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Simple Summary: To clarify the role of the intermediate filament protein vimentin in the
epithelial-to-mesenchymal transition (EMT), we induced EMT in lung cancer cells with
TGF-$1, followed by treatment with the drug ALD-R491, which targets vimentin. Our
findings present many new interactors of intermediate filaments, describe how vimentin
filament dynamics influence the filament interactome and EMT, and present ALD-R491 as
a possible EMT-inhibitor.

Abstract: Background: The epithelial-to-mesenchymal transition (EMT) is a common
feature in early cancer invasion. Increased vimentin is a canonical marker of the EMT;
however, the role of vimentin in EMT remains unknown. Methods: To clarify this, we
induced EMT in lung cancer cells with TGF-f31, followed by treatment with the vimentin-
targeting drug ALD-R491, live-cell imaging, and quantitative proteomics. Results: We
identified 838 proteins in the intermediate filament fraction of cells. TGF-1 treatment
increased the proportion of vimentin in this fraction and the levels of 24 proteins. Variants
of fibronectin showed the most pronounced increase (137-fold), followed by regulators of
the cytoskeleton, cell motility, and division, such as the mRNA-splicing protein SON. TGF-
1 increased cell spreading and cell migration speed, and changed a positive correlation
between cell migration speed and persistence to negative. ALD-R491 reversed these
mesenchymal phenotypes to epithelial and the binding of RNA-binding proteins, including
SON. Conclusions: These findings present many new interactors of intermediate filaments,
describe how EMT and vimentin filament dynamics influence the intermediate filament
interactome, and present ALD-R491 as a possible EMT-inhibitor. The observations support
the hypothesis that the dynamic turnover of vimentin filaments and their interacting
proteins govern mesenchymal cell migration, EMT, cell invasion, and cancer metastasis.

Keywords: vimentin intermediate filaments; vimentin interactome; extracellular matrix;
epithelial-to-mesenchymal transition; TGF-31; cell migration; carcinoma; lung cancer
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1. Introduction

The epithelial-to-mesenchymal transition (EMT) is the process in which stationary
epithelial cells become elongated, motile, bind to the extracellular matrix (ECM), and ex-
press mesenchymal cell markers. This process is instrumental for embryonic development
and tissue regeneration, as well as for pathological conditions, such as during the initial
stages of cancer invasion and metastasis. An increased level of the intermediate filament
protein vimentin is a molecular marker for EMT, along with expression of fibronectin, and
the switch from E- to N-cadherin expression and significant changes in cell shape and
motility [1,2].

Vimentin is a protein closely linked to increased cell motility, as it is required for
persistent cell migration, wound healing, and tissue regeneration [3-5]. Vimentin is fur-
ther required for a change from a round epithelioid to an elongated cell shape, which
are morphological changes that occur during EMT [6]. Vimentin is virtually absent in
well- differentiated lepidic, papillary, and acinar lung cancer subtypes. In contrast, it is
overexpressed in the solid subtype and in pulmonary sarcomatoid carcinoma, lung cancer
subtypes that are associated with poor prognosis [7,8]. This makes vimentin a useful diag-
nostic marker in differentiating between the different subtypes of lung cancer. Vimentin
expression is also required for the development and metastasis of lung cancer cells in
mice [9,10]. Increased levels of vimentin and EMT are also further linked to resistance to
treatment with tyrosine kinase inhibitors in lung adenocarcinoma [11]. In fact, EMT consti-
tutes a major resistance mechanism and hindrance for an effective lung cancer treatment.
The roles of EMT in metastasis as well as in therapy-resistance have the potential to guide
future clinical decision-making processes in the personalised medicine of lung cancer.

Vimentin is known to control cell motility by various pathways. In addition to the
regulation of the mechanical and physical properties of cells, vimentin enhances the func-
tion of microtubules in directed migration, and acts as a protein scaffold, which can allow
protein production and interaction at the right subcellular site at the right time [12-16]. The
observation that vimentin filaments are required to produce collagen I, the most abundant
ECM protein in the body, via stabilization of collagen mRNA production, highlights the
possibility that vimentin can control cell motility and EMT via increased collagen produc-
tion at specific sites [17]. We have previously found that vimentin polymerisation into
filaments occurs at the base of mature focal adhesions, but not of nascent cell adhesions
to the ECM, and described the role of vimentin dynamics in force-transduction over focal
adhesions [18,19]. Most research on vimentin is based on overexpression or knock down
studies; however, vimentin is constantly exchanged between the mature vimentin fila-
ments and the soluble pool of vimentin [5,20]. How the dynamic properties of vimentin
filaments influence EMT, or the binding of proteins, is not known. We have previously
synthesised a novel drug, ALD-R491 (R491), which specifically binds to vimentin without
changing the total levels of vimentin; however, it reduces the dynamic exchange, increases
the stability of the vimentin filaments, increases cellular contractile force, and reduces cell
migration [19,21,22]. We therefore hypothesise that vimentin filament dynamics is required
for EMT in lung cancer cells, via the regulation of vimentin-interacting proteins.

Our data suggest that, during the TGF-B1-induced EMT of epithelial lung cancer
cells, vimentin filament dynamics is required to gain EMT phenotypes such as increased
cell spreading, increased cell migration speed, and a negative correlation between cell
migration speed and directionality. We further present 838 vimentin and intermediate
filament-binding proteins, of which many have been previously unknown to interact with
intermediate filaments. The data suggests that filament dynamics can be essential for
vimentin filaments to bind to proteins previously known to regulate cancer. We also present
ALD-R491 as a potential novel drug against EMT and lung cancer metastasis, and describe
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the changes of the vimentin interactome that accompany TGF-f1-induced EMT, with the
most significant change in components of the extracellular matrix. In summary, these
findings provide novel avenues for the investigation of the regulation of cell motility, EMT,
and treatment of cancer metastasis.

2. Materials and Methods
2.1. Cell Culture and Treatments

Ab549 cell lines were purchased from ATCC (USA), cultured in Dulbecco’s modified
Eagle’s medium (31330038; DMEM, Gibco, New York, NY, USA) and supplemented with
10% Fetal Bovine Serum (Biowest, Nuaillé, France) and 100 U/mL penicillin and 100 mi-
crog/mL streptomycin (Sigma-Aldrich, Burlington, MA, USA). Cells were split weekly.
The TGF-f31 was dissolved in 4 nM HCI (Sigma-Aldrich, Burlington, MA, USA), and equal
final concentration of HCl was used as control. ALD-R491 was synthesised and provided
by Aluda Pharmaceuticals (Menlo Park, CA, USA). Vimentin is the only protein found
to bind to ALD-R491 [19]. ALD-R491 was dissolved in DMSO (Thermo Fisher Scientific,
Waltham, MA, USA) and used at a final concentration of 5 pM, and an equal concentration
of DMSO was used as a control.

2.2. Antibodies and Cell Dyes

The antibodies used were as follows: anti-vimentin (V6389; Sigma Aldrich, Burlington,
MA, USA), pan-cytokeratin (ab8068), anti-FN1 (ab2413) (Abcam, Cambridge, UK), anti-
N-cadherin (clone 3B9, 33-3900, Invitrogen, Waltham, MA, USA), anti-GAPDH (A1978;
Sigma Aldrich, Burlington, MA, USA), and Horseradish-peroxide-conjugated goat anti-
mouse secondary antibodies (GtxMu-004-DHRPX; ImmunoReagents, Raleigh, NC, USA).
To stain for nuclei, we used 0.05 pg/mL Hoechst and phalloidin for F-actin (both from
Sigma-Aldrich, Burlington, MA, USA).

2.3. Western Blot

The cytoskeletal isolation fractions were separated using 4%—15% precast polyacry-
lamide gels (4568084; Bio-Rad, Hercules, CA, USA), with the Precision Plus Protein Dual
Color Standards protein size marker (1610374, Bio-Rad, CA, USA). The gels were then
transferred onto nitrocellulose membranes (1704271; Bio-Rad, Hercules, CA, USA) using a
transfer system (Trans-Blot Turbo; 1705150; Bio-Rad, Hercules, CA, USA). The blocking and
developing of the membranes were carried out as previously described [23]. Membranes
were stripped after imaging vimentin and pan-keratin and exposed for 2 min to confirm
that the membranes had been stripped, before incubating with GAPDH antibody as a
loading control. Data shown are from three biological replicates in two technical replicates.

2.4. Immunoflourescence

The cells were immunostained as described previously and analysed under an in-
verted phase contrast microscope. All images were captured at the same automatic signal
saturation threshold (AxioVert 40 CFL; Zeiss, Oberkochen, Germany) [19]. Images shown
in the figures were auto-levelled in FIJI (version 1.54j) and are representative of three
biological replicates in two technical replicates.

