ONCOLOGY RESEARCH
2024

K Tech Science Press

Check for
updates

A comprehensive and systematic analysis of Dihydrolipoamide
S-acetyltransferase (DLAT) as a novel prognostic biomarker in

pan-cancer and glioma

Hur ZHOU?; ZuengYu YU”; JInG XU; ZHONGWANG WANG; YaLr TAO; Jinyin WANG; Perpel YANG; JINRONG YANG; Ting NIU*

Department of Hematology, West China Hospital, Sichuan University, Chengdu, China

Key words: DLAT, Glioma, Prognostic, Immunological

Abstract: Background: Dihydrolipoamide S-acetyltransferase (DLAT) is a subunit of the pyruvate dehydrogenase
complex (PDC), a rate-limiting enzyme complex, that can participate in either glycolysis or the tricarboxylic acid
cycle (TCA). However, the pathogenesis is not fully understood. We aimed to perform a more systematic and
comprehensive analysis of DLAT in the occurrence and progression of tumors, and to investigate its function in
patients’ prognosis and immunotherapy. Methods: The differential expression, diagnosis, prognosis, genetic and
epigenetic alterations, tumor microenvironment, stemness, immune infiltration cells, function enrichment, single-cell
analysis, and drug response across cancers were conducted based on multiple computational tools. Additionally, we
validated its carcinogenic effect and possible mechanism in glioma cells. Results: We exhibited that DLAT expression
was increased in most tumors, especially in glioma, and affected the survival of tumor patients. DLAT was related to RNA
modification genes, DNA methylation, immune infiltration, and immune infiltration cells, including CD4+ T cells, CD8+
T cells, Tregs, and cancer-associated fibroblasts. Single-cell analysis displayed that DLAT might regulate cancer by
mediating angiogenesis, inflammation, and stemness. Enrichment analysis revealed that DLAT might take part in the cell
cycle pathway. Increased expression of DLAT leads tumor cells to be more resistant to many kinds of compounds,
including PI3Kp inhibitors, PKC inhibitors, HSP90 inhibitors, and MEK inhibitors. In addition, glioma cells with DLAT
silence inhibited proliferation, migration, and invasion ability, and promoted cell apoptosis. Conclusion: We conducted

a comprehensive analysis of DLAT in the occurrence and progression of tumors, and its possible functions and

mechanisms. DLAT is a potential diagnostic, prognostic, and immunotherapeutic biomarker for cancer patients.

Introduction

Nowadays, the malignant tumor has become the primary
cause of human death, and seriously affect the quality of life
of patients. In addition to surgery, chemotherapy,
radiotherapy, and targeted therapy, immunotherapy is also
one of the crucial treatments for cancer patients [1].
However, the objective response rates are unsatisfactory in
many cancer patients, and some patients often resist or
relapse [2,3]. Therefore, it is necessary to explore novel
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targets and investigate their correlations with patients’
prognosis and tumor immunity.

Dihydrolipoamide S-acetyltransferase (DLAT) is subunit
E2 of the pyruvate dehydrogenase complex (PDC) [4], which
is a mitochondrial multienzyme complex that can participate
in either glycolysis or the tricarboxylic acid cycle (TCA) cycle
[5,6]. The reprogramming of cell metabolism is usually
observed in cancer cells [7,8]. Cancer cells absorb and utilize
much more glucose than normal cells, and take advantage
of glycolysis metabolism than oxidative phosphorylation
regardless of oxygen availability, this phenomenon was
known as the Warburg effect or aerobic glycolysis [9]. A
previous study reported that DLAT expression was increased
in gastric cancer cells [6]. Besides, Chen et al. discovered
that DLAT was overexpressed in non-small cell lung cancer
(NSCLC), and inhibited acetyl-CoA production but
promoted L-lactate and pyruvate production [10]. These
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results strongly demonstrated that DLAT contributed to
tumorigenesis by promoting glycolysis metabolism.
Additionally, DLAT is significantly elevated in osteosarcoma
cell lines compared with normal osteoblast cell lines [11].
While, several bioinformatics studies proved that DLAT was
expressed at low levels in clear cell renal cell carcinoma
[12]. Furthermore, DLAT participated in the development
and prognosis of breast invasive carcinoma (BRCA) [13]
and colon adenocarcinoma (COAD) [14]. Nevertheless,
specific studies on DLAT in tumors are few and lack
systematic ~ pan-cancer  investigation. = Consequently,
exploring the role of DLAT expression and alterations in
cancers was extremely urgent.

Therefore, a systematic and comprehensive analysis to
evaluate the expression, gene and epigenetic alteration,
methylation, and clinical, and prognostic profiles of DLAT
across cancers. Moreover, we analyzed its relationship with
immune cells, immune genes, tumor microenvironment,
and tumor stemness score. In addition, enrichment analysis,
single-cell analysis, and drug responses related to DLAT
were analyzed. Moreover, we validated the function of
DLAT in glioma cells. In conclusion, our results identified
the role of DLAT across cancers and suggested that DLAT
was a prognostic and immunotherapeutic biomarker in
cancer patients.

Materials and Methods

Data acquisition

We downloaded RNA and clinical data from The Cancer
Genome Atlas (TCGA), TARGET, and Genotype-Tissue
Expression (GTEx) from the UCSC database. In addition,
we acquired prognostic data for TCGA from a previous
study [15]. Meanwhile, we also obtained the TARGET
follow-up data as a supplement from the UCSC. We also
downloaded the RNA-seq data of the 325 glioma samples
from the Chinese Glioma Genome Atlas (CGGA) database
(http://www.cgga.org.cn/). The tumor cell line RNA
expression data was downloaded from The Cancer Cell Line
Encyclopedia (CCLE). The protein expression of DLAT was
evaluated by the Human Protein Atlas (HPA). Suppl
Table S1 lists abbreviations of tumors.

Clinical characteristics analysis

We developed the Cox proportional hazards regression model
to analyze overall survival (OS), disease-specific survival
(DSS), disease-free interval (DFI), and progression-free
interval (PFI) of DLAT across cancers. Kaplan-Meier
analysis was performed to analyze the patient’s prognosis.
The CGGA dataset was also used to analyze the survival of
DLAT in glioma patients.

The diagnostic significance of DLAT across cancers was
assessed by the Receiver Operator Characteristic (ROC)
curve via “pROC” (v1.17.0.1). The diagnosis accuracy was
evaluated by the Area under Curve (AUC). The AUC is
closer to 1, the diagnosis accuracy is better. The clinical
value of DLAT was calculated by unpaired Wilcoxon rank
sum, signed rank, and Kruskal-Wallis tests.

The associations between DLAT expression and
molecular or immune subtypes across cancers were analyzed
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by the TISIDB database. There are six immune subtypes, C1
meaning wound healing subtype, C2 representing the IFN-y
dominant subtype, C3 meaning inflammatory subtype, C4
representing  lymphocyte  depletion, C5  meaning
immunologically quiet, and C6 representing the TGF-f
dominant subtype.

The ICs values of various compounds in cancer cell lines
were obtained from the GDSC dataset (https://www.
cancerrxgene.org), to assess the relationship between DLAT
and the drug response of tumor cells by the Spearman
correlation coefficient.

Genetic and epigenetic alterations

The genomic alteration analyses were used by the cBioPortal
database  (https://www.cbioportal.org/). =~ The  mRNA
methylation was an important posttranscriptional gene
regulation in eukaryotes. The RNA  methylation
modifications included methylation of N6 adenosine (m6A),
N1 methyladenosine (m1A), and 5-methylcytosine (m5C),
participating in cell differentiation, development, and
progression, and so on [16]. The relationships between
forty-four marker genes of RNA modification, including
mlA, m5C, and m6A, and DLAT expression were evaluated.

Mismatch repair (MMR) genes downregulated or
functionally defective can cause irreparable DNA replication
mistakes and somatic mutations, therefore increasing the
incidence rate of cancer [17]. A correlation analysis was
conducted.

