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Abstract
Background  The chromodomain helicase DNA-binding (CHD) family, a group of genes that regulate nucleosome spacing 
and access to transcription factors, contributes to tumorigenesis in various cancers. However, the roles of CHD family 
members in lung cancer remain poorly understood.
Methods  We investigated the transcriptional, survival, and immune data of CHDs in patients with lung cancer from the 
Oncomine, UALCAN, GEPIA, Kaplan–Meier Plotter, TCGA, TIMER, cBioPortal, and CR2Cancer databases. Then, perform 
functional enrichment analysis of CHDs was performed using the Metascape. Finally, the expression of CHD7, CHD8 and 
DNA damage response genes were evaluated by quantitative real-time PCR and western blot.The effects of CHD7 or CHD8 
knockdown on A549 and PC9 cells were measured in vitro by flow cytometry, cell viability and colony formation assays.
Results  We found that except for CHD5, nearly all members of CHDs in lung cancer showed altered expression compared 
with adjacent normal tissues. Moreover, the abnormal expression levels of CHDs were related to the clinical outcome 
of patients with lung adenocarcinoma and, to a lesser extent, patients with lung squamous cell carcinoma, which were 
significantly associated with the immune infiltrating levels of immune cells. Furthermore, the functions of CHDs and their 
neighboring genes are mainly related to DNA repair, the cell cycle, and organelle organization. Finally, cellular experi-
ments conducted in vitro confirmed that CHD7/8 played indispensable roles in DNA damage signaling and cell cycle 
progression in lung adenocarcinoma cells.
Conclusion  This study implied that CHD family members, especially in subclass III, are potential targets of precision 
therapy and new biomarkers for patients with lung cancer.
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AUC​	� Area under the curve
HR	� Hazard ratio
OS	� Overall survival
FP	� Progression survival
CBXs	� Chromobox family

1  Introduction

Lung cancer remains the predominant cause of cancer-related deaths worldwide, making up almost 20% of cancer 
deaths [1]. Histologically, lung cancer is categorized into two main forms: small cell lung cancer (SCLC) and non-
small-cell lung cancer (NSCLC). NSCLC accounts for approximately 85% of all lung cancers and can be further histo-
logically divided into lung adenocarcinoma (LUAD), lung squamous cell carcinoma (LUSC), and large cell carcinoma. 
Lung cancer is often diagnosed at an advanced stage, as patients may experience no or minimal symptoms. Despite 
tremendous advances in lung cancer management in the past decade, the five-year relative percent survival rate 
among patients diagnosed with lung cancer remains approximately 19%  [2]. Thus, the development of early-stage 
diagnosis and effective targeted therapy remains a significant clinical challenge in patients with lung cancer.

A plethora of mutations in epigenetic regulator genes identified recently by next-generation sequencing (NGS) 
highlights the importance of epigenetic dysregulation in cancer initiation, progression, and resistance to therapy [3]. 
In addition to abnormal histone or DNA covalent modifications that have been recognized as cancer drivers, recent 
studies indicate that chromatin remodeling is instrumental in tumorigenesis. The chromodomain helicase DNA-
binding (CHD) family of enzymes is a subfamily of ATP-dependent chromatin remodeller complexes. CHD proteins 
can regulate nucleosome spacing and access to transcription factors using the energy derived from ATP hydrolysis. 
Moreover, inactivation of the CHD family has been implicated in various human cancers [4, 5]. The CHD family encom-
passes nine members (CHD1-9) subdivided into three subclasses according to their chromodomain types and the 
presence or absence of additional motif features [6]. Subclass I (CHD1 and CHD2) has a DNA-binding domain located 
in the C-terminal region [7]. Subclass II, which comprises CHD3, CHD4, and CHD5, contains dual plant homeodomains 
(PHDs) [8]. Subclass III (CHD6, CHD7, CHD8, and CHD9) has Brahma and Kismet domains with unknown functions [9].

Emerging evidence has revealed that subclass I and subclass II CHD proteins function as potential tumor sup-
pressors, and their inactivation contributes to the development of a variety of cancers. Homozygous deletion of 
CHD1, the second most common genetic alteration in prostate cancer, could define a unique subtype of prostate 
cancer [10]. CHD2 has been proposed to prevent breast cancer initiation, and CHD2 mutations are associated with 
chronic lymphocytic leukemia. Among the subclass II members, CHD5 is the most well-studied protein and the first 
to be implicated in various cancers, including neural, epithelial, and hematopoietic malignancies [11]. At the same 
time, little evidence has shown alterations in CHD3 and CHD4 in human cancers. Furthermore, CHD family proteins 
have been implicated in drug resistance to therapy [12–14]. For example, CHD4 could regulate platinum sensitivity 
in the ovarian[12]. Unlike subclass I and II, subclass III CHD family genes have not been extensively investigated in 
cancer since they are more likely associated with developmental disorders and neurological syndromes in the clinic 
[13, 15–18]. Several recent reports suggest that CHD7, CHD8, and CHD9 are linked with cancers and show potential 
as biomarkers [19–21]. Although the dysregulation of CHD family genes has been examined and documented in a 
broad range of cancers, the roles of CHD-type chromatin remodellers in NSCLC, the predominant type of lung cancer, 
are poorly understood.

Therefore, the lack of association between CHD family genes and lung cancer prompts us to address the roles of CHD 
family genes to discover vulnerabilities and potential prognostic markers through integrative analysis of microarray, 
RNA-seq, and genomic profiling data using bioinformatics tools and molecular approaches. In this study, we performed 
a comprehensive analysis of the role of CHDs in lung adenocarcinoma and lung squamous cell carcinoma. In addition, 
we characterized the mutation landscape and expression patterns of CHDs and explored their potential prognostic val-
ues and biological functions. Finally, the potential biological roles of two CHD family members, CHD7 and CHD8, were 
illustrated in lung adenocarcinoma cells using experimental data.
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2 � Material and method

2.1 � Data collection

2.1.1 � TCGA‑LUAD cohort and TCGA‑LUSC cohort

The clinicopathological information and level 3 RNA-Seq data of CHD family genes of 1013 patients with LUAD and 
LUSC were available through the Cancer Genome Atlas (TCGA) portal [22] (https://​tcga-​data.​nci.​nih.​gov/​tcga). In 
addition, the visualized DNA methylation, expression, and clinical data were downloaded from MEXPRESS (https://​
mexpr​ess.​be) [23, 24]. Statistical significance was inferred at a P value < 0.05.

2.1.2 � Oncomine database

Analysis of the mRNA expression data of CHD family genes in various cancers was performed by using the Oncomine 
database (https://​www.​oncom​ine.​org) [25, 26]. Comparisons between the expression of CHD genes in lung cancer 
samples and that in normal controls were performed using a two-tailed Student’s t test. The cut-off of fold change 
and P value were defined as 1.5 and 0.01, respectively.

2.1.3 � UALCAN dataset analysis

Differential expression analysis, prognostic analysis, and cancer type staging in LUAD and LUSC were carried out using 
a standard processing pipeline from UALCAN (http://​ualcan.​path.​uab.​edu), which is an interactive web resource for 
analysing cancer OMICS data [27].

2.1.4 � Human protein atlas

Differential protein expression analysis between LUAD or LUSC and normal tissues was performed using the Human 
Protein Atlas (https://​www.​prote​inatl​as.​org) [28], a proteomic resource that contains immunohistochemistry on tis-
sue microarrays with 44 different tissue types.

2.1.5 � cBioPortal

The mutation profiles of CHD family genes were analysed by a standard processing pipeline in the cBioPortal (https://​
www.​cbiop​ortal.​org), a web-based database analysing multidimensional cancer genomics data. The lung adeno-
carcinoma dataset (TCGA, PanCancer Atlas) and lung squamous cell carcinomas (TCGA, PanCancer Atlas), which 
contained 507 and 469 pathological reports, respectively, were chosen for comprehensive genomic analysis [29, 30].

