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Alterations in the gene encoding the E3 ubiquitin ligase substrate receptor FBXO38 have
been associated with several diseases, including early-onset motor neuronopathy.
However, the cellular processes affected by the enzymatic action of FBXO38 are not
yet known. Here, we identify the zinc finger proteins ZXDA/B as its interaction partners.
FBXO38 controls the stability of ZXDA/B proteins via ubiquitination and proteasome-
dependent degradation. We show that ZXDA/B proteins associate with the centromeric
protein CENP-B and that the interaction between ZXDA/B and FBXO38 or CENP-B is
mutually exclusive. Functionally, ZXDA/B factors control the protein level of chromatin-
associated CENP-B. Furthermore, their inappropriate stabilization leads to upregulation of
CENP-A and CENP-B positive centromeric chromatin. Thus we demonstrate a previously
unknown role of cullin-dependent protein degradation in the control of centromeric
chromatin integrity.
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INTRODUCTION

The ubiquitin-proteasome pathway is a cellular system that shapes the temporal and spatial proteome via
targeted protein degradation. This control is achieved via the specific recognition of targeted proteins by
ubiquitin ligases (Senft et al., 2018). Multi-subunit E3 ubiquitin ligases allow system versatility by using
separate modules for substrate recognition and ubiquitination (Skaar et al., 2014). F-box containing
protein 38 (FBXO38; also known as MoKA) is a substrate receptor for SKP1-CUL1-dependent ubiquitin
ligase (SCF). Initially, it was discovered as amodulator of transcription factor Krüppel-like factor 7 (KLF7)
activity (Smaldone et al., 2004). In addition, FBXO38 stability is controlled via ubiquitin-specific peptidase
7 (USP7), and FBXO38 protein expression was shown to be required for proper cytokinesis (Georges
et al., 2019). However, as a ubiquitin ligase, SCFFBXO38 is still insufficiently characterized. So far, the only
potential substrate identified is programmed cell death 1 (PD-1) (Meng et al., 2018).

Significantly, two FBXO38 gene mutations were found in patients with early-onset distal
hereditary motor neuronopathy, indicating its role in the homeostasis of the nervous system
(Sumner et al., 2013; Akcimen et al., 2019). Interestingly, another mutation was discovered in
the study of monozygotic twins with discordant development of gender dysphoria (Morimoto et al.,
2017).

Proteins zinc finger X-linked duplicated A and B (ZXDA/B) have no sufficiently described
function. Their close homolog and interacting partner ZXDC has been shown to play a role in the
transcription control of major histocompatibility complex class II (Al-Kandari et al., 2007). However,
there is no significant evidence supporting the role of ZXDA/B in this process.
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Centromeres serve as a platform for microtubule attachment
during chromosome segregation. They are defined by the tandem
arrays of ɑ-satellite DNA repeats and by the epigenetic signature,
characterized by substituting histone H3 with its variant
centromere protein A (CENP-A) (Earnshaw and Rothfield,
1985; Palmer et al., 1987). CENP-A nucleosomes are
assembled during mitotic exit and the G1 phase of the cell
cycle (Jansen et al., 2007). CENP-A depletion, once the
kinetochore is already tethered to the centromere, does not
disrupt chromosome segregation since its fidelity is ensured by
the CENP-B DNA binding protein (Hoffmann et al., 2016).
CENP-B protein, homologous to transposases, binds DNA
motif (CENP-B box) frequently found in centromeric
repetitions (Masumoto et al., 1989; Muro et al., 1992).
Functionally, it supports the stabilization of the kinetochore
structure through direct binding to CENP-A and by
maintaining the CENP-C protein at the centromeres
(Fachinetti et al., 2015; Fujita et al., 2015). Moreover, studies
on human artificial chromosomes show that forming a functional
centromere requires CENP-B protein-dependent CENP-A
loading (Ohzeki et al., 2002; Okada et al., 2007). Interestingly,
CENP-B is missing from the Y chromosome due to the absence of
CENP-B boxes (Masumoto et al., 1989) and from ectopically-
derived neocentromeres (du Sart et al., 1997). As a possible
consequence, the Y chromosome exhibits an increased
missegregation rate compared to other chromosomes
(Fachinetti et al., 2015). Furthermore, CENP-B controls the
epigenetic signature of centromeres by recruiting various
histone modifiers, including tethering histone H3.3 chaperone
DAXX to pericentric regions in a SUMO2-dependent manner
(Okada et al., 2007; Drane et al., 2010; Morozov et al., 2017; Otake
et al., 2020). Notably, Cenp-B-deficient mice are viable, but they
exhibit decreased body weight, lower sperm count, and age-
dependent deterioration of female reproductive organs
(Hudson et al., 1998; Kapoor et al., 1998; Perez-Castro et al.,
1998; Fowler et al., 2000; Fowler et al., 2004).

Here, we have revealed the previously unknown role of
SCFFBXO38 ubiquitin ligase. We identified ZXDA/B zinc finger
proteins as its substrates. Furthermore, we show that ZXDA/B
proteins are responsible for CENP-B protein stabilization at
centromeres, a process negatively controlled by FBXO38.

RESULTS

FBXO38 Interacts With ZXDA/B in the
Nucleus
To identify substrates of SCFFBXO38, we performed affinity
purification of the FBXO38 protein. Mass spectrometry
analysis of the FBXO38 interactome revealed peptides
corresponding to canonical subunits of SCFFBXO38 (SKP1,
SUGT1, and CUL1) and previously identified FBXO38
interaction partner USP7 deubiquitinase (Zhang M. et al.,
2008; Skaar et al., 2013; Georges et al., 2019). Additionally, the
list of co-purified proteins contained a family of small DED-
containing proteins DEDD and DEDD2, transcription co-
regulator FAM172A, and zinc finger X-linked duplicated A

and B proteins (ZXDA/B) (Figures 1A,B). ZXDA/B proteins
were selected for further studies as their protein level increased
upon FBXO38 knockdown, suggesting that they represent
potential substrates of SCFFBXO38 ubiquitin ligase
(Supplementary Figure S1A). ZXDA/B encoding genes
evolved in two steps. First, ZXDA appeared as a retrogene
from the ZXDC gene in placental mammals (Supplementary
Figure S1B). Later, in the Boreoeutheria clade, ZXDA was
duplicated, and ZXDB appeared in an inverted position on
chromosome X (Supplementary Figure S1C). Translational
products of ZXDA and ZXDB genes are almost identical,
sharing 98% similarity in primary sequence (Supplementary
Figure S1D; in the following text we will refer to endogenous
proteins as ZXDA/B and exogenous recombinant protein as
ZXDA). We screened a small panel of Cullin-RING ligase
substrate receptors to confirm that the interaction between
FBXO38 and ZXDA/B is specific (Figure 1C). In a
complementary approach, we purified StrepII-FLAG-tagged
ZXDA (SF-ZXDA) and found that endogenous FBXO38,
CUL1, and SKP1, but not other tested F-box proteins,
interacted specifically with ZXDA (Figure 1D). Finally, we
confirmed that endogenous FBXO38 and ZXDA/B proteins
localized into the nucleoplasm (Figures 1E,F, Supplementary
Figure S1E) and mutually interacted (Figure 1G).

FBXO38 Mediates Ubiquitination and
Controls the Stability of ZXDA/B
To assess whether ZXDA/B proteins are targeted for protein
degradation by Cullin-dependent ubiquitin ligases, we first
utilized the neddylation inhibitor MLN4924, since NEDD8-
cojugation to Cullin proteins is prerequisite for SCF activity
(Baek et al., 2020). At two different time points after
treatment, an increase in ZXDA/B protein levels was observed,
similar to other well-characterized CUL1-dependent substrates
REST, p21, and FBXO28 (Figure 2A) (Yu et al., 1998;
Guardavaccaro et al., 2008; Cai et al., 2020). Upon neddylation
or proteasome (MG-132) inhibition, the ZXDA/B proteins
accumulated in the nuclear compartment specifically
(Figure 2B). To test whether these effects are FBXO38-
dependent, we silenced endogenous FBXO38 in HeLa and
RPE-1 cell lines. Acute knockdown of FBXO38 led to the
increased protein level of ZXDA/B compared to the control
cells (Figure 2C). To further validate the effect of FBXO38 on
ZXDA/B proteins stability, FBXO38ΔEx3/ΔEx3 HCT116 and RPE-1
cell lines lacking full-length protein were generated (FBXO38
knockout; KO). As expected, we observed an increased protein
level of ZXDA/B in the nuclei of the FBXO38 KO cells
(Figure 2D). By treating KO cells with translation inhibitor
cycloheximide (CHX), we confirmed the increased stability of
ZXDA/B in the absence of FBXO38. This effect was rescued by
the expression of exogenous FBXO38, which led to the
destabilization of ZXDA/B. At the same time, another target
of CUL1-dependent degradation, p21, did not show any change
in stability upon FBXO38 expression (Figure 2E). Using the
HCT116 cell line with an inducible expression of exogenous
ZXDA, we confirmed that these effects are transcriptionally
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independent. Both the neddylation inhibition and FBXO38
knockdown increased exogenous ZXDA protein level and
stability (Figures 2F,G). Finally, affinity-purified FBXO38
promoted in vitro ubiquitination of endogenous ZXDA/B
(Figure 2H). Overall, these results show that SCFFBXO38

controls ZXDA/B proteins stability via Cullin-dependent
protein degradation.

FBXO38 Associates With ZXDA/B via Zinc
Finger Linker Motif
FBXO38 contains three structurally different domains
(Figure 3A and Supplementary Figure S3A). Although

initially described as an F-box lacking the typical WD40 or
leucine repeats (thus designated FBXO) (Jin et al., 2004),
detailed analysis using the Leucine-rich-repeats (LRR) and
AlphaFold predictors showed that it is rather a typical F-box
protein containing leucine-rich repeats (FBXL) (Martin et al.,
2020; Jumper et al., 2021). The F-box motif, essential for SCF
complex formation, and C-terminal domain were indispensable
for FBXO38 interaction with ZXDA/B. In contrast, the loss of
these motifs did not affect the interaction with deubiquitinase
USP7 (Figure 3B). Mutants of FBXO38 found in patients with
muscular atrophy interacted with ZXDA/B more strongly,
especially after MLN4924 treatment (Supplementary
Figure S3B).