The correlation between DLAT expression and
methylation was evaluated via the cBioPortal database.
Furthermore, the relationship between DLAT methylation
and patients’ prognosis was also assessed. Additionally, the
expression of DLAT promotor methylation between cancers
and normal tissues was investigated.

Tumor microenvironment analysis

We downloaded all level 4 Simple Nucleotide Variation data of
TCGA samples from GDC (https://portal.gdc.cancer.gov/).
Tumor mutation burden (TMB) can reflect the proportion
of somatic mutations in tumors and is a quantitative
biological marker of the immune response [18]. We
calculated the TMB by the R MAftools package.
Microsatellite instability (MSI) is the arbitrary length change
of microsatellites in cancer tissue due to the insertion or
deletion of repeat units compared with normal tissue, and it
is a very important molecular biomarker in almost all solid
tumors [19]. The tumor purity was acquired from the
previous study [20]. The tumor stemness score was obtained
by calculating the methylation-based DNA stemness score
(DNAss) and expression-based RNA stemness score
(RNAss) index of methylation characteristics in diverse
tumors [21].

Tumor immune microenvironment analysis

We obtained 10,180 tumor samples from 44 cancer types for
immune infiltration analysis. Estimation of Stromal and
Immune Cells in Malignant Tumor Tissues Using
Expression Data (ESTIMATE) was used to reflect the level
of stromal or immune cell infiltrations. The analysis used
the R software packages “estimate” and “psych”.
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The correlation between DLAT expression and immune
infiltrating cells in tumors was performed by the TIMER2
tool (http://timer.cistrome.org/). CD4+ T cells, CD8+ T
cells, Tregs, and cancer-associated fibroblasts were chosen
for detailed analysis by the TIMER, CIBERSORT,
CIBERSORT-ABS, QUANTISEQ, XCELL, MCPCOUNTER,
and EPIC algorithms. We used the ssGSEA algorithm to
evaluate 31 infiltrating cells in glioma as previously
described [22].

Besides, the association between DLAT expression and
immune-related genes in five immune pathways was
evaluated.

Single-cell and enrichment analysis

We analyzed the function of DLAT at the single-cell level by
CancerSEA [23]. The correlation was >0.3 and the p-value
was <0.05. We compared the single-cell expression and
distribution of DLAT among patients with high-grade
gliomas (HGGs) utilizing the TISCH database.

The top 50 DLAT-binding proteins were downloaded
from the STRING database. GEPIA2 was used to acquire
the top 100 DLAT-related target genes. An intersection
analysis was evaluated by the Venn plot. Gene Ontology
(GO) and KEGG pathway enrichment analyses were used to
examine the biological and molecular functions of the two
sets of data. GSEA analysis was used to investigate the
potential function of DLAT in cancers.

Gene silencing

The GBM cell line A172 came from the American Type
Culture Collection (ATCC) and was cultured in DMEM
(Gibco, Grand Island, NY, USA) with 10% fetal calf serum
(Gibco) and 1.0 mmol/L  penicillin-streptomycin
combination (Hyclone). By utilizing the INTERFERin®
reagent from Poly-Plus Corporation, we transfected siRNAs
and negative control into A172 cells. After a 48-h incubation
period, the cells were collected and prepared for subsequent
experiments. The sequences for DLAT siRNA were: 5-AAG
TTCTTCTTGTCTTTCCAGATAT-3" and 5-TATAGTGG
AAAGAGAAGGAGTAAG-3' (Tsingke Biotech).

Extraction of total RNA and qRT-PCR

The total RNA was extracted using the Trizol reagent (Ambion,
Austin, Texas, USA). The extracted RNA was converted into
cDNA following the instructions (Genecopoeia, Rockville,
MD, USA). The qRT-PCR reactions were performed using the
BlazeTagTM SYBR® Green qPCR Mix 2.0 kit (Genecopoeia)
and the corresponding reaction system. The forward primer
sequence was GTGTTGCGGTCAGTACTCCT, and the
reverse primer sequence was CGTAAAAGTGCCACCCT
GGA (Tsingke Biotech, Beijing, China).

Western blotting

To isolate the proteins, the GBM cell lines were lysed by RIPA
buffer (Beyotime, Shanghai, China) with a cocktail (Thermo
Scientific, Waltham, MA, USA) added. The protein was
collected by centrifuge and the quantity was accurately
measured using a BCA assay (Abcam). The antibodies
included anti-DLAT (Cell Signaling Technology, 1:1000
dilution) and anti-ACTIN (Abcam, 1:1000 dilution).

Proliferation analysis

2.0 x 10* cells were transfected and cultured in a 96-well plate.
Following 48 h of growth and cultivation, a WST-8 solution
(the Enhanced Cell Counting Kit-8, diluted 1:10) was
introduced and incubated for 2 h. The Optical Density
(OD) value was then accurately determined using a
sophisticated microplate reader.

Apoptosis analysis

Cells underwent a 48-h transfection with siRNA, then cells
were collected by centrifuge, washed with PBS, and treated
with Annexin V/FITC and Propidium Iodide (BD
Biosciences, San Jose, CA, USA), and then detected by flow
cytometry (BD Biosciences) and analyzed by FlowJo.

Transwell assay

3 x 10 and 5 x 10° cells in serum-free medium were added on
Transwell membranes (5 um pore size, Costar). The medium
with 10% FBS was added to the lower chambers. The
membranes were bedded with Matrigel (BD Biosciences) in
advance for the invasion analysis. After 24 h, cells on the
upper membranes were fixed by 4% paraformaldehyde
(Thermo Scientific) and stained with crystal violet
(Beyotime). The cells on the membrane were observed by
microscope (Nikon). A flow cytometer (BD Biosciences) was
used to quantify the number of cells in the lower chambers.

Statistical analysis

All analyses were performed by R software (version 4.2.1). The
Wilcoxon’s test and analysis of variance (ANOV A) were used
for the two groups and multiple groups, respectively. The
correlation analysis was calculated by Spearman’s
correlation test. *p < 0.05; **p < 0.01; **p < 0.001; ***p <
0.0001; and ns, not significant.

Results

Alterations of DLAT in pan-cancer

DLAT physiologically exhibited the highest expression level in
heart muscle and skeletal muscle but exhibited low expression
levels in most other normal tissues (Suppl. Fig. S1A). Suppl.
Fig. S1B showed that the DLAT expression was highest in
the lymphoid U-698 cell line and generally higher in some
lymphoid, myeloid, and female reproductive system cell
lines. Moreover, DLAT expression was lowest in liver cancer
and was greatest in colorectal cancer (Suppl. Fig. S1C).

We evaluated DLAT gene expression in 34 cancer species
in TCGA, TARGET, and GTEx pan-cancer. The DLAT gene
was highly expressed in 22 types of cancers, including
glioblastoma multiforme (GBM), lower grade glioma (LGG),
and kidney chromophobe (KICH). In comparison, DLAT
was lowly expressed in 5 types of cancers: adrenocortical
carcinoma (ACC), bladder urothelial carcinoma (BLCA),
head and Neck squamous cell carcinoma (HNSC), kidney
renal clear cell carcinoma (KIRC), and acute myeloid
leukemia (LAML) (Fig. 1A). For paired tumors and adjacent
normal tissues in TGCA, DLAT was lowly expressed in
COAD, HNSC, KIRC, Kidney renal papillary cell carcinoma
(KIRP), and thyroid carcinoma (THCA) and highly
expressed in six types of cancer (Fig. 1B).
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FIGURE 1. Differential analysis of DLAT expression across cancers. (A) DLAT expression between tumor and normal samples from the GTEx
and TCGA databases. (B) DLAT expression in matched tumor and normal samples from XENA and TCGA. ns: not significant; *p < 0.05; **p <

0.01; ***p < 0.001.