2.1.6 � CR2Cancer database

The proportion of patients with different DNA copy number statuses in CHDs genes was determined using CR2Can-
cer (http://​cis.​hku.​hk/​CR2Ca​ncer) [31], which is a comprehensive annotation and visualization database for CRs in 
human cancer constructed by high-throughput data analysis (e.g., TCGA and CCLE) and literature mining (PubMed).

2.2 � Survival association analysis

2.2.1 � KM plotter database

The prognostic values of the expression of CHD family genes in patients with lung cancer were assessed using an 
online database, Kaplan–Meier plotter (www.​kmplot.​com). To analyse the OS and PFS of patients with lung cancer, 

https://tcga-data.nci.nih.gov/tcga
https://mexpress.be
https://mexpress.be
https://www.oncomine.org
http://ualcan.path.uab.edu
https://www.proteinatlas.org
https://www.cbioportal.org
https://www.cbioportal.org
http://cis.hku.hk/CR2Cancer
http://www.kmplot.com


Vol:.(1234567890)

Research	 Discover Oncology           (2022) 13:29  | https://doi.org/10.1007/s12672-022-00489-y

1 3

patient samples were split into two groups by median expression (high versus low expression) and assessed by a 
Kaplan–Meier survival plot, with the hazard ratio (HR) with 95% confidence intervals (CIs) and log-rank p value [32].

2.3 � Immune microenvironment association

2.3.1 � TIMER database

The TIMER (https://​cistr​ome.​shiny​apps.​io/​timer) online system is a web server for comprehensive analysis of tumor-
infiltrating immune cells. This study used a database to explore the association between clinical outcome and the abun-
dance of immune infiltrates or CHDs gene expression [33, 34].

2.3.2 � TISIDB database

TISIDB (http://​cis.​hku.​hk/​TISIDB) is a web portal for tumor and immune system interaction, which integrates multiple 
heterogeneous data types. It was used to analyse the relationship between CHDs mRNA expression in CHDs and the 
preimmune stage[35].

2.4 � Functional enrichment analysis

2.4.1 � GEPIA dataset analysis

The correlations between the gene expression levels of the CHD family were analysed by using a standard processing 
pipeline in GEPIA (http://​gepia.​cancer-​pku.​cn), a newly developed interactive web server[36].

2.4.2 � Metascape database

Gene Ontology and pathway enrichment analysis of CHD family genes and neighboring genes associated with CHD 
genes were performed using Metascape (https://​metas​cape.​org) [37].

2.5 � RNA interference

CHD7 and CHD8 siRNAs were designed and synthesized by General Biosystems (Hefei, China). Cells in good condition 
were seeded into 6-well plates at 50% density and transfected with CHD siRNAs or NC-siRNA using Lipo8000 transfec-
tion agent according to the manufacturer’s protocol. After 48 h of culture, cells were collected for further analysis. The 
siRNA sequences were listed as follow:

Control siRNA: 5’- UUC​UCC​GAA​CGU​GUC​ACG​UTT -3’;
siCHD8#1: 5’- GGC​ACG​AUG​UCA​UCG​AAU​UTT -3’;
siCHD8#2: 5’- GCA​AGA​UUC​GGG​AAU​UUA​ATT -3’;
siCHD7#1: 5’-GCU​GAU​GAC​UGG​AAG​AAA​UCG -3’;
siCHD7#2: 5’- GGA​ACA​AGC​CGA​AGG​CAA​ATT -3’.

2.6 � RNA isolation and RT–qPCR

Total RNA was extracted from lung cancer cells using a TransZol Up Plus RNA Kit (TRAN, ER501-01, China). Then, the 
RNA was converted into cDNA using the Evo M-MLV RT Mix Kit (Accurate Biotechnology, AG11728, China) following the 
manufacturer’s instructions. Real-time PCR was performed by a Roche LightCycler 96 Real-Time PCR System. Actin was 
used as an internal control. The primers were as follows:

CHD7-F: 5’-TGA​TGA​GTC​TTT​TTG​GCG​AGG-3’;
CHD7-R: 5’-CTG​GAT​TTT​CCG​GGT​AAC​CAC-3’;
CHD8-F: 5’-AAG​CAA​ATC​GGA​TTG​TAG​CAGA-3’;
CHD8-R: 5’-GGC​AAC​TCG​TCC​TCA​TTT​AAGA-3’;
Actin-F: 5’-TGT​ATG​CCT​CTG​GTC​GTA​CC-3’;
Actin-R: 5’-CAG​GTC​CAG​ACG​CAG​GAT​G-3’;

https://cistrome.shinyapps.io/timer
http://cis.hku.hk/TISIDB
http://gepia.cancer-pku.cn
https://metascape.org
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RAD51-F: 5’-CCT​CCT​CTT​TAA​CGC​CTC​CTG-3’
RAD51-R: 5’-GGG​GAC​AAC​TCC​CAG​ACT​TTTT-3’

2.7 � Cell cycle analysis

After knockdown of CHD family genes, the cells were fixed with EtOH at − 20 °C for 24 h. Fixed cells were then stained 
with PI/RNase staining buffer (BD Pharmingen, Franklin, NJ, USA). The percentage of cells in each cell cycle phase was 
determined using ModFit software (Verity Software House, Topsham, ME, USA).

2.8 � Western blot analysis

Cell lysates were prepared in lysis buffer (150 mM NaCl, 50 mM Tris–HCl, 1% Triton-X-100, 1 mM EDTA, EDTA-free PhosS-
top, and complete protease inhibitor mixture (Roche Applied Science)) on ice for 30 min. Subsequently, the cell debris 
was removed by centrifugation at 13,000 rpm for 10 min at 4 °C. The total protein concentration in the supernatant fluid 
was determined using a bicinchoninic acid (BCA) protein assay kit (Sangon Biotech, China). Finally, the proteins were 
denatured and then separated on polyacrylamide gels and reacted with specific primary and secondary antibodies. 
Proteins were visualized using an ECL chemiluminescence detection system. The antibodies used were as follows: γH2AX 
(1:1000, CST 2577), RAD51 (1:1000, Abcam ab133534), p-CHK1 (1:1000, Ser317, CST 12302), β-actin (1:1000, Transgen 
HC201-02), rabbit IgG (1:3000, CST 7074), mouse IgG (1:3000, CST 7076), p-RPA2 (1:1000, Ser4, Ser8, NBP1-23017), and 
CHK1 (1:1000, CST 2G1D5).

2.9 � Cell culture

The non-small-cell lung cancer cell lines A549 and PC9 were cultured in RPMI-1640 complete medium containing 10% 
fetal bovine serum and 1% penicillin/streptomycin at 37 °C in a humidified atmosphere of 95% air and 5% CO2.

2.10 � Cell viability assays

At 48 h posttransfection, cells (3000 per well) were seeded into 96-well plates and cultured for 72 h. Cell viability was 
assessed by the CellTiter-Glo Luminescent assay (Promega, USA), and luminescence was recorded using an Envision 
PerkinElmer porous plate microplate reader.

2.11 � Statistical analysis

All in vitro analyses were repeated at least three times. P values < 0.05 were considered statistically significant. The quan-
titative results were analysed by two-tailed unpaired Student’s t tests in GraphPad Prism software.

2.12 � Colony formation assay

After knockdown treatment, the cells were cultured in a six-well plate until the clone size was appropriate (more than 
10 days), and then the medium was removed and cleaned with PBS. Methanol was used to fix the cells for 1 min, sucked 
out and 1 ml 0.1% crystal violet solution was added to each well. Finally, the samples were dyed for 15 min, rinsed, dried 
and photographed.

2.13 � In vitro EdU incorporation assay

EDU staining was performed using the BeyoClick™ EdU Cell Proliferation Kit with Alexa Fluor 488 (Beyotime). After knock-
down of CHD7/8, the cells were cultured overnight in a six-well plate. Then EDU dye was added to the six-well plate until 
the final concentration reached 10uM. Cells were collected after 2 h of culture, which were fixed with 4% paraformalde-
hyde. After 15 min of fixation, the cells were permeated with 0.3% Triton X-100. Finally, the cells were stained with dye 
solution, sealed,and photographed.
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2.14 � Drug dose response curves

Cells transfected siControl, siCHD7#1, or siCHD8#1 were cultured in 96-well plates overnight and treated with different 
doses of cisplatin or paclitaxel for 24 h. Then assessed cell viability and used an IC50 model of GraphPad to determine 
IC50 values.

