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Abstract 

Background Abnormal activation of FAK is associated with tumor development and metastasis. Through interac-
tions with other intracellular signalling molecules, FAK influences cytoskeletal remodelling, modulation of adhesion 
signalling, and activation of transcription factors, promoting migration and invasion of tumor cells. However, the exact 
mechanism that regulates these processes remains unresolved. Herein, our findings indicate that the S-palmitoylation 
of FAK is crucial for both its membrane localization and activation.

Methods The palmitoylation of FAK in U251 and T98G cells was assessed by an acyl-PEG exchange (APE) assay 
and a metabolic incorporation assay. Cellular palmitoylation was inhibited using 2-bromopalmitate, and the palmi-
toylation status and cellular localization of FAK were determined. A metabolic incorporation assay was used to identify 
the potential palmitoyl acyltransferase and the palmitoylation site of FAK. Cell Counting Kit-8 (CCK8) assays, colony for-
mation assays, and Transwell assays were conducted to assess the impact of ZDHHC5 in GBM. Additionally, intracranial 
GBM xenografts were utilized to investigate the effects of genetically silencing ZDHHC5 on tumor growth.

Results Inhibiting FAK palmitoylation leads to its redistribution from the membrane to the cytoplasm and a decrease 
in its phosphorylation. Moreover, ZDHHC5, a protein-acyl-transferase (PAT), catalyzes this key modification of FAK 
at C456. Knockdown of ZDHHC5 abrogates the S-palmitoylation and membrane distribution of FAK and impairs cell 
proliferation, invasion, and epithelial-mesenchymal transition (EMT). Taken together, our research reveals the crucial 
role of ZDHHC5 as a PAT responsible for FAK S-palmitoylation, membrane localization, and activation.

Conclusions These results imply that targeting the ZDHHC5/FAK axis has the potential to be a promising strategy 
for therapeutic interventions for glioblastoma (GBM).
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Background
GBM is the most common primary malignant and lethal 
tumor in the central nervous system [1, 2]. With an 
annual incidence of approximately 5.26 per 100,000 pop-
ulation [3], it accounts for approximately 80% of intrac-
ranial cancers. Currently, the main treatments for GBM 
are surgery, radiation therapy, and chemotherapy [4]. 
The substantial genetic variability of this disease results 
in resistance to conventional treatments, despite recent 
improvements in these therapies [5]. Thus, there is an 
urgent need to uncover the mechanisms underlying the 
progression of GBM to develop more effective therapeu-
tic strategies.

In the process of epithelial-mesenchymal transition 
(EMT), epithelial cells undergo a transformation into 
migratory and invaded cells, which play a vital role in 
tumor the invasion and progression [6–9]. In glioma, 
EMT plays a crucial role in initiation of angiogenesis, 
resistance to cell death, and stimulation of invasion and 
metastasis [10]. During EMT, glioma cells transition into 
a mesenchymal phenotype, acquiring enhanced inva-
sion and migration capabilities. This transition is char-
acterized by the expression of EMT markers including 
N-cadherin, β-catenin, Snail and Slug, and the repres-
sion of epithelial markers including E-cadherin [11–13]. 
In addition, several mesenchymal gene sets have been 
found to exhibit obvious correlation with the radioresist-
ance profile which indicates that EMT plays a crucial role 
in radioresistance in GBM [14]. Accumulating evidence 
indicates that a highly sensitive molecular regulator of 
EMT could serve as a promising marker for glioma.

FAK is a member of the nonreceptor tyrosine kinase 
family and plays a crucial role in the regulation of cell 
migration [15]. Integrin clustering causes FAK to be 
recruited to newly generated focal adhesion sites, and 
various downstream effectors are phosphorylated after 
FAK activation, resulting in angiogenesis, cell migration, 
and cell proliferation [16–19]. Moreover, increased FAK 
protein levels have been reported in cancers derived from 
many tissues and in tumor cell lines, while FAK expres-
sion is undetectable or low in benign neoplasms and nor-
mal tissues [20–25]. While recent studies have confirmed 
FAK’s involvement in tumor invasion and metastasis, the 
underlying mechanism by which FAK influences tumor 
cell EMT remains unclear.

Protein acyltransferases are distinguished by a con-
served catalytic domain known as the Asp-His-His-Cys 
(DHHC) domain and control protein palmitoylation [26, 
27], a prevalent and reversible lipid posttranslational 
modification [28], that involves the addition of a 16-car-
bon palmitoyl group to a cysteine residue through a thi-
oester linkage [29]. Accumulating investigations have 
demonstrated that DHHC proteins and their substrates 

are essential for tumor cell EMT, migration, and inva-
sion [30–33]. ZDHHC19 exhibits elevated expression 
in malignant cervical cancer tissues, consequently driv-
ing cervical cancer cells EMT, migration, and invasion 
[33]. Moreover, ZDHHC1 overexpression was found 
lead to increased expression of epithelial markers like 
E-cadherin and Occludin, while reducing the expression 
of mesenchymal markers such as Vimentin and N-cad-
herin, indicating that ZDHHC1 acts as a tumor suppres-
sor by inhibiting EMT in human cancers. A recent study 
revealed that ZDHHC5 increases the self-renewal capa-
bility of glioblastoma stem cells (GSCs), thereby actively 
contributing to the tumorigenicity of glioma cells [31]. 
However, the mechanism by which ZDHHC5 affects the 
EMT process in GBM remains unknown.

In this study, we observed the palmitoylation of FAK 
in GBM cell lines, and this modification was found to 
play a crucial role in the membrane localization of FAK. 
Through additional screening assays for palmitoyltrans-
ferases (PATs), we found that ZDHHC5 is the key enzyme 
responsible for the S-palmitoylation of FAK. Specifically, 
ZDHHC5 palmitoylates FAK at Cys456, ensuring its 
membrane localization and contributing to the induction 
of epithelial-mesenchymal transition (EMT), which pro-
motes the development of GBM.

Methods
Cell culture
Human embryonic kidney cells (HEK293T), U251 cells, 
and T98G cells were obtained from the American Type 
Culture Collection (ATCC) (Manassas, VA). These 
cell lines were cultured and maintained in Dulbecco’s 
modified Eagle’s medium (DMEM) (Life Technologies), 
containing 10% foetal bovine serum (FBS) (Thermo/
HyClone, Waltham, MA). Cell cultures were maintained 
at 37 °C in a 5%  CO2 atmosphere and regularly tested for 
mycoplasma contamination.

Antibodies and reagents
Antibodies specific for the following proteins and tags 
were used: FAK (Abcam, #ab76496), ZDHHC5 (CST, 
#79842), β-actin (Proteintech, #81115–1-RR), Ubiquitin 
(CST, #20326), Flag (Abcam, #ab205606), Myc (Abcam, 
#ab9106), HA (CST, #3724), phospho-FAK (Abcam, 
#ab81298), Paxillin (Abcam, #ab32084), phospho-Paxillin 
(Abcam, #ab109547), AKT (Abcam, #ab8805), phospho-
AKT (Abcam, #ab81283), ERK (Abcam, #ab184699), 
phospho-ERK (Abcam, #ab201015), α-Tubulin (Pro-
teintech, #11,224–1-AP), ATP1A1 (Abcam, #ab7671), 
E-cadherin (Abcam, #ab219332), N-cadherin (Abcam, 
#ab18203), snail (Sigma-Aldrich, #SAB5700703), slug 
(Sigma-Aldrich, #SAB5700672), and β-catenin (Abcam, 
#ab32572).
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The following reagents were used: MG132 (Beyo-
time, #S1748), cycloheximide (Sigma-Aldrich, #66–
81-9), 2-bromopalmitate (Sigma-Aldrich, #238442), 
palmostatin B (Sigma-Aldrich, #178501), DMSO (Beyo-
time, #ST038), MeO-PEG-Mal (Sigma-Aldrich, #63187), 
hydroxylamine (Sigma-Aldrich, #159417), N-ethylma-
leimide (NEM) (Sigma-Aldrich, #04260), and TCEP 
(Sigma-Aldrich, #646547).