Genetic and epigenetic alterations might influence the

expression and have been closely associated with
tumorigenesis. A high frequency of gene alterations was
found in  most patients except with ACC,
cholangiocarcinoma  (CHOL), Diffuse Large B-cell

Lymphoma (DLBC), liver hepatocellular carcinoma (LIHC),
mesothelioma (MESO), thymoma (THYM) and THCA. In
addition, DLAT mutation frequencies were found to be the
highest in uterine corpus endometrial carcinoma (UCEC),
BLCA, colon adenocarcinoma/rectum adenocarcinoma
esophageal carcinoma (COADREAD), skin cutaneous
melanoma (SKCM), and stomach adenocarcinoma (STAD)
(Suppl. Fig. S2A). The main type of genetic alteration was
the missense mutation of DLAT (Suppl. Fig. S2B). The 3D
structure of the DLAT protein is shown in Suppl. Fig. S2C.
RNA modification is a common intracellular chemical
modification, and it participates in various pathological
processes, such as immune system diseases and cancer.
DLAT expression was significantly positively correlated with
RNA modification genes in almost all tumors (Fig. 2A).
DNA methylation is also one of the common epigenetic
regulators. We  demonstrated  significant  negative
relationships between DLAT expression and methylation in
most tumors (Fig. 2B). Moreover, we evaluated the
differential expression of DLAT promoter methylation levels
between cancers and normal tissue. The results exhibited a
high methylation level of DLAT in BLCA, esophageal
carcinoma (ESCA), HNSC, and LIHC tissues compared to
normal tissues (Fig. 2C). Furthermore, Increased DLAT
methylation was related to shorter OS in patients with KIRC

and sarcoma (SARC), while was correlated with longer OS
in patients with LIHC (Fig. 2D). These results identified that
DLAT might influence tumor development by regulating the
repair of RNA and DNA methylation across cancers.

Clinical characteristics of DLAT in pan-cancer
To further assess the prognostic value of DLAT expression
across cancers, we performed a Cox proportional hazards
model analysis, including OS, DSS, DFI, and PFI. Univariate
Cox regression analysis of OS identified that DLAT was a
risk factor for patients with LIHC, glioma (GBMLGG),
TARGET-LAML, LGG, BRCA, LAML, BLCA, recurrence
acute lymphoblastic leukemia (TARGET-ALL-R) and
pancreatic adenocarcinoma (PAAD) and benefit for patients
with KIRC, Pan-kidney cohort (KICH+KIRC+KIRP)
(KIPAN), COADREAD, COAD, neuroblastoma (TARGET-
NB) and rectum adenocarcinoma (READ) (Fig. 3A). The
DSS analysis demonstrated that DLAT was related to poor
survival in patients with GBMLGG, LGG, LIHC, PAAD,
BLCA, and uveal melanoma (UVM) and was correlated
with favorable survival in patients with KIRC, KIPAN, and
KIRP (Fig. 3B). The DFI analysis showed that DLAT was an
adverse prognostic factor for patients with PAAD (Fig. 3C).
The PFI analysis demonstrated that DLAT was a
unfavorable factor for patients with UVM, GBMLGG, ACC,
LIHC, BLCA, SKCM-P, and cervical squamous cell
carcinoma and endocervical adenocarcinoma (CESC) and
benefit for patients with KIRC and KIPAN (Fig. 3D).
Furthermore, Kaplan-Meier survival analyses were
explored across cancers. The OS analysis showed that



A COMPREHENSIVE AND SYSTEMATIC ANALYSIS OF DIHYDROLIPOAMIDE S-ACETYLTRANSFERASE 5

>
N’
Modification

& P, R T P R DS DD NG R Yk SRY
SEEIEE RSN
& Sl

©

BLCA - DLAT (» -value=0.023)

&

ESCA - DLAT (#-value=4.40e-03)

(B)

DNA methylation

441 4 4 A4 AAd A+ A g R e e ey comrelation coefficient
PR afe +'s v s ols 3 s el s AR s R s g s ee  wialy oM Acer
T T I R e ucs™ BLCA™
A A Y R R D SR LY TR -10-05 00 05 10 - BROA™

J ,...\.‘.........n......\.... o d. 000 pValue
DEIEIRIE 5 o o% a5 o s/ s a5 a sPs aPalaiaiarn s apRpaPalR o v ol 4% 5 4 o THYM cescm
DRIEIRIRIEIR o sJais +J% s+ v s s s PRIRIRIRISIRIRIIRIR + + + + o sJ% % 3] 9
R P R R R RN R R ERRERE 4« PR 08 e,
WGPl o ol g » o/'s el ala Pl allliolae o Deaallilale os ols u v of %m:"""- -01 THCA cHoL
i s v v ol M Add MMM+ M v e AP P e @ mse
PRI RPN s+ afal s sl 2 s s asaPaafalaale s RIRRIRIRIET o + « o5 o4 @ men 05 . .
LD W s e D D s e e s s s a D e o e R el +7e ol s lu s a e Type: TEOT COADREAD"™
RIS IPals s P I s e R s s R D D DR s s 7 s < e s s | S riter
W R T L I A I reader -03)
A Y Y o O O O O e O L @ craser STAD™* DLBC™
L Ry Py gy B N G T R P
S VRS vV Y Y R R R PR 04
P e s s ol e P Tn SRR w aln Al g ¢ s w e SXChr Esca
N L R R e e Y TR 08
ldd >+ +d+ M Addd -+ R s 7 PP il s o
.g........u... LY RSy LY ey
WEFET < a sl sfapaials s sl alilali de R afalilifis 1+ o5 5+ o SARC™ e
i s g el Al M v o FARRER R s o SRR
.“..‘H..Aj ol sl MR g Wi v s e
L A S i T T A o R T o S PR PRAD Taiskee
DEPE D P s e I s 7 5 D S D s R < R S DR R D s+ + D
o S RN A A A 1 T S

W e s Al s s ADh ST e PR AP AR AJal s e
Ty e Al agdanan sy o aa o e Ko
‘[7;‘..“...‘ S L O A T T AN
DRIRTAPEAPE % o153 o) o x o ARRARE AP PP oJRIs g+ o 0 w0 AT~ KRG
ol A O R il I
DEIE 5 +s + 4 slain s a0s o0n s R IRIRIRI DRI R PRIRIRIRIRIA S+ o5 4 P5 o KR"
Y T S N AR
DAPEDAWEals + sl aie x sl alsln s aln ae alalalela PR aPADE ln 04l x MESO™ LAML
R T R T o R s Tushee -
B W D D I I s s e 5 D . . e R I s R D D D s R D R R D s D e s+ s D LUAD*  LIHC™
i R T
R e R L e e o R R
o R L S T A S R
e O R O N N N O PN B
i e d gl ....’ [l ltey JLYReLY

VLY Y LRy VR .0 0 d e S R

HNSC - DLAT ( o-value=0.024) LIHC - DLAT (#-value=0.017)

035 - . . .
: 07 o7 0.8
0.3
. 0.6 0.6 07 B
0.254 . 05 05 0.6
0.5
g 0.2 B 50'4 s 0.4 s .
o ! ] : ] . @ 0.4 :
0.154 I 0.3 . 0.3 : !
I 0.3 i
0.2 0.2, - s
0.1 . 0.2
0.0 04 0.1 0.1
i .
0 — (1] T — 04—
e e
normal (N=21) tumor (N=412) normal (N=16) tumor (N=186) normal (N=50) tumor (N=530) normal (N=50) tumor (N=379)
Sample_type Sample_type Sample_type Sample_type
( ) Median - OS Median - OS Median - OS
\ KIRC .\ LIHC \ SARC
m— High m— High m— High
— Low — Low — Low
0.8 0.8 0.8
3 3 2
h=S & £
T os T o0s T og
o [ ©
E-} -1 2
o ° °
4 2 e
=5 Qo o
g 04 .‘_5 04 .g 04
4 2 >
3 3 3
7] 7] 7]
0.2] 0.2/ 0.2
P-value = 9.89e-06 P-value = 2.34e-03 p-value = 9.11e-03
20 40 60 80 100 120 20 40 60 80 100 120 20 40 60 80 100 120

Survival time (month)

Survival time (month)

Survival time (month)

FIGURE 2. Epigenetic alterations of DLAT. (A) Correlation between DLAT and RNA-modified genes. (B) Radar plot showing the correlation
between DLAT and promotor methylation. (C) Differential expression of DLAT promoter methylation levels across cancers. (D) Kaplan-Meier
curves exhibiting the correlations of DLAT promoter methylation levels and OS. *p < 0.05; **p < 0.01; ***p < 0.001.

elevated DLAT expression levels were an unfavorable factor in
ACC, BRCA, GBMLGG, LGG, LIHC, PAAD, SKCM, and
TARGET-LAML, whereas were favorable in KIPAN, KIRC,
KIRP, COAD, COADREAD, and READ (Suppl. Fig. S3). In
addition, DSS analysis showed that increased DLAT was
related to poor survival in patients suffering from ACC,
BRCA, GBMLGG, LGG, LIHC, PAAD, prostate
adenocarcinoma (PRAD), and SKCM, while favorable
survival in COAD, COADREAD, and KIRC (Suppl. Fig. S4).