Fig. 1   Aberrant expression of CHDs in lung cancer. A Vocano plots illustrating differential changes in CHDs in lung adenocarcinoma versus 
normal tissues from TCGA database; b Vocano plots illustrating differential change of CHDs in lung squamous cell carcinoma versus normal 
tissues from TCGA database. Values are presented as log2. Gray, p > 0.05; Green, p < 0.05; Orange, p < 0.05;. T, primary tumor. N, normal tissue. 
LUAD, lung adenocarcinoma, LUSC, lung squamous cell carcinoma. B a mRNA expression of CHDs in 56 paired lung adenocarcinoma and 
adjacent normal tissues from the TCGA database; b 49 paired lung squamous cell carcinoma and adjacent normal tissues from the TCGA 
database. *p < 0.05, **p < 0.01, ***p < 0.001. C Representative immunohistochemistry images of CHDs in lung cancer and normal lung tissues 
(Human Protein Atlas). Left panel, normal lung tissues. Middle panel, LUAD. Right panel, LUSC. D Boxplot showing the association between 
CHD expression and tumor stages
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Fig. 2   The association of CHD expression with genetic alterations in lung cancer. A OncoPrint showing the distribution and proportion of 
samples with genetic alterations in CHD genes in LUAD and LUSC; B a The contribution of copy number variation to gene expression vari-
ation in LUAD and LUSC; b Left panel, the proportion of samples with copy number variations for each CHD gene in LUAD or LUSC. Right 
panel, the correlation of copy number variation and CHD expression
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3 � Results

3.1 � Altered expression of CHDs in patients with lung cancer

Nine different CHD family members are expressed in mammalian cells. The transcriptional levels of nine CHDs in 20 dif-
ferent types of cancer diseases were determined using the Oncomine database. The results revealed that CHD4/6/7/8 
was significantly upregulated in multiple datasets in lung cancer compared with normal tissues. Meanwhile, CHD1/2/3/9 
were downregulated in lung cancer (Fig. S1A, p < 0.01, F > 1.5). Specifically, the gene expression level of CHD4 was signifi-
cantly upregulated in three data cohorts (Stearman Lung, Fold Change = 1.513; Hou Lung, Fold Change = 1.744; Selamat 
Lung, Fold Change = 1.75). Similarly, the expression level of CHD5 was upregulated in two subtypes of lung cancer, lung 
carcinoma (fold change = 8.841) and small cell lung carcinoma (fold change = 6.562). Compared to normal samples, CHD7 
was overexpressed in large cell lung carcinoma with a fold change of 2.741, papillary lung adenocarcinoma with a fold 
change of 1.162, and lung adenocarcinoma with a fold change of 1.491. The expression level of CHD8 was upregulated 
in Selamat Lung (fold change = 1.847), whereas the expression level of CHD9 was uniformly downregulated in four data 
cohorts (Yamagata Lung, fold change = − 1.451; Yamagata Lung, fold change = − 1.43; Landi Lung, fold change = − 1.404, 
Okayama Lung, fold change = − 1.19) (Table. S1).

To investigate the deregulation of CHDs in lung adenocarcinoma (LUAD) and squamous cell carcinoma (LUSC), the two 
main subtypes of lung cancer, the mRNA expression of CHDs was further analyzed using the UALCAN portal, which is an 
interactive tool for analyzing TCGA RNA-sequencing data. The results showed that the expression levels of CHD4/6/7/8 
in LUAD and CHD3/4/6/7/8 in LUSC were significantly elevated, whereas CHD9 in LUAD and CHD1/2/9 in LUSC were 
decreased compared with normal tissues (Fig. S2B, C). Furthermore, the RNA-sequencing data of 56 paired LUAD and 
matched adjacent non-tumor tissues and 49 paired LUSC and matched adjacent non-tumor tissues were further ana-
lyzed. As shown in Fig. 1A_a/b, B_a/b, consistent with the observations from Oncomine data and UALCAN analysis, the 
expression of CHD4/6/7/8 was significantly upregulated in both LUAD and LUSC. In contrast, the mRNA levels of CHD1 
and CHD3 in LUAD presented the opposite tendency to that in LUSC.

We next evaluated the relationship between the mRNA expression levels of CHDs and the different clinicopathologi-
cal subgroups of patients in the TCGA lung cancer cohort. As shown in Fig. 1D, the upregulated mRNA expression levels 
of CHD4/7 were significantly associated with high cancer stages in LUAD. These features were also observed in LUSC, 
although to a lesser extent. Interestingly, unlike LUAD, the decrease in CHD1/2 mRNA expression levels in LUSC was sig-
nificantly associated with cancer stage. Then, protein is the primary carrier of gene function. Furthermore, a comparative 
investigation of the protein expression patterns of CHDs in lung cancer was performed using annotated images from 
the Human Protein Atlas. Similar to the transcriptional alterations, the protein levels of CHD1 and CHD4 were remark-
ably higher in LUAD, and the proteins of CHD2 and CHD9 were expressed at lower levels in LUAD than in normal tissues. 
However, the expression of CHD3 was low, contrary to the change in RNA levels. Similarly, CHD2, CHD3, CHD4, and CHD9, 
but not CHD1, were consistent with the RNA expression levels in LUSC (Fig. 1C). In short, these findings indicate that 
the expression of CHD family members is associated with patients with different histological types of lung cancer and 
correlated with the tumor stages of patients with lung cancer, suggesting that CHDs might play significant roles in the 
tumorigenesis and progression of lung cancer, particularly LUAD and LUSC.

3.2 � Genetic alterations of CHDs in lung cancer

Genetic alterations that occur in coding regions could influence gene expression and might contribute to tumorigenesis. 
Therefore, we analyzed the somatic mutation spectrum of CHDs by using the cBioPortal online tool for LUAD and LUSC. 
CHD genes were altered in 188 samples of 507 patients with lung adenocarcinoma (37%). Two or more alterations were 
detected in almost 1/4 of the samples (Fig. 2A). Notably, CHD5, CHD6, CHD7, and CHD8 were the four most frequently 
altered genes (7%, 8%, 10%, and 7%, respectively). Similarly, in the 469 sequenced LUSC patients, genetic alterations 
were found in 177 LUSC patients, and the total mutation rate was 37% (Fig. 2A). To address whether genomic structural 
variations, especially DNA copy number variation (CNV), play significant roles in modulating the expression of CHDs, the 
CR2Cancer and MEXPRESS online tools were applied to explore the transcriptional consequences of CHD CNV. First, the 
DNA copy number statuses of CHDs were characterized by the CR2Cancer database. The results showed a significantly 
greater percentage of copy number losses of CHD1/2/3 in LUAD and CHD1/3/8/9 in LUSC. In contrast, copy number 
gains of CHD 4/6/7 were commonly observed in both LUAD and LUSC (Fig. 2B_b). MEXPRESS online tool was then used 
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Fig. 3   The correlation between CHD expression and clinical prognosis in patients with lung cancer. A ROC analysis of CHD expression for distinguish-
ing lung cancer from normal lung tissues. left panel, LUAD; right panel, LUSC; B Kaplan–Meier analysis showing that expression of CHD6/7/8 was 
linked to overall survival in LUAD; C a Forest plots showing the association between the mRNA expression levels of CHDs and overall survival in LUAD 
and LUSC; b Forest plots showing the association between the mRNA expression levels of CHDs and first progression survival in LUAD and LUSC
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to elucidate the association between CHD CNV and RNA expression in lung cancer. Analysis of over 1000 lung cancers 
of known copy number of CHD 6/7/8/9 showed a clear correlation between CNV state and transcript expression in LUAD 
and LUSC (Fig. 2B_b, Fig. S1F). CHD 1/2/3/4 also showed similar patterns but to a lesser extent (Fig. S1D, E). These results 
implied that CHD genes were mutated infrequently, and the deregulation of CHDs might be partly due to copy number 
variation in LUAD and LUSC.