FIGURE 1 | FBXO38 interacts with ZXDA/B in the nucleus. (A) Schematic representation of mass-spectrometry identification of FBXO38-interacting proteins.
Affinity-purified proteins from HeLa cells expressing StrepII-FLAG-tagged FBXO38 (SF-FBXO38) were identified by Liquid Chromatography with Tandem Mass-
Spectrometry (LC-MS/MS). Parental HeLa cells without FBXO38 expression were used as a negative control. Proteins that were significantly enriched in FBXO38
purifications compared to the control are in red. The graph represents maximum intensity and the enrichment calculated from the ratio of intensities of identified
proteins. (B) The list of specific hits enriched in FBXO38 purifications identified by the LC-MS/MS analysis as in (A). Log2 intensities from FBXO38 purifications or the
control are shown. Components of SCFFBXO38 are depicted in blue, putative substrates in red, and other associated proteins in green. (C) HEK293T cells were
transfected with SF-tagged Cullin-RING ligase substrate receptors (CRLs). Cells were treated with the MLN4924 inhibitor 6 h prior to collecting. Whole-cell lysates (WCL)
were affinity purified (AP) using Strep-Tactin resin and immunoblotted as indicated. As positive controls, phospho-β-catenin is shown to interact with β-TrCP, and CP110
is shown to interact with Cyclin (F). Two anti-ZXDA/B antibodies were used to ensure interaction specificity. (D) HEK293T cells were transfected with SF-ZXDA or SF-
Cyclin F and subjected to lysis and AP as in (C). An empty vector (EV) was used as a negative control. Where indicated, the MLN4924 inhibitor was added to the cells 6 h
prior to collecting. RRM2 is shown to interact with Cyclin F as a positive control. (E) FBXO38 localizes to the nucleus. HeLa cells were fixed, permeabilized, and incubated
with an anti-FBXO38 antibody. DNAwas stained with DAPI. Scale bar, 20 µm (F) ZXDA/B localizes to the nucleus. HeLa cells were treated as in (F) and incubated with an
anti-ZXDA/B antibody. DNA was stained with DAPI. Scale bar, 20 µm. (G) Endogenous FBXO38 or endogenous ZXDA/B were immunoprecipitated from HEK293T cells
using either FBXO38 or a ZXDA/B antibody. Non-specific IgG was used as a negative control. Whole-cell lysates (WCL) and immunoprecipitations (IP) were
immunoblotted as indicated.
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A series of ZXDA mutants immunopurifications revealed that
FBXO38 recognizes a motif encompassing amino acid residues
386–408 of ZXDA (Supplementary Figure S3C–S3J). We chose
Y389A and ERP386-388AAA mutants for further experiments
(Figure 3C,D, Supplementary Figure S3K,L). Tandem
purification of the FBXO38-ZXDA complex revealed that their
interaction is independent of posttranslational modification of
this motif, as we did not detect any modification in the identified
peptides covering the essential region (Supplementary Figure
S3M,N). Furthermore, we confirmed increased stability of
selected mutants compared to wild-type ZXDA (Figure 3E). An
in silico search revealed that only ZXDA/B/C proteins contain this
motif (Supplementary Figure S3O,P). Importantly, we observed
that ZXDC, heterodimer partner of ZXDA/B (Al-Kandari et al.,
2007), interacted with FBXO38 only upon proteasome or
neddylation inhibition and that this interaction correlated with
ZXDA/B stabilization (Supplementary Figure S3Q,R). Moreover,

the ZXDC protein level was not elevated upon the FBXO38 siRNA-
mediated knockdown, and in silico homologymodeling of ZXDA/B/
C zinc fingers revealed that minor differences in the FBXO38
interacting region can affect the orientation of amino acids
essential for the interaction (Supplementary Figure S3S,T)
(Wang et al., 2018; Waterhouse et al., 2018).

Finally, an analysis of The Cancer Genome Atlas (TCGA)
revealed that ZXDA/B are significantly mutated in several tumor
types and that a large portion of these ZXDA/B cancer-associated
mutations is located in the vicinity of the FBXO38-dependent
degron (Figure 3F and Supplementary Figure S3U).

ZXDA/B Do Not Act as Transcription
Factors
To further understand ZXDA/B protein function, we determined
whether its DNA-binding activity affects the transcriptional level

FIGURE 2 | FBXO38 mediates ubiquitination and controls the stability of ZXDA/B. (A) HCT116 cells were treated with MLN4924 for 2 and 4 h, lysed and
immunoblotted as indicated (B) HeLa cells were grown on slides and treated with MLN4924 or MG-132 for 12 h where indicated. The cells were fixed and
immunostained with an anti-ZXDA/B antibody. DNA was stained with DAPI, and f-actin was visualized using phalloidin. Scale bar, 20 µm. (C)HeLa and RPE-1 cells were
transfected with three different siRNAs targeting FBXO38, and whole-cell lysates were immunoblotted as indicated. Non-targeting siRNA (Con) or no siRNA were
used as negative controls. (D)Wild-type (WT) or FBXO38 knockout RPE-1 cells (FBXO38Δex3/Δex3; KO) were grown on slides, fixed, and immunostained with the ZXDA/B
antibody. DNAwas stained with DAPI. Scale bar, 20 µm. (E) StrepII-FLAG-tagged FBXO38 (SF-FBXO38) was inducibly expressed in FBXO38WT and KOHCT116 cells
using the Sleeping Beauty Transposon System. Where indicated, the expression of FBXO38 was induced with doxycycline for 24 h. Cells were treated with
cycloheximide (CHX) for the indicated time. Whole-cell lysates were immunoblotted as indicated. (F) HCT116 cells with doxycycline-inducible expression of HA-tagged
ZXDA were treated with doxycycline for 24 h and then treated with CHX for 3 h. Where indicated, cells were pre-treated with MLN4924 for 3 h. Non-treated cells (DOX-)
were used as a negative control. Whole-cell lysates were immunoblotted as indicated. (G)HCT116 cells with doxycycline-inducible expression of HA-tagged ZXDAwere
transfected with two different siRNAs targeting FBXO38. Expression of ZXDA was induced by doxycycline 18 h after transfection. Cells were treated with CHX for the
indicated time and collected 48 h after transfection. Whole-cell lysates were immunoblotted as indicated (H) SF-FBXO38 was overexpressed in HEK293T cells and
isolated using Strep-Tactin resin. Eluate was subjected to in vitro ubiquitination in the presence of E1 and E2 enzymes or E1, E2, and ATP. An empty vector (EV) was used
as a negative control. ZXDA/B antibody was used to detect polyubiquitinated forms of co-purified endogenous ZXDA/B proteins.
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of genes located nearby its binding sites. As already mentioned,
ZXDA/B are nuclear proteins. Detergent pre-extraction or
soluble fraction analysis via western blot showed that a
significant portion of the ZXDA/B proteins is nucleoplasmic,
not associated with chromatin (Figures 4A,B). To determine the
DNA-binding specificity of ZXDA/B, we performed chromatin
immunoprecipitation using an anti-ZXDA/B antibody followed
by next-generation sequencing (ChIP-seq) in the HCT116 cells.
An analysis of the normalized data showed that the ZXDA/B
proteins bind the chromatin in numerous gene promoters. Most
of the ZXDA/B-associated loci were located nearby transcription
starting sites (Supplementary Table S1), and previously
designated as CpG islands and DNase I hypersensitive sites

(Figure 4C and Supplementary Figure S4A). Furthermore,
the analysis of MACS2-called peaks using regulatory sequence
analysis tools (RSAT) software revealed significant GC-
enrichment in close vicinity to the peak summits
(Supplementary Figure S4B,C) (Zhang Y. et al., 2008;
Thomas-Chollier et al., 2012). ChIP-seq data and ZXDA/B
binding specificity were confirmed using publicly available
data from the Encode and GEO databases (GSE91872). Genes
with strong enrichment of ZXDA/B in their promoters belong to
several gene ontology groups, including genes encoding
ribosomal and stress granule proteins (Supplementary Figure
S4D). Surprisingly, neither overexpression of ZXDA (WT and
ERP mutant) nor ZXDA/B knockdown showed any significant

FIGURE 3 | FBXO38 associates with ZXDA/B via the zinc finger linker motif. (A) A scheme illustrating human FBXO38 structural features and disease-associated
mutations. The F-box motif is located in the N-terminus followed by predicted leucine-rich repeats. Locations of the twomutations (C206R and R526Q) found in patients
with distal hereditary motor neuronopathy type IID are depicted. The previously confirmed nuclear localization sequence (NLS) is located in the C-terminal part. Red
arrowhead indicates the site of frameshift in FBXO38Δex3/Δex3. (B)HEK293T cells were transfected with StrepII-FLAG-tagged wild-type FBXO38 (SF-FBXO38WT),
FBXO38 lacking the F-box motif (FBXO38ΔFBOX) or C-terminus (FBXO38Δ1091-1188), treated with MLN4924 6 h prior to collecting, lysed, and subjected to affinity
purification (AP) using Strep-Tactin resin. Inputs represent 1% of the whole-cell lysates subjected to AP. (C) HeLa cells with the inducible expression of SF-ZXDA and its
mutants were treated with doxycycline for 24 h where indicated. Whole-cell lysates were subjected to affinity purification (AP) using Strep-Tactin resin and
immunoblotted as indicated. Inputs represent 1% of the whole-cell lysate subjected to AP. (D) A schematic representation of human ZXDA and ZXDB proteins. Both
contain ten C2H2 Zinc fingers (green boxes) followed by a previously reported transcriptional activation domain (TAD) (Al-Kandari et al., 2007). The zinc fingers important
for FBXO38-interaction are red-tinted. Amino acids encompassing this region are depicted below, with a zinc finger linker necessary for FBXO38-interaction highlighted
in red. Mutations of amino acids marked in yellow had a negative effect on FBXO38 interaction (degron). The green-labeled amino acids differ between ZXDA/B and
ZXDC. (E) HCT116 cells with inducible expression of HA-tagged ZXDA and its mutated forms were incubated in the presence of doxycycline for 24 h and then treated
with cycloheximide (CHX) for the indicated time. (F) ZXDBmutations identified in tumor samples (The Cancer Genome Atlas cohort). Mutations found in the vicinity of the
FBXO38-dependent degron are depicted (deleterious mutations—red; synonymous or conservative mutations—orange). The ZXDB sequence is outlined below with
amino acids highlighted as in (D).
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changes in the expression of genes with ZXDA/B-associated
promoters (Figures 4D,E).

ZXDA/B Are CENP-B Associated Proteins
To clarify the biological function of ZXDA/B proteins, a series of
affinity purifications of ZXDA were performed to determine its
interactome in stably transfected HeLa cells and transiently
transfected HEK293T cells. First, whole-cell lysates were
prepared with turbonuclease to include chromatin-associated
proteins. Subsequently, proteins co-purified with ZXDA were
identified by mass-spectrometry analysis. In addition to the
SCFFBXO38 subunits, ZXDA was associated with casein kinase
2 (CK2), protein phosphatase 2/6, and centromere protein B
(CENP-B) (Figures 5A–C). By small-scale immunopurification,
we confirmed that CENP-B, as well as CK2α and CK2β,
interacted specifically with ZXDA and not with another
interactor of FBXO38, DEDD2, that was used as a negative
control (Figure 5D). As CENP-B is rarely found as a
contaminant in mass-spectrometry analyzed purifications, we

aspired to verify its interaction with ZXDA/B further. We
revealed that the fifth and sixth zinc fingers of ZXDA protein
are required for the interaction with CENP-B (Figure 5E). A
comparison of the interaction profile of FBXO38 and CENP-B
with ZXDA revealed that they bind overlapping regions
(Figure 5F). Next, we established HeLa cells stably expressing
eGFP-tagged CENP-B. We revealed that endogenous ZXDA/B
co-precipitated with GFP-tagged CENP-B and that their
interaction is enhanced by neddylation inhibition, most
probably because ZXDA/B proteins level increased upon
neddylation inhibition. Interestingly, FBXO38 did not interact
with CENP-B, suggesting that their binding to ZXDA/B is
mutually exclusive (Figure 5G). This observation was further
confirmed by analysis of proteins co-purified with FBXO38
(Figure 5H).