Meanwhile, PFI analysis showed that increased DLAT was
connected with shorter survival in ACC, GBMLGG, LGG,
LIHC, and PAAD; while was a protective factor for COAD,
COADREAD, and KIRC patients (Suppl. Figs. S5A and
S5B). Moreover, DFI analysis showed that PAAD patients
had a relatively shorter survival time with high expression
levels of DLAT (Suppl. Fig. S5C).

We explored the relationship between DLAT expression
and patient age. We found that older patients had increased
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FIGURE 3. Forest plots of DLAT by univariate Cox regression analysis across cancers. (A) OS. (B) DSS. (C) DFI. (D) PFL.

DLAT expression o in GBMLGG and STAD, while had lower
expression in lung adenocarcinoma (LUAD), ovarian serous
cystadenocarcinoma (OV), READ, and testicular germ cell
tumors (TGCT) than younger patients (Fig. 4A). Moreover,
we exhibited that patients who had high DLAT expression
had more advanced stages in GBMLGG, LGG, LIHC, and
LUAD, while with more favorable stages of KIRC and
THCA (Fig. 4B). The diagnostic value of DLAT was
assessed by ROC curves. The AUC of ROC analysis has
relative diagnostic accuracy in GBMLGG (AUC = 0.845),
GBM (AUC = 0.877), and LGG (AUC = 0.837) (Fig. 4C).
The AUC of ROC analysis had high/relative accuracy
(AUC > 0.7) in 18 types of cancers. The detailed results of
all cancers are exhibited in Suppl. Table S2. These results
suggested that DLAT was a good diagnostic factor in most
cancers.

Besides, we demonstrated that DLAT was differently
expressed in 15 cancer types for immune subtypes,
including ACC, BRCA, CESC, COAD, KIRC, KIRP, LUAD,
lung squamous cell carcinoma (LUSC), OV, cervical
squamous cell carcinoma and endocervical adenocarcinoma
(PCPG), PRAD, READ, SKCM, STAD, and UCEC
(Fig. 5A), and was differently expressed in 9 cancer types for
molecular subtypes, including ACC, BRCA, ESCA, LGG,
OV, PCPG, PRAD, STAD, and UCEC (Fig. 5B).

Nowadays, cancer patients often obtain drug resistance,
leading to tumor relapse and influencing patients’ prognosis
and survival. Therefore, the association between DLAT and
the drug response of tumor cells was explored to evaluate
the therapeutic biomarker value of DLAT We exhibited that
DLAT was positively associated with ICs, values of seven
compounds, including PI3KP inhibitor (AZD6482), PKC
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1-Specificity (FPR)

inhibitor (midostaurin), HSP90 inhibitor (tanespimycin), and
trametinib,
selumetinib), which suggested that patients with increased
DLAT were more resistant to these drugs. However, patients
with increased DLAT were more sensitive to 63 compounds,
including rTRAIL, HDAC inhibitor (belinostat), and others
(Suppl. Table S3). Therefore, the DLAT expression may be a

MEK inhibitors (PD0325901,

1-Specificity (FPR)

refametinib,

biomarker for drug treatment in tumors.

Tumor microenvironment analysis

The tumor microenvironment (TME) was essential in tumor
occurrence and progression. The ESTIMATE algorithm was

1-Specificity (FPR)

ACC (Fig. 6A).

FIGURE 4. The relationship of DLAT to
clinical and diagnostic value. (A) Different
expressions of DLAT in different patients’
age from TCGA. (B) Different expression
of DLAT on tumor stage from TCGA. (C)
ROC curve of DLAT expression in the
TCGA and GTEx database in GBMLGG,
GBM and LGG. ns: not significant; *p <
0.05; *p < 0.01; **p < 0.001.

performed and our results revealed that increased DLAT
expression had negative scores in GBM, UCEC, CESC,
LUAD, ESCA, stomach and esophageal carcinoma (STES),
SARC, KIPAN, STAD, LUSC, SKCM-P, THCA, PCPG, and

TMB, MSI, and tumor purity are emerging biomarkers
associated with the immunotherapy response. We revealed

that DLAT expression was positively related to TMB in
GBMLGG, LUAD, LAML, STES, STAD, UCES, and THYM
(Fig. 6B). In addition, DLAT expression was negatively

correlated with MSI in GBMLGG, BRCA, PRAD, HNSC,
LUSC, THCA, and DLBC (Fig. 6C). Besides, DLAT was
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FIGURE 5. Relationships between DLAT expression and (A) immune subtypes and (B) molecular subtypes.

positively related to purity in GBMLGG, TGCT, THYM,
GBM, SARC, LUSC, SKCM, STAD, STES, PCPG, KIPAN,
KIRC, and LUAD (Fig. 6D).

RNAss and DNAss can reflect the features of tumor stem
cells. The high stemness scores represent the activity of tumor
stem cells, are correlated with drug resistance and the
continuous proliferation of tumor cells, and are correlated
with poorer survival. Additionally, we found DLAT was
positively correlated with RNAss and DNAss in most
cancers, including GBMLGG (Fig. 6E). These results
identified DLAT as a prognostic factor for patients.

In addition, deficient mismatch repair (MMR) also
participated in tumorigenesis and development. We
demonstrated that DLAT expression was positively
correlated with almost all five MMR genes (MSH2, MSHG,
PMS2, MLHI, and EPCAM) in most tumors (Fig. 6F).
Therefore, DLAT might affect tumor development by
regulating the repair of DNA mismatch in cancers.

Tumor immune microenvironment analysis
We explored the association between DLAT expression and
immune-related cell infiltration by wusing different