2.5. Live-Cell Imaging

The cells were seeded at 375 cells/well in slide chambers (94.6150.801; Sarstedt, Niim-
brecht, Germany). After 24 h, DMEM was replaced with medium containing 5 ng/mL
TGF-B1. Post-additional 72 h, the medium was replaced with DMEM with ALD-R491,
or DMSO control and, 24 h thereafter, the medium was replaced with DMEM without
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phenol red, containing 0.05 pg/mL Hoechst (Sigma-Aldrich, Burlington, MA, USA) and
ALD-R491 or DMSO. This was followed by live-cell imaging for 10 h with images taken
every 20 min using the Mica Microhub Imaging System and LasX (Leica Microsystems,
Wetzlar, Germany, software version 5.2.2). Images shown are auto-levelled in FIJI (version
1.54j). Data shown are from one biological replicate in two technical replicates.

2.6. Image Analysis

Cell shape was quantified by images taken at 0 and 10 h timepoints, using FIJI version
v1.54j [24]. All cells with well-demarcated borders were manually outlined with the
“Freehand selections” tool. The analysis of the correlation between migration speed and
persistence was done in R (version 4.4.1), as shown in the Supplementary Text S1. Numbers
of cells used for cell shape and spreading area analysis, control (N = 33), TGF-1 (N = 11),
and ALD-R491 (N = 17).

2.7. Tracking Cell Migration

Cell migration was tracked using the FIJI plug-in TrackMate tool [25]. The full doc-
umentation of this plug-in can be seen on the Image] wiki: https://imagej.net/plugins/
trackmate/ (accessed 23 October 2024). The following specific settings were chosen for
the tracking: detector, thresholding detector; intensity threshold, 10; simple LAP tracker:
linking max distance, 100 pm; gap-closing max frame gap, 0; duration of tracks, 10 h
(30 frames). All other settings remained at their default options. The tracks acquired were
analysed using the in-built algorithms (https://imagej.net/plugins/trackmate/algorithms,
accessed 23 October 2024. Numbers of cells used for migration, control (N = 48), TGF-31
(N =119), and ALD-R491 (N = 120) for cell migration.

2.8. Monitoring Nuclear Division

Nuclear division was monitored for 10 h by counting the cell nuclei using FIJI (version
1.54j). All well-demarcated and not-overlapping cell nuclei were manually outlined with the
“Freehand selections” tool. Nuclei that underwent division and failed to divide, showing
an “hourglass” nuclear shape, were counted. Numbers of total nuclei of cells used for
cell division, control (N = 232), TGF-f1 (N= 101), and TGF-1 + ALD R491 (N = 200).
Two positions were used per condition. All images shown were auto-levelled in FIJI
(version 1.54j).

2.9. Proteomic Analysis Using Label-Free Quantification Mass Spectrometry

Briefly, 5 mcg of protein from intermediate filament fraction were diluted to 1 M urea
using 50 mM NH4HCOj3 and processed as previously described [26,27]. Briefly, samples
were reduced and alkylated by the sequential addition of 5 mM dithiothreitol (30 min, room
temperature) and 15 mM iodoacetamide (20 min on ice) and, prior to a trypsin digestion
ratio of 1:50 protein, desalted and analysed by a nano-LC-MS/MS. Peptide separation
was achieved by reverse-phase HPLC with two mobile phase gradient system, using an
C18 column (EASY-Spray PepMap RSLC; 50 cm x 75 um ID, 2 pm; 40 °C; Thermo Fisher
Scientific, Waltham, MA, USA) and a flow rate of 300 nl/min. Solvent A (0.1% formic
acid in water) and solvent B (0.1% formic acid in 80% acetonitrile) at a 300 nL./min flow
rate (RSLCnano HPLC system; Thermo Fisher Scientific, Waltham, MA, USA), with a
gradient program of 0-5 min at 3% B, then increasing from 3% B to 50% B over the next
30 min. Mass spectrometry was performed using a Q Exactive HF hybrid quadrupole-
Orbitrap (Thermo Fisher Scientific, Waltham, MA, USA). Data-dependent acquisition was
performed with 10 product ion scans (centroid: resolution, 30,000; automatic gain control,
1 x 105 maximum injection time, 60 ms; isolation: normalized collision energy, 27; intensity
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threshold, 1 x 105) per full mass spectrometry scan (profile: resolution, 120,000; automatic
gain control, 1 x 106; maximum injection time, 60 ms; scan range, 375-1500 m/z).

2.10. Protein Identification, Relative Quantification, Bioinformatic Functional Profiling and
Interaction Analysis

Proteins were identified by searching the mass spectrometry data files against the
Homo sapiens proteome database (www.uniprot.org/proteomes/UP000005640, down-
loaded 2 August 2021; 78,120 entries) using MaxQuant v. 1.6.4.0 with the label-free quan-
tification (LFQ) and intensity-based absolute quantification (iBAQ) options selected [28—
30]. Default settings were used with search parameters set to include the following
modifications: carbamidomethyl-Cys (fixed); Met oxidation; protein N-terminal acety-
lation (variable); a maximum of two missed tryptic cleavages. Peptide-spectrum and
protein identifications were filtered using a target-decoy approach at a false discov-
ery rate (FDR) of 1%. Statistical analyses were performed using LFQ-Analyst (https:
/ /analyst-suite.monash-proteomics.cloud.edu.au/apps/lfg-analyst/ /, accessed 18 Octo-
ber 2021), where the LFQ intensity values were used for protein quantification [31]. Missing
values were replaced by values drawn from a normal distribution of 1.8 standard deviations
and a width of 0.3 for each sample (Perseus-type). Protein-wise linear models combined
with empirical Bayesian statistics were used for differential expression analysis using the
Bioconductor package limma, whereby the adjusted p-value cut-off was set at 0.05- and
2-fold change cut-off was set at 1. The Benjamini-Hochberg method of FDR correction was
applied. The analysis of the relative amount of specific intermediate filament proteins in
the enriched intermediate filament fractions was calculated using iBAQ values. This is
a method for the calculation of the relative abundance of proteins in a dataset, which is
achieved by dividing the total precursor intensities by the number of theoretically observ-
able peptides in the protein. Proteins were relatively quantified by two or more unique
peptides. We analysed three biological repeats in three technical triplicates, totalling nine
samples. The g: Profiler tool (version el04_eg51_p15_3922dba) was used for functional
enrichment analysis with the Benjamini-Hochberg FDR method applying a significance
threshold of 0.05 [23]. The min and max size settings of the functional category were set to
three and 500, respectively, with no electronic gene ontology (GO) annotations selected. GO
terms for molecular function, biological process, cellular compartment, Kyoto Encyclopedia
of Genes and Genomes (KEGG), and Reactome were assigned. The species was set to Homo
sapiens. The data presented in this study are analysed using the same methods as previ-
ously described [32]. Protein interactors were determined with STRING 12 data resource.
Signalling pathways were identified using the Signore 3.0., the SIGnalling Network Open
Resource. If this resource lacked information on a protein, we used STRING data generated
with the settings evidence and experiments, as indicated in the table.

2.11. Statistical Analysis

Statistical analysis was performed using the ggpubr and rstatix packages in R (version
4.4.1). The shape and migration parameters were compared using pairwise, two-sided
t-tests. Figures/graphs were created using ggplot2 and patchwork packages in R with a
custom-made R script (Supplementary Text S1). Significance was determined at p < 0.05.
Pearson’s correlation between mean speed and persistence was calculated using linear
regression. The Chi-Square Test with Yates” Correction was used to determine differences
in the proportions of abnormal nuclear features.
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3. Results
3.1. ALD-R491 Partially Reverses the Phenotypes of the Epithelial-to-Mesenchymal Transition

The intermediate filament protein vimentin regulates cell adhesion to the extracellular
matrix, cell shape, and motility, all key for EMT-mediated cancer invasion [18]. To deter-
mine whether the vimentin-targeting drug ALD-R491 reverses EMT, we induced EMT in
epithelial lung cancer cells with TGF-1, followed by treatment with ALD-R491. TGF-f31-
treated cells showed increased levels of EMT markers, such as vimentin, N-cadherin, and
fibronectin, and increased formation of actin-stress fibres, all previously described markers
of EMT. The ALD-R491 partially reversed these phenotypes of EMT (Figure 1A). The ep-
ithelial lung cancer cells showed minor, but detectable, levels of vimentin, with vimentin
filaments mainly localised around the nucleus. TGF-f1 treatment resulted in a spatial
re-organisation of vimentin towards the periphery of the cell (Figure 1A). Subsequent
ALD-R491 treatment caused loss of wide actin stress fibres and a more central position of
vimentin filaments around the nuclei. In line with our previous observations that ALD-491
increases the soluble fraction of vimentin more than three-fold, with no effect on the soluble
fraction of actin, we observed a trend towards an increased filamentous actin—vimentin ra-
tio in the ALD-R491-treated cells [19]. In line with our previous observation that ALD-R491
does not change total levels of vimentin in A549 cells, it did not change the total protein
levels of the EMT markers in the cells (Figure 1B and Supplementary Figure S1) [21]. These
observations suggest that ALD-R491 can reverse a subset of mesenchymal cytoskeletal and
morphological phenotypes to epithelial.