Plasmid construction
The pcDNA3.1 vector was used for construction of the 
Flag-FAK and Myc-ZDHHC5 plasmids. All mutants 
were generated using the QuickChangeII Site-Directed 
Mutagenesis Kit (Agilent) following the manufacturer’s 
instructions. Plasmids containing HA-ubiquitin were 
acquired from Addgene (#18712).

shRNAs, siRNAs, and transfection
Lentiviral particles containing a shRNA targeting 
ZDHHC5, or a scrambled nontargeting control sequence 
were obtained from Invitrogen (Carlsbad, CA, USA). The 
ZDHHC5 shRNA sequences were as follows: shRNA#1, 
5’-CAC CGG AAG CAT TAG TGT TGA CTG GCG AAC 
CAG TCA ACA CTA ATG CTT CC3’; and shRNA#2, 
5’-CAC CGA AAT CAA GCC TGA CGA AGT TCG AAA 
ACT TCG TCA GGC TTG ATT TC-3’. The FAK shRNA 
sequences were as follows: shRNA#1, 5’-GAT GTT GGT 
TTA AAG CGA TTT3’; and shRNA#2, 5’-CCG ATT GGA 
AAC CAA CAT ATA3’. Table S1 lists the siRNAs that were 
used in this study to target ZDHHCs. Cells were trans-
fected with the indicated plasmids, shRNAs, and siRNAs 
using Lipofectamine 3000 (Invitrogen), according to the 
manufacturer’s instructions.

Immunoblotting (IB) and immunoprecipitation (IP)
Cells were lysed in RIPA buffer containing protease 
inhibitors (Thermo Scientific, #87785) and phosphatase 
inhibitors (Sigma-Aldrich, #P0044). The lysates were 
heated for 10  min at 100  °C to denature proteins. After 
SDS-PAGE, the proteins were transferred onto PVDF 
membranes (Millipore).  Then the membranes were 
incubated with the indicated primary antibodies at 4  °C 
overnight, subjected to three washes with TBST buffer, 
and subsequently incubated with the HRP-conjugated 
secondary antibody. Immunoblots were visualized with 
chemiluminescence reagents (Thermo Fisher, #34580). 
For immunoprecipitation, cells were lysed in lysis buffer 
(Beyotime, #P0013) supplemented with protease inhibi-
tors and phosphatase inhibitors. The cell lysates were pre-
cleared by incubation with protein A/G agarose (Thermo 
Fisher Scientific) for 1  h at 4  °C. After the preclearing 
step, the lysates were subjected to immunoprecipitated 
overnight at 4 °C using the indicated antibodies, and then 

further incubated with protein A/G agarose for an addi-
tional 2 h at 4 °C. Following three washes with PBS buffer, 
the immunocomplexes were separated via SDS-PAGE, 
transferred onto PVDF membranes, and analysed by IB.

Protein purification and GST pull‑down assay
The GST fusion protein GST-FAK was produced by clon-
ing FAK cDNA in-frame into the pGEX6p-1 vector for 
the GST pull-down assay. Cell lysates were treated with 
glutathione beads (Sigma, #G0924) overnight at 4 °C after 
centrifugation. GST-FAK was purified according to the 
manufacturer’s protocol. Flag-tagged proteins were puri-
fied using anti-Flag magnetic beads (Beyotime, #P2115,) 
after Myc-ZDHHC5 and its mutant were transfected into 
HEK293T cells. The recombinant proteins were stored 
at -80 °C and analysed by SDS-PAGE. For the GST pull-
down assay, GST and the GST-FAK fusion protei were 
immobilized onto glutathione-sepharose beads (Sigma-
Aldrich) and incubated with U251 cell lysates overnight. 
Following three washes, the bound proteins were eluted 
using sodium dodecyl sulfate (SDS) loading buffer and 
subjected to analysis by SDS-PAGE.

In vivo ubiquitination assay
We utilized denaturing immunoprecipitation (d-IP) to 
perform an in vivo experiment aimed at examining FAK 
ubiquitination. Cells were transfected with the indicated 
plasmids along with HA-ubiquitin for a duration of 48 h. 
Then the cells were exposed to MG132, a proteasome 
inhibitor, at a concentration of 20  μM for a duration of 
6 h. After treatment, the cells were lysed with a denatur-
ing lysis buffer containing 62.5  mM Tris–HCl (pH 6.8), 
1.5% β-mercaptoethanol, 10% glycerol, and 2% SDS. Cell 
lysates were subjected to IP using the indicated antibod-
ies and analysed by IB with an anti-HA antibody.

Metabolic incorporation assay
Cells were incubated with 100  μM palmitic acid azide 
or DMSO in serum-free DMEM for 4  h at 37  °C. Sub-
sequently, the cells were washed with PBS and lysed in 
lysis buffer (50  mM TEA-HCl (pH 7.5), 150  mM NaCl, 
0.1% Triton X-100, 0.2% SDS, protease inhibitors). Pro-
teins in the lysates then underwent click reaction with 
biotin-azide. Proteins were precipitated with 9 volumes 
of 100% methanol for 2 h at -80 °C and retrieved through 
centrifugation at 15,000 × g for 10 min. The resulting pel-
lets were dissolved in 100 ml suspension buffer (50 mM 
Tris–HCl (pH 7.4), 150 mM NaCl, 5 mM EDTA, 2% SDS) 
and subsequently diluted tenfold using immunoprecipi-
tation buffer (50 mM Tris–HCl, pH 7.4, 150 mM NaCl, 
5  mM EDTA, 0.5% NP40). Biotinylated proteins were 
isolated using streptavidin agarose and washed five times 
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with wash buffer (50 mM Tris (pH 7.5), 0.1% SDS), and 
the samples were then analysed by IB.

Acyl‑PEG exchange (APE) assay
The APE assay was performed according to a previously 
reported method [34]. The collected cells were lysed in 
lysis buffer (50  mM TEA-HCl (pH 7.4), 150  mM NaCl, 
1% Triton X-100, and 2% SDS) with protease and phos-
phatase inhibitors and then incubated with 20 mM TCEP 
at 100 rpm for 1 h at 55 °C. Free cysteine residues were 
blocked by incubation with 50  mM NEM at 55  °C and 
100 rpm for 3 h. After protein precipitation using metha-
nol/chloroform, the mixture was incubated with NH2OH 
at 37 °C for 1 h to break the cysteine-palmitoyl thioester 
linkages. Proteins were precipitated with methanol-
chlorofor, and then incubated with 2 mM PEG at room 
temperature. After 1 h, proteins were precipitated again 
with methanol-chloroform, and were then ree-suspended 
in loading buffer and boiled for 5 min at 100 °C prior to 
western blotting analysis.

Subcellular fractionation
Cells were harvested and suspended in subcellular frac-
tionation buffer (250 mM sucrose, 10 mM KCl, 1.5 mM 
 MgCl2, 20  mM HEPES (pH 7.4), 1  mM EDTA, 1  mM 
DTT, and 1  mM EGT) supplemented with protease 
inhibitor cocktail. Each was subjected to centrifugation at 
1000 × g for 5 min to obtain the postnuclear supernatant. 
This supernatant was then further centrifuged at 6000 × g 
for 5  min to sparate the mitochondrial fraction. The 
supernatant resulting from centrifugation at 6000 × g was 
subject to another round of centrifugation at 20,000 × g 
for 2  h to separate the membrane fraction (pellet). The 
supernatant remaining after centrifugation at 20,000 × g 
was designated the cytosolic fraction.

CCK‑8 assay
For the CCK8 assay, approximately 2000 tumor cells were 
plated in each well of a 96-well plate. In accordance with 
the aforementioned conditions, 10 µL of CCK-8 reagent 
(Beyotime, #C0037) was added to each well. A microplate 
reader was used to calculate the absorbance at 450  nm. 
At least three replicates were established for each group.