A COMPREHENSIVE AND SYSTEMATIC ANALYSIS OF DIHYDROLIPOAMIDE S-ACETYLTRANSFERASE

(A)
StromalScore * * K| k| k| K| * * * * * * * * | k| % flo <005
Cor
. 1.0
|mmuneScore************ * |k | K| *|*|[* * | * * | %% * * | * 05
0.0
- -0.5
EST|MATESCOI‘6* EAEAEAE SRS E S E A E A E * * | % | * * | % * %[ * * | % * | * .10
D)L O\ OUDY N ) EDRAN D AT HWNY \Y ) NRAXN D\ O\ DA Q) o\
2R R A A R A A S S I R O
A 'é’%’%’%’%’%’é’%’%’é’élé/é/élélé’v\/v\/él®®$/\eélé’\%'é/\e\e\e@
S R T e R O S SR
% QY
N I & A S T IR O Nl N 700
[©) o o )
O
(B) S (© (D) -
ues UM ACC goa uos UM ACC goa seee U UV ACC gy o
- :: T /\ 02 mc: ™ cmcnon
o THoA" “ croL \ !
o recr ‘\ \ ‘ coa0 o1 TecT - \ “‘\\‘ CoAD
ol g\ S e of stesm | \l\ | .‘//‘\T CoADRERD
-0z - \ | |
:; skem G - esca 02 skem \j AN esca
SARC < — X ) GBM SARC"** /-/u//‘ /,.r—> [
READ GBMLGG™ READ™ \ GBMLGG™
PRAD" < \ HNSCH PRAD ~ /z /*\“\ R HNSC
PCPG /\/\/"’ a KieH PCPG [ _— KiCcH
|
L 99
o KRC o KRC™
Meso KirP veso Kie
S uros e Loe WSS a0 e tes Mt S aor e Les A
(E)
<005
DNAss * * | * * * * * | * * * | *
Cor
. 1.0
0.5
0.0
RNAss * | * |k |k |k | K |[%k| Kk * [ % | * * [k |k | % | * * * | % | * * | % . -05
-1.0
(DO RNV RNLN  SADARNAD D) DN DN DN D) N, DN, DDA O DO FAR T AR ARATGN
RS BV IR D 8 B B N N B RS SR
P ¥ VI IIIIIII IS /e/e/e/e/e/e/e/\e@é/Q\e/e/e/@@e/@@@@
O@@Q@\Q@\go\ ?9\ Y*o\ \79\ @\/\O?&O?.\Qfo\q_o\ Qg\ ve\ ?9\ o\zokeo\qo\%o\*@\\bo\o\?.\@ OQ/?“Q N O C}\QOKC)@\\)AQOC)%Q?& YQC) \0‘2:2\0\/ &O
A A A A\ \
& »0@\9020@@3@@% F T FEETEITETRIVER (ol ¥ Vg7 ¥ ESO
QO
1)) 9 8
g z 2 3338
c 221028 9enrnzy =cr L 8¢, o 1 id%g Sp1earman_Cor
I a g c = - - T Z @ ome € TP 2
§58:8828823¢¢8852§38:238383837288F:28a3¢L223 L
[ EPCAM
[ | B | | MLH1
EEEEECEE EEEE E m W R o005
. . . . MSH6 P
s005
™ u

FIGURE 6. Association between DLAT expression and immune infiltration across cancers. (A) Relationship between DLAT expression and the
StromalScore, ImmuneScore, and ESTIMATEScore. (B) Association of DLAT expression with the TBM. (C) Association of DLAT expression
with MSI. (D) Association of DLAT expression with purity. (E) Association of DLAT expression with DNAss and RNAss. (F) Association of

DLAT expression with MMR. *p < 0.05; **p < 0.01; ***p < 0.001.

algorithms. DLAT expression was statistically negatively
associated with CD4+ T cells infiltration in TGCT (Fig. 7A).
Moreover, our data demonstrate that DLAT expression was
statistically negatively related to CD8+ T cells infiltration in
ACC, GBM, HNSC, HNSC-HPV+, OV, TGCT, and UCEC
(Fig. 7B). In addition, DLAT expression was statistically

positively correlated in HNSC-HPV+, LIHC, PRAD, and
SKCM-P (Fig. 7C). Additionally, DLAT expression was
positively related in BRCA-lumB, CESC, HNSC, HNSC-
HPV+, LIHC, and PAAD (Fig. 7D). Furthermore, we
suggested that DLAT was significantly negatively associated
with the infiltration level of most immune cells across
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cancers, including CD8+ T cells and plasmacytoid dendritic
cells, while positively related to T helper 2 cells and central
memory T cells (Suppl. Fig. S6).

Tumors can escape immune responses by immune
checkpoint proteins and immune regulatory genes could
participate in immune response. We exhibited that DLAT
expression was positively associated with immune
checkpoint genes in the majority of tumor types including
GBMLGG and LGG (Fig. 8A). Additionally, DLAT
expression was positively correlated with immune regulatory
genes in many tumor types including GBMLGG and LGG
(Fig. 8B). In general, these results suggested that DLAT

might regulate immune cell infiltration and the immune
pathways in most tumor types.

Enrichment analysis

A total of 50 DLAT-binding proteins were acquired by using
the STRING tool (Fig. 9A). The top 100 DLAT-related genes
were obtained from the GEPIA2 tool. We identified that the
DLAT was positively  correlated with  Succinate
Dehydrogenase Complex Subunit D (SDHD), Zwl0
Kinetochore Protein (ZW10), Cullin 5 (CUL5),
Ubiquitination ~ Factor E4A (UBE4A) and NADH:
Ubiquinone Oxidoreductase Core Subunit S1 (NDUFSI)
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FIGURE 8. Association between DLAT expression and immune-related genes across cancers. (A) Correlation between DLAT and immune
checkpoint genes. (B) Association between DLAT and immune regulatory genes. *p < 0.05.

(Fig. 9B). The heatmap data also exhibited a positive
relationship between DLAT and the above five genes across
cancer (Fig. 9C). Dihydrolipoamide dehydrogenase (DLD)
and citrate synthase (CS) were two common genes in these
two groups (Fig. 9D). KEGG pathway enrichment analysis
of these two datasets revealed that these genes were mainly
related to carbon metabolism, the citrate cycle (TCA cycle),
and others (Fig. 9E). GO enrichment analysis identified that
these genes mainly played molecular functions in
oxidoreductase activity, electron transfer activity, and others
(Fig. 9F). Moreover, we performed GSEA analysis and found
that DLAT related genes were mainly enriched in pathways
like cell cycle in BLCA and GBMLGG (Suppl. Fig. S7).

DLAT acts as a biomarker for glioma cancer

The above studies demonstrated that DLAT was significantly
highly expressed in GBM and LGG, and it was strongly
associated with OS, DSS, and PFI in GBMLGG patients.
Besides DLAT expression was also significantly associated
with tumor microenvironment. Therefore, we next explored
the clinical value and the potent biological functions of
DLAT in glioma patients. We identified that the protein
levels of DLAT were increased in glioma tissue than in
normal tissue, especially in high-grade glioma patients
(Suppl. Fig. S8). We assessed the prognostic value of DLAT

in CGGA clinical samples, and we showed that increased
DLAT expression was related to poor survival in primary
glioma patients, and in grade III patients in different
datasets (Fig. 10A). Furthermore, we found that higher
DLAT levels were correlated with glioblastoma, IDH status
(wild type), and primary therapy outcome (PD) (Fig. 10B).
While DLAT expression was not correlated with 1p/19q
codeletion status (Fig. 10B).

Then we performed GSEA to explore the functions of
DLAT in GBMLGG. The top 10 GSEA terms in the indicated
tumor types are shown in Fig. 10C. We demonstrated that
DLAT had a strong association with sister chromatid
segregation, and ATP-dependent activity acting on DNA,
mainly located in the synaptic membrane. The enrichment
HALLMARK pathways showed that DLAT might play a role
in the G2/M checkpoint, E2F targets, Uv response, epithelial-
mesenchymal transition (EMT), and mitotic spindles (Suppl.
Fig. S9). These suggested DLAT may participate in the cell
cycle to affect the occurrence and progression of tumors.
Furthermore, we performed an experimental study to verify
the function of DLAT in glioma cells.

Furthermore, we performed ssGSEA analysis to evaluate
immune cell infiltrtions in glioma. We discovered that DLAT
high expression group was immune-active and stroma-rich
subtype, which had high infiltrating levels of M0 and M1
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FIGURE 9. The enrichment analysis of DLAT-related genes across cancers. (A) The DLAT-binding proteins from the STRING. (B) The top 4
DLAT-related genes by GEPIA2. (C) Heatmap for the five DLAT-related genes across cancers. (D) Venn plot for the intersection of the DLAT-
binding and related genes. (E) KEGG pathway analysis from the two datasets. (F) The circle map for the molecular function in GO analysis.

macrophages, fibroblast, actived CD4 T cell, central memory expression group was immune-desert subtype, was
CD8 T cell, effector memory CD4 Tcell, gamma delta T cell, characterized by low infiltration of most immune and
immature B cell, memory B cell, regulatory T cell, type 1,  stromal cells.