Monolayer
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— e e -127 KD

- P e o200
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o N e (]
q
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w o <« c <
[
Fibronectin
=) i
Fo—e—"t1—Jo

— e e -36 kD 0.0
Figure 1. TGF-p1-induced cell and cytoskeletal EMT phenotypes in A549 lung cancer cells, with and
without ALD-R491 treatment. A549 cells treated without or with TGF-31, and subsequent ALD-R491
treatment (R491), with regards to (A) vimentin, F-actin, or nuclei, as indicated, with merged images
showing vimentin (red), F-actin (green), and nuclei (blue). Scale bars 10 (left) and 50 um (right).
(B) Protein levels of EMT markers (left), as quantified (right) for control (dark grey), treatment with
TGEF-p1 (white), followed by ALD-R491 (light grey). Bar plots show mean, error bars standard deviation
(SD), black dots the values of each biological repeat, p < 0.05 (*). Representative cells are shown.



Cancers 2025,17, 81

7 of 18

We then aimed to determine if vimentin dynamics is required for the changes of cell
shape and motility that occur during EMT. For this, we induced EMT in the A549 lung
cancer cells with TGF-$31, followed by ALD-R491 treatment, as described earlier. While
the untreated A549 lung cancer cells displayed polygonal epithelial morphology, TGEF-{31
-treated cells become less cohesive and slightly more elongated, a phenotype that was
partly reversed by treatment with ALD-R491. TGF-beta treated cells became less round, a
phenotype reversed by ALD-R491 treatment (Figure 2). The TGF-B1 treatment significantly
increased the spreading area of the cells. TGF-f1 further increased the minimum cell speed
of migration and changed the minor positive correlation between cell migration speed and
migration directionality from positive to negative. These phenotypes were both reversed
upon ALD-R491 treatment (Figure 2 and Supplementary Figure S2. Taken together, these
findings suggest that the dynamics of vimentin filaments can contribute to the changes in
cell shape and migration that accompany EMT.

A
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B
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r— Pr—— —
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c i =
S 2 £ 0.3 82 0.00
= 8% 0.05 ©)
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€

Figure 2. ALD-R491 reverses EMT-dependent cell spreading and migration phenotypes to normal.
Ab549 lung cancer cell treated without (dark grey) or with TGF-1 (white) and ALD-R491 (R491)
(light grey), as indicated, shown in (A) cell monolayers, scale bar 100 um, (B) cell aspect ratio,
circularity, spreading area, and (C) cell migration speed, persistence and correlation between speed
and persistence for control (dark grey), treatment with TGF-31 (white), followed by ALD-R491 (light
grey). Bar plots show mean, error bars standard deviation (SD), p < 0.05 (*), p < 0.01 (**), and
p < 0.0001 (****).

During the live-cell imaging of the cells, we further observed that ALD-R491-treated
cells displayed a trend towards an abnormal division of their nuclei, as compared to the
control. Many single cells failed to divide their nuclei, showing an hour-glass-shaped
nuclei that remained deformed, or two nuclei. The DNA appeared more condensed in these
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deformed nuclei, as compared to the control (Figure 3). This suggests that the dynamic
turnover of vimentin filaments can regulate the nuclear shape and division during mitosis.
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Figure 3. Treatment with ALD-R491 and nuclear division during mitosis. A549 lung cancer cells
treated without (top left) and with TGF-1 (top right), followed by ALD-R491 (R491) (lower left).
Bright field images (BF), DNA (Hoechst) and merged images with BF and DNA (blue), are shown, as
indicated. White arrows indicating dividing cells. Scalebar, 20 um, with quantifications shown (lower
right), with A549 treated without (dark grey) and TGF- 31 (white), followed by ALD-R491 (light
grey), with regard to the proportion of nuclear division of all nuclei (left) and deformed, not-dividing

proportion of dividing nuclei (right). Bar plots show mean, error bars, standard error of the mean
(SEM), p < 0.01 (**).

3.2. EMT-Increased Binding of Extracellular Matrix, Cell Motility, Cytokinesis, Cytoskeletal, and
RNA-Binding Proteins to Vimentin, Is Partially Reversed by ALD-R491

Vimentin has been proposed to act as a molecular scaffold that regulates intracellular
signalling [33]. To gain insights into how EMT changes the relative proportion of interme-
diate filaments in epithelial lung cancer cells, and the proteins that bind to these filaments,
we purified the intermediate filament fraction of the cytoskeleton in the cells, followed by
mass spectrometry. Most intermediate filaments in the epithelial A594 cells were keratins,
mainly keratin 1, 7, 8, and 18. However, low levels of vimentin were also detected (Figure 4,
Supplementary Table S1). TGF-f31 increased the levels of vimentin in the intermediate
filament fraction around two-fold, levels that did not change upon subsequent ALD-R491
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50+
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treatment. The total levels of lamins and the ratio between variants of lamins were not
significantly influenced by the ALD-R491 treatment (Figure 4, Supplementary Table S1).

*%

ul EN

|

Coﬁtrol

Laminin fraction of IF protein (%)
N

+TGF-p1  +TGF-B1 +R491 Control +TGF-B1  +TGF-B1 +R491

Figure 4. TGF-$1 increases vimentin and reduces keratin in the intermediate filament fraction of
the cytoskeleton. The proportion of (left) keratin (dark grey), vimentin (white), and lamins (light
grey) in the intermediate filament fraction, or of the (right) lamin A (dark grey), lamin B1 (white),
and B2 (light grey) of all lamins in A549 lung cancer cell treated without (control) or with TGF-f1
and subsequent ALD-R491, as indicated. Bar plots show mean, error bars standard deviation (SD),
p <0.05 (*), p <0.01 (**).

To determine if and how ALD-R491 can regulate the capacity of vimentin to control
EMT, we characterised the protein interactome of the intermediate filament fraction of
cells. For this, we identified and relatively quantified 838 proteins in the intermediate
filament fraction, of which many were not previously known to bind to intermediate
filaments (Supplementary Data Set S1). We observed that TGF-31 changed the binding
of 24 proteins to the intermediate filaments, of which all increased their levels (Table 1).
Most of these EMT-induced intermediate filament-binding proteins were components or
regulators of the ECM, cell-matrix adhesion, cytoskeleton, and cell migration (Table 1,
Figure 5, Supplementary Table S2, Figures 53 and S4). The most pronounced change,
with a fold change of 137, was for variants of fibronectin, which increased the binding
upon EMT. These included Fibronectin 1 (FN1), Anastellin, Uhl-Y1, Ugl-Y2, and Ugl-Y3.
Fibronectin promotes cell adhesion, spreading, and migration in health and disease [34,35].
The mass spectrometry method was based on the analysis of nine different samples, as
detailed in the Materials and Methods section, with examples of the fibronectin results
shown in Supplementary Figure S5. Proteins previously known to bind to fibronectin also
showed an increased binding, i.e., Supervillin, which induces cell protrusions and regulates
acto-myosin-based contractile force, and Transglutaminase-2, which stimulates integrin—
fibronectin binding and TGF-f31 signalling [36-39]. We also observed increased levels in
the additional proteins of TGF-31 signalling, such as PML and TGF-{31 itself, and proteins
known to induce cell migration, such as SON, Kinesin Family Member 4A, Aminopeptidase,
Drebin-1, SUN2, Transmembrane protein 43, Caldesmon, and Spectrin [40—49]. Proteins
known to regulate the contractile forces that cells use for cell migration were also identified,
such as Drebin-1, SUN2, and Caldesmon, along with aminopeptidase, which regulates
cell-ECM adhesion [43,45,50,51]. F-actin crosslinkers Alpha-actinin-1, Drebin-1, Spectrin,
and Filamin A also increased; of these, Alpha-actinin-1 is required for EMT [44,49,52,53].

Additionally, we observed that the levels of proteins that process RNA, e.g., SON, and
THR3, were increased in the intermediate fraction of cells upon TGF-31 treatment (Table 1,
and Supplementary Table S2). Taken together, these observations suggest that TGF-31
significantly increases the binding to intermediate filaments by proteins that contributes to
EMT through ECM-cell adhesion, cytoskeletal organisation, and cell migration.



Cancers 2025, 17, 81

10 of 18

Table 1. Changes in protein levels for proteins altered in the vimentin interactome of TGFp1-treated
A549 cells relative to the native epithelial A549 cells, protein and gene names, protein ID, signalling
pathway, fold change, and p-values are shown, as indicated.