3.3 � Prognostic values of CHD genes in patients with lung cancer

Receiver operating characteristic (ROC) curves were plotted to determine the diagnostic efficiency of CHD expression 
in discriminating lung cancer patients from healthy individuals. The data showed that CHD4 had the highest area under 
the curve (AUC = 0.79). CHD7 had the second-highest AUC score (0.72). The AUCs of other CHDs, including CHD1, CHD2, 
CHD3, CHD6, CHD8, and CHD9, were lower than 0.70 in LUAD (Fig. 3A, Fig. S1G). The diagnostic sensitivity of CHDs was 
also assessed in LUSC. As shown in Fig. 3A and Supplementary Fig. 1H, transcriptional levels of CHD1/4/8 were associated 
with greater diagnostic accuracy. Among them, the AUC value of CHD4 had the highest AUC value, which was 0.86 with 
a sensitivity of 79.6% and specificity of 89.8%. To date, the potential prognostic value of CHD family members remains 
largely unknown. Therefore, we analyzed the correlation between the mRNA levels of CHDs and the survival of patients 
with lung cancer by using publicly available datasets. The patients were separated into high and low expression groups 
based on the cut-off value. Kaplan–Meier (KM) curve analyses showed that all CHD family members were significantly 
associated with the overall survival (OS) of LUAD patients. Among these genes, CHD3, CHD7, and CHD8 were risk genes, 
with a hazard ratio (HR) of > 1 and a log-rank P value of < 0.05. Conversely, CHD1, CHD2, CHD4, CHD6, and CHD9 were 
protective genes, with an HR of < 1 and a log-rank P value of < 0.05 (Fig. 3B, 3C_a, Fig. S2C). In contrast, only CHD1/4/8 
was significantly correlated with the OS of LUSC patients (Fig. 3C_b, Fig. S2D). Moreover, almost all CHD genes correlated 
with the first progression survival (FP) of LUAD patients (Fig. 3C_a, Fig. S2C), while only CHD1/6/7/9 was significantly 
associated with the FP of LUSC patients (Fig. 3C_b, Fig. S2D). These results indicated that transcriptional expression of 
CHD family genes might be helpful in the prognosis of NSCLC patients, even though CHD2/3/6/7/9 were not independ-
ent predictors of OS and CHD2/3/4/8 were not independent predictors of FP in LUSC patients.

3.4 � Correlations between CHD family genes and immune infiltration levels

The TISIDB online tool was applied to explore the relationship between mRNA expression levels of CHDs and immune 
subtypes of NSCLC patients. It was evident from the illustration in Figure. As shown in Fig. 4A, CHD2, CHD3, CHD4, 
CHD6, and CHD9 were significantly associated with immune subtypes of both LUAD and LUSC. Meanwhile, CHD7 was 
only related to the immune staging of LUAD (Fig. S3A & Fig. S3B). Next, we wondered whether the expression of CHDs 
was involved in immune cell infiltration, which might affect the prognosis of lung cancer patients. Correlation analysis 
using the TIMER database showed that CHD1/2/4/8/9 expression was positively correlated with the infiltration of CD8 + T 
cells, CD4 + T cells, macrophages, neutrophils, and dendritic cells, and CHD1/2/3/5/6/9 was positively correlated with 
B cell infiltration in LUAD. Notably, CHD3 was positively associated with the infiltration of CD4 + T cells, macrophages, 
neutrophils, and dendritic cells and negatively correlated with CD8 + T cell infiltration in LUAD. Similarly, all CHD fam-
ily members were strongly linked to CD8 + T cell infiltration in LUSC. However, CHD family members displayed weak or 
no correlation with the infiltration of other immune cells in LUSC (Fig. 4B, Fig. S3C & Fig. S3D). As shown in Fig. 4C, the 
abundance of infiltrating B cells, CD8 + T cells, and dendritic cells was significantly positively correlated with the clinical 
prognosis of LUAD patients. In contrast, the degree of infiltration of CD4 + T cells and dendritic cells was significantly 
negatively associated with overall survival in LUSC (Fig. 4C). In summary, it was apparent that CHD family genes played 
indispensable roles in the lung cancer immune microenvironment, which likely affects the survival of LUAD and LUSC by 
influencing the level of immune cell infiltration. To further explore the role of the CHD family in tumor immune infiltra-
tion, B cells, CD8 + T cells, CD4 + T cells, macrophages, neutrophils, and CHD1/2/3/4/6/7/8/9 cells were used to construct 

Fig. 4   The association of CHDs with immune infiltrate levels in lung cancer. A The relationship between CHD expression and immune sub-
types in LUAD (up) and LUSC (down); B The association between CHD expression and immune infiltration levels in LUAD (left panel) and 
LUSC (right panel); C Kaplan–Meier analysis of immune infiltrate levels in patients with lung cancer. Top panel, LUAD; bottom panel, LUSC; 
D The Cox proportional hazard model of eight CHD genes and six tumor-infiltrating immune cells in patients with lung cancer. Left panel, 
LUAD; right panel, LUSC
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a Cox proportional hazards model using TIMER online tools. The results showed that the infiltration of B cells (P = 0.001) 
and the expression of CHD1 (P = 0.003) and CHD6 (P = 0.012) were significantly correlated with the clinical outcomes of 
patients with LUAD (Fig. 4D). Unfortunately, we did not find a significantly correlated variable factor in LUSC (Fig. 4D).

Fig. 5   Functional enrichment analysis of CHDs in patients with lung cancer. A heatmap showing the correlation between different CHDs in 
LUAD (left panel) and LUSC (right panel); red cells indicate co-occurrence; The numbers in the color blocks represent the r-values; B Gene 
Ontology enrichment analysis of CHD co-expression genes. LUAD: |r|> 0.4, LUSC: |r|> 0.4; C Bubble diagram displaying the GO and KEGG 
functional enrichment results of CHD7 co-expression genes (left panel) and CHD8 co-expression genes (right panel). LUAD: |r|> 0.4, LUSC: 
|r|> 0.35
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3.5 � Functional enrichment analysis of the CHDs family in patients with non‑small‑cell lung cancer

To dissect the function of CHDs in non-small-cell lung cancer, we first explored the potential co-expression genes of 
CHDs using the GEPIA database. Pearson’s correlation analysis revealed significant correlations in the following CHDs: 
CHD1 with CHD2/3/4/6/7/8/9; CHD2 with CHD3/4/6/7/8/9; and CHD3 with CHD4/6/7/8 and CHD4 with CHD6/7/8; and 
CHD6 with CHD7/8/9; and CHD7 with CHD8 in LUAD and LUSC. Differently, CHD9 and CHD7/8 showed a correlation 
in LUSC (Fig. 5A). These results indicated that CHDs interact with each other during the pathogenesis of lung cancer. 
Then, a GGI network for CHDs and the genes that strongly interact with the CHDs family in shared protein domains, 
physical interactions, co-expression, and pathways were constructed using GeneMANIA online tools. As seen from the 
Supplementary Fig. 4A, CBXs family were closely associated with CHDs. Notably, C17orf64 has the highest correlation 
score with CHD1 and CHD2. Next, we selected genes that were coexpressed with CHDs for functional enrichment 
analysis using Metascape online tools. The selected GO analysis results showed that ribonucleoprotein complex 
biogenesis, DNA repair, regulation of the cell cycle, organelle organization, covalent chromatin modification, and 
mRNA processing were highly related to the expression of CHDs in both LUAD and LUSC (Fig. 5B). Then, we selected 
CHD7 and CHD8, two members of subclass III whose biological function remains largely unknown in lung cancer, for 
subsequent pathway and function enrichment in LUAD and LUSC.

In LUAD, we selected genes common to 2 groups (|r|> 0.4) and found that CHD7 and CHD8 were related to DNA 
repair after GO analysis and to the cell cycle after Reactome Gene Sets analysis. In LUSC, we selected genes common 
in 2 groups (|r|> 0.35), which are related to the regulation of the cell cycle process, DNA repair, and other pathways 
(Fig. 5C). Subsequently, we performed GO analysis on related genes of the CHD family, which was similar to the 
enrichment analysis results by the Metascape. In particular, in LUAD, the CHD family was associated with DNA dam-
age and DNA repair, which we focused on identification by cellular experiments.