Colony formation
For the colony formation assay, approximately 300 tumor 
cells were seeded into each well of a 6-well plate and 
allowed to grow for a period of 14 days. After the incuba-
tion period, the cells were fixed with 4% formaldehyde for 
10 min. Subsequently, the cells were stained with crystal 

violet (Servicebio, #G1014) at room temperature for 
30 min before the calculation.

Invasion, migration, and wound healing assays
Invasion and migration assays were carried out using 
Corning Matrigel invasion chambers. U251 and T98G 
cells were seeded into a 24-well plate, and chambers 
containing a membrane with or without a Matrigel 
coating were inserted. The upper compartments were 
filled with 100 µL serum-free medium, the lower com-
partments were filled with 500 µL of DMEM contain-
ing 30% FBS, the plates were incubation at 37 °C for a 
duration of 24 h. The cells in the lower compartments 
were fixed and stained with Giemsa after the floating 
cells had been removed from the incubation chamber. 
Images of cells were analysed using a Nikon inverted 
microscope.

In the wound healing assay, cells were seeded into a 
6-well plate and cultured to approximately 90% conflu-
ence. Subsequently, the cells were detached from the 
plate surface by gently scraping with a 10-μl pipette tip 
and maintained in serum-free DMEM after being washed 
with PBS. Photographs were taken at 0 h and 24 h after 
wounding. Cell migration was quantified by calculating 
the percentage of the gap width at the indicated time rel-
ative to the gap width at 0 h. Statistical analysis was con-
ducted using Image-Pro Plus 6.0 software, and the results 
are presented as the average values obtained from three 
independent experiments.

Immunofluorescence (IF) staining
Cells were plated in confocal dishes and then fixed 
with paraformaldehyde for 20  min. The fixed cells were 
washed twice with PBS, permeabilized and blocked with 
a solution containing 0.1% saponin, 5% BSA, and PBS for 
30 min. The cells were incubated with the indicated anti-
bodies overnight at 4 °C in the dark. After three washes 
with PBS, the cells were incubated with a secondary 
antibody at room temperature in the dark for 1  h. The 
confocal dishes were then mounted with DAPI-Aque-
ous (Abcam, #104,139). Subsequently, the images were 
acquired using laser confocal microscope and analysed 
using LAS X software.

Xenograft assay
T98G or U251 cells (5 ×  105) in 5 μl DMEM were intrac-
ranially injected into female 5-week-old athymic nude 
mice (ten mice per group) obtained from Vital River (Bei-
jing, China). The occurrence of neurological signs in each 
mouse was monitored daily. Bioluminescence imaging 
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was conducted with an IVIS Lumina Imaging System, 
which allowed for visualization and tracking of tumor 
growth in the mice over time. Between 2 and 12  weeks 
after implantation, the mice were euthanized humanely, 
and their brains were removed, paraffin-embedded, and 
subjected to immunohistochemical staining. All animal 
research conducted in this study was approved by the 
Institutional Animal Care and Use Committee (IACUC) 
of Nanjing Medical University, following the necessary 
regulations. The research was conducted in accordance 
with approved protocols and guidelines, with approval 
number 2210021.

Human tissues and immunohistochemical (IHC) staining
Shanghai Outdo Biotech provided human glioma tissues. 
All patients gave their informed consent, and the Biotech 
Ethics Committee of Shanghai Outdo (Shanghai, China) 
authorized all use of human tissues in this study.

Servicebio Technology (Wuhan, China) used the indi-
cated antibodies to conduct IHC analysis. Through the 
use of Case Viewer and 3DHISTECH QuantCenter 2.1 
software, staining was evaluated. Tumor samples col-
lected from mice were fixed and prepared for IHC stain-
ing. The percentage of positively stained cells was scored 
based on the following criteria: 0 (0%), 1 (1%–24%), 2 
(25%–49%;), 3 (50%–74%), and 4 (75%–100%). The fol-
lowing criteria were used to determine the staining 
intensity scores: 0, negative; 1, weak; 2, moderate; and 3, 
strong staining. Finally, the two scores were multiplied to 
obtain the final score, which was then categorized into 
two grades: low expression (score: 0–4); and high expres-
sion (score:5–12).

Statistical analysis
GraphPad Prism software (Version 7.0) was used to 
conduct statistical analysis. The means and standard 
deviations between the values for the control and experi-
mental groups were analysed using two-tailed unpaired 
or paired Student’s t test. The Kaplan–Meier method was 
used to evaluate the survival rate. Data are expressed as 
the means ± SDs and P values of 0.05 or less were consid-
ered to indicate a significant difference.

Results
S‑palmitoylation maintains the membrane localization 
of FAK
To investigate the palmitoylation of FAK, we conducted 
a metabolic incorporation assay. Our findings confirmed 
that endogenous FAK undergoes S-palmitoylation, 
which occurs through the formation of thioester bonds 
that can be cleaved by treatment with hydroxylamine 
(HAM) (Fig. 1A and Figure S1A). Additionally, FAK can 
be labelled with high efficiency using Alk-C16 or Alk-C18 
(Fig.  1B). However, it exhibits lower labelling efficiency 
with C14 or C20 chain length probes (Fig.  1B and Fig-
ure S1B), suggesting that FAK is predominantly modi-
fied with palmitoyl (C16) or stearoyl (C18) groups, while 
other chain lengths may have lower affinity or specificity 
for FAK. To further explore the palmitoylation levels of 
FAK, we used an acyl-PEG exchange (APE) assay. Upon 
treatment with 2-bromopalmitate (2-BP), a paninhibi-
tor of PATs, the palmitoylation level of endogenous FAK 
was significantly decreased (Fig.  1C and Figure S1C). 
Moreover, in pulse-chase experiments, we observed that 
the turnover half-life of FAK palmitoylation was approxi-
mately one hour, while the overall protein level remained 

(See figure on next page.)
Fig. 1 S-palmitoylation maintains the membrane localization of FAK (A) FAK palmitoylation was examined in lysates obtained from U251 cells 
that were metabolically treated with a palmitoylation probe (50 μM alkynyl palmitic acid [PA]) for a duration of 4 h. The analysis was carried 
out through click reaction and streptavidin bead pulldown, both in the absence and presence of hydroxylamine (HAM). The subsequent 
immunoblotting (IB) was performed using the indicated antibodies. B FAK fatty acylation levels were investigated using different chemical 
reporters of fatty acylation, ranging from Alk-C14 to Alk-C20. The analysis involved the use of streptavidin bead pulldown to isolate acylated 
FAK, followed by IB. C APE assays were conducted to examine the levels of FAK palmitoylation in U251 cells following treatment with 50 μM 
2-BP, both in the absence and presence of HAM. D FAK palmitoylation studies were conducted in U251 cells that were metabolically labeled 
with 50 µM alkynyl PA for a duration of 4 h. The cells were treated either in the absence or presence of PalB (5 μM). After the specified time period, 
the cells were collected for further analysis of FAK palmitoylation. E FAK palmitoylation was analyzed using the APE assay after fractionation 
to distinguish between the cytoplasmic and membrane fractions. ATP1A1 and α-tubulin were used as controls for the membrane and cytoplasmic 
fractions, respectively. Quantification of FAK palmitoylation percentage in the cytoplasm and membrane in APE assays. All the data are presented 
as the mean ± SD, n = three independent experiments, and two-tailed Student’s t test. F U251 and T98G cells were treated with dimethyl sulfoxide 
(DMSO) or 50 μM 2-BP for 8 h, and the cellular localization of endogenous FAK was visualized using immunofluorescence staining. Scale bar, 1 μm. 
G U251 and T98G cells were subjected to treatment with either DMSO or 50 μM 2-BP for 8 h. The levels of FAK in the membrane and cytoplasmic 
fractions were evaluated using IB with the indicated antibodies. ATP1A1 and α-tubulin were used as membranal and cytoplasmic fraction 
controls, respectively. WCL refers to the whole-cell lysate, Mem refers to the membrane, and Cyto refers to the cytoplasm. H U251 and T98G cells 
were treated with DMSO, 50 μM 2-BP, or 2.5 μM PalB. Then, IB was performed for the indicated proteins. I U251 and T98G cells were pretreated 
with 2-BP or DMSO as a control and then incubated with cycloheximide (CHX). Immunoblotting was used to analyze the FAK and β-actin levels 
at the specified time points. J U251 and T98G cells were cotransfected with HA-Ub and treated with DMSO, 50 μM 2-BP, or 5 μM PalB for 8 h. U251 
and T98G cells were subjected to IP-IB and IB for the indicated proteins
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unchanged, indicating that FAK S-palmitoylation is a 
dynamic process (Fig.  1D and Figure S1D). Interest-
ingly, the acyl-PEG exchange (APE) assay showed that 
membrane FAK was substantially palmitoylated (~ 80%) 

compared to cytoplasmic FAK (~ 20%) (Fig. 1E and Fig-
ure S1E), suggesting a direct correlation between the 
palmitoylation and membrane localization of FAK.  To 
further verify this hypothesis, we monitored its cellular 