TGFp1 vs. A549 Foldchange

Protein Gene Protein ID Signalling Pathway (p-Value)
Fibronectin;Anastellin;Ugl- Integrin, Collagen, 13
Y1,Ugl-Y2;Ugl-Y3 FN1 P02751 Fibrin 137.19 (3.09 x 107)
Transforming growth 10
factor-B1-induced protein ig-h3 TGF-B1 Q15582 TGF-B1, MAPK 28.05 (1.33 x 10~ )
Protein-glutamine TGM?2 P21980 FN1, SPEN1, HSPB6 17.63 (2.09 x 10718)
gamma-glutamyltransferase 2
5-nucleotidase NT5E P21589 AMP-NAD- 6.92 (4.91 x 10~12)
nucleotides
Aminopeptidase N ANPEP P15144 an aminopeptidase 5.58 (1.06 x 1077)
Neurabin-2 PPP1R9B Q6SB3 Factin, Ra]g’lD"pamme 4.92 (0.000159)
Zinc finger protein 185 ZNF185 015231 * Wnt 4.86 (4.95 x 10710)
Drebrin 1 DBN1 Q16643 * F-actin 4.32(1.88 x 10710)
Caldesmon CALDI1 E9PGZ1 F-actin, myosin, 4.08 (549 x 10710)
calmodulin
SUN-domain-containing protein 2 SUN?2 Q9UH99 LINC complex 3.92 (0.000905)
TUBG1, KATNBI,
SON SON P18583 AURKB 3.78 (0.0034)
CTP synthase 1 CTPS1 AQA3B3IRI2 CTP 3.68 (3.42 x 107°)
Bd'z'asSocgc‘igrtgammp tion BCLAF1 ~ AOA3B3ITZY CCND1 mRNA 3.48 (0.00372)
Supervillin SVIL AQAG6ISPIX7 F-actin 3.23 (0.000905)
Protein PML PML P29590 PML-NBs 3.18 (0.000565)
Protein disulfide-isomerase A4 PDIA4 A0A499F148 * HSP, ERO1 2.85 (0.000398)
Transmembrane protein 43 TMEM43 Q9BTV4 RNF26 2.62 (1.04 x 107°)
Uncharacterised protein C170rf85 C170rf85 Q53F19 mRNA 2.58 (0.00418)
Thyroid-hormone-receptor- THRAP3  AOA3B3ITZ9 mRNA, DNA 2.36 (0.00372)
associated protein 3
Alpha-actinin-1 ACTN1 P12814 F-actin 2.25 (3.66 x 10719)
LIM domain and actin-binding LIMA1 QIUHB6 F-actin 2.22 (0.000905)
protein 1
Kinesin-like protein 14 KIF14 Q15058 Tubulin, CDKN1B 2.11 (0.00102)
Spectrin alpha chain, SPTAN1 Q13813 F-actin, Calmodulin 2.06 (0.00151)
non-erythrocytic 1
Filamin-A FLNA P21333 F-actin, SEMA3A 2.01 (9.05 x 107°)
* from STRING.

To determine if ALD-R491 can revert the EMT-associated intermediate filament inter-
actome to normal, we compared it between TGF-[31-treated cells that subsequently were
treated with ALD-R491 or DMSO control. We observed that the ALD-R491 reversed the
TGEF-B1-induced binding of RNA splicing proteins to the intermediate filaments (Table 2,
Figure 5, Supplementary Figures S3 and S4). These included the binding of the protein SON,
which was reduced to levels prior to TGF-31 treatment (Table 2). SON is an mRNA-splicing
cofactor that is required for mitosis and cell migration [41,54]. We also observed reduced
binding to the intermediate filaments of the proteins FUS and Aldehyde dehydrogenase,
ALDH3AL1. FUS is part of the hnRNP complex and supports the stability of pre-mRNA,
mRNA export, and stability [55-58]. The TGF-f31 treatment increased the proportion of
these two proteins, although at a fold-change that was slightly lower than the two-fold
cut-off value we used. Taken together, these findings suggest that the ALD-R491-mediated
inhibition of vimentin dynamics suppresses the spatial and timely localisation of proteins
to the subcellular site required for dynamic cytoskeletal, mechanical, morphological, and
motile changes.
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Figure 5. The EMT increases binding to the intermediate filaments of proteins that regulate the cell-
extracellular matrix adhesion, cytoskeleton, cell shape, and cell motility, while ALD-R491 reduces
binding of RNA metabolism and function. The changes of the vimentin interactome upon EMT (left)
and by additional ALD-R491 treatment (right), shown as percentages, with biological function (top),
cellular compartment (middle), and molecular function (lower), as indicated.
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Table 2. Significantly changed proteins in vimentin interactome of TGF@1- and ALD-R491-treated
Ab549 cells, relative to TGFf1-treated A549 cells, protein and gene names, protein ID, signalling
pathway, fold-change, and p-values are shown, as indicated.

TGFR1 vs. A549 Fold

Protein Gene Protein ID Signaling Pathway Change (p-Value)
Protein SON SON P18583 TUBGI, KATNB1, AURKB —4.89 (0.00156)
Aldehyde dehydrogenase, _
dimeric NADP-preferring ALDH3A1 P30838 Aldehyde substrates 2.62 (0.00257)
RNA-binding protein FUS FUS P35637 mRNA, DNA —2.62 (0.00354)

We further analysed changes in the intermediate filament interactome regarding
biological process, cellular compartment, and molecular mechanisms. TGF-$1 induced the
binding of proteins previously known to localise to the plasma membrane and cytoskeleton
of cells, as well as to cell-extracellular matrix adhesions, extracellular space, and the ECM,
including the collagen-containing extracellular matrix, and proteins with a molecular
function in the cytoskeleton, extracellular matrix, or cell adhesion (Figure 5). In addition,
we observed a lower, but still significantly increased, binding to proteins with previously
described function in RNA splicing and RNA metabolism, as well as nuclear proteins
with DNA binding properties, including the mRNA-splicing protein SON (Figure 5 and
Supplementary Table S2). Further treatment with ALD-R491 resulted in a decreased binding
of proteins linked to RNA binding and RNA splicing, including SON, protein scaffolding
and aldehyde dehydrogenase (Figure 5, Supplementary Figure 54 and Table S3). Four of the
interactome proteins were previously reported to interact with each other (Supplementary
Figure 56). Taken together, this highlights that vimentin filaments can regulate EMT via
different signalling pathways and cellular functions.