17, and 2 helper T cells, actived natural killer cell, mast cell, DLAT was mainly expressed in malignant cells at single
matural killer T cell, neutrophil, and plasmacytoid dendritic  cells in glioma tissues by TISCH (Figs. 11A and 11B).
cell (Fig. 10C and Suppl. Fig. S10). While low DLAT  Besides, we found that DLAT was mainly located in the
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FIGURE 10. The clinical value and the potent biological functions of

DLAT in glioma. (A) The survival analysis of DLAT in glioma patients.

(B) Relationship between DLAT expression and clinical characteristics in GBMLGG, including histological type, IDH status, primary therapy
outcome, and p/19q codeletion. (C) Difference of the infiltration of immune cells between high and low DLAT expression groups in CGGA

database. *p < 0.05; **p < 0.01; ***p < 0.001; ***p < 0.0001.

endoplasmic reticulum (ER) (Fig. 11C). To validate the
function of DLAT in glioma, we developed silenced DLAT
A172 glioma cell lines (Fig. 11D). Furthermore, DLAT
silencing inhibited cell proliferation (Fig. 11E), promoted
cell apoptosis (Fig. 11F), and inhibited the migration and
invasion (Fig. 11G). These results demonstrated that DLAT
was essential in the occurrence and development of glioma.

Discussion
DLAT is subunit E2 of the pyruvate dehydrogenase complex

(PDC) [4], and was essential for malignancies by regulating
cuproptosis [24]. DLAT was reported to be associated with

some cancers and participated in the occurrence and
prognosis of tumors. However, the detailed role of DLAT
across cancers and the potential mechanism for
tumorigenesis are still unclear. Therefore, we performed a
comprehensive analysis of DLAT across cancers and
validated its function in glioma.

We demonstrated that the DLAT gene was increased in
most cancers, and was a risk prognostic factor. In addition,
DLAT expression was associated with age, tumor stage, and
diagnostic value. These results were consistent with previous
studies [6,10,12-14]. DLAT could also affect the efficacy of
many compounds. A previous study showed that alternate
killed prostate cancer by targeting the DLAT protein [25].
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FIGURE 11. Validation of the expression of the DLAT. (A) The expression profiles of DLAT in the single cells from glioma tissues. (B) DLAT
RNA-seq analysis of the Genotype-Tissue Expression (GTEx) and TCGA sample set. (C) The qRT-PCR and WB detected the efficacy of
silencing DLAT in A172 cells. (D) The silencing of DLAT inhibited the cell viability of A172 cells. (E) The silencing of DLAT promoted
the apoptosis of the A172 cells. (F, G) Migration and invasion ratio of the GBM cell line by Transwell membranes (5-mm pore size).
Independent experiments were performed 3 times. n = 3 per group. **p < 0.01; ***p < 0.001; ***p < 0.0001.

This indicated that DLAT acted as a biomarker for the
prognosis, diagnosis, and therapy of cancer patients.

Genetic and epigenetic alterations have been closely
associated ~ with ~ tumorigenesis. =~ RNA  methylation
modifications play a role in many processes, like cell
differentiation and  development [16,26-28]. DNA
methylation plays an important role in the occurrence and

progression of cancers [29,30]. Our results identified that
DLAT was positively related to RNA methylation
modification genes and DNA methylation. These revealed
that genetic and epigenetic alterations could affect DLAT
expression and participate in the development of tumors.
TMB, MSI, and tumor purity are emerging biomarkers
associated with the immunotherapy response [18,31,32].
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Moreover, previous studies also clarified that high somatic
TMB was associated with favorable survival prognosis in
cancer patients with immunotherapy [33,34]. Additionally,
patients with gastroesophageal cancer and colorectal cancer
with high-frequency MSI were related to favorable efficacy
and good survival after immunotherapy [34,35]. RNAss and
DNAss can reflect the features of tumor stem cells [20]. The
high stemness scores represent the activity of tumor stem
cells, and is associated with drug resistance and the
continuous proliferation of tumor cells, and are correlated
with poorer survival [21]. MMR helps cells to maintain
genomic stability. MMR deficiency is associated with the
therapeutic efficacy of immunotherapy [36]. We showed
that DLAT expression was significantly associated with
TMB, MSI, purity, stemness scores, and MMR in multiple
cancer types, thereby affecting the efficacy of
immunotherapy. Therefore, DLAT could be a possible
immunotherapeutic target for cancers.

Currently, the tumor immune microenvironment
(TIME), comprising various infiltrating immune and
stromal cells influences malignancies, including the
proliferation and invasion of tumors [37,38], and affects
treatment response and clinical outcomes [39]. The
ESTIMATE algorithm is a prognostic factor in cancers [40].
The high ESTIMATE score is associated with a low purity,
advanced cancer stage, and poor prognosis [40,41]. The
present research displayed notable negative correlations
between DLAT expression and all three scores, for example
in GBM, which may explain, in some ways, the essential
role of DLAT in GBM, as mentioned above. The tumor
stroma contains immune infiltration cells, which critically
take part in tumor occurrence and progression [38,42]. Our
study exhibited that DLAT expression was associated with
CD4+ T cells, CD8+ T cells, Tregs, and cancer-associated
fibroblasts in many cancers. For example, CD8+ T cells
were negatively correlated with GBM. Furthermore, DLAT
expression was positively related to different immune-
related genes and immune infiltrating cells in cancers such
as GBM, UVM, and DLBC. Therefore, we inferred that
DLAT might form positive feedback with certain immune
checkpoint genes, inhibiting the function of cytotoxic
immune cells, enabling tumor cells to escape immune
surveillance, and enhancing their malignancy.

Single-cell analysis displayed that DLAT might
participate in cancers by regulating DNA repair and
stemness. KEGG and GO enrichment analyses suggested
that DLAT was related to the TCA cycle, and others. GSEA
suggested that DLAT participated in the processes of the cell
cycle, transcription factors, inflammatory response, and so
on. In conclusion, these results identified that DLAT played
an oncogenic role across cancers.

In addition, we analyzed that DLAT was highly expressed
in glioma patients, and acted as a risk prognostic factor.
Besides, the high DLAT expression had immune-active and
stroma-rich subtypes, which had both tumor-suppressing
and tumor-promoting immune cells and stromal cells,
might benefit from immunotherapy [22]. This result was
consistent with the result of relationship between DLAT and
MSI status. However, these results only reflected the
relationship but not the causation, more experiments are

needed. DLAT silencing experiment demonstrated that
DLAT was essential in the occurrence and development of
glioma.

The above comprehensive analysis identified that DLAT
might be a potential prognostic and immune infiltration
marker and therapeutic target for tumors, while further
experiments are needed to validate its correlation with
immune infiltration, and verify the relationship with the
current immunotherapy.

In summary, our study systematically performed a multi-
omics combined analysis of DLAT across cancers, and we
demonstrated the abnormal expression profiles of DLAT
and its relationship with clinical, prognosis, epigenetic
alterations, and immune response. Additionally, we also
analyzed the potential function and mechanism of DLAT in
a variety of human cancers, and validated its oncogenic role
in glioma cells.

Acknowledgement: Thanks for all the public databases
mentioned in the article.

Funding Statement: This work was supported by
Achievement Transformation Project (No. CGZH21001),
1.3.5 Project for Disciplines of Excellence, West China
Hospital, = Sichuan  University ~ (No. ZYJC21007),
Translational ~Research  Grant of NCRCH (No.
2021WWB03), Chengdu Science and Technology Program
(No. 2022-YF05-01444-SN), Key Research and Development
Program of Sichuan Province (No. 2023YFS0031), National
Key Research and Development Program of China (Nos.
2022YFC2502600, 2022YFC2502603), and National Natural
Science Foundation of China (No. 82370192).

Author Contributions: Study conception and design: Hui
Zhou, Zhengyu Yu, Jinrong Yang, and Ting Niu; data
collection: Hui Zhou, Jing Xu, and Zhengyu Yu; performed
the experiments: Zhengyu Yu and Zhongwang Wang;
analysis and interpretation of results: Hui Zhou, Jing Xu,
Yaoli Tao, Jinjin Wang, and Peipei Yang; draft manuscript
preparation: Hui Zhou and Zhengyu Yu; manuscript
revised: Hui Zhou, Jing Xu and Ting Niu. All authors
reviewed the results and approved the final version of the
manuscript.