3.6 � Chd7/8 loss affects cell proliferation and cycle progression

Because CHD7 and CHD8 were discovered as crucial genes among the CHD family members and were associated 
with the cell cycle and DNA repair in LUAD, we speculated that CHD7 and CHD8 play indispensable roles in cell cycle 
progression and the DNA damage response. To test this hypothesis, the expression of CHD7 and CHD8 was knocked 
down using siRNAs in A549 and PC9 cells (Fig. 6A). CellTiter-Glo luminescent assays revealed that cell viability was 
significantly inhibited upon knockdown of CHD7 and CHD8 (Fig. 6C). In addition, EDU staining assay suggested that 
CHD7 and CHD8 silencing could inhibit cell proliferation in both A549 and PC9 cells (Fig. 6D, 6E). Moreover, clonogenic 
assays showed that silencing of CHD7 and CHD8 significantly inhibited cell growth (Fig. 6F, 6G). First, we assessed 
the prognostic effects of CHD7 and CHD8 in the GSE3213 and MICHIGAN-LC databases, respectively, and the results 
further indicated that high expression of CHD7 (HR = 1.57, p < 0.05) or CHD8 (HR = 1.55, p < 0.05) may lead to a worse 
prognosis in LUAD patients (Fig. S2A, S2B). We then determined the knockdown of CHD7 and CHD8 on cell cycle 
progression by flow cytometic analysis. As a matter of fact, CHD7 and CHD silencing induced downregulation of 
G2/M, and decreased expression of CHD8 triggered S arrest (Fig. 6B). Taken together, the above results indicate that 
CHD7 and CHD8 are involved in cell proliferation and cell cycle progression.

3.7 � CHD7/8 loss impairs the CHK1 DNA damage response

We also assessed the effect of CHD7 and CHD8 knockdown on the DNA damage response. Western blot analysis of 
γH2AX, a classic DSB marker, demonstrated that γH2AX accumulated in CHD7 and CHD8 knockdown cells (Fig. 7D). 
We then aimed to explore the impact of the downregulation of CHD7 and CHD8 on DNA damage repair activity. The 
expression of RAD51, an essential recombinase in homologous recombination repair, was remarkably decreased at 
the mRNA and protein levels, when CHD7/8 was knocked down (Fig. 7B, C). Consistent with the western blot results, 
in the TCGA data analysis of LUAD, we found that the RNA expression of RAD51 was positively correlated with the RNA 
expression of CHD7/8 (Fig. 7A). Furthermore, p-CHK1 was significantly downregulated and p-RPA2 was upregulated 
after knocking down CHD7/8 (Fig. 7D). These observations suggest that CHD7/8 is involved in the regulation of DNA 
damage repair. To explore the chemosensitizing potential of targeting CHD7/8, we treated A549 and PC9 cells with a 
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range of concentrations of cisplatin and paclitaxel to assess cell viability in the absence of CHD7/8. The results showed 
that either CHD7 or CHD8 silencing could enhance the cytotoxic activity of two commonly used chemotherapeutic 
drugs (cisplatin and paclitaxiel) (Fig. 7E).

4 � Discussion

High-throughput sequencing and biological experiments have established that CHD family members are associated 
with the occurrence and progression of a variety of cancer types. Although the functions of some members of CHDs 
have been discovered and demonstrated in lung cancer, systematic bioinformatics analysis of CHDs remains under 
investigation. The present study analyzed the expression, genetic alterations, prognostic values, and immune infil-
trates of different CHD family members in non-small-cell lung cancer. Moreover, the predicted functions of CHD7 and 
CHD8 by KEGG were validated. Thus, our study provided the first systemic analysis of CHD family members in lung 
cancer as therapeutic targets for the diagnosis, prognosis, and treatment of non-small-cell lung cancer.

Our study showed that genetic alterations of CHDs are much less common in lung cancer than in gastric and 
colorectal cancers [12]. Among the nine CHD members, CHD7 is the most commonly mutated gene in lung adeno-
carcinoma and squamous cell carcinoma, with a mutation frequency of 6%. Additionally, CHD7 is the most commonly 
amplified in lung adenocarcinoma. In contrast, the expression of most CHD genes was frequently dysregulated. For 
example, in lung adenocarcinoma, CHD1/4/6/7/8 was significantly overexpressed, whereas CHD3 was downregulated. 
Compared with normal lung tissues, the expression of CHD4/6/7/8 in lung squamous cell carcinoma was higher, 
while the expression of CHD1/2, and to a less extent, was lower. Interestingly, we found that gene amplification and 
deletion might partially contribute to the dysregulation of those CHD genes. In addition, the results from our study 
demonstrated that the mRNA expression of CHD4/6/7/8 was remarkably linked with cancer stage in patients with 
lung adenocarcinoma, and CHD1/2/4/6/7/9 was associated with cancer stage in patients with lung squamous cell 
carcinoma. These different expression patterns and associations with tumor grades between adenocarcinoma and 
squamous cell carcinoma suggested that CHDs have a distinct effect on tumorigenesis in different tissues.

An accumulating body of literature indicates that the members of subclasses I and II function as tumor suppres-
sors in a broad range of cancers [38–41]. In this study, the expression of CHD4 was higher in lung cancer than in 
normal tissues. However, low CHD4 expression was significantly correlated with poor OS and FP in all of the patients 
with lung adenocarcinoma, which seemed contradictory to the role of CHD4 as a tumor suppressor in other cancer 
types. Similar paradoxical phenomena also existed in lung squamous cell carcinoma, in which CHD1/2 was down-
regulated and its high expression was associated with poor OS and FP, and in lung adenocarcinoma, in which CHD3 
was downregulated, its high expression was linked to poor OS and FP. More functional data are needed to further 
demonstrate and elucidate the roles of CHD4.

Unlike the subclasses I and II CHD proteins, subclass III CHDs have been poorly understood in lung cancer. An 
in-frame duplication of exons 3–7 of CHD7 and PVT1-CHD7 fusion has been identified in small cell lung cancer 
cells [42]. The results from our study showed that subclass III CHD genes appear to be strongly linked to both lung 
adenocarcinoma and squamous cell carcinoma. The expression of CHD7/8 in lung cancer tissues was higher than 
that in normal tissues. Furthermore, higher CHD7/8 expression was significantly correlated with poor OS and FP in 
all patients with lung adenocarcinoma and, to a lesser extent, lung squamous cell carcinoma. These observations 
indicate that CHD7/8 has an oncogenic function in lung cancer. These data highlight the critical roles of CH7/8 in 
lung cancer, especially in lung adenocarcinoma. Although CHD6 was overexpressed, its high expression level seems 
to be associated with a poor prognosis. The conflicting roles of CHD6 warrant further clarification.