Finally, to answer the question whether ZXDA/B are
constitutive centromeric proteins, we analyzed different cancer
cell lines using immunofluorescence. We did not observe any
enrichment of endogenous ZXDA/B in distinct centromeric spots

FIGURE 4 | ZXDA/B do not act as transcription factors. (A) Representative images of DNA-associated ZXDA/B in HCT116 cells. Cells were either directly fixed or
the soluble proteins were pre-extracted using a CSK buffer with 0.5% NP-40 for 10 min. DNA was visualized using DAPI. Scale bar, 5 µm (B) The HCT116 cells were
subjected to isotonic lysis, soluble fractions were collected and the pellets were further lysed in the presence of Benzonase nuclease and subsequently heat denatured in
the presence of 1% SDS for insoluble fractions. Comparable amounts of soluble and insoluble fractions were loaded and immunoblotted as indicated. Both sides of
the panel represent the same exposure time; l. e. stands for long exposure, s. e. short exposure. (C) ChIP-seq tag profiles covering G3BP2 (upper panel), RPS11, and
RPL13A (lower panel) loci showing a high correlation between two independent ZXDA/B ChIP-seq samples. The upper tag profiles represent the control and two anti-
ZXDA/B ChIP-seq samples. The lower panels show the location of the genes, DNase I hypersensitivity regions, and CpG islands. The scheme was generated using a
UCSCGenomeBrowser (Kent et al., 2002). (D)Microarray analysis of gene expression in the HCT116 cell line with inducible expression of wild-type (WT) or mutant (ERP)
ZXDA. The cells were incubated in doxycycline for 24 h. Only genes with ZXDB-associated promoters are shown. All numbers were compared to the mean value
obtained in untreated (non-induced) control. The final value represents the mean calculated from two independent experiments. (E)RNA-seq analysis of the HCT116 cell
line transfected with two different control siRNAs and two siRNAs targeting ZXDB. All counts (FKPM) were compared to the average count obtained in control samples.
Only genes with ZXDB-associated promoters are shown.
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FIGURE 5 | ZXDA/B are CENP-B associated proteins. (A) Schematic representation of mass-spectrometry identification of ZXDA-interacting proteins. Affinity-
purified proteins from HEK293T cells expressing StrepII-FLAG-tagged ZXDA (SF-ZXDA) were identified by Liquid Chromatography with Tandem Mass-Spectrometry
(LC-MS/MS). Proteins that were significantly enriched in ZXDA purifications compared to the controls are highlighted in box. The graph represents maximum intensity
and the enrichment calculated from ratio of intensities of identified proteins. Colors represent the identity of proteins to different complexes as it is depicted in (C).
(B) Schematic representation of mass-spectrometry identification of ZXDA-interacting proteins. Affinity purified proteins from HeLa cells with inducible expression of SF-
ZXDA were identified by LC-MS/MS as in (A). (C) Schematic composition of proteins and protein complexes enriched in ZXDA interactome from (A) and (B). (D)
HEK293T cells were transfected with SF-tagged ZXDA or DEDD2, and whole-cell lysates were subjected to affinity purification (AP) and subsequently immunoblotted as
indicated. An empty vector (EV) was used as a negative control. The input represents 1% of the lysate subjected to AP. (E) HEK293T cells were transfected with HA-
tagged full-length (FL) ZXDA or its deletion variants. Cells were treated with the MLN4924 inhibitor 6 h prior to collecting. Whole-cell lysates (WCL) were subjected to
immunoprecipitation (IP) using anti-HA beads. Empty vector (EV) was used as a negative control. (F) Schematic representation of full-length ZXDA (1–799 aa) or its N-
and C-terminally truncated variants. Zinc fingers are depicted as green boxes, those essential for interaction with FBXO38 are red-tinted, with CENP-B are orange-tinted.
Themiddle panel indicates deleted amino acid positions in ZXDA. Interacting variants are indicated by the symbol (+) (+/-) denotes reduced binding, and (-) denotes a lack
of binding. TAD; transcriptional activation domain. (G)HeLa cells expressing eGFP-CENP-B were treated withMLN4924 for 6 h where indicated. Soluble protein fraction

(Continued )
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FIGURE 5 | was subjected to immunoprecipitation (IP) using GFP-Trap magnetic beads. Parental cells were used as negative control. Input represents 1% of the lysate
subjected to IP. (H)HEK293T cells were transfected withWT ormutant (C206R) SF-FBXO38 and subjected to lysis and AP. An empty vector (EV) was used as a negative
control. Where indicated, the MLN4924 inhibitor was added to the cells 16 h prior to collecting. p27 expression is shown as a positive control for neddylation inhibition. (I)
Representative images of RPE-1 (left panel) and HeLa (right panel) cells with inducible expression of SF-ZXDA and stable expression of eGFP-CENP-B. The cells were
incubated in the presence of doxycycline for 3 h. Scale bar, 5 µm.

FIGURE 6 | FBXO38 controls centromeric signature via ZXDA/B stability. (A) HCT116 cells were transfected with two different siRNAs targeting ZXDA/B, or with
control siRNA. The cells were subjected to isotonic lysis 48 h after transfection, soluble fractions were collected and the pellets were further lysed in the presence of
Benzonase nuclease and subsequently heat denatured in the presence of 1% SDS for insoluble fractions. Lysates were immunoblotted as indicated (B) FBXO38 wild
type (WT) and knockout (KO) HCT116 or RPE-1 cells were subjected to fractionation as in (A) and immunoblotted as indicated. (C) FBXO38 WT and KO HCT116
cells were transfected with two different siRNAs targeting ZXDA/B, or with control siRNA, lysed and immunoblotted as in (A). The longer exposure of CENP-B
immunostaining is available as Supplementary Figure S6A. (D) ChIP-Seq analysis of chromatin-bound proteins in FBXO38 WT and KO HCT116 cell line. Fragmented
chromatin was immunopurified with either non-specific IgG, or ZXDA/B, CENP-A, and CENP-B polyclonal antibodies. Trimmed reads were aligned using the Bowtie2
program and further normalized with bamCoverage utility (Galaxy—DeepTools) to obtain counts per million (CPM) values. Coverage of the human genome (hg38) was
visualized in the UCSC genome browser. The figure shows two chromosomes (2 and 6) coverage with other chromosomes depicted in (Supplementary Figure S6D).
The quantity of precipitated chromatin is shown as a density graph using autoscale to highlight the centromeric enrichment. The single lines below the chromosome
range ruler represent ChIP results from IgG control, ZXDA/B, CENP-A, and CENP-B (in FBXO38 WT and KO HCT116 cells). These lines are followed by a density graph
of DNase I hypersensitivity, CpG islands (green), centromere (red), and genes locations. (E) Representative images of a mitotic spread of FBXO38WT (left) and KO (right)
HCT116 cell line. The cells were pre-treated with colchicine and spun onto slides. Permeabilized cells were fixed and immunostained with anti-centromere antibodies
(ACA) and anti-CENP-A and CENP-B antibodies. Chromosomes were visualized with DAPI. Scale bar, 5 µm (F)Model of FBXO38-dependent regulation of the ZXDA/B
protein. ZXDA/B proteins controls centromeric CENP-B protein level. FBXO38 is responsible for ZXDA/B degradation and limits CENP-B chromatin loading.

Frontiers in Cell and Developmental Biology | www.frontiersin.org June 2022 | Volume 10 | Article 9292888

Dibus et al. FBXO38 Controls Centromeric Chromatin Integrity

https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


(data not shown). This result was not surprising, as we did not
detect any centromeric chromatin DNA enrichment in ZXDA/B
ChIP-seq. However, we found that brief inducible expression of
exogenous ZXDA transiently colocalized in centromeric regions
marked by eGFP-tagged CENP-B (Figure 5I).

FBXO38Controls Centromeric Signature via
ZXDA/B Stability
To clarify the physiologic role of ZXDA/B in centromeric
chromatin control, we assessed the impact of their knockdown
on the CENP-B protein level. Independent siRNAs targeting
ZXDA/B significantly decreased the CENP-B protein level in
chromatin (pellet) fraction (Figure 6A). Next, we assessed the
effect of FBXO38 depletion on CENP-B expression and
localization. As expected, FBXO38 deficiency led to increased
levels of the ZXDA/B protein in immortalized RPE-1 and
HCT116 cells. Accordingly to our previous observation,
ZXDA/B acted as positive regulators of centromeric
chromatin, and FBXO38 deficiency increased CENP-A, -B,
and -C protein levels (Figure 6B). Our next goal was to
rescue the effect of FBXO38 knockdown with simultaneous
ZXDA/B inactivation. Since constitutive ZXDA/B KO cells
were not viable, we proceeded with an acute knockdown of
their expression using siRNAs. This inactivation led to the
rescue of the CENP-B protein to the control level in the
FBXO38-deficient HCT116 cells. To exclude cell cycle-related
artifacts, the expression of cyclin B was assessed. Despite a slight
change in the level of cyclin B in cells transfected with one of the
ZXDA/B siRNAs, the pattern did not generally correlate with any
significant cell cycle disruption (Figure 6C and Supplementary
Figure S6A). Subsequently, we focused on the subgenomic
localization of centromeric chromatin proteins. As it was
shown that both CENP-A and CENP-B proteins could be
deposited into extra-centromeric chromatin, such as
neocentromeres, DNA damage sites, and transcription factor
hotspots (Zeitlin et al., 2009; Scott and Sullivan, 2014; Athwal
et al., 2015), we were interested in whether the loss of FBXO38
leads to these aberrations. For this purpose, ChIP-seq analyses of
endogenous CENP-A/B proteins were performed. In FBXO38-
deficient HCT116 cells, we did not detect any enrichment
of previously described ZXDA/B binding sites in ChIP using
CENP-A/B antibodies (Supplementary Table S1; examples in
Supplementary Figure S6B), nor did we observe any CENP-A/B
binding to the non-centromeric regions described previously
(examples in Supplementary Figure S6C) (Athwal et al.,
2015). Moreover, ChIP-seq results showed that the FBXO38
deficiency in HCT116 cells led to significant upregulation of
CENP-A/B proteins in centromeric regions across the genome
(Figure 6D, Supplementary Figure S6D). Finally, we visualized
the subchromosomal localization of centromeres by
immunofluorescence staining of CENP-A/B proteins in mitotic
cell spreads. Both FBXO38 WT and KO cells had the same
number of chromosomes (~45) and we observed no ectopic
centromere formation (Figure 6E). These results suggest that
the endogenous ZXDA/B proteins act as positive regulators of
chromatin CENP-B protein loading and thus represent

previously unknown controllers of the epigenetic signature of
the centromeres. Finally, we proved that FBXO38-dependent
ZXDA/B degradation regulates this process and controls the
composition of centromeric chromatin and integrity (Figure 6F).

DISCUSSION

Here we show that FBXO38 ubiquitin ligase substrate receptor
interacts with the zinc finger proteins ZXDA and ZXDB and
targets them for degradation. FBXO38 recognizes a zinc finger
linker in ZXDA/B, which represents a consensus motif found in
many commonly expressed zinc finger proteins. Surprisingly,
none of them had ever been detected in any of our proteomic
analyses of FBXO38-associated proteins, indicating the hidden
complexity of how FBXO38 recognizes this degron. Interestingly,
we found that ZXDC, a very close homolog of ZXDA/B that
shares an identical motif in the zinc finger linker, did not interact
with FBXO38. Homology modeling revealed a significant
difference in the structural positioning of essential tyrosine
due to different amino acid compositions surrounding this
motif. Although these in silico results support our in vitro
observations, we cannot exclude the possibility that FBXO38
also controls ZXDC under certain conditions. Furthermore, we
proved that phosphorylation of this motif is not required, but it is
also plausible that phosphorylation of degron residues and
surrounding amino acids may have an inhibitory impact on
the interaction between ZXDA/B and FBXO38. Similarly
positioned tyrosine in the Yin Yang 1 protein (YY1) is the
target of Src tyrosine kinases, and its phosphorylation
interferes with the DNA and RNA binding of YY1 protein
(Wang and Goff, 2015). Importantly, threonine and serine
residues adjacent to C2H2 zinc finger linkers are globally
phosphorylated during mitosis (Rizkallah et al., 2011). This
phosphorylation was shown to be inhibitory towards their
DNA-binding and represents cellular control of the
transcription factor function during mitosis (Dovat et al.,
2002). Interestingly, ZXDA/B proteins contain glutamate
residue at the corresponding position (hZXDA/B Glu384/388),
indicating that these zinc fingers may not be involved in DNA
binding since glutamate mimics phosphorylated threonine.

The ZXDA/B/C proteins were shown to act as transcriptional
regulators (Al-Kandari et al., 2007). Here we demonstrated that
ZXDA/B proteins are in complex with CENP-B, an enigmatic
DNA-binding centromeric protein controlling the centromere
integrity and preventing aneuploidy (Fachinetti et al., 2015;
Gamba and Fachinetti, 2020). We propose that the interaction
of ZXDA/B with FBXO38 and CENP-B is mutually exclusive
since we have neither detected the CENP-B protein in FBXO38
purifications nor observed FBXO38 in CENP-B pulldowns. The
underlying reason could be the partial overlap of FBXO38 and
CENP-B interaction motifs in ZXDA/B. Although we have not
studied the region in CENP-B required for ZXDA/B binding, we
observed that they interact preferentially in the soluble fraction.
This observation is supported by the fact that we have not seen
localization of endogenous ZXDA/B in centromeric regions, nor
have we observed precipitation of centromeric chromatin using
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the ZXDA/B antibody. In fact, ZXDA colocalizes with CENP B
only transiently after a brief induction of exogenous ZXDA
expression.