4. Discussion

In this study, we show that ALD-R491, a small molecular compound that specifically
increases the stability and suppresses the dynamic exchange of units within vimentin
intermediate filaments, partially reverses the EMT phenotypes of human lung cancer
cells. Specifically, the TGF-f1-induced mesenchymal phenotypes of cell spreading and
migration, as well as mesenchymal distribution or the cytoskeleton, were reversed to
epithelial with no change in the protein levels of known EMT markers. These apparently
conflicting observations can be reconciled if we acknowledge that EMT programs are not
binary switches in which cells are either in epithelial or mesenchymal states. It remains
unclear if there are discrete, definable stages along the EMT spectra, or, rather, if it is a
continuum. Cancer-associated EMT is often only partially or transiently activated, and end-
stage, mesenchymal markers are therefore considered to be uninformative for cancer [2].
Therefore, for cancer, the partial reversion of a subset of EMT phenotypes that we observe
can be just as, or even more relevant, for clinical practice, as a full EMT. In an extensive,
global proteomic analysis of all proteins in the intermediate filament fraction of cells, we
identified 838 proteins, of which many were not previously known to bind to intermediate
filaments. We observed that EMT increased the fraction of vimentin within the intermediate
filaments of cells, and the binding to components and regulators of the ECM, cytoskeleton,
and cell motility. It also, to a lesser extent, increased binding to RNA-binding proteins. An
important focus for future studies would be to determine if the changes in the intermediate
filament interactome can be linked to any different histological features of lung cancer
tissue. ALD-R491 primarily reduced the binding of RNA-binding proteins. The finding
that ALD-R491 treatment reduced the spreading area of the cells is in line with previous
observations that the spatial distribution of vimentin filaments governs cell spreading [6,59].
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The observation that ALD-R491 reduced cell migration speed and persistence in the TGF-
1-treated lung cancer cells is consistent with previous findings that the dynamic turnover
of vimentin filaments promotes cell migration ex vivo and in vivo, and that vimentin is
required for the invasion of lung cancer into the surrounding tissues [4,10,60]. Our findings
are in line with earlier observation that, in addition to the protein levels, the dynamic
properties of vimentin filaments are also important for cell motility. For example, vimentin
re-organization towards the cell periphery by p21-activated kinase (PAK) increases cell
migration, whereas oncogenes increase the soluble pool of vimentin, redistributes vimentin
towards the nucleus, and induces cell invasion [61,62]. We have further observed that
ALD-R491 reduced the cell migration speed of fibroblast cells in a vimentin-dependent
manner [19]. The finding that ALD-R491 reversed the EMT-induced negative correlation
between the persistence and speed of cell migration to positive provides novel insights
into the differences between epithelial and mesenchymal cell migration and highlights that
vimentin dynamics can be a main factor in the switch between EMT and these two separate
types of cell migration. We observed that EMT mainly increased binding to the intermediate
filament fraction of components and regulators of the ECM, cell adhesion, cell cytoskeleton,
and cell motility. This can be an indirect consequence that the transcription and synthesis of
these proteins are significantly increased when cells acquire motile properties during EMT.
However, for fibronectin, where we observed an almost 140-fold increase in binding to
intermediate filaments, total fibronectin levels only increased two-fold; therefore, it is also
possible that binding to vimentin acts to regulate the local distribution and deposition of
fibronectin into the ECM. This would be like a recently proposed binding and/or buffering
function of vimentin for the regulation of the deposition of integrin in the organisation of
cell-matrix adhesions [63,64]. Fibronectin is known to significantly increase cell adhesion
signalling, migration, and invasion, and to contribute to EMT in cancer [65]. TGF-f31 further
induced the intermediate filament binding of the protein Transglutaminase-2 (TGM2), an
ECM component which stabilises the ECM by strengthening the interaction between
integrins and fibronectin and stimulates TGF-f1-signalling [36-38]. Taken together with
the essential role of vimentin in producing collagen I, via stabilisation of collagen mRNA,
these observations suggest that vimentin can regulate EMT by different ECM-regulating
pathways [17]. The possible effect of ALD-R491 on the division of the nucleus during
cytokinesis is consistent with earlier finding that vimentin maintains nuclear shape and
mechanical stability, and that vimentin dynamics contributes to successful mitosis [66,67].
While EMT induced the binding of the protein SON to vimentin, ALD-R491 reversed this
binding back to normal levels in epithelial cells. SON is an RNA-binding protein which
promotes the splicing of many transcripts which possess weak splice sites, such as AURKB,
PCNT, and AKT1, which all function in cytokinesis [41]. SON is required for microtubule
dynamics, spindle pool separation during mitosis, and the proliferation of epithelial cells,
and it is further linked to poor cancer prognosis [41,47,68]. We also observed a reversion
of TGF-f1-increased binding to vimentin in FUS and ALDH3A1, although the increases
were under the two-fold cut-off that we used for the data. FUS is an RNA-binding protein,
which is overexpressed in non-small cell lung cancer (NSCLC) tissue, reducing E-cadherin
levels in NSCLC cells, and it is linked to poor patient prognosis [69]. ALDH3A1 is an
aldehyde dehydrogenase required for cell migration and the invasion of A549 lung cancer
cells [70]. Taken together, this suggests SON, FUS, and ALDHAS3 can be potential targets
for the treatment of cancer-associated EMT. Vimentin filaments have previously been found
to bind to proteins that stabilise mRNA, regulate mRNA splicing, and stimulate protein
production, such as ribosomal proteins, and has also been found to assemble in clusters
where ribosomes are enriched [27,71]. The presence of RNA-binding proteins highlights
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the possibility that vimentin-facilitated RNA metabolism and processing is instrumental
for EMT, like the role RNA processing plays in EMT in embryonic development [71].

Taken together, our data are in line with earlier reports that vimentin filaments act
as a change-platform that allows spatially localised protein production when cells tran-
siently change shape, such as during EMT-induced cell migration and in cytokinesis. It
further suggests that the intact dynamic turnover of vimentin filaments is essential for
major changes in cell shape during cell migration and cytokinesis, as well as for EMT.
EMT and cell motility are fundamental processes in the progression and invasion of car-
cinomas, such as epithelial-derived lung cancer, because EMT provides the cells with the
mechanical, adhesive, and motile properties that cause them to invade and metastasise
into the surrounding tissue [6]. Our observation that the drug ALD-R491 partially reverses
the EMT phenotypes of lung cancer cells suggests that the drug could be used to meet
the urgent need to identify novel tools to suppress EMT. The finding that the ALD-R491
drug partially reverses the cell phenotypes of the EMT in lung cancer cells points to the
possibility of using ALD-R491 to develop future treatment against lung cancer. It could
offer opportunities to overcome EMT-linked resistance mechanisms in Osimertinib-treated
lung cancer patients, an urgent clinical issue [11]. The identification of novel intermediate
filament-binding proteins, and how these change during EMT and upon the addition of
ALD-R491, increases our understanding of how vimentin dynamics can regulate EMT, cell
invasion, and cancer metastasis.

Taken together, our findings highlight a large number of potential novel interactors
with intermediate filaments and are in line with the hypothesis that the binding to vimentin
of ECM and cell migration proteins, as well as of the proteins of RNA metabolism and
function, such as the protein SON, allows the function of molecular pathways at the
time and space required for dynamic changes of cells, such as during EMT and cancer
metastasis. These observations expand our understanding of the functions of vimentin in
cancer metastasis.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/cancers17010081/s1, Figure S1: Representative Western blot
images (top) showing original blots, all bands, and molecular weight markers, in kDa, as indicated
(lower panel). Figure S2: Cell migration of lung cancer cell line A549. Maximum, minimum,
median and mean speed, as indicated. Control (dark grey), TGF-31 -treatment (light grey) and drug
treatment (grey). Bar graphs show mean, error bars standard deviation (SD), p < 0.05 (*), p < 0.01 (**),
p < 0.001 (***), and p < 0.0001 (****). Table S1: The fraction of each intermediate filament protein in
the intermediate filament fraction of A549 cells, treated without (Control), and with TGF-1 without
(+TGF-B1), or with sequential treatment with ALD-R491 (+R491). The fraction of each protein of
total (%), and each sample from three biological repeats, as indicated. Table S2: The Gene ontology
for EMT-induced binding to intermediate filaments, as indicated. Figure S3: EMT increases the
binding to intermediate filaments of proteins that regulate the cell-extracellular matrix adhesion,
cytoskeleton, cell shape and cell motility, while ALDR491 reduces binding of RNA metabolism and
function. The full list of GO annotations of the vimentin interactome upon treatment with TGF-f1
(A) or additional ALD-R491 (B), shown as percentages, with the Biological function (left), Cellular
compartment (top right), and Molecular activity (bottom right panels), as indicated. Figure S4:
EMT increases, while ALD-R491 decreases, the binding of proteins that regulate RNA metabolism
and function to intermediate filaments. GO annotations of changes of vimentin interactome of
lung cancer cells upon treatment with TGF-31 (left), or between TGF-f1 only and TGF-31 with
additional ALD-R491 (right panel), shown as percentages, with the Biological function (top), Cellular
compartment (middle), and Molecular activity (lower panels), as indicated. Figure S5: Example
of Mass Spectrometry-based quantitative proteomic data. Each of the three, separate, biological
replicates were divided and analysed in three technical replicates. The nine samples were analysed,
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and peptides identified, as outlined in the material and methods section. The examples show the
levels of fibronectin 1 peptides identified in the analysis, in the nine samples, as indicated. Black dot
indicates imputed value (absent in this example). Table S3: The Gene ontology for EMT-induced
vimentin binding proteins which were changed upon treatment with ALD-R491, with regards to
Biological process, Cellular component and Molecular function, as indicated. Figure S6: STRING
analysis of protein-to-protein interactions between proteins of the vimentin interactome. The changes
of the vimentin interactome upon TGF-f1-induced EMT (left), and upon additional treatment with
ALD-R491 (right). Supplementary Document S1 and Supplementary Data Set S1.

Author Contributions: Conceptualization, A K.B.G.; methodology, C.A.E. and H.R.K,; software, A.K,;
validation, C.A.E.; formal analysis, M.R., A.K., HR.K,, N.K,, EM.E. and C.A.E,; investigation, M.R.,
AK,HRK,EME, CAE,KD.and AKB.G; resources, D.S. and R.C.; data curation, A.K.; writing—
original draft preparation, M.R. and A.K.B.G.; writing—review and editing, M.R., AK.,,N.K,, CAE,,
K.D., R.C. and A K.B.G,; visualization, A.K.; supervision, A.K.B.G.; project administration, A.K.B.G.;
funding acquisition, K.D. and A.K.B.G. All authors have read and agreed to the published version of
the manuscript.

Funding: The Swedish Cancer Research Funds of Radiumhemmet (Radiumhemmets Forsknings-
fonder) (Project nr 221091) and the Swedish Cancer and Allergy Foundation (Cancer- och allergi-
fonden) (Ref 10970). The QExactive HF orbitrap mass spectrometer was funded by BBSRC, UK
(award no. BB/M012166/1).

Informed Consent Statement: The established human cell line used for the study were purchased
from a cell bank which has obtained the informed consent.