Fig. 1 (See legend on previous page.)
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distribution following 2-BP treatment via immunofluo-
rescence (IF) staining and found that FAK was redistrib-
uted from the membrane to the cytoplasm upon 2-BP 
treatment (Fig.  1F). Consistently, immunoblot analysis 
confirmed that the membrane localization of endogenous 
FAK was significantly reduced upon treatment with 2-BP 
in U251 and T98G cells, whereas the total level of FAK 
protein remained unchanged (Fig. 1G).

It is established that membrane-bound FAK is primed 
for activation [35]. Upon the association of FAK with 
the membrane, FAK autoinhibition is released, lead-
ing to efficient autophosphorylation at Tyr397 [35, 36], 
which consequently activates downstream pathways of 
FAK, including the PI3K/AKT, ERK, and Paxillin signal-
ling pathways [37–39]. Given the above results, we next 
determined whether palmitoylation is required for FAK 
activation. U251 and T98G cells treated with palmostatin 
B (PalB), an inhibitor of deacylating enzymes, exhibited 
elevated levels of phosphorylated FAK, AKT, ERK, and 
Paxillin (Fig.  1H). In contrast, inhibition of FAK palmi-
toylation with 2-BP dramatically decreased the levels of 
p-FAK, p-AKT, p-ERK, and p-Paxillin (Fig.  1H).  Addi-
tionally, we found that neither 2-BP treatment nor PalB 
treatment altered the decay rate or polyubiquitination 
level of FAK (Fig.  1I and J). Taken together, these data 
suggest that FAK undergoes S-palmitoylation, which is 
required for maintaining its membrane localization.

ZDHHC5 regulates FAK S‑palmitoylation by directly 
binding to FAK
To recognize the potential palmitoyl acyltransferase tar-
geting FAK, a series of siRNAs designed to target PATs 
were introduced into U251 cells and we found that 
knockdown of ZDHHC5 but not other PATs almost 
completely abolished the S-palmitoylation of FAK, sug-
gesting that ZDHHC5 is the major PAT that mediates 
FAK palmitoylation in GBM cells (Fig.  2A). Moreover, 
coimmunoprecipitation (Co-IP) assays revealed endog-
enous and exogenous interactions between ZDHHC5 
and FAK (Fig.  2B and C). Furthermore, the GST pull-
down assay and in vitro binding experiment showed that 
both WT ZDHHC5 and its catalytically inactive C134S 
mutant could interact with FAK (Fig.  2D and Figure 
S2A), which demonstrated a direct interaction between 
ZDHHC5 and FAK. To identify the regions required 
for this interaction, we generated a series of truncation 
mutants of Myc-ZDHHC5 and Flag-FAK (Fig.  2E). We 
found that ZDHHC5 interacts with FAK through an 
N-terminal sequence (amino acids 1 to 200). Remark-
ably, ZDHHC5 ΔDHHC had the same affinity for FAK 
as the full-length ZDHHC5 protein, suggesting that the 
ZDHHC5-FAK interaction is not dependent on the PAT 

activity of ZDHHC5 (Fig.  2F). Accordingly, we gener-
ated four Flag-FAK truncation mutants lacking either 
the FERM domain, kinase domain, Pro-rich region, or 
FAT domain. The coimmunoprecipitation assay revealed 
that Myc-ZDHHC5 could be immunoprecipitated by the 
Δkinase, ΔPro-rich region, and ΔFAT Flag-FAK trunca-
tion mutants. However, when FAK lacked the FERM 
domain, the interaction between ZDHHC5 and FAK was 
significantly diminished (Fig. 2G). These results indicate 
that ZDHHC5 binds directly to FAK.

ZDHHC5 maintains FAK membrane localization 
and activation via S‑palmitoylation
To further confirm that ZDHHC5 regulates the S-pal-
mitoylation of FAK, we performed a metabolic incor-
poration assay and an APE assay. Silencing ZDHHC5 
abrogated FAK S-palmitoylation (Fig.  3A-C and Fig-
ure S3A), and this effect was reversed upon introduc-
tion of WT ZDHHC5, but not the ZDHHC5 C134S 
mutant (Fig.  3D and E). These findings indicate that 
the enzymatic activity of ZDHHC5 is crucial for the 
S-palmitoylation of FAK. Moreover, immunofluores-
cence analyses  confirmed that ZDHHC5 knockdown 
by shRNA significantly inhibited the association of 
FAK with the membrane and that this association was 
restored by introduction of WT ZDHHC5, but not the 
C134S mutant  (Fig.  3F and Figure S3B). The findings 
were additionally validated through cellular fractionation 
assays (Fig. 3G and H). Consistently, silencing ZDHHC5 
significantly decreased the phosphorylation of FAK 
and the activation of downstream signalling pathways 
(Fig.  3I and S3C). Taken together, these findings reveal 
that ZDHHC5 facilitates the S-palmitoylation of FAK, 
maintains its membrane localization and promotes its 
activation.

FAK is palmitoylated at Cys456
To investigate the site of FAK palmitoylation mediated by 
ZDHHC5, we mutated all cysteine (C) residues in FAK to 
serine (S) and found that the overexpression of ZDHHC5 
had no impact on the palmitoylation level of the FAK 
C456S mutant (Fig. 4A), suggesting that ZDHHC5 medi-
ates the palmitoylation of FAK at C456. Notably, the amino 
acid sequence surrounding C456 exhibits marked species 
conservation (Fig.  4B). Consistent with this finding, the 
Flag-FAK C456S mutant displayed decreased a level of 
palmitoylation compared to that of Flag-FAK WT in U251 
and T98G cells, as determined by the metabolic incorpora-
tion assay and APE assay (Fig. 4C-E and Figure S4A).

We next investigated whether palmitoylation of FAK at 
C456 regulates its membrane localization and activation. 
The cellular fractionation assay confirmed that the FAK 
C456S mutant predominantly localized in the cytoplasm 
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compared to FAK WT, resembling the effects observed 
following treatment with 2-BP (Fig. 4F and G). Moreover, 
we examined the activation of FAK and found that over-
expression of FAK WT but not the FAK C456S mutant 

promoted the phosphorylation of FAK and the activa-
tion of downstream signalling pathways (Fig.  4H and 
I). This finding suggests that ZDHHC5 mediates FAK 

Fig. 2 ZDHHC5 regulates FAK S-palmitoylation by directly binding to FAK (A) U251 cells infected with siRNAs targeting different zDHHC proteins. 
The cells were metabolically labeled with alkynyl PA (50 µM) for 4 h. FAK palmitoylation levels were assessed by click reaction and streptavidin 
bead pulldown, followed by IB. B Cell lysates from U251 and T98G cells were analyzed by IP using antibodies against FAK and ZDHHC5 and then 
subjected to IB analysis. IgG was used as the isotype control. C HEK293T cells transfected with Flag-FAK and/or Myc-ZDHHC5 were subjected to IP-IB 
and IB using the indicated antibodies. D In vitro protein binding assays with purified ZDHHC5 and FAK protein. The purities of ZDHHC5 and FAK 
were examined by SDS-PAGE and Coomassie Blue Staining. E Schematic representations of ZDHHC5, FAK, and their shortened mutants. F HEK293T 
cells were cotransfected with Flag-FAK and FL Myc-ZDHHC5 or its deletion mutants. The cell lysates were subjected to Flag bead pulldown, followed 
by IB using specific antibodies. G HEK293T cells were cotransfected with Myc-ZDHHC5 and FL Flag-FAK or its deletion mutants. Cell lysates were 
analyzed by Flag bead pulldown, followed by IB using the indicated antibodies



Page 9 of 16Wang et al. Cell Communication and Signaling           (2024) 22:46  

S-palmitoylation at C456, which promotes FAK mem-
brane localization and activation.