Aberrant chromatin remodeling has also been found to be involved in the occurrence of cancer but also to impact 
the tumor immune environment. We first explored the correlations between CHD family genes and preimmune stages. 
The results indicated that the remaining genes, apart from CHD1 and CHD8, were strongly linked to preimmune stages 

Fig. 6   The effects of CHD7/8 knockdown on cell viability and cell cycle progression in lung adenocarcinoma. A RT–qPCR analysis showing 
efficient silencing of CHD7 (left panel) and CHD8 (right panel). B The effect of CHD7/8 depletion in A549 and PC9 cells on cell cycle progres-
sion. C The effect of CHD7/8 depletion in A549 and PC9 cells on cell viability. Cell viability was determined using the Cell Titer-Glo lumines-
cent cell viability assay. D Quantification of EDU positive cells from EDU staining in A549 and PC9 cells with control, CHD7 or CHD8 knock-
down.. E Representative images of EDU staining in PC9 cells with control, CHD7 or CHD8 knockdown. Scale bar, 100 μm.F-G Clonogenic 
assay of A549 and PC9 cells after knockdown of CHD7 (F) and CHD8 (G). Percent surviving fraction was calculated relative to nontreated 
cells. *p < 0.05, **p < 0.01, ***p < 0.001 (Student’s t test)
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in lung cancer. Next, we found that the mRNA expression levels of most CHD family genes were significantly posi-
tively correlated with the immune infiltrating levels of B cells, CD4 + T cells, CD8 + T cells, macrophages, neutrophils, 
and DCs. Therefore, among the 8 CHD members, CHD1 and CHD6 are likely to become targets of immunotherapy. 
This provides new ideas for subsequent research on lung cancer immunotherapy. Perturbation of CHD1/6 might 

Fig. 7   The effect of Chd7/8 knockdown on the DNA damage response in lung adenocarcinoma. A Pearson correlation analysis showing the 
correlation between CHD7/8 expression and RAD51 expression in LUAD; B RT–qPCR analysis of RAD51 upon CHD7 and CHD8 silencing; C, D 
Western blot analysis of Rad51 (C), γH2AX and p-chk1 (D) proteins upon depletion of CHD7 and CHD8; E, F Growth inhibition curves of cis-
platin (E) and paclitaxel (F) in A549 and PC9 cells with CHD7 and CHD8 knockdown. The cell viability was assessed by the CellTiter-Glo assay. 
The IC50 values were determined from the sigmoidal dose–response curves using GraphPad PRISM6 software



Vol.:(0123456789)

Discover Oncology           (2022) 13:29  | https://doi.org/10.1007/s12672-022-00489-y	 Research

1 3

remodel the tumor immune microenvironment and suggest that targeting CHD family members can be combined 
with immunotherapies in lung cancer in the future.

Furthermore, functional and pathway analysis predicted that CHD7/8 was mainly involved in the regulation of the cell 
cycle, DNA repair signaling, and other pathways. Subsequent in vitro experiments using PC9 and A549 cells confirmed 
that silencing CHD7/8 caused cell cycle arrest and attenuated DNA repair capacity based on flow cytometic analysis and 
evaluation of several proteins involved in DNA repair signaling.

There are some limitations to this study. First, our experimental data showed the functional connection between 
CHD7/8 and the DNA damage response pathway. However, the underlying mechanisms leading to the down-regulation 
of RAD51 and CHK1 phosphorylation remain to be determined. Second, functional enrichment analysis indicates that 
most CHD family genes, if not all, play essential roles during cell cycle progression and DNA repair. Nevertheless, the 
functional validation experiments were only performed for CHD7 and CHD8, but not for other CHD family genes in this 
study. It would be interesting to evaluate the effects of other CHD genes on these two cellular events in the future. Finally, 
the experimental procedures could be employed to validate the correlation between CHD genes and immune infiltrates 
and provide mechanistic insights into CHD-mediated immune infiltration.

In conclusion, we aimed to understand the clinical significance of the CHD family in lung cancer and the molecular 
mechanism based on big data. We systematically analysed the expression, genetic variations, and prognostic value of 
CHDs in lung cancer. Our study demonstrated that altered expression of some CHD members was significantly correlated 
with clinical cancer stages in lung cancer patients. Furthermore, our results indicated that high CHD6/7/8 expression 
could also serve as a promising prognostic indicator. CHD subclass III members play critical roles in the cell cycle DNA 
damage response and are potential epigenetic therapeutic targets.

Author contributions  Conceptualization and design: LY, LW; Development of methodology and investigation, LY; Writing, review, and/or revi-
sion of the manuscript: LY, LW. All authors read and approved the final manuscript.

Funding  This study was supported by the National Natural Science Foundation of China (81972191 and 81672647), Science and Technology 
Major Project of Anhui Province (18030801140), and the 100-Talent Program of Chinese Academy of Sciences. A portion of this work was 
supported by the High Magnetic Field Laboratory of Anhui Province.

Data availability  The datasets generated during and/or analysed during the current study are available in the TCGA repository, https://​tcga-​
data.​nci.​nih.​gov/​tcga; MEXPRESS repository, https://​mexpr​ess.​be; Oncomine repository, https://​www.​oncom​ine.​org; UALCAN repository, 
http://​ualcan.​path.​uab.​edu; Human Protein Atlas repository, https://​www.​prote​inatl​as.​org; cBioPortal repository, https://​www.​cbiop​ortal.​org; 
CR2Cancer repository, http://​cis.​hku.​hk/​CR2Ca​ncer; KMplot repository, https://.kmplot.com; Timer repository, https://​cistr​ome.​shiny​apps.​io/​
timer; TISIDB repository, http://​cis.​hku.​hk/​TISIDB; Metascape repository, http://​gepia.​cancer-​pku.​cn https://​metas​cape.​org

Declarations 

Competing interests  The authors declare no competing interests.

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes were made. The images or other third party material in this article 
are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the material. If material is not included in 
the article’s Creative Commons licence and your intended use is not permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a copy of this licence, visithttp://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

References

	 1.	 Hirsch FR, Scagliotti GV, Mulshine JL, Kwon R, Curran WJ, Wu YL, Paz-Ares L. Lung cancer: current therapies and new targeted treatments. 
Lancet. 2017;389:299–311. https://​doi.​org/​10.​1016/​S0140-​6736(16)​30958-8.

	 2.	 Schabath MB, Cote ML. Cancer Progress and priorities: lung cancer. Cancer Epidemiol Biomark Prev. 2019;28:1563–79. https://​doi.​org/​10.​
1158/​1055-​9965.​Epi-​19-​0221.

	 3.	 Hasan N, Ahuja N. The emerging roles of ATP-dependent chromatin remodeling complexes in pancreatic cancer. Cancers. 2019. https://​
doi.​org/​10.​3390/​cance​rs111​21859.

	 4.	 Mills AA. The chromodomain helicase DNA-binding chromatin remodelers: family traits that protect from and promote cancer. Cold 
Spring Harbor Perspect Med. 2017. https://​doi.​org/​10.​1101/​cshpe​rspect.​a0264​50.

https://tcga-data.nci.nih.gov/tcga
https://tcga-data.nci.nih.gov/tcga
https://mexpress.be
https://www.oncomine.org
http://ualcan.path.uab.edu
https://www.proteinatlas.org
https://www.cbioportal.org
http://cis.hku.hk/CR2Cancer
https://cistrome.shinyapps.io/timer
https://cistrome.shinyapps.io/timer
http://cis.hku.hk/TISIDB
http://gepia.cancer-pku.cn
https://metascape.org
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1016/S0140-6736(16)30958-8
https://doi.org/10.1158/1055-9965.Epi-19-0221
https://doi.org/10.1158/1055-9965.Epi-19-0221
https://doi.org/10.3390/cancers11121859
https://doi.org/10.3390/cancers11121859
https://doi.org/10.1101/cshperspect.a026450


Vol:.(1234567890)

Research	 Discover Oncology           (2022) 13:29  | https://doi.org/10.1007/s12672-022-00489-y

1 3

	 5.	 Marfella CGA, Imbalzano AN. The Chd family of chromatin remodelers. Mutat Res Fundam Mol Mech Mutagen. 2007;618:30–40. https://​
doi.​org/​10.​1016/j.​mrfmmm.​2006.​07.​012.

	 6.	 Hall JA, Georgel PT. CHD proteins: a diverse family with strong ties. Biochem Cell Biol-Biochimie Et Biologie Cellulaire. 2007;85:463–76. 
https://​doi.​org/​10.​1139/​O07-​063.

	 7.	 Delmas V, Stokes DG, Perry RP. A mammalian DNA-binding protein that contains a chromodomain and an Snf2 Swi2-like helicase domain. 
Proc Natl Acad Sci USA. 1993;90:2414–8. https://​doi.​org/​10.​1073/​pnas.​90.6.​2414.

	 8.	 Bienz M. The PHD finger, a nuclear protein-interaction domain. Trends Biochem Sci. 2006;31:35–40. https://​doi.​org/​10.​1016/j.​tibs.​2005.​
11.​001.