Acknowledgments: The authors would like to thank Joanna Chowdry, University of Sheffield, for
showing us the intermediate filament-extraction method, the Karolinska Institutet Core Facility
Biomedicum Imaging (BIC), and the Fundagao para a Ciéncia e a Tecnologia (FCT), the Portuguese
Government (PEst-OE/QUI/UI0674/2013), and the Agéncia Regional para o Desenvolvimento da
Investigacad Tecnologia e Inovagao (ARDITI), M1420-01-0145-FEDER-000005 Centro de Quimica
da Madeira (CQM) (Madeira 14-20) for financial and administrative support. The QExactive HF
orbitrap mass spectrometer was funded by BBSRC, UK (award no. BB/M012166/1).

Conflicts of Interest: Authors D.S. and R.C. were employed by Aluda Pharmaceuticals, Inc. The
remaining 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.

References

1. Usman, S.; Waseem, N.H.; Nguyen, T.K.N.; Mohsin, S.; Jamal, A.; Teh, M.T.; Waseem, A. Vimentin Is at the Heart of Epithelial
Mesenchymal Transition (EMT) Mediated Metastasis. Cancers 2021, 13, 4985. [CrossRef]

2. Yang, J; Antin, P; Berx, G.; Blanpain, C.; Brabletz, T.; Bronner, M.; Campbell, K.; Cano, A.; Casanova, ].; Christofori, G.; et al.
Guidelines and Definitions for Research on Epithelial-Mesenchymal Transition. Nat. Rev. Mol. Cell Biol. 2020, 21, 341-352.
[CrossRef] [PubMed]

3. Menko, A.S,; Bleaken, B.M.; Libowitz, A.A.; Zhang, L.; Stepp, M.A.; Walker, ].L. A Central Role for Vimentin in Regulating Repair
Function during Healing of the Lens Epithelium. Mol. Biol. Cell 2014, 25, 776-790. [CrossRef]

4. Ridge, KM.; Eriksson, J.E.; Pekny, M.; Goldman, R.D. Roles of Vimentin in Health and Disease. Genes Dev. 2022, 36, 391-407.
[CrossRef]

5. Danielsson, E; Peterson, M.K.; Aratjo, H.C.; Lautenschldger, F.; Gad, A.K.B. Vimentin Diversity in Health and Disease. Cells 2018,
7,147. [CrossRef] [PubMed]

6. Mendez, M.G.; Kojima, S.; Goldman, R.D. Vimentin Induces Changes in Cell Shape, Motility, and Adhesion during the Epithelial
to Mesenchymal Transition. FASEB . 2010, 24, 1838-1851. [CrossRef]

7. Baldovini, C.; Rossi, G.; Ciarrocchi, A. Approaches to Tumor Classification in Pulmonary Sarcomatoid Carcinoma. Lung Cancer
2019, 10, 131-149. [CrossRef] [PubMed]

8.  Takuwa, T Ishii, G.; Nagai, K.; Yoshida, J.; Nishimura, M.; Hishida, T.; Neri, S.; Hasegawa, S.; Ochiai, A. Characteristic

Immunophenotype of Solid Subtype Component in Lung Adenocarcinoma. Ann. Surg. Oncol. 2012, 19, 3943-3952. [CrossRef]



Cancers 2025, 17, 81 16 of 18

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Kidd, M.E.; Shumaker, D.K,; Ridge, K.M. The Role of Vimentin Intermediate Filaments in the Progression of Lung Cancer. Am. ].
Respir. Cell Mol. Biol. 2014, 50, 1-6. [CrossRef] [PubMed]

Berr, A.L.; Wiese, K.; dos Santos, G.; Koch, C.M.; Anekalla, K.R.; Kidd, M.; Davis, ].M.; Cheng, Y.; Hu, Y.S.; Ridge, K.M. Vimentin Is
Required for Tumor Progression and Metastasis in a Mouse Model of Non-Small Cell Lung Cancer. Oncogene 2023, 42, 2074-2087.
[CrossRef]

Kosibaty, Z.; Brustugun, O.T.; Zwicky Eide, L].; Tsakonas, G.; Grundberg, O.; De Petris, L., McGowan, M.; Hydbring, P.; Ekman, S.
Ras-Related Protein Rab-32 and Thrombospondin 1 Confer Resistance to the EGFR Tyrosine Kinase Inhibitor Osimertinib by
Activating Focal Adhesion Kinase in Non-Small Cell Lung Cancer. Cancers 2022, 14, 3430. [CrossRef]

Guo, M.; Ehrlicher, A.J.; Mahammad, S.; Fabich, H.; Jensen, M.H.; Moore, ].R.; Fredberg, J.J.; Goldman, R.D.; Weitz, D.A. The
Role of Vimentin Intermediate Filaments in Cortical and Cytoplasmic Mechanics. Biophys. J. 2013, 105, 1562-1568. [CrossRef]
[PubMed]

Jiu, Y.; Perédnen, J.; Schaible, N.; Cheng, F.; Eriksson, ].E.; Krishnan, R.; Lappalainen, P. Vimentin Intermediate Filaments Control
Actin Stress Fiber Assembly through GEF-H1 and RhoA. |. Cell Sci. 2017, 130, 892-902. [CrossRef] [PubMed]

Gan, Z; Ding, L.; Burckhardt, C.J.; Lowery, J.; Zaritsky, A.; Sitterley, K.; Mota, A.; Costigliola, N.; Starker, C.G.; Voytas, D.F; et al.
Vimentin Intermediate Filaments Template Microtubule Networks to Enhance Persistence in Cell Polarity and Directed Migration.
Cell Syst. 2016, 3, 252-263.e8. [CrossRef] [PubMed]

Coelho-Rato, L.S.; Parvanian, S.; Modi, M.K,; Eriksson, J.E. Vimentin at the Core of Wound Healing. Trends Cell Biol. 2024, 34,
239-254. [CrossRef] [PubMed]

Costigliola, N.; Ding, L.; Burckhardt, C.J.; Han, S.J.; Gutierrez, E.; Mota, A.; Groisman, A.; Mitchison, T.J.; Danuser, G. Vimentin
Fibers Orient Traction Stress. Proc. Natl. Acad. Sci. USA 2017, 114, 5195-5200. [CrossRef] [PubMed]

Zhang, Y.; Stefanovic, B. LARP6 Meets Collagen MRNA: Specific Regulation of Type I Collagen Expression. Int. J. Mol. Sci. 2016,
17,419. [CrossRef] [PubMed]

Ostrowska-Podhorodecka, Z.; Ding, I.; Norouzi, M.; McCulloch, C.A. Impact of Vimentin on Regulation of Cell Signaling and
Matrix Remodeling. Front. Cell Dev. Biol. 2022, 10, 869069. [CrossRef] [PubMed]

Kim, H.R.; Warrington, S.J.; Lépez-Guajardo, A.; Al Hennawi, K.; Cook, S.L.; Griffith, Z.D.].; Symmes, D.; Zhang, T.; Qu, Z,;
Xu, Y; et al. ALD-R491 Regulates Vimentin Filament Stability and Solubility, Cell Contractile Force, Cell Migration Speed and
Directionality. Front. Cell Dev. Biol. 2022, 10, 926283. [CrossRef]

Noding, B.; Herrmann, H.; Koster, S. Direct Observation of Subunit Exchange along Mature Vimentin Intermediate Filaments.
Biophys. J. 2014, 107, 2923-2931. [CrossRef]

Wu, J.; Xie, Q.; Liu, Y,; Gao, Y.; Qu, Z.; Mo, L.; Xu, Y.; Chen, R.; Shi, L. A Small Vimentin-Binding Molecule Blocks Cancer Exosome
Release and Reduces Cancer Cell Mobility. Front. Pharmacol. 2021, 12, 627394. [CrossRef] [PubMed]

Zhang, L.; Qu, Z.; Wu, |.; Yao, S.; Zhang, Q.; Zhang, T.; Mo, L.; Yao, Q.; Xu, Y.; Chen, R. SARs of a Novel Series of S-Triazine
Compounds Targeting Vimentin to Induce Methuotic Phenotype. Eur. J. Med. Chem. 2021, 214, 113188. [CrossRef] [PubMed]
Alkasalias, T.; Alexeyenko, A.; Hennig, K.; Danielsson, F; Lebbink, R.J.; Fielden, M.; Turunen, S.P; Lehti, K.; Kashuba, V,;
Madapura, H.S.; et al. RhoA Knockout Fibroblasts Lose Tumor-Inhibitory Capacity in Vitro and Promote Tumor Growth in Vivo.
Proc. Natl. Acad. Sci. USA 2017, 114, E1413-E1421. [CrossRef] [PubMed]

Schindelin, J.; Arganda-Carreras, I.; Frise, E.; Kaynig, V.; Longair, M.; Pietzsch, T.; Preibisch, S.; Rueden, C.; Saalfeld, S.; Schmid,
B.; et al. Fiji: An Open-Source Platform for Biological-Image Analysis. Nat. Methods 2012, 9, 676—682. [CrossRef]