ZDHHC5‑mediated FAK S‑palmitoylation promotes cell 
proliferation, cell invasion and EMT in vitro
To determine the role of ZDHHC5 in GBM, we silenced 
ZDHHC5 expression in U251 and T98G cells in U251 

and T98G cells with ZDHHC5 knockdown (Fig. 5A). The 
results of CCK8 assays demonstrated that knockdown 
of ZDHHC5 significantly suppressed cell proliferation 
(Fig. 5B), which was further validated through colony for-
mation assays (Fig. 5C). Subsequently, we investigated the 
influence of the ZDHHC5 shRNA on the migration and 

Fig. 3 ZDHHC5 maintains FAK membrane localization and activation via S-palmitoylation (A) and (B) U251 and T98G cells were transduced 
with lentiviruses carrying either control shRNA or ZDHHC5 shRNAs. Subsequently, the cells were metabolically labeled with 50 μM alkynyl PA 
for a duration of 4 h. The levels of FAK palmitoylation were analyzed by performing a click reaction and streptavidin bead pulldown, followed by IB. 
C An APE assay was performed to analyze FAK palmitoylation in ZDHHC5-knockdown U251 cells. D and E ZDHHC5-knockdown U251 and T98G cells 
were rescued with Myc-ZDHHC5 WT or ZDHHC5 C134S. FAK palmitoylation levels were analyzed by APE assay. F ZDHHC5-knockdown U251 cells 
were rescued with Myc-ZDHHC5 WT or ZDHHC5 C134S, and endogenous FAK cellular localization was visualized by immunofluorescence staining 
using antibodies against FAK. Scale bar, 1 μm. Z5, ZDHHC5 (G), and (H) ZDHHC5-knockdown U251 cells were rescued with Myc-ZDHHC5 WT 
or ZDHHC5 C134S. The levels of FAK in the membrane and cytoplasmic fractions were evaluated using IB with the indicated antibodies. I U251 cells 
were infected with lentiviruses expressing control shRNA or ZDHHC5 shRNAs and then subjected to IB for the indicated proteins



Page 10 of 16Wang et al. Cell Communication and Signaling           (2024) 22:46 

invasion capacities of U251 and T98G cells. The wound-
healing assays showed that U251 and T98G cells with 
ZDHHC5 knockdown exhibited a significantly reduced 
wound closure area after 24 h compared to the negative 
control (NC) cells (Fig.  5D). The transwell assays also 

showed consistent results that knockdown of ZDHHC5 
resulted in significant decreases in the percentages of 
migrated and invaded cells (Fig. 5E). Moreover, our find-
ings revealed notable reductions in the expression levels 
of N-cadherin, snail, slug, and β-catenin, along with an 

Fig. 4 FAK is palmitoylated at Cys456 (A) U251 cells were cotransfected with Flag-FAK WT or the indicated mutants and/or Myc-ZDHHC5. The 
cells were metabolically labeled with 50 µM alkynyl PA for 4 h. The levels of FAK palmitoylation were analyzed by performing a click reaction 
and streptavidin bead pulldown, followed by IB. B Amino acid sequences around the cysteine 456 residue of the FAK protein across different 
species. C and D U251 and T98G cells were transfected with Flag-FAK WT or Flag-FAK C456S and then metabolically labeled with 50 M alkynyl 
PA for 4 h. FAK palmitoylation levels were assessed by click reaction and streptavidin bead pulldown, followed by IB. E U251 and T98G cells were 
transfected with Flag-FAK WT or Flag-FAK C456S. The APE assay was conducted to analyze FAK palmitoylation in U251 cells with the specified 
modifications. F and G U251 and T98G cells were transfected with Flag-FAK WT or Flag-FAK C456S. The levels of FAK in the membrane 
and cytoplasmic fractions were evaluated using IB with the indicated antibodies. H and I U251 and T98G cells were transfected with Flag-FAK WT 
or Flag-FAK C456S. Then, IB was performed with the indicated antibodies
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increase in the E-cadherin level, in ZDHHC5-depleted 
U251 and T98G cells compared to the control cells 
(Fig.  5F). Remarkably, we found that these inhibitory 
effects of ZDHHC5 depletion were largely reversed by 
the overexpression of membrane-anchored and constitu-
tively active mutants of FAK (CD2-FAK) [40, 41] but not 
by FAK C456S (Figure S5A-F). In addition, in a published 
dataset, CGGA, the mRNA level of ZDHHC5 was signifi-
cantly higher in high-grade tumors (WHO III and WHO 
IV) than in low-grade tumors (WHO II) (Figure S5G). 
Kaplan–Meier survival analysis revealed that the mRNA 
level of ZDHHC5 had prognostic value for patient sur-
vival (Figure S5H).

To further investigate  the role of ZDHHC5-mediated 
FAK S-palmitoylation in regulating cell proliferation, 
invasion and EMT, we knock down FAK in U251 and 
T98G cells and reintroduce Flag-FAK WT or FAK C456S 
mutant  (Figure S6A). The CCK8 assays revealed a nota-
ble reduction in cell proliferation upon FAK knockdown. 
This effect was reversed by the reintroduction of FAK 
WT, but not FAK C456S (Figure S6B), as further con-
firmed by colony formation assays (Figure S6C). More-
over, the decreased ability of invasion and migration 
caused by FAK silencing was rescued by FAK WT, but 
not by FAK C456S (Figure S6D-G). These results dem-
onstrate that ZDHHC5-mediated FAK S-palmitoylation 
promotes GBM cell proliferation and EMT.

ZDHHC5 promotes GBM development in vivo
To investigate the role of ZDHHC5 in  vivo, we intrac-
ranially implanted luciferase-expressing U251 and 
T98G cells with or without knockdown of endogenous 
ZDHHC5 and re-expression of the ZDHHC5 WT or 
ZDHHC5 C134S mutant counterpart into athymic nude 
mice. Bioluminescence imaging revealed that ZDHHC5 
depletion significantly decreased tumor growth in mice 
following the injection of U251 and T98G cells (Fig. 6A 
and B). This intervention led to a considerable increase in 
the survival time (Fig. 6C and D). Moreover, the expres-
sion of EMT-associated proteins, such as Snail, Slug, and 
β-catenin was markedly downregulated upon ZDHHC5 
knockdown, as demonstrated by the IHC assay (Fig.  6E 
and F). However, reconstitution of ZDHHC5 WT but not 
ZDHHC5 C134S prevented these alterations (Fig. 6A-F). 

Collectively, these results indicate that ZDHHC5 is 
required for GBM carcinogenesis.

ZDHHC5 expression positively correlates 
with S‑palmitoylated FAK in clinical glioma samples
To evaluate the clinical relevance of ZDHHC5 and S-pal-
mitoylated FAK, we used metabolic incorporation assay 
to assessed the S-palmitoylation level of FAK in 14 paired 
tumors (Fig. 7A). Both the protein level of ZDHHC5 and 
S-palmitoylation level of FAK were markedly elevated in 
glioma tissue compared to normal tissue (Fig. 7B and C).