Availability of Data and Materials: The datasets presented in
this study can be found in online repositories.

Ethics Approval: The study did not include human or animal
subjects.

Conflicts of Interest: The authors declare that they have no
conflicts of interest to report regarding the present study.

Supplementary Materials: The supplementary material is
available online at https://doi.org/10.32604/0r.2024.048138.

References

1. Singh, A. K., McGuirk, J. P. (2020). CAR T cells: Continuation in
a revolution of immunotherapy. The Lancet Oncology, 21(3),
e168-e178. https://doi.org/10.1016/s1470-2045(19)30823-x



https://doi.org/10.32604/or.2024.048138
https://doi.org/10.1016/s1470-2045(19)30823-x

16

10.

11.

12.

13.

14.

15.

16.

. He, X,, Xu, C. (2020). Immune checkpoint signaling and cancer

immunotherapy. Cell Research, 30(8), 660-669. https://doi.org/
10.1038/s41422-020-0343-4

. Ribas, A., Wolchok, J. D. (2018). Cancer immunotherapy using

checkpoint blockade. Science, 359(6382), 1350-1355. https://
doi.org/10.1126/science.aar4060

. Stacpoole, P. W. (2017). Therapeutic targeting of the pyruvate

dehydrogenase complex/pyruvate dehydrogenase kinase (PDC/
PDK) axis in cancer. Journal of the National Cancer Institute,
109(11). https://doi.org/10.1093/jnci/djx071

. Houten, S. M., Wanders, R. J. A. (2010). A general introduction

to the biochemistry of mitochondrial fatty acid B-oxidation.
Journal of Inherited Metabolic Disease, 33(5), 469-477. https://
doi.org/10.1007/s10545-010-9061-2

. Goh, W. Q,, Ow, G. S., Kuznetsov, V. A,, Chong, S., Lim, Y. P.

(2015). DLAT subunit of the pyruvate dehydrogenase complex
is upregulated in gastric cancer-implications in cancer therapy.
American Journal of Translational Research, 7(6), 1140-1151.

. Hanahan, D., Weinberg, R. A. (2011). Hallmarks of cancer: The

next generation. Cell, 144(5), 646-674. https://doi.org/10.1016/j.
cell.2011.02.013

. Pavlova, N. N., Thompson, C. B. (2016). The emerging hallmarks

of cancer metabolism. Cell Metabolism, 23(1), 27-47. https://doi.
org/10.1016/j.cmet.2015.12.006

. Ward, P. S, Thompson, C. B. (2012). Metabolic reprogramming:

A cancer hallmark even Warburg did not anticipate. Cancer Cell,
21(3), 297-308. https://doi.org/10.1016/j.ccr.2012.02.014

Chen, Q., Wang, Y., Yang, L., Sun, L., Wen, Y. et al. (2022).
PM2.5 promotes NSCLC carcinogenesis through translationally
and transcriptionally activating DLAT-mediated glycolysis

reprograming. Journal of Experimental & Clinical Cancer
Research, 41(1), 229. https://doi.org/10.1186/s13046-022-
02437-8

Yang, M., Zheng, H., Xu, K,, Yuan, Q., Aihaiti, Y. et al. (2022). A
novel signature to guide osteosarcoma prognosis and immune
microenvironment: Cuproptosis-related IncRNA. Frontiers in
immunology, 13, 919231. https://doi.org/10.3389/fimmu.2022.
919231

Bian, Z., Fan, R, Xie, L. (2022). A novel cuproptosis-related
prognostic gene signature and validation of differential

expression in clear cell renal cell carcinoma. Genes, 13(5), 851.
https://doi.org/10.3390/genes13050851

Li, L., Li, L., Sun, Q. (2022). High expression of cuproptosis-
related SLC31A1 gene in relation to unfavorable outcome and
deregulated immune cell infiltration in breast cancer: An
analysis based on public databases. BMC Bioinformatics, 23(1),
350. https://doi.org/10.1186/s12859-022-04894-6

Chen, S., Cao, G., Wu, W,, Lu, Y., He, X. et al. (2020). Mining
novel cell glycolysis related gene markers that can predict the
survival of colon adenocarcinoma patients. Bioscience Reports,
40(8). https://doi.org/10.1042/bsr20201427

Liu, J., Lichtenberg, T., Hoadley, K. A., Poisson, L. M., Lazar, A. J.
et al. (2018). An integrated TCGA pan-cancer clinical data
resource to drive high-quality survival outcome analytics. Cell,
173(2), 400-416.E11. https://doi.org/10.1016/j.cell.2018.02.052
Zhao, B. S., Roundtree, 1. A., He, C. (2017). Post-transcriptional
gene regulation by mRNA modifications. Nature Reviews
Molecular Cell Biology, 18(1), 31-42. https://doi.org/10.1038/
nrm.2016.132

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

HUI ZHOU et al.

Li, R, Han, D,, Shi, J., Han, Y., Tan, P. et al. (2020). Choosing
tumor mutational burden wisely for immunotherapy: A hard
road to explore. Biochimica et Biophysica Acta Reviews on
Cancer, 1874(2), 188420. https://doi.org/10.1016/j.bbcan.2020.
188420

Choucair, K., Morand, S., Stanbery, L., Edelman, G., Dworkin, L.
et al. (2020). TMB: A promising immune-response biomarker,
and potential spearhead in advancing targeted therapy trials.
Cancer Gene Therapy, 27(12), 841-853. https://doi.org/10.1038/
$41417-020-0174-y

Bonneville, R., Krook, M. A,, Kautto, E. A., Miya, J., Wing, M. R.
et al. (2017). Landscape of microsatellite instability across 39
cancer types. JCO Precision Oncology, 1, 1-15. https://doi.org/
10.1200/p0.17.00073

Thorsson, V., Gibbs, D. L., Brown, S. D., Wolf, D., Bortone, D. S.
et al. (2018). The immune landscape of cancer. Immunity, 48(4),
812-830.E14. https://doi.org/10.1016/j.immuni.2018.03.023
Malta, T. M., Sokolov, A., Gentles, A. J., Burzykowski, T.,
Poisson, L. et al. (2018). Machine learning identifies stemness
features associated with oncogenic dedifferentiation. Cell,
173(2), 338-354.E15. https://doi.org/10.1016/j.cell.2018.03.034
Mao, Y., Xu, Y., Chang, J., Chang, W, Lv, Y. et al. (2022). The
immune phenotypes and different immune escape mechanisms
in colorectal cancer. Frontiers in Immunology, 13, 968089.
https://doi.org/10.3389/fimmu.2022.968089

Yuan, H., Yan, M., Zhang, G., Liu, W., Deng, C. et al. (2019).
CancerSEA: A cancer single-cell state atlas. Nucleic Acids
Research, 47(D1), D900-D908. https://doi.org/10.1093/nar/
gkx939

Tsvetkov, P., Coy, S., Petrova, B., Dreishpoon, M., Verma, A.
et al. (2022). Copper induces cell death by targeting lipoylated
TCA cycle proteins. Science, 375(6586), 1254-1261. https://doi.
org/10.1126/science.abf0529

Li, C, He, C, Xu, Y., Xu, H,, Tang, Y. et al. (2019). Alternol
eliminates excessive ATP production by disturbing Krebs cycle
in prostate cancer. The Prostate, 79(6), 628-639. https://doi.
org/10.1002/pros.23767

Fernandez Rodriguez, G., Cesaro, B., Fatica, A. (2022). Multiple
roles of m6A RNA modification in translational regulation in
cancer. International Journal of Molecular Sciences, 23(16),
8971. https://doi.org/10.3390/ijms23168971

Qu, X, Zhang, Y., Sang, X., Ren, D., Zhao, H. et al. (2022).
Methyladenosine modification in RNAs: From regulatory roles
to therapeutic implications in cancer. Cancers, 14(13), 3195.
https://doi.org/10.3390/cancers14133195