Tinevez, ].Y.; Perry, N.; Schindelin, J.; Hoopes, G.M.; Reynolds, G.D.; Laplantine, E.; Bednarek, S.Y.; Shorte, S.L.; Eliceiri, K.W.
TrackMate: An Open and Extensible Platform for Single-Particle Tracking. Methods 2017, 115, 80-90. [CrossRef] [PubMed]
Leech, S.H.; Evans, C.A.; Shaw, L.; Wong, C.H.; Connolly, J.; Griffiths, ].R.; Whetton, A.D.; Corfe, B.M. Proteomic Analyses
of Intermediate Filaments Reveals Cytokeratin8 Is Highly Acetylated—Implications for Colorectal Epithelial Homeostasis.
Proteomics 2008, 8, 279-288. [CrossRef]

Evans, C.A.; Kim, H.R.; Macfarlane, S.C.; Nowicki, P.I.A; Baltes, C.; Xu, L.; Widengren, J.; Lautenschléger, F.; Corfe, B.M.; Gad,
A K.B. Metastasising Fibroblasts Show an HDAC6-Dependent Increase in Migration Speed and Loss of Directionality Linked to
Major Changes in the Vimentin Interactome. Int. J. Mol. Sci. 2022, 23, 1961. [CrossRef] [PubMed]

Cox, J.; Mann, M. MaxQuant Enables High Peptide Identification Rates, Individualized p.p.b.-Range Mass Accuracies and
Proteome-Wide Protein Quantification. Nat. Biotechnol. 2008, 26, 1367-1372. [CrossRef] [PubMed]

Cox, J.; Hein, M.Y.; Luber, C.A,; Paron, 1.; Nagaraj, N.; Mann, M. Accurate Proteome-Wide Label-Free Quantification by Delayed
Normalization and Maximal Peptide Ratio Extraction, Termed MaxLFQ. Mol. Cell. Proteomics 2014, 13, 2513-2526. [CrossRef]
[PubMed]

Schwanhitiusser, B.; Busse, D.; Li, N.; Dittmar, G.; Schuchhardt, J.; Wolf, J.; Chen, W.; Selbach, M. Global Quantification of
Mammalian Gene Expression Control. Nature 2011, 473, 337-342. [CrossRef] [PubMed]

Shah, A.D.; Goode, R.J.A.; Huang, C.; Powell, D.R.; Schittenhelm, R.B. LFQ-Analyst: An Easy-To-Use Interactive Web Platform to
Analyze and Visualize Label-Free Proteomics Data Preprocessed with MaxQuant. . Proteorme Res. 2020, 19, 204-211. [CrossRef]



Cancers 2025, 17, 81 17 of 18

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Danielsson, F; Skogs, M.; Huss, M.; Rexhepaj, E.; O'Hurley, G.; Klevebring, D.; Pontén, E; Gad, A.K.B.; Uhlén, M.; Lundberg, E.
Majority of Differentially Expressed Genes Are Down-Regulated during Malignant Transformation in a Four-Stage Model. Proc.
Natl. Acad. Sci. USA 2013, 110, 6853-6858. [CrossRef] [PubMed]

Ivaska, J.; Pallari, HM.; Nevo, J.; Eriksson, J.E. Novel Functions of Vimentin in Cell Adhesion, Migration, and Signaling. Exp. Cell
Res. 2007, 313, 2050-2062. [CrossRef]

De Oliveira Ramos, G.; Bernardi, L.; Lauxen, I.; Filho, M.S.A.; Horwitz, A.R.; Lamers, M.L. Fibronectin Modulates Cell Adhesion
and Signaling to Promote Single Cell Migration of Highly Invasive Oral Squamous Cell Carcinoma. PLoS ONE 2016, 11, e0151338.
[CrossRef]

Missirlis, D.; Haraszti, T.; Kessler, H.; Spatz, ].P. Fibronectin Promotes Directional Persistence in Fibroblast Migration through
Interactions with Both Its Cell-Binding and Heparin-Binding Domains. Sci. Rep. 2017, 7, 3711. [CrossRef]

Odii, B.O.; Coussons, P. Biological Functionalities of Transglutaminase 2 and the Possibility of Its Compensation by Other
Members of the Transglutaminase Family. Sci. World J. 2014, 2014, 714561. [CrossRef]

Jones, R.A ; Kotsakis, P.; Johnson, T.S.; Chau, D.Y.S.; Ali, S.; Melino, G.; Griffin, M. Matrix Changes Induced by Transglutaminase
2 Lead to Inhibition of Angiogenesis and Tumor Growth. Cell Death Differ 2006, 13, 1442-1453. [CrossRef]

Tatsukawa, H.; Furutani, Y.; Hitomi, K.; Kojima, S. Transglutaminase 2 Has Opposing Roles in the Regulation of Cellular Functions
as Well as Cell Growth and Death. Cell Death Dis. 2016, 7, €2244. [CrossRef]

Crowley, J.L.; Smith, T.C.; Fang, Z.; Takizawa, N.; Luna, E.]. Supervillin Reorganizes the Actin Cytoskeleton and Increases
Invadopodial Efficiency. Mol. Biol. Cell 2009, 20, 948-962. [CrossRef] [PubMed]

Hleihel, R.; El Hajj, H.; Wu, H.C,; Berthier, C.; Zhu, H.H.; Massoud, R.; Chakhachiro, Z.; El Sabban, M.; de The, H.; Bazarbachi, A.
A Pin1/PML /P53 Axis Activated by Retinoic Acid in NPM-1c Acute Myeloid Leukemia. Haematologica 2021, 106, 3090-3099.
[CrossRef] [PubMed]

Kim, ].H.; Shinde, D.N.N.; Reijnders, M.R.R.F,; Hauser, N.S.S.; Belmonte, R.L.L.; Wilson, G.R.R.; Bosch, D.G.G.M.; Bubulya, PA.A ;
Shashi, V.; Petrovski, S.; et al. De Novo Mutations in SON Disrupt RNA Splicing of Genes Essential for Brain Development and
Metabolism, Causing an Intellectual-Disability Syndrome. Am. Soc. Hum. Genet. 2016, 99, 711-719. [CrossRef] [PubMed]

Hou, PF,; Jiang, T.; Chen, F; Shi, P.C.; Li, H.Q.; Bai, J.; Song, J. KIF4A Facilitates Cell Proliferation via Induction of P21-Mediated
Cell Cycle Progression and Promotes Metastasis in Colorectal Cancer. Cell Death Dis. 2018, 9, 477. [CrossRef]

Lendeckel, U.; Karimi, F; Al Abdulla, R.; Wolke, C. The Role of the Ectopeptidase APN/CD13 in Cancer. Biomedicines 2023, 11,
724. [CrossRef]

Shirao, T.; Sekino, Y. General Introduction to Drebrin. In Drebrin; Advances in Experimental Medicine and Biology; Springer:
Tokyo, Japan, 2017; Volume 1006, pp. 3-22. [CrossRef]

Koizumi, H.; Gleeson, J.G. Sun Proteins Enlighten Nuclear Movement in Development. Neuron 2009, 64, 147-149. [CrossRef]
Zhang, N.; Wang, F; Yang, X.; Wang, Q.; Chang, R.; Zhu, L.; Feitelson, M.A.; Chen, Z. TMEM43 Promotes the Development
of Hepatocellular Carcinoma by Activating VDACI through USP7 Deubiquitination. Transl. Gastroenterol. Hepatol. 2024, 9, 9.
[CrossRef]

Ahn, E.Y,; DeKelver, R.C.; Lo, M.C,; Nguyen, T.A.; Matsuura, S.; Boyapati, A.; Pandit, S.; Fu, X.D.; Zhang, D.E. SON Controls
Cell-Cycle Progression by Coordinated Regulation of RNA Splicing. Mol. Cell 2011, 42, 185-198. [CrossRef] [PubMed]
Carrasco, R.; Izquierdo, L.; van der Heijden, A.G.; Lozano, ].J.; Franco, M.; Ingelmo-Torres, M.; Roldan, F.L.; Llorens, M.; Ribal,
M.].; Mengual, L; et al. Differential Gene Expression Profile between Progressive and de Novo Muscle Invasive Bladder Cancer
and Its Prognostic Implication. Sci. Rep. 2021, 11, 6132. [CrossRef] [PubMed]

Ackermann, A.; Schrecker, C.; Bon, D.; Friedrichs, N.; Bankov, K.; Wild, P,; Plotz, G.; Zeuzem, S.; Herrmann, E.; Hansmann,
M.L.; et al. Downregulation of SPTAN1 Is Related to MLH1 Deficiency and Metastasis in Colorectal Cancer. PLoS ONE 2019, 14,
€0213411. [CrossRef]