Discussion
Previous research has demonstrated that FAK remains 
in an autoinhibited state within the cytosol and is acti-
vated upon interaction with the membrane [35]. This 
observation led to the hypothesis that proper localiza-
tion of FAK to the membrane plays a critical role in 
facilitating its related biological processes. Here, we show 
that ZDHHC5 mediates the S-palmitoylation of FAK 
at Cys456 to maintain the membrane binding of FAK. 
Furthermore, the autophosphorylation of membrane-
localized FAK and activation of downstream signaling 
pathways are increased, consequently promoting GBM 
development (Fig. 7D). These results emphasize the sig-
nificance of protein subcellular localization during can-
cer progression [32, 42, 43].

Palmitoylation, which refers to the reversible covalent 
attachment of palmitate molecules to cysteine residues 
of proteins, is widely recognized as the most extensively 
studied protein lipidation process [44]. It plays a crucial 
role in regulating various physiological processes within 
the cell and influences the stability, conformation, locali-
zation, and interactions of proteins [32, 45–49].  The 
S-palmitoylation of FAK was previously discovered via 
proteomic analysis [50]. However, the impact of S-pal-
mitoylation on the function of FAK remains unexplored. 
In this study, we determined that ZDHHC5-mediated 
S-palmitoylation of FAK is important for its biological 
function, especially in regulating its membrane localiza-
tion and phosphorylation in human GBM cells. Impor-
tantly, in our study, the palmitoylation-deficient FAK 
mutant was not able to localize normally at the cell mem-
bran, which resulted in a decrease in its phosphorylation, 

(See figure on next page.)
Fig. 5 ZDHHC5-mediated FAK S-palmitoylation promotes cell proliferation, cell invasion and EMT in vitro. A IB for ZDHHC5 in U251 and T98G cells 
transfected with ZDHHC5 shRNAs or shRNA control. B CCK8 assays of U251 and T98G cells transfected with ZDHHC5 shRNAs or shRNA control. C 
Colony formation assay of U251 and T98G cells transfected with ZDHHC5 shRNAs or shRNA control. D Wound-healing assay of ZDHHC5 shRNAs 
or shRNA control. scale bars: 25 μm. E Invasion of U251 and T98G cells transfected with ZDHHC5 shRNAs or shRNA control; scale bars: 100 μm. (F) IB 
for the indicated proteins in U251 and T98G cells transfected with ZDHHC5 shRNAs or shRNA control. Data are represented as the mean ± SD (n = 3). 
Statistical analysis was performed using Student’s t test, *p < 0.05; **p < 0.01; ***p < 0.001; ****p < 0.0001
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Fig. 5 (See legend on previous page.)
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Fig. 6 ZDHHC5 promotes GBM development in vivo. A and B Luciferase-expressing ZDHHC5-knockdown U251 and T98G cells were injected 
into athymic nude mice (n = 10). The mice were subjected to IVIS scanning on days 7,14,21,28 after the injection of tumor cells. Representative 
bioluminescent images of intracranial GBM xenografts are shown on the left. Quantification of bioluminescent images (day = 28) is shown 
on the right. C and D Kaplan‒Meier survival curves of mice intracranially injected with U251 and T98G cells with the indicated modifications 
(n = 10). P values were calculated using the two-tailed Student’s t test for (A, B) and the log-rank (Mantel‒Cox) test for (C, D). **P < 0.01, ***P < 0.001, 
****P < 0.0001. E and F IHC images of the indicated proteins are shown in consecutive brain sections. Scale bars, 20 µm
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highlighting the importance of S-palmitoylation in the 
FAK signalling pathway.

Significantly, our results revealed that knockdown of 
ZDHHC5 effectively suppressed the migration, invasion, 
and proliferation of GBM cells in  vitro, and inhibited 
GBM development in  vivo. These findings suggest that 
ZDHHC5 promotes the malignant development of GBM.

Accumulating evidence indicates that epithelial-mes-
enchymal transition, characterized by the loss of cell 
polarity, loss of cell–cell adhesion, and alterations in the 
expression of cell surface and cytoskeletal proteins, plays 
a crucial role in tumor invasion and metastasis [51, 52]. 
During EMT, the expression of epithelial markers, such 
as E-cadherin, is reduced, while the expression of mes-
enchymal markers, such as N-cadherin, Snail, Slug, and 
β-catenin, is increased [51].  However, it is not yet clear 
whether palmitoylation is associated with EMT. In this 
study, we found that GBM cell migration and invasion 

dramatically decreased via suppression of EMT follow-
ing ZDHHC5 knockdown. Reconstitution with expres-
sion of ZDHHC5 WT but not ZDHHC5 C134S restored 
the expression of EMT-associated proteins, implying that 
ZDHHC5 enhances invasive and tumorigenic properties 
by facilitating EMT in GBM cells.

Conclusions
In summary, our findings reveal the significance of 
ZDHHC5-mediated FAK S-palmitoylation as a critical 
mechanism in the development of GBM. Targeting the 
ZDHHC5/FAK axis may be a novel and potentially effec-
tive treatment approach for GBM.
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Fig. 7 ZDHHC5 expression positively correlates with FAK expression in clinical glioma samples. A The S-palmitoylation of FAK in glioma samples 
(T) and their paired normal tissues (N) were analyzed by metabolic incorporation assay. B and C Relative expression levels of ZDHHC5 (B) 
and S-palmitoylation of FAK (C) from (A). Data are represented as the mean ± SD (n = 3). Statistical analysis was performed using Student’s t test, 
*p < 0.05; **p < 0.01; ***p < 0.001; ****p < 0.0001. D Schematic representation of the study model. ZDHHC5-catalyzed palmitoylation of FAK leads 
to its membrane localization and activation, subsequently promoting EMT and the development of GBM



Page 15 of 16Wang et al. Cell Communication and Signaling           (2024) 22:46  

EMT  Epithelial-mesenchymal transition
HAM  Hydroxylamine
2-BP  2-Bromopalmitate
APE  Acyl-PEG exchange
PalB  Palmostatin

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12964- 023- 01366-z.

Additional file 1: Supplementary Figure 1. S-palmitoylation maintains 
membrane localization of FAK. Supplementary Figure 2. ZDHHC5 regu-
lates FAK S-palmitoylation by directly binding to FAK. Supplementary 
Figure 3. ZDHHC5 maintains FAK membrane localization and activation 
via S-palmitoylation. Supplementary Figure 4. FAK is palmitoylated at 
Cys456. Supplementary Figure 5. ZDHHC5-mediated FAK S-palmitoyla-
tion promotes cell proliferation, cell invasion and EMT in vitro. Supple‑
mentary Figure 6. ZDHHC5-mediated FAK S-palmitoylation promotes cell 
proliferation, cell invasion and EMT in vitro.

Additional file 2. 

Acknowledgements
The authors would like to extend special thanks to Dr. Lei Yu (Soochow Uni-
versity) for taking the time to critically read through the manuscript and to Dr. 
Shenghua Ji (University of Science and Technology of China) for his support 
with the statistical analysis. The mechanistic scheme presented in this study 
was generated using Figdraw (www. figdr aw. com).

Authors’ contributions
Zhangjie Wang conceived as well as designed the experiment. Yang Wang, Na 
Sheng, Yang Yang, and Yuan Xia performed the experiments and wrote the 
manuscript. Ze Yang, Yu Liu, Wenhao Zhang, and Zhicheng Wang provided 
valuable assistance with the experimental setup and offered essential sugges-
tions for the manuscript.

Funding
This work was supported by grants from the Key Program of Taizhou School 
of Clinical Medicine of Nanjing Medical University (NO. TZKY20220310); The 
Research Program of Taizhou People’s Hospital (No. ZL202203).

Availability of data and materials
All data needed to evaluate the conclusions in the paper are present in the 
paper and/or the Supplementary Materials. Additional data related to this 
paper may be requested from the authors.

Declarations

Ethics approval and consent to participate
All animal studies were in accordance with Nanjing Medical University and 
approved by the Use Committee for Animal Care.

Consent for publication
Not applicable.

Competing interests
The authors declare no potential competing interests.