We proposed that ZXDA/B proteins positively affect CENP-B
loading into the centromere region. ZXDA/B stabilization in
FBXO38 KO cells led to increased CENP-A/B/C protein levels.
There is growing evidence that centromere chromatin is
dynamically regulated upon stress conditions, viral infection,
or during the differentiation process (Everett et al., 1999;
Hedouin et al., 2017; Hou et al., 2021). However, we do not
currently understand the cellular mechanisms governing
FBXO38/ZXDA/B-dependent regulation of centromeric
chromatin. In FBXO38-deficient cell lines, FBXO38 appears to
control steady-state levels of ZXDA/B proteins, but we cannot
rule out the possibility of a signaling pathway controlling this
interaction. In addition, the physiological role of human FBXO38
seems unclear. FBXO38-deficient mice are growth-retarded with
a defect in the maturation of Sertoli cells, the postmitotic somatic
population required for germ cell nurturing. FBXO38 deficiency
leads to ZXDA/B stabilization and increased centromeric
CENP-A/B protein levels in Sertoli cells. As a result, mouse
testes exhibit disorganized spermatogenesis and decreased
fertility (Dibus et al., 2022). Another hint for the physiological
role of FBXO38 comes from discoveries that several mutations in
the FBXO38 gene drive early-onset distal muscular dystrophy
(Sumner et al., 2013; Akcimen et al., 2019). Increased anterior
horn motor neuron loss was observed in the spinal cord of these
patients. Although it was not our aim to identify the role of
FBXO38 in neural tissue, ZXDA/B proteins and centromeres can
be deregulated in these patient motor neurons similarly to cancer
cell lines or the previously mentioned Sertoli cells. This
biochemical pathway could thus link centromere integrity to
the development of a subset of neurodegenerative syndromes.

Since ZXDA/B/C nuclear factors have previously been
identified as transcriptional regulators, we expected that their
binding to DNA would affect the expression of nearby genes (Al-
Kandari et al., 2007; Aleksandrova et al., 2010). However, we did
not observe any differences in the expression of these genes after
ZXDA-inducible overexpression or ZXDA/B siRNA-mediated
knockdown. This could be due to a functional uncoupling of
the ZXDA/B proteins from the transcription machinery or
because the effect of ZXDA/B expression on transcription is
not immediate. Unfortunately, we were unable to generate
CRISPR-mediated ZXDA/B knockdown (in mouse or cancer
cell lines) and thus analyze the long-term effects of ZXDA/B
expression. Finally, ZXDA/B might have context-specific
partners that would affect the transcription of downstream
genes, but we are currently unaware of any such ZXDA/B
interaction partners.

The frequency of CENP-A positive nucleosomes in
centromere chromatin is tightly regulated and dependent on
various factors, including CENP-B itself, as shown in human
artificial chromosome experiments (Ohzeki et al., 2002). Human
epithelial diploid cells have been reported to contain ~400
molecules of CENP-A in their centromeres. This observation
is in striking contrast to a large number of CENP-B box-
containing satellite repeats in the human genome, particularly

in centromeric regions (Bodor et al., 2014; McNulty and Sullivan,
2018). Such paradox suggests that the CENP-B box is essential
but not sufficient for CENP-A nucleosome de novo assembly, and
there have to exist controlling mechanisms involved in this
process. Our results suggest that the FBXO38-ZXDA/B
biochemical pathway could be one of these mechanisms, as we
demonstrated that FBXO38 KO cells exhibited stabilized
centromeric chromatin proteins. To understand the nature of
this stabilization, we performed a ChIP-seq analysis to clarify
differences in CENP-A/B proteins DNA interaction upon the loss
of FBXO38. As shown previously, CENP-A centromeric histone
can be transiently present at the DNA damage sites and
transcription factor hotspots (Zeitlin et al., 2009; Scott and
Sullivan, 2014; Athwal et al., 2015). This might suggest that
FBXO38 controls centromere chromatin deposition at these
sites, potentially blocking the formation of neocentromeres.
However, we did not observe any ectopic CENP-A/B proteins
in FBXO38 knockout cells, implying that ZXDA/B controls the
deposition of these chromatin proteins primarily in the
centromeres themselves.

Interestingly, a similar complex, centromere binding factor 3
(CBF3), controls the centromere chromatin establishment and
kinetochore assembly in budding yeast (Lechner and Carbon,
1991). The point centromere in budding yeast consists of three
short DNA elements CDE I, CDE II and CDE III, and the CBF3
complex binds to the CCG motif in CDE III. CBF3 complex
consists of leucine-rich repeats containing F-box proteins Ctf13,
Skp1SKP1, zinc finger protein Cep3, and the kinetochore protein
Ndc10 (Yan et al., 2018). In addition, Skp1 chaperone Sgt1SUGT1

is also essential for the function of the CBF3 complex (Kitagawa
et al., 1999). Importantly, the CBF3 complex controls centromere
chromatin loading of Cbf1CENP−B and Cse4CENP−A, similarly to
FBXO38/ZXDA/B complex (Hemmerich et al., 2000; Zhang et al.,
2007). However, there are no identified mammalian homologs for
Ctf13 ubiquitin ligase and Cep3 zinc finger protein, and the
similarity to FBXO38/ZXDA/B is based on structural and
functional protein motifs. Moreover, we did not observe a
tertiary complex between CENP-B/ZXDA/B and FBXO38, and
FBXO38 did not localize to nor interact with centromeric DNA.

Aberrant centromere chromatin composition frequently results
in improper kinetochore formation and aneuploidy, one of the
hallmarks of cancer (Vasudevan et al., 2021). As previously
mentioned, CENP-B protein is required for faithful chromosome
segregation (Fachinetti et al., 2015). On the other hand, increased
CENP-B expression leads to its non-specific DNA binding
(Tachiwana, Miya et al., 2013) and the consequent increase in
chromatin CENP-A and CENP-C levels (Okada et al., 2007;
Fachinetti et al., 2015). Importantly, overexpression of CENP-A
has been shown to affect the fidelity of mitosis and promote
tumorigenesis (Tomonaga et al., 2003; Jeffery et al., 2021). Given
that such misexpression of centromeric chromatin may lead to
chromosomal aberrations and possibly cancer-related
malformations, there is a possibility that FBXO38 may provide a
fine-tuning mechanism to avoid these anomalies. In support of this
hypothesis, it has been shown that FBXO38 prevents cytokinesis and
mitotic defects and that cancer cells lacking FBXO38 exhibited an
increased frequency of multinucleated cells (Georges et al., 2019).
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MATERIALS AND METHODS

Cell Culture Procedures
Human cell lines HEK293T (female), hTERT RPE-1 (female),
HCT 116 (male), U-2 OS (female), HeLa (female) were
maintained in Dulbecco’s Modified Eagle’s Medium
(DMEM) supplemented with 10% fetal bovine serum (FBS)
and penicillin, streptomycin, and gentamicin. All cell lines
were cultured in a humidified incubator at 37°C with 5% CO2.
Cycloheximide (100 μg/ml), MLN4924 (2 µM), or MG-132
(10 µM) were used where indicated. If not stated otherwise,
doxycycline hyclate (Sigma Aldrich) was used at 1 μg/ml
concentration. Cells were regularly screened for
Mycoplasma contamination.

Plasmid Construction
cDNAs of human FBX O 38 (Origene #RC204380), ZXDA
(TransOMIC Technologies, #BC059356), or ZXDC (kind gift
from Dr. Joseph D. Fontes.) genes were cloned into pcDNA3.1
containing either N-terminal twinStrepII-FLAG-tag
(pcDNA3.1—NSF) or an N-terminal hemagglutinin-tag
(pcDNA 3.1—HA). For mutated and truncated variants of
these genes, PCR mutagenesis was carried out using primers
designed with QuikChange® Primer Design Program (Agilent)
with subsequent DpnI digestion. All the constructs created were
verified by sequencing. For inducible expression, cDNAs of
selected genes were cloned into lentiviral pTRIPZ™
(Dharmacon) or pSBtet vectors. A retroviral construct
expressing eGFP-CENPB was a gift from Iain Cheeseman
(pKG141-eGFP-CENPB; Addgene plasmid #69759). The
cDNA library of the ubiquitin ligases was prepared as
described previously (Lidak et al., 2021).

For FBXO38ΔEx3/ΔEx3 cell line generation (HCT116 and RPE-1
FBXO38 KO), single guide RNAs (sgRNAs) were cloned into the
LentiCRISPR (pXPR_001; Addgene, #49535) containing dual
sgRNA and hSpCas9 expression cassettes. Optimal sgRNA
sequences were designed using http://crispr.mit.edu/and the
targeted sequences were: AAGCTGTATGACCGTATGTGT
GG, GATGCATGTTTTCCGGTGAATGG. Successful deletion
was confirmed by PCR and sequencing.

Transient Transfections
HEK293T cells were transfected using polyethylenimine (PEI
MW 25000, Polysciences). All other cell lines were transfected
using Lipofectamine 2000 (Invitrogen) according to the
manufacturer’s protocol. For transient transfections, the cells
were collected 48 h after transfection. Where indicated,
MLN4924 or MG-132 was used.

Stable Cell Line Generation
For lentiviral particles production, HEK293T cells were co-
transfected with the lentiviral vector containing HA-tagged
ZXDA (pTRIPZ_HA-ZXDA) along with pCMV-dR8.2
(Addgene, #8455) and pCMV-VSV-G (Addgene, #8454). The
lentiviral media was collected 48 h after transfection, mixed with
Polybrene (Sigma Aldrich), and used for infecting the cells of
interest. The stable clones were selected using puromycin.

For the transposition-based gene transfer, the cells were
transfected with pSBtet containing SF-tagged ZXDA
(pSB_NSF-ZXDA) along with the transposase-containing
pSB100X. The selection of stable clones was carried out using
puromycin 24 h after transfection.

HeLa cells stably expressing eGFP-CENP-B were generated by
co-transfection of pKG141-eGFP-CENPB along with pCMV-
VSV-G (Addgene, #8454) and gag/pol plasmid (Addgene,
#14887) into HEK293T cells. The viral containing media was
collected 48 h after transfection and used for infecting HeLa cells.
CENP-B-expressing clones were selected according to eGFP
positivity.

To generate FBXO38 knockout cell lines, the LentiCRISPR
containing sgRNA targeting sequences were transfected into the
previously subcloned HCT116 and RPE-1 cells. Two days after
transfection, the cells were briefly selected with puromycin and
sorted to get single-cell clones. Genomic DNA was extracted
using a DNA-isolation buffer (0.2% Tween, 0.2% Triton-X100,
Proteinase K 200 μg/ml) and genotyped by PCR using primers
surrounding the targeted sequence. The PCR products were
purified and sequenced to confirm the deletion.

Gene Silencing
Small interfering RNAs (Sigma Aldrich) were transfected into the
subconfluent cell lines using Lipofectamine RNAiMAX
(Invitrogen) according to the manufacturer’s protocol. The
sequences of the oligonucleotides targeting FBXO38 were
GGGUGUAUUUCAGCGAGUAUU (#1), GGACUCGAU
UGGUUGAUAUUU (#2), and GAGCGAAGCUGUUUGAGU
AUU (#3). The sequences of the oligonucleotides targeting
ZXDA/B were GCUCUGUGGUGUUGGAUAAUU (#1), CUG
AAAGGCCACAGCAUAAUU (#2), CCAAGAAGCACCAGC
UGAAUU (#3), and ACACAUAAGUCUUGGAAAUUU (#4).
Non-targeting siRNAs were used as negative controls.