Li, M., Tao, Z., Zhao, Y., Li, L, Zheng, J. et al. (2022). 5-
methylcytosine RNA methyltransferases and their potential
roles in cancer. Journal of Translational Medicine, 20(1), 214.
https://doi.org/10.1186/s12967-022-03427-2

Klutstein, M., Nejman, D., Greenfield, R., Cedar, H. (2016). DNA
methylation in cancer and aging. Cancer Research, 76(12), 3446-
3450. https://doi.org/10.1158/0008-5472.can-15-3278

Jones, P. A., Baylin, S. B. (2007). The epigenomics of cancer. Cell,
128(4), 683-692. https://doi.org/10.1016/.cell.2007.01.029
Fumet, J. D., Truntzer, C., Yarchoan, M., Ghiringhelli, F. (2020).
Tumour mutational burden as a biomarker for immunotherapy:
Current data and emerging concepts. European Journal of
Cancer, 131, 40-50. https://doi.org/10.1016/j.ejca.2020.02.038
Dudley, J. C., Lin, M. T., Le, D. T., Eshleman, J. R. (2016).
Microsatellite instability as a biomarker for PD-1 blockade.



https://doi.org/10.1038/s41422-020-0343-4
https://doi.org/10.1038/s41422-020-0343-4
https://doi.org/10.1126/science.aar4060
https://doi.org/10.1126/science.aar4060
https://doi.org/10.1093/jnci/djx071
https://doi.org/10.1007/s10545-010-9061-2
https://doi.org/10.1007/s10545-010-9061-2
https://doi.org/10.1016/j.cell.2011.02.013
https://doi.org/10.1016/j.cell.2011.02.013
https://doi.org/10.1016/j.cmet.2015.12.006
https://doi.org/10.1016/j.cmet.2015.12.006
https://doi.org/10.1016/j.ccr.2012.02.014
https://doi.org/10.1186/s13046-022-02437-8
https://doi.org/10.1186/s13046-022-02437-8
https://doi.org/10.3389/fimmu.2022.919231
https://doi.org/10.3389/fimmu.2022.919231
https://doi.org/10.3390/genes13050851
https://doi.org/10.1186/s12859-022-04894-6
https://doi.org/10.1042/bsr20201427
https://doi.org/10.1016/j.cell.2018.02.052
https://doi.org/10.1038/nrm.2016.132
https://doi.org/10.1038/nrm.2016.132
https://doi.org/10.1016/j.bbcan.2020.188420
https://doi.org/10.1016/j.bbcan.2020.188420
https://doi.org/10.1038/s41417-020-0174-y
https://doi.org/10.1038/s41417-020-0174-y
https://doi.org/10.1200/po.17.00073
https://doi.org/10.1200/po.17.00073
https://doi.org/10.1016/j.immuni.2018.03.023
https://doi.org/10.1016/j.cell.2018.03.034
https://doi.org/10.3389/fimmu.2022.968089
https://doi.org/10.1093/nar/gky939
https://doi.org/10.1093/nar/gky939
https://doi.org/10.1126/science.abf0529
https://doi.org/10.1126/science.abf0529
https://doi.org/10.1002/pros.23767
https://doi.org/10.1002/pros.23767
https://doi.org/10.3390/ijms23168971
https://doi.org/10.3390/cancers14133195
https://doi.org/10.1186/s12967-022-03427-2
https://doi.org/10.1158/0008-5472.can-15-3278
https://doi.org/10.1016/j.cell.2007.01.029
https://doi.org/10.1016/j.ejca.2020.02.038

A COMPREHENSIVE AND SYSTEMATIC ANALYSIS OF DIHYDROLIPOAMIDE S-ACETYLTRANSFERASE 17

33.

34.

35.

36.

Clinical Cancer Research, 22(4), 813-820. https://doi.org/10.
1158/1078-0432.ccr-15-1678

Liu, L., Bai, X., Wang, J., Tang, X. R, Wu, D. H. et al. (2019).
Combination of TMB and CNA stratifies prognostic and
predictive responses to immunotherapy across metastatic
cancer. Clinical Cancer Research, 25(24), 7413-7423. https://
doi.org/10.1158/1078-0432.ccr-19-0558

Samstein, R. M., Lee, C. H., Shoushtari, A. N., Hellmann, M. D.,
Shen, R. et al. (2019). Tumor mutational load predicts survival
after immunotherapy across multiple cancer types. Nature
Genetics, 51(2), 202-206. https://doi.org/10.1038/s41588-018-
0312-8

van Velzen, M. J. M., Derks, S., van Grieken, N. C. T., Haj
Mohammad, N., van Laarhoven, H. W. M. (2020). MSI as a
predictive factor for treatment outcome of gastroesophageal
86, 102024.

adenocarcinoma. Cancer Treatment Reviews,
https://doi.org/10.1016/j.ctrv.2020.102024

He, Y., Zhang, L., Zhou, R., Wang, Y., Chen, H. (2022). The role
of DNA mismatch repair in immunotherapy of human cancer.
International Journal of Biological Sciences, 18(7), 2821-2832.
https://doi.org/10.7150/ijbs.71714

37.

38.

39.

40.

41.

42.

Binnewies, M., Roberts, E. W., Kersten, K., Chan, V., Fearon,
D. F. et al. (2018). Understanding the tumor immune micro-
environment (TIME) for effective therapy. Nature Medicine,
24(5), 541-550. https://doi.org/10.1038/s41591-018- 0014-x
Hinshaw, D. C., Shevde, L. A. (2019). The tumor
microenvironment innately modulates cancer progression.
Cancer Research, 79(18), 4557-4566. https://doi.org/10.1158/
0008-5472.can-18-3962

Wu, T, Dai, Y. (2017). Tumor microenvironment and
therapeutic response. Cancer Letters, 387, 61-68. https://doi.
org/10.1016/j.canlet.2016.01.043

Yoshihara, K., Shahmoradgoli, M., Martinez, E., Vegesna, R,
Kim, H. et al. (2013). Inferring tumour purity and stromal and
immune cell admixture from expression data. Nature
Communications, 4, 2612. https://doi.org/10.1038/ncomms3612
Aran, D., Sirota, M., Butte, A. J. (2015). Systematic pan-cancer
analysis of tumour purity. Nature Communications, 6, 8971.
https://doi.org/10.1038/ncomms9971

Lei, X,, Lei, Y., Li, J. K, Du, W. X, Li, R. G. et al. (2020). Immune
cells within the tumor microenvironment: Biological functions
and roles in cancer immunotherapy. Cancer Letters, 470, 126-
133. https://doi.org/10.1016/j.canlet.2019.11.009



https://doi.org/10.1158/1078-0432.ccr-15-1678
https://doi.org/10.1158/1078-0432.ccr-15-1678
https://doi.org/10.1158/1078-0432.ccr-19-0558
https://doi.org/10.1158/1078-0432.ccr-19-0558
https://doi.org/10.1038/s41588-018-0312-8
https://doi.org/10.1038/s41588-018-0312-8
https://doi.org/10.1016/j.ctrv.2020.102024
https://doi.org/10.7150/ijbs.71714
https://doi.org/10.1038/s41591-018-0014-x
https://doi.org/10.1158/0008-5472.can-18-3962
https://doi.org/10.1158/0008-5472.can-18-3962
https://doi.org/10.1016/j.canlet.2016.01.043
https://doi.org/10.1016/j.canlet.2016.01.043
https://doi.org/10.1038/ncomms3612
https://doi.org/10.1038/ncomms9971
https://doi.org/10.1016/j.canlet.2019.11.009

	A comprehensive and systematic analysis of Dihydrolipoamide S-acetyltransferase (DLAT) as a novel prognostic biomarker in pan-cancer and glioma ...
	Introduction
	Materials and Methods
	Results
	Discussion
	flink5
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [300 300]
  /PageSize [612.000 792.000]
>> setpagedevice