Author details
1 Center for Clinical Medical Research, the Affiliated Hospital of Nantong 
University, Nantong 226001, China. 2 Department of Hematology, the First 
Affiliated Hospital of Nanjing Medical University, Nanjing 210029, China. 
3 Department of Pediatric Surgery, the Affiliated Hospital of Nantong Uni-
versity, Nantong 226001, China. 4 Department of Thoracic Surgery, The First 
Affiliated Hospital of Nanjing Medical University, Nanjing 210029, China. 
5 Department of Orthopedics, the First Affiliated Hospital of Bengbu Medical 
College, Bengbu 233099, China. 

Received: 5 August 2023   Accepted: 26 October 2023

References
 1. Sampson JH, Gunn MD, Fecci PE, Ashley DM. Brain immunology and 

immunotherapy in brain tumours. Nat Rev Cancer. 2020;20:12–25.
 2. Venkataramani V, Yang Y, Schubert MC, Reyhan E, Tetzlaff SK, Wissmann 

N, Botz M, Soyka SJ, Beretta CA, Pramatarov RL, et al. Glioblastoma hijacks 
neuronal mechanisms for brain invasion. Cell. 2022;185:2899-2917 e2831.

 3. Omuro A, DeAngelis LM. Glioblastoma and other malignant gliomas: a 
clinical review. JAMA. 2013;310:1842–50.

 4. Lim M, Xia Y, Bettegowda C, Weller M. Current state of immunotherapy for 
glioblastoma. Nat Rev Clin Oncol. 2018;15:422–42.

 5. Aldape K, Brindle KM, Chesler L, Chopra R, Gajjar A, Gilbert MR, Gottardo 
N, Gutmann DH, Hargrave D, Holland EC, et al. Challenges to curing 
primary brain tumours. Nat Rev Clin Oncol. 2019;16:509–20.

 6. Thiery JP, Acloque H, Huang RY, Nieto MA. Epithelial-mesenchymal transi-
tions in development and disease. Cell. 2009;139:871–90.

 7. Xu J, Lamouille S, Derynck R. TGF-beta-induced epithelial to mesenchy-
mal transition. Cell Res. 2009;19:156–72.

 8. Pastushenko I, Blanpain C. EMT Transition States during Tumor Progres-
sion and Metastasis. Trends Cell Biol. 2019;29:212–26.

 9. Zheng X, Carstens JL, Kim J, Scheible M, Kaye J, Sugimoto H, Wu CC, 
LeBleu VS, Kalluri R. Epithelial-to-mesenchymal transition is dispensable 
for metastasis but induces chemoresistance in pancreatic cancer. Nature. 
2015;527:525–30.

 10. Majc B, Sever T, Zaric M, Breznik B, Turk B, Lah TT. Epithelial-to-
mesenchymal transition as the driver of changing carcinoma and 
glioblastoma microenvironment. Biochim Biophys Acta Mol Cell Res. 
2020;1867:118782.

 11. Kahlert UD, Maciaczyk D, Doostkam S, Orr BA, Simons B, Bogiel T, 
Reithmeier T, Prinz M, Schubert J, Niedermann G, et al. Activation of 
canonical WNT/beta-catenin signaling enhances in vitro motility of 
glioblastoma cells by activation of ZEB1 and other activators of epithelial-
to-mesenchymal transition. Cancer Lett. 2012;325:42–53.

 12. Mahabir R, Tanino M, Elmansuri A, Wang L, Kimura T, Itoh T, Ohba Y, 
Nishihara H, Shirato H, Tsuda M, Tanaka S. Sustained elevation of Snail 
promotes glial-mesenchymal transition after irradiation in malignant 
glioma. Neuro Oncol. 2014;16:671–85.

 13. Noronha C, Ribeiro AS, Taipa R, Castro DS, Reis J, Faria C, Paredes J. Cad-
herin Expression and EMT: a focus on gliomas. Biomedicines. 2021;9:1328.

 14. Iser IC, Pereira MB, Lenz G, Wink MR. The Epithelial-to-mesenchymal 
transition-like process in glioblastoma: an updated systematic review and 
In Silico investigation. Med Res Rev. 2017;37:271–313.

 15. Sieg DJ, Hauck CR, Ilic D, Klingbeil CK, Schaefer E, Damsky CH, Schlaepfer 
DD. FAK integrates growth-factor and integrin signals to promote cell 
migration. Nat Cell Biol. 2000;2:249–56.

 16. Ishibe S, Joly D, Liu ZX, Cantley LG. Paxillin serves as an ERK-regulated 
scaffold for coordinating FAK and Rac activation in epithelial morphogen-
esis. Mol Cell. 2004;16:257–67.

 17. Lietha D, Cai X, Ceccarelli DF, Li Y, Schaller MD, Eck MJ. Structural basis for 
the autoinhibition of focal adhesion kinase. Cell. 2007;129:1177–87.

 18. Mitra SK, Hanson DA, Schlaepfer DD. Focal adhesion kinase: in command 
and control of cell motility. Nat Rev Mol Cell Biol. 2005;6:56–68.

 19. Tapial Martinez P, Lopez Navajas P, Lietha D. FAK structure and regulation 
by membrane interactions and force in focal adhesions. Biomolecules. 
2020;10:179.

 20. Roberts WG, Ung E, Whalen P, Cooper B, Hulford C, Autry C, Richter D, 
Emerson E, Lin J, Kath J, et al. Antitumor activity and pharmacology 
of a selective focal adhesion kinase inhibitor, PF-562,271. Cancer Res. 
2008;68:1935–44.

 21. Shen M, Jiang YZ, Wei Y, Ell B, Sheng X, Esposito M, Kang J, Hang X, Zheng 
H, Rowicki M, et al. Tinagl1 suppresses triple-negative breast cancer 
progression and metastasis by simultaneously inhibiting Integrin/FAK 
and EGFR signaling. Cancer Cell. 2019;35:64-80 e67.

 22. Skuli N, Monferran S, Delmas C, Favre G, Bonnet J, Toulas C, Cohen-
Jonathan Moyal E. Alphavbeta3/alphavbeta5 integrins-FAK-RhoB: a 
novel pathway for hypoxia regulation in glioblastoma. Cancer Res. 
2009;69:3308–16.

https://doi.org/10.1186/s12964-023-01366-z
https://doi.org/10.1186/s12964-023-01366-z
https://www.figdraw.com


Page 16 of 16Wang et al. Cell Communication and Signaling           (2024) 22:46 

 23. Sulzmaier FJ, Jean C, Schlaepfer DD. FAK in cancer: mechanistic findings 
and clinical applications. Nat Rev Cancer. 2014;14:598–610.

 24. Zhang B, Zhang Y, Zhang J, Liu P, Jiao B, Wang Z, Ren R. Focal Adhesion 
Kinase (FAK) Inhibition Synergizes with KRAS G12C Inhibitors in Treating 
Cancer through the Regulation of the FAK-YAP Signaling. Adv Sci (Weinh). 
2021;8:e2100250.

 25. Zhang L, Qu J, Qi Y, Duan Y, Huang YW, Zhou Z, Li P, Yao J, Huang B, Zhang 
S, Yu D. EZH2 engages TGFbeta signaling to promote breast cancer bone 
metastasis via integrin beta1-FAK activation. Nat Commun. 2022;13:2543.

 26. Fukata Y, Fukata M. Protein palmitoylation in neuronal development and 
synaptic plasticity. Nat Rev Neurosci. 2010;11:161–75.

 27. Rana MS, Kumar P, Lee CJ, Verardi R, Rajashankar KR, Banerjee A. Fatty acyl 
recognition and transfer by an integral membrane S-acyltransferase. Sci-
ence. 2018;359:eaao6326.

 28. Chamberlain LH, Shipston MJ. The physiology of protein S-acylation. 
Physiol Rev. 2015;95:341–76.

 29. Akimzhanov AM, Boehning D. Rapid and transient palmitoylation of 
the tyrosine kinase Lck mediates Fas signaling. Proc Natl Acad Sci U S A. 
2015;112:11876–80.

 30. Chen S, Zhu B, Yin C, Liu W, Han C, Chen B, Liu T, Li X, Chen X, Li C, et al. 
Palmitoylation-dependent activation of MC1R prevents melanomagen-
esis. Nature. 2017;549:399–403.