Shan, Y.; Farmer, S.M.; Wray, S. Drebrin Regulates Cytoskeleton Dynamics in Migrating Neurons through Interaction with CXCR4.
Proc. Natl. Acad. Sci. USA 2021, 118, €2009493118. [CrossRef] [PubMed]

Virtanen, V.; Paunu, K.; Kukkula, A.; Niva, S.; Junila, Y.; Toriseva, M.; Jokilehto, T.; Mékeld, S.; Huhtaniemi, R.; Poutanen, M.;
et al. Glucocorticoid Receptor-Induced Non-Muscle Caldesmon Regulates Metastasis in Castration-Resistant Prostate Cancer.
Oncogenesis 2023, 12, 42. [CrossRef]

Xie, G.F; Zhao, L.D.; Chen, Q.; Tang, D.X.; Chen, Q.Y.; Lu, H.F; Cai, ].R.; Chen, Z. High ACTNT1 Is Associated with Poor Prognosis,
and ACTNI1 Silencing Suppresses Cell Proliferation and Metastasis in Oral Squamous Cell Carcinoma. Drug Des. Dev. Ther. 2020,
14,1717-1727. [CrossRef]

Wieczorek, K.; Wiktorska, M.; Sacewicz-Hofman, I.; Boncela, J.; Lewinski, A.; Kowalska, M.A.; Niewiarowska, J. Filamin A
Upregulation Correlates with Snail-Induced Epithelial to Mesenchymal Transition (EMT) and Cell Adhesion but Its Inhibition
Increases the Migration of Colon Adenocarcinoma HT29 Cells. Exp. Cell Res. 2017, 359, 163-170. [CrossRef]

Huen, M.S.Y,; Sy, SM.H.; Leung, K.M.; Ching, Y.P,; Tipoe, G.L.; Man, C.; Dong, S.; Chen, J. SON Is a Spliceosome-Associated
Factor Required for Mitotic Progression. Cell Cycle 2010, 9, 2679-2685. [CrossRef] [PubMed]



Cancers 2025, 17, 81 18 of 18

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

Zhou, Y;; Liu, S.; Liu, G.; Oztiirk, A.; Hicks, G.G. ALS-Associated FUS Mutations Result in Compromised FUS Alternative Splicing
and Autoregulation. PLoS Genet. 2013, 9, €1003895. [CrossRef] [PubMed]

Yu, Y;; Reed, R. FUS Functions in Coupling Transcription to Splicing by Mediating an Interaction between RNAP II and U1
SnRNP. Proc. Natl. Acad. Sci. USA 2015, 112, 8608-8613. [CrossRef] [PubMed]

Yamaguchi, A.; Takanashi, K. FUS Interacts with Nuclear Matrix-Associated Protein SAFB1 as Well as Matrin3 to Regulate
Splicing and Ligand-Mediated Transcription. Sci. Rep. 2016, 6, 35195. [CrossRef] [PubMed]

Baechtold, H.; Kuroda, M.; Sok, J.; Ron, D.; Lopez, B.S.; Akhmedov, A.T. Human 75-KDa DNA-Pairing Protein Is Identical to the
pro-Oncoprotein TLS/FUS and Is Able to Promote D-Loop Formation. J. Biol. Chem. 1999, 274, 34337-34342. [CrossRef]

Lynch, C.D.; Lazar, A.M,; Iskratsch, T.; Zhang, X.; Sheetz, M.P. Endoplasmic Spreading Requires Coalescence of Vimentin
Intermediate Filaments at Force-Bearing Adhesions. Mol. Biol. Cell 2013, 24, 21-30. [CrossRef]

Richardson, A.M.; Havel, L.S.; Koyen, A.E.; Konen, ].M.; Shupe, J.; Wiles, W.G.; David Martin, W.; Grossniklaus, H.E.; Sica, G.;
Gilbert-Ross, M.; et al. Vimentin Is Required for Lung Adenocarcinoma Metastasis via Heterotypic Tumor Cell-Cancer-Associated
Fibroblast Interactions during Collective Invasion. Clin. Cancer Res. 2018, 24, 420-432. [CrossRef]

Tang, D.D.; Bai, Y.; Gunst, S.J. Silencing of P21-Activated Kinase Attenuates Vimentin Phosphorylation on Ser-56 and Reorientation
of the Vimentin Network during Stimulation of Smooth Muscle Cells by 5-Hydroxytryptamine. Biochem. J. 2005, 388, 773-783.
[CrossRef] [PubMed]

Rathje, L.S.Z.; Nordgren, N.; Pettersson, T.; Ronnlund, D.; Widengren, J.; Aspenstrom, P.; Gad, A.K.B. Oncogenes Induce a
Vimentin Filament Collapse Mediated by HDAC6 That Is Linked to Cell Stiffness. Proc. Natl. Acad. Sci. USA 2014, 111, 1515-1520.
[CrossRef] [PubMed]

Ostrowska-Podhorodecka, Z.; Ding, I.; Lee, W.; Tanic, ].; Abbasi, S.; Arora, P.D.; Liu, R.S.; Patteson, A.E.; Janmey, P.A.; McCulloch,
C.A. Vimentin Tunes Cell Migration on Collagen by Controlling B1 Integrin Activation and Clustering. J. Cell Sci. 2021, 134,
jcs254359. [CrossRef] [PubMed]

Jang, J.; Park, H.].; Seong, W.; Kim, J.; Kim, C. Vimentin-Mediated Buffering of Internal Integrin B1 Pool Increases Survival of
Cells from Anoikis. BMC Biol. 2024, 22, 139. [CrossRef]

Li, B.; Shen, W.; Peng, H.; Li, Y.; Chen, F; Zheng, L.; Xu, ] ; Jia, L. Fibronectin 1 Promotes Melanoma Proliferation and Metastasis
by Inhibiting Apoptosis and Regulating EMT. OncoTargets Ther. 2019, 12, 3207-3221. [CrossRef] [PubMed]

Patteson, A.E.; Vahabikashi, A.; Pogoda, K.; Adam, S.A.; Mandal, K;; Kittisopikul, M.; Sivagurunathan, S.; Goldman, A.; Goldman,
R.D.; Janmey, P.A. Vimentin Protects Cells against Nuclear Rupture and DNA Damage during Migration. J. Cell Biol. 2019, 218,
4079-4092. [CrossRef]

Duarte, S.; Viedma-Poyatos, A.; Navarro-Carrasco, E.; Martinez, A.E.; Pajares, M.A.; Pérez-Sala, D. Vimentin Filaments Interact
with the Actin Cortex in Mitosis Allowing Normal Cell Division. Nat. Commun. 2019, 10, 4200. [CrossRef]

Expression of SON in Lung Cancer—The Human Protein Atlas. Available online: https:/ /www.proteinatlas.org/ENSG0000015
9140-SON/ cancer/lung+cancer#cptac_lung_ac (accessed on 18 December 2024).

Xiong, D.; Wu, Y.B,; Jin, C.; Li, ].].; Gu, J; Liao, Y.F;; Long, X.; Zhu, S.Q.; Wu, H.B.; Xu, ].].; et al. Elevated FUS/TLS Expression Is
Negatively Associated with E-Cadherin Expression and Prognosis of Patients with Non-Small Cell Lung Cancer. Oncol. Lett.
2018, 16, 1791-1800. [CrossRef] [PubMed]

Fan, F; Yin, R;; Wang, L.; Zhao, S.; Lv, D.; Yang, K.; Geng, S.; Yang, N.; Zhang, X.; Wang, H. ALDH3A1 Driving Tumor Metastasis
Is Mediated by P53/BAG1 in Lung Adenocarcinoma. J. Cancer 2021, 12, 4780-4790. [CrossRef] [PubMed]

Guzman-Espinoza, M.; Kim, M.; Ow, C.; Hutchins, E.J. Beyond Transcription: How Post-Transcriptional Mechanisms Drive
Neural Crest EMT. Genesis 2024, 62, €23553. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual

author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to

people or property resulting from any ideas, methods, instructions or products referred to in the content.



	Introduction 
	Materials and Methods 
	Cell Culture and Treatments 
	Antibodies and Cell Dyes 
	Western Blot 
	Immunoflourescence 
	Live-Cell Imaging 
	Image Analysis 
	Tracking Cell Migration 
	Monitoring Nuclear Division 
	Proteomic Analysis Using Label-Free Quantification Mass Spectrometry 
	Protein Identification, Relative Quantification, Bioinformatic Functional Profiling and Interaction Analysis 
	Statistical Analysis 

	Results 
	ALD-R491 Partially Reverses the Phenotypes of the Epithelial-to-Mesenchymal Transition 
	EMT-Increased Binding of Extracellular Matrix, Cell Motility, Cytokinesis, Cytoskeletal, and RNA-Binding Proteins to Vimentin, Is Partially Reversed by ALD-R491 

	Discussion 
	References

