. c-Abl is activated
by growth factors and Src family kinases and has a role in the cellular response to
PDGF. Genes Dev. 1999;13:2400–11.

37. Wigley WC, Fabunmi RP, Lee MG, Marino CR, Muallem S, DeMartino GN, et al.
Dynamic association of proteasomal machinery with the centrosome. J Cell Biol.
1999;145:481–90.

38. Zhang Z, Will CL, Bertram K, Dybkov O, Hartmuth K, Agafonov DE, et al. Molecular
architecture of the human 17S U2 snRNP. Nature. 2020;583:310–3.

39. Cretu C, Schmitzova J, Ponce-Salvatierra A, Dybkov O, De Laurentiis EI, Sharma K,
et al. Molecular architecture of SF3b and structural consequences of its cancer-
related mutations. Mol Cell. 2016;64:307–19.

40. Wang C, Xu H, Lin S, Deng W, Zhou J, Zhang Y, et al. GPS 5.0: an update on the
prediction of kinase-specific phosphorylation sites in proteins. Genom Proteom
Bioinforma. 2020;18:72–80.

41. Shaul Y. c-Abl: activation and nuclear targets. Cell Death Differ. 2000;7:10–16.
42. Huang Z, Ma L, Wang Y, Pan Z, Ren J, Liu Z, et al. MiCroKiTS 4.0: a database of

midbody, centrosome, kinetochore, telomere and spindle. Nucleic Acids Res.
2015;43:D328–334.

43. Mardin BR, Lange C, Baxter JE, Hardy T, Scholz SR, Fry AM, et al. Components of
the Hippo pathway cooperate with Nek2 kinase to regulate centrosome dis-
junction. Nat Cell Biol. 2010;12:1166–76.

44. Pomeroy SL, Tamayo P, Gaasenbeek M, Sturla LM, Angelo M, McLaughlin ME,
et al. Prediction of central nervous system embryonal tumour outcome based on
gene expression. Nature. 2002;415:436–42.

45. Rhodes DR, Kalyana-Sundaram S, Mahavisno V, Varambally R, Yu J, Briggs BB,
et al. Oncomine 3.0: genes, pathways, and networks in a collection of 18,000
cancer gene expression profiles. Neoplasia. 2007;9:166–80.

46. Cavalli FMG, Remke M, Rampasek L, Peacock J, Shih DJH, Luu B, et al. Intertumoral
heterogeneity within medulloblastoma subgroups. Cancer Cell.
2017;31:737–54.e736.

47. Pulciani S, Santos E, Lauver AV, Long LK, Aaronson SA, Barbacid M. Oncogenes in
solid human tumours. Nature. 1982;300:539–42.

48. Sirvent A, Benistant C, Roche S. Cytoplasmic signalling by the c-Abl tyrosine
kinase in normal and cancer cells. Biol Cell. 2008;100:617–31.

49. Lagadec C, Meignan S, Adriaenssens E, Foveau B, Vanhecke E, Romon R, et al.
TrkA overexpression enhances growth and metastasis of breast cancer cells.
Oncogene. 2009;28:1960–70.

50. Mardin BR, Isokane M, Cosenza MR, Kramer A, Ellenberg J, Fry AM, et al. EGF-
induced centrosome separation promotes mitotic progression and cell survival.
Dev Cell. 2013;25:229–40.

51. Ikeuchi Y, de la Torre-Ubieta L, Matsuda T, Steen H, Okazawa H, Bonni A. The XLID
protein PQBP1 and the GTPase Dynamin 2 define a signaling link that orches-
trates ciliary morphogenesis in postmitotic neurons. Cell Rep. 2013;4:879–89.

52. Wheway G, Schmidts M, Mans DA, Szymanska K, Nguyen TT, Racher H, et al. An
siRNA-based functional genomics screen for the identification of regulators of
ciliogenesis and ciliopathy genes. Nat Cell Biol. 2015;17:1074–87.

ACKNOWLEDGEMENTS
We thank the core facility at Peking University Health Science Center for mass
spectrometry and FACS analysis. This study is supported by the National Natural
Science Foundation of China (82172959, 81874147, and 81671389).

AUTHOR CONTRIBUTIONS
CS designed the research and analyzed the data. CS, YZ, YL, and JB performed the
experiments. ZW, XY, HL, LZ, and TZ provided valuable discussion. CS wrote the
manuscript. QC and JL conceived and directed the project. All the authors discussed
the results and commented on the manuscript.

COMPETING INTERESTS
The authors declare no competing interests.

C. Song et al.

13

Cell Death and Disease           (2023) 14:98 



ADDITIONAL INFORMATION
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41419-023-05561-1.

Correspondence and requests for materials should be addressed to Qing Chang or
Jianyuan Luo.

Reprints and permission information is available at http://www.nature.com/
reprints

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

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

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

© The Author(s) 2023

C. Song et al.

14

Cell Death and Disease           (2023) 14:98 

https://doi.org/10.1038/s41419-023-05561-1
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	The phosphorylation of PHF5A by TrkA-ERK1/2-ABL1 cascade regulates centrosome separation
	Introduction
	Materials and methods
	Transgenic mice and cell lines
	Cell culture and transfection
	Plasmid and antibody
	Immunoprecipitation and co-immunoprecipitation assay
	In vitro phosphorylation assay
	Cell synchronization
	Immunofluorescence and immunohistochemistry staining
	Living-cell imaging
	Identification of phosphorylation site by LC-MS/MS analysis
	Wound-healing assay
	Colony formation assay
	Centrosome enrichment
	Statistics and reproducibility

	Results
	TrkA phosphorylates PHF5A at site Y36
	TrkA-ERK1/2-ABL1 cascade phosphorylates PHF5A
	ABL1 is translocated into the centrosome to phosphorylate PHF5A
	pY36-PHF5A downregulates CEP250 by promoting the interaction between CEP250 and Nek2A
	pY36-PHF5A promotes centrosome separation and microtubule remodeling
	Y36-PHF5A is hyperphosphorylated in medulloblastoma
	pY36-PHF5A promotes medulloblastoma proliferation and migration by regulating centrosome separation and microtubule remodeling

	Discussion
	References
	Acknowledgements
	Author contributions
	Competing interests
	ACKNOWLEDGMENTS
	ADDITIONAL INFORMATION