 31. Chen X, Ma H, Wang Z, Zhang S, Yang H, Fang Z. EZH2 Palmitoylation 
Mediated by ZDHHC5 in p53-mutant glioma drives malignant develop-
ment and progression. Cancer Res. 2017;77:4998–5010.

 32. Zhang Z, Li X, Yang F, Chen C, Liu P, Ren Y, Sun P, Wang Z, You Y, Zeng YX, 
Li X. DHHC9-mediated GLUT1 S-palmitoylation promotes glioblastoma 
glycolysis and tumorigenesis. Nat Commun. 2021;12:5872.

 33. Kwon H, Choi M, Ahn Y, Jang D, Pak Y. Flotillin-1 palmitoylation turnover 
by APT-1 and ZDHHC-19 promotes cervical cancer progression by sup-
pressing IGF-1 receptor desensitization and proteostasis. Cancer Gene 
Ther. 2023;30:302–12.

 34. Percher A, Ramakrishnan S, Thinon E, Yuan X, Yount JS, Hang HC. Mass-tag 
labeling reveals site-specific and endogenous levels of protein S-fatty 
acylation. Proc Natl Acad Sci U S A. 2016;113:4302–7.

 35. Acebron I, Righetto RD, Schoenherr C, de Buhr S, Redondo P, Cul-
ley J, Rodriguez CF, Daday C, Biyani N, Llorca O, et al. Structural basis 
of Focal Adhesion Kinase activation on lipid membranes. EMBO J. 
2020;39:e104743.

 36. Chang LC, Huang CH, Cheng CH, Chen BH, Chen HC. Differential effect of 
the focal adhesion kinase Y397F mutant on v-Src-stimulated cell invasion 
and tumor growth. J Biomed Sci. 2005;12:571–85.

 37. Lai H, Zhao X, Qin Y, Ding Y, Chen R, Li G, Labrie M, Ding Z, Zhou J, Hu J, 
et al. FAK-ERK activation in cell/matrix adhesion induced by the loss of 
apolipoprotein E stimulates the malignant progression of ovarian cancer. 
J Exp Clin Cancer Res. 2018;37:32.

 38. Liu X, Li J, Yang X, Li X, Kong J, Qi D, Zhang F, Sun B, Liu Y, Liu T. Carcinoma-
associated fibroblast-derived lysyl oxidase-rich extracellular vesicles 
mediate collagen crosslinking and promote epithelial-mesenchymal 
transition via p-FAK/p-paxillin/YAP signaling. Int J Oral Sci. 2023;15:32.

 39. Luo J, Yao JF, Deng XF, Zheng XD, Jia M, Wang YQ, Huang Y, Zhu JH. 14, 
15-EET induces breast cancer cell EMT and cisplatin resistance by up-
regulating integrin alphavbeta3 and activating FAK/PI3K/AKT signaling. J 
Exp Clin Cancer Res. 2018;37:23.

 40. Bian D, Mahanivong C, Yu J, Frisch SM, Pan ZK, Ye RD, Huang S. The 
G12/13-RhoA signaling pathway contributes to efficient lysophospha-
tidic acid-stimulated cell migration. Oncogene. 2006;25:2234–44.

 41. Huttenlocher A, Lakonishok M, Kinder M, Wu S, Truong T, Knudsen KA, 
Horwitz AF. Integrin and cadherin synergy regulates contact inhibition of 
migration and motile activity. J Cell Biol. 1998;141:515–26.

 42. Chen Y, Chen CF, Riley DJ, Allred DC, Chen PL, Von Hoff D, Osborne CK, 
Lee WH. Aberrant subcellular localization of BRCA1 in breast cancer. Sci-
ence. 1995;270:789–91.

 43. Neel DS, Allegakoen DV, Olivas V, Mayekar MK, Hemmati G, Chatterjee 
N, Blakely CM, McCoach CE, Rotow JK, Le A, et al. Differential Subcel-
lular Localization Regulates Oncogenic Signaling by ROS1 Kinase Fusion 
Proteins. Cancer Res. 2019;79:546–56.

 44. Zhang M, Zhou L, Xu Y, Yang M, Xu Y, Komaniecki GP, Kosciuk T, Chen X, Lu 
X, Zou X, et al. A STAT3 palmitoylation cycle promotes T(H)17 differentia-
tion and colitis. Nature. 2020;586:434–9.

 45. Du W, Hua F, Li X, Zhang J, Li S, Wang W, Zhou J, Wang W, Liao P, Yan Y, 
et al. Loss of Optineurin Drives Cancer Immune Evasion via Palmitoyla-
tion-Dependent IFNGR1 Lysosomal Sorting and Degradation. Cancer 
Discov. 2021;11:1826–43.

 46. Jeyifous O, Lin EI, Chen X, Antinone SE, Mastro R, Drisdel R, Reese TS, 
Green WN. Palmitoylation regulates glutamate receptor distributions 
in postsynaptic densities through control of PSD95 conformation and 
orientation. Proc Natl Acad Sci U S A. 2016;113:E8482–91.

 47. Lu Y, Zheng Y, Coyaud E, Zhang C, Selvabaskaran A, Yu Y, Xu Z, Weng X, 
Chen JS, Meng Y, et al. Palmitoylation of NOD1 and NOD2 is required for 
bacterial sensing. Science. 2019;366:460–7.

 48. Yao H, Lan J, Li C, Shi H, Brosseau JP, Wang H, Lu H, Fang C, Zhang Y, 
Liang L, et al. Inhibiting PD-L1 palmitoylation enhances T-cell immune 
responses against tumours. Nat Biomed Eng. 2019;3:306–17.

 49. Zhou L, He X, Wang L, Wei P, Cai Z, Zhang S, Jin S, Zeng H, Cui J. Palmi-
toylation restricts SQSTM1/p62-mediated autophagic degradation of 
NOD2 to modulate inflammation. Cell Death Differ. 2022;29:1541–51.

 50. Mariscal J, Vagner T, Kim M, Zhou B, Chin A, Zandian M, Freeman MR, 
You S, Zijlstra A, Yang W, Di Vizio D. Comprehensive palmitoyl-proteomic 
analysis identifies distinct protein signatures for large and small cancer-
derived extracellular vesicles. J Extracell Vesicles. 2020;9:1764192.

 51. Dongre A, Weinberg RA. New insights into the mechanisms of epithelial-
mesenchymal transition and implications for cancer. Nat Rev Mol Cell 
Biol. 2019;20:69–84.

 52. Lah TT, Novak M, Breznik B. Brain malignancies: Glioblastoma and brain 
metastases. Semin Cancer Biol. 2020;60:262–73.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	ZDHHC5-mediated S-palmitoylation of FAK promotes its membrane localization and epithelial-mesenchymal transition in glioma
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Background
	Methods
	Cell culture
	Antibodies and reagents
	Plasmid construction
	shRNAs, siRNAs, and transfection
	Immunoblotting (IB) and immunoprecipitation (IP)
	Protein purification and GST pull-down assay
	In vivo ubiquitination assay
	Metabolic incorporation assay
	Acyl-PEG exchange (APE) assay
	Subcellular fractionation
	CCK-8 assay
	Colony formation
	Invasion, migration, and wound healing assays
	Immunofluorescence (IF) staining
	Xenograft assay
	Human tissues and immunohistochemical (IHC) staining
	Statistical analysis

	Results
	S-palmitoylation maintains the membrane localization of FAK
	ZDHHC5 regulates FAK S-palmitoylation by directly binding to FAK
	ZDHHC5 maintains FAK membrane localization and activation via S-palmitoylation
	FAK is palmitoylated at Cys456
	ZDHHC5-mediated FAK S-palmitoylation promotes cell proliferation, cell invasion and EMT in vitro
	ZDHHC5 promotes GBM development in vivo
	ZDHHC5 expression positively correlates with S-palmitoylated FAK in clinical glioma samples

	Discussion
	Conclusions
	Acknowledgements
	References