	 9.	 Micucci JA, Sperry ED, Martin DM. Chromodomain helicase DNA-binding proteins in stem cells and human developmental diseases. Stem 
Cells Dev. 2015;24:917–26. https://​doi.​org/​10.​1089/​scd.​2014.​0544.

	10.	 Attard G, Parker C, Eeles RA, Schroder F, Tomlins SA, Tannock I, Drake CG, de Bono JS. Prostate cancer. Lancet. 2016;387:70–82. https://​
doi.​org/​10.​1016/​S0140-​6736(14)​61947-4.

	11.	 Bagchi A, Papazoglu C, Wu Y, Capurso D, Brodt M, Francis D, Bredel M, Vogel H, Mills AA. CHD5 is a tumor suppressor at human 1p36. Cell. 
2007;128:459–75. https://​doi.​org/​10.​1016/j.​cell.​2006.​11.​052.

	12.	 Kim MS, Chung NG, Kang MR, Yoo NJ, Lee SH. Genetic and expressional alterations of CHD genes in gastric and colorectal cancers. Histo-
pathology. 2011;58:660–8. https://​doi.​org/​10.​1111/j.​1365-​2559.​2011.​03819.x.

	13.	 Machado RAC, Schneider H, Deocesano-Pereira C, Lichtenstein F, Andrade F, Fujita A, Trombetta-Lima M, Weller M, Bowman-Colin C, 
Sogayar MC. CHD7 promotes glioblastoma cell motility and invasiveness through transcriptional modulation of an invasion signature. 
Sci Rep. 2019. https://​doi.​org/​10.​1038/​s41598-​019-​39564-w.

	14.	 Oyama Y, Shigeta S, Tokunaga H, Tsuji K, Ishibashi M, Shibuya Y, Shimada M, Yasuda J, Yaegashi N. CHD4 regulates platinum sensitivity 
through MDR1 expression in ovarian cancer: a potential role of CHD4 inhibition as a combination therapy with platinum agents. PLoS 
ONE. 2021;16:e0251079.

	15.	 Hoffmann A, Spengler D. Single-CELL transcriptomics supports a role of CHD8 in autism. Int J Mol Sci. 2021. https://​doi.​org/​10.​3390/​ijms2​
20632​61.

	16.	 Alendar A, Lambooij JP, Bhaskaran R, Lancini C, Song JY, van Vugt H, Snoek M, Berns A. Gene expression regulation by the Chromodomain 
helicase DNA-binding protein 9 (CHD9) chromatin remodeler is dispensable for murine development. PLoS ONE. 2020. https://​doi.​org/​
10.​1371/​journ​al.​pone.​02333​94.

	17.	 Vestin A, Mills AA. The tumor suppressor Chd5 is induced during neuronal differentiation in the developing mouse brain. Gene Expr 
Patterns. 2013;13:482–9. https://​doi.​org/​10.​1016/j.​gep.​2013.​09.​003.

	18.	 Durak O, Gao F, Kaeser-Woo YJ, Rueda R, Martorell AJ, Nott A, Liu CY, Watson LA, Tsai LH. Chd8 mediates cortical neurogenesis via tran-
scriptional regulation of cell cycle and Wnt signaling. Nat Neurosci. 2016;19:1477–88. https://​doi.​org/​10.​1038/​nn.​4400.

	19.	 Damaschke NA, Yang B, Blute ML, Lin CP, Huang W, Jarrard DF. Frequent disruption of chromodomain helicase DNA-binding protein 8 
(CHD8) and functionally associated chromatin regulators in prostate cancer. Neoplasia. 2014;16:1018–27. https://​doi.​org/​10.​1016/j.​neo.​
2014.​10.​003.

	20.	 Xu L, Peng H, Huang XX, Xia YB, Hu KF, Zhang ZM. Decreased expression of chromodomain helicase DNA-binding protein 9 is a novel 
independent prognostic biomarker for colorectal cancer. Braz J Med Biol Res. 2018. https://​doi.​org/​10.​1590/​1414-​431X2​01875​88.

	21.	 Ronan JL, Wu W, Crabtree GR. From neural development to cognition: unexpected roles for chromatin (vol 13, pg 347, 2013). Nat Rev 
Genet. 2013;14:440–440. https://​doi.​org/​10.​1038/​nrg35​08.

	22.	 Tomczak K, Czerwinska P, Wiznerowicz M. The Cancer Genome Atlas (TCGA): an immeasurable source of knowledge. Contemp Oncol 
(Pozn). 2015;19:A68-77. https://​doi.​org/​10.​5114/​wo.​2014.​47136.

	23.	 Koch A, De Meyer T, Jeschke J, Van Criekinge W. MEXPRESS: visualizing expression, DNA methylation and clinical TCGA data. Bmc Genom. 
2015. https://​doi.​org/​10.​1186/​s12864-​015-​1847-z.

	24.	 Koch A, Jeschke J, Van Criekinge W, van Engeland M, De Meyer T. MEXPRESS update 2019. Nucl Acids Res. 2019;47:W561–5. https://​doi.​
org/​10.​1093/​nar/​gkz445.

	25.	 Rhodes DR, Yu J, Shanker K, Deshpande N, Varambally R, Ghosh D, Barrette T, Pandey A, Chinnaiyan AM. ONCOMINE: a cancer microarray 
database and integrated data-mining platform. Neoplasia. 2004;6:1–6. https://​doi.​org/​10.​1016/​s1476-​5586(04)​80047-2.

	26.	 Rhodes DR, Kalyana-Sundaram S, Mahavisno V, Varambally R, Yu J, Briggs BB, Barrette TR, Anstet MJ, Kincead-Beal C, Kulkarni P, et al. 
Oncomine 3.0: genes, pathways, and networks in a collection of 18,000 cancer gene expression profiles. Neoplasia. 2007;9:166–80. https://​
doi.​org/​10.​1593/​neo.​07112.

	27.	 Chandrashekar DS, Bashel B, Balasubramanya SAH, Creighton CJ, Ponce-Rodriguez I, Chakravarthi BVSK, Varambally S. UALCAN: a portal 
for facilitating tumor subgroup gene expression and survival analyses. Neoplasia. 2017;19:649–58. https://​doi.​org/​10.​1016/j.​neo.​2017.​
05.​002.

	28.	 Asplund A, Edqvist PH, Schwenk JM, Ponten F. Antibodies for profiling the human proteome-The Human Protein Atlas as a resource for 
cancer research. Proteomics. 2012;12:2067–77. https://​doi.​org/​10.​1002/​pmic.​20110​0504.

	29.	 Cerami E, Gao JJ, Dogrusoz U, Gross BE, Sumer SO, Aksoy BA, Jacobsen A, Byrne CJ, Heuer ML, Larsson E, et al. The cBio cancer genomics 
portal: an open platform for exploring multidimensional cancer genomics data. Cancer Discov. 2012;2:401–4. https://​doi.​org/​10.​1158/​
2159-​8290.​Cd-​12-​0095.

	30.	 Gao JJ, Aksoy BA, Dogrusoz U, Dresdner G, Gross B, Sumer SO, Sun YC, Jacobsen A, Sinha R, Larsson E, et al. Integrative analysis of complex 
cancer genomics and clinical profiles using the cBioPortal. Sci Signal. 2013. https://​doi.​org/​10.​1126/​scisi​gnal.​20040​88.

	31.	 Ru BB, Sun JL, Tong Y, Wong CN, Chandra A, Tang ATS, Chow LKY, Wun WL, Levitskaya Z, Zhang JW. CR2Cancer: a database for chromatin 
regulators in human cancer. Nucl Acids Res. 2018;46:D918–24. https://​doi.​org/​10.​1093/​nar/​gkx877.

	32.	 Gyorffy B. Survival analysis across the entire transcriptome identifies biomarkers with the highest prognostic power in breast cancer. 
Comput Struct Biotechnol J. 2021;19:4101–9. https://​doi.​org/​10.​1016/j.​csbj.​2021.​07.​014.