Immunoblotting
For whole-cell lysates, cells were washed with ice-cold PBS and
lysed in a lysis buffer (150 mM NaCl, 50 mM Tris pH 7.5, 0.4%
Triton X-100, 2 mM CaCl2, 2mM MgCl2, 1 mM EDTA) in the
presence of phosphatase a protease inhibitor cocktail (MedChem
Express) and Benzonase nuclease (0.125 U/μl; Santa Cruz) for
30 min on ice. Lysates were mixed with an equal volume of 2%
SDS in 50 mM Tris-HCl, pH 8, heated for 5 min in 95°C, and
cleared by centrifugation. For soluble fraction, washed cells were
lysed for 10 min in the same buffer without Benzonase nuclease,
centrifuged for 5 min, 3,000 rpm, and the fraction was separated.
The leftover insoluble fraction was further lysed for 15 min in the
same buffer with the addition of Benzonase nuclease (1.25 U/μl),
mixed with 2% SDS in 50 mM Tris-HCl, pH 8, to the final
concentration 1%, heated for 5 min in 95°C and cleared by
centrifugation.

Protein concentration was determined by the BCA method
(Thermo Fisher Scientific). Samples were prepared by mixing
with Bolt™ LDS Sample Buffer (Thermo Fisher Scientific)
supplemented with 10% β-mercaptoethanol (Sigma Aldrich),
heated for 5 min at 95°C, and then separated using NuPAGE™
4–12% gradient Bis-Tris gel (Invitrogen). Afterward, the samples
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were transferred to PVDF membrane (Amersham), blocked with
5% milk (ChemCruz), and incubated with indicated antibodies
diluted in 3% BSA (PanReac Applichem) in TBS-T overnight at
4°C. The HRP-conjugated secondary antibodies (Cell Signaling)
were diluted in 5% milk in TBS-T. The membranes were
developed using WesternBright ECL (Advansta) or
SuperSignal™ West Femto Maximum Sensitivity Substrate
(Thermo Fisher Scientific).

Protein Immunoprecipitation and Affinity
Purification
The cells were collected and lysed in the lysis buffer (150 mM
NaCl, 50 mM Tris pH 7.5, 0.4% Triton X-100, 2 mM CaCl2,
2 mM MgCl2, 1 mM EDTA, supplemented with phosphatase
and protease inhibitors) in the presence of Benzonase nuclease
(0.125 U/μl; Santa Cruz) for 30 min on ice. The lysates cleared
by centrifugation were then incubated with either Strep-Tactin®
Sepharose resin (IBA Lifesciences) for SF-tagged proteins or
with Pierce™ anti-HA Magnetic Beads (Thermo Fisher
Scientific) or GFP-Trap® Magnetic Beads (ChromoTek)
Purified Strep-tagged proteins were then eluted by
desthiobiotin using Buffer E (IBA Lifesciences) and
subsequently prepared for immunoblotting as described
above. Elution of immunoprecipitated HA-tagged and eGFP-
tagged proteins was carried out with 1x Bolt™ LDS Sample
Buffer (Thermo Fisher Scientific). Eluates were then
supplemented with β-mercaptoethanol (Sigma Aldrich) and
incubated at 95 °C for 5 min. For immunoprecipitation of
endogenous proteins, lysates were incubated with the
indicated antibodies and mixed with Dynabeads® Protein G.
Rabbit IgG was used as a negative control. Elution of
immunoprecipitated proteins was carried out under the same
conditions as for anti-HA immunoprecipitation. For tandem
affinity purification, HEK293T cells were co-transfected with
constructs encoding SF-tagged and HA-tagged proteins. Cells
were collected and lysed in the same lysis buffer as described
above. The lysates were incubated with Strep-Tactin® Sepharose
resin and eluted as described above. A portion of the eluate was
subsequently used for HA-immunoprecipitation. Precipitated
proteins were eluted by 3M NaSCN.

Mass Spectrometry
Protein Digestion. Desthiobiotine and NaSCN eluates were
acetone precipitated and resuspended in 100 mM TEAB
containing 1% SDC. Cysteins were reduced with 5 mM final
concentration of TCEP (60°C for 60 min) and blocked with
10 mM final concentration of MMTS (10 min Room
Temperature). Samples were cleaved on beads with 1 µg of
trypsine at 37°C overnight. After digestion samples were
centrifuged and supernatants were collected and acidified with
TFA to 1% final concentration. SDC was removed by extraction
to ethylacetate (Masuda et al., 2008). Peptides were desalted using
in-house made stage tips packed with C18 disks (Empore)
according to (Rappsilber et al., 2007).

nLC-MS 2 Analysis. Nano Reversed phase column (EASY-
Spray column, 50 cm × 75 µm ID, PepMap C18, 2 µm particles,

100 Å pore size) was used for LC/MS analysis. Mobile phase
buffer A was composed of water and 0.1% formic acid. Mobile
phase B was composed of acetonitrile and 0.1% formic acid.
Samples were loaded onto the trap column (Acclaim PepMap300,
C18, 5 μm, 300 Å Wide Pore, 300 μm × 5 mm, 5 Cartridges) for
4 min at 15 μl/min. Loading buffer was composed of water, 2%
acetonitrile and 0.1% trifluoroacetic acid. Peptides were eluted
with Mobile phase B gradient from 4 to 35% B in 60 min. Eluting
peptide cations were converted to gas-phase ions by electrospray
ionization and analyzed on a Thermo Orbitrap Fusion (Q-OT-
qIT, Thermo). Survey scans of peptide precursors from 400 to
1,600 m/z were performed at 120K resolution (at 200 m/z) with a
5 × 105 ion count target. Tandem MS was performed by isolation
at 1, 5 Th with the quadrupole, HCD fragmentation with
normalized collision energy of 30, and rapid scan MS analysis
in the ion trap. The MS 2 ion count target was set to 104 and the
max injection time was 35 ms. Only those precursors with charge
state 2–6 were sampled forMS 2. The dynamic exclusion duration
was set to 45 s with a 10 ppm tolerance around the selected
precursor and its isotopes. Monoisotopic precursor selection was
turned on. The instrument was run in top speed mode with 2 s
cycles (Hebert et al., 2014).

Data analysis. All data were analyzed ans quantified with the
MaxQuant software (version 1.5.3.8) (Cox et al., 2014). The false
discovery rate (FDR) was set to 1% for both proteins and peptides
and we specified a minimum length of seven amino acids. The
Andromeda search engine was used for theMS/MS spectra search
against the Caenorhabditis elegans database (downloaded from
Uniprot on April 2015, containing 25,527 entries). Enzyme
specificity was set as C-terminal to Arg and Lys, also allowing
cleavage at proline bonds and a maximum of two missed
cleavages. Dithiomethylation of cysteine was selected as fixed
modification and N- terminal protein acetylation, methionine
oxidation na serine/threonine/tyrosine phosphorylation as
variable modifications. The “match between runs” feature of
MaxQuant was used to transfer identifications to other LC-
MS/MS runs based on their masses and retention time
(maximum deviation 0.7 min) and this was also used in
quantification experiments. Quantifications were performed
with the label-free algorithms described recently. Data analysis
was performed using Perseus 1.5.2.4 software (Tyanova et al.,
2016).

In vitro Ubiquitination Assay
HEK293T cells were transfected with pNSF-FBXO38 and lysed
using an isotonic buffer containing Benzonase (0.125 U/μl).
Lysates were precleared with 0.40 μm filters and Strep-tagged
complexes were isolated using Strep-Tactin® Sepharose resins. In
vitro ubiquitination assays were performed as described
previously (Horn et al., 2014). Briefly, resins with affinity-
purified FBXO38 were mixed with 30 μl of ubiquitination
assay buffer containing 0.1 μM UBE1, 10 ng/ml Ubch3, 10 ng/
ml Ubch5c, 1 μM ubiquitin aldehyde (all Boston Biochem),
2.5 μg/μl ubiquitin (Sigma Aldrich), 50 mM Tris (pH 7.6),
±2 mM ATP, 5 mM MgCl2, 0.6 mM DTT for 45 min at 37°C.
Complexes were eluted by competition with 3.5 μl desthiobiotin
containing Buffer E (IBA Lifesciences).
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Immunocytochemistry
Cells were washed with PBS, fixed with 4% PFA in PBS for
20 min, permeabilized with 0.2% Triton X-100 in PBS for 10 min,
and blocked for 1 h (3% BSA, 0.1% Triton X-100 in PBS).
Incubation with indicated primary antibodies was carried out
for 2 h at RT followed by incubation with Alexa Fluor-conjugated
secondary antibodies (Abcam) for 30 min at RT. DAPI was used
to stain DNA. To visualize F-actin, Phalloidin-iFluor 488 Reagent
(Abcam) was used. Slides were mounted with ProLong Gold
Antifade Mountant (Invitrogen). Images were acquired using
Axio Imager Zeiss 2 (EC Plan—Nefluar objectives) and
analyzed with ZEN 2.3 or ImageJ software.

Mitotic Spreads
HCT116 cells were incubated with colchicine (5 μg/ml; Sigma
Aldrich) for 90 min. Trypsinized cells were then swelled in a
hypotonic solution of 75mM KCl for 15min at 37°C. StatSpin
Cytofuge2 was used for spinning cells for 5 min at 800 rpm onto
slides pre-treated with poly-L-lysine, followed by permeabilization
with 0.2% Triton-X100 for 2 min and subsequent fixation with 4%
paraformaldehyde for 4min. Slides were then washed three times
with PBS and blocked for 1 h (3% BSA, 0.1% Triton X-100 in PBS).
Antibodies incubation was carried out as described above.

Chromatin Immunoprecipitation
Growing cells were fixed with 1% formaldehyde for 10 min. The
reaction was stopped using 125mM glycine, cells were washed twice
with PBS and collected. Afterward, the cells were lysed in a
sonication buffer (50mM Tris pH 7.5, 140mM NaCl, 1 mM
EDTA pH 8, 0.1% Triton X-100, 0.1% SDS, protease inhibitor
cocktail), incubated for 10 min on ice, centrifuged and the pellets
were resuspended in an identical buffer. The subsequent sonication
was performed for 10min to generate a fragment size distribution of
100–800 bp (Covaris ME220 Focused-Ultrasonicator, Peak-Power:
75W, Duty factor: 15%, Cycle/Burst 1,000, water temperature: 6°C).
The sonicated chromatin was precleared by centrifugation, diluted
with an IP buffer (as described above) and immunoprecipitated with
the corresponding antibodies overnight at 4°C, followed by
incubation with Dynabeads-Protein G (ThermoFisher Scientific).
Precipitated DNA/protein complexes were eluted from stringently
washed beads using buffer containing 1% SDS and 100mM
NaHCO3. Reverse cross-linking of eluates were performed in
presence of 200 mM NaCl and RnaseA (ThermoFisher Scientific;
0.15 μg/μl) overnight at 65°C, followed by 1 hour incubation with
Proteinase K (Santa Cruz; 0.3 μg/μl) and subsequent purification of
DNA with QIAquick PCR Purification Kit (Qiagen).

ChIP-Seq Analysis
The quantity and quality of immunoprecipitated DNA was
measured using Qubit (ThermoFisher Scientific) and analysed by
Agilent 2,100 Bioanalyser (Agilent Technologies). Sequencing
libraries were prepared with NEBNext Ultra II DNA (New
England Biolabs) library preparation kit. Libraries were sequenced
on the Illumina NextSeq 500 instrument using 76 bp single-end
configuration yielding on average 27 million reads per sample.

Sequencing reads were mapped against the hg38 genome with
Bowtie2 by using Galaxy Version 2.4.2 + galaxy0) with the

following settings: D 20 -R 3 -N 0 -L 20 -i S,1,0.50. The
resulting bam files were normalized and compared in the
bamCompare utility (Galaxy), and bigwig or bam files were
visualized in the UCSC genome browser. Peaks were called
with MACS2 using version (2.1.1.20160309). Enriched Motifs
were searched using RSAT (rsat.sb-roscoff.fr).

RNA-Seq Analysis
Total RNA was isolated using an RNeasy Micro kit (Qiagen
Sciences, Inc., Gaithersburg, Md, United States) according to the
manufacturer’s protocol. The quantity and quality of isolated
RNA was measured using Qubit (ThermoFisher Scientific) and
analysed by Agilent 2,100 Bioanalyser (Agilent Technologies).
Sequencing libraries were prepared with Takara Smarter
Stranded Total RNA-seq Kit v2 Pico Input Mammalian (PN
634413). The protocol includes depletion of ribosomal RNA.
Libraries were sequenced on the Illumina NextSeq® 500
instrument using 76bp single-end configuration yielding on
average 1.4 × 107 reads per sample.

For subsequent read processing, a bioinformatic pipeline nf-
core/rnaseq version 1.4.2, was used (Ewels et al., 2019). Individual
steps included removing sequencing adaptors and low-quality
reads with Trim Galore! (http://www.bioinformatics.babraham.
ac.uk/projects/trim_galore/), mapping to reference genome
GRCm38 (Ensembl annotation version 98) with HISAT2 and
quantifying expression on gene level with featureCounts (Liao
et al., 2014; Kim et al., 2015; Cunningham et al., 2019). Per gene
mapped counts served as input for differential expression analysis
using DESeq2 R Bioconductor package (Love et al., 2014). Prior
to the analysis, genes not expressed in at least two samples were
discarded. We supplied experimental model assuming sample
group as main effect. Resulting per gene expression log2-fold
changes were used for differential expression analysis. Genes
exhibiting minimal absolute log2-fold change value of log2 (1.
5) and statistical significance (FDR <0.05) between compared
groups of samples were considered as differentially expressed. As
next, gene set over representation analysis was done using gene
length bias aware algorithm implemented in goseq R
Bioconductor package with KEGG pathways and GO terms
gene sets (Young et al., 2010).

For individual genes expression comparison, raw read counts
were normalized using fragment counts per kilobase of feature
length per million mapped reads (FPKM) based on sum of
lengths of all gene exons.

Microarrays
Total RNA was isolated using an RNeasy Micro kit (Qiagen
Sciences, Inc., Gaithersburg, Md, United States) according to the
manufacturer’s protocol. Quality and concentration of RNA were
measured with a Nanodrop 2000 spectrophotometer (Thermo
Fisher Scientific, Inc.). RNA integrity was analysed using an
Agilent Bioanalyzer 2,100 (Agilent Technologies, Inc.). Only
samples with an intact RNA profile were used for microarray
analyses (RNA Integrity Number >9).

Illumina HumanHT-12 v4 Expression BeadChips (Illumina,
Inc., San Diego, CA, United States) were used for the microarray
analysis following the standard protocol. Briefly, 250 ng RNAwas
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amplified with the Illumina TotalPrep RNA Amplification kit
(Ambion; Thermo Fisher Scientific, Inc.) and 750 ng labelled
RNA was hybridized on the chip according to the manufacturer’s
protocol. Analysis was performed in indicated replicates per
group. The raw data were preprocessed using GenomeStudio
software (version 1.9.0.24624; Illumina, Inc.). The transcription
profiles were background corrected using an Illumina proprietary
correction, quantile normalized and variance stabilized using
base 2 logarithmic transformation.

Swiss Model Prediction
Models were computed by the SWISS-MODEL server homology
modeling pipeline (Waterhouse et al., 2018), using ZXDB (amino
acids: 361–419) and ZXDC (amino acid: 265–323) as a query. As
a template Wilms’ tumor 1 (WT1) zinc finger structure (6-blw.1.
A) was selected. The results of the prediction will be available in
the Mendeley database.

Quantification and Statistical Analysis
Graphs were generated using OriginPro 2021. Protein identity and
similarity was assessed by MegAlign Pro (DNAStar). The mass
spectrometry results are presented as a dot-plot graph with
enrichment calculated as log2 differences between control and
experimental samples on the x-axis and maximal intensity on the
y-axis. Only proteins identified in biological replicates are indicated.

DATA AVAILABILITY STATEMENT

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and
accession number(s) can be found below: ArrayExpress accession
number: E-MTAB-11272, E-MTAB-11269, E-MTAB-11270.

AUTHOR CONTRIBUTIONS

Conceptualization, LC and ND; investigation, ND and LC;
Writing—original draft preparation, ND and LC; writing—review

and editing, ND, VK, and LC; supervision, LC; funding acquisition,
LC and VK. All authors have read and agreed to the published
version of the manuscript.

FUNDING

This work was supported by the Czech Science Foundation (18-
27408S) and the Czech Academy of Sciences. LC was supported
by Marie Skłodowska-Curie Fellowship (LIGER) and by Czech
Health Research Council (AZV: NU21-08-00312). The work of
the Genomics and Bioinformatics facility in IMG was supported
by ELIXIR CZ research infrastructure (MEYS Grant No:
LM2018131). VK was supported by The project National
Institute for Cancer Research (Programme EXCELES, ID
Project No. LX22NPO5102)—Funded by the European
Union—Next Generation EU.

ACKNOWLEDGMENTS

We acknowledge Karel Harant and Pavel Talacko from
Laboratory of Mass Spectrometry, Biocev, Charles University,
Faculty of Science, where proteomic and mass spectrometric
analysis had been done. We thank the Light Microscopy Core
Facility, IMG CAS, Prague, the Czech Republic, for their support
with the imaging presented herein, particularly to Ivan Novotny
and Jan Valecka. We acknowledge Jan Kubovciak for RNA-seq,
microarray and ChIP-seq analysis. We are also thankful toMichal
Dibus and Hynek Wichterle for comments on the manuscript,
Leslie F. Ryan for proofreading the manuscript. Illustrations were
created with BioRender.com.

SUPPLEMENTARY MATERIAL

The SupplementaryMaterial for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fcell.2022.929288/
full#supplementary-material

REFERENCES

Akçimen, F., Vural, A., Durmuş, H., Çakar, A., Houlden, H., Parman, Y. G., et al.
(2019). A Novel Homozygous FBXO38 Variant Causes an Early-Onset Distal
Hereditary Motor Neuronopathy Type IID. J. Hum. Genet. 64 (11), 1141–1144.
doi:10.1038/s10038-019-0652-y

Al-Kandari, W., Koneni, R., Navalgund, V., Aleksandrova, A., Jambunathan, S.,
and Fontes, J. D. (2007). The Zinc Finger Proteins ZXDA and ZXDC Form a
Complex that Binds CIITA and Regulates MHC II Gene Transcription. J. Mol.
Biol. 369 (5), 1175–1187. doi:10.1016/j.jmb.2007.04.033

Aleksandrova, A., Galkin, O., Koneni, R., and Fontes, J. D. (2010). An N- and
C-Terminal Truncated Isoform of Zinc Finger X-Linked Duplicated C Protein
Represses MHC Class II Transcription. Mol. Cell Biochem. 337 (1-2), 1–7.
doi:10.1007/s11010-009-0280-5

Athwal, R. K., Walkiewicz, M. P., Baek, S., Fu, S., Bui, M., Camps, J., et al. (2015).
CENP-A Nucleosomes Localize to Transcription Factor Hotspots and
Subtelomeric Sites in Human Cancer Cells. Epigenetics Chromatin 8, 2.
doi:10.1186/1756-8935-8-2

Baek, K., Krist, D. T., Prabu, J. R., Hill, S., Klügel, M., Neumaier, L.-M., et al. (2020).
NEDD8 Nucleates a Multivalent Cullin-RING-Ube2d Ubiquitin Ligation
Assembly. Nature 578 (7795), 461–466. doi:10.1038/s41586-020-2000-y

Bodor, D. L., Mata, J. F., Sergeev, M., David, A. F., Salimian, K. J., Panchenko, T.,
et al. (2014). The Quantitative Architecture of Centromeric Chromatin. Elife 3,
e02137. doi:10.7554/eLife.02137

Cai, L., Liu, L., Li, L., and Jia, L. (2020). SCFFBXO28-mediated Self-Ubiquitination
of FBXO28 Promotes its Degradation. Cell. Signal. 65, 109440. doi:10.1016/j.
cellsig.2019.109440

Cox, J., Hein, M. Y., Luber, C. A., Paron, I., Nagaraj, N., and Mann, M. (2014).
Accurate Proteome-wide Label-free Quantification by Delayed Normalization
and Maximal Peptide Ratio Extraction, Termed MaxLFQ.Mol. Cell. Proteomics
13 (9), 2513–2526. doi:10.1074/mcp.M113.031591

Cunningham, F., Achuthan, P., Akanni, W., Allen, J., Amode, M. R., Armean, I. M.,
et al. (2019). Ensembl 2019. Nucleic Acids Res. 47 (D1), D745–D751. doi:10.
1093/nar/gky1113

Dibus, N., Zobalova, E., Monleon, M. A. M., Korinek, V., Filipp, D., Petrusova,
J., et al. (2022). FBXO38 Ubiquitin Ligase Controls Sertoli Cell Maturation.
Front. Cell Dev. Biol. 10. doi:10.3389/fcell.2022.914053

Frontiers in Cell and Developmental Biology | www.frontiersin.org June 2022 | Volume 10 | Article 92928814

Dibus et al. FBXO38 Controls Centromeric Chromatin Integrity

http://BioRender.com
https://www.frontiersin.org/articles/10.3389/fcell.2022.929288/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fcell.2022.929288/full#supplementary-material
https://doi.org/10.1038/s10038-019-0652-y
https://doi.org/10.1016/j.jmb.2007.04.033
https://doi.org/10.1007/s11010-009-0280-5
https://doi.org/10.1186/1756-8935-8-2
https://doi.org/10.1038/s41586-020-2000-y
https://doi.org/10.7554/eLife.02137
https://doi.org/10.1016/j.cellsig.2019.109440
https://doi.org/10.1016/j.cellsig.2019.109440
https://doi.org/10.1074/mcp.M113.031591
https://doi.org/10.1093/nar/gky1113
https://doi.org/10.1093/nar/gky1113
https://doi.org/10.3389/fcell.2022.914053
https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


Dovat, S., Ronni, T., Russell, D., Ferrini, R., Cobb, B. S., and Smale, S. T. (2002). A
Common Mechanism for Mitotic Inactivation of C2H2 Zinc Finger DNA-
Binding Domains. Genes Dev. 16 (23), 2985–2990. doi:10.1101/gad.1040502

Drané, P., Ouararhni, K., Depaux, A., Shuaib, M., and Hamiche, A. (2010). The
Death-Associated Protein DAXX Is a Novel Histone Chaperone Involved in the
Replication-independent Deposition of H3.3. Genes Dev. 24 (12), 1253–1265.
doi:10.1101/gad.566910

Earnshaw, W. C., and Rothfield, N. (1985). Identification of a Family of Human
Centromere Proteins Using Autoimmune Sera from Patients with Scleroderma.
Chromosoma 91 (3-4), 313–321. doi:10.1007/BF00328227

Everett, R. D., Earnshaw, W. C., Findlay, J., and Lomonte, P. (1999). Specific
Destruction of Kinetochore Protein CENP-C and Disruption of Cell Division
by Herpes Simplex Virus Immediate-Early Protein Vmw110. EMBO J. 18 (6),
1526–1538. doi:10.1093/emboj/18.6.1526

Ewels, P., Hammarén, R., Peltzer, A., Moreno, D., Garcia, M., andWang, C. (2019).
Nf-core/rnaseq: Nf-core/rnaseq Version 1.4.2 (Version 1.4.2). Zenodo. doi:10.
5281/zenodo.1400710

Fachinetti, D., Han, J. S., McMahon,M. A., Ly, P., Abdullah, A.,Wong, A. J., et al. (2015).
DNA Sequence-specific Binding of CENP-B Enhances the Fidelity of Human
Centromere Function. Dev. Cell 33 (3), 314–327. doi:10.1016/j.devcel.2015.03.020

Fowler, K. J., Hudson, D. F., Salamonsen, L. A., Edmondson, S. R., Earle, E., Sibson,
M. C., et al. (2000). Uterine Dysfunction and Genetic Modifiers in Centromere
Protein B-Deficient Mice. Genome Res. 10 (1), 30–41.