	33.	 Li TW, Fan JY, Wang BB, Traugh N, Chen QM, Liu JS, Li B, Liu XS. TIMER: a web server for comprehensive analysis of tumor-infiltrating immune 
cells. Can Res. 2017;77:E108–10. https://​doi.​org/​10.​1158/​0008-​5472.​Can-​17-​0307.

https://doi.org/10.1016/j.mrfmmm.2006.07.012
https://doi.org/10.1016/j.mrfmmm.2006.07.012
https://doi.org/10.1139/O07-063
https://doi.org/10.1073/pnas.90.6.2414
https://doi.org/10.1016/j.tibs.2005.11.001
https://doi.org/10.1016/j.tibs.2005.11.001
https://doi.org/10.1089/scd.2014.0544
https://doi.org/10.1016/S0140-6736(14)61947-4
https://doi.org/10.1016/S0140-6736(14)61947-4
https://doi.org/10.1016/j.cell.2006.11.052
https://doi.org/10.1111/j.1365-2559.2011.03819.x
https://doi.org/10.1038/s41598-019-39564-w
https://doi.org/10.3390/ijms22063261
https://doi.org/10.3390/ijms22063261
https://doi.org/10.1371/journal.pone.0233394
https://doi.org/10.1371/journal.pone.0233394
https://doi.org/10.1016/j.gep.2013.09.003
https://doi.org/10.1038/nn.4400
https://doi.org/10.1016/j.neo.2014.10.003
https://doi.org/10.1016/j.neo.2014.10.003
https://doi.org/10.1590/1414-431X20187588
https://doi.org/10.1038/nrg3508
https://doi.org/10.5114/wo.2014.47136
https://doi.org/10.1186/s12864-015-1847-z
https://doi.org/10.1093/nar/gkz445
https://doi.org/10.1093/nar/gkz445
https://doi.org/10.1016/s1476-5586(04)80047-2
https://doi.org/10.1593/neo.07112
https://doi.org/10.1593/neo.07112
https://doi.org/10.1016/j.neo.2017.05.002
https://doi.org/10.1016/j.neo.2017.05.002
https://doi.org/10.1002/pmic.201100504
https://doi.org/10.1158/2159-8290.Cd-12-0095
https://doi.org/10.1158/2159-8290.Cd-12-0095
https://doi.org/10.1126/scisignal.2004088
https://doi.org/10.1093/nar/gkx877
https://doi.org/10.1016/j.csbj.2021.07.014
https://doi.org/10.1158/0008-5472.Can-17-0307


Vol.:(0123456789)

Discover Oncology           (2022) 13:29  | https://doi.org/10.1007/s12672-022-00489-y	 Research

1 3

	34.	 Li B, Severson E, Pignon JC, Zhao HQ, Li TW, Novak J, Jiang P, Shen H, Aster JC, Rodig S, et al. Comprehensive analyses of tumor immunity: 
implications for cancer immunotherapy. Genome Biol. 2016. https://​doi.​org/​10.​1186/​s13059-​016-​1028-7.

	35.	 Ru BB, Wong CN, Tong Y, Zhong JY, Zhong SSW, Wu WC, Chu KC, Wong CY, Lau CY, Chen I, et al. TISIDB: an integrated repository portal for 
tumor-immune system interactions. Bioinformatics. 2019;35:4200–2. https://​doi.​org/​10.​1093/​bioin​forma​tics/​btz210.

	36.	 Tang ZF, Li CW, Kang BX, Gao G, Li C, Zhang ZM. GEPIA: a web server for cancer and normal gene expression profiling and interactive 
analyses. Nucl Acids Res. 2017;45:W98–102. https://​doi.​org/​10.​1093/​nar/​gkx247.

	37.	 Zhou YY, Zhou B, Pache L, Chang M, Khodabakhshi AH, Tanaseichuk O, Benner C, Chanda SK. Metascape provides a biologist-oriented 
resource for the analysis of systems-level datasets. Nat Commun. 2019. https://​doi.​org/​10.​1038/​s41467-​019-​09234-6.

	38.	 Zhu LM, Wang R, Zhang L, Zuo CL, Zhang R, Zhao SL. rs187960998 polymorphism in miR-211 prevents development of human colon 
cancer by deregulation of 3 ’ UTR in CHD5. Onco Targets Ther. 2019;12:405–12. https://​doi.​org/​10.​2147/​Ott.​S1809​35.

	39.	 Hashimoto T, Kurokawa Y, Wada N, Takahashi T, Miyazaki Y, Tanaka K, Makino T, Yamasaki M, Nakajima K, Mori M, Doki Y. Clinical significance 
of chromatin remodeling factor CHD5 expression in gastric cancer. Oncol Lett. 2020;19:1066–73. https://​doi.​org/​10.​3892/​ol.​2019.​11138.

	40.	 Xia LM, Huang WJ, Bellani M, Seidman MM, Wu KC, Fan DM, Nie YZ, Cai Y, Zhang YW, Yu LR, et al. CHD4 has oncogenic functions in initiating 
and maintaining epigenetic suppression of multiple tumor suppressor genes. Cancer Cell. 2017;31:653. https://​doi.​org/​10.​1016/j.​ccell.​
2017.​04.​005.

	41.	 Zhang ZD, Zhou CL, Li XL, Barnes SD, Deng S, Hoover E, Chen CC, Lee YS, Zhang YX, Wang CS, et al. Loss of CHD1 promotes heterogeneous 
mechanisms of resistance to AR-targeted therapy via chromatin dysregulation. Cancer Cell. 2020;37:584. https://​doi.​org/​10.​1016/j.​ccell.​
2020.​03.​001.

	42.	 Pleasance ED, Stephens PJ, O’Meara S, McBride DJ, Meynert A, Jones D, Lin ML, Beare D, Lau KW, Greenman C, et al. A small-cell lung cancer 
genome with complex signatures of tobacco exposure. Nature. 2010;463:184-U166. https://​doi.​org/​10.​1038/​natur​e08629.

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

https://doi.org/10.1186/s13059-016-1028-7
https://doi.org/10.1093/bioinformatics/btz210
https://doi.org/10.1093/nar/gkx247
https://doi.org/10.1038/s41467-019-09234-6
https://doi.org/10.2147/Ott.S180935
https://doi.org/10.3892/ol.2019.11138
https://doi.org/10.1016/j.ccell.2017.04.005
https://doi.org/10.1016/j.ccell.2017.04.005
https://doi.org/10.1016/j.ccell.2020.03.001
https://doi.org/10.1016/j.ccell.2020.03.001
https://doi.org/10.1038/nature08629

	Comprehensive analysis of the expression, prognosis, and immune infiltrates for CHDs in human lung cancer
	Abstract
	Background 
	Methods 
	Results 
	Conclusion 

	1 Introduction
	2 Material and method
	2.1 Data collection
	2.1.1 TCGA-LUAD cohort and TCGA-LUSC cohort
	2.1.2 Oncomine database
	2.1.3 UALCAN dataset analysis
	2.1.4 Human protein atlas
	2.1.5 cBioPortal
	2.1.6 CR2Cancer database

	2.2 Survival association analysis
	2.2.1 KM plotter database

	2.3 Immune microenvironment association
	2.3.1 TIMER database
	2.3.2 TISIDB database

	2.4 Functional enrichment analysis
	2.4.1 GEPIA dataset analysis
	2.4.2 Metascape database

	2.5 RNA interference
	2.6 RNA isolation and RT–qPCR
	2.7 Cell cycle analysis
	2.8 Western blot analysis
	2.9 Cell culture
	2.10 Cell viability assays
	2.11 Statistical analysis
	2.12 Colony formation assay
	2.13 In vitro EdU incorporation assay
	2.14 Drug dose response curves

	3 Results
	3.1 Altered expression of CHDs in patients with lung cancer
	3.2 Genetic alterations of CHDs in lung cancer
	3.3 Prognostic values of CHD genes in patients with lung cancer
	3.4 Correlations between CHD family genes and immune infiltration levels
	3.5 Functional enrichment analysis of the CHDs family in patients with non-small-cell lung cancer
	3.6 Chd78 loss affects cell proliferation and cycle progression
	3.7 CHD78 loss impairs the CHK1 DNA damage response

	4 Discussion
	References