Fowler, K. J., Wong, L. H., Griffiths, B. K., Sibson, M. C., Reed, S., and Choo, K. H.
A. (2004). Centromere Protein B-Null Mice Display Decreasing Reproductive
Performance through Successive Generations of Breeding Due to Diminishing
Endometrial Glands. Reproduction 127 (3), 367–377. doi:10.1530/rep.1.00102

Fujita, R., Otake, K., Arimura, Y., Horikoshi, N., Miya, Y., Shiga, T., et al. (2015).
Stable Complex Formation of CENP-B with the CENP-A Nucleosome. Nucleic
Acids Res. 43 (10), 4909–4922. doi:10.1093/nar/gkv405

Gamba, R., and Fachinetti, D. (2020). From Evolution to Function: Two Sides of
the Same CENP-B Coin? Exp. Cell Res. 390 (2), 111959. doi:10.1016/j.yexcr.
2020.111959

Georges, A., Coyaud, E., Marcon, E., Greenblatt, J., Raught, B., and Frappier, L.
(2019). USP7 Regulates Cytokinesis through FBXO38 and KIF20B. Sci. Rep. 9
(1), 2724. doi:10.1038/s41598-019-39368-y

Guardavaccaro, D., Frescas, D., Dorrello, N. V., Peschiaroli, A., Multani, A. S.,
Cardozo, T., et al. (2008). Control of Chromosome Stability by the β-TrCP-
REST-Mad2 axis. Nature 452 (7185), 365–369. doi:10.1038/nature06641

Hebert, A. S., Richards, A. L., Bailey, D. J., Ulbrich, A., Coughlin, E. E., Westphall,
M. S., et al. (2014). The One Hour Yeast Proteome.Mol. Cell. Proteomics 13 (1),
339–347. doi:10.1074/mcp.M113.034769

Hédouin, S., Grillo, G., Ivkovic, I., Velasco, G., and Francastel, C. (2017). CENP-A
Chromatin Disassembly in Stressed and Senescent Murine Cells. Sci. Rep. 7,
42520. doi:10.1038/srep42520

Hemmerich, P., Stoyan, T., Wieland, G., Koch, M., Lechner, J., and Diekmann, S.
(2000). Interaction of Yeast Kinetochore Proteins with Centromere-Protein/
transcription Factor Cbf1. Proc. Natl. Acad. Sci. U.S.A. 97 (23), 12583–12588.
doi:10.1073/pnas.97.23.12583

Hoffmann, S., Dumont, M., Barra, V., Ly, P., Nechemia-Arbely, Y., McMahon, M.
A., et al. (2016). CENP-A Is Dispensable for Mitotic Centromere Function after
Initial Centromere/Kinetochore Assembly. Cell Rep. 17 (9), 2394–2404. doi:10.
1016/j.celrep.2016.10.084

Horn, M., Geisen, C., Cermak, L., Becker, B., Nakamura, S., Klein, C., et al. (2014).
DRE-1/FBXO11-dependent Degradation of BLMP-1/BLIMP-1 Governs C
Elegans Developmental Timing and Maturation. Dev. Cell 28 (6), 697–710.
doi:10.1016/j.devcel.2014.01.028

Hou, H., Kyriacou, E., Thadani, R., Klutstein, M., Chapman, J. H., and Cooper,
J. P. (2021). Centromeres Are Dismantled by Foundational Meiotic
Proteins Spo11 and Rec8. Nature 591 (7851), 671–676. doi:10.1038/
s41586-021-03279-8

Hudson, D. F., Fowler, K. J., Earle, E., Saffery, R., Kalitsis, P., Trowell, H., et al.
(1998). Centromere Protein B Null Mice Are Mitotically and Meiotically
Normal but Have Lower Body and Testis Weights. J. Cell Biol. 141 (2),
309–319. doi:10.1083/jcb.141.2.309

Jansen, L. E. T., Black, B. E., Foltz, D. R., and Cleveland, D. W. (2007). Propagation
of Centromeric Chromatin Requires Exit from Mitosis. J. Cell Biol. 176 (6),
795–805. doi:10.1083/jcb.200701066

Jeffery, D., Gatto, A., Podsypanina, K., Renaud-Pageot, C., Ponce Landete, R.,
Bonneville, L., et al. (2021). CENP-A Overexpression Promotes Distinct Fates
in Human Cells, Depending on P53 Status. Commun. Biol. 4 (1), 417. doi:10.
1038/s42003-021-01941-5

Jin, J., Cardozo, T., Lovering, R. C., Elledge, S. J., Pagano, M., and Harper, J. W.
(2004). Systematic Analysis and Nomenclature of Mammalian F-Box Proteins.
Genes Dev. 18 (21), 2573–2580. doi:10.1101/gad.1255304

Jumper, J., Evans, R., Pritzel, A., Green, T., Figurnov, M., Ronneberger, O., et al.
(2021). Highly Accurate Protein Structure Prediction with AlphaFold. Nature
596 (7873), 583–589. doi:10.1038/s41586-021-03819-2

Kapoor, M., Montes de Oca Luna, R., Liu, G., Lozano, G., Cummings, C., Mancini,
M., et al. (1998). The cenpB Gene Is Not Essential in Mice. Chromosoma 107
(8), 570–576. doi:10.1007/s004120050343

Kent, W. J., Sugnet, C. W., Furey, T. S., Roskin, K. M., Pringle, T. H., Zahler, A. M.,
et al. (2002). The Human Genome Browser at UCSC. Genome Res. 12 (6),
996–1006. doi:10.1101/gr.229102

Kim, D., Langmead, B., and Salzberg, S. L. (2015). HISAT: a Fast Spliced Aligner
with Low Memory Requirements. Nat. Methods 12 (4), 357–360. doi:10.1038/
nmeth.3317

Kitagawa, K., Skowyra, D., Elledge, S. J., Harper, J. W., and Hieter, P. (1999). SGT1
Encodes an Essential Component of the Yeast Kinetochore Assembly Pathway
and a Novel Subunit of the SCF Ubiquitin Ligase Complex. Mol. Cell 4 (1),
21–33. doi:10.1016/s1097-2765(00)80184-7

Lechner, J., and Carbon, J. (1991). A 240 Kd Multisubunit Protein Complex, CBF3,
Is a Major Component of the Budding Yeast Centromere. Cell 64 (4), 717–725.
doi:10.1016/0092-8674(91)90501-o

Liao, Y., Smyth, G. K., and Shi, W. (2014). featureCounts: an Efficient General
Purpose Program for Assigning Sequence Reads to Genomic Features.
Bioinformatics 30 (7), 923–930. doi:10.1093/bioinformatics/btt656

Lidak, T., Baloghova, N., Korinek, V., Sedlacek, R., Balounova, J., Kasparek, P., et al.
(2021). CRL4-DCAF12 Ubiquitin Ligase Controls MOV10 RNA Helicase
during Spermatogenesis and T Cell Activation. Ijms 22 (10), 5394. doi:10.
3390/ijms22105394

Love, M. I., Huber, W., and Anders, S. (2014). Moderated Estimation of Fold
Change and Dispersion for RNA-Seq Data with DESeq2. Genome Biol. 15 (12),
550. doi:10.1186/s13059-014-0550-8

Martin, E. C., Sukarta, O. C. A., Spiridon, L., Grigore, L. G., Constantinescu, V.,
Tacutu, R., et al. (2020). LRRpredictor-A New LRRMotif Detection Method for
Irregular Motifs of Plant NLR Proteins Using an Ensemble of Classifiers. Genes
11 (3), 286. doi:10.3390/genes11030286

Masuda, T., Tomita, M., and Ishihama, Y. (2008). Phase Transfer Surfactant-Aided
Trypsin Digestion for Membrane Proteome Analysis. J. Proteome Res. 7 (2),
731–740. doi:10.1021/pr700658q

Masumoto, H., Masukata, H., Muro, Y., Nozaki, N., and Okazaki, T. (1989). A
Human Centromere Antigen (CENP-B) Interacts with a Short Specific
Sequence in Alphoid DNA, a Human Centromeric Satellite. J. Cell Biol. 109
(5), 1963–1973. doi:10.1083/jcb.109.5.1963

McNulty, S. M., and Sullivan, B. A. (2018). Alpha Satellite DNA Biology: Finding
Function in the Recesses of the Genome. Chromosome Res. 26 (3), 115–138.
doi:10.1007/s10577-018-9582-3

Meng, X., Liu, X., Guo, X., Jiang, S., Chen, T., Hu, Z., et al. (2018). FBXO38
Mediates PD-1 Ubiquitination and Regulates Anti-tumour Immunity of
T Cells. Nature 564 (7734), 130–135. doi:10.1038/s41586-018-0756-0

Morimoto, Y., Ono, S., Imamura, A., Okazaki, Y., Kinoshita, A., Mishima, H., et al.
(2017). Deep Sequencing Reveals Variations in Somatic Cell Mosaic Mutations
between Monozygotic Twins with Discordant Psychiatric Disease. Hum.
Genome Var. 4, 17032. doi:10.1038/hgv.2017.32

Morozov, V. M., Giovinazzi, S., and Ishov, A. M. (2017). CENP-B Protects
Centromere Chromatin Integrity by Facilitating Histone Deposition via the
H3.3-specific Chaperone Daxx. Epigenetics Chromatin 10 (1), 63. doi:10.1186/
s13072-017-0164-y

Muro, Y., Masumoto, H., Yoda, K., Nozaki, N., Ohashi, M., and Okazaki, T. (1992).
Centromere Protein B Assembles Human Centromeric Alpha-Satellite DNA at
the 17-bp Sequence, CENP-B Box. J. Cell Biol. 116 (3), 585–596. doi:10.1083/
jcb.116.3.585

Ohzeki, J.-i., Nakano, M., Okada, T., and Masumoto, H. (2002). CENP-B Box Is
Required for De Novo Centromere Chromatin Assembly on Human Alphoid
DNA. J. Cell Biol. 159 (5), 765–775. doi:10.1083/jcb.200207112

Frontiers in Cell and Developmental Biology | www.frontiersin.org June 2022 | Volume 10 | Article 92928815

Dibus et al. FBXO38 Controls Centromeric Chromatin Integrity

https://doi.org/10.1101/gad.1040502
https://doi.org/10.1101/gad.566910
https://doi.org/10.1007/BF00328227
https://doi.org/10.1093/emboj/18.6.1526
https://doi.org/10.5281/zenodo.1400710
https://doi.org/10.5281/zenodo.1400710
https://doi.org/10.1016/j.devcel.2015.03.020
https://doi.org/10.1530/rep.1.00102
https://doi.org/10.1093/nar/gkv405
https://doi.org/10.1016/j.yexcr.2020.111959
https://doi.org/10.1016/j.yexcr.2020.111959
https://doi.org/10.1038/s41598-019-39368-y
https://doi.org/10.1038/nature06641
https://doi.org/10.1074/mcp.M113.034769
https://doi.org/10.1038/srep42520
https://doi.org/10.1073/pnas.97.23.12583
https://doi.org/10.1016/j.celrep.2016.10.084
https://doi.org/10.1016/j.celrep.2016.10.084
https://doi.org/10.1016/j.devcel.2014.01.028
https://doi.org/10.1038/s41586-021-03279-8
https://doi.org/10.1038/s41586-021-03279-8
https://doi.org/10.1083/jcb.141.2.309
https://doi.org/10.1083/jcb.200701066
https://doi.org/10.1038/s42003-021-01941-5
https://doi.org/10.1038/s42003-021-01941-5
https://doi.org/10.1101/gad.1255304
https://doi.org/10.1038/s41586-021-03819-2
https://doi.org/10.1007/s004120050343
https://doi.org/10.1101/gr.229102
https://doi.org/10.1038/nmeth.3317
https://doi.org/10.1038/nmeth.3317
https://doi.org/10.1016/s1097-2765(00)80184-7
https://doi.org/10.1016/0092-8674(91)90501-o
https://doi.org/10.1093/bioinformatics/btt656
https://doi.org/10.3390/ijms22105394
https://doi.org/10.3390/ijms22105394
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.3390/genes11030286
https://doi.org/10.1021/pr700658q
https://doi.org/10.1083/jcb.109.5.1963
https://doi.org/10.1007/s10577-018-9582-3
https://doi.org/10.1038/s41586-018-0756-0
https://doi.org/10.1038/hgv.2017.32
https://doi.org/10.1186/s13072-017-0164-y
https://doi.org/10.1186/s13072-017-0164-y
https://doi.org/10.1083/jcb.116.3.585
https://doi.org/10.1083/jcb.116.3.585
https://doi.org/10.1083/jcb.200207112
https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


Okada, T., Ohzeki, J.-i., Nakano, M., Yoda, K., Brinkley, W. R., Larionov, V., et al.
(2007). CENP-B Controls Centromere Formation Depending on the
Chromatin Context. Cell 131 (7), 1287–1300. doi:10.1016/j.cell.2007.10.045

Otake, K., Ohzeki, J.-i., Shono, N., Kugou, K., Okazaki, K., Nagase, T., et al. (2020).
CENP-B Creates Alternative Epigenetic Chromatin States Permissive for CENP-A
or Heterochromatin Assembly. J. Cell Sci. 133 (15). doi:10.1242/jcs.243303

Palmer, D., O’Day, K., Wener, M., Andrews, B., and Margolis, R. (1987). A 17-kD
Centromere Protein (CENP-A) Copurifies with Nucleosome Core Particles and
with Histones. J. Cell Biol. 104 (4), 805–815. doi:10.1083/jcb.104.4.805

Perez-Castro, A. V., Shamanski, F. L., Meneses, J. J., Lovato, T. L., Vogel, K. G.,
Moyzis, R. K., et al. (1998). Centromeric Protein B Null Mice Are Viable with
No Apparent Abnormalities. Dev. Biol. 201 (2), 135–143. doi:10.1006/dbio.
1998.9005

Rappsilber, J., Mann, M., and Ishihama, Y. (2007). Protocol for Micro-purification,
Enrichment, Pre-fractionation and Storage of Peptides for Proteomics Using
StageTips. Nat. Protoc. 2 (8), 1896–1906. doi:10.1038/nprot.2007.261

Rizkallah, R., Alexander, K. E., and Hurt, M. M. (2011). Global Mitotic
Phosphorylation of C2H2zinc Finger Protein Linker Peptides. Cell Cycle 10
(19), 3327–3336. doi:10.4161/cc.10.19.17619

Sart, D. d., Cancilla, M. R., Earle, E., Mao, J.-i., Saffery, R., Tainton, K. M., et al.
(1997). A Functional Neo-Centromere Formed through Activation of a Latent
Human Centromere and Consisting of Non-alpha-satellite DNA. Nat. Genet.
16 (2), 144–153. doi:10.1038/ng0697-144

Scott, K. C., and Sullivan, B. A. (2014). Neocentromeres: a Place for Everything and
Everything in its Place. Trends Genet. 30 (2), 66–74. doi:10.1016/j.tig.2013.
11.003

Senft, D., Qi, J., and Ronai, Z. e. A. (2018). Ubiquitin Ligases in Oncogenic
Transformation and Cancer Therapy. Nat. Rev. Cancer 18 (2), 69–88. doi:10.
1038/nrc.2017.105

Skaar, J. R., Pagan, J. K., and Pagano, M. (2013). Mechanisms and Function of
Substrate Recruitment by F-Box Proteins. Nat. Rev. Mol. Cell Biol. 14 (6),
369–381. doi:10.1038/nrm3582

Skaar, J. R., Pagan, J. K., and Pagano, M. (2014). SCF Ubiquitin Ligase-Targeted
Therapies. Nat. Rev. Drug Discov. 13 (12), 889–903. doi:10.1038/nrd4432

Smaldone, S., Laub, F., Else, C., Dragomir, C., and Ramirez, F. (2004). Identification
of MoKA, a Novel F-Box Protein that Modulates Kruppel-like Transcription
Factor 7 Activity.Mol. Cell Biol. 24 (3), 1058–1069. doi:10.1128/mcb.24.3.1058-
1069.2004

Sumner, C. J., d’Ydewalle, C., Wooley, J., Fawcett, K. A., Hernandez, D., Gardiner,
A. R., et al. (2013). A Dominant Mutation in FBXO38 Causes Distal Spinal
Muscular Atrophy with Calf Predominance. Am. J. Hum. Genet. 93 (5),
976–983. doi:10.1016/j.ajhg.2013.10.006

Thomas-Chollier, M., Darbo, E., Herrmann, C., Defrance, M., Thieffry, D., and van
Helden, J. (2012). A Complete Workflow for the Analysis of Full-Size ChIP-Seq
(And Similar) Data Sets Using Peak-Motifs. Nat. Protoc. 7 (8), 1551–1568.
doi:10.1038/nprot.2012.088

Tomonaga, T., Matsushita, K., Yamaguchi, S., Oohashi, T., Shimada, H., Ochiai, T.,
et al. (2003). Overexpression and Mistargeting of Centromere Protein-A in
Human Primary Colorectal Cancer. Cancer Res. 63 (13), 3511–3516.

Tyanova, S., Temu, T., Sinitcyn, P., Carlson, A., Hein, M. Y., Geiger, T., et al. (2016).
The Perseus Computational Platform for Comprehensive Analysis of (Prote)
omics Data. Nat. Methods 13 (9), 731–740. doi:10.1038/nmeth.3901

Vasudevan, A., Schukken, K. M., Sausville, E. L., Girish, V., Adebambo, O. A., and
Sheltzer, J. M. (2021). Aneuploidy as a Promoter and Suppressor of Malignant
Growth. Nat. Rev. Cancer 21 (2), 89–103. doi:10.1038/s41568-020-00321-1

Wang, D., Horton, J. R., Zheng, Y., Blumenthal, R. M., Zhang, X., and Cheng, X.
(2018). Role for First Zinc Finger of WT1 in DNA Sequence Specificity: Denys-
Drash Syndrome-Associated WT1 Mutant in ZF1 Enhances Affinity for a
Subset of WT1 Binding Sites. Nucleic Acids Res. 46 (8), 3864–3877. doi:10.1093/
nar/gkx1274

Wang, G. Z., and Goff, S. P. (2015). Regulation of Yin Yang 1 by Tyrosine
Phosphorylation. J. Biol. Chem. 290 (36), 21890–21900. doi:10.1074/jbc.M115.
660621

Waterhouse, A., Bertoni, M., Bienert, S., Studer, G., Tauriello, G., Gumienny,
R., et al. (2018). SWISS-MODEL: Homology Modelling of Protein
Structures and Complexes. Nucleic Acids Res. 46 (W1), W296–W303.
doi:10.1093/nar/gky427

Yan, K., Zhang, Z., Yang, J., McLaughlin, S. H., and Barford, D. (2018).
Architecture of the CBF3-Centromere Complex of the Budding Yeast
Kinetochore. Nat. Struct. Mol. Biol. 25 (12), 1103–1110. doi:10.1038/
s41594-018-0154-1

Young, M. D., Wakefield, M. J., Smyth, G. K., and Oshlack, A. (2010). Gene
Ontology Analysis for RNA-Seq: Accounting for Selection Bias. Genome
Biol. 11 (2), R14. doi:10.1186/gb-2010-11-2-r14

Yu, Z.-K., Gervais, J. L. M., and Zhang, H. (1998). Human CUL-1 Associates
with the SKP1/SKP2 Complex and Regulates P21 CIP1/WAF1 and Cyclin
D Proteins. Proc. Natl. Acad. Sci. U.S.A. 95 (19), 11324–11329. doi:10.1073/
pnas.95.19.11324

Zeitlin, S. G., Baker, N. M., Chapados, B. R., Soutoglou, E., Wang, J. Y. J., Berns,
M. W., et al. (2009). Double-strand DNA Breaks Recruit the Centromeric
Histone CENP-A. Proc. Natl. Acad. Sci. U.S.A. 106 (37), 15762–15767.
doi:10.1073/pnas.0908233106

Zhang, M., Botër, M., Li, K., Kadota, Y., Panaretou, B., Prodromou, C., et al.
(2008a). Structural and Functional Coupling of Hsp90- and Sgt1-Centred
Multi-Protein Complexes. EMBO J. 27 (20), 2789–2798. doi:10.1038/
emboj.2008.190

Zhang, W., Mellone, B. G., and Karpen, G. H. (2007). A Specialized
Nucleosome Has a "point" to Make. Cell 129 (6), 1047–1049. doi:10.
1016/j.cell.2007.05.054

Zhang, Y., Liu, T., Meyer, C. A., Eeckhoute, J., Johnson, D. S., Bernstein, B. E.,
et al. (2008b). Model-based Analysis of ChIP-Seq (MACS). Genome Biol. 9
(9), R137. doi:10.1186/gb-2008-9-9-r137

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Dibus, Korinek and Cermak. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC
BY). The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice.
No use, distribution or reproduction is permitted which does not comply with
these terms.

Frontiers in Cell and Developmental Biology | www.frontiersin.org June 2022 | Volume 10 | Article 92928816

Dibus et al. FBXO38 Controls Centromeric Chromatin Integrity

https://doi.org/10.1016/j.cell.2007.10.045
https://doi.org/10.1242/jcs.243303
https://doi.org/10.1083/jcb.104.4.805
https://doi.org/10.1006/dbio.1998.9005
https://doi.org/10.1006/dbio.1998.9005
https://doi.org/10.1038/nprot.2007.261
https://doi.org/10.4161/cc.10.19.17619
https://doi.org/10.1038/ng0697-144
https://doi.org/10.1016/j.tig.2013.11.003
https://doi.org/10.1016/j.tig.2013.11.003
https://doi.org/10.1038/nrc.2017.105
https://doi.org/10.1038/nrc.2017.105
https://doi.org/10.1038/nrm3582
https://doi.org/10.1038/nrd4432
https://doi.org/10.1128/mcb.24.3.1058-1069.2004
https://doi.org/10.1128/mcb.24.3.1058-1069.2004
https://doi.org/10.1016/j.ajhg.2013.10.006
https://doi.org/10.1038/nprot.2012.088
https://doi.org/10.1038/nmeth.3901
https://doi.org/10.1038/s41568-020-00321-1
https://doi.org/10.1093/nar/gkx1274
https://doi.org/10.1093/nar/gkx1274
https://doi.org/10.1074/jbc.M115.660621
https://doi.org/10.1074/jbc.M115.660621
https://doi.org/10.1093/nar/gky427
https://doi.org/10.1038/s41594-018-0154-1
https://doi.org/10.1038/s41594-018-0154-1
https://doi.org/10.1186/gb-2010-11-2-r14
https://doi.org/10.1073/pnas.95.19.11324
https://doi.org/10.1073/pnas.95.19.11324
https://doi.org/10.1073/pnas.0908233106
https://doi.org/10.1038/emboj.2008.190
https://doi.org/10.1038/emboj.2008.190
https://doi.org/10.1016/j.cell.2007.05.054
https://doi.org/10.1016/j.cell.2007.05.054
https://doi.org/10.1186/gb-2008-9-9-r137
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles

	FBXO38 Ubiquitin Ligase Controls Centromere Integrity via ZXDA/B Stability
	Introduction
	Results
	FBXO38 Interacts With ZXDA/B in the Nucleus
	FBXO38 Mediates Ubiquitination and Controls the Stability of ZXDA/B
	FBXO38 Associates With ZXDA/B via Zinc Finger Linker Motif
	ZXDA/B Do Not Act as Transcription Factors
	ZXDA/B Are CENP-B Associated Proteins
	FBXO38 Controls Centromeric Signature via ZXDA/B Stability

	Discussion
	Materials and Methods
	Cell Culture Procedures
	Plasmid Construction
	Transient Transfections
	Stable Cell Line Generation
	Gene Silencing
	Immunoblotting
	Protein Immunoprecipitation and Affinity Purification
	Mass Spectrometry
	In vitro Ubiquitination Assay
	Immunocytochemistry
	Mitotic Spreads
	Chromatin Immunoprecipitation
	ChIP-Seq Analysis
	RNA-Seq Analysis
	Microarrays
	Swiss Model Prediction
	Quantification and Statistical Analysis

	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


